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Caszyme Is a biotech company, founded in 2017, based in Vilnius, Lithuania.
The company specializes in development and applications of CRISPR Cas
technology and aims to develop new discoveries, innovative applications, and
top-quality research in the field of CRISPR-based malecular tools. Since
different industries and applications that use CRISPR-Cas technology require
Cas proteins with different characteristics. Caszyme offers a platform of
different CRISPR-based Cas proteins. The company identifies, characterises,
and develops these proteins, which are then offered to company clients for
applications in human therapeutics, diagnostics, agriculture, research tools,
and industrial biotech.

Caszyme activities:
e Exploring new Cas Proteins for various applications.
e Providing research services for CRISPR applications.
e Developing and characterizing new CRISPR based Molecular Tools. .
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Microbiology and Biotechnology

A.1. ETHANOLIC EXTRACTS OF CIRSIUM VULGARE SAVI TEN. ANTIOXI-
DANT ACTIVITY

Urté Griskeviciené', Mindaugas Marksa', Rimanta Vainoriené?, Liudas Ivanauskas'

Department of Analytical and Toxicological Chemistry, Lithuanian University of Health Sciences, Lithuania
ZRegional development institute, Vilnius university Siauliai academy, Lithuania
urte.andriuskeviciutel@stud.lsmu.lt

Cirsium vulgare (Savi) Ten. is also known as a spear thistle, bull thistle or common thistle. It is a species
of the Asteraceae, genus Cirsium [1]. Studies shown, that Cirsium vulgareis a plant which contains great diversity
active compounds such as flavonoids and amino acids. These compounds especially phenolics is characterized
by strong antioxidant effect. Due to this, our research was to examine those active compounds diversity in bull
thistle herb extracts made with 50 percent ethanol/wather solvent and to investigate those extracts antioxidant
effect,

Antioxidant effect was investigated by CUPRAC method. The CUPRAC spectrophotometric method is a sim-
ple, low-cost detection and reducing power method that does not require sophisticated equipment. Compared to
other methods for the determination of antioxidant activity based on the electron transfer reaction, several ad-
vantages are distinguished: the iron ion, due to the high spin and semi-d - orbitals of this method, is classified as
a chemically inert compound, while the electronic structure of copper determines a fast chemical reaction. Due
to rate differences, the method for determining the reducing power of copper may oxidize thiol-type antioxi-
dants. CUPRAC reagent is more stable and easier to produce than chromogenic radical reagents (ABTS, DPPH).
The CUPRAC method tests are performed under neutral conditions (pH 7.0), which are close to physiological
conditions, while the FRAP method requires acidic conditions (pH 3.6). The method can simultaneously measure
hydrophilic and lipophilic antioxidants (for example, carotene and alpha-tocopherol). The CUPRAC study includes
most of the research conducted in the practice of biochemistry and food chemistry, and the results obtained
show a clear advantage over other induced antioxidant methods.

When determining the antioxidant effect by the CUPRAC method, a relationship was established between
the antioxidant activity and the amount of compounds isolated from the raw part of the plant (p=0.010). The
averages obtained are statistically significantly different (p<0.05). It was found that the biologically active com-
pounds isolated from the flowers of the plant, whose antioxidant activity was determined to be 0.355+0.018 mg/g,
have the highest antioxidant activity tested. Ethanol extracts made from a part of the plant - leaves (0.261
0.015 mg/g) are characterized by lower antioxidant activity. It was found that there is a statistically significant
difference in the antioxidant activity depending on the growth period of the plant raw material (p=0.047). It was
found that ethanolic extracts of the plant raw material collected at the end of August - beginning of September,
i.e. at seed maturity 0.211 £ 0.013 mg/ml and at the end of flowering (0.355 = 0.018 mg/g), have the highest
antioxidant effect. Ethanol extracts of the plant, the raw material of which was collected during the mass flow-
ering of the plant (in July (0.208 = 0.013 mg/g)) are slightly less active.

Due to results, it is known that antioxidant activity of extracts for the further investigation, for example, investi-
gations with cancer cell in vitro, can be done by taking the most active mass flowering phenological stage ex-
tracts made of plant flowers.

[1] Klinkhamer PG, Jong TJ. (1993) Cirsium vulgare (Savi) Ten.(Carduus lanceolatus L., Cirsium lanceolatum (L.) Scop., non Hill). Journal of ecology, 1:
177.
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A.2. ANTIMICROBIAL PROPERTIES OF BLACK SOLDIER FLY FAT

Guoda Varnelyté!?, Bazilé Ravoityté?!, Stanislavas Tracevitius®, Elena Serviené?!

'Nature Research Centre, Vilnius, Lithuania
2Life Sciences Center, Vilnius University, Vilnius, Lithuania
SUAB ,Insectum®, Vilnius, Lithuania
guoda.varnelyte@gmec.stud.vu.lt

Globalization leads to the fast and wide spreading of living organisms, and simultaneously, various path-
ogens, thus the fight against pathogenic microorganisms is an important global aim.

The larvae of the black soldier fly (Hermetia illucens) are among the most lipid-rich compared to other indus-
trially farmed insects. Fat makes up about half of the larva's mass. One of the advantages of cultivating these
larvae is that they feed on a variety of feeds, recycle various food waste very efficiently, and the biomass
converted by the larvae becomes a sustainable source of high-quality fat, protein, and chitin.

Black soldier fly larvae (BSFL) are a source of antimicrobial agents. In the fat of BSFL, the dominant
saturated fatty acids are lauric and palmitic, and the dominant unsaturated fatty acid is oleic [1]. Lauric acid
has inherent antibacterial activity [2]. Fats from BSFL can become alternatives in many sectors: feed pro-
duction (in animal, fish, and poultry feed, food industry (e.g.: butter/margarine), bioactive compounds, cosmetics
industry. The fatty acid composition of these larvae is similar to that of coconut or palm kernel oil. Only a few
scientific studies have successfully demonstrated the antibacterial properties of BSFL fat extracts. Fats of
BSFL and their extracts effectively inhibit several species of bacteria, including pathogenic bacteria, e.g., an-
tibiotic resistant Klebsiella pneumoniae[3]. However, the effectiveness of BSFL fat extracts
in inhibiting the growth of fungal microorganisms has been poorly investigated.

The aim of this work is to identify BSFL-associated microorganisms, produce BSFL fat extracts, and eval-
uate their antibacterial and antifungal properties. Cultivable microorganisms were isolated from BSFLby mi-
crobiological methods, genera/species identification was performed by molecular methods (PCR with primers
specific for bacterial ribosomal RNA regions, restriction fragment length polymorphism analysis, DNA sequenc-
ing). Several BSFL fat extracts were produced. Microbiological methods were used to study the inhibitory effects
of fat extracts on yeast and bacterial cultures.

This work was supported by Research Council of Lithuania (project No. P-ST-22-85).

[/ Leong, S. Y., Kutty, S. R. M., Malakahmad, A., & Tan, C. K. (2016). Feasibility study of biodiesel production using lipids of Hermetia
fillucens |arva fed with organic waste. Waste Management, 47, 84-90

[2] Giannetto, A., Oliva, S., Ceccon Lanes, C. F., de Araujo Pedron, F., Savastano, D., Baviera, C., Parrino, V., Lo Paro, G., Spano, N. C., Cappello,
T., Maisano, M., Mauceri, A., & Fasulo, S. (2020). Hermetia illucens (Diptera: Stratiomydae) larvae and prepupae: Biomass production, fatty
acid profile and expression of key genes involved in lipid metabolism. Journal of Biotechnology, 307(October 2019), 44- 54.

[3] Mohamed, H., Marusich, E., Afanasev, Y., & Leonov, S. (2022). Bacterial Outer Membrane Permeability Increase Underlies the Bactericidal
Effect of Fatty Acids From Hermetia illucens (Black Soldier Fly) Larvae Fat Against Hypermucoviscous Isolates of Alebsiella pneumoniae.
Frontiers in microbiology, 13, 844811.
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A.3. IDENTIFICATION AND BIOCIDAL PROPERTIES OF YEASTS
ISOLATED FROM PASTURES SOIL

Paliovkinas D.%, Strazdaité-Zielieng, Z! Servieng, E.

"Nature Research Centre, Vilnius, Lithuania;
2 Life Sciences Center of Vilnius University, Lithuania
deividas.paliovkinas@gmec.stud.vu.lt

Yeasts found in the environment are among the most abundant and diverse forms of life on Earth, and their
biodiversity is linked to human and animal health. In the last few decades, fungi are becoming frequently recog-
nized as causative agents of various infections. However, there is still a lack of yeast research in pasture soil
samples. The present work's objective was to identify yeasts in soil samples from livestock pastures and evalu-
ate their biocidal properties.

In the course of our research, samples were collected from horses, sheep, and cattle pastures. Soil sam-
ples were washed out with distilled water, concentrated, and applied for direct isolation of microorganisms. It was
found that most microorganisms were detected in the samples collected from the horse pasture. Nineteen strains
of yeast-like morphology, representing each of mentioned above habitats, were used for molecular species iden-
tification and killer assay. Predominated yeasts were representativesof the genera Rhodothurula (6/19 strains)
and Cryptococcus (3/19 strains). The cultivable yeast isolated from the soil was grown at temperatures of 4, 12, 30,
and 37°C. Most of the yeasts were found to grow best at 30°C degrees, but 3 yeast strains were thermotolerant
and formed colonies at 37°C. Four biocidal strains wereisolated from pastures, they belonged to Williopsis, Pichia,
Candida and Cystofilobasidium genera. The killer assay was performed on MB media at pH 4.0, 4.8, and 5.6. The
strongest biocidal properties of identified killer yeasts were observed at pH 4.8. None of the killer yeasts were
found to be infected with dsRNA viruses, which means that the biocidal properties of those yeasts are encoded
in the plasmid or chromosomal DNA.

This study, focusing on the biodiversity of yeasts in the soil of pastures, is important to predict the condition
of food-producing animals, for maintaining healthy livestock and having a high potential in the food industry.
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A.4. IDENTIFICATION AND HETEROLOGOUS BIOSYNTHESIS OFNOVEL
BACTERIOCINS WITH THE ANTI-PHYTOPATHOGENIC

BACTERIAL ACTIVITY

Gabija Smulkaité', Arnoldas Kaunietis'

Department of Microbiology and Biotechnology, Institute of Biosciences, Life Sciences Canter, Vilnius
University, Vilnius, Lithuania
gabija.smulkaite@gmc.stud.vu.lt

An increasing antimicrobial resistance among phytopathogenic bacteria has shown significant problems

in the soil ecosystem, since these pathogens can cause a wide range of plant diseases as well as economic
damage to various plant crops on a local, national, and global scale. In 2019, losses from phytopathogen-caused
illnesses in five major crops, wheat, rice, maize, potato, and soybean, were 10.2 %,
10.8 %, 8.5 %, and 8.9 %, respectively [1]. Chemicals are currently being used to control these plant infections,
but these methods are often no longer as effective and could be dangerous for both, human health and the envi-
ronment [2]. In order to solve this problem, it may be feasible to use bacteriocins, a heterogeneous group of
ribosomally synthesized antimicrobial peptides that have the ability to kill closely related or a diverse range of
bacteria species [3]. Bacteriocins are much safer to use than some chemicals, and because they are specific to
targets, they have no negative side effects.

The aim of this study was to identify bacteriocins that are secreted by microorganisms that have been
isolated from the soil and may have an impact on phytopathogenic bacteria. 63 isolates were isolated from the
soil and screened in order to evaluate their antibacterial activity against 9 phytopathogenic bacteria starins, such
as Pectobacterium carotovorum, Xanthomonas vesicatoria, etc. We successfully identified two bacteria strains: Strep-
tomyces sp. AB3 and Bacillus sp. DM1.10 that produce antibacterial substances. The DM1.10 genome analysis re-
vealed 14 gene clusters, three of which are associated with bacteriocin synthesis and others with antibiotics,
polyketide and non-ribosomally synthesized peptide synthesis. Four of 41 gene clusters identified by analysis in
the AB3 genome are involved in the production of bacteriocins, while other gene clusters are involved in the
synthesis of polyketides and non-ribosomally synthesized peptides. One of them is presumably responsible for
biosynthesis of a lasso peptide type bacteriocin. In this study, we describe heterologous expression of genes
responsible for the lasso peptide bacteriocin biosynthesis in Escherichia colicells.

[1] Savary, S., Willocquet, L., Pethybridge, S. J., Esker, P., McRoberts, N., & Nelson, A. (2019). The global burden of pathogens and pests
on major food crops. Nature ecology & evolution, 3(3), 430-439.

[2] Rooney, W. M., Chai, R, Milner, J. J., & Walker, D. (2020). Bacteriocins Targeting Gram-Negative Phytopathogenic Bacteria: Plantibiotics
of the Future. Frontiers in microbiology, 11, 575981.

[3] Holtsmark, I., Eijsink, V. G., & Brurberg, M. B. (2008). Bacteriocins from plant pathogenic bacteria. FEMS microbiology letters, 280(1),1-7.
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A.5. INVESTIGATION OF PLANT-DERIVED PROTEIN HYDROLYSIS VIABIO-

CATALYSIS
IEVA OZIONAITE, Jokiibas Krutkevi¢ius, Inga Matijosyte

Sector of Applied Biocatalysis, Institute of Biotechnology, Life Sciences Center, Vilnius University, Lithuania
ieva.oziunaite@gmec.stud.vu.lt

The increasingly growing global population indicates that protein demand in food and feed systems will
continue to rise in the coming years. Proteins are one of the most essential nutrients required for critical func-
tions in cells, tissues, organs, and all systems. Popularity of plant-based proteins has grown in recent years. The

global plant-based protein market is projected to reach 17.4 bln USD by the end of 20271, Plants provide high
levels of proteins without the high content of fats, which is often related to animal proteins. Furthermore, it can
provide a range of vitamins, minerals, and antioxidants. Plant-based proteins are more environmentally friendly
than animal-based ones, requiring less energy and water to produce. Current policy directives and initiatives (EU
Green Deal, EU Bioeconomy Strategy, etc.) are directed to boost plant use for protein production. Plants are
sustainable and environmentally feasible protein sources [2].

Protein hydrolysate is the most nutritious form of proteins as it contains a mixture of short-chain peptides
and free amino acids, which are more readily absorbed by the body. The traditional chemical methods of plant
protein hydrolysis are usually performed under hazardous conditions, influencing protein structure and other
functional properties [3]. One of the alternative ways to get protein hydrolysates is enzymatic hydrolysis. Enzy-
matic hydrolysis is an easy controllable process due to the specificity of enzymes. It eliminates antinutritional
components, increases protein solubility and improves the functional and nutritional properties of proteins. Pro-
tein hydrolysates can be applied in the food industry as a functional food and in pharmaceutical industries
because of formed bioactive peptides. Bioactive peptides could exhibit various beneficial features such as anti-
oxidant activity, antihypertensive activity, and antimicrobial activity, etc. [4].

The aim of this study is to develop an enzymatically based process for the hydrolysis of plant proteins. An
investigation object is the alfalfa plant. In this study the alfalfa hydrolysis process will be evaluated and per-
formed in two ways. The first uses commercial proteases, the second - uses recombinant protease. The obtained
results will be presented during the poster session in more detail.

1 https://www.marketsandmarkets.com/Market-Reports/plant-based-protein-market-14715651.html

[1] Etemadian, Y., Ghaemi, V., Shaviklo, A. R., Pourashouri, P., Sadeghi Mahoonak, A. R., & Rafipour, F. (2021). Development of animal/ plant-
based protein hydrolysate and its application in food, feed and nutraceutical industries: State of the art. Journal of Cleaner Production, 278,
123219.

[2] Hou, Y., Wu, Z,, Dai, Z,, Wang, G., & Wu, G. (2017). Protein hydrolysates in animal nutrition: Industrial production, bioactive peptides, and
functional significance. Journal of Animal Science and Biotechnology, 8(1), 24.

[3] Shen, P., Gao, Z, Fang, B., Rao, J., & Chen, B. (2021). Ferreting out the secrets of industrial hemp protein as emerging functional food
ingredients. Trends in Food Science & Technology, 112, 1-15.
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A.6. INVESTIGATION OF CELLULASE THERMAL STABILITY IN DEEPEU-
TECTIC SOLVENTS

Monika Paulauskaité'? , Justinas Babinskas', Inga Matijosyté'

'Faculty of Chemistry and Geosciences, Vilnius University, Lithuania
’Sector of Applied Biocatalysis, Institute of Biotechnology, Life Sciences Center, Vilnius University,
Lithuania
monika.paulauskaite@chgf.stud.vu.lt

Fluctuating fuel prices, climate change, soil and ecosystem degradation, and a growing worldpopulation
are motivating researchers to explore new technologies that lessen the reliance on Earth’'s ecological capacity.
Lignocellulosic biomass is recognized as one of the largest sources of sustainableand renewable organic mate-
rial on Earth that could be used to produce fuels and bio-based products [1]. Effective fractionation of biomass
into its main components (cellulose, hemicellulose and lignin) is essential to efficiently utilize lignocellulosic
materials. Pre-treatment is considered the most essentialstep for obtaining an efficient conversion of bio-
mass into value-added products; nevertheless, it isalso one of the most complex steps in a biorefinery pro-
cess [2].

Recently, Deep Eutectic Solvents (DES), new alternatives of ionic liquids (ILs) derived fromnatural
and renewable components, have been identified as potential green solvents for the pretreatment of ligno-
cellulosic biomass [3]. DES are a mixture of two compounds with a significantlylower melting point than the
starting materials. They are made by combining an appropriate hydrogen bond acceptor (HBA) and hydrogen
bond donor (HBD) [4]. DES exhibit similar physicochemical properties to classical Ils but has additional ad-
vantages, such as that they are easy to prepare, simplerpurification processes and utilization of renewable
materials. However, most of the currentpublications on the application of DESs for biomass processing mainly
discuss the capability and role of DESs in lignocellulose solubilization and decrystallization, neglecting the suit-
ability of DESs for the enzymatic hydrolysis thus leaving the applicability of the whole system uncertain [3].

Figure 1. Production of sugars by DES-cellulase system[5].
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In this project, the system consisting of DES and cellulase was used as a new environmentally- friendly
biocatalytic approach for the pretreatment and hydrolysis of lignocellulose. The compatibility between two dif-
ferent choline chloride-based DES and a cellulase was investigated by monitoring the stability of cellulase at
20, 40 and 60 °C, up to 24 h.

[1] Nanda, S., Azargohar, R., Dalai, A. K. & Kozinski, J. A. An assessment on the sustainability of lignocellulosic biomass for

biorefining. Renew. Sustain. Energy Rev. 50, 925-941 (2015).

[2] Mussatto, S.I. & Dragone, G.M. Chapter1 Biomass Pretreatment, Biorefineries, and Potential Products for a Bioeconomy Development in
Biomass Fractionation Technologies for a Lignocellulosic Feedstock Based Biorefinery (ed. Mussatto, S. I.) 1- 22 (Elsevier, 2016).
doi:10.1016/B978 -0-12-802323-5.00001-3.

[3] Gunny, A. A.N., Arbain, D., Nashef, E. M. & Jamal, P. Applicability evaluation of Deep Eutectic Solvents-Cellulase system for lignocellulose
hydrolysis. Bioresour. Technol. 181, 297-302 (2015).

[4] Hansen, B. B. et al. Deep Eutectic Solvents: A Review of Fundamentals and Applications. Chem. Rev. 121, 1232-1285 (2021).

[5] Nagoor Gunny, A. A. et al. Deep eutectic solvents-halophilic cellulase system: An efficient route for in situ saccharification of lignocel-
lulose. Process Biochem. 81, 99-103 (2019).
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A.7. APPLICATION OF A NON-SPECIFIC SACCHARIDES BIOSENSOR
FOR A-AMYLASE ACTIVITY DETERMINATION

Deimanté Jackauskaité'?, Viduté Gurevic¢iené?, Marius Butkevicius?

lInstitute of Chemistry, Faculty of Chemistry and Geosciences, Vilnius University, Naugarduko st. 24,
LT-03225 Vilnius, Lithuania 2Department of Bioanalysis, Institute of Biochemistry, Life Sciences Cen-
ter, Vilnius University, Saulétekio av. 7, LT-10257 Vilnius, Lithuania

deimante.jackauskaite@chgf.stud.vu.lt

Acute pancreatitis (AP) is an inflammatory injury with symptoms including edema, hemorrhage and ne-

crosis in pancreas caused by tissue autodigestion in relation to various pathogens. It can range from mild dis-
comfort to a severe, life-threatening illness. Most people with acute pancreatitis recover completely after getting
the right treatment when the disease is diagnosed in the early stages. In severe cases, acute pancreatitis can
cause bleeding, serious tissue damage, infection, cysts and can also harm other vital organs such as the heart,
lungs, and kidneys. One of the criteria for determining AP is the measurement of a-Amylase levels in the blood
or urine [1]. The main method for the determination of a-Amylases is colorimetric, but these methods are rela-
tively slow and require expensive equipment and trained staff. a-Amylase (E.C.3.2.1.1) is the enzyme that causes
the degradation of starch molecules and hydrolyzes them into small-chain dextrins by acting upon the a-1,4
glycosidic bonds present in the starch polysaccharide. Theoretically, acute pancreatitis correlates with a-Amyl-
ase activity in blood and urine, so a-Amylase activity could be determined by the amount of products formed
during the reaction catalyzed by this enzyme.[2]
Our work discusses a bioelectrocatalytic system that would allow the rapid, easy and relatively inexpensive de-
termination of a-Amylase activity in water-based solutions. In our work we used a PQQ-depended glucose de-
hydrogenase from a microorganism, which was immobilized onto a terylene membrane using thermally reduced
graphene oxide and a mixture of glutaraldehyde and bovine serum albumin. The selectivity of PQQ glucose dehy-
drogenase was tested (maltodextrins up to 20 monomers were used) and it was found that this enzyme can
oxidize all sugars with reducing ends. The a-Amylase catalyzed reaction produces products that are oxidized by
PQQ glucose dehydrogenase in a reagentless system. It means that according to the strength of the generated
signal, we can determine a-Amylase activity because the amount of reducing sugars (which are oxidized by PQQ
glucose dehydrogenase) depends on this enzyme. This work demonstrated how the non-specific PQQ glucose
dehydrogenase can be used in the construction of a carbohydrate biosensor and how it can be applied in the
rapid and simple diagnosis of a-Amylase activity in water based solutions. In this work, we investigated the
accuracy of the biosensor, its selectivity for substrates, optimal conditions for operation, and analyte detection
limits. The results determined by the biosensor were compared to the analogous colorimetric method.

[1] Carroll, J., Herrick, B., Gipson, T., & Lee, S. (2007). Acute pancreatitis: diagnosis, prognosis and treatment. American Family Physician,
2007, vol. 75, no 10, pp. 1513-1520.
[2] Matull WR, Pereira SP, 0'Donohue JW. Biochemical markers of acute pancreatitis. J Clin Pathol. 2006 Apr; 59(4):340-4.
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A.8. ELECTROCHEMICAL METHOD FOR HYBRIDISATION SIGNAL
AMPLIFICATION OF METHYLENE BLUE-LABELLED DNA
OLIGONUCLEOTIDES

Justina Gineityte, Dalius Ratautas

1Department of Bioanalysis, Institute of Biochemistry, Life Sciences Center, Vilnius University,
Saulétekio al. 7, LT-10257, Vilnius, Lithuania

Justina.Gineityte@gmc.vu.lt

Nucleic acid detection and quantification are crucial steps in many biotechnological and clinical applica-
tions, including disease diagnosis, genetic engineering, and personalized medicine. Current nucleic acid detection
methods, such as polymerase chain reaction (PCR) and quantitative PCR (qPCR), usually employ optical signal
readout methods [1]. Electrochemical readout could provide comparable or better sensitivity, specificity, cost-
effectiveness, and simplicity, possibly faster sample-to-answer times. However, electrochemical nucleic acid
sensors have limitations. One of the challenges - achieving clinically or technologically relevant detection limits
- often requires complicated designs. The designs may involve surface damaging voltametric techniques (usually
suitable only for end-point measurements) and the use of expensive nanomaterials.

In this study, we developed an electrochemical system for real-time detection of nucleic acid hybridisation.
The target, single-stranded DNA (ssDNA) labelled with methylene blue (MB), was captured at a gold electrode
by an immobilized complementary probe, resulting in an increase in oxidation current during constant potential
amperometry measurements. The detection was enabled by the use of ascorbic acid (AA) as a freely diffusing
signal amplifier [2]. AA reduced MB to leucomethylene blue (LB), which was oxidized back to MB at the electrode
by applying an appropriate potential, creating a cyclical electrocatalytic amplification of the signal (Fig. 1). The
resulting biosensor provides real-time hybridisation measurements with 1-second temporal resolution, enabling
electrochemical readout of a redox-tagged oligonucleotide hybridisation signal. When compared to previously
used hybridisation evaluation technique that employed cyclic voltammetry without signal amplification [3], the
new method offers several advantages: (1) temporal resolution was improved from 20 s to 1s; (2) assay time was
reduced from 15 min to 5 min; (3) LOD was reduced by half to 5 nM.

In summary, the development of this electrochemical hybridisation biosensor brings a new level of sim-
plicity, sensitivity, and speed to nucleic acid detection and quantification. Real-time signal readout allows using
this tool for studying heterogenous hybridisation. Such biosensors have the potential to greatly improve biotech-
nological applications by providing more efficient and accurate results cost-effectively.
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Figure 1. Amperometric nucleic acid hybridisation monitoring enabled by signal amplification. Left - target oli-
gonucleotide hybridisation and signal amplification scheme, legend below. Right - illustration of recorded
current in case no signal amplification is employed, and in case the signal is amplified by ascorbic acid.

[1] Botella JR. Point-of-Care DNA Amplification for Disease Diagnosis and Management. Annual Review of Phytopathology.
2022;60(1):1-20.

[2] Mowry S, Ogren PJ. Kinetics of Methylene Blue Reduction by Ascorbic Acid. J Chem Educ. 1999 Jul 1,76(7):970.

[3] Serapinas S, Gineityté J, ButkeviCius M, Danilevicius R, Dagys M, Ratautas D. Biosensor prototype for rapid detection and
quantification of DNase activity. Biosensors and Bioelectronics. 2022 Oct 1;213:114475.
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A.9. ANTIMICROBIAL EFFICACY OF PLANT HYDROLATES

Algirdas Valys1v2, Zivile Strazdaité-zieliené1, Saulius Servaz, Elena Serviené!

INature Research Centre, Vilnius, Lithuania 2Life Sciences Center of Vilnius University,
Lithuania

algirdas@valys.lt

The currently ongoing spreading of drug-resistant microorganism strains causes serious concern and dic-
tates the need for researching alternative antimicrobial agents. In the last few decades, various plant-based
extracts have gathered a fair amount of attention due to their wide spectra of bioactive properties and “generally
recognized as safe” status. While a significant amount of research has been done with essential oils (EOs), plant
hydrolates are still relatively poorly studied.

Hydrolates are aqueous solutions of secondary plant metabolites, mostly different terpenes and phenolic
compounds, and are generated as a by-product of the plant matter distillation process during EO production. The
composition of hydrolates - the variety of different compounds and their relative amounts - can differ greatly
from that of their corresponding EOs. The total concentration of biomolecules in hydrolates is much lower than
that found in EOs and does not exceed 1g/mL [1]. However, the hydrophilicity of hydrolates makes the compounds
in them more accessible to and diffuse more easily into other water-based systems, while the hydrophobicity of
EOs thwarts these processes. Due to these reasons, the antimicrobial efficacy and primary mechanisms of
action of hydrolates can be different than that of their corresponding EOs and need to be investigated. Hydrolates
also tend to be less toxic to human cells than undiluted EOs and are therefore more appealing for potential oral
or topical use.

The aim of this work was to study the antimicrobial efficacy of four different plant hydrolates (wild laven-

der, lemon verbena, oregano and cistus). Two model organisms were chosen for antibacterial (Escherichia coli,
Bacillus subtilis) and antifungal (Saccharomyces cerevisiae, Candida albicans) tests each. Antibacterial and antifungal
properties of hydrolates were assessed by evaluating the reduction of viable microbial counts. Bacteria were
found to be more sensitive than yeast to all of the hydrolates tested,
B. subtilis being the most sensitive microorganism to the majority of them. Cistus hydrolate possessed the
strongest antibacterial and antifungal properties. Using fluorescence microscopy, it was determined, that hydro-
lates, unlike their corresponding EOs, do not damage the cellular envelope integrity of S. cerevisiae yeast. Alter-
ing the properties of lipid membranes is considered to be one of the main antimicrobial mechanisms of action
of EOs [2], therefore our results affirm that the cytotoxicity of hydrolates takes effect in a different manner.

The findings of this study are important for elucidating the antimicrobial efficacy of plant hydrolates and
their potential for use in healthcare, surface disinfection and food safety.

[1] Di Vito M., Smolka A., Proto M. R,, Barbanti L., Gelmini F., Napoli E., Bellardi M. G., Mattarelli P., Beretta G., Snguinetti M., Bugli F. (2021).
Is the Antimicrobial Activity of Hydrolates Lower than That of Essential Oils? Antibiotics (Basel), 10(1), 88.

[2] Alvarez-Martinez F. J., Barrajon-Catalan E., Herranz-Lépez M., Micol V. (2021). Antibacterial Plant Compounds, Extracts and Essential
Oils: An Updated Review on their Effects and Putative Mechanisms of Action. Phytomedicine, 90, 153626.
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Neurodegenerative diseases (NDs) occur due to brain or spinal cord neuron abnormalities that grad-
ually lose their function and ultimately die. Pathological study of these tissues indicates the loss of synapses,
misfolded protein tangles, and immune cell activation even in the initial stages of the disease, before the
appearance of severe clinical symptoms. If NDs are detected early, targeted medications can slow disease
progression. Treating early neuron damage and loss or maintaining neuron functions may be effective and
prevent worse damage. Due to their complex pathophysiological characteristics and varied clinical symp-
toms, NDs lack sensitive and effective diagnostic methods.

Moreover, no sensitive biomarkers are available to track ND progression, offer prognostic predictions,
or measure therapeutic effectiveness. Recent studies indicate microRNAs (miRNAs) are potential bi-
omarkers in diagnostics and therapy for NDs.MiRNAs are small, non-coding RNA molecules (about 18-25
nucleotides in length) that attach to mRNA and inhibit its expression. There are already over 1000 identified
human miRNAs, and miRNAs regulate more than 50% of mammalian protein-coding genes. In specific dis-
eases, miRNAs may be overexpressed or repressed, and the inhibition or replacement of miRNAs is a po-
tential field of research for developing treatments. Research on miRNAs has primarily focused on two as-
pects: 1) miRNAs as possible disease biomarkers and 2) miRNAs as a molecular target of disease therapies.
We searched PubMed and found 350 articles. PubMed systematically searched for articles about miRNA lev-
els in the blood, brain tissue, or cerebrospinal fluid (CSF) of ND patients vs. Healthy controls (HC). Eighty-
three eligible studies were included for further analysis. We found that the most common microRNAs are
let-7b, miR-124, miR-34a, and miR-29a. These microRNAs show up repeatedly in scientific papers about dif-
ferent ND diseases. These miRNAs show the importance of miRNA biomarkers in clinical diagnostics and
treatments of neurodegenerative diseases.

[1] Ting YT, Geng LC, Chao GS, et al. (2018) The Serum Exosome Derived MicroRNA-135a, -193b, and-384 Were Potential Alzheimer's disease Biomarkers.

Biomed Environ Sci 31:87-96. https://doi.org/10.3967/bes2018.011

[2] Nagaraj S, Laskowska-Kaszub K, Dgbski KJ, et al. (2017) Profile of 6 microRNA in blood plasma distinguishes early-stage Alzheimer’s disease pa-
tients from non-demented subjects. Oncotarget 8:16122-16143. https://doi.org/10.18632/oncotarget.15109
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Neisseria meningitidis is a gram-negative bacterium responsible for life-threatening invasive infec-
tions known as invasive meningococcal disease (IMD). The number of IMD cases reported in Lithuania during
the period of 2009-2020 was higher than that reported in other European countries. Meningococcal disease
in Lithuania is a public health concern because of high mortality rate.

The aim of the current study was to evaluate the possibility for using a simple, rapid, and relatively
inexpensive method for N. meningitidis strain characterization, thus to improve a national molecular surveil-
lance of invasive meningococcal disease.

In total 321 N. meningitidis isolates were collected in Lithuania during the period of 2009-2021 and
analysed applying a multilocus restriction typing (MLRT). MLRT was carried out following the technique de-
scribed by Benett et al. [1]. MLRT involves restriction fragment length polymorphism analysis of PCR products
obtained from the seven loci of housekeeping genes (abcZ, adk, aroE, fumC, gdh, pdhC and pgm) used in MLST
[2]. PCR products were digested with restriction endonucleases Mspl and Mnll (Thermo Fisher Scientific
Inc.) according to the manufacturer’'s instructions. The digested fragments were analysed by 1% agarose
gel electrophoresis. Several different restriction patterns (alleles) were observed for eachof the seven
loci examined. The alleles at each of the seven loci were combined to give an allelic profile or restriction type
(RT). The study revealed polymorphism of the examined loci. The number of alleles varied between four in
adk, the most conserved locus, and fourteen in pgm.

Amplification of penA gene and restriction fragment length polymorphism analysis was carried out to
identify modified penA genes. An analysis to detect an altered penA allele was made as previously de-
scribed by Antignac et al. [3]. After digestion with restriction enzyme Tagl (Thermo Fisher Scientific Inc.)
and separation on a 1 % agarose gel, six different profiles were obtained.

The data matrix was created, which was further used to construct the dendrogram using the Hierar-
chical Clustering (UPGMA—Unweighted Pair-Group Method with Arithmetic Averages). Visualizationof den-
drograms was done using an online tool for phylogenetic tree preparation Tree Of Life [4].

We identified 83 strains based on MLRT genotyping, and 87 strains based on MLRT and penA allelic
profile relationship established among 321 N. meningitidis isolates. UPGMA dendrogram for genetic varia-
tion among the isolates demonstrated that according to MLRT results all isolates fell into four major clusters
and into three major clusters considering the relationship between MLRT and penA.

We also have identified certain groups of N. meningitidis that were isolated in different periods of
time, sharing similar genotype profile.

MLRT method can contribute to the monitoring and molecular epidemiology of N. meningitidis in the
middle- or low-income countries and can be used by laboratories with limited resources, it does not
require highly trained laboratory personnel or sophisticated equipment. The MLRT use allows grouping the
isolates into broad clusters, however, it is not sufficiently discriminatory for differentiating among the
closely related isolates.

[11 D.E.Bennett and M. T. Cafferkey, “Multilocus restriction typing: A tool for Neisseria meningitidis strain discrimination,” J. Med.
Microbiol., vol. 52, no. 9, pp. 781-787, Sep. 2003, doi: 10.1099/jmm.0.05225-0.

[2] M. C. J. Maiden et al., “Multilocus sequence typing: A portable approach to the identification of clones within populations of
pathogenicmicroorganisms,” Proc. Natl. Acad. Sci., vol. 95, no. 6, pp. 3140-3145, Mar. 1998, doi: 10.1073/PNAS.95.6.3140.

[3] A. Antignac, J.-M. Alonso, and M.-K. Taha, “Nonculture Prediction of Neisseria meningitidis Susceptibility to Penicillin,” vol. 45,
no. 12, pp. 3625-3628, 2001, doi: 10.1128/AAC.45.12.3625-3628.2001.

[4] 1. Letunic and P. Bork, “Interactive Tree Of Life (iTOL) v5: an online tool for phylogenetic tree display and annotation,” Nucleic
Acids Res., vol. 49, 2021, doi: 10.1093/nar/gkab301.
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Acinetobacter baumannii (Ab) has been recognized over the last two decades as an important
opportunistic hospital pathogen [1]. A6 is capable of causing a wide spectrum of disease including uri-
nary tract infections, ventilator-associated pneumonia and meningitis to immunocompro- mised pa-
tients, and is associated with high mortality rates [2]. Nosocomial Abinfections are difficult to treat
due to multidrug-resistant (MDR) phenotype, which includes resistance to B-lactams, aminoglycosides,
fluoroquinolones, cephalosporins and carbapenems [3].

The present study aimed to phenotypically characterize carbapenem and aminoglycosides
resistance phenotypes of clinical isolates of Ab and verify the occurrence of selected aminoglycoside
resistance genes. A total of 63 isolates of A6 were collected and microbiologically characterized in Na-
tional cancer institute (2013-2019) and confirmed by the detection of 6/aOXA-57-like gene in our labora-
tory. Quantitative antibiotic susceptibility testing (MIC determination for meropenem and gentamicin) was
performed using broth microdilution technique. Results were interpreted according tothe European
Committee on Antimicrobial Susceptibility Testing (EUCAST) [4].The presence of selected Abgenes, im-
plicated to aminoglycoside resistance, was assessed by PCR.

The findings of this study show that 75% of A. baumanniiisolates were resistant against
meropenem (carbapenem), 77% - resistant to gentamicin (aminoglycoside). The presence of the armA
gene encoding a 16S ribosomal RNA methyltransferase, conferring broad-spectrum resistance to ami-
noglycosides was detected in 28,6% of Abisolates, while the rm{Bgene was not found in any isolate.
Methylase production (genes armA, rmtB) decreases the affinity of the aminoglycosides for 30S riboso-
mal subunits and therefore inhibit the bacterial protein synthesis. In addition, 41.3% of Abisolates
possessed s#r4 and strB, which are the most common streptomycin resistance genes, encoding amino-
glycoside phosphotransferases.

Knowledge of Ab, including its antibiotic resistance mechanisms is crucial for preventing
this pathogen from further disseminating, that's why targeted surveillance must be carried out.

1 Kyriakidis |, Vasileiou E, Pana ZD,Tragiannidis A. Acinetobacter baumannii Antibiotic Resistance Mechanisms. Pathogens.
2021;19:10(3):373.

2, Du X, Xu X, Yao J, Deng K, Chen S, Shen Z, Yang L, Feng G. Predictors of mortality in patients infected with carbapenem-
resistant Acinetobacter baumannii A systematic review and meta-analysis. Am J Infect Control. 2019;47(9)140-1145.

3 Magiorakos AP, Srinivasan A, Carey RB et al. Multidrug-resistant, extensively drug-resistant and pandrug-resistant
bacteria: an international expert proposal for interim standard definitions for acquired resistance. Clin. Microbiol. In-
fect. 2012; 18: 268-81.

4 The European Committee on Antimicrobial Susceptibility Testing. Breakpoint tables for interpretation of MICs and
zone diameters, version 12.0. [Updated 2023 01 02, cited 2023 02 10]. https://www.eucast.org/clinical_breakpoints/
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Thermozymes are enzymes, synthesized by thermophiles and hyperthermophiles. These enzymes
are thermostable and have the highest activity at temperatures ranging between 50 and 125 °C [1]. One of the
bacterial sources of thermozymes, belong to the Geobacillus genus. In this work, we focused on Geobacillus
sp. 95 synthesized carboxylesterase GDEst-95. Esterases catalyse various reactions, including hydrolysis,
esterification and acidolysis. Due to their properties that are often associated with stability in solvents and
detergents as well as regio-selectivity and stereo-specificity, esterases are widely used in many industrial
applications [2]. However, naturally found enzymes typically have low yield and poor adaptability, which
makes it difficult to apply them for large-scale technological processes. Directed evolution has emerged
as a powerful approach for improving enzyme properties and has been widely used in engineering many
enzymes.

In this research, after performing error-prone PCR on a gene encoding GDEst-95, new mutant gene
variants named Est-1 and Est-3 were generated. Vector pET-21c(+) was used for recombinant protein ex-
pression in £. coliBL21 (DE3). Protein synthesis was induced using milk permeate [3]. After DNA sequencing
data analysis new mutations Gly20Ser and Arg75Gln were identified. The aim of the study was to evaluate if
these mutations have any impact on enzyme thermostability, substrate specificity and ability to catalyze re-
actions at different temperatures.

Our results indicate that mutant Est-1and Est-3 esterases are more stable after exposure to different
temperatures (30-90 °C) compared with parental GDEst-95 esterase. Mutant variants retained more than
70
% of their activity after incubation at 30-70 °C. The optimal temperature for the activity of Est-1and Est-3 was
70-75 °C, using p-NP dodecanoate (C12). In contrast, GDEst-95 esterase reaches its maximum activity at a
temperature of 60 °C. The substrate specificity of recombinant esterases was determined using various p-
NP esters. The significant difference was for p-NP dodecanoate hydrolysis. Mutant esterases show 35% in-
creased activity towards p-NP dodecanoate. Kinetic analysis shows that mutant esterases have Km value
of 2.26-2.59 mM which is lower than GDEst-95 esterase and increased maximum reaction velocity (Vmax)
from 5.88 to 16.08-24.37 (umol min"' mg™).

[1] Li,W.F, Zhou, X. X, Lu, P. (2005). Structural features of thermozymes. Biotechnology Advances, 23(4), 271-28.

[2] Sharma, D., Bhardwaj, K. K., Gupta, R. (2021). Immobilization and applications of esterases. Biocatalysis and Biotransformation, 40(3),
153-168.

[3] Greicius, A, Baliutavicius, T., Lastauskiene, E., Gudiukaite, R. (2023) Application of Milk Permeate as an Inducer for the Production of
Microbial Recombinant Lipolytic Enzymes. Fermentation. 9(1):27.
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The preservation of food is crucial in the modern food economy. The globe is still plagued by food
contamination brought on by bacteria, such as Listeria, which is linked to numerous ready-to-eat meals, or
Vibrio cholerae, which is found in a variety of seafood. Food manufacturers use artificial preservatives, ex-
cessive amounts of salt or sugar, or both to address the problem. Studies, however, demonstrate that this
type of conservation can cause human health related problems. Therefore, new, natural antibacterial agents
are promising alternatives to old preservation methods. One promising substance is nisin.

Nisin is a polycyclic antibacterial peptide produced by the bacterium Lacfococcus lactis that is used
as a food preservative. It has antimicrobial activity against a broad range of Gram-positive bacteria, including
many foodborne pathogens and spoilage bacteria [1]. Nevertheless, nisin can be harmed by food-derived
enzymes, which would result in a loss of antimicrobial activity. To ensure the stability of nisin, it could be
coated with biopolymers [2]. Biopolymers, also known as polysaccharides, are often obtained from plants,
animals, and microorganisms and consist of subunits connected by glycosidic linkages.

The aim of this study is to prepare nisin-loaded particles and compare their proteolytic stability with
free nisin (Fig. 1). To encapsulate nisin five different types of biopolymers, i.e., fucoidan, ulvan, and three
structurally different pectins (high methoxyl pectin, low methoxyl pectin, and pectic acid) were used. In all
cases, the final concentration of nisin and biopolymer in the sample was 0.4 mg/ml. To test the proteolytic
stability of nisin samples proteinase K was used. Proteinase K is a non-specific, serine endopeptidase with
maximal activity in the pH range of 7.5 - 12.0 [3].

Nisin

Proteolytic ‘

degradation

Encapsulated
nisin

Biopolymer

Figure 1. Schematic view of the study.

First, studies were conducted to determine the suitable conditions for proteolysis, i.e., enzyme con-
centration and duration of proteolysis. After that, nisin-loaded and free nisin samples at pH 7 were affected
by proteinase K. Proteolysis was performed for 24 h at 37 °C. Finally, samples with proteolytic degradation
products were analyzed using the capillary zone electrophoresis method using the 7100 Capillary Electro-
phoresis unit (Agilent Technologies). The obtained results show that regardless of the biopolymer used,
encapsulation of nisin significantly improves its resistance to proteolytic degradation.

Acknowledgments: This study was partially funded by the Research Council of Lithuania, Grant No. P-ST-
22- 42.

[1] Ozel, B, Simsek, 0., Akgelik, M., Saris, P.E.J. (2018). Innovative approaches to nisin production. Applied Microbiology and
Biotechnology, 102, 6299.

[2] Bahrami, A., Delshadi, R., Jafari, S.M., Williams, L. (2019). Nanoencapsulated nisin: An engineered natural antimicrobial system for
the food industry. Trends in Food Science & Technology, 94, 20.

[3] saenger, W.(2013). Proteinase K. Handbook of Proteolytic Enzymes, 3, 3240.
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Biotechnology is a rapidly evolving field that offers tremendous opportunities for innovation and
growth. The development of advanced technologies has greatly improved the efficiency and accuracy of re-
combinant enzyme-based applications. This market is growing and presents a strong opportunity for the
development of novel products and services. While all these factors have resulted in a dynamic and exciting
recombinant enzyme market, the production price of recombinant enzymes is still a limiting factor for their
application in many areas [1].

Microorganisms, particularly Escherichia colj remain the preferred host to produce a variety of recombinant
enzymes. Isopropyl B-D-l1-thiogalactopyranoside (IPTG) is the most used inducer for the synthesis
of recombinant proteins in £. colj, due to its inability to be metabolized by £. coli, however, it is known that
the use of IPTG has a variety of disadvantages such as toxicity, increased cell stress, and expensive costs.
This study therefore examines the use of milk permeate (MP) as an alternative means to IPTG for the induc-
tion of the expression of recombinant proteins. Additionally, it is speculated that utilizing milk permeate,
similarlyto lactose, will reduce the level of cellular stress from the introduction of a non-native inducer.
The proliferating issue regarding the emergence of antibiotic-resistant bacteria has called into question the
utilization of antibiotics in the biotechnology sector. The selection process of many cells that have undergone
gene engineering depends on antibiotic resistance genes, and antibiotics are still broadly used in industrial
applications. The use of antibiotics is not only harmful, but also costly. Therefore, this study investigated the
effects of lower concentrations of ampicillin in the cultivation medium for the production of recombinant
enzymes.

Induction of synthesis experiments were performed for a variety of recombinant proteins, their length varied
from 23 kDa to 99 kDa. The proteins, namely GD-95RM lipase, GDEst-Lip lipolytic enzyme, GDEst-95 esterase, and
Cut+SP cutinase were chosen because of their features and applicability to the current enzyme market. All
proteins were shown to have been synthesized in £ col/i BL21 (DE3) cells under lower antibiotic con-
centrations (25, 5 ug/mL) as well as using milk permeate instead of IPTG.

Acknowledgements: This research has received funding from the Research Council of Lithuania (LMTLT),
project registration no. P-SV-22-160.

[1] Eko Sukohidayat, N. H., Zarei, M., Baharin, B. S., & Manap, M. Y. (2018). Purification and Characterization of Lipase Produced by

Leuconostoc mesenteroides Subsp. mesenteroides ATCC 8293 Using an Aqueous Two-Phase System (ATPS) Composed of Triton X-100 and

Maltitol. Molecules (Basel, Switzerland), 23(7), 1800.
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Klebsiella pneumoniae is a Gram-negative, rod-shaped, facultative anaerobic bacterium. These bac-
teria can cause severe diseases such as pneumonia, meningitis, urinary tract infections [1]. Genotyping allows
us to make assumptions about the A. pneumoniae spread in the community, healthcare institutions, inter-
and intra- hospital transmissions among hospital personnel and patients.

The aim of the current study was to characterize drug-resistant clinical A. pneumoniae isolates using
three different repetitive DNA elements sequence-based genotyping techniques: BOX-, REP-, and (GTG)5-
PCR. Clinical isolates were collected from Republican Vilnius University Hospital. PCR reactions were per-
formed in a 50 uL reaction mixture containing DreamTaq Green PCR Master Mix (Thermo Fisher Scientific).
Standard primers were used for the PCR reactions: BOXAIR primer (5'- CTACGGCAAGGCGACGCTGACG-3') [2]
was used for BOX-PCR, primers REPIR (5-llICGICGICATCIGGC-3) and REP2l (5-ICGICTTATCIGGCCTAC-3)
[3] were used for REP-PCR, and (GTG)5 primer (5'-GTGGTGGTGGTGGTG-

3') [4] was used for (GTG)5-PCR. Electrophoretic profiles were analyzed by electrophoresis through 1% aga-
rose gel and compared visually. To compare isolates, the dendrogram was constructed by the unweighted-
pair group method with arithmetic mean (UPGMA) grouping method.

First, the BOX-PCR fingerprinting was used to genotype 20 isolates. BOX-PCR experiments resulted
in a total of 11 different electrophoretic profiles. Groups U1, U2, U3, U4, U6, U7, U8, and U9 were represented
by a single unique isolate each. Groups U5 and U10 contained two isolates each. Group U1l included seven
isolates. As different genotyping methods are known to have different resolution in various taxa, two other
methods were used, but only BOX-identical isolates were analyzed. REP-PCR resulted in a total of 6 different
electrophoretic profiles. Group B2 had a single isolate. Groups B1, B3, B4, and B5 contained two isolates each.
Three isolates have been found to belong to the group Bé. (GTG)5-PCR resulted in only 4 unique electro-
phoretic profiles. Groups Al, A2, and A3 included two isolates each. Group A4 contained 5 isolates. After
summarizing genotyping results, UPGMA dendrogram was constructed, allowing the identification of related
groups of the isolates. It is generally accepted that the isolates with the different electrophoretic profiles
belong to the different strains. Based on the obtained results, it was concluded that 20 drug-resistant isolates
represent 18 different strains.

[1] Guoying Wang, Guo zhao, Xiaoyu Chao, Longxiang Xie, Hongju Wang. (2020). The Characteristic of virulence, biofilm and antibiotic
resistance of Klebsiellas pneumoniae.

[2] P.E.Dombek, LeeAnn K. Johnson, Sara T. Zimmereley , M.J.Sadowsky. (2000). Use of repetitive DNA sequences and the PCR to
differentiate £scherichia coliisolates from human and animal sources.

[3] James Versalovic, Thearith Koeuth and James R.Lupski. (1991). Distribution of repetitive DNA sequences in eubacteria and application
to fingerprinting of bacterial genomes.

[4] Boukare Kabore, Ganame Abasse Ouedraogo, Hama Cisse, Henri S. Ouedraogo, ect. (2022). (GTG)5-PCR fingerprinting of multi-drug
resistant Escherichia colibacteria isolates from hospital in Ouagadougou, Burkina Faso
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Stenotrophomonas maltophilia is Gram-negative multidrug resistant opportunistic pathogen
mostly causing bacteremia, pneumonia and urinary tract infections associated with especially high mor-
tality rates.

S. maltophilia ability to cause infections and survive in clinical settings is generally attributed to
its natural multidrug resistance [1]. Due to efflux pumps, antibiotic inactivating enzymes as well as re-
duced membrane permeability S. maltophilia is known to be intrinsically resistant to multiple classes of
antibiotics (B-lactams, fluoroquinolones, aminoglycosides). Trimethoprim-sulfamethoxazole (TMP-SMX)
targeting folic acid synthesis remains the main agent for treatment of S. maltophilia infections [2], how-
ever, resistance to this antibiotic is also on a rise. Interestingly, S. maltophilia isolates resistance to TMP-
SMX rates highly varies depending on the world region, reaching from 10.25 % in Iran [3], to 39 % in Taiwan
[4]. Although S. maltophilia has become an important opportunistic multidrug-resistant pathogen world-
wide, studies analyzing resistance of S. maltophilia isolates in Lithuania have not yet been performed.

The aim of this study was to evaluate the antibiotic resistance genes distribution as
well as susceptibility to antimicrobial agents of 33 clinical isolates of S. maltophilia collected during
2017-2021. Sensitivity to TMP-SMX, ciprofloxacin, tigecycline, gentamicin, chloramphenicol, ceftazidime
was evaluated using disc diffusion method. The prevalence of genes conferring resistance to B-lactams,
aminoglycosides, quinolones and sulfonamides antibiotic classes were assessed using PCR.

Susceptibility analysis showed that roughly half of the S. maltophilia clinical isolates are resistant
to gentamicin. Almost all isolates were resistant to ceftazidime, while chloramphenicol, TMP-SMX, tigecy-
cline and ciprofloxacin showed an inhibitory or intermediate effect against majority of isolates. The de-
tection of antibiotic resistance genes showed that the blaL1and blaL2 genes encoding B-lactamases were
the most commonly detected in clinical isolates. The high prevalence of these genes in clinical isolates of
S. maltophilia could explain the established resistance to ceftazidime. Genes conferring resistance to
aminoglycosides and quinolones were also detected in almost all tested isolates.

[1] Mojica, M. F., Humphries, R, Lipuma, J. J., Mathers, A. J,, Rao, G. G., Shelburne, S. A, Fouts, D. E., Van Duin, D., & Bonomo, R. A. (2022).
Clinical challenges treating Stenotrophomonas maltophilia infections: An update. JAC-Antimicrobial Resistance, 4(3), dlac040.

[2] McCutcheon, J. G., & Dennis, J. J. (2021). The Potential of Phage Therapy against the Emerging Opportunistic PathogenStenotropho-
monas maltophilia. Viruses, 13(6), Article 6.

[3] Baseri, Z.,, Dehghan, A, Yaghoubi, S., & Razavi, Sh. (2021). Prevalence of resistance genes and antibiotic resistance profile among
Stenotrophomonas maltophilia isolates from hospitalized patients in Iran. New Microbes and New Infections, 44,100943.

4] Ho,M.M.-C., Sun, M.-H., Wu, W.-C,, Lai, C.-C., Yeh, L.-K., Hwang, Y.-S., Hsiao, C.-H., & Chen, K.-J. (2022). Antibiotic Susceptibility and
Minimum Inhibitory Concentration for Stenotrophomonas maltophilia Ocular Infections. Antibiotics, 1X11), 1457.
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Listeria monocytogenes is a gram-positive pathogenic bacterium distributed in the environment. It can
cause serious diseases such as listeriosis or meningoencephalitis in humans with a mortality rate of 20-30
percent [1]. Immunocompromised patients, pregnant women, newborns, and the elderly are at the most risk
of being infected with this foodborne pathogen.

The aim of this study was to identify Listeria monocytogenes and to determine its lineages and
serovars. Seventy-seven isolates were collected from Lithuanian hospitals during the period of 2016-2021.
Most of the isolates were cultured from clinical samples - patients’ blood or cerebrospinal fluid. PCR-based
methods were used for the characterization of invasive bacterial isolates. The results were visualized using
1% agarose gel electrophoresis. Amplification of the prs gene was used to identify genus Listeria and that of
the /sp gene was used for species identification. L. monocytogenes bacteria were detected in all collected
clinical samples. Amplification of lineage-specific L1, L2, and L3 DNA fragments was used to discriminate L.
monocytogenes major lineages (LI, LII, LIII). Out of seventy-seven isolates, there were eighteen isolates of
lineage LI and fifty-nine isolates of lineage LIl. Lineage LIl was not detected in any of the samples. Afterward,
the main serovars (1/2a, 1/2b, 1/2c, and 4b) of L. monocytogenes were differentiated. The marker genes se-
lected for the PCR were ORF2100, ORF2819, Imo0737, and Imo1118. Genes ORF2819 and ORF2100 were used
to identify serovars of LI lineage of L. monocytogenes. Gene targets Imo0737 and Imo1118 were used to de-
termine serovars of LIl lineage. Four serovars were identified: 1/2a (amplification of only the Imo0737 DNA
gene), 1/2b (amplification of only the ORF2819 gene), 1/2c (amplification of both Imo0737 and lmo1118 genes),
and 4b (amplification of both ORF2819 and ORF2110 genes).

This study demonstrates that the PCR-based methods provide fast and accurate information which is
necessary for further research or testing samples during outbreaks. Hereafter, more studies may be con-
tinued to understand how antimicrobial resistance occurs in L. monocytogenes and how it varies between hospi-
tals. In the future, the results can be used to prevent infections and outbreaks of this pathogenic bacteria
in Lithuanian healthcare institutions.

[1 Feng, Y., Yao, H., Chen, S., Sun, X., Yin, Y., & Jiao, X. (2020). Rapid Detection of Hypervirulent Serovar 4h Listeria monocytogenes by
Multiplex PCR. Frontiers in Microbiology, 1. https://doi.org/10.3389/fmich.2020.01309.
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Plastic pollution is a major environmental concern - plastic waste accumulates in oceans, landfills,
and other natural habitats and harms natural wildlife. One of the most used plastics in the world is polyure-
thane (PU), with almost 25 million metric tons produced annually [1]. Exceptional resistance to tearing and
abrasion, elasticity, impact resistance and other properties make PU a perfect choice for various applications.
Despite its many consumer oriented benefits, the disposal of PU waste remains a significant ecological chal-
lenge. Traditionally, PU waste is disposed of by incineration or landfilling, but such methods are not sustain-
able. PU is also recycled by mechanical and chemical means, but the use cases of mechanically recycled PU
are very limited and chemical recycling methods require high temperatures and solvents. Development of
enzymatic recycling methods could provide more sustainable alternatives. Identifying new enzymes that can
efficiently degrade PU has become an urgent need. These enzymes could potentially break down PU waste
into compounds, e.g., diethylene glycol, adipic acid and polyols, used by various chemical industries [2]. Fur-
thermore, discovering new enzymes can provide insights into molecular mechanisms of PU degradation,
leading to the development of more effective solutions to the plastic pollution problem.

This research aims to identify PU-degrading enzymes from bacteria capable of degrading PU. This
degradation was observed by a formation of translucent halos around the microorganism colonies grown
on PU-containing media. It was determined that microorganisms of interest belong to the Bacillus genus
using 16S rRNA gene sequencing. The two different approaches for enzyme identification were being
implemented:

e Construction of a genomic library and its functional analysis. Library is being prepared using pUC19
and modified pBR322 plasmid vectors. The library clones, coding the gene for PU degrading enzyme,
form a translucent halo around their colonies when grown on PU-containing media.

e Separation and isolation of PU degrading enzyme from PU degrading bacterium’s proteome and itsiden-
tification using mass spectrometry. Bacterium of interest is grown in minimal salt media with orwithout
PU. Proteins of both cell cultures are separated using SDS-PAGE and compared.

Obtained results will be presented in more detail during the poster session.

[l] statista.com [website]. Hamburg. Created 2022-02-09 [cited 2022-02-15].

Web adress: https://www.statista.com/statistics/720341/global-polyurethane-market-size-forecast/.

[2] Cregut, M., Bedas, M., Durand, M.J., & Thouand, G. (2013). New insights into polyurethane biodegradation and realistic prospects for
the development of a sustainable waste recycling process. Biotechnology Advances, 3A8), 9—12.
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The gram-negative opportunistic pathogen Acinefobacter baumannii is one of the leading causes of
nosocomial infections worldwide. Infections such as pneumonia, sepsis, and meningitis, increase mortality
among immunosuppressed patients. Antibiotic therapy has become less effective due to the global emer-
gence of multidrug-resistant A. baumannii strains. In 2017, reduced antibiotic efficacy led the World Health
Organization to designate A. baumannii a top priority pathogen for which new therapeutic strategies are ur-
gently needed [1]. An endemic situation has already developed in Lithuania as of 2019 [2].

Vaccines open an alternative path for effective control of A. baumannii infections. Unfortunately, the
development of vaccine remains in preclinical stage. The progress in vaccine development is hampered by
bacterial capsular polysaccharides that shield most potential vaccine targets from immune recognition. Im-
portantly, some proteins penetrate the capsule layer and are involved in biofilm formation and adhesion
to the host cell [3]. One such example is Blp1, which has a surface-exposed C-terminal 711 amino acid frag-
ment. It possesses a conservative 163 amino acid sequence known to be universal for the most prevalent
A. baumannii clinical strains [4].

An attractive method for vaccine development is yeast surface display. When using Saccharomyces
cerevisiae, its most important properties are (1) GRAS status that enables oral human consumption, (2) the
induction of mucosal immune response in addition to systemic one, and (3) the immunostimulatory function
of cell wall components. The display of antigens occurs through yeast cell wall proteins, such as a-agglutinin.
The system is based on two subunits, Agal and Aga2. The antigen is expressed as a fusion protein with Aga2
subunit, linked by two disulfide bonds to cell wall-anchored Agal subunit [5].

The aim of this study was to display the conservative C-terminal fragment of A. baumanniiBlp1 protein
on the surface of S. cerevisiae. The 163 amino acid fragment was immobilized on yeast cell wall. Western blot
and immunofluorescence assays were performed to confirm antigen expression and location. To quantify the
fraction of yeast cells with immobilized antigen, flow cytometry was employed. Analysis indicated that
48.5% of singlets displayed the antigen of interest. These initial findings suggest that this yeast surface dis-
play technology is a promising platform for development of oral vaccine against A. baumannii.

[1] Hu, Y., Zhang, X, Deng, S., Yue, C., Jia, X,, Lyuy, Y., 2023. Non-antibiotic prevention and treatment against Acinetobacter baumannii
infection: Are vaccines and adjuvants effective strategies? Frontiers in Microbiology, 14.

Lotsch, F., Albiger, B., Monnet, D.L., Struelens, M.J,, Seifert, H., Kohlenberg, A., Apfalter, P., Hartl, R.,, Huang, T.D.D., et al., 2020. Epide-
miological situation, laboratory capacity and preparedness for carbapenem-resistant Acinetobacter baumannii in Europe, 2019. Eu-
rosurveillance, 25(45), pp.1-11.

Gellings, P.S., Wilkins, A.A., Morici, L.A., 2020. Recent Advances in the Pursuit of an Effective Acinetobacter baumannii Vaccine. Path-
ogens 2020, Vol. 9, Page 1066, 9(12), p.1066.

Skerniskyté, J., Karazijaité, E., Deschamps, J,, Krasauskas, R, Armalyté, J,, Briandet, R, Suziedéliené, E., 2019. Blp! protein shows
virulence-associated features and elicits protective immunity to Acinetobacter baumannii infection. BMC Microbiology, 19(1), pp.1-12.
[5] Tan,Y., Chen, L, Li, K., Loy, B., Liu, Y., Liu, Z., 2022. Yeast as carrier for drug delivery and vaccine construction. Journal of Controlled

Release, 346, pp.358-379.
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Standardization of methods for the measurement of alkaline phosphatase (ALP) activity and DAPI-
DNA complexes fluorescence is one of the solutions to the problems arising from methods used in the bio-
engineering of artificial tissues. /n vitro assays are used in the development of artificial bone tissue to mon-
itor cell differentiation processes and measure changes in cell number.

One of the main biomarkers found in bone-differentiating cells is the enzymatic activity of ALP. ALP of
the cell membrane degrades ATP to individual phosphate residues, which, together with calcium, are stored
as hydroxyapatite within the cell itself [1]. That occurs when cells are grown in an osteogenic differentiation
medium. Calcification and ALP expression are therefore mutually interdependent biomarkers when it comes
to the identification of differentiating osteoblasts or some cancer cell lines. However, when ALP activity is
measured quantitatively, a direct dependence of the signal of the resulting colorimetric enzymatic reaction
product on the number of cells in the sample is observed.

A highly efficient, sensitive, and less expensive DAPI method is used to study stem cell differentiation
on polymer scaffolds [2]. This method based on DNA-binding and fluorescent DAPI molecules allows reliable
measurement and assessment of cell proliferation in 2D, 2.5D, and 3D environments. Although the DAPI
method cannot distinguish between viable and dead cells, it can help to reliably track the number of cells
at a given time point in 2.5D and 3D cultures.

Two cell samples are currently required for the quantification of ALP activity, as one cell sample is
only required for the colorimetric assessment of ALP activity and the other cell sample is required for the
determination of the cell number by DAPI. Thus, two different samples of cultured cells are needed to track
both cell differentiation and cell number for the development of artificial bone tissue. Furthermore, since ALP
and DAPI are measured separately in different samples, this leads to inaccuracies as the cell samples are
not identical, even though they have been grown under the same conditions. Therefore, a combination of the
two methods is needed to increase sensitivity and reduce the sample costs. There are many methods to
determine the number of cells in the sample, however, DAPI method is the most suitable because differen-
tiation is characterized by a particular change in the molecular mechanisms of cells and the DAPI method is
resistant to them. To evaluate the same cell sample using different methods, it is necessary to demonstrate
that the ALP activity measurement is compatible with DAPI method used for cell count quantification. This
work aims to modify ALP activity measurement method and align ALP activity and DAPI fluorescence meas-
urements, and thus show that we can obtain more accurate results from a single cell sample based on two
different methods: measurement of the alkaline phosphatase activity characterizing cell differentiation and
cell number determination by DAPI.

[1] 0'Grady, S., & Morgan, M. P. (2019). Deposition of calcium in an in vitro model of human breast tumour calcification reveals functional
role for ALP activity, altered expression of osteogenic genes and dysregulation of the TRPM7 ion channel. Scientific reports, 9(1), 542.
[2] éimoliﬁnas, E., Kantakevicius, P., Kalvaityté, M., Bagdzeviciité, L., Alksné, M., & Baltriukiené, D. (2021). DNA-DAPI Interaction-Based
Method for Cell Proliferation Rate Evaluation in 3D Structures. Current issues in molecular biology, 43(1), 251-263.
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Bacteriophages (phages) are bacterial viruses specifically infecting their bacterial hosts. The host
spectrum of phages in the very early stages of infection is primarily determined by interactions between
bacterial surface structures (receptors for phage adsorption) and phage anti-receptors. Anti-receptors are
the phage virion proteins that selectively recognize cell surface proteins, polysaccharides, or even more
complex structures like pili and flagella [1-3].

The small and flexible fibrils and spicules of phage virion are often responsible for the host specificity,
and often have enzymatic activity that helps the phage to break down the bacteria's defensive layers. Phages
from Gram-negative bacteria usually have lipopolysaccharide or capsule polysaccharide disrupting enzymes
on the virion surface [4]. Both phage fibrils and spicules often act in a coordinated manner, i.e. they are
adapted to recognize similar receptors in order to maximize the efficiency of the initial phase of infection.

The aim of this work is to identify the host range proteins of lytic bacteriophages infecting Pantoea
bacteria. For a long time, very few phages infecting Pantfoea have been known, and therefore very little re-
search has been carried out. Meanwhile, research on this genus of bacteria is becoming increasingly im-
portant due to its applications in agriculture and biotechnology [5, 6].

Two genetically similar Pantoea phages vB_PagM_AAM37 and vB_PagM_PSKM infecting different hosts
were chosen to study the mechanisms of recognition selectivity in this work. For this, the adsorption kinetics
of phages and the nature of receptors were determined. Also, the putative tail fiber recombinant proteins
were constructed, and the self-assembled protein nanostructures were analyzed with transmission electron
microscope. In addition, protein-cell interaction experiments were performed seeking to find out if these
proteins may be responsible for host recognition.

The results show that the recombinant proteins of vB_PagM_AAM37 virions adopt fibrillar structures
resembling those of native phages. Therefore, this methodology confirms the predicted structural function of
studied proteins. However, according to protein-cell interaction experiments, the fiber proteins do not com-
pletely determine the phage’s host spectrum, which may be influenced by other factors.

[1] Dunne, M., Prokhorov, N. S, Loessner, M. J., & Leiman, P. G. (2021). Reprogramming bacteriophage host range: Design principles and
strategies for engineering receptor binding proteins. Current Opinion in Biotechnology, 68, 272-281.

[2] Bertozzi Silva, J., Storms, Z., & Sauvageau, D. (2016). Host receptors for bacteriophage adsorption. FEMS Microbiology Letters, 363(4),
fnw002.

[3] Chen, P, Sun, H, Ren, H, Liu, W,, Li, G, & Zhang, C. (2020). LamB, OmpC, and the Core Lipopolysaccharide of Escherichia coli K-12
Function as Receptors of Bacteriophage Bp7. Journal of Virology, 94(12), e00325-20.

[4] Tittes, C., Schwarzer, S., & Quax, T. E. F. (2021). Viral Hijack of Filamentous Surface Structures in Archaea and Bacteria. Viruses,
13(2), 164.

[5] Ferreira, C. M. H,, Soares, H. M. V. M,, & Soares, E. V. (2019). Promising bacterial genera for agricultural practices: Aninsight on plant
growth-promoting properties and microbial safety aspects. Science of The Total Environment, 682, 779-799.

[6] Dutkiewicz, J., Mackiewicz, B., Lemieszek, M. K,, Golec, M., & Milanowski, J. (2016). Pantoea agglomerans: A mysterious bacterium of
evil and good. Part IV. Beneficial effects. Annals of Agricultural and Environmental Medicine: AAEM, 23(2), 206-222.
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Plastics are ubiquitous polymers used in all fields of science, industry, and commerce. The pro-
duction of plastics is steadily increasing and has reached 390,7Mt in 2022 [1]. Therefore, the environmen-
tal pollution caused by plastic waste is becoming an increasingly urgent problem. One way to combat
this issue is to employ biocatalysts like lipases, esterases or other carboxyl ester hydrolases for the
degradation of polyester plastics.

GDEst-lip is a fused chimeric carboxyl ester hydrolase made up of an esterase GDEst-95 and a
lipase GD-95 from Geobacillussp. 95 [2]. This protein can catalyse the hydrolysis of ester linkages
which are crucial for the integrity of polyester plastics like PET, PLA or PCL. Therefore, GDEst-lip is a
possible candidate for the degradation of these polymers. On top of this, GDEst-lip remains active and
stable in a broad temperature and pH range which makes it an appealing protein for industrial applica-
tion [2]. GDEst- lip is also resistant to various organic solvents, which not only opens up the possibility to
increase the effectiveness of polyester degradation but might also allow the formation of useful esters as
a reaction product.

The aim of this study is to evaluate GDEst-lip ability to degrade PCL films and to optimize reac-
tion conditions using organic solvents. Degradation assay was performed by making PCL films and sub-
merging them completely in protein - solvent solutions for 24 hours with constant mixing. After treat-
ment, PCL films were removed from flasks, thoroughly washed three times with deionized water and
dried until a constant weight was obtained. The weight losses after the incubation were calculated. The
effectiveness of PCL hydrolysis was calculated using the following equation [3]:

Weight loss of PCL films (%) = 100 x ((Wi- Wpd)/ Wi)
Wi - weight of pre-degraded PCL films, Wpd - weight of post-degraded PCL films
Preliminary results show that 0.05 mg/mL of this protein is able to degrade around 40%
of a PCL film
at 30°C over 24 hours. The use of organic solvents significantly enhanced the degradation process. With
addition of 50% methanol in solution, at the same reaction conditions 100% degradation was achieved.

Figure 1. A PCL film before (A) and after degradation (B) caused by GDEst-lip.

[l European association of plastics manufacturers (2023, January 1). Plastics - the facts 2022. Plastics Europe. Retrieved March

1,2023, from https://plasticseurope.org/knowledge-hub/plastics-the-facts-2022/

[] Gudiukaite R., Sadauskas M., Gegeckas A., Malunavicius V., Citavicius D. Construction of a novel lipolytic fusion biocatalyst

GDEst-Llip for industrial application. J/nd Microbial Biotechnol, 2017, 44(6), 799-815.
B M. Liu, T. Zhang, L. Long, R. Zhang, S. Ding, Efficient enzymatic degradation of poly(e -caprolactone) by an engineered
bifunctional lipase-cutinase, Polym. Degrad. Stab. 160 (2019) 120-125,
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Bacteria are ubiquitous in nature, and some strains have the potential to colonize human hosts and cause
infectious diseases. Although the discovery and widespread use of antibiotics in the past century has greatly reduced
the morbidity and mortality associated with bacterial infections, the emergence of antibiotic-resistant strains poses
a significant threat to public health [1]. As a result, the development of alternative antimicrobial therapies, such as
antimicrobial peptides (AMPs), is of critical importance. To enable rapid and efficient screening of potential AMP
candidates for preclinical and clinical evaluation, innovative screening methods are needed [2,3].

In this context, tethered bilayer lipid membranes (tBLMs), which mimic bacterial membranes, have been con-
structed and quantitatively evaluated using electrochemical impedance spectroscopy (EIS) [4]. Experimental results
showed that bacterial membrane-mimicking tBLMs exposed to colistin exhibited decreased systems current con-
ductivity, indicating that the membrane became stiffer and more tightly packed with lipids, which resulted in the
elimination of naturally occurring membrane defects. Conversely, bacterial membrane-mimicking tBLMs exposed
to gramicidin and melittin, a well-known AMPs, displayed rapidly increasing conductivity due to the formation of ion-
permeable pores in the lipid bilayer.

In addition to EIS, we also used atomic force microscopy (AFM) to visualize the changes occurring in the
bilayer structure induced by the AMPs. We were able to successfully image bacterial membrane-mimicking tBLMs,
and got the images of partially destroyed tBLMs when incubating with melittin for prolonged periods of time, however
visualization of pores is still ongoing. These results provide valuable insights into the mechanisms underlying the
action of AMPs against bacterial membranes.

Taken together, our findings demonstrate that tBLMs coupled with EIS and AFM can be a powerful tool for
screening and characterizing the activity of AMPs against bacterial membranes.

[1] Zinner, S. H. (n.d.). Antibiotic use: Present and future.

[2] Bin Hafeez, A, Jiang, X., Bergen, P. J., & Zhu, Y. (2021). Antimicrobial Peptides: An Update on Classifications and Databases. International
Journal of Molecular Sciences, 22(21), 11691. https://doi.org/10.3390/ijms222111691

[3] Magana, M., Pushpanathan, M., Santos, A. L., Leanse, L., Fernandez, M., loannidis, A., Giulianotti, M. A., Apidianakis, Y., Bradfute, S., Ferguson,
A. L., Cherkasov, A, Seleem, M. N,, Pinilla, C., de la Fuente-Nunez, C., Lazaridis, T., Dai, T., Houghten, R. A., Hancock, R. E. W., & Tegos, G. P. (2020).
The value of antimicrobial peptides in the age of resistance. The Lancet Infectious Diseases, 20(9), e216-e230. https://doi.org/10.1016/S1473-
3099(20)30327-3

[4] Valincius, G., Meskauskas, T., & Ivanauskas, F. (2012). Electrochemical Impedance Spectroscopy of Tethered Bilayer Membranes. Langmuir,
28(1), 977-990. https://doi.org/10.1021/1a204054g
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During the pollination season, airborne pollen and related allergies are significant public health issues
and climate change has exacerbated their consequences. The World Health Organization has predicted that
by the year 2050, one out of two people will suffer from allergy [1]. Allergen sources may vary: pollen, dust
mites, food and pharmaceuticals, but the most common allergens are proteins. An allergen is described as
any molecule that causes allergic responses and production of allergen-specific imunoglobulin E (IgE).
Strong immune response caused by an allergen can contribute to the development of diseases such as
asthma, allergic rhinitis and eczema [2]. In Germany, people had a lifetime prevalence of allergic diseases at
3.5% for atopic dermatitis, 8.1% for contact dermatitis, 14.8% for allergic rhinitis, and 8.6% for allergic asthma,
according to the Environmental Medicine Commission of the Robert Koch Institute. Around the globe, aller-
gies are a common health issue, although exact numbers are not accessible, estimates range from 20% to
40%. [3]. Anti-inflammatory drugs and allergen avoidance are the most common recommendations to sup-
press allergic symptoms, but have no long-term effect and do not modulate the immune responses to aller-
gens. In the future, the development and the application of hypoallergens in the personalized allergen immu-
notherapy could help to prevent adverse immune reactions. Currently, allergen-specificimmunotherapy (AIT)
is the only treatment that aims to induce allergen tolerance by altering the innate and adaptive immune
response. Modified allergen derivatives and hypoallergenic peptides are less likely to elicit IgE modulated
response than natural whole-allergen extracts or recombinant wild type-like allergen components. Mole-
cules known as hypoallergens are less likely to induce allergen-specific IgE response but has the ability
to elicit the T-cell response, without causing allergic symptoms in the patient. Hypoallergens may eventually
lead to more specialized, "tailor-made" allergen-specific immunotherapy [4].

In the present study, mutants of Artemisia vulgaris allergen component Art v 3 were generated and
analyzed. Eleven different variants of Art v 3 protein mutants were selected for the analysis. Two of them
were generated and experiments of their synthesis in £. coli were performed during this work. Amino acids
that may be involved in IgE-binding epitope formation were identified based on the literature and bioinfor-
matic analysis. Mutagenesis of these amino acids is important for the identification of IgE-binding epitopes
and synthesis of hypoallergens.

[l] Dbouk, T, Visez, N, Ali, S., Shahrour, |., & Drikakis, D. (2022). Risk assessment of pollen allergy in urban environments. Scientific
reports, 12(1), 21076.

[2] Hauser, M., Davies, JM., Hawranek, T., & Gadermaier, G. (2022). Weed pollen allergy. In: K, Hoffmann, C, Hilger, A, Santos, D, de las
Vecillas, & Dramburg S., (Ed.). Molecular Alllergology User‘s Guide 2.0 (pp. 201-215). Switzerland. John Wiley & Sons.

[3] Boehmer, D., Schuster, B., Krause, J., Darsow, U., Biedermann, T., & Zink, A. (2018). Prevalence and treatment of allergies in rural
areas of Bavaria, Germany: a cross-sectional study. The World Allergy Organization journal, 11(1), 36.

[4] Durham, S. R., & Shamiji, M. H. (2022). Allergen immunotherapy: past, present and future. Nature reviews. Immunology, 1-12. Advance
online publication.
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Allergy affects many people constantly. For instance, in Germany about 20 % of the population suffer
from this chronic disease. The prevalence vary between countries from 20 % to 40 % [1]. There are different
types of allergies - inhalant, food, contact, drug and insect allergies. The immune system of allergic people
reacts to allergens and produces antigen-specific immunoglobulin E (IgE). People, who suffer from allergy,
can feel many symptoms like itchy eyes, swollen tongue and etc. It could also cause chronic diseases like
eczema and asthma. Allergens are described as a material that can trigger allergic reactions. It can be pro-
teins, carbohydrates and drugs but most often it is protein. Some examples of allergens can be dust, animal
fur, pollen, food products and etc. [2]. One source can contain more than one different allergen component,
for example, Artemisia vulgaris (common mugwort) has 6 different components (Art v 1-6) [3]. The same
allergic person can be sensitized to only one or more different allergen components. Whole- allergen ex-
tracts, produced from natural allergen sources, are still widely used for allergy diagnostics and immuno-
therapy. The usage of natural extracts, which are difficult to standardize, is limited by many factors. Variable
amounts of different allergen components and the absence of some of them in the extract, the different
biological activity of those components, undefined materials and contaminants can lead to false positive/neg-
ative results and ineffective immunotherapy [4]. Recombinant single allergen molecules could help to im-
prove diagnosis and treatment.

In this study, recombinant allergen component Art v 3 from Artemisia vulgaris was analyzed. This plant
releases pollen and causes most pollinosis in late summer and fall. Art v 3 protein belongs to nsLTP protein
family and has IgE cross-reactivity with many other allergen components, for example, Pru p 3 from peach,
Cor a 8 from hazelnut, Parietaria judaica (Pellitory of the wall) allergen component Par j 2 and Ambrosia artemisi-
ifolia (Short ragweed) allergen component Amb a 6 [3]. Two constructs of recombinant Art v 3 protein were ana-
lyzed -single allergen component Art v 3 and Art v 3, fused with maltose binding protein (MBP). Genes of
these two protein variants were inserted in a protein expression vector and experiments of recombinant
protein synthesis were performed in the yeast expression system.

[1] Boehmer, D., Schuster, B., Krause, J., Darsow, U., Biedermann, T. & Zink, A. (2018). Prevalence and treatment of allergies in rural
areas of Bavaria, Germany: a cross-sectional study. World Allergy Organ J.11(1):36.

[2] Ree,vanR. & Aalberse, C.R.(2022). Allergens and the allergenic composition of source materials. In K, Hoffmann, C, Hilger, A, Santos,
L. de las, Vecillas, & S, Dramburg (Ed.). Molecular Allergology User’s Guide 2.0 (pp. 25-37). Switzerland: John Wiley & Sons.

[3] Hauser, M., Davies, J. M., Hawranek, T. & Gadermaier, G. (2022). Weed pollen allergy. In K, Hoffmann, C, Hilger, A, Santos, L. de las,
Vecillas, & S, Dramburg (Ed.). Molecular Allergology User’s Guide 2.0 (pp. 201-215). Switzerland: John Wiley & Sons.

[4] Valenta, R., Karaulov, A, Niederberger, V., Zhernov, Y., Elisyutina, 0., Campana, R., Focke-Tejkl, M., Curin, M., Namazova-Baranova, L.,
Wang, J. Y., Pawankar, R. & Khaitov, M. (2018). Allergen Extracts for In Vivo Diagnosis and Treatment of Allergy: Is There a Future? J
Allergy Clin Immunol Pract. 6(6)1845-1855.e2.
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Introduction: Acinetobacter baumanniiis an opportunistic pathogen that causes hospital-acquired in-
fections. A critical problem with this pathogen is its ability to rapidly gain resistance to antibiotics. Antibiotic
resistance is usually acquired through mobile genetic elements, such as plasmids. Due to plasmids’ capability
to accumulate multiple resistance genes, it is important to study them in greater detail. For this reason, in
2010, Bertini et al. proposed a scheme for plasmid classification called PCR-based replicon typing, which is
based on the similarity of rep genes between different plasmids. The genes within the same replicon group
must be >=74% identical and have >=90% coverage. The aim of this study was to investigate the global distri-
bution of GR1-GR34-type replicons and find correlations between different replicon types, isolation source,
and isolation countries based on metadata.

Methods: Plasmid rep gene sequences were searched according to the parameters defined by Bertini
et al, using reference genes for the GR1-GR34 groups that have been collected beforehand by R. A. Moran,
creating local rep gene database. From resulting replicons, metadata was extracted. The distribution of GR1-
GR34 replicons was then assessed, followed by a detailed analysis of the distribution of the different replicon
types in the clinical and natural environments. Finally, the qualitative distribution across continents was as-
sessed in relation to the year of collection of the isolates.

Results: Out of all collected data (n = 1142), the most frequent replicon types found were GR2 and GRé.
While the percentage of clinical isolates in the entire data was 78.1% (n = 981), it greatly increased to 92.2%
when only the prevailing replicon types (GR2 and GR6, n = 295) were examined. Moreover, GR2 and GRé types
were only dominant in clinical A. baumanniiisolates, while in non-baumannii clinical isolates and in environ-
mental isolates the prevailing replicon types differed. A. baumanniiwere also the dominant species, account-
ing for 71.7% of all clinical isolates with GR1-GR34 replicons (n = 549). Considering the replicon type distribu-
tion by continent, it appears that most of the replicons in the GenBank database belong to the continents of
Asia, Europe, and North America. Some replicon types were found to be unique to only two of the three
continents, however, only GR25-type replicons (n = 23) were found to be unique to a single continent and
country - Asia (China). The most common replicon types on all three continents were GR2 and GRé. In regards
to age, the oldest isolates found are A. baumannii with GR2 and GR6 replicon types, first collected in North
America in 1948. Meanwhile, the first replicons discovered in Europe were in 1951. In Asia, the collection of
isolates started much later, in 1996.

Conclusions: A. baumannii with GR2 and GRé6-type replicons were the most common among clinical
Acinetobacter spp. GR1-GR34-type replicon isolates. However, GR2 and GRé types were not predominant in
non-baumannij clinical isolates and Acinetfobacter spp. environmental isolates. While most GR1-GR34-type
replicons are globally widespread, the GR25-type seems to be local to China, however, further epidemio-
logical significance is to be determined.

[1] Bertini et al. (2010). Characterization and PCR-based replicon typing of resistance plasmids in Acinetobacter baumannii, Antimicrobial
agents and chemotherapy. U.S. National Library of Medicine.
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Epithelial ovarian cancer (EOC) in most developed countries is the leading cause of death among gy-

necological malignancies. The high level of heterogeneity of this cancer plays a big role in the lack of suc-
cessful treatments [1]. To improve our understanding of epithelial ovarian tumor biology and behavior itis
important to adopt a suitable culture system. Usually, the majority of /n vitro experiments are performedin
two-dimensional (2D) cancer cell line monolayer cultures. Even though the 2D model is commonly used, it
does not fully reflect the tumor complexity therefore more sophisticated models should be adopted. Cancer
cell microstructures formed as three-dimensional (3D) spheroids closer represent the main characteris-
tics of /n vivo tumors, such as cell-cell interactions, hypoxia and pH rate, exposure to nutrients and metab-
olites, and gene expression profiles [2].
In our study, we aimed to adopt and optimize the 3D culture conditions of four different EOC cell lines: A2780,
SKOV3, COV362, and OV7. Next, we compared the gene and protein expression profiles between 3D and widely
used 2D cell culture models by performing flow-cytometry (FACS) and analyzing the expression of genes
related to stemness properties, epithelial-mesenchymal transformation and interaction with the im-
munesystem by quantitive real-time PCR (qPCR).

EOC spheroids were measured and observed in different growth conditions and at a different seeding
density as a starting point. We noticed that the A2780 cell line formed no spheroids in our culture conditions
and as such this cell line was excluded from further analysis. After optimization when the best cell count
and conditions were determined, protein and gene expression profile evaluation was performed. We found
out that the OV7 cell line had the upregulated TGF-B pathway and epithelial-mesenchymal transformation-
related genes. Next, we compared the gene and protein expression in respective 2D and 3D cultures, where
we found substantial differences.

In conclusion, for each cell line, we characterized its gene and protein expression profile in 2D and 3D
culture conditions.

[1] Kossai M, Leary A, Scoazec J, -Y, Genestie C: Ovarian Cancer: A Heterogeneous Disease. Pathobiology 2018;85:41-49.

[2] Gheytanchi E, Naseri M, Karimi-Busheri F, Atyabi F, Mirsharif ES, Bozorgmehr M, Ghods R, Madjd Z. Morphological and molecular
characteristics of spheroid formation in HT-29 and Caco-2 colorectal cancer cell lines. Cancer Cell Int. 2021 Apr 13;21(1):204. doi:
10.1186/s12935-021-01898-9. PMID: 33849536; PMCID: PMC8042991.
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Biological self-assembling nanosystems have relevant applications in nanomedicine and nanobiotech-
nology, including the development of vaccines, imaging, drug, and gene therapy delivery systems, and /n vitro
diagnostic methods. A great example of biological nanosystems is viruses and viral nanoparticles, composed of
robust, stable proteins with a defined geometry and the ability to self-assemble into precise and stable
nanostructures. Viral proteins’ ability to gather in spontaneous nanostructures in combination with a sur-
face modification can be applied to deliver specific signals (tags, ligands, or drug molecules) to a definite
tissue or cell without damaging their biological activity. Cysteine, due to its rarity in proteins, the reactivity
of the sulfhydryl group, and the availability of different methods is one of the most popular amino acids used
for the modification of nanostructures. Cysteine modifications with advanced functionalization technics will
help to develop next-generation targeted delivery systems and vaccines with optimal drug loading capacity,
tunable immunogenicity and stimuli of the correct type of polarized immune response, and selectivity to the
target cell [1,2].

Our research focuses on the development of modifiable nanostructured material based on a self- as-
sembling tail sheath protein gp053 from Escherichia coliinfecting bacteriophage vB_EcoM_FV3 [3]. Based on
the analysis of the gp053 tertiary AlphaFold structure model, we have designed modification sites oriented
toward the outer surface of the tubular structures. By creating a mutant protein in which all four native
cysteines have been replaced by serines, we have verified that the mutant protein forms tubular structures
indistinguishable from the nanotubes formed by a wild-type protein. Thereafter, serine amino acids located
in the loop at the selected positions were replaced by cysteine (two mutant proteins with cysteine at positions
120 and 232). The transmission electron microscopy analysis indicated that the mutant proteins with newly
introduced cysteine self-assembled into tubular nanostructures. Moreover, the formation of 2-nitro-5- thi-
obenzoate (NTB) after mutant proteins reaction with 5,5'-dithiobis(2-nitrobenzoic acid) (DTNB) under a non-
reductive environment indicated the presence of free sulfhydryl groups on the protein-formed nanotube sur-
face. The constructed mutants maintained their tubular nanostructures in 10 mM pH 8 Tris-HCl buffer, at
4 °C for one month. The observed stability is essential for the subsequent application of nanostructures. The
resulting nanotubes with free cysteine groups will be further bioconjugated to various molecules, such as
tags with fluorescent dyes, catalytic proteins, or drug molecules, and used as delivery nanosystems.

[1] Comas-Garcia, M., Colunga-Saucedo, M., Rosales-Mendoza, S. (2020). The Role of Virus-Like Particles in Medical Biotechnol-
ogy. Molecular Pharmaceutics, 17(12), 4407-4420.

[2] Luo, Q., Hou, C., Bai, Y., Wang, R., Liu, J. (2016). Protein Assembly: Versatile Approaches to Construct Highly Ordered Nanostructures.
Chemical Reviews, 116(22), 13571-13632.

[3] Simolidinas, E., Truncaité, L., Rutkiené, R., Poviloniené, S., Goda, K., Kaupinis, A., Valius, M., Me3kys, R. (2019). The Robust Self-
Assembling Tubular Nanostructures Formed by gp053 from Phage vB_EcoM_FV3. Viruses, 11(1), 50.
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Microorganisms are one of the possible solutions not just to change synthetic colors, but also, they have attracted
the attention of the industry, as the production of new, easily degradable, safe, environmentally friendly pigments
with no adverse effects, which is becoming more and more relevant.

The aim of this work is to isolate pigmented microorganisms from environmental samples, select fermentation con-
ditions, isolate pigments from microorganisms and test their antimicrobial activity.

Microbial pigments have been isolated from various sources such as food waste, soil, flour, etc. Fermentation pa-
rameters such as temperature, pH, tryptone and NaCl salt concentration were optimized to improve the growth of
microorganisms and pigment production. After fermentation, cells were lysed in an ultrasonic bath and then the
pigments were extracted with methanol. During research five pigments were successfully isolated from six inves-
tigated microorganisms. The dried microbial pigments were diluted with analytical grade ethanol [1, 2].

To evaluate the antibacterial properties of the investigated pigments, 8 strains of pathogenic bacteria were used in
the study: Escherichia coli ATCC 8739, Listeria monocytogenes ATCC 13932, Staphylococcus aureus ATCC 25923,
Pseudomonas aeruginosa ATCC 13525, Salmonella typhimurium ATCC 14028, Enterococcus faecalis ATCC 19433,
Citrobacter freundii ATCC 43864, Micrococcus luteus ATCC 9341.

The tested bacteria were dissolved in physiological salt solution (NaCl 8.5 g/L) to form suspension. Adjustment of
washed cell bacteria was standardized to the density of about 106 CFU/mL according to McFarland standard. Bac-
terial strains were grown on the plate count agar (PCA, Liofilchem, Italy), which were incubated at 37°C for 24 h. [3].
The suspension of bacteria cells was introduced into the dissolved and cooled to 47 °C PCA media, 10-12 ml of which
were pipetted into a 90 mm diameter Petri plate.

The antibacterial activities of the microbial pigments were determined by using filter disk diffusion method. For
direct contact agar diffusion tests, sterile 6-mm diameter filter discs (Hahnemuehle, Germany) were placed on the
surface of the solidified inoculated PCA medium surface. A 10 pL volume of ethanolic solutions of microbial pigments
were pipetted on the filter discs using an automatic pipettor Eppendorf Research plus. Ethanol was used as a neg-
ative control preparation.

The plates were then incubated at 37°C for 24 hours. The antibacterial activity was evaluated by measuring the
diameter of clear inhibitory zones in millimeters using digital calliper. The experiments were conducted in triplicate.
The average values * standard deviations were calculated. Analysis of variance was performed on the basis of mean
values to determine the significant difference between pigments at P < 0.05 [4].

The results of the study showed that among the tested pathogenic bacteria, P. aeruginosa was the most sensitive to
the effects of pigments. Pink - red pigment showed the most antimicrobial activity against tested pathogenic bacte-
ria. So, the investigated pigments showed bactericidal effects against certain human pathogens, but bacteriostatic
effects against pathogens were also observed in the obtained results.

[l] Ratnakaran P, Bhoir M ir Durve-Gupta A. Isolation and characterization of pigment producing bacteria isolated from waste. Interna-
tional Journal of Applied Research, 2020.

[2] Sinha S., Choubey S, Kumar AA, Bhosale P. Identification, Characterization of Pigment Producing Bacteria from Soil and Water and Testing of
Antimicrobial Activity of Bacterial Pigments. Indija: Department of Microbiology, Dr. D. Y. Patil ACS College, Pimpri, Pune, 2017.

[3] Andrews, W. Manual of food quality control. 4. Rev. 1. Microbiological analysis. Food and drug administration. FAO Food Nutr. Pap. 1992, 14, 1-338.
[4] Statistical analysis was undertaken using the SAS version 9.1 (Cary, NC).
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Currently, most of the world's energy needs are met by fossil fuel resources. Several different technol-
ogies can be used to transition to more sustainable energy sources. Cellulose is the most abundant organic
material in the biosphere. Therefore, the isolation and industrial use of cellulases could be used in the
production of biofuels from organic cellulose sources.

Trichoderma reeseiis a mesophilic, filamentous fungus, known for its efficient production of cellulase en-
zymes, which are necessary for breaking down crystalline cellulose into glucose. In 1950 it was isolated in
the Solomon Islands from decaying textiles. 7. reeses produces three main types of cellulolytic enzymes:
endogluconase, cellobiohydrolase, and b-glucosidase. Endogluconase shears internal connections in cellu-
lose, cellobiohydrolase cleaves cellobiosyl units from the non-reducing end of cellulose, and beta- gluco-
sidase cleaves glycosyl units from the non-reducing end of cellulose oligosaccharides. These enzymes work
synergistically to depolymerize cellulose and convert it into glucose [1]. However, the close relationship be-
tween lignin and cellulosic biomass can create barriers to the enzymatic hydrolysis of cellulose into fer-
mentable sugars. Hemicellulose and lignin prevent cellulosic enzymes from functioning, inhibiting enzyme
structure and reducing matrix pore size. The crystalline structure of cellulose with a glucan chain stops the
hydrolysis process. Different pretreatment methods have specific effects on different lignocellulosic compo-
nents. However, a significant number of them can create some kind of obstacles to the action of cellulases
[2].

In our study we used RTS-1C bioreactor for cultivation of 7. reese/ ATCC 26921 cells. When growing 7.
reeseipreculture in the bioreactor, it was important to create a constant aeration, to maintain optimal pH and
to ensure the optimum temperature. After ensuring the optimal preculture growth conditions, the developed
methodology was applied to the cultivation of cellulase-producing cultures. In the further cultivation of en-
zyme-producing cultures, it is planned to study the influence of the processing of cellulose raw materials
on the final yield of enzymes, also to investigate different additives that can increase the excreted amount of
the enzyme or the increase enzyme activity. It is expected to optimize the cultivation, enzyme production and
purification technologies to provide convenient, cost-effective, and efficient conditions, as well as to investi-
gate the specificities of the culturing of the culture in the bioreactor.

[] Shoemaker, S., et al., Characterization and properties of cellulases purified from Trichoderma reesei strain L27, Bio/Technol-
ogy 1.8, 687-690 (1983)

[l Kumar, Anil, et al., Multifarious pretreatment strategies for the lignocellulosic substrates for the generation of renewa

ble and sustainable biofuels: A review. Renewable Energy, 160, 1228~ 1252 (2020)
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Plastic pollution is a global problem caused by the increasing production of synthetic plastics. Their
annual production was about 350 to 400 million tons in 2020 and is expected to triple by 2050 [1]. Unfortu-
nately, a lot of waste of it is released into the environment. Despite plastic recycling technologies, plastic
waste is mostly disposed of in landfills, where it degrades into small pieces. Microplastic pieces (MPs) (<5
mm in diameter) have potential dangerous impacts on aquatic and terrestrial ecosystems, as well as human
health, and are resistant to natural degradation [2], so finding solutions for its removal from the environment
is key.

Microorganisms are considered to be the best solution to utilize microplastic because they can use
MPs as a carbon source and release just H20 and CO2 during the aerobic process. The degradation
process is possible because they produce extracellular enzymes that attack C-H and C-C bonds to cut long
chains into small monomers and oligomers that microbial cells can take up. Several studies have reported
MPs degrading microorganisms from landfills [2, 3]. Thus, finding the species (or genes) responsible for
biodegrading artificial polymers is crucial for studying the mechanism and applying it to microplastic utiliza-
tion. Unfortunately, not much is known about enzymes involved in microplastic degradation. However, some
common enzymes from microorganisms like cutinases, alkane hydroxylases, styrene oxygenases, laccases,
lipases, carboxylesterases, and proteases can also attack nonstandard substrates such as petro- polymers
due to structural similarity to the original target of the enzyme [3].

This study analyzes samples from different environmental sources for known microorganism enzymes
capable of degrading microplastics. 23 samples were taken from different spots such as clean soil from
Molétai, the operating Kazokiskés landfill, and the closed KariotiSkés landfill. Target genes were used to
identify the potential of microorganisms found in the samples to biodegrade MPs and metagenomic analysis
was used to verify whether microorganisms that have these genes based on their origin can be found.

It was found that the diversity of enzymes in samples from landfills is more various than from
clean soil. This can be expounded by the fact that in landfills microbiota is surrounded by a lot of substances
including various plastics. Based on the results, microorganisms found in a closed landfill site have a greater
potential for the biodegradation of plastics due to a higher number of lipases, cutinases genes (associated
with PET utilization [1]), polyvinylalcohol dehydrogenases, polyethylene glycol dehydrogenases genes (asso-
ciated with PPG utilization [4]), and styrene monooxygenase, alkane hydroxylases genes (associated with PS
utilization [1]). This can be explained by the fact that an active landfill site has a markedly different, fluctuating,
and unstable environment compared to a closed landfill site, which has a more consistent environment but
still has different types of carbon sources. This consistency in a closed landfill site is conducive to the growth
of microorganisms and the formation of diversity, which could explain the higher biodegradation potential.

[1] Purohit, J., Chattopadhyay, A., Teli, B. (2020). Metagenomic Exploration of Plastic Degrading Microbes for Biotechnological Application.
Curr Genomics. 2020 May; 21(4), 253-270.

] Maroof, L., Khan I, Yoo, H. S, Kim, S., Park, H-T., Ahmad, B., Azam, S. (2021). Identification and characterization of low-density
polyethylene degrading bacteria isolated from soils of waste disposal sites Environ. Eng. Res. 2021; 26(3): 200167.

[B] Mohanan, N., Montazer, Z., Sharma, P. K., Levin, D. B. (2020). Microbial and Enzymatic Degradation of Synthetic Plastics. Front
Microbiol. 2020 Nov 26;11:580709.

[4] Hu, X, Fukutani, A,, Liu, X., Kimbara, A., Kawai, F. (2006). Isolation of bacteria able to grow on both polyethylene glycol (PEG) and
polypropylene glycol (PPG) and their PEG/PPG dehydrogenases. Appl Microbiol Biotechnol, 2007 Jan; 73(6):1407-1413-13,
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Starch is a renewable energy source and raw material used in various industries such as food, paper,
pharmaceutical, etc. Industrial processes involving starch hydrolysis employ a-amylases, f-amylases, and glu-
coamylases. However, enzymatic raw starch degradation is complex due to poor solubility and semi- crystalline
structure, distinct for each starch source. These issues are currently resolved using physical factors such as
high-temperature and high-pressure conditions in the starch-based products manufacturing process. Heat and
pressure break down the semi-crystalline structure of starch and cause starch solubilisation and gelatinisation,
making it accessible to various starch-degrading enzymes. Nevertheless, these processes increase the cost of
starch-based product manufacturing. Moreover, they are not sustainable. An alternative sustainable solution is
to exploit raw starch-degrading amylases. These enzymes can degrade the semi-crystalline starch without the
gelatinization step as a prerequisite. Isolation and characterisation of these enzymes are also essential to
broaden the common knowledge about raw starch degradation mechanisms and factors determining the en-
zyme's ability to break down semi-crystalline starch. These enzymes are found in bacteria genus such as Bacil-
lus, Microbacterium, and others.

Here, we present Microbacterium sp. SINO2 based on its ability to degrade soluble starch and different
starch granules. We also investigate an enzyme AM1.3 - a multidomain a-amylase from Microbacterium sp.
SINO2. Bioinformatic analysis revealed that AM1.3 comprises one catalytic domain, four fibronectin type 3 do-
mains, two adjacent CBM25 domains, and one CMB74 domain. According to the CAZy database, AM1.3 is a mem-
ber of the GH13_32 subfamily, known for producing maltotriose, and domains CBM25 and CBM74 are identified
as carbohydrate-binding domains known for their ability to bind to granular starch. After recombinant expres-
sion and purification, we yielded amylase capable of degrading granular starch via pore formation. We confirmed
pore formation using scanning electron microscopy and imaging of various starch granules. Moreover, using
TLC and HPLC-ELSD analysis, we identified the major products formed during starch hydrolysis by AM1.3.
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As industrial processes require higher and higher efficiency to meet both the standards of production
speed as well as managing the wellbeing of the planet, new innovative solutions will have to be implemented.
Enzymes can be incredible tools in the industry, as they are environmentally friendly, biodegradable and can
perform reactions at greater speeds than chemical catalysts. Lipolytic enzymes (lipases and esterases) are
some of the most important enzymes used in industrial processes, since they can perform various types of
reactions (ester bond hydrolysis, synthesis, transesterification etc.). However, like any tool, enzymes have
to be improved to provide better catalytic efficiency and be less susceptible to various physical and chemical
effects. As a consequence, further research is needed in enzyme structure-function relationships, especially
in thermophilic proteins, which have the inherent benefit of being more active and stable in higher tem-
peratures.

Our work centers around thermophilic esterase from Geobacillus sp. 95 GDEst-95. Based on /n silico
analysis', several amino acids were identified as potentially important for substrate binding, or catalytic
residue positioning: Gly108, Ala410, Thr317, Leu226 and Leu4ll. Using site directed mutagenesis (in this case
overlap extension) the gene encoding GDEst-95 was modified with these amino acid substitutions. Modified
genes were first ligated to cloning vectors (pJetl.2 blunt) that were transformed into competent Escherichia
coliDH5a cells. After selection, plasmids were extracted, excised with restriction enzymes, and ligated into
expression vectors (pET-21c(+)) and transformed to competent £. co/i BL21 (DE3) cells. Synthesis of the
modified proteins was expressed using milk permeate as an inducer? and recombinant proteins were purified
by IMAC. Enzyme activity, temperature activity, thermal stability, substrate specificity and othercharac-
teristics were evaluated using spectrophotometric measurements. Our results show that the suspected
amino acids do affect the characteristics of GDEst-95, and can provide useful insights when designing
other thermophilic proteins.

Figure 1. Predicted structure of GDEst-95. Protein model was generated usiﬁg Robetta server (RoseTTAFold method)®. Protein backbone
is displayed in green cartoon representation, catalytic residues are displayed as yellow sticks (labeled in marine), residues that were
selected for mutagenesis are displayed in magenta (labeled in red).

[1] Gudiukaite, R., Sadauskas, M., Gegeckas, A., Malunavicius, V., Citavicius, D., 2017. Construction of a novel lipolytic fusion biocatalyst
GDEst-Lip for industrial application. Journal of Industrial Microbiology and Biotechnology 44, 799-815. https.//doi.org/10.1007/s10295 -
017-1905-4

[2] Greicius, A., Baliutavicius, T., Lastauskiene, E., Gudiukaite, R., 2023. Application of Milk Permeate as an Inducer for the Production of
Microbial Recombinant Lipolytic Enzymes. Fermentation 9, 27. https://doi.org/10.3390/fermentation9010027

[3] Minkyung Baek, Frank DiMaio, Ivan Anishchenko, Justas Dauparas, Sergey Ovchinnikov, Gyu Rie Lee, Jue Wang, Qian Cong, Lisa N.
Kinch, R. Dustin Schaeffer, Claudia Millan, Hahnbeom Park, Carson Adams, Caleb R. Glassman, Andy DeGiovanni, Jose H. Pereira, Andria
V. Rodrigues, Alberdina A. van Dijk, Ana C. Ebrecht, Diederik J. Opperman, Theo Sagmeister, Christoph Buhlheller, Tea PavkovKeller,
Manoj K Rathinaswamy, Udit Dalwadi, Calvin K Yip, John E Burke, K. Christopher Garcia, Nick V. Grishin, Paul D. Adams, Randy J. Read,
David Baker. Accurate prediction of protein structures and interactions using a 3-track network. Science 10.1126/science.abj8754 (2021);
doi: https://doi.org/10.1126 /science.abj8754.
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Quantum dot-linked immunosorbent assay (QLISA) is an approach similar to the enzyme-linked im-
munosorbent assay (ELISA), except QDs are used instead of enzymes [1]. Quantum dots (QDs) are fluoro-
phores, absorbing photons and re-emitting them at different wavelengths. QD optical and chemical proper-
ties allow the detection to be more sensitive than with absorbance-based assays [2]. One of the best ad-
vantages is that different wavelength QD combinations can be used to detect multiple analytes in the same
sample. It is key to choose QDs whose photoluminescence spectra don't overlap in order to distinguish flu-
orescence signal between different biomarkers.

The aim of this study was to develop an immunodetection method for at least two analytes in the
immune-complex using fluorescence spectroscopy and quantitative measurement of QDs in micro- volu-
metric format.

The system was demonstrated by using two different analytes - cartilage oligomeric protein (COMP)
and human growth hormone (hGH). 17C10 anti-COMP biotinylated antibody and anti-hGH biotinylated antibody
were used. For multiplexed analysis of two biomarkers a combination of streptavidin-coated QD525 and
QD605 was chosen. To compare fluorescence signal intensity, after we measured in two formats - 96-well
plate and after the transfer to micro-volumetric format on a reiterative glass slide. The transfer was made
possible by adding an immune-complex degrading solution which detaches QD-Ab complexes from the bot-
tom of the well and can be transferred to micro-volumetric format and measure QD fluorescence. Single-
plex detection of each analyte was done as a comparison of fluorescence intensity.

The results indicate that with our proposed method can be used for at least two analyte detection in
the same sample using different wavelength QDs. In 96-well format, different analyte concentrations were
hardly distinguishable, but the use of the immune-complex degrading solution and transfer to micro- volu-
metric detection increases the signal strength and can be used to detect different analyte concentrations.

The conclusion. This micro-volumetric format of analysis can be used not only for single analyte de-
tection (singleplex), but also quantification of two or more analytes (multiplex) in the same well, using
different wavelength QDs.

[1] Jarockyte, G., Karabanovas, V., Rotomskis, R., & Mobasheri, A. (2020). Multiplexed nanobiosensors: current trends in early diagnos-
tics. Sensors (Basel, Switzerland), 20(23). https://doi.org/10.3390/s20236890.

[2] Suzuki, M., Udaka, H., & Fukuda, T. (2017). Quantum dot-linked immunosorbent assay (QLISA) using orientation-directed anti-
bodies. Journal of Pharmaceutical and Biomedical Analysis, 143, 110-115. https://doi.org/10.1016/j.jpba.2017.0
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Starch is an easily available, low-cost, biodegradable, biocompatible, non-toxic natural polymer; however,
granular native starch has limited solubility in water, doesn'’t contain lipophilic groups and doesn’t form emul-
sions [1]. Modified starches, when used as food ingredients, are effective in preparation of oil-in-water emulsions
and suitable as carriers for bioactive food components encapsulation [2], particularly for their controlled release.
Potato starch was dually chemically modified for developing food-grade ingredients of lower digestibility and
their properties were compared to those of single modified and native starches. The modified starches were
produced in the Department of Polymer Chemistry and Technology at Kaunas University of Technology. The ob-
jective was comparison of dual octenylsuccinic anhydride modified hydroxypropylated potato starches (HP/OSA)
digestibility properties with single 0SA-modified and native potato (P-native) starches.

Hydroxypropylation with propylene oxide (HP) followed by esterification with octenylsuccinic anhydride
(HP/OSA) of potato starch produced derivatives with lower digestibility than esterification solely with 0SA. The
selected enzymes and /n vitro digestion method applied in our study was originally developed for assessing the
release of antioxidants [3]; however, it simulated digestion conditions and may be applied for the /n vitro simu-
lation of digestion of other nutrients such as starch derivatives. The dextrose equivalent (DE) and the contents
of maltose and glucose were the main indicators for /n vitro digestion. DE was expressed as reducing sugars;
the content of glucose and maltose in the soluble digestion fractions was analysed with UPLC-TQ-S-MS.

It was obtained that the addition of OSA groups into P-native did not reduce DE, while inclusion of 0SA
groups in HP starch resulted in a significant decrease in DE indicating increase in resistance of derivative to
enzymatic hydrolysis. HP starch without OSA groups was less digestible (P<0.05) than P-native. Although the
differences in the DE obtained in our study for the tested starch derivatives were not remarkable, the tendency
of lower digestibility of modified starch derivatives may be clearly observed - single 0SA-modification and par-
ticularly dual HP/OSA-modification reduced the digestibility of P-native [4].

Further the effect of modification on maltose and glucose content was evaluated after /n vitro digestion.
The amounts of maltose and glucose after the final (3") step of digestion were 174.4-301.4 and 54.3-75.8 mg/g
dw, respectively. The consistent dependence between maltose content changes during digestion and the type of
modification was not clearly observed; however gradual reduction in maltose content was observed for HP/OSA
with the highest food grade OSA level modified starch: 309.3 = 3.5 (1) — 234.7 £ 9.8 (2") — 174.48 = 2.7 (3"%) mg/g
dw. The highest content of glucose after the 3™ step was from P-native, indicating that it was most digestible
starch. In general, it could be concluded that dual HP/OSA-modification was the most effective in terms of re-
sistance to digestion: dually HP/OSA modified with the highest food grade OSA level starch derivative was the
least digestible, the glucose and maltose content were lower by 28.3% and 42.1% compared to P-native.

[1] Wang, X, Li, X., Chen, L., Xie, F., Yu, L., & Li, B. (2011). Preparation and characterisation of octenyl succinate starch as a delivery carrier
for bioactive food components. Food Chemistry, 126(3), 1218-1225.

[2] Baranauskienég, R., Rutkaité, R., PeCiulyté, L., KazernaviciGté, R., & Venskutonis, P.R. (2016). Preparation and characterization of single
and dual propylene oxide and octenyl succinic anhydride modified starch carriers for the microencapsulation of essential oils. Food & Func-
tion, 7(8), 3555-3565.

[3] Pastoriza, S., Delgado-Andrade, C., Haro, A., Rufian-Henares, J.A. (2011). A physiologic approach to test the global antioxidant response
of foods. The GAR method. Food Chemistry, 129(4), 1926-1932.

[4] Rutkaité, R., Baranauskienég, R., Peéiulyté, L., Pukalskieng, M., & Venskutonis, P.R. (2016). Preparation and properties of propylene oxide
and octenylsuccinic anhydride modified potato starches. Journal of Food Science and Technology, 53(12), 4187-4196.
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Microfluidics (MS) has multiple benefits for bioanalytical procedures where thousands of separate reac-
tion micro-compartments are created, and which can be utilized for high-throughput screenings in the fields of
drug discovery, targeted evolution of proteins, or single-cell analysis [1]. The miniaturized devices facilitate the
processing and analyzing of small samples in extremely small reaction volumes. However, analytical tests with
micro-droplets can also present it's technical limitations. One of these challenges is the ability to introduce or
remove chemical compounds from/to micro-droplets. Therefore, various ways are being sought to extend the
benefits of MS for multistage reactions based on analytical studies. The idea of this study is to employ microflu-
idics technique, to form and examine gelatin microspheres with tunable permeability variations.

Micro-capsules having a liquid core surrounded by the hydrogel shell were produced using a co-flow
microfluidic device. An aqueous two-phase system (ATPS) composed of gelatin methacrylamide and dextran
was used to generate core/shell capsules [2]. The physically cross-linked capsules were further stabilized by
enzymatic crosslinking at two different temperatures 22 °C or 37 °C degrees. The resulting capsules contained
a thin shell enriched in enzymatically crosslinked gelatin methacrylamide and a liquid core enriched in high
molecular weight dextran (500kDa). After polymerization process, gelatin-based capsule permeability was eval-
uated using confocal laser scanning microscopy images. 5 different molecular weights (20kDa, 40kDa, 70kDa,
150kDa, 250kDa) fluorescein-dextran dyes were chosen to investigate each dextran permeability to gelatin cap-
sule core. Average gelatin capsule permeability was evaluated by capsule core and background fluorescence
intensity mean value ratio. Experimental results of gelatin-based capsule permeability of various molecular
weight fluorescein-dextran dyes are shown in Fig. 1.
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Figure 1. Gelatin-based capsule permeability dependence using different molecular weight FITC-dextran dyes:
with weak and medium polymerization process (left side); with cross-linking temperatures at 22 °C and 37 °C
(right side).

Results indicate that hydrogel capsule permeability can be tuned depending on enzyme concentrations
during cross-linking process and by enzymatic polymerization temperature alterations. Thus, the ability to con-
trol hydrogel capsule shell permeability can open the gates for further applications in the fields of microbiology,
life sciences, and chemical sciences.

1. Amirifar, L.; Besanjideh, M.; Nasiri, R.; Shamloo, A,; Nasrollahi, F.; de Barros, N.R.; Davoodi, E.; Erdem, A.; Mahmoodi, M.; Hosseini,
V. Droplet-based microfluidics in biomedical applications. Biofabrication 2022, 74, 022001.

2. Leonaviciene, G.; Mazutis, L. RNA cytometry of single-cells using semi-permeable microcapsules. Nucleic acids research 2023,
57 e2-e2.
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Colorectal cancer is a prevalent malignancy, ranking as the third most frequently diagnosed cancer
and the second leading cause of cancer-related deaths globally. Rectal cancers account for approximately
38% of all colorectal cancer cases [1]. The early-stage disease can be treated with radiotherapy or surgical
removal of the tumor, sometimes with preoperative treatment. However, in advanced stages, neoadjuvant
chemoradiotherapy (CRT) followed by surgery is usually required [2]. CRT aims to shrink the tumor before
surgery by inducing DNA damage in cancer cells, leading to their death [3]. Despite advances in CRT, issues
such as resistance to therapy, tumor heterogeneity, and damage to adjacent normal tissues remain major
challenges that limit its effectiveness. Therefore, current research is focused on identifying molecular targets
within cancer cells to achieve more effective treatment.

The poly (ADP-ribose) polymerase (PARP) family, comprising 17 members, represents a potential
therapeutic target for the treatment of cancer. These proteins catalyze the addition of ADP-ribose units to
target molecules such as proteins, DNA, and RNA. Overall, PARPs are involved in a variety of cellular
processes, including DNA damage repair, antiviral response, transcriptional regulation, and chromatin
organization [4]. PARP1, which plays a critical role in homologous recombination repair, is currently targeted
by several inhibitors in the treatment of various cancers with deficient homologous recombination. This leads
to the accumulation of DNA damage in cancer cells, ultimately causing their death. [3]. Further research may
reveal whether other members of the PARP family are potential targets for cancer therapy.

This study aimed to evaluate the expression levels of PARPY, PARPIZ, PARPI3, and PARPI4 in tumor and
normal rectal tissue samples from patients before and after chemoradiotherapy. A total of 67 patients' tissue
samples were analyzed. First, samples of both potential tumor tissue and adjacent normal tissue were col-
lected during a biopsy. After the presence of rectal cancer was confirmed, patients underwent 5 weeks of
CRT. Subsequently, additional samples of the tumor and adjacent normal rectal tissue were collected during
surgery 8-12 weeks after completion of CRT. Total RNA was extracted from the samples and analyzed for
integrity by capillary electrophoresis. RT-qPCR was performed using GADPH as a reference for expression
normalization. Finally, statistical analysis was performed comparing PARP expression levels in tumor and
normal tissue samples before and after CRT using ACt and AACt values.

] Sung, H., Ferlay, J., Siegel, R. L., Laversanne, M., Soerjomataram, |., Jemal, A., & Bray, F. (2021). Global Cancer Statistics 2020:
GLOBOCAN Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA: a cancer journal for clinicians, 7X3), 209 —
249. https://doi.org/10.3322/caac.21660

[] Glynne-Jones, R., Wyrwicz, L., Tiret, E., Brown, G., Rodel, C., Cervantes, A,, Arnold, D., & ESMO Guidelines Committee (2017). Rectal can-
cer: ESMO Clinical Practice Guidelines for diagnosis, treatment and follow-up. Annals of oncology: official journal of the EuropeanSociety
for Medical Oncology, 28(suppl_4), iv22 —iv40. https://doi.org/10.1093/annonc/mdx224

B Reuvers, T.G. A, Kanaar, R., & Nonnekens, J. (2020). DNA Damage-Inducing Anticancer Therapies: From Global to Precision Damage.
Cancers, 1A8), 2098. https://doi.org/10.3390/cancersi2082098

4] Gupte, R, Liu, Z.,, & Kraus, W. L. (2017). PARPs and ADP-ribosylation: recent advances linking molecular functions to biological out-
comes. Genes & development, 312), 101—126. https://doi.org/10.101/gad.291518.116

41


mailto:kristijonas.velickevicius@gmc.stud.vu.lt

A.39. EFFECT OF SILYMARIN FLAVONOLIGNANS AND THEIR
DERIVATIVES ONGLIOBLASTOMA, PANCREATIC AND BREAST
CANCER CELL LINES

Ugné Endriulaityté!, Martina Hurtova?3, Kateiina Valentova? Vilma Petrikaité'

'Laboratory of Drug Targets Histopathology, Institute of Cardiology, Lithuanian University of
Health Sciences, Lithuania
Institute of Microbiology of the Czech Academy of Sciences, Videnska 1083, CZ-14220 Prague, Czech Re-
public
*Faculty of Food and Biochemical Technology, University of Chemistry and Technology Prague, Technicka 5,
CZ-16628 Prague, Czech Republic

ugne.endriulaityte@lsmu.lt

Despite broader and more specialized treatment options and great concern in research, cancer
remains the leading cause of death worldwide. In 2020, there were 19.3 million new cases and 10 million
deaths [1]. One of the treatment options is chemotherapy. Silymarin is a naturally occurring polyphenolic
extract from the thistle Silybum marianum (L.). It is known for its antioxidant, anti-inflammatory, and antiviral
properties, and also antiproliferative activity [2,3]. Furthermore, silymarin does not show cytotoxic effects on
normal cells [4] For this reason, it is possible, that newly synthesized silymarin flavonolignan derivatives
could have similar effects not onlyin 2D but also in 3D models.The aim of our research was to evaluate the
activity of silymarin flavonolignans and their new derivatives in both 2D and 3D cancer cell models.

Three types of cancercell lines were used as model systems: glioblastoma cellline U-87 pancreatic
cancer cell line Panc-1and triple-negative breast cancer cell line MDA-MB-231. The MTT method was used
to determine the compound effect on cell viability and the half-maximal effective concentration (£C50) was
calculated. The most active compounds were tested in the clonogenic assay, which shows the effectiveness
of the compound in inhibiting cell colony growth when the cells are seeded at low concentrations [5]. Cancer
cell spheroids (3D cultures) were formed using the magnetic 3D Bioprinting method. The compound activity
on the growth of the spheroids was evaluated by taking photos of spheroids every other day and analyzing
them by ImageJ software.

0f the tested compounds, 2,3-dehydrosilybin A (3), anhydrodehydrosilychristin (5), 8 -phenylluteolin
(6), 8-(4-F-phenyl)luteolin (7), and 7-benzylsilybin (8) were the most active against all tested cell lines.
Moreover,these compounds werellto 7.7 times more selective against cancer cells than againstfibroblasts.
Therefore, these five compounds were selected for further experiments. The formation of Panc-1 cell colonies
was inhibited by compound 7 at 5 M. Compound 8 at 10 uM reduced the capabilityto form the MDA-MB-23|
cell colonies. In the 3D model, the most compact spheroids were formed from U-87 cells. Compounds 5, 6
and 7 increased the area of spheroids comparedto the control group after 10 days of incubation. The growth of
Panc-1 spheroids was inhibited by compounds 5, 6 and 7 at 20 pM. Compounds 3 and 5 increased the
spheroid area after 10 days of incubation, while compounds 6, 7 and 8 inhibited the growth of MDA-MB-23
cell spheroids.This can be explained by different mechanisms of action of these compounds but needs further
investigation.

In conclusion, silymarin flavonolignans and their derivatives show anticancer activity on glioblastoma,
pancreatic, and breast cancer cells. Furthermore, they inhibit not only cell viability in 2D models, but also
inhibit spheroid growth.

Acknowledgement: Supportfrom the LT-CZ bilateral project LAS -21-04.KV and MH thank the Czech Science
Foundation (21-00551S)

[} Ferlay, J., Colombet, M., Soerjomataram, I., Parkin, D. M., Pifieros, M., Znaor, A., & Bray, F. (2021). Cancer statistics for the year 2020: An
overview. International Journal of Cancer, 149(4), 778-789. https://doi.org/10.1002/ijc.33588.

[ Kien, V,; Valentova, K. (2022) Silybin and its congeners: from traditional medicine to molecular effects. Natural Product Reports, 39
(6), 1264-1281. http://dx.doi.org/10.1039/D2NP00013J.

Bl Tyagi, A., Agarwal, C., & Agarwal, R. (2002). Inhibition of retinoblastoma protein (Rb) phosphorylation at serine sited and increase in Rb-
E2F complex formation by silybin in androgen-dependent human prostate carcinoma LNCaP cells: role in prostate cancer prevention. Mo-
lecular cancer therapeutics, 1(7), 525-532. https://doi.org/10.1016/B978-0-444-59603-1.00014-X.

4 Augustine, R., Kalva, S. N., Ahmad, R., Zahid, A. A., Hasan, S., Nayeem, A., McClements, L., & Hasan, A. (2021). 3D Bioprinte d cancer
models: Revolutionizing personalized cancer therapy. Translational Oncology, 14(4), 101015. https://doi.org/10.1016/j.tranon.2021.10101.

B] Franken, N.AP., Rodermond, H.M,, Stap, J., Haveman, J., van Bree, C. (2006). Clonogenic assay of cells in vitro. Nat. Protoc. 1 (5), 2315—
2319. https://www.nature.com/articles/nprot.2006.339.

42


mailto:ugne.endriulaityte@lsmu.lt
https://doi.org/10.1002/ijc.33588
http://dx.doi.org/10.1039/D2NP00013J
https://doi.org/10.1016/B978-0-444-59603-1.00014-X
https://doi.org/10.1016/j.tranon.2021.10101
https://www.nature.com/articles/nprot.2006.339

A.40. EXPLORING THE INTERACTION BETWEEN TRIPLE-NEGATIVE
BREAST CANCER CELL LINE MDA-MB-231 SUBLINES IN 2D AND 3D
MODELS

Indré Januskeviciené', Vilma Petrikaité'

" Laboratory of Drug Targets Histopathology, Institute of Cardiology, Lithuanian University of Health Sci-
ences, Kaunas, LT-50162, Lithuania
indre.januskeviciene@lsmuni.lt

Background. The tumor microenvironment (TME) consists of cancerous cells, also immune and en-
dothelial cells, fibroblasts, extracellular matrix, and other cells. Numerous studies underlined the contribu-
tion of cell-cell interaction for tumor progression and resistance to chemotherapy [1]. Cell-cell interaction
studies show that cancer cell interaction with fibroblasts due to secreted fibroblast factors promotes cell
growth, survival and stimulate the migration of malignant cells [2]. Moreover, combining two different breast
cancer cell lines (MDA-MB-231 and MCF-7) resultsin the cell growth rate increase [3]. Under certain condi-
tions, cancer cell interaction between immune cells can induce tumor-suppressive or tumor-promoting effect
[4]. Nevertheless, there is limited knowledge of how the cancer cells interact with each other, so we aimed
to explore the impact of the interaction between phenotypically diverse sublines isolated from the MDA-MB-
231 cell line on their response to doxorubicin and paclitaxel treatment.

Methods. Three distinct MDA-MB-231 sublines were isolated and characterized. Our selection of the
MDA-MB-231 sublines was based on their characteristics: the F5 subline corresponds to cancer stem cell
phenotype, the D8 - faster-migrating, and the H2 subline exhibits DOX/PTX-resistant phenotype. We divided
the MDA-MB-231 sublines into three groups: 1) cancer cells combined with human fibroblasts (HF), 2) cancer
cells with parental cell line and HF, and 3) combinations between cancer cells and HF, respectively. Cell
interaction research on chemosensitivity to doxorubicin (DOX) and paclitaxel (PTX) was performed in 2D and
3D cell cultures. Cell viability was assessed using the MTT assay. The spheroids were formed by the magnetic
3D bioprinting method. The effects of DOX and PTX on 3D cell cultures were determined by measuring the
size change of spheroids and quantifying the results using /mageJ software.

Results. Combining the MDA-MB-231 sublines with HF, parental cell line, or between each other re-
sulted in decreased resistance to DOX. In cell subline combinations between each other, resistance to PTX
increased, while viability was from 18% to 34% higher compared to the viability of the separate sublines. When
including H2 and D8 or F5 sublines, the formed spheroids were smaller than in other groups. The spheroids,
formed from the H2 subline, were found to be more sensitive to DOX or PTX compared to the control, with a
decrease in size from 15% to 29%. Cell combinations of HF and D8/F5 in monolayer were 2 times more re-
sistant to PTX than DOX, while the same combinations in spheroids were 1-2 times more resistant to both
drugs. In 2D cell cultures, combinations of H2 with HF, or H2 with HF and parental cell line were twice more
resistant to DOX and PTX. Meanwhile, in spheroids, combinations including HF, H2, and D8 or F5 sublines
displayed a 1-3 times greater sensitivity to DOX and PTX compared to the control.

Conclusion. The interaction of F5 and D8 increased resistance to PTX in monolayer and resistance to
DOX and PTX in spheroids. The H2 interaction with other phenotypes decreased resistance to DOX in mono-
layer and in spheroids.

Acknowledgment for the Science Foundation of Lithuania University of Health Sciences project. “Im-
plication of interactions between triple-negative breast cancer cell populations for chemotherapy re-
sistance,” 2019.

1. Stanta, G, Bonin, S. A Practical Approach to Tumor Heterogeneity in Clinical Research and Diagnostics. 2018, 7-17, doi:10.1159/000477813.

2. Gao, M.-Q,; Kim, B.G.; Kang, S.; Choi, Y.P,; Park, H.; Kang, K.S.; Cho, N.H. Stromal Fibroblasts from the Interface Zone of Human Breast Carcino-
mas Induce an Epithelial-Mesenchymal Transition-like State in Breast Cancer Cells in Vitro. Journal of Cell Science 2010, 123, 3507-3514,
doi:10.1242/jcs.072900.

3. Freischel, A.R.; Damaghi, M.; Cunningham, J.J,; Ibrahim-Hashim, A, Gillies, R.J.; Gatenby, R.A.; Brown, J.S. Frequency-Dependent Interactions
Determine Outcome of Competition between Two Breast Cancer Cell Lines. Scientific Reports 2021, 11, doi:10.1038/541598-021-84406-3.

4, Gajewski, T.F,; Schreiber, H.; Fu, Y.-X. Innate and Adaptive Immune Cells in the Tumor Microenvironment. Nat Immunol 2013, 14, 1014-1022,
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Introduction. World population is ageing and people over 65 years old will be increasing about 1,5
billion in 2050 causing sarcopenia and frailty [1]. Frailty can be defined as a phenomenon of increased
vulnerability to stressors due to decreased physiological reserves on older patients and thus leads to
poor clinical outcomes after cardiovascular diseases [2]. One of the most important impacts on mobility
arises from changes in muscle strength which is decreasing to 2,5 % per year after 60 years old [3].

Purpose. To evaluate and compare the effects of additional exercises combined with cardiac phys-
ical training program on strength parameters in people after open heart surgery with frailty.

Methods. All patients over 65, after open heart surgery and with Frailty (Edmonton frail scale 24)
were invited to study. Patients who agreed to participate in study were randomly assigned in 2 groups:
control (CG) and intervention group (IG). Both groups were assessed 2 times: on admission to rehabili-
tation (T1) and after the rehabilitation (T2). Grip strength was measured using a hand dynamometer and
leg press strength using one repetition maximum (IRM) with HUR. All patients completed a conventional
20-day cardiac rehabilitation program which included aerobic cycle ergometer training (30 minutes 5-6
days/week, 30-60% watt maximum), stretching exercises (15 minutes after each session with ergometer),
breathing exercises (15 minutes 7 days/week). IG underwent program as CG and additional individualized
program for frailty which included balance (with unstable balance platforms) and resistance exercises
(using elastic resistance bands and weights) (3 days/week 45 minutes). Mann - Whitney and Wilcoxon
tests were used to access a significant difference (p<0,05), the results were expressed as medians with
min and max ranges.

Results. Results showed that age, gender and frailty did not differ significantly between the groups.
However, statistically significant difference was observed during grip strength T1 testing therefore we
could not identify the impact of additional training on grip strength between groups. In CG we had 73,3
% of males and this could be the reason for the data separation (statistical analysis showed strong cor-
relation between grip strength and gender). After T2 1RM leg press results showed that there are statis-
tically changes in both and between groups. CG showed 8% and IG 41 % improvement in 1RM leg press
test. After rehabilitation leg press strength in IG was 58% bigger than in CG.

Conclusion. We could not measure the impact of additional training on grip strength therefore more
detailed studies should be conducted to measure the influence of gender. Results showed that additional
exercises combined with cardiac physical training program appeared to be an effective way to improve
lower legs (leg press) strength in people after open heart surgery with frailty.
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Development of novel pharmaceutically active ingredients is time consuming process. A number of
novel compounds has to be synthesized, screened, then modified and screened again. Therefore, choice of a
proper synthesis direction and optimal biotesting procedure is at the core of successful research.

Caenorhabditis elegans is a free-living soil nematode that has been successfully used in many re-
search fields for decades. Due to the worms’ short life cycle, small size and the possibility to be cultivated
in liquid-based media, Caenorhabditis elegans enables whole-organism /n vivo high-throughput screenings
[1. Significant portion of its genes have homologs in humans, making it a useful model organism to study
various aspects of human diseases [2]. On the other hand, it shares many anatomical, physiological and
molecular traits with parasitic nematodes, making it applicable for the search for new anthelmintic drugs.

In our previous research we presented synthesis of 2-((14-indol-3-yl)methyl)-5-(alkylthio)-1,3,4-
oxadiazoles [3]. Three of them protected Friedreich ataxia-fibroblasts against glutathione depletion induced
by y-glutamylcysteine synthetase inhibitor buthionine sulfoximine (BS0). Moreover, two active compounds
increased survival of Caenorhabditis elegans exposed to juglone-induced oxidative stress. To further elu-
cidate protective potential of 1,3,4-oxadiazole-indole hybrids in this project we ought to synthesize novel 2-
(1H-indol-3-yl)-5-(substituted)-1,3,4-oxadiazoles. In this way we could further define the oxadiazole- indole
substitution pattern and its efficiency for protective activity against oxidative stress. At the same time the
influence of methylene bridge between indole and oxadiazole heterocycles for biological activity of this class
of compounds can be defined.

The two-step synthesis was carried out starting from 3-metoxycarbamoylindole seeking to prepare a
series of compounds. In the first step 3-methoxycarbamoylindole was treated with hydrazine hydrate to
get an intermediate hydrazide. The 1,3,4-oxadiazole structural unit is formed either by treating crude hydra-
zide with alkyl isothiocyanate followed by cyclization or with CS: followed by cyclization and S-alkylation.
These two synthesis directions afforded either N-alkyl or S-alkyl substituents in oxadiazole ring. The struc-
tures of obtained compounds were elucidated and confirmed by thorough NMR, IR and mass spectrometry.

[1] O'Reilly, L. P., Luke, C. J., Perlmutter, D. H., Silverman, G. A,, & Pak, S. C. (2014). C. elegans in high-throughput drug discovery. Advanced
Drug Delivery Reviews, 69-70, 247-253.

[2] Markaki, M., & Tavernarakis, N. (2020). Caenorhabditis elegans as a model system for human diseases. Current Opinion in Biotech-
nology, 63, 118-125.

[3] I5kauskiene, M., Kadlecova, A., Voller, J., Janovska, L., Malinauskiené, V., Zukauskaité, A., & Sackus, A. (2021). Synthesis of 5-[(1H-
indol-3-yl)methyl]-1,3,4-oxadiazole-2(3H)-thiones and their protective activity against oxidative stress. Archiv der Pharmazie, 354(6),
€2100001.
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Seven-membered heterocyclic ring fragment can be found in various bioactive compounds. It is known
that heterocycles with two 1,4-distanced heteroatoms exhibit various biological activities [I. Among them, 1,4-
diazepine heterocycles with two |,4-distanced nitrogen atoms possess a variety of biological properties such
as antiviral [2], antitumor [3] and antimalarial [4] activity. For example, a 5,6,7,8 -tetrahydro-4H- pyrazolo[l,5-
dlll,4]diazepine-2-carboxamide derivative inhibits the respiratory syncytial virus (RSV) polymerase
complex [2], whereas 8,9-dihydro-7A-pyrimido[4,5-4][l,4]diazepine derivative inhibits the growth of the
cell line IGROV!I responsible for ovarian cancer [3]. Another example includes 16,7,8- tetrahydropyra-
zolo[3,4- 4][1,4]diazepine derivative which inhibits the growth of P. falcijparum and has the potential for
treating malaria [4].

In this work, we reported the synthesis of novel pyrazole and indole-fused tetrahydro-14-
diazepinones. For the optimization of the reaction conditions, reactivity of easily accessible corresponding
1H-pyrazole-5(3)-carboxylates towards alkylation with epichlorohydrin was investigated. N-Alkylation of
pyrazole derivatives was carried out using NaH as a base in DMF. The reaction resulted in the formation of a
mixture of AN-substituted regioisomers 1H-pyrazole-5-carboxylates and 14-pyrazole-3-carboxylates.
Obtained 1-(oxiran-2-ylmethyl)-14-pyrazole-5-carboxylates were further treated with ammonia resulting in
oxirane ring-opening and direct cyclisation affording target tetrahydro-4A-pyrazololl,5- 4[l,4]diazepin-4-
ones. 1-(0xiran-2-ylmethyl)-1/-pyrazole-3-carboxylates were also treated with ammonia which resulted
only in oxirane ring-opening without subsequent cyclisation. Obtained cyclisation products were further func-
tionalized by treatment with A-chloro-, bromo- and iodosuccinimides to obtain 2(3)-halogenated tetra-
hydro-4H-pyrazololl,5-4|[l,4]diazepin-4-ones.

For the expansion of the study, an analogous two-step synthesis approach was applied to obtain tet-
rahydro[l,4]diazepino[l,2-4dlindol-1-one  derivatives from corresponding indole-2-carboxylates. To
increase the yield of ethyl 1-(oxiran-2-ylmethyl)-1/-indole-2-carboxylates, N-alkylation of indole-2-
carboxylates with 2-(chloromethyl)oxirane was carried out using KOH as a base in DMF. Obtained ethyl 1-
(oxiran-2-ylmethyl)-1/-indole-2-carboxylates were further treated with ammonia affording target
tetrahydro[l,4]diazepino[l,2-glindol-1-ones [5]. Obtained 4-hydroxy-2,3,4,5-tetrahydro-14-[l,4]diazepino[l,2-
dlindol-1-one was further alkylated with methyl iodide. It was determined that 0-alkylation only occurs when
the compound is already N-alkylated.

The structures of novel synthesized heterocyclic compounds were confirmed by 'H, BC, and ®"N-NMR
spectroscopy.

[1] Liu, X., Jia, Y., Song, B., Pang & Yang, S. (2013). Design and synthesis of novel 2-methyl-4,5-substitutedbenzo[f]-3,3a,4,5-tetrahydro-
pyrazolo[1,5-d][1,4]oxazepin-8(7H)-one derivatives as telomerase inhibitors. Bioorganic & Medicinal Chemistry Letters, 23(3), 720-723.

[2] Jiménez-Somarribas, A, Mao, S., Yoon, J., Weisshaar, M., Cox, R. M., Marengo, J. R,, Mitchell, D. G., Morehouse, Z. P., Yan, D., Solis, I.,
Liotta, D. C., Natchus, M. G. & Plemper, R. K. (2017). Identification of Non-Nucleoside Inhibitors of the Respiratory Syncytial Virus
Polymerase Complex. Journal of Medicinal Chemistry, 60(6), 2305-2325.

[3] Insuasty, B., Orozco, F., Quiroga, J., Abonia, R., Nogueras, M., & Cobo, J. (2008). Microwave induced synthesis of novel 8,9-dihydro-
7H-pyrimido[4,5-b][1,4]diazepines as potential antitumor agents. European Journal of Medicinal Chemistry, 43(9), 1955-1962.

[4] Insuasty, B., Ramirez, J., S., Becerra, D., Echeverry, C., Quiroga, J., Abonia, R., Robledo, S., Vélez, I, D., Upegui, Y.,3, Mufioz, J., Ospina,
V., Nogueras, M. & Cobo, J. (2015). An efficient synthesis of new caffeine-based chalcones, pyrazolines and pyrazolo[3,4-b][1,4]diazepines
as potential antimalarial, antitrypanosomal and antileishmanial agents. European Journal of Medicinal Chemistry, 93, 401-413.

[5] Dzedulionyté, K., Veik3aité, M., Moravek, V., Malinauskiené, V., Rackauskiené, G., Sackus, A., Zukauskaité, A. & Arbaciauskiené, E.
(2022). Convenient Synthesis of N-Heterocycle-Fused Tetrahydro-1,4-diazepinones. Molecules, 27(24), 8666.
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Aims: A typical Western diet is excessively fatty, leading to a rapid increase in obesity in human population,
including the women of reproductive age. There is growing evidence that maternal high-fat diet (mHFD) increases
the risk of neurodevelopmental disorders in the offspring [1, 2, 3]. mHFD affects offspring neurodevelopment
through various pathways, including changes in maternal metabolic status, increased chronic inflammation, or
alterations in maternal and offspring gut microbiota [4, 5, 6]. Our aim was to evaluate whether mHFD increases
maternal chronic inflammation and alters maternal metabolic status and gut microbiota, leading to the changes of
offspring gut microbiota and abnormal offspring behavior.

Methods. Female C57Bl/6J mice were fed a control diet (CD, 10% fat) or high-fat diet (HFD, 60%) from weaning
to lactation. Before mating, the metabolic status of the dams was evaluated by the body mass as well as glucose
and insulin tolerance tests. The offspring were weaned to CD. After lactation, the concentration of maternal plasma
insulin and proinflammatory cytokines were measured by ELISA tests. We investigated the behavioral phenotype
of the offspring in three-chamber sociability, reciprocal social interaction, open field, marble burying, novel object
recognition, and Barnes maze tests. To investigate gut microbiota, dam and offspring cecums were collected.
Bacterial communities were determined by 16S rRNA amplicon sequencing.

Results. We determined that the consumption of HFD caused metabolic dysfunction but did not increase
inflammation in the dams. mHFD changed the relative abundance of different gut bacteria genera in both dams and
offspring. Decreased sociability was determined in both mHFD males and females although only males showed
increased activity and only females showed decreased repetitive behavior.

Conclusions. Our findings demonstrated, that mHFD altered the composition of the offspring gut microbiota
which may contribute to abnormal behavior in a sex-specific manner.

[1] Li M, Fallin MD, Riley A, et al. The Association of Maternal Obesity and Diabetes With Autism and Other Developmental Disabilities. Pediatrics.
2016;137(2):e20152206. doi:10.1542/peds.2015-2206

[2] Chen Q, Sjélander A, Langstrém N, et al. Maternal pre-pregnancy body mass index and offspring attention deficit hyperactivity disorder: a
population-based cohort study using a sibling-comparison design. Int J Epidemiol. 2014;43(1):83-90. doi:10.1093/ije/dyt152

[3] Rodriguez A. Maternal pre-pregnancy obesity and risk for inattention and negative emotionality in children. J Child Psychol Psychiatry.
2010;51(2):134-143. doi:10.1111/j.1469-7610.2009.02133.x

[4] Buffington SA, Di Prisco GV, Auchtung TA, Ajami NJ, Petrosino JF, Costa-Mattioli M. Microbial Reconstitution Reverses Maternal Diet-Induced
Social and Synaptic Deficits in Offspring. Cell. 2016;165(7):1762-1775. doi:10.1016/j.cell.2016.06.001

[5] Sgritta M, Dooling SW, Buffington SA, et al. Mechanisms Underlying Microbial-Mediated Changes in Social Behavior in Mouse Models of
Autism Spectrum Disorder. Neuron. 2019;101(2):246-259.e6. doi:10.1016/j.neuron.2018.11.018

[6] Liu X, Li X, Xia B, et al. High-fiber diet mitigates maternal obesity-induced cognitive and social dysfunction in the offspring via gut-brain
axis. Cell Metab. 2021;33(5):923-938.e6. doi:10.1016/j.cmet.2021.02.002
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Pyrazole compounds are major in the fields of organic and medicinal chemistry since they exhibit
numerous properties such as antimicrobial, anticancer, anti-inflammatory, antioxidant, antitubercular, etc
[1. Both pyrano[4,3-cisoxazole and chalcones and flavanones are typified by biological properties. These
compounds are used in agriculture and in the pharmaceuticals industry as antibacterial, antiviral, and anti-
fungal agents [2, 3].

Firstly, the 1-phenyl-1H-pyrazol-3-ol is alkylated and then the formylation reaction is performed by
the Vilsmeier-Haack reaction. The obtained different aldehydes were used in the synthesis of pyrano[4,3-
disoxazole, chalcone and flavanone derivatives.
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Figure 1. General synthetic approaches of 1-phenyl-1H-pyrazol-3-ol

Biological studies of some synthesized compounds have been studied. Antibacterial study and DPPH
inhibition were estimated. The DPPH antioxidant method showed that observed compounds did not transcend
ascorbic acid. 1-(1-Hydroxynaphthalen-2-yl)-3-(1-phenyl-3-methoxy-14-pyrazol-4-yl)prop-2-en-1-one per-
formed best - 10.52%. The antibacterial activity was tested against Escherichia coli; Rhizobium radiobacter, Bacillus
subtilis and Xanthomonas campestris. 3-(Allyloxy)-1-phenyl-14-pyrazole-4-carbaldehyde was found to in-
hibit Escherichia coli, Rhizobium radiobacter, and Bacillus subtilis bacteria growth at various concentrations.
Several other compounds inhibited the growth of Rhizobium radiobacter best: 1-phenyl-3- methoxy-1+ -
pyrazole-4-carbaldehyde, 3-(1-phenyl-3-methoxy-1H-pyrazol-4-yl)-2,3-dihydro-1H-
benzo[Achromen-1-one and 1-(2-hydroxy-4-nitrophenyl) -3-(1-phenyl-3-methoxy-14-pyrazole-4-yl)prop-
2-en-1-one. Xanthomonas campestris was best inhibited by 1-phenyl-3-methoxy-1H-pyrazole-4- carbalde-
hyde at a concentration of 1 mg/mL.

The obtained chalcone and flavanone derivatives were not characterized by strong activity, but it is
worth investigating other biological properties, as well as conducting research with pyrano[4,3-clisoxazole
compounds.
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Lanthanide-doped multilayered upconverting nanoparticles (UCNPs) and their complex with photodrug
chlorin es (UCNPs-Ces) could improve cancer diagnostics and treatment. These nanoparticles can be excited
with near-infrared light (Aex = 980 nm), that falls in the so-called biological imaging windows (750-1300 nm)
where light can reach deeper tissues [1]. However, the nanoparticles alone do not provide sufficient selectivity for
tumours and tend to accumulate non-specifically in certain organs. It has been shown that less than 1 % of
intravenously injected nanoparticles reach the tumour site [2].

Mesenchymal stem cells (MSCs) have been proposed as an alternative way of delivering nanoparticles
to the tumour. MSCs are multipotent stem cells that have attracted significant interest due to their regener-
ative and immunomodulatory properties, their anti-tumour effect and their ability to migrate to thelesion site,
including the tumour. Besides, these cells can be easily isolated and are found in almost all tissues in specific
niches. One of the main sources of MSCs is bone marrow, but much less is known about MSCs isolated from
skin or menstrual blood. Therefore, in order to use MSCs as Trojan horses due to their oncotropic properties,
it is necessary to select the most suitable source of MSCs for nanoparticle delivery. This is important because
cells from various sources may have different specific properties [3].

The aim of our study was to investigate the differences and similarities between MSCs isolated from
skin, bone marrow and menstrual blood in order to use them as cellular multilayered nanoparticle carriers.
The intracellular accumulation of UCNPs-Ce¢ in a monolayer of MSCs from skin, bone marrow and men-
strual blood was demonstrated using scanning confocal microscopy. Accumulation study has shown that na-
noparticles accumulate similarly in all MSCs from various sources and are concentrated around the
nucleus after 24h of incubation. Next, a lactate dehydrogenase cytotoxicity assay was used to evaluate the
dark toxicity of UCNPs and UCNPs-Ce:s. We showed that these nanoparticles are non-toxic after 24h of
incubation in the dark. To examine the ability of MSCs to migrate towards cancer cells, a three-dimensional
model system was chosen, i. e. breast cancer cell spheroids were formed. The cellular spheroids represent
a simplified tumour microenvironment and bring the study closer to natural biological structures. MSCs from
different sources migrated towards cancer cell spheroids with and without nanoparticles.

Overall, MSCs from different sources show great potential as carriers of multilayered nanoparticles
towards cancer cells.
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Articular cartilage is an avascular tissue, which contains primary cells - chondrocytes, responsible for
tissue integrity. Once damaged, cartilage is challenging to repair and regenerate itself, which often results in
the development of osteoarthritis (OA) [1]. One of the ways to restore and protect cartilage tissue from deg-
radation is cell therapy using human mesenchymal stem cells (MSCs). Due to MSC ability to differentiate into
cartilaginous tissue, these cells have become an excellent tool for /n vitro regenerative technologies [2]. It
is known that electrical stimulation (ES) activates cells, depolarizes the plasma membrane, and improves
the flow of calcium (Ca?) ions important for chondrogenic differentiation, which stimulates the production of
further cartilage tissue proteins [3]. One of the most popular and widely used electrically conductive polymers
in biomedicine is polypyrrole (Ppy). This polymer can be obtained by electrochemical and chemical synthesis
in the form of layers or micro- and nanoparticles at neutral pH of aqueous solutions. It has excellent bio-
compatibility, flexibility, and stability. Ppy is a potential tool in the delivery of drugs or target proteins. Ppy
structures are known to improve the rate of charge transfer across the cell membrane and stimulate the
proliferation and differentiation of stem cells [4]. According to our knowledge, chondrogenic differentiation
of MSCs using Ppy nanoparticles has never been studied before. Thus, the aim of this study was to evaluate
the chondrogenic potential of human bone marrow MSCs (BMMSCs) after stimulation with Ppy nanoparticles
and compare them to cartilage-derived chondrocytes. In this study, we tested two mostly used Ppy nanopar-
ticles - Ppy and Ppy combined with golden nanoparticles (Ppy/Au) for BMMSCs and chondrocyte functions,
including proliferation, viability, and chondrogenic differentiation, without the use of ES. For proliferation and
viability tests, we used Alamar blue fluorescent dye and Live/Dead kit, which revealed that both, BMMSCs
and chondrocytes remained viable after cultivation with Ppy and Ppy/Au for 21 days. For chondrogenic dif-
ferentiation we stimulated cells for 21 days in 2D and 3D models, using a specific chondrogenic medium and
Ppy, Ppy/Au nanoparticles. After differentiation ended, we measured cartilage oligomeric matrix protein
(COMP) (ELISA) from cell supernatants, analyzed chondrogenic gene expression (RT-qPCR)

and evaluated cartilage extracellular matrix (ECM) formation by
histology/immunohistochemistry. The results demonstrated significantly higher amounts of COMP in BMM-
SCs samples stimulated with Ppy and Ppy/Au. Also, gene expression revealed upregulated chondrogenic
genes (S0X9, ACAN, COL2A1) in samples stimulated with Ppy and Ppy/Au, as compared to the control. Histo-
logical analysis indicated similar tendencies of ECM production, after staining histological sections with to-
luidine blue and safranin 0 in Ppy and Ppy/Au samples, as compared to controls. In conclusion, Ppy and
Ppy/Au nanoparticles are promising for application in the chondrogenic differentiation model and can be
considered for further technological approaches using ES.

1 Lespasio, M. J,, Piuzzi, N. S., Husni, M. E., Muschler, G. F,, Guarino, A, & Mont, M. A. (2017). Knee Osteoarthritis: A Primer. The
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Introduction. Myocardial infarction (M) is caused by decreased or complete cessation of blood flow to
the myocardium. Ml may go undetected, or it could lead to sudden death. Further research is needed on
whether cardiac characteristics differ between deaths of cardiac-related causes and non-cardiac causes.
According to the literature, the mean left ventricular wall thickness could be thicker in acute MI cases
than in non-cardiac deaths and have a statistically significant difference in the degree of obstruction of the
coronary arteries between the groups [1]. Another research, claims that cardiac-related cases have a higher
prevalence of cardiomegaly, left ventricular hypertrophy, and severe coronary artery stenosis than non-
cardiac trauma-related causes of death [2]. Our study aims to investigate whether M| scar area differs
between different causes of death, how it depends on MI localization and whether general cardiac charac-
teristics differ between genders.

Methods. We included data from 323 autopsy cases with existing Ml scars that were investigated at the
State Forensic Medicine Service from 2013 to 2022. We divided the entire cohort into two groups by the
cause of death to ischemic heart disease-related causes n=211, and other causes n=112. General cardiac char-
acteristics from autopsy protocols were retrospectively collected.

Results. The mean age of the cohort was 66.78 years (range 32-97). The gender ratio was close to 3:1
with male predominance (238 men and 85 women). Men died significantly younger than women (p<0.001).
There were statistically significant differences in heart characteristics between men and women: the mean
heart mass, the mean of the left and right ventricular inflow and outflow tracts, and the average weight
of the left and right ventricle in the men's group were greater (all with p<0.05). The two most common local-
izations of Ml were found to be in the left ventricle - the anterior and lateral walls (37% and 22%, respectively).
The size of the myocardial infarction scar was found to have statistically significant differences comparing
different Ml localizations (lateral vs anterior wall p<0.001, anterolateral vs anterior wall p<0.001, posterior vs
anterior wall p=0.014). When dividing the study cohort by the cause of death, patients who died from ischemic
heart disease were significantly younger than those who died from other causes (p=0.011). When the cause
of death was heart pathology, the average area of myocardial infarction was higher, but it did not show a
statistically significant difference.

Conclusions. We conclude that the most common localizations of M| scars were the anterior and the
lateral wall of the left ventricle and the size of the MI scar has statistically significant differences comparing
different Ml localizations. The mean heart mass and general cardiac measurements were greater in men
than in women. Patients who died from ischemic heart disease were significantly younger than those
who died from other causes and the same cases with heart pathology had a higher average area of Ml scar,
but it did not show a statistically significant difference.

[1] Altin, 1., Oruc, M., Celbis, 0., & Turkmen Samanci, E. (2022). Comparison of Cardiac Wall Thicknesses and Coronary Artery Obstructions
Between Deaths Resulting From Acute Myocardial Infarction and Deaths From Other Causes. Medeniyet medical journal, 373), 220-225.
https://doi.org/10.4274/MMJ.galenos.2022.54030

[2] Smith, D. L., Haller, J. M., Korre, M., Fehling, P. C., Sampani, K., Grossi Porto, L. G., Christophi, C. A., & Kales, S. N. (2018). Pathoanatomic
Findings Associated With Duty-Related Cardiac Death in US Firefighters: A Case-Control Study. Journal of the American Heart Asso-
ciation, 718), e009446. https://doi.org/10.1161/JAHA.118.009446
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The relationship between physical performance and myokines has attracted an increasing number of re-
searchers in recent years. Myokines are cytokines that are produced and released by skeletal muscle cells in
response to muscular contractions [1]. Myokines are possibly essential components of whole-body homeostasis
and may directly impact some variables associated with physical performance (especially in elite athletes) [2].
However, the relationship among myokines and physical performance were still not fully understood. Our study
aimed to identify the current research hotspot, status and trend in this field by using bibliometric analysis.

Articles published in the PubMed database in the period 2013-2023 were filtered using relevant keywords
‘physical performance’, ‘elite athletes’ and ‘myokines’. The bibliometric analysis was done using VOSviewer tool
(version 1.6.19). Two standard weight parameters were applied - “link attribute” and “total link strength attribute”
(TLS) to find out the most common keywords and its links, trending themes, organizations and authors who re-
search these topics the most.

In total 86,213 scientific articles on the topic of ‘physical performance’ were published between 2013 and 2023.
Most of them were descriptive studies and 7,148 (8,3%) clinical trials. The ‘physical performance’ had 883 oc-
curences (TLS=8,810, associated with ‘aging’, ‘muscle strength’, ‘athletes’). The ‘myokines’ with a total link strength
(TLS) of 2,593 had a link to ‘cytokines’ (TLS=1,878, and associated with ‘interleukin-é', ‘muscle proteins’), ‘exercise’
(TLS=4,539, associated with ‘myostatin’, ‘c-reactive protein’, fibronectins’, ‘biomarkers’) and ‘muscle, skeletal’
(TLS=6,300, associated with ‘irisin’, ‘interleukin-15’, ‘fndc%’, ‘gene expression’). Overall, 1,734 publications with key-
word ‘myokines’ were identified between 2013 and 2023. Globally, 77 publications of authors who studied the con-
nection between ‘physical performance’ and ‘myokines’ were published in the last decade with TLS of 4,027. The 10
of all studies were clinical trials (13%). J. Jensen was the most productive author in this field (number of publica-
tions = 7) and was cited 52 times (TLS=76).

In the past 10 years, the relationship between physical performance and myokines has gained attention and
number of publications grows exponentially (Fig. 1). Our bibliometric analysis showed that the study in this field
mainly focused on physical performance and the discovery of valuable molecular biomarkers has become a focal
point of current research. Myokines, such as interleukin-6, interleukin-15, irisin, myostatin, may act as candidate
biomarkers because of their gene expression in response to muscle contraction. The latest studies of genetics and
genomics has become “big data science” and provide new insights into biological processes or systems at molec-
ular through physiological levels [3].
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Figure 1. Increasing number of publications with keywords ‘physical performance’ and ‘myokines’ in PubMed.

[1] Lee, J. H., Jun, H. S. (2019). Role of Myokines in Regulating Skeletal Muscle Mass and Function. Front Physiol, 10(1), 42.

[2] Coelho-Junior, H. J,, Picca, A, Calvani, R., Uchida, M. C., Marzetti, E. (2019). If my muscle could talk: Myokines as a biomarker of frailty. Exp
Gerontol, 127(1), 10715.

[3] Stephens, Z. D, Lee, S. Y, Faghri, F., Campbell, R. H., Zhai, C., Efron, M. J,, lyer, R., Schatz, M. C,, Sinha, S., Robinson, G. E. (2015). Big Data:
Astronomical or Genomical? PLoS Biol, 13(7): e1002195.
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It was thought at first that COVID-19 is exclusively a respiratory disease, however ever-growing clinical
data now suggests, that the virus also affect central nervous system (CNS). SARS-CoV-2 is capable of in-
fecting neurons, brain endothelial cells and neuroglia directly. Indirect injury can be caused by cytokine
storm, autoimmune response, or hypoxia. Inflammatory reaction disrupts function of endothelial cells of
brain vessels thus increasing paracellular permeability and allowing toxic components of plasma to affect
brain [1]. This and other pathophysiological mechanisms of COVID-19 can lead to neurocognitive impairment
[2]. The aim of our study was to determine what changes, regarding cognitive functions and cytokines in blood
plasma, does COVID-19 cause. Therefore, we evaluated cognitive functions and measured blood plasma
markers between three patient groups: healthy, COVID-19 and recovered.

Cognitive functions were evaluated using Mini-Mental State Examination, 2nd Edition™, Lithuanian lan-
guage adaptation. We analyzed a total of 64 individuals: 21 in healthy group, 26 COVID-19 and 17 recovered
groups. Median of age was 45 (36,25 - 58), youngest individual was 22, oldest - 65. 51.6 percent of patients
were men. Impaired cognitive function (i. e. MMSE score < 24 points) was found in two individuals: mild
cognitive impairment in one healthy individual (MMSE score of 23 points) and marked cognitive impairment
in COVID-19 patient (MMSE score of 15 points). Statistically significant differences were found in median sum
of score (29 (29 - 30) vs. 30 (30 - 30) points between healthy and recovered groups, p=0.011; and 28 (27 -
30)vs. 30 (30 - 30) points between COVID-19 and recovered groups, p<0.001), memory subtest score (2 (1
- 3) vs. 3 (3 - 3) points between COVID-19 and recovered groups, p=0.005) and attention and calculation
subtest score (5 (4 - 5) vs. 5 (5 - 5) points between COVID-19 and recovered groups, p=0.007).

We also determined concentrations of 45 cytokines in blood plasma of 40 individuals (9 in healthy
group, 18 in COVID-19 and 13 in recovered) by using ProcartaPlex™ Human Cytokine/Chemokine/Growth
Factor Convenience Panel 1 45-Plex. Statistically significant differences between tested groups were found
for 3 cytokines (IP-10, HGF, SCF). Concentrations of IP-10 were statistically higher in blood plasma of COVID-
19 patients compared to recovered subjects (p<0.05). Statistically significantly higher levels of HGF were
detected in the plasma of COVID-19 patients compared to healthy (p<0.05) and recovered (p<0.001) subjects.
Concentrations of SCF were statistically lower in COVID-19 patients compared to healthy individuals (p<0.05).
Thus, our results show that COVID-19 significantly increases IP-10 and HGF levels and decreases SCF con-
centrations in the plasma of COVID-19 patients compared to healthy or/and recovered individuals.

As a summary, our study shows that there can be found statistically important differences regarding
impact of COVID-19 in cognitive functions and molecular markers between healthy individuals, COVID-19 pa-
tients and recovered patients. However, further research is needed to determine links, causes and interde-
pendence of these changes.

[1] Yang, R. C., Huang, K., Zhang, H. P., Li, L., Zhang, Y. F,, Tan, C., Chen, H. C,, Jin, M. L., & Wang, X. R. (2022). SARS-CoV-2 productively
infects human brain microvascular endothelial cells. Journal of neuroinflammation, 19(1), 149. https://doi.org/10.1186/s12974-022-
02514-x

[2] Tavares-Junior, J. W. L., de Souza, A. C. C., Borges, J. W. P,, Oliveira, D. N., Siqueira-Neto, J. |, Sobreira-Neto, M. A., & Braga-Neto,
P. (2022). COVID-19 associated cognitive impairment: A systematic review. Cortex; a journal devoted to the study of the nervous sys-
tem and behavior, 152, 77-97. https://doi.org/10.1016/j.cortex.2022.04.006
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Introduction: Acute kidney injury patients on continuous renal replacement therapy (CRRT) are sub-
jected to alterations in metabolism and variable energy expenditure (EE). Recent trials have validated indirect
calorimetry as an appropriate tool for EE measurement for patients on CRRT. (1) Therefore, the aim of
this research is to measure the EE and compare it to predicted EE in patients on CRRT.

Methods: This was a prospective observational study of critical care patients undergoing CRRT. The
patients were enrolled in the study upon the initiation of CRRT. Demographic and descriptive variables were
collected to describe the population. Predicted EE was calculated using the Harris-Benedict equation and by
employing a 25kcal/kg/day value, representative of average EE in the critical care. The actual EE was meas-
ured using the indirect calorimetry sensor (E-sCOVX) integrated in the mechanical ventilation machine (GE
Healthcare CARESCAPE). The measurements were compared in linear regression, statistical significance
was set at p value 0.05.

Results: The study included 60 critical care patients, mean APACHE |l score of 22.98+7.87, most of them
female n=34 (59.7%), with therapeutic profile of the disease n=32 (53.3%). The mean Harris-Benedict predicted
EE was 1630.43 £313.4 kcal/d, the mean 25kcal/kg EE value was 2214.83 +563.90 kcal/d and the mean with
indirect calorimetry measured EE was 1560 +517 kcal/d, providing a statistically significant difference p<0.001.
However, a clinical difference was observed only between the 25kcal/kg EE and indirect calorimetry EE. A
moderate linear correlation was present between the variables (R=0.584, Beta=0.854, P<0.001 for Harris-
Benedict equation and R=0.483, Beta=0.483, p=0.017 for 25kcal/kg EE).

Conclusions: The EE in critical settings is variable and difficult to predict. Only moderate strength cor-
relation between actual and predicted EE is present when employing predictive equations, with some ad-
vantage for the Harris-Benedict equation. Further research is needed to determine the cause of the high
variability in EE in the critical care setting.

[1 J Jonckheer, J Demol, K Lanckmans, M L N G Malbrain, H Spapen, E De Waele MECCIAS trial: Metabolic
consequences of continuous veno-venous hemofiltration on indirect calorimetry Clin Nutr. 2020Dec;39(12):3797-
3803. doi: 10.1016/j.clnu.2020.04.017. Epub 2020 Apr 21.
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Cartilage is a unique connective tissue as it has no innervation and blood/lymphatic supply,
consists just of one type of cells and has very limited regenerative capacity. Three zones of cartilage are
visible under the microscope, depending on cells shape[l]. Collagen Il is the most abundant protein in
extracellular matrix of the cartilage, which provides biomechanical properties of the cartilage, however a
vast majority of minor collagens also comprises pericellular and extracellular matrix of the cartilage [2,5].
Chondrocytes comprises just 10% of cartilage volume, but they are responsible for matrix biosynthesis.
Collagen IV (Coll IV) and collagen VI (Coll VI) comprises pericellular matrix of chondrocytes, and expres-
sion of them depends on the stage of the degeneration of the cartilage, in other words, in more advanced
stages of osteoarthritis expression of collagen IV diminishes, and expression of collagen VI - vice versa
[3l.

We have visualized collagen IV and collagen VI by immunohistochemistry and by using streptavidin-
binded quantum dots (QD). Visually healthy cartilage was fixed in 10% formalin for 24 hours, sliced in a
4um thickness, put on the slides, and stained with collagen VI (Fig.1) and collagen VI (Fig. 3) by using
horseradish peroxidase (HRP) and quantum dots 655 (red) (Fig. 2) and 565 (green) (Fig.4). Collagen IV
appears just near the chondrocytes, as it comprises basal membrane, and collagen Vl is in the pericellular
matrix, and binds basal membrane to the extracellular matrix. Moreover, collagen VI appears in extracel-
lular matrix in the upper third of the healthy cartilage, while collagen IV does not [5,6].
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Figure 2. Coll IV+QDé3vo

Different colors of quantum dots give us an opportunity for visualization more than one type of the
biomolecule in the same slide, which may be beneficial in diagnosing early changes of the cartilage in
osteoarthritis.

This research was funded by the European Regional Development Fund through the Research Council of
Lithuania according to the Programme Attracting Foreign Researchers for Research Implementation,
Grant No. 01.2.2-LMT-K-718-02-0022

1) Silver FH, Bradica G, Tria A. Relationship among biomechanical, biochemical, and cellular changes associated with osteoarthritis.

Crit Rev Biomed Eng. 2001;29(4):373-91. doi: 10.1615/critrevbiomedeng.v29.i4.10. PMID: 11822479.

2) Sophia Fox AJ, Bedi A, Rodeo SA. The basic science of articular cartilage: structure, composition, and function. Sports Health.
2009 Nov;1(6):461-8. doi: 10.1177/1941738109350438. PMID: 23015907; PMCID: PMC3445147.
3) Poole CA, Ayad S, Gilbert RT. Chondrons from articular cartilage. V. Immunohistochemical evaluation of type VI collagen

organisation in isolated chondrons by light, confocal and electron microscopy. J Cell Sci. 1992 Dec;103 ( Pt 4):1101-10. doi:
10.1242/jcs.103.4.1101. PMID: 1487492.

4) Danalache M, Kleinert R, Schneider J, Erler AL, Schwitalle M, Riester R, Traub F, Hofmann UK. Changes in stiffness and
biochemical composition of the pericellular matrix as a function of spatial chondrocyte organisation in osteoarthritic cartilage. Os-
teoarthritis Cartilage. 2019 May;27(5):823-832. doi: 10.1016/j.joca.2019.01.008. Epub 2019 Jan 31. PMID: 30711608.

5) Alcaide-Ruggiero L, Molina-Hernandez V, Granados MM, Dominguez JM. Main and Minor Types of Collagens in the Articular
Cartilage: The Role of Collagens in Repair Tissue Evaluation in Chondral Defects. Int J Mol Sci. 2021 Dec 11;22(24):13329. doi:
10.3390/ijms222413329. PMID: 34948124; PMCID: PMC8706311.

6) Pullig 0, Weseloh G, Swoboda B. Expression of type VI collagen in normal and osteoarthritic human cartilage. Osteoarthritis
Cartilage. 1999 Mar;7(2):191-202. doi: 10.1053/joca.1998.0208. PMID: 10222218.

56


mailto:viktorija.aleksiuk@imcentras.lt

A.53. EXTRACTION OPTIMIZATION OF PHENOLIC MARKERS OF
AGRIMONIA EUPATORIA L. USING RESPONSE SURFACE
METHODOLOGY

Gerda Saltyté', Modestas Zilius? Lina Raudoné'?

'Department of Pharmacognosy, University of Health Sciences, Lithuania
2Department of Clinical Pharmacy, University of Health Sciences, Lithuania
*Departament of Biopharmaceutical Research, University of Health Sciences, Lithuania
gerda.saltyte@stud.lsmu.lt

Recently, with the change in people's lifestyle and perception of a healthy lifestyle, there is an increasing
interest in plant-based products, food supplements and herbal medicines. Preparations made from plant raw
materials have been used in various countries since time immemorial to improve human health, prevent and
treat diseases [1]. The most common biologically active substances in the world are phenolic compounds, which
are natural antioxidants that protect human body cells from oxidative stress. Due to the positive biological effects
of phenolic compounds, medicinal plant raw materials that could be applied in medical practice are being sought.
Discovering new health properties of plant-based foods is an increasingly important area of scientific endeavour.

Agrimonia eupatoria L. is a perennial plant belonging to the Rosaceae family used in traditional medicine
for its beneficial effects. Agrimonia extracts are used to treat diarrhea, pneumonia, bleeding disorders, diseases
of the liver and urinary system, and inflammation of the oral mucosa [2]. In order to extract as many active
phytochemical compounds from plant raw materials as possible, it is very important to optimize the extraction
conditions.

Surface response methodology was used to determine the optimal parameters of the extraction process
(concentration of aqueous acetone solutions, the ration of the raw material and the solvent, and the extraction
exposition time) for the construction of the extraction optimization model. Using the Design-Expert program, a
surface response methodology design including 15 experiments was created to help determine the optimal con-
centration of extraction solvent, the proportion of raw material to solvent and time. The influence of three vari-
ables on the amounts of individuals phenolic markers from phytochemical profile was evaluated. According to
the combinations indicated by the model the extracts were prepared and HPLC analysis was performed for the
phytochemical profile evaluation. Quadratic model equation where constructed for the following responses:
Quercitrin - R%= 0,7081, Adjusted R?=0,5914, Predicted R%= 0,3294; Agrimoniin - R%=0,7668, Adjusted R%= 0,6735,
Predicted R? = 0,5017; Catechin - R%=0,7036, Adjusted R? = 0,5851, Predicted R?= 0,3066.

The result showed that for the optimal extraction of the Quercitrin, Agrimoniin and Catechin determined
conditions where 57% concentration of acetone, the ration of the raw material and the solvent 1:10 and extraction
time 30 minutes. Under these proposed conditions the predicted values corresponding experimental values con-
firming the validity of the experimental model.

After the selected conditions where applied the determined amounts of these compounds where: Quer-
citrin - 3,445 mg/g, Agrimoniin - 7,807 mg/g, Catechin - 7,455 mg/g. These optimal condition can be used for
targeted extraction of Agrimonia eupatoria L. phenolic compounds.

[1] Marrelli, M. (2021). Medicinal plants. Plants, 10(7), 1355.
[2] Pour, M. G., Mirazi, N., Moradkhani, S., Rafieian-Kopaei, M., & Rahimi-Madiseh, M. (2020). A comprehensive review on phytochemical,
pharmacological and therapeutic properties of Agrimonia eupatoria L. Journal of Herbmed Pharmacology, 10(1), 14-30.
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Microorganisms perform various functions in the human body. The oral cavity contains 100 million bacteria
per milliliter of saliva. Various types of bacteria, protozoa, fungi, archaea, viruses live in the oral cavity, some of
which cause infections related to the oral biofilm and promote the development of infectious diseases such as
tooth decay, gingivitis, periodontitis. In addition to the composition and concentration of oral microorganisms,
temperature, pH of saliva, oxygen concentration, availability and type of nutrients, immune system, anatomical
features of the oral cavity, and dental hygiene are important factors.

The aim of this study was to evaluate the antimicrobial activity of essential oils from medicinal plant Litsea
cubeba (Lour.) Pers. (the main organic phytocompounds in essential oil are citral, limonene, linalool, geraniol),
Rosmarinus officinalis L. (the main organic phytocompounds in essential oil are limonene, linalool), Pinus syl-
vestris L. (the main organic phytocompounds in essential oil are limonene) against Aspergillus flavus, Micro-
coccus luteus, Lactobacillus acidophilus. Antimicrobial activity of essential oils was determined by zone of inhi-
bition on the growth microorganisms using the agar well diffusion method. The sample solutions of essential
oils were prepared in different concentrations from 1 to 100 percent by diluting with distilled water and Tween
20. Essential oils of Litsea cubeba (Lour.) Pers., Rosmarinus officinalis L. were the most effective and show
potent inhibitory activity against microorganisms Aspergillus flavus, Micrococcus luteus, Lactobacillus acidoph-
ilus with minimum inhibitory concentration of 1 percent with 3-10mm zone of inhibition. Essential oils from Pinus
sylvestris L. show about 1-2mm zone of inhibition against microorganisms in concentration 5 percent. Essential
oils of Litsea cubeba (Lour.) Pers., Rosmarinus officinalis L. have the potential to be developed into agents that
can be used as preventative or treatment therapies for oral diseases. The use of essential oils from Litsea cu-
beba (Lour.) Pers. and Rosmarinus officinalis L. could be a great alternative to antibiotics in the treatment of oral
diseases since they show low cytotoxicity levels and do not induce resistance in bacterial pathogens. Research
regarding the use of medicinal plants on the treatment of oral ailments continues to be an extreme interesting
topic [1] mainly due to the extensive variety plants that potentially have antimicrobial properties.

[1] Milho, C., Silva, J., Guimaraes, R., Ferreira, I. C. F. R,, Barros, L., Alves, M. J. (2021). Antimicrobials from Medicinal Plants: An Emergent
Strategy to Control Oral Biofilms. Applied Sciences, 11, 4020.
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Protein-nucleic acid interactions are essential in many cellular processes, such as transcription, DNA
recombination, replication, repair, and modification. It is important to know the structures of the resulting
complexes, as they form the basis of our understanding of these processes. Experimental methods such as
X- ray crystallography can provide high-resolution structures, but they are expensive and time consuming.
Thus, structural knowledge for a large fraction of known and putative complexes is still lacking, and there is a
need for computational methods that can model protein-nucleic acid complexes providing insights into in-
teraction mechanisms.

When structures of homologous protein-nucleic acid complexes are known, the interactions can be
predicted using template-based modeling. To this end, we have developed the PPI3D web server [1]. It allows
querying the non-redundant set of interactions from the Protein Data Bank, identifying the templates and
modeling the structures of protein-nucleic acid complexes.

When closely related templates are not available, free docking can be employed. Molecular docking is
a structural molecular biology tool, which aims to predict the predominant binding mode of a ligand with a
protein of known three-dimensional structure. We present a newly developed FTDMP software system for
docking, scoring and ranking diverse protein interactions, including protein-nucleic acid complexes. Rigid
body docking of protein and diverse simulated conformations of DNA can be performed to account for DNA
flexibility. The protein-DNA [2] docking benchmark, which contains 47 protein-DNA complexes with experi-
mentally determined structures, is used to evaluate the docking results.

[11 Dapkinas, J., Timinskas, A., Olechnovi¢, K., Margelevi¢ius, M., Di¢itinas, R., Venclovas, 1. (2017). The PPI3D web server for search-
ing, analyzing and modeling protein-protein interactions in the context of 3D structures. Bioinformatics, 33, 935.
[2] van Dijk, M., Bonvin, A.M. (2008). A protein-DNA docking benchmark. Nucleic Acids Res, 36, e88.
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Understanding the nature of protein-ligand interactions is of great importance for molecular biology, bio-
chemistry and medicinal chemistry. Computational modeling of the inter-molecular interactions provides insights
into the mechanisms of the molecular recognition process and reveals the contribution of important factors, such
as the hydrophobic effect and hydrogen bonding. Moreover, the ability to evaluate the proteinligand binding is crucial
for modern drug design.

The predominant way to model interactions between proteins and small molecular weight ligands is mo-
lecular docking, which consists of ligand posing in the protein binding site (usually by conformational search) and
ranking of generated poses by a scoring function. One of the widely used ways to score the generated poses is by
predicting the protein-ligand binding affinity. For this purpose, empirical scoring functions that make predictions
based on the structural features of the protein-ligand complex are frequently used. Such a scoring function is, in
most instances, a simplified model consisting only of several terms. It does not account for all physical phenomena
of ligand binding in order to minimize computational costs while trying to retain prediction accuracy. Although nu-
merous different scoring functions have been developed, designing an efficient computational model to precisely
predict the binding affinity for diverse protein-ligand complexes remains an unsolved challenge [1].

Here we present the development of a new minimalistic computational model for the prediction of protein-
ligand interaction affinity. The model consists of several terms, each of which accounts for contacts of a specific
type between the interacting protein and ligand atoms. These contacts and their attributes are computed using the
Voronota software [2] that identifies the inter-atom contacts by means of Voronoi tessellation of biomolecular struc-
tures. In order to account for different interaction types, we classify the contacting atoms based on their atomic
properties, such as hybridization, aromaticity, etc. [3]. The developed model is then parameterized using a super-
vised learning approach utilizing the experimentally determined structures and binding affinity data obtained from
the PDBbind database [4].

[1 Su, M,, Yang, Q., Du, Y., Feng, G., Liu, Z., Li, Y., & Wang, R. (2018). Comparative assessment of scoring functions: the CASF-2016 update. Journal
of chemical information and modeling, 59(2), 895-913. [2] Olechnovic, K., & Venclovas, C. (2014). Voronota: A fast and reliable tool for computing
the vertices of the Voronoi diagram of atomic balls. Journal of computational chemistry, 35(8), 672-681. https://doi.org/10.1002/jcc.23538 [3]
Moal, I. H., Dapkiinas, J., & Fernandez-Recio, J. (2015). Inferring the microscopic surface energy of protein-protein interfaces from mutation
data. Proteins: Structure, Function, and Bioinformatics, 83(4), 640-650. [4] Liu, Z., Su, M., Han, L., Liu, J., Yang, Q., Li, Y., & Wang, R. (2017). Forg-
ing the basis for developing protein-ligand interaction scoring functions. Accounts of chemical research, 50(2), 302-309.
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Since the emergence of Holobiont thinking it is challenging to view species thriving solitarily — there
are many points of interaction that favor joint survival strategies. One such instance can be seen in so-called
killer yeasts, where a system of double-stranded RNA (dsRNA) viruses ensures biocidic capabilities of the
cell. Our aspiration was to locate these symbiotic groups among wild Saccharomycetales yeast and char-
acterize their virome by homologically juxtaposing depicted sequences. The findings may aid in our under-
standing of interspecies communication and the mobility of viruses within distant biological entities.

Our team assessed 407 wild yeast strains from diverse natural niches in Lithuania. Incubation on se-
lective medium and RNA gel electrophoresis indicated that more than ten percent (N = 47) of the chosen
colonies carried a killer phenotype. Only members of different species were analyzed further. Following the
purification of viral genomes from the selected strains, 20 unique dsRNAs were obtained. Each of them was
sequenced using Oxford Nanopore Technologies and described via CLANS (CLuster ANalysis of Sequences)
tool. The results imply that a larger variety of viruses — not exclusive to yeast — are present in various
strains; e. g., Mitoviridae sp., usually solely belonging to filamentous fungi, and other non-yeast related to-
tiviruses. This signifies that dSsSRNA genomes are considerably more moderately dispersed among organisms
and that their aspects of operation are yet to be divulged.
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Lipolytic enzymes are an important group of biocatalysts, widely used in many different industries, in
such as precise synthesis of organic compounds, production of pharmaceutical materials, cosmetics and
household chemicals, production of biofuel, etc. Despite their substrate specificity, lipolytic enzymes are all
characterized by their ability to digest lipid substrates, similar protein structure, and catalytic mechanism
[1. Bacterial and especially archaeal lipolytic and lipolytic-like enzymes, such as cutinases, lipases, ester-
ases, and polyethylene terephthalate hydrolases (PETases) are a promising group of enzymes with a high
potential for use in various aforementioned branches of industry or bioremediation due to their substrate
specificity, relative insensitivity to inhibitors or organic compounds, and wide temperature range [2]. How-
ever, microbial lipolytic and lipolytic-like enzymes still are a relatively low characterized group of enzymes,
as there is not much data in literature and various databases.

In this study, we performed bioinformatic analysis on sequences collected from free-access data-
bases that encode putative lipolytic or lipolytic-like enzymes. Sequences were selected according to a few
requirements: 1) selected sequence has to encode a putative lipolytic or lipolytic-like enzyme, such as cu-
tinase, PETase, lipase or esterase; 2) sequence source has to be of microbial origin - newly sequenced bac-
terial or archaeal genome, metagenome or environmental sample; 3) if a sequence source is a microbial
genome, then this organism must have uncharacterized or low characterized status. After database anal-
ysis, four sequences encoding putative lipolytic enzymes were selected: hypothetical protein from Candida-
tus Muproteobacteria, Salinigranum rubrum cutinase, Candidatus Poseidoniales archaeon cutinase, and
esterase/lipase family protein from uncultured marine euryarchaeote. Selected sequences were aligned to
sequences of known and characterized lipolytic enzymes to identify conservative regions and predict cat-
alytic amino acids. Lastly, amino acid sequences of putative lipolytic enzymes were subjected to structure
prediction software to predict possible tertiary structures.

[1] Gricajeva A, Nadda AK, Gudiukaite R. (2021). Insights into polyester plastic biodegradation by carboxyl ester hydrolases. J Chem
Technol Biotechnol. 97:359-380.

[2] Cabrera, M.A,, Blamey, J.M. (2018). Biotechnological applications of archaeal enzymes from extreme environments. Biol Res 51, 37.
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Proximal CpG sites are known to harbor similar methylation patterns and, when affected by a disease,
are likely to change together forming so called differentially methylated regions (DMRs). DMR analysis
canfacilitate the identification of disease affected genomic regions and the development of novel treat-
ment strategies. Gold-standard approaches to detect DMRs first perform CpG-level statistical analysis
and thenaggregate the statistical estimates into contiguous regions [1,2]. Such an approach has limited
possibilitiesto recognize wider co-methylation patterns interspersed with noisy or erroneous meas-
urements. We developed a novel approach for data-driven identification of DMRs, called persimmon. It
leverages the correlation and pairwise distance of CpG loci to derive clusters of proximal CpGs with
similar methylationpatterns. Linear mixed effects regression is then used to identify regions that are
statistically significantlyaffected between different conditions. In contrast to other DMR detection methods,
the persimmon algorithmexploits the correlation patterns inherent to the methylation data and assesses
all CpGs within a region simultaneously while considering that each CpG has a different baseline methyla-
tion. That way, persimmon minimises the false positive rate of DMRs and boosts the power to detect meth-
ylation differences in individualCpG variations [3].

We applied persimmon to a public methylation EPIC microarray data consisting of 45 blood samples
collected from infants diagnosed with Zika virus-associated microcephaly at birth (n = 18), unaffected infants
known to be exposed to Zika virus in utero (n = 7), and unaffected unexposed infants (n = 20) [4]. Persimmon
identified 12 DMRs (FDR g-value < 0.05 and absolute methylation difference > 5%) located in regulatory regions
of known and novel Zika infection-associated genes and confirmed previously identified DMRs of host im-
munity and brain development [4]. Four DMRs were hyper-methylated (DHX58, TRIM14, SLFNI2L, EBF4)and
eight were hypo-methylated (RABGAPIL, ISG15, NRP2, DUSPZ2, PM20DJ, IFl44L, CNOT6LPI, IFIT) (Fig. 1). Of the af-
fected genes, three (EBF4, PM20D], CNOT6LPI) were associated with Zika virus infection for the first time. Func-
tional enrichment analysis indicated enrichment of development, neuron death, brain pathogenesispathways
as well as olfactory signaling pathways which can be pivotal when explaining the outcomes of Zikavirus
infection. These findings provide novel insights into the role of methylation changes during fetal development
while also demonstrating the advances and possible application of our newly developedmethod.

Ultimately, our novel algorithm—persimmon—enables sensitive detection of co-methylated regions
and accommodates diverse experimental designs leading to an improved DMR detection.

Condition
—— Control
—— Zika

CpG
Figure 1. A differentially methylated region (DMR) of RABGAP1L gene, which is altered in infants with
maternal ZIKA infection. The DMR is marked by the blue area and displays clear methylation differ-
encesbetween the conditions.

[1] Jaffe, A. E., Murakami, P., Lee, H., Leek, J. T., Fallin, M. D., Feinberg, A. P., & Irizarry, R. A. (2012). Bump hunting to identify differentially
methylated regions in epigenetic epidemiology studies. International Journal of Epidemiology, 41(1), 200-209.

[2] Peters, T. J., Buckley, M. J., Statham, A. L., Pidsley, R, Samaras, K., V Lord, R, Clark, S. J., & Molloy, P. L. (2015). De novo identification
of differentially methylated regions in the human genome. Epigenetics & Chromatin, 8, 6.

[3] Schielzeth, H., & Forstmeier, W. (2009). Conclusions beyond support: overconfident estimates in mixed models. Behavioral Ecology,
20(2), 416-420.

[4 Anderson, D., Neri, J. I. C. F.,, Souza, C. R. M, Valverde, J. G., De Aradjo, J. M. G., Nascimento, M. D. S. B, Branco, R. C. C., Arrais, N. M.
R., Lassmann, T., Blackwell, J. M., & Jeronimo, S. M. B. (2021). Zika virus changes methylation of genes involved in immune response and
neural development in brazilian babies born with congenital microcephaly. The Journal of Infectious Diseases, 223(3), 435-440.
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According to the World Health Organization (WHO) antimicrobial resistance (AMR) is one of the great-
est threats to global health in this century. Currently 700 000 deaths are linked to AMR each year globally. It
is estimated that 10 million lives a year may be lost due to AMR by 2050 (Figure 1.) [1]. Misuse of antimicrobials
is the main driver in the development of new AMR mechanisms and difficulties in treating common infectious
diseases. Therefore, development of reliable and rapid diagnostic tools is a priority in the context of AMR. In
the healthcare system, about 60% of prescribed antibiotics consist of B-lactams [2]. Therefore, bacterial B-
lactamases that degrade B-lactam antibiotics can be used as potential targets for diagnostics.

The aim of this study was to develop B-lactamase specific monoclonal antibodies (MAbs) to use them
as molecular tools for the development of rapid diagnostic systems, such as fluorescent bead-based im-
munometric assays. Antibody based tests are rapid, simple to perform and highly promising for point-of-
care diagnostics (PoC). Considering the WHO list of antibiotic resistant priority pathogens, we selected two
B-lactamases - NDM-1and CMY-34 - as targets for MAb development. Recombinant antigenshave been pro-
duced in the Escherichia coli and purified using affinity chromatography. Two collections of mouse MAbs
against each target have been generated by hybridoma technology (25 MAbs in total). The most promising
pairs of characterized MAbs have been selected and evaluated for their commercial and diagnostic potential
by testing their ability to recognise natural B-lactamases in the pathogenic bacteria samples. Consequently,
selected MAbs have been tested with ArcDia’s (Finland) developed and commercialized novel bioaffinity plat-
form based on its proprietary two-photon excitation microfluorometric technology (TPX). The technology is
characterized in separation-free fluorescence detection allowing real-time monitoring of reaction kinetics
and affordable PoC testing. Using recombinant antigens and clinical pathogenic bacteria isolates with char-
acterized B-lactamase profile, the analytical and clinical sensitivity of MAbs have been determined in the TPX.
All tested MAbs recognise natural NDM and CMY variants in the system. We believe that B-lactamase specific
antibodies have high diagnostic potential in PoC diagnostics.

DN, = == = wrmmmnmrirs = > 2050
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Figure 1. Number of deaths and the main causes of mortality in 2019 and 2050. AMR - antimicrobial
resistance (Rosini et al., 2020).

[1] Rosini R, Nicchi S, Pizza M, Rappuoli R. Vaccines Against Antimicrobial Resistance. Front. Immunol., 2020.
[2] Bush K, Bradford P. Corresponding Epidemiology of B-Lactamase-Producing Pathogen. Clin Microbiol Rev., 2020.
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The inflammasome is a vital component of the innate immunity. The best-described inflammasome is
NLRP3, which contains three major components - nucleotide-binding and oligomerization domain-like re-
ceptor, adapter protein apoptosis-associated speck-like protein (ASC) and caspase-1 [1]. NLRP3 inflam-
masome activation results in release of inflammatory cytokines, like IL-1B, and inflammatory cell death
- pyroptosis [2]. In the context of NLRP3 inflammasome activation, a non-receptor tyrosine kinase - spleen
tyrosine kinase (SYK) has been shown to be involved. SYK plays a critical role in signal transduction pathways
of immunoreceptors [3]. SYK participates in regulation of NLRP3 inflammasome activation. In previous re-
search we showed that viral proteins triggered NLRP3 inflammasome activation depending on their structure
[4]. Therefore, the aim of this study was to extend the latter research and determine whether immune com-
plexes (IC) of oligomeric proteins could change the NLRP3 inflammasome activation in macrophages.

Primary microglia cell culture isolated from C57BL/6 newborn mice was selected as a cell culture
model. Cells were treated with spherical virus-like particles (VLPs) of these human polyomaviruses (PyV):
KIPyV, MCPyV, WUPyV [5] and their complexes with mouse immunoglobulins, called IC. Different subtypes of
IgG class immunoglobulins were used: 1gG1, IgG2a and 1gG2b, to examine the differences between IC. NLRP3
inflammasome activation was studied by evaluating cell viability, IL-18 and TNF-a cytokine release and the
formation of ASC specks. Specific inhibitor R406 was used to inhibit SYK kinase activity and define its role in
activation of the inflammasome. Western blot analysis was performed to determine SYK kinase activity.

It was found that spherical PyV-derived VLPs and their IC induced cell death, IL-1B and TNF-a secretion
and ASC speck formation in microglia indicating NLRP3 inflammasome activation. IC also activated SYK. In
addition, immune complexes induced inflammatory response in microglia mediated a significantly higher
cellular response compared to VLPs alone. To conclude, our results demonstrate that IC can enhance in-
flammasome activation.

[1] Walsh J. G., Muruve D. A., Power C.(2014). Inflammasomes in the CNS. Nat Reviews Neurosci. 15(2), 84-97

[2] Elliott E, Sutterwala F.(2015). Initiation and perpetuation of NLRP3 inflammasome activation and assembly. Immunol Rev. 265, 35-
52

[3] LuY, Zhong Sh, Meng N, Fan Y,Tang W. (2017) NLRP3 inflammasome activation results in liver inflammation and fibrosis in mice

infected with Schistosoma japonicum in a Syk-dependent manner. Scientific Reports. 2019 7, 8120

[4] LuéiGinaite, A., Dalgédieng, 1., Zilionis, R., Masalaité, K., Norkieng, M., Sinkiinas, A., Gedvilaite, A., Kudinskaitée-Kodzg, I., &

Zvirblieng, A. (2022) Activation of NLRP3 Inflammasome by Virus-Like Particles of Human Polyomaviruses in Macrophages. Front.

Immunol, 1-23

[5] Norkiene, M., Stonyte, J., Ziogiene, D., Mazeike, E., Sasnauskas, K. & Gedvilaite, A. (2015). Production of recombinant VP1-derived

virus-like particles from novel human polyomaviruses in yeast. BMC Biotechnol. 15, 1-14
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Atezolizumab is an immune checkpoint inhibitor (ICI) that targets PD-L1 and is increasingly used in
cancer treatment [1]. The expression of PD-L1 on tumor cells has been shown to correlate with patient's
response to ICI's [2]. ICIs are protein-based anticancer drugs that do not induce tissue injury, upon direct
contact with tissues, so alternative delivery methods that maintain their effectiveness are being sought. Ad-
ditionally, posttranslational modifications of PD-L1, such as N-glycosylation, have emerged as important reg-
ulatory mechanisms that modulate immunosuppression in cancer patients [3]. Lectins, which have an intrin-
sic property of binding to specific sugar residues in glycoproteins and glycolipids [4], may possess immuno-
modulatory and antitumor properties [5] that could potentially enhance the effect of atezolizumab.

Therefore, this study aimed to assess the effect of immunomodulatory drug atezolizumab in different
forms and to evaluate its interaction with the lectin Bacillus subtilis and its influence on the human prostate
cancer cell line DU-145. In the atezolizumab binding experiments, cells were plated, allowed to adhere
for 24 h, and then treated with atezolizumab in three different forms: native, nebulized, and heat-inactivated.
Each form was tested in DU-145 cell binding assays at different concentrations and incubated at 37°C.
For the lectin in cooperation with atezolizumab binding experiments, cells were processed as described
previously at two different concentrations of lectin. All samples were analyzed by flow cytometry method.

The results showed that human prostate cancer cell line DU-145 exhibited characteristic spontaneous
PD-L1 expression. The inhibition of anti-CD274 staining intensity of DU-145 cells depended on the concen-
tration of anti PD-L1 drug atezolizumab. Comparing the CD274 blockade experiment with the different forms
of atezolizumab (native and nebulized) resulted in very similar intensities as measured by flow cytometry.
Nebulized atezolizumab retained cellular binding to PD-L1. Bacillus subtilis lectin did not bind to membrane
PD-L1in DU-145 cells and did not affect the ability of atezolizumab to block membrane PD-L1 when incu-
bated together. However, when cells were exposed to lectin first and then subsequently to atezolizumab,
PD-L1 was blocked less.

[1] Shah NJ, Kelly WJ, Liu SV, Choquette K, Spira A. Product review on the Anti-PD-L1 antibody atezolizumab. Hum Vaccin Immunother.
2018 Feb 114(2):269-276. doi: 10.1080/21645515.2017.1403694. Epub 2017 Dec 20. PMID: 29194007, PMCID: PMC5806639

[2] Bailly C,Thuru X, Quesnel B. Soluble Programmed Death Ligand-1(sPD-LI): A Pool of Circulating Proteins Implicated in Health and
Diseases. Cancers (Basel). 2021 Jun 17;13(12):3034. doi: 10.3390/cancers13123034. PMID: 34204509; PMCID: PMC8233757.

[3] Li SM, Zhou J, Wang Y, Nie RC, Chen JW, Xie D. Recent Findings in the Posttranslational Modifications of PD-L1 J Oncol. 2020 Jan
9;2020: 5497015. doi: 10.1155/2020/5497015. PMID: 32377193; PMCID: PMC7199566.

[4] Mishra A, Behura A, Mawatwal S, Kumar A, Naik L, Mohanty SS, Manna D, Dokania P, Mishra A, Patra SK, Dhiman R. Structure-
function and application of plant lectins in disease biology and immunity. Food Chem Toxicol. 2019 Dec; 134:110827. doi:
10.1016/j.fct.2019.110827. Epub 2019 Sep 19. PMID: 31542433; PMCID: PMC7115788.

[5] Fedosova NI, Symchych TV, Cheremshenko NL, Chumak AV, Koval EV, Karaman OM, Voyejkova IM. Antimetastatic effect of b. subtilis
imv b-7724 lectin observed in lewis lung carcinoma model. Exp Oncol. 2022 Aug;44(2):155-158. doi: 10.32471/exp-oncology.2312-8852.vol -
44-no-217914. PMID: 3596464
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Breast cancer remains the second leading cause of cancer deaths among women. Therefore, devel-
opment and targeting of new breast cancer models remains a paramount task in tumour biology research.
EO771 and 4T1 are murine breast cancer cell lines that are widely used in preclinical research to study the
tumour microenvironment, particularly the role of immune cells in tumour progression and response to
therapy. EO771 cells were derived from a spontaneous mammary tumour in a C57BL/6 mouse and represent
the luminal subtype of breast cancer [1], while 4T1 cells were derived from a mammary tumour that developed
in a BALB/c mouse and represent the triple negative subtype of breast cancer [2].

The objective of our study was to investigate and compare the characteristics of 4T1 and EQ771 cell
lines /in vitroand in vivo.

For /n vitro study, we cultured cells in supplemented RPMI medium and analyzed their cell surface
markers using flow cytometry. The results showed that MHC I, PD-L1, CD11b markers are abundant in EO771
cell line (at 96%, 94%, 74% respectively). MHC | is lacking in 4T1 line while CD11b and PDL1 are present in
44% and 19% of 4T1 cells, respectively. CD44 marker can be found in most cells of both cell lines.

For /n vivo study, we observed the growth rate of transplanted tumours in mice, and characterized
their microenvironment dynamics formation using flow cytometry. Our findings show that qualitative and
quantitative composition of EO771 tumor microenvironment remains the same during tumor development. In
4T1 tumours, difference in microenvironment dynamics was observed, with T cell infiltration decreasing over
time. In addition, 4T1 tumours are more heavily infiltraded with T cells and tend to grow faster than EOQ771
tumors (Figure 1).
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Figure 1. Growth curves of E0771 and 4T1 tumors.

By comparing and analysing these two murine breast cancer models, we can enhance our comprehension of
the tumour microenvironment and identify clinical targets for the prevention and effective treatment of breast
cancer. The examination of these breast cancer models is a valuable approach for investigating the molecular
and cellular mechanisms that underlie breast cancer progression and metastasis, as well as evaluating the
efficacy of novel therapeutic interventions.

[1] Le Naour, A, Rossary, A., & Vasson, M. P. (2020). EQ771, is it a well-characterized cell line for mouse mammary cancer model? Limit
and uncertainty. Cancer medicine, 9(21), 8074-8085. https://doi.org/10.1002/cam4.3295

[2] Schrors, B., Boegel, S., Albrecht, C., Bukur, T., Bukur, V., Holtstrater, C., Ritzel, C., Manninen, K., Tadmor, A. D., Vormehr, M., Sahin, U., &
Léwer, M. (2020). Multi-Omics Characterization of the 4T1 Murine Mammary Gland Tumor Model. Frontiers in oncology, 10, 1195.
https://doi.org/10.3389/fonc.2020.01195
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CAR-T cell therapy is a new, rapidly advancing field of immunotherapy. CAR-T cells can be infused into
cancer patients for antitumor, antiviral or immunomodulatory effects. These cells are derived from genet-
ically modified T cells ex vivo by expressing a CAR (chimeric antigen receptor) on the cell surface. CAR con-
sists of 4 parts: antigen recognition domain, hinge region, transmembrane domain and intracellular signalling
domain. From 2017 FDA approved four anti-CD19 CAR-T cell therapies: “Kymriah”, “Yescarta”, “Tecartus”,
“Breyanzi”, which are used to treat B-cell malignancies and anti-BCMA therapies “Abecma” and “Carvykti” for
the treatment of myeloma [3]. In addition to anti-CD19 and anti-BCMA therapies, dozens of antigen targets
are being tested under preclinical and clinical settings for solid and blood tumours. To take CAR-T cell re-
search from bench to bedside, first, genetically modified T cells have to be tested in vitro for CAR
expression on the cell surface and functionality.

In 2022, B. Sharpless won a Nobel Prize for developing a more efficient way of conjugating molecules:
he used water instead of organic solvents and catalyzed the reaction of azide and alkyne with copper [2]. The
“click chemistry” reaction can take place in bioorthogonal conditions (in living cells), so the functioning of the
body is not disturbed. Here, azide reacts only with compounds containing an alkyne group (BCN, DBCO).

GenieTAG™ technology was developed by Genie Biotech company [1] which allows the site-specific
introduction of azide into the protein for subsequent “click chemistry”-based conjugation of various payloads
for the vaccine, diagnostics, protein therapeutics and slow delivery applications. The linker is conjugated to
proteins at a neutral pH of the solution (~7), the duration of the process is 1-3 hours, at 37 °C.

In this project, we are developing a novel one-step modular detection system to determine the ex-
pression and functionality of CARs. For this purpose, we are conjugating protein L and CD19 to fluorescent
dyes using GenieTAG™ site-specific conjugation technology. This one-step modular detection system will
allow the identification and assessment of the functionality of CAR receptors on engineered T cells.

[] Brune, K. D., Lieknina, ., Sutov, G., Morris, A. R, Jovicevic, D., Kalnin$, G., Kazdks, A., Kluga, R., Kastaljana, S., Zajakina, A., Jansons, J.,
Skrastina, D., Spunde, K., Cohen, A. A., Bjorkman, P. J., Morris, H. R., Suna, E., & Tars, K. (2021). N-Terminal Modification of Gly-His-Tagged
Proteins with Azidogluconolactone. ChemBioChem, 22(22), 3199-3207. https://doi.org/10.1002/CBIC.202100381

[2] Kolb, H.C., Finn, M. G., & Sharpless, K. B. (2001). Click Chemistry: Diverse Chemical Function from a Few Good Reactions - Kolb - 2001
- Angewandte Chemie International Edition - Wiley Online Library. https://onlinelibrary.wiley.com/doi/10.1002/1521-
3773(20010601)40:11%3C2004::AID-ANIE2004%3E3.0.CO;2-5

3] Zheng, P.-P., Kros, J. M., & Li, J. (2018). Approved CAR T cell therapies: ice bucket challenges on glaring safety risks and long-term
impacts. Drug Discovery Today, 23(6), 1175-1182. https://doi.org/10.1016/J.DRUDIS.2018.02.012
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Severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) caused COVID-19 pandemic in 2020
and became a major problem still threatening public health and global economy. Since the beginning of the
SARS- CoV-2 outbreak, efforts have been taken to develop novel molecular tools to cope with the virus infection.
Highaffinity and specificity monoclonal antibodies (MAbs) with broad neutralizing activity, which could block the viral
infection by targeting structural proteins, have high therapeutic and diagnostic potential and are still relevant
today. SARS-CoV-2 spike (S) protein is a key factor at the beginning of infection. Its receptor-binding domain
(RBD), which spans 319-54! aa of the S protein, mediates viral entry into the host cells by interacting with cellular
angiotensin-converting enzyme 2 receptor [1]. Therefore, anti-RBD MAbs tend to have high neutralizing potency; in
fact, almost 90% of neutralizing antibodies are directed to the RBD [2]. Moreover, while new virus variants are
emerging, inhibitory MAbs against conservative regions of RBD would be critical. These MAbs would be beneficial
for diagnostics measuring the level of neutralizing antibodies against SARS-CoV-2.

Due to ongoing prevalence of COVID-19, this study aimed to generate anti-SARS-CoV-2 RBD MAbs and
evaluate their application for molecular diagnostics. Recombinant RBD expressed in HEK293 cells was used for
the immunization of mice. Evaluation of mice’s humoral response proved that RBD was highly immunogenic.
Thirty-seven hybridoma cell lines producing high-affinity IgG subtype MAbs against RBD were developed by hy-
bridoma technology. MAbs were purified from the cells’ growth media using protein A binding. The specificityof
MAbs was analyzed by enzyme-linked immunosorbent assay and immunoblotting. Also, MAbs were tested with
various SARS-CoV-2 variants’ S proteins. The data indicated that part of anti—-RBD MADbs’ epitopes is
conservative among different S variants. This study shows that developed MAbs are suitable for virus- neutral-
izing assays and could be used alone or in a mix in designing novel SARS-CoV-2 diagnostic systems.

[l] Lan, J, Ge, J, Yu, J. ef al. (2020). Structure of the SARS-CoV-2 spike receptor-binding domain bound to the ACE2 receptor. Nature, 581, 215-220.

!2] Dapeng, Li, Gregory, D. Sempowski, Kevin, 0. Saunders, Priyamvada Acharya, Barton F. Haynes. (2022). SARS-CoV-2 Neutralizing Antibodies
or COVID-19 Prevention and Treatment. Annual Review of Medicine, 73:1, 1-16.
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SARS-CoV-2 is responsible for the worldwide COVID-19 pandemic that has already cost more than 6
million lives. The virus spike (S) protein is essential in enabling the virus to enter host cells. The receptor
binding domain (RBD) of the S protein binds human ACE2 receptor and triggers the fusion process, after
which the virus infects the cell [1]. Many SARS-CoV-2 variants have emerged since the start of the pandemic.
New virus variants have mutations within the S protein gene that helps the virus evade the host's immune
system and avoid the defence of antibodies directed to the previous variants [2]. Therefore, antibodies against
the conserved sequences of S protein are important for future research and diagnostics.

This study aimed to investigate the cross-reactivity of nine monoclonal antibodies (MAbs) with different
S proteins of SARS-CoV-2 variants and to map recognition sites of the MAbs within the S protein. Six MAbs
were generated against full-length recombinant SARS-CoV-2 S protein and three MAbs - against recombi-
nant RBD. The interaction of the MAbs with six overlapping and seven truncated fragments of Wuhan- origi-
nated S protein were investigated by different enzyme-linked immunosorbent assay (ELISA) formats and
by Western blot (WB). MAb reactivities with recombinant S proteins of SARS-CoV-2 B.1.1.7 (Alpha), B.1.351
(Beta), B.1.617.2 (Delta), B.1.617.1 (Kappa) and B.1.1.529 (Omicron) variants were analysed by indirect ELISA.

This study revealed six out of nine MAb recognition sites within the S protein. MAb 7E2 recognises the
site between amino acid residues (a.a.) 268 and 293 of S protein. MAb 11A3 recognises a conformational
epitope that is located within a.a. residues 620 and 695. MAbs 8E11 and 14G6 recognise epitopes between
a.a. 119 and 743. MAb 5D7 epitope is between a.a. 764 and 775. MAb 3D7 epitope site was localised only with
overlapping fragments between a.a. 790 and 1196. The epitopes of MAbs 11E11, 23B5 and 24A12 developed
against RBD are within RBD sequence located between 319 and 541 a.a. of S protein. The investigation of MAb
ability to recognise S proteins of different SARS-CoV-2 variants revealed that eight out of nine MAbs rec-
ognise conserved epitopes within S proteins tested. MAb 7E2 failed to recognise the S protein of the Omicron
variant.

This study revealed six of nine MAb interaction sites distributed throughout the entire S protein. MAb
TE2 that does not recognise the Omicron S protein interacts with the N-terminal domain of the Wuhan-
originated SARS-CoV-2 and S proteins of related viruses. MAbs 3G7 and 5D7 identified conserved recognition
sites in the S2 domain responsible for membrane fusion. Broadly reactive MAbs 11A3, 8E11, and 14Gé6 recog-
nised areas around S1/S2 cleavage site, which is essential for virus infection.

[1] Harrison, A. G., Lin, T., & Wang, P. (2020). Mechanisms of SARS-CoV-2 Transmission and Pathogenesis. Trends in Immunology, 41(12),
1100-1115.

[2] Tao,K. Tzou,P.L., Nouhin, J, Gupta, R. K., de Oliveira, T., Kosakovsky Pond, S. L., Fera, D., & Shafer, R. W. (2021). The biological and clini-
cal significance of emerging SARS-CoV-2 variants. Nature Reviews Genetics, 22(12), Article 12.
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Pancreatic cancer has been known in the medical field for many years, from the end of the 19th century.
Surgical methods of pancreatic cancer treatment were introduced, but they often did not prove effective due to
the advanced stage of the disease even now days. Peripheral blood mononuclear cells (PBMC), which include
various types of immune cells, are crucial for the body's immune response against cancer, that is a little-known
area of research [']. Understanding the interaction between PBMCs and pancreatic cancer cells is essential for
developing effective cancer treatments that can harness the body's immune system to fight cancer invoke IL1b,
IL6, IL10 that are known as procancerous cytokines, while IL4 - precancerous [4. Ongoing research in this field
can provide new insights into the mechanisms underlying the immune response to pancreatic cancer and offer-
ing better treatment methods than surgery.

The aim of our study is to understand how pancreatic cancer cells affect mRNA expression of cytokines
in peripheral blood mononuclear cells (PBMC) in healthy humans.

This study was approved by the Kaunas Regional Biomedical Research Ethics Committee. Healthy hu-
mans' blood (n=7) was collected in a vacutainer tube with EDTA. A 50 ml tube was filled with 15 ml Ficoll and 20
ml of the blood sample diluted in PBS. After centrifugation, the Buffy layer was collected, and the laminar sterile
cells were suspended in 1 mlL RPMI +10% FBS + 1% P/S medium. PBMC cells were counted using the Trypan Blue,
and 36x10¢ cells were Co-cultivated in well bottom +/-PDAC BxPC3 cells in the inserts, seeded three days prior
to the experiment. After 20 h cells were collected.

0-day, non-co-cultivated (-C), co-cultivated (+C) PBMC cells (3x10°) were stored in RNA later solution
at -20C. Next, a commercial RNA isolation kit was used to extract total RNA. RNA quality and concentration were
measured with Nano Drop spectrophotometer. The last step was to convert the cDNA. To perform real-time
analysis, a reaction mix was prepared by combining three components (H20, primers with TagMan probes and
master mix). Relative gene expression analysis was performed with delta delta CT method.

Our results revealed that procancerous IL1b, IL6, IL10 cytokines genes expression in PBMC's were sta-
tistically significant increased after co-cultivation with pancreatic cancer cells. While precancerous IL4 expres-
sion not changed.

This study concludes that immune cells, with the aid of three cytokines, can combat cancer in healthy
patients. However, precancerous il4 does not exhibit any changes in PBMC. It is possible that there may be a
mechanism at play that tricks the body, but a more extensive study and analysis would be required to make such
a claim.

! Griffin JF, Poruk KE, Wolfgang CL. Pancreatic cancer surgery: past, present, and future. Chin J Cancer Res. 2015 Aug;27(4):332-48.

Z Briukhovetska D, Dorr J, Endres S, Libby P, Dinarello CA, Kobold S. Interleukins in cancer: from biology to therapy. Nat Rev Cancer. 2021
Aug;21(8):481-499.
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Background

Tree, fruit, and vegetable allergens can be encountered in everyday life. There are studies suggesting
that there may be gender differences in the prevalence of allergies. Some studies have found that women
may be more likely to experience certain types of allergic reactions, such as food allergies [1]. Another study
shows that sensitivity to pollen has increased over the years, especially among men [2]. In this study, we
aim to determine whether there is a difference in sensitization to tree pollen, fruit and vegetable allergens
between men and women.

Methods

A retrospective analysis of data from patients examined at the Innovative Allergology Center, Vilnius,
Lithuania was conducted. A total of 165 patients' data was collected and divided into two groups based on
gender. 133 out of 165 patients were included in the statistical analysis: 73 women and 60 men. A detailed
analysis of ALEX macroarray test results was performed.

Results

Data analysis revealed that in total 50 (37.59%) patients were sensitive to tree pollen, 32 (24.06 %) - to
fruits, and 15 (11.28%) - to vegetables. Among the tested tree pollen, fruit, and vegetable allergens, Aln g 1,
Bet v 1, Cor a 1.0103, Cor a 1.0401, Cor a_pollen, Fag s 1, Fra a 1+3, Mal d 1, and Api g1 were the most
frequently linked to sensitivity. The most common allergen was the birch pollen component Bet v 1, with a
total of 46 (34.59%) patients being allergic to it. No statistically significant difference in sensitization rates
was found between men and women for allergens Aln g 1, Cor a 1.0103, and Cor a 1.0401. However, male
patients were found to be more likely to be sensitive to Bet v 1allergen (27, 45%) than female patients (19;
26.03%) (p=0.035).A higher sensitivity was also observed in males’ group for the Cor a_pollen and Fag s 1
allergens (15 (25%) and 22 (36.67%) of males, respectively), (p=0.0076 and p=0.0391). Furthermore, a higher
prevalence of sensitivity was found among men for fruit allergens, 16 (26,67%) men and 7 (9,59%) women
were sensitive to Fra a 1+3 allergen (p=0.018), and 13 (21.67%) men and 5 (6.85%) women were sensitive to
Mal d 1allergen (p=0.0257). Moreover, men were statistically more significantly allergic to celery allergen Api
g 1:10 (16.67%) men and only 3 (4.11%) women (p=0.033).

Conclusion

In this pilot study, it was found that there may be gender differences in the prevalence of certain
types of hypersensitivity. The analysis suggests that male patients have a slightly higher prevalence of
sensitivity to tree pollen, fruit, and vegetable allergens compared to female patients. However, a more ex-
tensive patient sample is required to evaluate differences more accurately.

[1] Afify, S. M., & Pali-Schéll, I. (2017). Adverse reactions to food: the female dominance - A secondary publication and update. World
Allergy Organ Journal, 10(), 43. doi: 10.186/s 40413 -017-0174-z.

[2] Beutner, C., Forkel, S., Gupta, S., Fuchs, T., Schon, M. P., Geier, J., & Buhl, T. (2020). Sex- and age-dependent changes in
polysensitization to common aeroallergens over 20 years. Journal of Asthma and Allergy, 13, 725-730. doi: 10.2147/JAA.S280771.
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Antimicrobial resistance (AMR) is the largest global health threat in the 2Ist century and it requires
urgent measures. Major reasons behind the emergence of AMR - misusing and overusing different
antibacterial agents in healthcare settings [1]. One of the steps in limiting the spread of AMR is accurate
diagnostics of the disease and prescription of effective antibiotics. Currently applied diagnostic methods
include phenotyping, biochemical, and genotyping methods which tend to be expensive and protractive. Im-
munodetection, on the other hand, is a rapid, specific, and sensitive method for identifying resistance fac-
tors. However, the lack of highly specific monoclonal antibodies (MAbs) limits the development of
immunodiagnostic tests.

The aim of this study was to generate and characterize MAbs against five antibiotic resistance factors
— B-lactamases OXA-48, 0XA-134, SHV-42 ADC-144,and SME-3, which are widespread in pathogenic
Enterobacteriaceae and confer resistance to carbapenems, penams and cephalosporins [23,4]. Using
hybridomatechnology three specific anti-OXA-48, three specific anti-0OXA-134,two specific anti-SHV-42 two
specific anti-ADC-144,and three specific anti-SME-3 MAbs secreting cell lines were created. Ten out of
thirteen generated MAbs were shown to have high affinity towards respective antigens and twelve recognize
their linear epitopes. One anti-OXA-134, one anti-SME-3, and one anti-ADC-144 monoclonal antibody pair
were shown to have the potential to be applied in antibiotic resistance factors detection tools.

[ World Health Organization (2020) Antibiotic resistance [Fact sheet] https://www.who.int/news -room/fact-sheets/detail/anti-
biot ic - resistance.

] Evans, BA, Amyes, S.G.B. (2014) OXA B—Lactamases. Clinical Microbiology Reviews. 27(2), 241—263.

B Mulvey MR, Bryce E, Boyd D, Ofner-Agostini M, Christianson S, Simor AE, Paton S; Canadian Hospital Epidemiology Committee,
Canadian Nosocomial Infection Surveillance Program, Health Canada. Ambler class A extended -spectrum beta-lactamase-
produc ing Escherichia coli and Klebsiella spp. in Canadian hospitals. Antimicrob Agents Chemother. 2004 Apr;48(4)1204 -14.
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Viscosity is the essential physical characteristic of cell membranes - it controls diffusion of lipids and
macromolecules, affects the lipid raft formation, and influences the passive transport of solutes across the
plasma membrane. Lipid membranes are inherently heterogeneous and are able to phase separate into liquid
ordered (Lo) and liquid-disordered (Ld) domains. Viscous Lo phase is of particular biological importance - or-
dered microdomains of lipids and proteins, so called lipid rafts, play a key role in immune signaling [1,2], host-
pathogen interactions [3,4], cardiovascular diseases [5], and cancer [6,7]. Thus, the ability to distinguish Lo and
Ld phases and determine their precise viscosity values is of great interest and viscosity-sensitive probes offer
a convenient solution for this task.

In this work, we present novel membrane-targeting viscosity probe - BODIPY-PM. Combining the use of
BODIPY-PM with Fluorescence Lifetime Imaging Microscopy (FLIM), we demonstrate the ability of BODIPY-PM to
recognize Lo and Ld phases in complex biological systems - large unilamellar vesicles (LUVs), tethered bilayer
membranes (tBLMs) and live cancer cells (Fig. 1). Our method allows both imaging and dynamic monitoring of
viscosity changes in real time in live cells, as well as model lipid systems.

In addition, we explore the effects of statins on lipid raft clustering in live cells. We demonstrate that
simvastatin treatment induces aggregation of lipid rafts and segregates the plasma membrane into viscous and
non-viscous domains. Importantly, non-viscous domains serve as an effective passive diffusion corridors for
anti-cancer drugs, thereby increasing the susceptibility of cancer cells to anti-cancer drugs.

Figure 1. FLIM images of DOPC/DPPC/Chol LUV showcasing phase separation (A), DOPC/DPPC/Chol tBLM with
Lo domain in the center (B), plasma membrane viscosity map of live lung cancer cells (C).

[1] Field, K. A., Holowka, D., & Baird, B. (1995). Fc epsilon RI-mediated recruitment of p53/56lyn to detergent-resistant membrane domains
accompanies cellular signaling. Proceedings of the National Academy of Sciences, 92(20), 9201-9205.

[2] Varshney, P., Yadav, V., & Saini, N. (2016). Lipid rafts in immune signalling: current progress and future perspective. Immunology, 149(1),
13-24.

[3] Iwabuchi, K. (2018). Lactosylceramide-enriched Lipid Raft-mediated Infection Immunity, Medical Mycology Journal, 59(3), 51-61.

[4] Teissier, E., & Pécheur, E. I. (2007). Lipids as modulators of membrane fusion mediated by viral fusion proteins. European Biophysics
Journal, 36(8), 887-899.

[5] Rios, F. J. 0., Ferracini, M., Pecenin, M., Koga, M. M., Wang, Y., Ketelhuth, D. F. J., & Jancar, S. (2013). Uptake of oxLDL and IL-10 Production
by Macrophages Requires PAFR and CD36 Recruitment into the Same Lipid Rafts. PLoS ONE, 8(10), e76893.

[6] Larsen, J. B, Kennard, C., Pedersen, S. L., Jensen, K. J., Uline, M. J,, Hatzakis, N. S., Stamou, D. (2017). Membrane Curvature and Lipid
Composition Synergize To Regulate N-Ras Anchor Recruitment. Biophysical Journal, 113(6), 1269-1279.

[7] Gajate, C., & Mollinedo, F. (2007). Edelfosine and perifosine induce selective apoptosis in multiple myeloma by recruitment of death
receptors and downstream signaling molecules into lipid rafts. Blood, 109(2), 711-719.
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The increasing resistance of bacteria to antibiotics and the strong side effects of antifungal agents
are of great concern to scientists. Researchers are looking for new alternatives to combat these emerging
problems for these reasons. Silver nanoparticles (AgNPs) can be applied in various fields due to their unique
chemical and physical properties, including medicine. The most common methods used to obtain nanoparti-
cles of various materials, including silver, are chemical and physical, but these methods are usually harmful
to the environment. Meanwhile, biological methods of obtaining AgNPs, which use enzymes and extracts of
microorganisms and plants, are cheaper and environmentally friendly alternatives [1]. One such bacteria that
can be used for the biological synthesis of AgNPs is bacteria of the genus Geobacillus, which are thermo-
philic microorganisms [2]. Using thermophilic microorganisms to synthesize nanoparticles reduces the risk
of microbial contamination during their synthesis. Although bacteria of various genera have been adapted for
the synthesis of AgNPs, the exact mechanisms of the nanoparticles are not clear, so more detailed studies
are needed.

In this study, AgNPs were successfully obtained by using the secretomes of four Geobacillus spp.
stains, namely 18, 25, 95, and 612. Such synthesis is extracellular, and this has advantages such as easier
purification of the resulting AgNPs. The AgNPs obtained by the bio-based method were characterized using
UV-Vis spectroscopy, scanning electron microscopy (SEM), dynamic light scattering (DLS), and zeta potential
measurements. The characteristic absorbance peaks at 410-425 nm were shown by UV-Vis spectroscopy.
These peaks are indicative of AgNPs. With the SEM micrographs, it was found that the obtained AgNPs shape
is spherical. However, DLS analysis revealed that the sizes of the AgNPs were widely distributed, with the
majority less than 100 nm in diameter. Moreover, the Zeta potential values, ranging from -25.7 to -31.3 mV,
depending on the Geobacillusspp. strain was also measured. In addition, research on the nitrate reductases
of Geocacillus spp. bacteria was also carried out, allowing a better understanding of the importance of this
enzyme in the synthesis of AgNPs. In conclusion, it can be stated that bacteria of the genus Geobacillus can
be adapted for the synthesis of AgNPs.

/7] Iravani, S., Korbekandi, H., Mirmohammadi, S. V., & Zolfaghari, B. (n.d.). Synthesis of silver nanoparticles: Chemical, physical and
biological methods.

[2] McMullan, G, Christie, J. M,, Rahman, T. J,, Banat, |. M., Ternan, N. G., & Marchant, R. (2004). Habitat, applications and genomics of the
aerobic, thermophilic genus Geobacillus. Biochemical Society Transactions, 32(2), 214-217.
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Osteoarthritis, the degenerative disorder in the articulating joints is one of the major healthcare challenges
in today’'s world. Autologous chondrocyte implantation (ACI) in which autologous chondrocytes are implanted
in the damaged cartilage is one of the promising therapeutic options. For ACI, the number of chondrocytes
required for implantation in the cartilage defectis the defect-size dependent. Expansion of the patient derived
chondrocytes under /n vitro conditions is inevitable to produce the required chondrocyte number. Combining
autologous chondrocytes with autologous/allogeneic mesenchymal stem cells (MSCs) has also been used
to meet the required cell number for the transplantation procedure (Epanomeritakis et al., 2022). However,
the /n vitro expansion of the human articular chondrocytes or MSCs in conventional tissue culture plastic
has been found to influence the chondrogenic functionality of these cells. The dedifferentiation, hypertrophy
and osteogenic differentiation in chondrocytes and MSCs in response to stiff substrates are documented in
the literature. Minimizing the dedifferentiation, hypertrophy and osteogenic differentiation in MSCs during
their expansion is the key for producing the fully-functional cells for ACI procedure. Several studies in the
literature have shown the influence of matrix stiffness in modulating the differentiation associated genes in
chondrocytes and MSCs using hydrogel systems. However, a matrix system that can be scaled-up for the
expansion of chondrocytes or MSCs has not been identified yet. Therefore, this study investigated the potential
of using synthetic polymeric matrices with or without coating with hydrogel for the expansion of chondrocytes
and MSCs. Towards this objective, electrospun polycaprolactone (PCL) nanofibrous matrices (NM) and NM
coated with collagen based interpenetrating network hydrogel (NM-IPN) were developed and characterized.
Further, effects of the NM and NM-IPN matrix stiffness in modulating the expression of chondrogenesis and
hypertrophy associated genes in chondrocytes and MSCs were studied in comparison with tissue culture
plastic (Li et al., 2003). The effect of the NM and NM-IPN matrices in modulating the proliferation of chon-
drocytes and MSCs were also evaluated. Our results revealed that the NM and NM-IPN had a low elastic
modulus in comparison to the stiffness in tissue culture plastic. Both chondrocytes and MSCs showed signif-
icantly low proliferation in the NM and NM-IPN matrices in comparison to the tissue culture plastic system.
However, human articular chondrocytes growing in the NM and NM-IPN matrices showed a stiffness de-
pendent upregulation of chondrogenic and hypertrophy marker genes in comparison. In the case of MSCs, the
expression of both the chondrogenic and hypertrophy markers found to be downregulated in the NM and NM-
IPN matrices compared to the tissue culture plastic system. However, the downregulation of hypertrophy
markers was several folds whereas chondrogenic gene downregulation was found to be minimal. In conclu-
sion, the softer substrate was found to be unfavorable for proliferation of these cells, but it can be good for
minimizing the dedifferentiation in the human articular chondrocytes.

[1] Epanomeritakis, I. E., Lee, E., Lu, V., & Khan, W. (2022). The Use of Autologous Chondrocyte and Mesenchymal Stem Cell
Implants for the Treatment of Focal Chondral Defects in Human Knee Joints-A Systematic Review and Meta-Analysis. Interna-
tional Journal of Molecular Sciences, 23(7). https://doi.org/10.3390/ijms23074065.

[2] Li, W.-J., Danielson, K. G., Alexander, P. G., & Tuan, R. S. (2003). Biological response of chondrocytes cultured in three-dimensional
nanofibrous poly(epsilon-caprolactone) scaffolds. Journal of Biomedical Materials Research. Part A, 67(4), 1105-1114.
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Agné Bucaité'?, Gintaré Sauliuté’, Milda Stankevicitteé'

Laboratory of Ecotoxicology, Nature Research Centre, Vilnius Lithuania,
%Vilnius University Life Sciences Centre, Institute of Biosciences, Vilnius Lithuania
agne.bucaite@gamtc.lt

In 2021, the total production of plastics climbed to 390.7 million tons, 90.2% of which were made from
fossil fuels [1]. A synthetic aromatic polymer known as polystyrene (PS) is used in electrical, architectural,
and packaging applications and it is one of most frequently used plastic polymers worldwide. PS has been
discovered in a number of environmental and biological sources and frequently ends up as plastic debris in
aquatic environments [2]. In terms of uptake, localization, and effects on various aquatic organisms, PS is
one of the most researched polymers in the field of microplastics (MP) [3]. Hematological parameters, in-
cluding hematocrit (HCT) and glucose, morphological parameters, such as weight and length, are useful
markers for assessing the health of fish after exposure to a variety of environmental conditions, toxic chem-
icals, and bacterial infections [4]. The "coefficient of condition" is a measure of a fish's relative robustness
or level of wellbeing (also known as condition factor (CF), or length-weight factor).

The goal of this study is to assess how chronic exposure to polystyrene (PS) microplastics affects
hematological and morphological parameters of rainbow trout (Oncorhynchus mykiss). For hematological
parameters blood samples were taken from a tail vein with a 1 ml insulin syringe and 25G needle. The mi-
crohematocrit centrifuge was used to determine HCT, and the automatic Glucose Analyzer was used to meas-
ure blood glucose (GLU). For morphological parameters total weight (TW), weight without organs (WWO0) and
weight of intestines (IW) were measured, as well as total length (TL), fork length (FL) and standard length
(SL). After getting morphological parameters CF was calculated using formula:

Total weight
" Total length®

We did not observe statistically significant changes in HCT or GLU when the PS-exposed group was
compared to control (CTRL) fish. Changes in weight and length of fish were not statistically significant as
well compared to control. While fish are particularly prone to ingesting microplastics because of their ap-
pealing colors, and resemblance to food in many experimental setups, organisms are frequently exposed
to unrealistically high concentrations of microplastics. In this study we used environmentally realistic con-
centrations of artificially uncontaminated PS microplastic and exposure had no effect on morphometric data
that characterizes fish condition. The usage of environmentally realistic concentrations is highlighted in many
microplastic toxicological studies [5]. In conclusion, exposure to PS microplastics at environmentally realistic
concentration did not alter the overall wellbeing and hematological parameters of rainbow trout.

Study was funded by the Research Council of Lithuania through the project S-MIP-21-10 (MULTIS).

[  “Plastics - the Facts 2022 Plastics Europe,” Plastics Europe. https://plasticseurope.org/knowledge-hub/plastics-the-
facts- 2022/ (accessed Jan. 12, 2023).

[2 G. ASmonaité, K. Larsson, |. Undeland, J. Sturve, and B. Carney Almroth, “Size Matters: Ingestion of Relatively Large Microplastics
Contaminated with Environmental Pollutants Posed Little Risk for Fish Health and Fillet Quality,” Environ. Sci. Technol., vol. 52,
no. 24, pp. 14381-14391, Dec. 2018, doi: 10.1021/acs.est.8b04849.

[ E. Kelpsiene, M. T. Ekvall, M. Lundqvist, 0. Torstensson, J. Hua, and T. Cedervall, “Review of ecotoxicological studies of widely
used polystyrene nanoparticles,” Environ. Sci. Process. Impacts, vol. 24, no. |, pp. 8-16, 2022, doi: 10.1039/D1EM00375E.

(4] J.-H. Kim, Y.-B. Yu, and J.-H. Choi, “Toxic effects on bioaccumulation, hematological parameters, oxidative stress, immune
responses and neurotoxicity in fish exposed to microplastics: A review,” J. Hazard. Mater., vol. 413, p. 125423, Jul. 2021, doi:
10.1016/j.jhazmat.2021.125423.

5] B. Jovanovi¢, K. Go6kdag, 0. Gliven, Y. Emre, E. M. Whitley, and A. E. Kideys, “Virgin microplastics are not causing imminent harm to
fish after dietary exposure,” Mar. Pollut. Bull., vol. 130, pp. 123-13], May 2018, doi: 10.1016/j.marpolbul.2018.03.016.
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B.2. FIGHT FOR SURVIVAL: CASE STUDY OF THREATENED FUNGUS
SARCOSOMA GLOBOSUM
Eglé Vabuolé, Sigitas Juzénas, Ernestas Kutorga

Institute of Biosciences, Life Sciences Center, Vilnius University, Lithuania
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The soil saprotrophic fungi are strongly affected by natural and anthropogenic forest disturbances. The
most important natural disturbance factors affecting Norway spruce (Picea abies) are fires, drought, wind
storms and pathogens such as spruce bark beetle Ips typographus, fungus Heterobasidion annosum and
the fungi of the genus Armillaria. Saprotrophic fungal communities respond differently to various forest
management practices, e.g., clear-cutting, salvage logging or thinning. Increased soil temperature and ex-
posure to sunlight, associated with reduced canopy projection cover, negatively affect the diversity of sap-
rotrophic fungal species [1].

The saprotrophic macromycete Sarcosoma globosum (Pezizales, Ascomycota) produce large round
gelatinous fruit-bodies on needle litter in spruce dominated forests mainly in early spring. It can live in only
a restrictive range of habitats and is considered an indicator species of primeval and old-growth spruce
forests.

S. globosum is very rare in North Europe and in Central-European mountains. Also known from Asian taiga zone
and eastern parts of North America [2]. The decrease of its frequency occurred in the 20th century in many
European countries. In Lithuania, S. globosum was not recorded more than four decades, and in the begin-
ning of 21st century was evaluated as possibly extinct species. In contrast, an increase of sites is reported for
the last decades in Finland, Russia and the Baltic states. The species has been included in the IUCN Red List
of Threatened Species since the year 2015 (category Near Threatened) [3]. S. globosum has been protected
in Lithuania since 1992 and in 2010 it was included in the list of strictly protected species in Lithuania.

The aim of our investigation was to assess the present conditions and situation of S. globosum habitats
and to discuss the threats to fungal populations in Lithuania. We examined the diversity of habitats, various
soiland tree stand characteristics, forest management activities and natural disturbances in all known fun-
gus localities (43 sites in 28 localities) in Lithuania.

Our observations indicate that a large proportion of S. globosum sites are located in young Norway spruce
stands: 25.6 % of the fungus sites were assigned to the age classes from 20 to 50 years. The youngest forest
in which S. globosum has been recorded it was 27 year-old spruce plantation. Majority of S. globosum growth
sites are situated in older forests: 16.3% - in forests from 51 to 70 years old, and 58.1% - in forests over 71
years old. A total of 3 habitat types (according EUNIS habitat classification) have been identified at the fungus
sites: Boreo- nemoral bilberry western spruce taiga (51.1 %), Continental tall-herb western spruce taiga (25.6
%), and Native fir, spruce, larch, cedar plantations (23.3 %). P. abies was present in the tree layer of all sites.
In 4 sites S. globosum was fruiting in spruce monocultures, which were planted on ploughed soil. The com-
puted value of stand density index (SDI) varied from 231.5 t0 1573.9, and the stand basal area (ba) values varied
from 11.4 m2/ha to 468.8 m2/ha. The lowest SDI and ba values were estimated for the Paliliniskis forest,
where salvage logging was carried out in 2022. The assessment of disturbances in S. globosum habitats
showed that, in some cases, the fungus can survive forest management practices, such as salvage logging
and thinning.

[]] Tomao A, Bonet J. A, Castafio C. & de-Miguel S. (2020). How does forest management affect fungal diversity and community composi-
tion? Current knowledge and future perspectives for the conservation of forest fungi. Forest Ecology and Management, 457:117678.

[2] Fraiture A. & Otto P. (eds.) (2015). Distribution, ecology and status of 51 macromycetes in Europe. Results of the ECCF Mapping
Programme. Scripta Botanica Belgica, 53. - Meise.

[3] Dahlberg A. (2015). Sarcosoma globosum. The IUCN Red List of Threatened Species 2015:
e.T58515314A58515381. https://dx.doi.org/10.2305/IUCN.UK.2015-4.RLTS.T58515314A58515381.en. Accessed on 21 March 2023.
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B.3. DIAPORTHE SPP. GROWTH INHIBITION BY ENDOPHYTIC BACTERIA

Simona Jaselilnaité', Dovilé Tepukoit? Daiva Burokiené?

ILife Sciences Centre, Vilnius University, Vilnius, Lithuania
Plant Pathology Laboratory, Botanical Institute, Nature Research Centre, Vilnius, Lithuania
simona.jaseliunaite@gmec.stud.vu.lt

Fungi of the genus Diaporthe Nitsche (1870) have been identified as important plant pathogens causing
large economic losses. These phytopathogens have a wide range of plant hosts and are found on plants and their
living parts. Fungi of the genus Diaporthe clog the water vessels of the plants, damage the cells, and cause
various symptoms as stem blight, dieback, canker. Diaporthe vacciniiis even included in the European Union's
A2 list of quarantine pests.

The increasing resistance of fungi to fungicides has led to efforts to control these pathogens through
biocontrol. The most common methods of controlling the spread of pathogenic fungi are the use of bacterial
cultures or their secondary metabolites. Bacteria with an antagonistic effect on fungi can inhibit the growth of
pathogens.

In order to control the spread of pathogens, it is essential to investigate the antagonistic relationship
between bacterial isolates of the genera Pseudomonas, Bacillus, Paenibacillus and fungal isolates of the genus
Diaporthe. In the present study, a double culture approach [1] was used to select the bacteria with the strongest
inhibitory effect. Once the most antagonistically active bacteria were selected, their antimicrobial efficacy was
tested by agar diffusion [2].

Using the double culture method, 76 antagonistic reactions between isolates of the genus Diaporthe and
bacteria were selected out of 130 possible antagonistic reactions (Fig. 1). The inhibitory effect of the selected
bacterial isolates was calculated. The inhibitory effect of the bacterial isolate AP6.1A ranged from 61 % to 87 %
and the inhibitory effect of the isolate AP489B ranged from 53 % to 86 %. No inhibitory effect on the test fungi
was detected for the metabolites of the secondary bacterial isolates using the agar diffusion method.

Figure 1. Antagonistic effect of bacterial isolate AP6.1A on the growth of fungal isolate FB316. A growth of the
fungal isolate FB316 without the influence of bacterial isolate AP6.1A (control). B inhibitory effect of bacterial
isolate AP6.1A on the growth of fungal isolate FB316 (fungal isolate in the middle and bacterial streaks on the left
and right side).

[1] Fokkema, N.J. (1978). Fungal antagonism in the phyllosphere. Ann Appl Biol 89, 115-117.
[2] FinnR. (1959). Theory of Agar Diffusion Methods for Bioassay. Analytical Chemistry - ANAL CHEM. 31.
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B.4. DIVERSITY OF ENDOPHYTIC FUNGI ON INTRODUCED PLANTS

Kamilé Bukénaité' Dovilé Tepukoit?, Daiva Burokiené?

'Life Science Center, Vilnius University, Lithuania
Z|_aboratory of Plant Pathology, Nature Research Centre, Lithuania
daiva.burokiene@gamtc.lt

The increased international trade of plants and plant material has led to concerns about the potential
damage of imported plants to native plant species. Thus, much attention is now being paid to the study of
potentiallyinvasive plants, but the risk of microorganisms arriving with these plantsis often not assessed.
One of the main reasons for biodiversity loss is invasive pathogens, and endangered plant species are
especially vulnerable to these microbes. In addition, the spread could have significant economic conse-
quences such as a decreased quality of the plant or plant product may limit it is exportability.

Endophytic fungi are known for their capability to improve host plant growth and provide protection
against phytopathogens. Although, fungal endophytes colonizing healthy plant tissues may also switch to
the pathogenic mode when the host is under stress. To date, few studies have been conducted in Lithuania
to investigate which genera or species of invasive fungi may be potentially dangerous to native phytodiversity.

The aim of the study is to identify endophytic fungi on non-native plants.

Plant material for the study was collected from the Kairénai Botanical Garden of Vilnius University.
Samples were collected from total of 32 plants belonging to Rhododendron L, Pinus L, Quercus L, Fagus L,
and Pieris D. Don genera. A total of 558 fungal isolates were obtained from needles, twigs, leaves, buds and
soil samples.

The classification of the isolated fungi was carried out based on the main microscopic and macro-
scopic phenotypic characteristics, such as the color, shape and size of colonies, hyphae and spores. Molec-
ular characterization is planned in the future. The cetyltrimethylammonium bromide (CTAB) method will
be used to extract genomic DNA. For molecular identification of the isolates, the internal transcribed spacer
(ITS) region will be used. ITS region amplification will be performed by polymerase chain reaction (PCR) using
the ITS1/ITS4 primer pair [1]. In order to demonstrate the pathogenicity of the fungal isolates according to
Koch's postulates, a pathogenicity test will be carried out.

[1] White TJ, Bruns T, Lee S, Taylor J. Amplification and direct sequencing of fungal ribosomal RNA genes for
phylogenetics. In PCR protocols a guide to methods and applications, 315-322. Academic Press, San Diego.1990.

80


mailto:daiva.burokiene@gamtc.lt

B.5. COMPARISON OF LEAFLET SHAPE VARIATION IN TWO SPECIES OF
AGRIMONIA (ROSACEAE) USING GEOMETRIC MORPHOMETRICS

Mantas Lisajevicius' Radvilé Rimgailé-Voicik

lInstitute of Biosciences, Life Sciences Center, Vilnius University, Lithuania
mantas.lisajevicius@gmail.com

Geometric morphometrics can be defined as quantitative study of shape distinguished by preserving the shape of
the object in question by means of landmarks or an outline. Despite the opportunities offered bycurrent molecular meth-
ods, quantitative analysis of morphological features remains as a key component in classifying plants and artificial intel-
ligence techniques are increasingly used for the task [1]. The main issue with analysing biological objects is that their
shape and size are not consistent with how we interpret “perfect” symmetry. This is especially prominentin the plant
kingdom where hybridization and changes intraits are highly prevalent. Also, different environmental conditions can
account for allometry. The method of landmark-based geometric morphometrics is especially helpful when analysing
compound leaves and can be complementary to other scientific research methods [2].

Agrimonia L. plants are perennial herbs mostly researched due to their pharmaceutical value. The genus is
alsoimportant for researching evolutionary events as various cytotypes and different levels of polyploidy have been
reported [3]. Three species of the genus Agrimonia are present in Lithuania: A. eupatoriaL., A. pilosa Ledeb., and A.
procera Wallr. Lithuania is along the westernmost border of the natural geographical range of A. pilosa. Previ-
ously, plasticity of A. eupatoria and A. pilosa had been researched and showed highly reduced active plasticity in mar-
ginal areas of species range. It is known that A. eupatoria can exhibit more active plasticity than A. pilosa. In addition,
phenotypic plasticity can be influenced by light availability in the environment. The resulting changes in shoot and leaf
morphology can be caused by either allometric dependence on the entire plant size (passive plasticity) or certain attrib-
utes associated with plant development (active plasticity) [4].

The aim of this study is to apply landmark-based geometric morphometric methods in order to analyseapical
leaflets from the three middlemost compound leaves per individual plant in selected species: A. eupatoria and A.
pilosa. Preliminary results of quantitative analysis indicate that the variability of morphological traits found in
plants growing in a shaded environment is different than that found in plants inwell-lit areas. In addition, differences
between fresh and herbarized material were detected. This study provides a foundation to further hypothesise pos-
sible explanations for developmental variation of leaves in both species of Agrimonia.

[1] Yigit, E., Sabanci, K., Toktas, A., Kayabasi, A. (2019). A study on visual features of leaves in plant identification using artificial
intelligence techniques. Computers and Electronics in Agriculture, 156, 369-377.

[2] Viscosi, V., Cardini, A., (2011). Leaf Morphology, Taxonomy and Geometric Morphometrics: A Simplified Protocol for Beginners. PLoS
ONE, 6(10), e25630.

[3] Kumar,s., Jeelani,S. M, Rani,S., Kumari, S., Gupta, R. C. (2011). Exploration of Intraspecific Cytomorphological Diversity in Agrimonia
eupatorial. (Rosaceae) from Western Himalayas, India. Cytologia, 76(1), 81-88.

[4] Magi, M., Semchenko, M., Kalamees, R., Zobel, K. (2010). Limited phenotypic plasticity in range-edge populations: a comparison of
co-occurring populations of two Agrimonia species with different geographical distributions. Plant Biology, 13, 177-184.
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B.6. INFLUENCE OF DIFFERENT SUBSTRATES ON OVIPOSITION OF
TENEBRIO MOLITOR

Gabrielé Bumbulyté, Vincas Buda
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Vilnius, Lithuania
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Ina human's diet, insects could partially replace animal meat as they are very nutritious, reproduceand grow
fast, mass rearing generates less pollutants compare to those produced in animal farms. Mealworms (7enebrio
molitor L.) are easy to cultivate, have a relatively large biomass increase, and are great sources of proteins. For
insect breeders, it is essential to reduce the cost of production. Stimulation of egg-laying would be beneficial for re-
production increase. Assuming that females lay more eggs in a moresuitable substrate than in a less suitable one,
we analyzed if chemosensory cues perceived by antennae could influence oviposition The following three tests
were performed:

o Intact gravid females were allowed to lay their eggs in wheat flour;
¢ Females with removed antennae were allowed to lay eggs in wheat flour;
o Females with both antennae were allowed to lay eggs in quartz sand.

It was found that chemosensors on antennae do not influence egg laying activity - there was no statistically
significant difference between the number of eggs laid by females either with intact or removed antennae (survival after
surgery was not altered during 30-day period, while the duration of the test was 5days). However, females differen-
tiate the substrate for oviposition: there was a statistically significant difference between the number of laid eggs in
flour and sand. Further research is needed to reveal chemical cues involved in oviposition of 7. molitor females.

82


mailto:gabriele.bumbulyte@gamtc.lt

B.7. CAN DAILY COLLECTION OF INVASIVE SLUGS IN SUMMER SAVE
LITHUANIA FROM AN INVASION?

Kasparas Japertas/, Grita Skujiené'
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Spanish slug (Arion vulgaris Moquin-Tandon, 1855) is a rapidly spreading invasive species in Europe,
causing significant ecological and economic damage [1]. The main impact on biodiversity noted by scientists
has been the decline in numbers and disappearance of local slugs in areas where A. vulgarisis abundant
and invasive due to hybridization with local species [2]. In 2013, this slug was first recorded in Lithuania
and in 2016 was added to the list of invasive species [3].

Good resistance to high and low temperatures, the ability to mate with other species and dietary flex-
ibility helps the species to establish itself in new environments. To date, there are no standardized means of
population control for A. vulgaris. No natural enemies have yet been shown to substantially reduce the pop-
ulations of these slugs. The most popular control measure in Lithuania is hand-picking of the slugs and killing
them with salt, although chemical control using ferric phosphate is available. Previous studies in VU labora-
tories [4] revealed that chemical control is not always effective enough, so the novelty of this work is that
the newly approved molluscicide (containing ferric phosphate) in Lithuania was tested. Due to the fact that
the majority of research is in a laboratory setting, lack of information about the possible impact of different
weather or climate conditions makes it difficult for regular citizens to help in the fight against the invasive
species, considering chemical use may be more effective.

This research was carried out in the Municipality of Palanga (Lithuania) during 2022 July-August. Two
plots of land close to each other and similar geographic conditions, with recent A. vulgaris invasions affecting
them were chosen - one for daily hand-picking, one - for molluscicide use.

We have found that collection by hand doesn’t have a noticeable effect on the structure of the slug
population whereas the molluscicide reliably reduced the average slug weight. Molluscicide use was faster,
required lessmwork and was more effective at reducing the numbers and possible killing of slugs (Fig. 1).
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Figure 1. Abundance of invasive slugs (ind./m?+ SD) before and after appllcatlon of molluscicide.

This research also showed that although rain and high temperatures had an effect on the average number of
collected slugs, there were undeniable differences between hand-picking and chemical use effectiveness.

In conclusion, daily collection of slugs in summer can't save Lithuania from the invasion. However,
application timing of molluscicide should be taken into consideration too: people usually use itin the middle
of summer when they see large breeding slugs, so research will continue this year to evaluate the effective-
ness of the product according to the professional recommendations, applying the molluscicide in early
spring.

Acknowledgments: Part of the study was supported by grants from the BASF SE (Germany) and the Vilnius University (Lithuania) R&D Service Agree-
ment No (1.57) 15600-INS-43.

[1] Slotsbo (2014): NOBANIS - Invasive Alien Species Fact Sheet -Arion lusitanicus. - From: Online Database of the European Network
on Invasive Alien Species - NOBANIS www.nobanis.org

[2] Zemanova, M. A, Knop, E., Heckel, G., 2017. Introgressive replacement of natives by invading Arion pest slugs.Scientific Reports, 7(1)
14908.

[3] https//e-seimas.lrs.lt/portal/legalAct/lt/TAD/TAIS.239692/asr

[4] Adomaitis M, Skujiené G, Radinskas P. Reducing the Application Rate of Molluscicide Pellets for the Invasive Spanish Slug,
Arion vulgaris. Insects. 2022 Mar 17;13(3):301. doi: 10.3390/insects13030301. PMID: 35323599; PMCID: PMC8955816.
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B.8. EFFECTS OF QUANTUM DOTS ON BROWN TROUT
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Quantum dots (QDs) are a type of engineered nanoscale particles composed of a small number of atoms,
possessing exceptional optical, electrical, and catalytic properties, which make them popular in fields such as
biological imaging, electronics, solar power, and electrochemical sensing [1]. However, the increasing use and
release of QDs into the environment has raised concerns about their impact on the environment and human
health. Improper disposal or breakdown of QDs can result in the release of heavy metals into the environment,
which can accumulate in fish tissues and lead to negative effects on fish populations. In addition, the use of QDs
in various applications can increase their presence in the environment, highlighting the need for research to
understand their environmental impact and develop effective strategies to mitigate potential harm. QDs can
accumulate in the food chain and potentially harm aquatic life, such as fish, mollusks, and algae [2]. Metallothi-
onein (MTs) are among the few biomarkers of oxidative stress and can be used to assess the effects of QDs on
fish and other aquatic organisms [3]. MTs are small, cysteine-rich proteins that regulate metal levels, including
cell growth and division, and serve as biomarkers of exposure to heavy metals and other toxicants [4]. MTs have
a strong affinity for heavy metals and bind to foreign heavy metals to protect against toxicity [5]. When attached
to necessary heavy metals such as copper and zinc, MTs control cell growth and division and defend against
oxidative stress [6]. They also regulate the balance of zinc and copper within cells, which is important for cell
division and differentiation, and act as antioxidants against free radicals and oxidative stress caused by muta-
gens, radiation, and antineoplastic drugs [7]. This ability to bind heavy metals makes MTs a reliable indicator of
exposure to heavy metals and other toxicants and a means of assessing potential harm from exposure.

The aim of this study is to determine the level of MTs in the liver of brown trout after exposure to QDs. The
MTs level was measured through a colorimetric method, using Ellman's reagent. The obtained results showed
no significant change in MTs level as a result of exposure to QDs compared to the control group, but showed an
increase in MTs level during exposure time. Studying the effects of QDs on aquatic organisms and their environ-
ment is important to ensure their safe and sustainable use and to inform risk assessments, environmental
policies, and regulatory measures. Additionally, understanding the impact of QDs on organisms and the envi-
ronment could improve the safety and sustainability of industries that rely on them and protect human health
and the environment.

Acknowledgements: This research was funded by the Research Council of Lithuania (Project registration
No. MIP-23-95).

[1 Liu, Q. Ding, X., Pang, Y., Cao, Y., Lei, J., Wu, J., & Zhang, T. (2022). New insights into the safety assessment of quantum dots: potential
release pathways, environmental transformations, and health risks. Environmental Science: Nano.

[2] Hardman, R.. (2006). A toxicologic review of quantum dots: toxicity depends on physicochemical and environmental factors. Environmental
health perspectives, 114(2), 165-172.

[3] Libralato, G., Galdiero, E., Falanga, A., Carotenuto, R., de Alteriis, E., & Guida, M. (2017). Toxicity Effects of Functionalized Quantum Dots,
Gold and Polystyrene Nanoparticles on Target Aquatic Biological Models: A Review. Molecules, 22(9), 1439.

[4] Thirumoorthy, N., Manisenthil Kumar, K. T., Shyam Sundar, A., Panayappan, L., & Chatterjee, M. (2007). Metallothionein: an overview. World
journal of gastroenterology, 13(7), 993-996.

[5] Klaassen, C. D., Liu, J., & Diwan, B. A. (2009). Metallothionein protection of cadmium toxicity. Toxicology and applied pharmacology, 238(3),
215-220.

[6] Kumari, M. V., Hiramatsu, M., & Ebadi, M. (1998). Free radical scavenging actions of metallothionein isoforms | and Il. Free radical research,
29(2), 93-101.

[7] Si, M., & Lang, J. (2018). The roles of metallothioneins in carcinogenesis. Journal of hematology & oncology, 11(1), 1-20.
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B.9. IMPACT OF UV LIGHT ON TOXICITY AND DEGRADATION OF ACTIVE
SUBSTANCE THIAMETOXAM IN NEONICOTINOID PESTICIDE ACTARA
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Pesticide overuse is a modern-day agriculture problem, which may cause significant damage to natural
ecosystems, and it poses a threat to human health. One of the most widely used classes of insecticides are
neonicotinoids [1]. These pesticides are neurotoxins which are used for leaf and tree trunk treatment, coating
plant seeds or for spraying onto soil directly in order to control pests [2]. One of the biggest concerns of
pesticide use is their effect on non-target organisms. High water solubility of neonicotinoids also contributes
to its harmful impact, since pesticide which was directly sprayed onto soil, can be dissolved in runoff water
and transferred to surface water bodies and can negatively affect the diversity of aquatic organisms. It is
known that neonicotinoid thiamethoxam can undergo photodegradation [3]. However, there is a lack of data
on the rate of this process speed and the toxicity of its byproducts.

The objective of this research was to study the impact of UV light on the toxicity of thiamethoxam based
neonicotinoid pesticide Actara WG 25 to model biotest organism Vibrio fischeriand on levels of thiamethoxam
degradation. Commercially available pesticide Actara WG 25 was exposed to UV light for different periods of
time (10, 30 and 60 min). The toxic effects of untreated and UV treated pesticide samples were determined
using bacteria Vibrio fischeribioluminescence inhibition test. The comparison of medium effective concen-
trations (ECso) of untreated (ECso= 45.52 mg/L) Actara WG 25 and treated with UV light for 10 min showed that
after 10 min exposure time, toxicity of pesticide was reduced more than twice (ECso = 100.23 mg/L). When UV
exposure time was increased up to 30, and up to 60 min, the effect to bioluminescence did not change signif-
icantly (ECso=109.21 mg/L; ECso=114.50 mg/L). Using fluorescent detection method, the impact of UV treatment
to the degradation of Actara’s WG 25 active ingredient thiamethoxam was evaluated.After conducting com-
parative analysis of UV treated and untreated Actara WG 25 suspension fluorescence spectrum under the
excitation of 230 nm, it was determined that in all cases the highest peak was detected at 312 nm. When time
of UV treatment was increased, the intensity of fluorescence at this wavelength was correspondingly re-
duced. Based on the obtained results it was concluded that UV treatment reduces toxic effect and the con-
centration of the active ingredient thiamethoxam in pesticide Actara WG 25.

[l Morrissey, C. A, Mineau, P, Devries, J. H., Sanchez-Bayo, F,, Liess, M., Cavallaro, M. C., & Liber, K., 2015. Neonicotinoid contamination
of global surface waters and associated risk to aquatic invertebrates: a review. Environment international, 74, 291-303.

[ Jeschke, P., Moriya, K., Lantzsch, R., Seifert, H., Lindner, W., Jelich, K., Gohrt, A, Beck, M.E., Etzel, W., 2001. Thiacloprid (Bay YRC 2894)- A
new member of the chloronicotinyl insecticide (CNI) family. Pflanzenschutz nachrichten-bayer-english edition, 54, 147-160.

[} Li,Y.,LiY.,Liu, Y., Ward, T. J., 2018. Photodegradation of clothianidin and thiamethoxam in agricultural soils. Environmental Science
and Pollution Research, 25, 31318 -31325.
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Sarcocystis are intracellular protozoan food-borne parasites that can pose a threat to animal and
human health [1]. Due to significant economic, medical, and veterinary impacts, sarcocystosis is an important public
health problem worldwide [2]. However, there is a lack of information on Sarcocystis spp. infection in livestock
farms. To date, the prevalence of Sarcocystis infection was mainly studied by analyzing animal carcass.
Therefore, the aim of this study was to determine the prevalence of Sarcocystis parasites infecting livestock
from environmental samples in Lithuania using a molecular-based method.

Samples of water, hay, and soil were collected from 10 livestock farms in Lithuania during the summerof
2022. Water samples were concentrated directly using the filtration method [3], while hay samples were
washed in a 1L glass beaker before filtration. Concentrated water and hay samples were used for gDNA
isolation, meanwhile, soil samples were used for direct gDNA extraction. Sarcocystis parasites were iden-
tified using nested PCR targeting cox/ gene. Primer pairs suitable for the identification of S. cruz;,

S. bovifelis, S. arieticanis, S. tenella, S. capracanis, S. bertrami, and S. miescheriana were selected [4]. Based
on molecular methods, Sarcocystis spp. DNAs were detected in all investigated farms.

Comparing the prevalence of Sarcocystis species in different types of environmental samples, the highest
occurrence rate was found in the hay (43%) and water (40%) samples. The lowest number of Sarcocystis
parasites were detected in samples from soil (31%), which may have been due to the relatively small amountof
the tested soil sample. S. cruzi (70%) infecting cattle has been identified as the most common species inhay
samples. A high infection rate was also determined for S. fenella (50%) pathogenic to sheep and

S. bertrami (50%) infecting horses. The distribution of species in water samples was quite similar, e.g., high
detection rate (60%) was estimated for S. cruziand S. arieticanis, meanwhile, moderate detection frequency (40%)
was established for S. fenella S. bertrami S. miescheriana The highest contamination in the soil samples
was determined by S. bertami (60%) and S. arieticanis (50%) species parasites, while identificationrates of
other species exceeded10—30%. Comparing the prevalence inindividual farms, Sarcocystis spp. were detected
in all 3 types of environmental samples (water, hay, soil) in é out of 10 farms. Meantime, in two farms Sarcocystis
were identified only in water and hay samples, and in one farm only in hay and soil samples. Usually, five
(40%) or six (30%) different species were identified in individual farm, rarely three (20%) or seven (10%) species.
To conclude, the most common Sarcocystis species in livestock farms in Lithuania were

S. cruzi (53%), S. arieticanis (50%), and S. bertrami (50%).

This study is the first to analyze the prevalence of Sarcocystis spp. in different environmental sources
(water, hay, soil). The prevalence of the analyzed Sarcocystis species did not vary significantly between
different types of examined environmental samples. It can be concluded that domestic animals have an equal
chance of becoming infected with Sarcocystis parasites regardless of environmental source.

This work was funded by the Research Council of Lithuania (grant number S-MIP-23-7).

[1] Rosenthal B. M. (2021). Zoonotic Sarcocystis. Research in veterinary science, 136, 151-157.

[2] Gareh, A, Soliman, M., Saleh, A. A, El-Gohary, F. A, El-Sherbiny, H. M. M., Mohamed, R. H., & Elmahallawy, E. K. (2020).
Epidemiological and Histopathological Investigation of Sarcocystis spp. in Slaughtered Dromedary Camels (Camelus dromedarius) in
Egypt. Veterinary sciences, 7(4), 162.

[3] Strazdaite-Zieliené, Z., Baranauskaité, A., Butkauskas, D., Servieng, E., & Prakas, P. (2022). Molecular Identification of Parasitic
Protozoa Sarcocystis in Water Samples. Veterinary Sciences, 9(8), 412.

[4] Baranauskaité, A., Strazdaité-Zieliené, Z., Servieng, E., Butkauskas, D., & Prakas, P. (2022). Molecular Identification of Protozoan
Sarcocystis in Different Types of Water Bodies in Lithuania. Life, 13(1), 51
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Polystyrene is a valuable material, widely used for insulation or packaging. Driven by the many applica-
tions, global demand for the polystyrene is high: in the 2020 it had reached nearly 18.6 million metric tons. By
2026 the demand is expected to reach 20.8 million metric tons [1]. In most cases polystyrene packaging is
used only once, later it becomes a pollutant. The biggest problem with polystyrene is that it does not
degrade easily and stays in the environment from decades to centuries, or even longer, if it is not exposed to
the sunlight [2] or mechanical abrasion. Growing public awareness and amounts of nondegradable waste
leads to the search of novel ways of disposal. One of such ways could employ insects, as some of them
have been observed to possess plastic eating behaviour. Among those -T7enebrio molitor (L.) [3] and
Zophobas morio (F.) [4]. The aim of this study is to determine whether polystyrene consumption affects 7e-
nebrio molitor and Zophobas morio survival and fitness. The experiment consisted of two treatment groups
and two control groups. First treatment group had been fed oatmeal supplemented with dry yeast and poly-
styrene. Second treatment group was fed with polystyrene only. Yeast supplemented oatmeal diet was fed to
the first control and the second control was not given any food. Experiment was conducted for twenty days.
Dead larvae were counted, and the weight of alive ones was measured every two to four days. The data
has shown that the mortality rate of the larvae of both species does not depend on the chosen diet. The
findings show that polystyrene consumption is not lethal for either of insects (7enebrio molitor \arvae sur-
vival rate was 100%, Zophobas moriolarvae survival rate was 98.33%) and it does not have an effect on their
fithess. Zophobas moriois more effective at consuming polystyrene than 7enebrio molitor. When larvae were
fed with polystyrene only, Zophobas moriolarvae consumed almost twice as much polystyrene as 7. molitor.

[1] Global polystyrene market report, (2022). Global Polystyrene Market: By Applications: Packaging and One-Time Use, Consumer and
Institutional, Electrical and Electronic, Building and Construction, Resellers and Others; Regional Analysis; Historical Market and Fore-
cast (2018-2028); Market Dynamics: SWOT Analysis; Competitive Landscape; Industry Events and Developments https://www.expertmar-
ketresearch.com/reports/polystyrene-market

[2] Ward, C. P., Armstrong, C. J., Walsh, A. N., Jackson, J. H., & Reddy, C. M. (2019). Sunlight converts polystyrene to carbon dioxide and
dissolved organic carbon. Environmental science & technology letters, 6(11), 669-674.

[3] Yang, Y., Yang, J., Wu, W. M,, Zhao, J., Song, Y., Gao, L., ... & Jiang, L. (2015). Biodegradation and mineralization of polystyrene by plastic-
eating mealworms: Part 1. Chemical and physical characterization and isotopic tests. Environmental science & technology, 49(20), 12080-
12086.

[4] Yang, S.S., & Wu, W. M. (2020). Biodegradation of plastics in Tenebrio genus (mealworms). Microplastics in Terrestrial Environments:
Emerging Contaminants and Major Challenges, 385-422.
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Xylotrophic fungi occupy an important niche in ecosystems by degrading various wood polyphenolic
molecules, polysaccharides and other compounds. For these processes, the fungi commonly use extracel-
lular enzymes, which, depending on the type of wood and the relative degradation rate of the polymers, lead
to either white or brown rot. Understanding the processes by which these phenomena occur can not only
help to appreciate the delicate energy transactions of ecosystems, but also help in maintaining the quality
of man-made wooden structures and help the similar enzyme employing paper, beverage, pharmacology,
and other industries.

The aim of this work is to quantitively evaluate the wood biodegrading capabilities of three fungi
species - Flammulina velutjpes, Fomitopsis pinicola and Trametes versicolor. This is accomplished by
assessing the difference of dry mass between fresh, and fungal enzyme affected standardized wood blocks,
in vitro. The dry mass value is established by drying the wood blocks at 65 °C temperature, followed by
individually weighing them 3-4 times until the mass value stabilizes.

Pure fungal cultures were obtained from naturally occurring xylotrophic fungi sporophores, according
to P. Stamets (1983) methodology [1]. 13-day old pure culture mycelium in MEA medium was used.

Standardized wood material was prepared according to the methodology of Zvyagintsev et al. [2]. Wood
was acquired from 11 native tree genera - Acer, Betula, Fraxinus, Larix, Picea, Pinus, Populus Quercus, Salix,
Tilia, and Ulmus, The wood of tree genus Enfandrophragma was acquired commercially, as it is non-
native to Europe, but widely used locally for furnishing and decoration.

The experiment was conducted in MEA medium by following a particular design: in the middle of a Petri
dish lay a 10 mm diameter disc of mycelium and around it symmetrically lay 4 sterile standardized wood
blocks. 3 Petri dishes, representing 3 replications, were used for each tree genera wood - a total of 12 specific
wood blocks for each of the 3 fungi species tested. In total, 456 wood blocks were included in the study.

Once 40 days had passed after full wood block colonization by the mycelium, they were taken out,
carefully cleaned, dried, and weighed according to the previously described method. The mass difference
was assessed. This routine will be repeated, accordingly, 80 and 120 days after wood colonization by the
fungi.

After 40 days, F. velutipes had induced the most mass loss in wood of Quercusand Acer (9,75 %), and
the least in Picea wood (2.05 %). F. pinicola had the biggest effect on the wood of Quercus (7.6 %) and T.
versicolorinduced the greatest mass loss in Acerwood (11.62 %).

This work will be supplemented by a qualitative evaluation of the three fungi species’ oxidase-type
enzyme activity, according to the reagent-based methodology of Gramss et al. (1998) [3].

[1] Stamets, P., & Chilton, J. S. (1983). The mushroom cultivator. First Washington.

[2] Zvyagintsev, V. B., Novik, I. A. (2003). Derevorazrusajuséiaja sposobnostj vidov Armillaria // Trudy BGTU. Ser. 1. Lesnoe

khoziaistvo. Vyp. XI. S. 291-293.

[3] Gramss, G., Giinther, T., Fritsche, W. (1998). Spot tests for oxidative enzymes in ectomycorrhizal, wood-, and litter decaying fungi.
Mycological Research, 102(1), pp. 67-172.

88


mailto:teofilis.petrosevicius@gmc.stud.vu.lt

B.13. ANALYSIS OF THE DEPOSIT SYSTEM IN LITHUANIA AND
ASSESSMENT OF DEVELOPMENT OPPORTUNITIES

Vaida Paliuliené'

! Centre of Life Sciences, University of Vilnius
vaida.paliuliene@gmc.vu.lt

Continuous human consumption leads to the generation of waste, which is mostly landfilled [1]. People's
consumption behaviour is a key parameter of environmental pollution [2]. In Europe, 10% of waste is reused [3].
The landfill system is one of the solutions to develop the circular economy and improve the sustainability of the
system, as it focuses on the reduction, reuse and recycling of its elements [4]. The problematic question is how
would the public react to an extended deposit system in Lithuania?

The aim of this Master's thesis is to analyse the deposit system in Lithuania and to assess the possibilities
for its expansion. The objectives of the thesis are: to show the relation of the deposit system to the circular
economy; to identify the deposit systems in the European Union countries and the concept of the deposit system
in Lithuania; to analyse the amounts of recyclables collected in Lithuania after the introduction of the deposit
system; to find out the opinion of the population on the deposit system and to compare the differences in opinion
between different groups of the population; to assess the opinion of experts on the deposit system.

Scientific literature was analysed and used to design the questionnaire and interview questions. Data
analysis was used to find out the number of collections of plastic, glass and metal packaging following the
introduction of the deposit system. A questionnaire survey was carried out in 2022 and 202 questionnaires were
collected. In the same year, interviews with four experts were conducted. MS Excel and PAST were used to
process the data obtained. The results of the interviews are divided into categories with sub-categories based
on the experts' statements. A SWOT analysis was drawn up from the data obtained.

The aim of the deposit system is to prevent waste from being dumped in landfills but to reuse it. The
disposal system is about reducing pollution, saving energy and raw material resources and economic benefits
due to the cost of producing the product. In Lithuania, a deposit system is used for used beverage packaging,
where consumers pay a deposit fee for the packaging and reclaim their fee when they return it to certain col-
lection points. There is no common deposit rate and labeling system in the EU countries, nor is there a common
capacity for collection. The amount of recyclables collected in Lithuania is increasing year on year, reducing the
negative impact on the environment. The majority of respondents and experts are positive about the deposit
system and the potential for its development, as it is efficient, the amount of waste collected is recycled, and the
culture of waste is improving. More education is needed to achieve acceptance by consumers, producers, traders
and importers. Women, respondents who return the deposit themselves and residents with knowledge of waste
management are more positive about the deposit system and its development.

[1] sakalaviius J., Bruzgis K., Ali$auskaité-Segkieneé I, Vaitkevi¢iené A., Makauskas A., Ivanovas V. (2019). Uzstato uz vienkartines pakuotes
sistemos plétros sgnaudy-naudos analizé: galutiné ataskaita. Vilnius: UAB ,Eurointegracijos projektai*.

[2] Zhou G., Gu Y., Wu Y,, Gong Y., Mu X,, Han H., Chang T. (2020). A systematic review of the deposit-refund system for beverage packaging:
Operating mode, key parameter and development trend. J. Clean. Prod., 251: 119660. 26.

[3] European Environment Agency - EEA. (2019). Paving the way for a circular economy, Insights on status and potential. Luxembourg:
Publications Office of the European Union.

[4] Fellner, J., Laner, D., Warrings, R., Schustereder, K., & Lederer, J. (2018). Potential Impacts of the EU circular economy package on the
utilization of secondary resources. Detritus, 2 (16).
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Endophytic fungi are associated with almost all plants in natural ecosystems. Fungi are common
inperennial grasses and may be specific to a particular host plant. Different endophytic fungi can be detected
in the host plant, and the actual number may vary up to dozens. A number of studies have been conducted
to identify and analyze the influence of endophytes on the host plant, but there is no data on endophytic
fungi in the root system of Festuca gigantea (Poaceae). F. gigantea is a perennial grass common in
woodlands, preferring shady places. The aim of this study was to identify and determine the frequency of
endophytic fungi in the roots of F. gigantea by examining plant samples from Vingis park in Vilnius. We
calculated the frequency of endophytic fungi in cytological root specimens by staining them with Trypan
Blue (0.025%). Endophyte fungi were found to colonize 40 percent of £. gigantea roots. Endophytic fungi were
isolated from two hundred 1-2 cm long root segments on PDA medium by incubation at 27°C in the dark.
For the isolation of the genomic DNA of endophytic fungi, 10-day-old fungal colonies were used. The se-
quence data of rDNAITS, ACT, TEF, SSU, and RPBZ were obtained and aligned to fungi reference DNA data by
BLAST. The morphological structure assessment of the mycelium of endophytic fungi was carriedout by
describing the color and other characteristics. The microscopic structure was analyzed from the myce-
lium specimens mounted in glycerol : lactic acid (1:4) under the phase-contrast microscope. Our results
show that F. gigantearoots are colonized by five species of endophytic fungi: Alternaria alternata, Cadophora
sp., Coprinellus disseminatus, Microdochium bolleyi and Sistotrema brinkmanii. This is the firstreport de-
scribing endophytic fungi in the roots of F. gigantea.
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Atlantic salmon (Salmo salar L.) is one of the world's best-known and most economically important fish
species that has attracted scientific interest due to their overall decreasing stocks and spawners migration
alterations. Scientists conducted studies to identify the factors that caused Atlantic salmon stocks to exceed
sustainability and collapse in eastern North America and western Europe. Climate change, predation, parasites,
decreasing food availability at sea, and escaped farmed salmons have been identified as the major threats to the
wild Atlantic salmon population in recent years [1], [2], [3]. Salmonids population conservation and restoration
programs are being implemented in Lithuania and across the world. Unfortunately, there is a lack of knowledge
on the health status of Atlantic salmon throughout their spawning migration. The study was carried out to
examine the changes in the Atlantic salmon condition factor over a four-year period (2019-2022) and to inves-
tigate possible differences between male and female during their spawning migration. The results revealed sig-
nificantly lower levels of Atlantic salmon condition factor in 2021 when compared to the previous investigation
year and the following year (both p=0.001). The condition factor of males and females of Atlantic salmon was
similar, corresponding to equivalent life conditions of individuals during the respective research year. However,
the obtained data revealed that the condition factor of Atlantic salmon females was significantly lower in 2021
compared to the entire study period, which may be attributed to the small sample size and high standard
deviation of the mean. More detailed information regarding the health condition of Atlantic salmon throughout
the spawning migration period is required to make recommendations for future research targeted at conserving
declining salmon populations.

Acknowledgments: this research was funded by the Research Council of Lithuania, Project No. S-MIP-21-
10, MULTIS.

[1] Gillson, P. J., Basié, T., Davison, I. P, Riley, D. W., Talks, L., Walker, M. A,, Russel, C. . (2022). A review of marine stressors impacting Atlantic
salmon Salmo salar, with an assessment of the major threats to English stocks. Reviews in Fish Biology and Fisheries, 32, 879-919.

[2] Forseth, T., Barlaup, T. B, Finstad, B., Fiske, P., Gjgsmter, H., Falkegard, M., Hindar, A., Mo, A. T,, Rikardsen, H. A, Thorstad, B. E., Vgllestad,

A. L., Wennevik, V. (2017). The major threats to Atlantic salmon in Norway. Journal of Marine Science, 74(6), 1496-1513.

[3] Dadswell, M., Spares, A, Reader, J., McLean, M., McDermott, T., Samways, K., Lilly, J. (2021). The Decline and Impending Collapse of the
Atlantic Salmon (Salmo salar) Population in the North Atlantic Ocean: A Review of Possible Causes. Reviews in Fisheries Science & Aqua-
culture, 30(2), 215-258.

91


mailto:ula.statkeviciute@gmc.stud.vu.lt

B.16. DI(2-ETHYLHEXYL)PHTHALATE AND DIBUTYLPHTHALATEGENOTOXIC
EFFECT ON RAT ERYTHROCYTES

Laurynas Orla!, Edita Paulikaité'?, Violeta Zalgevi¢iené?, Rasa Aukstikalniené!, Vaidotas
Valskys!, Grita Skujiené!

!Institute of Biosciences, Life Sciences Center, Vilnius University, Lithuania
2Department of Anatomy, Histology and Anthropology, Institute of Biomedical Sciences, Faculty of Medicine,
Vilnius University, Lithuania
laurynas.orla@gmc.stud.vu.lt

Phthalates are substances that have mutagenic and endocrine disrupting properties and have a
tendency to accumulate in the environment and human body [1]. They reach only the amount in micrograms
but, when released into the water, are likely to pose a significant risk to the health of people and ecosystems.
The aim of this project was to evaluate the effect of two types of phthalates (which consistently exceed
themaximum allowable concentration in Lithuanian waters) in rat bone marrow cells using an /n vivo
micronucleus assay. The rats were supplied from Department of Biological Models (Vilnius University) and
were kept here as well. The study has been reviewed and approved by the Ethical Committee on Animals
Experiments of State Food and Veterinary Service (2022-08/09 No G2-221). To find out the genotoxic effect,
an analysis of micronuclei in polychromatic erythrocytes of rats was carried out.

Female rats of Wistar straine, 5-8 weeks old, were divided into control and 5 experimental groups,
which get standard food and additionally received a piece of ecological biscuit with different doses
ofphthalate dissolved in olive oil: 1) DEHP 200 pg/kg; 2) DEHP 1000 ug/kg; 3) DBP 100 ug/kg; 4) DBP 500 ug/kg;
5) mixture of phthalates (DEHP 200 pg/kg, DBP 100 pg/kg). Control animals received only a piece of the same
biscuit with oil and without phthalates. At the end of the study, after 2 months, the rats were killed in a
CO2chamber. Later, during the autopsy, femurs were dissected and bone marrow slides were prepared
for theobservation of micronuclei in polychromatic erythrocytes [2]. Micronucleus analysis was per-
formed by calculating 2000 PCE (polychromatic erythrocyte) and the ratio of PCE and NCE (normochro-
matic erythrocyte) (Fig.1) and data were analysed using one-way ANOVA. Statistical analysis was performed
usingGraphPad Prism 9.0.0.

)
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Figure 1. Giemsa-stained rat bone marrow cells: (A.) Normochromatic erythrocyte (NCE) shown by red ar-
row and NCE with micronucleus shown by yellow arrow; (B.) Polychromatic erythrocyte (PCE) shown by
green arrow, PCE with micronucleus shown by blue arrow. Imagination: x 100 oil immersion.

It was found that even small doses of phthalates during daily continuous consumption have a negative
genotoxic effect on rats. All results were statistically significant (p<0.05). A direct correlation was found with
increasing phthalate dose, the number of micronuclei in PCE also increased. Significantly more micronuclei
were found in bone marrow preparations of rats exposed to DBP than to DEHP.

The results of the study reveal that it is necessary to regulate the amount of phthalatesin Lithuanian
wellfields more effectively and to regulate wastewater treatment more strictly.

Acknowledgments: We would like to thank dr. Virginija Bukelskiené for help in organising the research, medical students Justina Al¢aus-
kaité and Evita Seérikovaité for help in weighing the rats and preparing the biscuits for the study experiment. This project was financed by
the Science Promotion Fund for Scientific projects of Vilnius University, agreement No MSF-IJM-18/2022.

[1] Wang, W., Leung, A.OW,, Chu, LH, Wong, M.H, (2018). Phthalates contamination in China: Status, trends and human exposure-with
an emphasis on oral intake. Environmental pollution (Barking, Essex . 1987). 238, T71-1782.
[2] Paulauskas, A Slapsyté, G, Morkiinas, V., (2003). Bendrosios genetikos tyrimu metodai ir pratybos. Vilnius: UAB ,Inforastras’.
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Arion vulgaris (Moquin-Tandon, 1855) (syn. Arion lusitanicus, Mabille, 1868) belongs to the Arionidae
family, and is considered one of the hundred most invasive species in Europe [1]. In Lithuania, it has been
included in the Lithuanian list of invasive organisms since 2016. According to the European Parliament and
Council Regulation (EU) No. 1143/2014 “On the prevention and management of the introduction and spread of
invasive alien species” Lithuania must implement effective management measures for this species as well
as for other species. When transitioning to a green economic course, metaldehyde molluscicides were
banned in Lithuania, so in this study a comparison of the effectiveness of molluscicides with different
amounts of ferric phosphate was performed.

The research was carried out in the Zoology scientific laboratory of Vilnius University (from July 10,
2022 until August 13, 2022) with slugs of different body mass (Fig. 1), collected in in the village of Bukiskis.
Slugs were maintained in a Fitotron thermo-climate chamber (Wess Technik, USA) at 15°C, with a12 h light/12
h dark photoperiod and 80% relative humidity [2]. Each slug was provided with a portion of food that com-
prised 5 g of lettuce (“Iceberg”), 2 g carrot (“Nanto”), one dry cat food pellet (“Purrrfect”, Czech Republic),and
two oatmeal grains (“Skanéja”, Lithuania) per container. Each treatment contained 20 slugs of the same size
group and five pellets of one molluscicide for each slug. We studied three body mass groups and three mol-
luscicides approved in Lithuania, here named as M1, M2, M3 (Fig. 1).
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Figure 1. Number of alive slugs (body mass: A - 1,18+0,48 g; B - 2,97+0,64 g; C — 7,72+1,94 g) after treatmentof
different molluscicides with different concentrations of active ingredient ferric phosphate: M1 (24.2 g/kg),
M2(29.7 g/kg), M3 (9.9 g/kg). Asterisks indicate significant differences by Kruskal Wallis test, R (version 3.5.3).

Our results showed that the molluscicides reduced the consumption of food: the control slugs ate
significantly more lettuce, carrot, oatmeal and cat food, comparing to the slugs in the containers with the
molluscicides. By the way consumption of food differed in different groups: it depended on body mass and
the amount of pellets eaten. The most effective molluscicide was M1 which contains 24.2 g/kg ferric phos-
phate and the most effective impact was on the smallest slugs.

Acknowledgments: Part of the study was supported by grants from the BASF SE (Germany) and the Vilnius University (Lithuania) R&D
Service Agreement No (1.57) 15600-INS-43

[2115(%531' (i |;3s Gawel, M., Filipiak, A., Kramarz, P. (2017). Arion vulgaris Moquin-Tandon, 1855 - the aetiology of an invasive species. Folia Malacol,

[2] Iglesias, J,, Castillejo, J., Ester, A. (2002). Laboratory evaluation of potential molluscicides for the control of eggs of the pest
slug Deroceras reticulatum (Miiller) (Pulmonata: Limacidae). Int. J. Pest. Manag. 48:19-23.
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In January 2020, a cardboard plant owned by Grigeo Klaipéda, a company operating in the city's
seaport, was caught releasing untreated waste water into the Curonian Lagoon for years every night. That
company has been polluting waterbody on the edge of the UNESCO’s world heritage site, the Curonian
Spit, since 2012.

Unio tumidus Retzius, 1788 was used for measuring impact of local pollution, as they are able to filter
large quantities of water, are sedentary and could live more than 12 years [2]. Their interaction with pollutants
was established in sediments and water column. The aim of this research was to determine genotoxic impact of
total water pollution upon U. fumidus mussels inhabiting different areas of the Curonian Lagoon. The level of
DNA damage was determined in the epithelial gill cells using the micronucleus test [1]. Samples of surface bot-
tom sediments and water column were taken, mussels were collected upstream in relation to Klaipéda city from
four distinct locations in the Curonian Lagoon in 2022. Water and sediment parameters, such as phthalates,
phosphates, nitrates, ammonium, water hardness, ph, salinity, concentration of organic carbon and heavy metals
(Cu, Zn, Ni, Pb, Cr, Cd, and Hg) were determined.

It was revealed that alive U. tumidus were only in Ventés ragas and Dreverna where fresh water
circulated. It should be noted that the salinity level was increased in those sites where molluscs were
not found (Kairiai and Smelté). We have found that U. tumidus individual biomarkers of genotoxicity did
not show consistent trend and the cumulative criterion of damages did not reveal significant differences
of pollution impact in Ventés ragas and Dreverna (Fig. 1).
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Figure 1. The frequency of genotoxic damages of gill epithelial cells of U. fumidus.

It was determined that the permissible norms of water quality only in Ventés ragas were exceeded by
dibutyl phthalate (DBP = 0,2 ug/L). There were also measured the highest concentrations of Di(2-
ethylhexyl)phthalate (DEHP = 0,1 ug/L) and Lead (Pb =1 ug/L).

In conclusion, local impact by Grigeo Klaipéda pollution remains unclear because no molluscs were found
close to the pollution source. Thus other methods need to be researched.

Acknowledgments: We are thankful to Dalia Juskeviciené from Curonian Spit National Park for accommodation and provided data; Dr. Milda

luscs. This project has received funding from the Research Council of Lithuania (LMTLT), agreement No P-ST-22-232.

[1] Bolognesi, C., Fenech, M. (2012). Mussel micronucleus cytome assay. Nature Protocols, 7(6): 1125-1137.

[2] Czerniejewski, P., Dabrowski, J.,, Wawrzyniak, W., Brysiewicz, A., & Surma, 0. (2021). Shell morphology, growth and longevity of Unio
tumidus (Bivalvia: Unionidae) from an archaeological site and contemporary population inhabiting the Oder estuary. Hydrobiologia, 848(15):
3555-3569.
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Trypanosomatids are a big group of Protozoa, which are subdivided into two non-taxonomic groups:
dixenous trypanosomatids develop in two different hosts (vertebrate and invertebrate), while monoxenous
develop only in invertebrate hosts. Parasites belonging to genus 7rypanosoma infect various vertebrate
hosts, including reptiles, birds and mammals. Avian 7rypanosoma are less studied trypanosomatids, although al-
most one fifth of all known 7rypanosoma are found in birds [1]. Vectors of avian trypanosomes are various
bloodsucking dipterous insects - biting midges, mosquitoes and blackflies. These insects are being used
asa hosts not only by 7rypanosoma parasites, but by monoxenous trypanosomatids as well. Mixed infections
of dixenous and monoxenous parasites in insects are very common in the wild. Nowadays molecular meth-
ods are highly used to detect parasites in their hosts, however, mixed infections make it difficult to detect
target species. Research from previous years [2] showed that the widely used primers amplify the 185 rRNA
gene fragment of all trypanosomatids including both dixenous and monoxenous. In case of mixed infection
these primers often underestimate 7rypanosoma parasites. Our results show that wild dipterous insects can
be infected with monoxenous trypanosomatids up to 13 % and laboratory reared insects can be infected even
more if the infection enters the insect colony. This is an obstacle to obtaining trusty results in vector re-
search if using just PCR-based methods.

The aim of this study was to develop and test primers which would detect only parasites from the
genus 7rypanosoma which would help to detect trypanosomes in insects infected with mixed trypanosomatid in-
fections. For this purpose, we tested samples from experiments carried out in 2018 and 2022. Both wild-
caught and laboratory reared mosquitoes (Culicidae, n =120) and biting midges (Culicoides, Ceratopogonidae,
n = 41) were experimentally infected with avian 7rypanosoma parasites. Microscopy of insect gut prepara-
tions, traditionally used nested PCR and sequencing were carried out to test the samples. All samples in
which mixed infections or infections with monoxenous trypanosomatids were found were tested with newly
developed primers TRYP F and TRYP R. Overall 15 samples out of 17 were positive for 7rypanosoma parasites
using newly developed primers TRYP R and TRYP F. The use of both traditional and newly developed primers
in parallel should be used for detecting mixed monoxenous trypanosomatid and 7rypanosoma infections. Our
newly developed PCR primers proved to be effective distinguishing 7rypanosoma parasites in both wild-
caught and laboratory reared dipterous insects. Although it might be a useful tool in trypanosomatid re-
search, further research is needed.

[1] Zidkova, L., Cepicka, I, Szabova, J., and Svobodova, M. (2012). Biodiversity of avian trypanosomes. Infection, Genetics and Evolution,
Vol. 12, pp. 102-112. https://doi.org/10.1016 /i.meegid.2011.10.022.

[2] Bernotieng, R., lezhova, T. A, Bukauskaité, D., Chagas, C. R. F., Kazak, M., and Valkilnas, G. (2020). Development of Trypanosoma
everetti in Culicoides biting midges. Acta Tropica, 210 (April), 105555. https://doi.org/10.1016/j.actatropica.2020.105555.
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Avian malaria parasites are a group of protozoans, which have a complex life cycle and are transmitted
by mosquitoes. Avian Plasmodijum can infect a wide range of bird species worldwide and have an impact on
various aspects of their host's biology while causing severe illness or even death [1]. The mechanisms of how
avian malaria parasites affect host health are not well known; however, recent studies have shown that parasites
could affect host immunity through microbiome modulation [2]. In this study, we investigated whether experi-
mental infection with avian malaria parasite, Plasmodium homocircumflexum, causes changes in the gut micro-
biome of birds at different stages of infection.

We collected faecal samples at different time points throughout the experiment and used 16S rRNA am-
plicon sequencing to characterize the microbial communities in infected and control birds. Our findings show
that avian malaria infection did not have a significant impact on bacterial diversity of infected birds. However,
taxonomic and functional profiling of microbiome in infected and control birds revealed an emergence of infec-
tion-specific taxa and pathways at later stages of infection. Differential abundance and co-occurrence network
analysis showed the changes in the microbiome assembly of infected birds, affecting its structure and robust-
ness.

Presented results shows that avian malaria infection can alter the gut microbiome of birds, causing devi-
ation from normal development, which potentially could impact host health.

The study was funded by the FGIAP (No. ANR-10-LABX-62-IBEID) and the Research Council of Lithuania
(No S-MIP-22-52).

[1] valkitinas, G. (2005). Avian malaria parasites and other haemosporidia. CRC Press.

[2] Madlala, T., Okpeku, M., & Adeleke, M. A. (2021). Understanding the interactions between Eimeria infection and gut microbiota, towards
the control of chicken coccidiosis: A review. Parasite, 28, 48. https://doi.org/10.1051/parasite/2021047

96


https://doi.org/10.1051/parasite/2021047

B.21. SALMO TRUTTA JUVENAILES BODY CONDITION COMPARISON
BETWEEN WILD AND STOCKED SPESIMENS

Simonas Rackauskas!, Vytautas Rakauskas!, Saulius Stakénas!

Nature Research Centre, Akademijos st.-2, LT-08412 Vilnius, Lithuania
simonas.rackauskas@gamtc.It

Supplemental fish stocking is one of the most popular and effective way to restore and support local
fish populations worldwide. The main aim of fish restocking plans can be achieved only if the stocked fish
can grow qualitatively under natural conditions [1]. Artificial stocking method is widely used for brown trout
(Salmo trutta, hereafter S. trutta) populations enhancement in small Lithuania lowlands rivers by the Fish-
eries Service under the Ministry of Agriculture of the Republic of Lithuania, but there is lack of knowledge
about wild and artificially stocked (S. trutta) fry specimens’ body condition - do they differ in the first year of
life?

Naturally spawned/ hatched and artificially incubated/ reared fry specimens of the wild S. trutta pop-
ulations were studied for four year period (2019-2022) in natural Plastaka river, a fifth order tributary (Nemu-
nas, Néris, Qventoji, Siesartis and Plastaka rivers) of the Nemunas river. Because of the possible negative
genetic effects, the annual S. trutta stock augmentation in Lithuania is conducted by using juveniles produced
from wild stock spawners, obtained from the fourth river Siesartis every year. To separate artificially stocked

S. trutta juveniles from wild ones, marking procedure by immersion of 100 mg L-1 Alizarin red S dye for 3
hours was applied. After a post-marking 2-day acclimatization period, marked specimens were released
directly in the same 100 m long section located 435-535 m up of the researched stream mouth.

S. trutta fry catchment survey was performed by running electrofishing survey. To evaluate the growth of
stocked and natural S. frutta we measured total length (TL, cm) and weight (W, g) of every fish specimen (g)
and then used the data to calculate Condition factor (K), which is broadly used for standardized assessment
of fish condition [2].

The results show that despite statistically significant difference between some of the measured TL
or W through the years, there was no statistically significant difference in calculated K among wild and
stocked
S. trutta juveniles’ specimens at the end of each study season. Obtained results in difference may be related
to similar research which proved that stocked S. frutta juveniles grow bigger due to hatchery diet and envi-
ronment, although such individuals are at high risk of potential energy deficits caused by lower ability of
feeding on wild prey, reduced swimming abilities or stamina as well as higher metabolic rates [3]. Results of
this study further suggest that stocked S. trutta adaptation and further growth may vary across different
latitudes and ecosystems. Therefore, in order to reach development of sustainable management strategies
of fisheries in the future, a deeper understanding of the interactions of stocked and wild S. trutta juveniles
in the natural environment are of great fundamental and applied importance.

[1] Cowx, |.G. (1994) Stocking strategies. Fisheries Management and Ecology, 1, 15- 30.
[2] Barnham, C. and Baxter, A. (2003). Condition factor for salmonid fish, State of Victoria, Department of Primary Industries, pp.1-3.

[3] Weber, E.D., &Fausch, K.D. (2003). Interactions between hatchery and wild salmonids in streams: differences in biology and evidence
for competition. Canadian Journal of Fisheries and Aquatic Sciences, 60(8),1018-1036.
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Micro(nano)plastics (MnPs) are defined as plastic particles with a diameter of <5 mm for microplastics, and <1 um
for nanoplastics. MnP pollution has become a major concern worldwide, with the potential to cause adverse health effects.
Airborne MnPs have been found in various environmental matrices, including the air we breathe. Recent studies have
shown that micro(nano)plastics can penetrate deep into the human lungsreaching the alveolar regions [1]. The lim-
ited data available on the effects of airborne MnP on pulmonarytoxicity highlights the urgent need for more research
in this field. Low-density polyethylene (LDPE) is a commonly used plastic material that can degrade into mi-
cro(nano)plastic particles. It is among the mostcommon polymers detected in atmospheric dust [2]. However,
current in vitro research on micro(nano)plastics’ cellular effects is mostly focused on polystyrene beads. There-
fore, in this study, weaimed to investigate the biological impact of less explored LDPE MnPs of various shapes and sizes
on human airway epithelium.

LDPE MnP was produced using photocatalysis for the degradation of LDPE granules (laboratory standard),
producing MnPs of different sizes and shapes similar to native atmospheric plastic particles. Normal human bron-
chial epithelial cells BEAS-2B were exposed to different concentrations of LDPE MnP for 24 and 48 hours. After expo-
sure, intracellular particle distribution, cell viability, morphology, and metabolic response were evaluated using var-
ious assays. Our results showed that exposure to LDPE micro(nano)plastic particles resulted in a significant
decrease in cell viability and proliferation at higher concentrations. Furthermore, exposure to LDPE MnP altered
cell morphology causing epithelial cell elongation and significant change in cell shape index. Atomic force microscopy
was employed to observe the intracellular distribution of MnP. Moreover, the altered energy metabolism induced by
LDPE MnP was confirmed by a Seahorse Real-Time Cell Metabolic analysis.

In conclusion, these findings suggest that exposure to LDPE micro(nano)plastic particles may haveadverse
effects on human airway epithelium by interacting with the cellular membrane, inducing phenotype change, reducing
viability, and changing the regular cell metabolism. Further studies are needed to determinethe long-term effects of
exposure to LDPE MnP on human health and the environment. This study highlights the importance of reducing plastic
waste and implementing sustainable practices to protect public healthand the environment.

[l] Jenner, LC, Rotchell, J.M, Bennett, RT, Cowen, M, Tentzeris, V., Sadofsky, L.R. Detection of microplastics in human lung tissue
using UFTIR spectroscopy. Sci Total Environ. 2022 Jul 20;831:154907.

[2] Lwanga, EH, van Roshum, I, Munhoz, D.R, Meng, K, Rezaei, M, Goossens, D, Bijsterbosch, J., Alexandre, N, Oosterwijk, J., Krol, M, Peters, P.,
Geissen, V., Ritsema, C. Microplastic appraisal of soil, water, ditch sediment and airborne dust: The case of agricultural systems. Environ Pollut.
2023 Jan 1;316(Pt 1):120513.
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The importance of an indoor microenvironment in schools for children's health is widely recog-
nized.Many reviews and original researches have determined a relationship between indoor school exposure
and respiratory morbidities in school children [1]. Children are significantly affected by the impact of the
environment due to biological immaturity, and ongoing prenatal and postnatal lung development, hence,
health professionals should increase their role in managing the exposure of children [2]. The large sur-
faceareas of indoor settled dust can adsorb large amounts of heavy metals that originated from various
indoorsources as well as from outdoor sources. Most of the heavy metals with toxic vulnerability to the
environment originated from anthropogenic activities as well as a natural constituent of soil minerals and
can tenaciousto indoor settled dust [3].

This study aims to determine concentrations of cobalt (Co), chromium (Cr), lead (Pb), zinc (Zn), arsenic
(As), copper (Cu) their contamination characteristics and health risks, in the samples of dust collected from
24 different schools in the Vilnius region and were investigated. X-ray fluorescence spectrometry was used
to analyze the collected dust samples and determine concentrations of heavy metals. The geo-accumulation
index (Igeo) and pollution load index (PLI) were used to determine the contamination level and Health risk
assessment (HRA) index.

The purpose of this research was to investigate and determine the contamination of dust by heavy
metals accumulated in schools located in different micro-districts of the city of Vilnius. Furthermore to
distinguish zones in the city of Vilnius according to different levels of pollution determined by solid particles,
to determine the concentration of heavy metals and compare with the results of other scientific studies.

[1 Isa, Khairul Nizam Mohd, et al. “Fungi Composition in Settled Dust Associated with Fractional Exhaled Nitric Oxide in School Children
with Asthma.” Science of the Total Environment, vol. 853, no. 158639, Dec. 2022, p. 158639, https://doi.org/10.1016/j.scitotenv.2022.158639.
Accessed 29 Dec. 2022.

[2) Sauliene, I, Valiulis, A., Keriene, I., Sukiene, L., Dovydaityte, D., Prokopciuk, N., Valskys, V., Valskiene, R., & Damialis, A. (2023). Airborne pollen
and fungi indoors: Evidence from primary schools in Lithuania. Heliyon, 9()), e12668. https://doi.org/10.1016/.heliyon.2022.e12668

3] Rehman, Abdul, et al. “Morpho-Chemical Characterization and Source Apportionment of Potentially Toxic Metal(0id)S from School
Dust of Second Largest Populous City of Pakistan.” Environmental Research, vol. 196, no. 1, May 2021, p. 110427, https://doi.org/10.1016 /j.en-
vres.2020.110427. Accessed 29 May 2022.
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The Cestoda (tapeworms) is a large group of endoparasites, the majority of which are found in the
intestine of vertebrates. These worms have a complex life cycle involving one or two intermediate hosts.
Theirlarval forms (cysticercoids) parasite in mollusks and leeches. Microsomacanthus parvulais quite wide-
spread inEurope, from its western to the eastern borders [1]. Despite their broad geographic distribution,
relatively little is known about interactions between this cestode and its second intermediate hosts Erpob-
della octoculata, and final host waterfowl (duck).

The aim of this study was to investigate the helminth parasites infection in leeches in Lithuania. In the
period of 2020-2022 between May-November, leeches were sampled from different slow-flowing and stand-
ing water bodies (lakes, ponds, streams and rivers). About 800 individuals of 9 freshwater species (4l/boglos-
siphonia heteroclite, Glossiphonia complanata, Helobdella stagnalis, Hemiclepsis marginata, Theromyzon
tessulatum, Placobdella costata, Erpobdella octoculata, Erpobdella nigricolis and Haemopis sanguisuga)
were collected, and dissected in order to determinate their parasites. Each leech was compressed slightly
between 2 glass slides and examined for the presence of parasites larve stage under a binocular microscope.
Befor necropsy the leeches were anesthetized with 10 % ethyl alcohol. The cysticercoids found were further
isolated from the leeches, examined using light microscopy and preserved in

70 % ethyl alcohol. The preliminary identification of the parasite larves is based on morphological character-
istics. The molecular studies are planned in the near future. Among investigated leeches, cysticercoides of
M. parvula were detected in the digestive system not only of £. ocfoculata but of H. stagnalis too. Of the 345
E. octoculata investigated, parasites were detected of 3 (prevalence 0,8 %) and of 298 H. stagnalis - 1 (prev-
alence 0,3 %).

It is the first record of M. parvulafrom H. stagnalis as an intermediate host.

[1] D. 1. Gibson, R.A. Bray et al. (2014). Fauna Europea: Helminths (Animal Parasitic). Biodiversity Data Journal 2, 1-34.
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Global plastics production increased by 4 % in 2021, reaching 390.7 million metric tons [1]. Microplastic
(pieces of plastic less than 5 mm, MPs) is widely used in cosmetics, air blasting technology, as drugs vectors in
medicine, but the main source is environmental weathering and forces breaking down larger plastic pieces [2].
MPs are present at all aquatic habitats, posing a major danger to health of aquatic biota. For this reason, MPs
regarded as one of the main environmental issues of a global concern due to their toxicity effects.

Hematology is a promising area in fish physiological research. The blood indices are considered to be the
vital physiological markers for examining the stress responses in fish caused by disease, toxicants, and other
environmental stressors [3]. Differential blood count in fish is used as a non-destructive biomarker of exposure
to pollutants [4].

The aim of the present study was to determine the effect of a long-term exposure to different microplastics
polymers on differential blood count in rainbow trout (Oncorhynchus mykiss). During experiment the effect of
MPs particles were investigated using most demanded plastic polymers in the European Union and most com-
monly founded polymers in marine habitats. After long-term microplastic exposure, the relative proportion of
each type of leukocytes (lymphocytes, neutrophils (non-segmented, segmented and poly-segmented), eosino-
phils, basophils and monocytes) and thrombocytes was obtained by microscopic examination of 500 leukocytes
per slide. Giemsa-stained fish blood smears were analyzed under the light microscope Olympus BX51 at 1000x
magnification. Differential leukocyte count (DLC) and thrombocyte count (TC) were expressed as percentages
(%).

Obtained results showed that there were no significant differences in DLC and TC in 0. mykiss exposed to
different microplastic polymers and those of the control group, except for TC which significantly increased in
polypropylene-treated group.

Blood analysis is an effective method to evaluate the physiological status of fish. Blood analysis in the
current study reveals alterations in hematopoietic regulation in MP-exposed fish. Yet, more thorough research
on fish hematological parameters is required to characterize the harmful impacts of microplastic.
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F|gure 1. Different types of peripheral blood cells in 0. mykiss: thrombocytes (a), lymphocytes (b), non-seg-
mented neutrophil (c), segmented neutrophil (d), poly-segmented neutrophil (e).
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destructive biomarker of water contamination exposure. Toxicological & Environmental Chemistry, 99(3), 482-491.

101



B.26. TOXICITY STUDY OF GRAPHENE OXIDE AND METAL
MIXTURES FOR MICROALGAE (Scenedesmus quadricauda)
AND CRUSTACEANS (Daphnia magna)

Mindaugas Kazlauskas' Danguolé Montvydiené' Zivilé Jurgeléné' Sergej Seméuk??,
Nijolé Kazlauskiené'

"Nature Research Centre, Vilnius, Lithuania
2 SRI Center for Physical Sciences and Technology, Vilnius, Lithuania
Vilnius University, Faculty of Chemistry and Geosciences,
Vilnius, Lithuania E-mail: mindaugas.kazlauskas@gamtc.lt

Graphene oxide (GO) due to unique structure and exceptional properties increasingly used in the var-
ious fields of industry and inevitably released into environment, where it can interact with different pollutants
.

The aim of the presented study was to examine the toxicity of GO using microalgae (S
quadricauda) and crustaceans (0. magna) as the test-organisms and to evaluate the ability of GO to change
the toxicity of tested metals on these organisms.

The metal mixture (MIX) (Ni 0.034, Zn 0.1, Cr 0.01, Cu 0.01 mg/L) was prepared according to maximum-
permissible-concentrations (MPC) accepted for the inland waters. The mixtures (MIX1, MIX20, MIX40, MIX80)
were prepared by increasing the MPC of every single metal by 20, 40 and 80 times. The concentrations of GO
(1, 20, 40 and 80 mg/L) were chosen according to the previous study on the GO ability to adsorb metals.
The toxicity of mixtures containing different concentrations of MIX and GO (MIX+G0) was investigated, also.
The experiments were conducted according to the OECD (2011) and IS0 6341:2012 recommendations [2, 3].

Our data indicates that the tested concentrations of GO, MIX, and MIX+GO in the most cases affect the
amount of algae cells and structure of their coenobia. The obtained data showed that single cell coenobia
dominated in the culture of 5. quadricauda exposed 96 h to all GO and MIX concentrations. Meanwhile, a
higher amount of multicellular coenobia was observed in algae culture after exposure 96 h to MIX+GO con-
centrations. It was found that GO at all concentrations after 24 and 48 h exposure did not cause significant
mortality of 0. magna juveniles. Meanwhile, all tested concentrations of MIX caused significant mortality of
D. magna, but MIX+GO caused significantly lower mortality. The results obtained showed that GO did not
cause changes in heart rate of 0. magna juveniles, both with increasing concentration and duration of
exposure. However, MIX1 induced bradycardia of 0. magna juveniles after 24 and 48 h. Meanwhile, after 24
h of impact of the lowest concentration MIX+GO, the heart rate of D. magna juveniles did not significantly
differ from the control. So, the effect of MIX+GO on the heart rate of D. magna juveniles showed the ability
of GO to reduce the toxic effects of metals on crustaceans.

/1] Kazlauskas, M. (2023). Effect of graphene oxide on the uptake, translocation and toxicity of metal mixture to Lepidium sativum L.
plants: mitigation of metal phytotoxicity due to nanosorption. Chemosphere 312(1), 137221.

[2] OECD Freshwater alga and cyanobacteria, growth inhibition test No. 201, Guidelines for the testing chemicals 2 (2011) 25.

[3] 1S0 6341:2012 Water quality — Determination of the inhibition of the mobility of Daphnia magna Straus (Cladocera, Crustacea) —
Acute toxicity test.
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Underwater imagery is widely used in marine biology field for seabed habitat identification, classifica-
tion and mapping. Underwater imagery is a favorable method for environmental scientists as it is relatively
cost-effective, offers shorter field survey time and in turn allows more rapid collection of large amounts of
data. Due to technological advances and better availability of underwater cameras, data collected underwater
increased significantly over the last decade. However, because of laborious and time-consumingimagery anal-
ysis procedure thereis anincreasing need for automatic imagery classification techniques. Mostprevalent ap-
proaches for classifying objects is based on colour, shape and texture. Colour and shape are quite helpful
for distinguishing objects in traditional classification tasks, however they are not as reliable underwater. As
a result of different water properties, colours can change radically underwater. Furthermore, object shape is
irrelevant when attempting to classify abstract shapes such as algae or sessile colonial organism coverage.
Yet, different object textures may be more useful in object classification underwater.

In our work, multiple textural features extraction algorithms were investigated for geological and bio-
logical object classification. For textural features extraction we used underwater video material collected in SE
Baltic Sea reefs located in Lithuanian marine area. We selected images that clearly represented biological or
geologicaltextures of boulders, sand, red algae Furcellaria lumbricalis and blue mussel Mytilus edulis tros-
sulus (Fig.1). Images were then divided into smaller (100x100 px) patches and 104 patches wereused for each
class in the experiment.

Figure 1. Texture examples of four classes with 100x100 px size patches a) Boulder b) Sand c) blue mussel
M. edulis trossulus d) red algae F. lumbricalis

From our 7 tested algorithms Median Robust Extended Local Binary Pattern [1] using 24 most important
features showed the best performance, with random forest model accuracy of 89.2 %. Highest precision (91 %
and 92 %) was achieved when classifying geological features (boulders and sand), while red algae
F. lumbricalis and blue mussel M. edulis trossulus showed 87 and 86 % precision respectively.

Textural analysis proved to be a promising method for classification of underwater photos where ob-
ject shape and colour are irrelevant factors. In the future, we intend to test and adjust more textural features
extraction algorithms for improved model classification results, as well as automate the patch extraction
and classification process to the point where a user might obtain a classification result straight from an
image.

[1] Liy, L., Lao, S., Fieguth, P. W., Guo, Y., Wang, X., & Pietikdinen, M. (2016). Median robust extended local binary pattern for texture
classification. [EEE Transactions on Image Processing, 25(3), 1368-1381.
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Graphene nanomaterials, such as graphene oxide (GO) due to unique structure and properties have been
widely used in various fields. However, the rapid increase in GO production and application may lead to their
inevitable release into aquatic and terrestrial environments, which could result in potential health and eco-
system risks [1]. There are only some studies on the ability of GO to adsorb heavy metals from aqueous
solutions and natural media [2].

The aim of this study was to evaluate the effects of GO, metals (MIX), and GO+MIX on test bacterial cul-
tures specific to salmonid fish.

The metal ion mixture (MIX) (Ni(ll) 0.034 mg/L, Zn(Il) 0.1 mg/L, Cr(lll) 0.01 mg/L and Cu(ll) 0.01 mg/L) was
prepared according to the maximum-permissible-concentrations (MPC) accepted for the inland waters in the
European Union. The mixtures MIX20, MIX40 and MIX80 were prepared by increasing the value of MPC of
every single metal ion by 20, 40 and 80 times, respectively. The GO concentrations (1, 20, 40, and 80 mg/L)
were chosen in accordance with the previous study [3] concerning the ability of GO to adsorb heavy metals.
The colony forming unit (CFU) counting method was chosen.

Graphene oxide
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500 1000 1500 2000 2500 , 3000 3500
Wavenumber, cm

Figure 1. The FTIR spectrum of syntheed  Figure 2. The SEM images of synthesized graphene oxide [3].
graphene oxide [3].

After six hours of exposure, higher concentrations of GO were more toxic to Escherichia coliin compa-
rison with Aeromonas salmonicida and Pseudomonas sp. The higher MIX concentrations (20- and 40-fold
increases in metals) inhibited the growth of all tested bacteria. Meanwhile, GO+MIX was observed to reduce
the toxicity of metals to Escherichia coliand Pseudomonas sp. The study revealed that GO are promising and
advanced adsorbent of metals.

This research was supported by the research infrastructure Open Access Centre for Nature Research at
the initiative of the Open R&D Lithuania network. This work was done according to the aims of the Research
Council of Lithuania Project No. S-MIP-20-22.

[1] He, K. (2017). Stability, transport and ecosystem effects of graphene in water and soil environments. Nanoscale, 17(9), 5370-5388.
[2] Guerrero-Fajardo, C. A. (2020). Preparation and Characterization of Graphene Oxide for Pb(ll) and Zn(ll) lons Adsorption from Aque-
ous Solution: Experimental, Thermodynamic and Kinetic Study. Nanomaterials, 10(6), 1022.

[3] Seméuk, S. (2018). Application of graphene oxide based nanocomposites and Saltiskiai clay for radionuclides removal from contam-
inated solutions. Summary of doctoral dissertation, Vilnius University Publishing, Lithuania.
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Biological invasions are one of the greatest threats to biodiversity of natural ecosystems. The
majority of alien plant species were intensively spreading at the end of 19" century and at the beginning
of the 20" century. Most invasive species in the European temperate zone came from warmer climate
regions of the world. In recent decades a number of alien species are expanding their invasive range of
distribution to more northern areas, most often such phenomenon is related to climate change. Wild cu-
cumber (Echinocystis lobata) is recognized as an invasive species in Lithuania and other European coun-
tries of temperate climate and is considered to be one of the most dangerous in terms of its intensity of
the spread in the continental part [1, 2]. Wild cucumber (Echinocystis lobata), Cucurbitaceae representa-
tive, is vine, climbing with the help of branched tendrils, forming big capsules with spines [3, 4]. This
annual herb is cultivated in the gardens due to numerous fragrant whitish flowers, attention attracting
fruits, hanging on the fences [5]. £. lobataspread, as introduced to Europe species, is related to ornamen-
tal features. Romania is proposed as the first country of £. lobata settlement in Europe, where it has
arrived from North America. £. lobata has escaped from the sites of anthropogenic origin to overmois-
tured natural habitats of temperate climate zone. Within last decades it is recognized as an intensively
spreading invasive species along riverbanks of Lithuania. Till now this annual herb is grown in private
gardens for its abundant fragrant whitish flowers and hanging fruits that attract attention. Once planted,
it can germinate again the following year and grow unattended for many years. The aim of this study was
to compare the phenology of wild cucumbers growing in the same location over four years (2017-2020).
Morphological and gravimetric parameters have highlighted the huge potential of the aboveground part
for development of this species. The gravimetric and morphometric parameters per individual were much
higher than what could be expected from the literature. The maximum morphological parameters ob-
served were as follows: stem length close to 300 m, aboveground mass 1600 g and number of seeds 1000.
The results show that among the useful strategic features of the species might be establishment of the
huge aboveground part, which helps producing large quantities of seeds and scattering them away from
the point where germination of the invader took part.

[1] Lietuvos Respublikos aplinkos ministerija (2004). Jsakymas dél invaziniy Lietuvoje risiy saraso patvirtinimo. Jsakymas
. baskelbtas:
Zin. 2004, Nr. 130-4677, i. k. 104301MISAKOOD1-433

[2] Golivets, M. (2014). Variation in quantitative seed traits of £chinocystis lobata (Michx.) Torr. et A. Gray (Cucuritaceae). Mod-
ern Phytomorphology, 6, 43-44.

[3] Gudzinskas, Z. (1999). Conspectus of alien plant species of Lithuania. 9. Cannabaceae, Cucurbitaceae, Euphorbiaceae, Malva-
ceae, Moraceae, Resedaceae, and Tiliaceae. Botanica Lithuanica, 5(1), 13-25.

[4] Reaume, T. (2010). Wild Cucumber Echinocystis lobata. Cucurbitaceae - Cucumber family. Nature Manitoba, 27-28.
[5] Vvasié, 0.(2005). Echinocystis lobata (Michx) Torrey et A. Gray in Serbia. Acta Botanica Croatica, 64(2), 369-373.
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CRISPR (clustered regularly interspaced palindromic repeats) systems are sought-after genome
editing tools for therapeutics and diagnostics. The use of CRISPR systems for gene editing is not without
difficulties: the specificity of Casl12a nuclease, a Cas9 alternative, presents a limit in its use for gene editing
due to its inability to successfully edit some genes. The primary cause of this problem is believed to be
gRNAunderperformance, caused specifically by gRNA secondary structures1].

The gRNA plays a critical role in CRISPR systems. Experimental analysis has shown that the use of
CRISPR for genome editing can result in off-targeting, causing a high degree non-specific editing at un-
desired genomic [2)]. Strategies used for gRNA evaluation have several drawbacks as well, such as a need
for substantial protein engineering, incompatibility with viral packaging restrictions, and an increased
number of system components. Published findings on the impact of the nucleotide composition and sec-
ondary structure of the gRNA contradict one another [3]. Although, guides with slight modifications like
changing the nucleotide composition and extension of the secondary structures can efficiently improve
Casl2a nuclease efficiency for gene editing [4]. Several bioinformatic tools help users design guide RNA
with high targeting capability [5]. Yet, the effectiveness of gRNAs in guiding Casl12a for genome editing
varies substantially [6]. Therefore, the field needs methods for designing highly effective gRNAs that can
improve target identification and reduce nonspecific targeting.

For this research, 12,000 gRNAs, spanning different nucleotide compositions, targets and secondary
structures will be analyzed to show how these features influence transcription, ribonucleoprotein com-
plex formation, and target cleavage. We will apply high-throughput next-generation sequencing to char-
acterize gRNAs at each stage. A microfluidic droplet platform will also be used to perform in vitro assays
during the study.

This study will provide a strategy for increasing the specificity of Cas12a gene editing. This will be
beneficial in determining how gRNAs influence CRISPR Cas12a DNA cleavage efficiency. There is a need
to increase the performance of Cas 12a endonucleases so that they are resilient and are ready for biotech
applications. This study's logical design of gRNAs is a viable way to meet this demand. Using well- char-
acterized oncogene target locations, we will show that rationally designed RNA secondary structures can
boost the efficacy and specificity of gene editing tools like Cas 12a.

[1] Kocak, D. D., Josephs, E. A, Bhandarkar, V., Adkar, S. S., Kwon, J. B, & Gersbach, C. A. (2019). Increasing the specificity of
CRISPR systems with engineered RNA secondary structures. Nature Biotechnology, 37(6), 657-666.

[2] Hsu, P. D., Scott, D. A., Weinstein, J. A, Ran, F. A, Konermann, S., Agarwala, V., Li, Y., Fine, E. J., Wu, X,, Shalem, 0., Cradick,
T. J,Marraffini, L. A., Bao, G., & Zhang, F. (2013). DNA targeting specificity of RNA-guided Cas9 nucleases. Nature Biotechnol-
ogy, 31(9), Article 9.

[3] Strohkendl, |, Saifuddin, F. A., Rybarski, J. R., Finkelstein, I. J., & Russell, R. (2018). Kinetic Basis for DNA Target Specificity
of CRISPR-Cas12a. Molecular Cell, 71(5), Article 5.

[4] Liao, C., Slotkowski, R. A., Achmedov, T., & Beisel, C. L. (2018). The Francisella novicida Cas12a is sensitive to the
structure downstream of the terminal repeat in CRISPR arrays. RNA Biology, 16(4), 404-412.

[5] Cui, Y., Xu, J., Cheng, M,, Liao, X., & Peng, S. (2018). Review of CRISPR/Cas9 sgRNA Design Tools. Interdisciplinary Sci-
ences: Computational Life Sciences, 10(2), Article 2.

[6] Swarts, D. C., & Jinek, M. (2018). Cas9 versus Cas12a/Cpfl: Structure-function comparisons and implications for genome
editing. Wiley Interdisciplinary Reviews. RNA, 9(5), e1481.
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Genetic engineering provides the scientific industry with many benefits. Up to date, science has estab-
lished a perfect approach to such problems as treating inherited diseases, eliminating pests and increasing
harvest in agriculture, providing more food supplies to maintain the growing human population, and even exe-
cuting rapid molecular diagnostics [1]. On the other hand, gene editing comes with several issues of which
successful delivery of an editor to a target cell is one of the most common burdens. Nowadays, CRISPR (clus-
tered regularly interspaced short palindromic repeats) associated proteins (Cas) are proven to outperform other
editors by being faster, cheaper, more accurate, and more efficient [2]. They also depend on a single targeting
molecule - gRNA (guide RNA) for target sequence recognition and gRNA can be easily reprogrammed to target
the desired locus in the genome. The main drawback of Cas proteins is their size. Packaging SpCas9 (Strepto-
coccus pyogenes Cas 9) and a gRNA together (~4.2 kb) into an AAV (Adeno-associated virus) vector is challeng-
ing due to AAV packaging capacity (~4.7 kb). Due to this problem, scientists are looking for new nucleases that
would be smaller and therefore easier to deliver. Here we focus on TnpB - a transposon-associated nuclease
that is two times smaller than Cas9. TnpB is believed to be a progenitor for Cas nucleases and exhibits similar
biochemical patterns. It has been already claimed that TnpB is capable of editing genomes by introducing indel
(insertion and deletion) mutations to human genes [3].

TnpB is a newly discovered gene editing tool and some of its features are unknown. This motivates the
main goal of our project: determine TnpB's target specificity profile with multiplexed, next-generation biochem-
istry. This comes to the main method termed NucleaSeq [4]. NucleaSeq is a platform that combines DNA diges-
tion by a nuclease with deep sequencing. NucleaSeq reveals the cleavage kinetics of a nuclease and benchmarks
its fidelity by quantifying the rates and sites of cleavage across DNA targets, including thousands of off-targets
that do not fully match the nuclease’s gRNA. One of the main expected results from this project is a broader
understanding of how TnpB’s kinetics compares to that of well-studied Cas nucleases: whether it creates more
or fewer off-targets, and exhibits a lower or higher cleavage rate. This project will help to identify the suitability
of TnpB for gene editing and which environmental conditions should be held for the best results. If TnpB turns
out to be exhibiting high fidelity and desirable cleavage rates it could become one of the mainly used gene editing
tools with a size of miniature nuclease.

[1] U. Ganbaatar and C. Liu, “CRISPR-Based COVID-19 Testing: Toward Next-Generation Point-of-Care Diagnostics,” Front. Cell. In-
fect. Microbiol., vol. 1, no. April, pp. 1-11, 2021, doi: 10.3389/fcimb.2021.663949.
[2] Y. Xu and Z. Li, “CRISPR-Cas systems: Overview, innovations and applications in human disease research and gene therapy,”

Comput. Struct. Biotechnol. J., vol. 18, pp. 2401-2415, 2020, doi: 10.1016/j.csbj.2020.08.031.

[3] T. Karvelis et al., “Transposon-associated TnpB is a programmable RNA-guided DNA endonuclease,” Nature, vol. 599, no. November,
2021, doi: 10.1038/s41586-021-04058-1.

[4] S. K. Jones et al., “Massively parallel kinetic profiling of natural and engineered CRISPR nucleases,” Nat. Biotechnol., vol. 39, no. 1, pp.
84-93, 2021, doi: 10.1038/541587-020-0646-5.
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Bacteria are susceptible to infection by bacteriophages (phages); they use their hosts for replicating
their genetic material and for assembling new phages, leading to the demise of the host. To prevent their
destruction, bacteria have various mechanisms dedicated to the identification and removal of any foreign
genetic material. One such mechanism is clustered regularly interspaced short palindromic repeats
(CRISPR) - CRISPR-associated protein 9 (Cas9) system. It can recognize a specific sequence with the help
of the complementary to a target single guide RNA (sgRNA), which directs the nuclease to the cleavage site
(.

Due to such specific guidance of the nuclease, the CRISPR-Cas9 system is a desirable tool for eukar-
yotic gene editing approaches. Nevertheless, such an application requires more data on how Cas9 works in
a eukaryotic environment, which has several topological differences compared to prokaryotic DNA.For exam-
ple, prokaryotes prefer adenine over cytosine methylation, which helps with self and non-self differentiation,
while eukaryotes methylate only cytosines to help control gene expression [2]. Supercoilingalso differs as
eukaryotic DNA not only is more complexly compacted but it can also allow having positive and negative
supercoils together, which is highly restricted in prokaryotes [3]. Knowing this, the differenceswe have decided
to test within the scope of the study were target methylation patterns (on adenine/cytosine) and supercoiling
(positive/negative) as well as their effects on how Cas9 interrogates its targets.

To test methylation effects, we designed five targets with different patterns of methylation on adenine (6mA)
and cytosine nucleotides (5mC). Within these five targets we were able to methylate every single nucleotide
within the target and assess its effects on Cas9 cleavage. After exposing these targets for Cas9 digestion
over time, we did not observe cleavage rate differences between methylated and non-methylatedon- and off-
targets.

For the second part of the study, we will test supercoiling effects for on- and off-target cleavage witha
library of supercoiled or relaxed plasmid DNA targets. These targets will include matched and mismatched
(consisting of insertions, deletions and mispairs) sequences compared to the sgRNA. The results from this
study will further contribute to a better understanding of how Cas9 reads eukaryotic DNA, which should helpto
better minimize the off-target promiscuity of Cas9.

(1] Marraffini, L. A. (2015). CRISPR-Cas immunity in prokaryotes. Nature, 526(7571), 55-61.

[] Razin, A., & Friedman, J. (1981). DNA methylation and its possible biological roles. Progress in nucleic acid research and molecular
biology, 25, 33-52.

[3] Schvartzman, J. B., Hernandez, P., Krimer, D. B., Dorier, J., & Stasiak, A. (2019). Closing the DNA replication cycle: from simple circular
molecules to supercoiled and knotted DNA catenanes. Nucleic acids research, 47(14), 7182-7198.
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Endometrial cancer is the sixth most common type of malignancy in women worldwide [1]. The in-
creasing incidence is thought to be due to improvements in quality of life: longer life expectancy, the obesity
epidemic, malnutrition and hormonal changes [2]. According to the American National Cancer Institute, the
increasing number of new cases of endometrial cancer and the constant mortality rate show that there are
still no effective treatment strategies to control the disease [3]. Current treatment strategies, including
chemotherapy, surgery, extend life expectancy of women but not always cure completely, leaving a further
risk of recurrent cancer. As a result, it is important to look for biological therapeutic targets that fundamen-
tally eliminate oncogenesis factors.

The molecular mechanisms underlying endometrial carcinoma are not yet fully understood. It is well
established that the development of endometrial cancer is linked to alterations in signaling pathways in en-
dometrial cancer. One of these is the NOTCH signaling pathway, which regulates cell differentiation, prolif-
eration and homeostasis. In mammals, NOTCH signaling is activated through 5 ligands. Ligand binding to
the NOTCH receptor leads to the sequential progression of proteolytic cleavages and intracellular nuclear
translocation of NOTCH receptor domains (NICDs), which regulate NOTCH-dependent dependent transcrip-
tion. Disrupted NOTCH pathway signaling can promote tumorigenesis by increasing cancer stem cell ac-
tivity, or conversely, act as a tumor suppressor.

To investigate the importance of this pathway in more detail, it is relevant to study the transcriptional
changes of the components of NOTCH signaling pathway. As an /in vitro model, we used endometrial carci-
noma cell line KLE. Our study will describe the optimization of growth conditions of KLE cells, determination
of the appropriate concentration and incubation time of the chemotherapeutic drugs cisplatin, paclitaxel and
gamma secretase inhibitor nirogacestat which are important for further experiments. Also, we will evaluate
the effect of these chemotherapeutics compounds on mRNA and protein levels of the components of NOTCH
signaling pathway

This work was supported by the project MSF-JM-17/2022.

[1] Coll-de la Rubia E, Martinez-Garcia E, Dittmar G, Gil-Moreno A, Cabrera S, Colas E. Prognostic Biomarkers in Endometrial Cancer:
A Systematic Review and Meta-Analysis. J Clin Med. 2020; %
[2] Amant F, Moerman P, Neven P, Timmerman D, Van Limbergen E, Vergote |. Endometrial cancer. Lancet 2005;366:491-505.

[3] https://seer.cancer.gov/statfacts/html/corp.html
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CRISPR-Cas are widespread bacterial and archaeal adaptive immune systems, which protect cells
against mobile genetic elements, such as viruses or foreign plasmid DNA. The mechanism of CRISPR-Cas
systems comprises three stages, called adaptation, CRISPR RNA maturation and interference, while the
CRISPR loci contain inverted sequences (CRISPR repeats), interspaced by short fragments acquired from
foreign DNA (spacers). A key component in the adaptation step is the heterohexameric integrase complex
composed of a Cas2 dimer sandwiched by two Cas1 dimers. The role of this complex is to capture fragments
of foreign DNA (prespacers) and integrate them into the CRISPR locus, leading to formation of new spacers
that confer immunity against the corresponding viral DNA. So far, CRISPR-Cas adaptation is best described
in systems of subtypes I-E and II-A [1], yet the mechanism of spacer acquisition in subtype II-C systems
remains unclear.

In order to investigate adaptation in a subtype II-C CRISPR-Cas system, we purified the Cas1-Cas2
integrase complex and demonstrated that this complex preferentially integrates pre-spacers consisting of
22 base pair duplex DNA with 4 nucleotide 3-overhangs. Additionally, we determined the CryoEM structure
of the Cas1-Cas2 integrase complex (Fig. 1), which revealed molecular interactions between the integrase
and pre-spacer DNA as well as explained the preferred 22 base pair pre-spacer duplex length. Finally, /n
vitro spacer integration assays showed that new spacers are integrated near the leader-proximal CRISPR
repeat, however, unlike in most CRISPR-Cas systems where the leader is positioned upstream and is re-
sponsible for initiating the transcription of CRISPR RNA, our subtype II-C system has a leader sequence
downstream of the CRISPR array. Therefore, CRISPR RNA transcription is initiated at the individual CRISPR
repeats, which seems to be a characteristic feature of subtype I1-C systems [2, 3].

Figure 1. The structure of subtype |I-C Cas1-Cas2 integrase complex.

Our results suggest that the adaptation in a subtype 11-C CRISPR-Cas system might be generally sim-
ilar to other type Il systems. However, as it lacks accessory proteins like Csn2 and Cas4 found in
subtypes II-A and II-B respectively, the overall adaptation mechanism may differ and further investigation is
needed to elucidate it.

[1] sasnauskas, G., & Siksnys, V. (2020). CRISPR adaptation from a structural perspective. Current Opinion in Structural Biology, 65,
17-25.

[2] Dugar, G., Herbig, A., Forstner, K. U., Heidrich, N., Reinhardt, R,, Nieselt, K., & Sharma, C. M. (2013). High-Resolution Transcriptome
Maps Reveal Strain-Specific Regulatory Features of Multiple Campylobacter jejuni Isolates. PLoS Genetics, 9(5).

[3] Zhang, Y., Heidrich, N., Ampattu, B. J., Gunderson, C. W, Seifert, H. S., Schoen, C., Vogel, J., & Sontheimer, E. J. (2013). Processing-
Independent CRISPR RNAs Limit Natural Transformation in Neisseria meningitidis. Molecular Cell, 50(4), 488-503.
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Protein aggregation into amyloid fibrils is associated with several widespread neurodegenerative dis-
orders. Alzheimer’s disease is one of the most prominent cases, with an ever-increasing number of afflicted
patients. The disorder is characterized by memory loss and is considered to be caused by amyloid-B extra-
cellular plaques and neurofibrillary tangles made from hyperphosphorylated Tau. The main physiological
function of the Tau protein is to maintain microtubule dynamics and promote polymerization. /n vitro Tau protein
filament formation is induced by the presence of polyanions such as heparin. A truncatedform of Tau protein
(dGAE), which can assemble into filaments without polyanions, forms a proteolyticallystable core region in
full-length Tau paired helical filament (PHF) [1]. The dGAE fragment could serve as amodel system for the
search for inhibitors of Tau protein aggregation [2].

Considering the rise of Alzheimer’s disease incidences worldwide, understanding the process of am-
yloid aggregation is a crucial step in developing drugs. Research of dementia is heavily focused on the pro-
cess of how pathogenic Tau can spread throughout the brain, as it may provide a key therapeutic targetfor
slowing the development of tauopathies. There are a lot of disputed questions concerning the physiological
and pathological consequences of PHF-core Tau self-assembly, therefore we aim to elucidate the influence
of dGAE fragment on Tau protein aggregation.

Tau 2N4R gene was inserted into pET Champion His-SUMO vector by TA cloning method to create the
ULPI1-cleavable N-terminally His-SUMO-tagged Tau. The recombinant His-SUMO-tagged Tau (2N4R iso-
form) protein was purified by immobilized metal affinity chromatography and consequently cleaved by the
ULP1 protease to remove His-SUMO-tag. A truncated form of Tau protein (297-391) (dGAE) was purified by
cation exchange chromatography. Both proteins were purified further by size-exclusion chromatography. We
usedpurified Tau 2N4R protein and dGAE fragment for monitoring the amyloid aggregation process. All per-
formedaggregation kinetics were followed using a thioflavin-T fluorescence assay. Atomic force microscopy
was performed to analyze the morphology of the formed aggregates. We used FTIR spectroscopy to observe
thedifferences in secondary structures of the dGAE fragment and dGAE+Tau protein aggregates.

Looking at the results, it is visible that the aggregation halftime and lag time values decrease when
dGAE fragment concentration increases. These results confirm the data which is presented in the literature
that at higher concentrations dGAE fragment aggregates faster [2]. The apparent rate constant varies within
error at different concentrations. FTIR spectrum of dGAE fragment shows formed B-sheets which is typical
for amyloid fibrils. However, dGAE peptide does not stimulate Tau aggregation as FTIR spectra show two
components of dGAE fibrils and native Tau protein.

[ Maina, M. B., Al-Hilaly, Y. K., Burra, G., Rickard, J. E., Harrington, C. R., Wischik, C. M., &amp; Serpell, L. C. (2021). Oxidative stress
conditions result in trapping of PHF-core tau (297-391) intermediates. Cells, 10(3), 703. https://doi.org/10.3390/cells10030703

[2] Al-Hilaly, Y. K., Foster, B. E., Biasetti, L., Lutter, L., Pollack, S. J., Rickard, J. E., Storey, J. M., Harrington, C. R., Xue, W. F., Wischik, C.
M., &mp; Serpell, L. C. (2019). Tau (297-391) forms filaments that structurally mimic the core of paired helical filaments in alzheimer’s
disease brain. FEBS Letters, 594(5), 944—950. https://doi.org/10.1002/1873-3468.13675
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Lacticaseibacillus caseiis a type of lactic acid bacteria commonly found in fermented foods. L. cases
can help to regulate the gut microenvironment and relieve inflammation, which can improve digestionand
strengthen the immune system. These bacteria are capable adapt to a wide range of unfavorable conditions,
making them particularly attractive in studies on the fermentation of pharmaceuticals, biofuels,and traditional
foods [1].

In order to study L. caseiand their industrial applications, it is important to find out which genes are
important for their adaptation and how they are regulated. In bacteria, changes in gene expression are usually
regulated by small non-coding RNA molecules (sRNAs), which interact with mRNA or directly bind to the
protein. Not much information on these sRNAs is available in the aforementioned L. case/ bacteria, therefore a
conserved sLCB2236-sRNA, among the L. case/ group bacteria, was chosen for this study, which is likely to
increase lysozyme susceptibility and confer resistance to nisin, penicillin G and hydrochloric acid.

The first step to understanding the significance of the selected sLCB2236-sRNA in L.casej, is to remove
this gene from the genome, compare this mutant with the wild type and look for differences.

Precise gene removal from the L. case/ genome can be performed using the PLCNICK system, which is based
on CRISPR-Cas9"" nickase-mediated chromosomal single-strand breaks and allelic exchange depend-
ent on homologous recombination [1].

On this basis, a PLCNICK plasmid with suitable homologous arms was prepared and inserted
into L.casel bacteria by electroporation. The deletion was identified by PCR followed by restriction analysis.
After the verifications, the plasmid from the mutant was removed by plating on non-selective media. Addi-
tionally, the deletion was confirmed by sequencing and RT-PCR method to ensure that no extraneous muta-
tions have occurred. In addition, the obtained mutant was complemented with a nisin inducible plasmid containing
the reconstituted target sRNA and the complementation was confirmed by RT-PCR.

In conclusion, the aim of the present study was to develop an L.case/AsLCB2236-deletant using
CRISPR-Cas9" which can be further exploited in future studies to elucidate the influence of sLCB2236 -
sRNA on the adaptation of bacteria to different environmental conditions.

[1] Song X, Huang H, Xiong Z, Ai L, Yang S. 2017. CRISPR-Cas9D10A nickase-assisted genome editing in Lactobacillus casei. Appl Environ
Microbiol 83:e01259-17. https://doi .org/10.1128/AEM.01259-17.
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S100A8 and S100A9 are members of the S100 calcium-binding protein family. They are established as
biomarkers of inflammation with various extracellular and intracellular functions [1]. Both of the proteins can
be heavily upregulated in Alzheimer's disease (AD) patients' brain tissues [2]. SI00A9 forms neurotoxic am-
yloid fibrils [3], which may contribute to the pathology of AD [4]. Differently from S100A9, S100A8 assembles
into non-fibrillar aggregates in the brain tissues of transgenic APP or ageing wild-type mice [5]. Moreover,
S100A8 and S100A9 are able to form heterodimeric complex (calprotectin (CP)). Calcified amyloidogenic fi-
brils of calprotectin can be found in the ageing prostate, which additionally emphasizes the connection be-
tween inflammation and amyloid deposits formation [6].

Assembly into amyloids is related to the changes in the protein’s secondary structure. During the ag-
gregation process, a transformation from the native state into cross B-sheet structures occurs [7]. However,
existing evidence implies that S100A9 has a distinct aggregation pathway as S100A9 fibrils retain a significant
amount of a-helical motives alongside B-sheets [3]. Thus, S100A9 amyloid fibrils structural propensities re-
main unclear. Moreover, there are no detailed studies of SI00A8 and CP aggregation /n vitro. Therefore, in
this study, we were investigating S100A8 and S100A¢9 fibril's secondary structures and morphologies, as well
as their aggregation rate dependence on protein concentration. Additionally, we examined CP formation in-
fluence on S100A8 and S100A9 aggregation.

In order to evaluate S100A8 and S100A9 aggregation propensities, Thioflavin T Fluorescence Assays
were conducted under 37 °C. Aggregation kinetics results indicated that both proteins have a short lag-phase
period and half-time values of the amyloid formation kinetics elevate notably in a concentration-dependent
manner. However, distinct characteristics of SI00A8 and S100A9 aggregation curves were observed, hence,
formed aggregates were examined using Atomic Force Microscopy (AFM). AFM imaging indicated S100A8
aggregates as spherical oligomers, differently from S100A9 short worm-like fibrils. Lastly, we observed that
CP formation inhibits S100A9 assembly into fibrils /n vitro. In summary, our conducted research provides
important and previously unknown insights into SI00A8 and S100A9 aggregation, which is tightly connected
to various pathologies.

[1] Pruenster, M., Vogl, T, Roth, J., & Sperandio, M. (2016). ST00A8/A9: From basic science to clinical application. Pharmacology and
Therapeutics, 167, 120-131.

[2] Cristovag, J. S., & Gomes, C. M. (2019). S100 Proteins in Alzheimer's Disease. In Frontiers in Neuroscience, 13, 463.

[3] lashchishyn, I. A., Sulskis, D., Nguyen Ngoc, M., Smirnovas, V., & Morozova-Roche, L. A. (2017). Finke-Watzky Two-Step Nucleation-
Autocatalysis Model of S100A9 Amyloid Formation: Protein Misfolding as “nucleation” Event. ACS Chemical Neuroscience, 8(10), 2152~
2158.

[4] Wang, C,, Klechikov, A. G,, Gharibyan, A. L., Warmlander, S. K. T. S., Jarvet, J., Zhao, L., Jia, X,, Shankar, S. K., Olofsson, A., Brannstrom,
T., Mu, Y., Graslund, A, & Morozova-Roche, L. A. (2014). The role of pro-inflammatory S100A9 in Alzheimer's disease amyloid-
neuroinflammatory cascade. Acta Neuropathologica, 127(4), 507-22.

[5] Lodeiro, M., Puerta, E., Ismail, M. A. M., Rodriguez-Rodriguez, P., Ronnback, A., Codita, A., Parrado-Fernandez, C., Maioli, S., Gil-Bea,
F., Merino-Serrais, P., & Cedazo-Minguez, A. (2017). Aggregation of the inflammatory S100A8 precedes AB plaque formation in transgenic
app mice: Positive feedback for ST00A8 and AB productions. Journals of Gerontology - Series A Biological Sciences and Medical Sciences,
72(3), 319-328.

[6] Yanamandra, K., Alexeyev, 0., Zamotin, V., Srivastava, V., Shchukarev, A., Brorsson, A. C., Tartaglia, G. G., Vogl, T., Kayed, R., Wingsle,
G., Olsson, J., Dobson, C. M., Bergh, A., Elgh, F., & Morozova-Roche, L. A. (2009). Amyloid formation by the pro-inflammatory S100A8/A9
proteins in the ageing prostate. PLoS ONE, 4(5), e5562.

[7] Knowles, T. P. J.,, Vendruscolo, M., & Dobson, C. M. (2014). The amyloid state and its association with protein misfolding diseases.
Nature Reviews Molecular Cell Biology, 15 (6), 384-96.
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Lactic acid bacteria - Gram-positive, non-pathogenic, mesophilic bacteria that are widely used in food
industry for their ability to ferment various sugars, such as lactose, to produce lactic acid. These bacteria must
rapidly adapt to changing conditions to survive. The presence of small RNA molecules plays a significant role in
adaptation. They are post-transcriptional regulators, typically less than 300 nt in length and act as non-coding
molecules. The categorization of SRNAs is based on the mechanism of interaction with their target RNA mole-
cules. Following that, sSRNAs can be divided into two major groups: those that mediate target RNA regulation
through base-pairing interactions, and those that modulate target RNA stability or translation through ribonu-
cleoprotein (RNP) complex formation with proteins. However, such mechanisms of interaction between small
RNAs and their targets require more analysis. For that reason, it is important to identify the RNA-RNA interaction
partners.

In this work we used a modified MAPS method for the identification of RNA-RNA interaction partners. It
involves the tagging of sSRNA molecules with MS2 sequences and their purification from lysed cells using a
dimeric MCP bound with Glutathione S-transferase (GST) affinity tag. We employed this method to isolate MS2-
s1042 RNA molecules from the L. lactisAs1042 mutant, based on our prior results of the purification of these
molecules from the wild-type Lactococcus lactis strain. We then evaluated the efficiency of MS2-s1042 RNA
extraction from the lysed mutant cells compared to the untagged controls and wild-type, using reverse tran-
scription (RT) and real-time quantitative PCR (RT-qPCR) analysis. A search for potential RNA-RNA interaction
partners among all coding sequences in L. lactis was performed, using the IntaRNA bioinformatics tool and a
previous RNA sequencing data. In addition, a total of 13 hits were selected: 5 were chosen using a bioinformatics
tool that screened genome-wide genes based on the highest interaction probabilities, while other 8 were from
previous RNA sequencing work that detected changes in the level of gene expression upon overproduction of
s1042 RNA. The coextraction of these 13 genes was tested by the RT-qPCR method, with primer pairs amplifying
the targets. The expression of one gene, selected with the IntaRNA bioinformatics tool, was obtained, and showed
an enrichment of approximately 71 times, while no changes in expressions were determined for the other genes
selected based on RNA sequencing data. The analysis of the enriched gene indicated that it is a hypothetical
aquaporin encoding the GlpF (glycerol uptake facilitator) protein. Thus, modified MAPS method can be applied
for identifying RNA-RNA interaction partners.
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CRISPR-Cas are bacterial and archaeal defense systems that provide resistance against phages and

other invasive genomic elements. Short DNA fragments of extracellular origin are inserted within repeated
sequences of the CRISPR locus. The CRISPR transcript is matured into small crRNA molecules, which, to-
gether with Cas proteins, assemble an effector complex destined to detect and destroy foreign nucleic acids
[1. The bacteriophages evolved small anti-CRISPR (Acr) proteins, which block CRISPR-Cas protection [2]. To
date, over 100 Acr families have been discovered, but only a fraction of them have been studied in detail
[3]. Recently, Acr proteins have been utilized to regulate CRISPR-Cas editing tools, demonstrating their im-
mense practical potential.
Our research object is the Acr proteins inhibiting the type I-F CRISPR-Cas system from Aggregatibacter
actinomycetemcomitans. The system encodes a ribonucleoprotein complex, termed Cascade, which binds
foreign DNA and then recruits the Cas2/3 nuclease to destroy the invader [4]. We show Acr proteins blocking
the CRISPR-Cas system in bacterial cells. We employ biochemical assays for the analysis of their molecular
mechanisms. Our findings provide insight into the inhibitory mechanism of these previously uncharacterised
proteins.

[1] Hille, F, Charpentier, E. (2016). CRISPR-Cas: Biology, mechanisms and relevance. Philosophical Transactions of the Royal Society B:
Biological Sciences, 371(1707), 20150496

[2] Yu, L., Marchisio, M. A. (2020). Types | and V anti-CRISPR proteins: From phage defense to eukaryotic synthetic gene circuits, Frontiers
in Bioengineering and Biotechnology, 8.

[3] Bondy-Denomy, J., Davidson, A. R,, Doudna, J. A,, Fineran, P. C., Maxwell, K. L., Moineau, S., Peng, X., Sontheimer, E. J., & Wiedenheft,
B. (2018). A unified resource for tracking Anti-CRISPR Names, The CRISPR Journal, 1(5), 304-305.

[4] Koonin, E. V, Makarova, K. S., Zhang, F. (2017). Diversity, classification and evolution of CRISPR-Cas systems, Current opinion in
microbiology, 37, pp. 67-78.
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Prokaryotic antiviral (antiphage) defense system research is a rapidly developing field. In recent years,
known arsenal of antiphage systems has expanded to over a hundred of confirmed unique instances [1].
Detailed investigation of these systems reveals unique molecular pathways and deepens our knowledge
about microorganism ecology. However, only a small number of antiphage systems are characterized in
depth.

Thoeris is a bacterial antiviral defense system composed of two genes thsA and thsB. ThsB protein
contains Toll/interleukin-1receptor (TIR) domain which is a canonical component of animal and plant immune
systems. ThsA is composed of a sirtuin-like (SIR2) and SLOG domains [2]. Representative structures of ThsA
and ThsB proteins and their functional studies were published recently [3, 4]. ThsB protein recognizes phage
infection and produces a signaling molecule cyclic ADP ribose isomer 1“-3‘gcADPR [5]. 1“-3‘ gcADPR is then
bound by the ThsA SLOG domain and activates NAD* hydrolysis by the SIR2 domain resulting in NAD"* de-
pletion and host cell death [4]. However, it was not clear how binding of the sigaling molecule turns on
NADase activity of ThsA. In this work we reconstituted Thoeris enzymatic activities /n vitro and using struc-
tural and biochemical methods showed the ThsA activation mechanism.

[l Tesson, F., Hervé, A, Mordret, E., Touchon, M., d’Humiéres, C., Cury, J., & Bernheim, A. (2022). Systematic and quantitative view of the
antiviral arsenal of prokaryotes. Nature Communications 2022 13:1, 13(1),1-10.

[l Doron,S., Melamed, S., Ofir, G., Leavitt, A., Lopatina, A., Keren, M., Amitai, G., & Sorek, R. (2018). Systematic discovery of antiphage
defense systems in the microbial pangenome. Science, 359(63179),

] Ka,D., Oh, H., Park, E., Kim, J. H., & Bae, E. (2020). Structural and functional evidence of bacterial antiphage protection by Thoeris
defense system via NAD+ degradation. Nature Communications, 11(1), 1-8.

[l| Ofir, G., Herbst, E., Baroz, M., Cohen, D, Millman, A., Doron, S., Tal, N., Malheiro, D. B. A., Malitsky, S., Amitai, G., & Sorek, R. (2021). Anti-
viral activity of bacterial TIR domains via immune signalling molecules. Nature, 600(7887), 116-120.

[5] Leavitt, A, Yirmiya, E., Amitai, G., Lu, A, Garb, J., Herbst, E., Morehouse, B. R, Hobbs, S. J,, Antine, S. P., Sun, Z.Y. J,, Kranzusch, P. J,, &
Sorek, R. (2022). Viruses inhibit TIR gcADPR signalling to overcome bacterial defence. Nature 2022 611:7935, 611(7935), 326-331.
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Genome engineering is one of the fastest developing technologies of the 21st century. Using the latest
sequencing technological achievements, the genome sequences can be obtained almost instantly, butto easily
change the DNA, encoded in cells, universal, precise and easily programmable DNA manipulation tools are
needed. The breakthrough in genome engineering was achieved with the discovery and adoption of CRISPR-
Cas systems for programmable DNA cleavage [1, 2].

CRISPR-Cas (Clustered Regularly Interspaced Short Palindromic Repeats - CRISPR associated
protein) systems, which are found in prokaryotes, provide resistance against foreign mobile genetic
elements and have a wide range of genome editing and biotechnological applications. Class 2 CRISPR-Cas
systems are most commonly used as molecular tools and includes types Il, V and VI, characterized by Cas?9,
Cas12 and Cas13 respectively [3]. Cas9 (type Il) and Cas12a (type V) nucleases from CRISPR-Cas systems have
revolutionized the field of genome engineering. Due to the use of DNA target recognition by an RNA molecule,
these nucleases have allowed genome engineering to be very efficient and easily reprogrammable. In /n vivo
therapy, the delivery of these nucleases to cells is limited by the capacity of adeno-associated viruses
(AAVs) and the packaging of large Casl12a (850-1400 aa) or Cas9 (1000-1600 aa) nuclease-coding genes into
these carriers is complicated [4]. As a result, recent efforts have focused on expanding the number of known
CRISPR-Cas systems to identify novel nucleases. Smaller CRISPR-Cas nucleases in particular are
being very attractive to treat genetic disorders /n vivo using AAV although the functional diversity of these
compact nucleases within each subtype remains poorly explored.

In this study, we describe a set of Cas12 protein candidates, ranging 500-700 aa in size, which function
still remained unknown. Using biochemical methods, we provide evidence that these proteins areable to form
effector complexes with RNA molecules and describe key elements, needed for DNA target recognition /n
vitro. Further investigation of chosen Casl2 proteins revealed their ability to provide DNA interference in
cells.

Altogether, this study expands the CRISPR-Cas toolbox and provides a thorough characterization of
DNA target elements, needed for successful RNA-guided interference. Our results indicate that the natural
diversity of Cas proteins provides a source of potential novel gene editing tools with unique characteristics.

[1] Gasiunas, G., Barrangou, R., Horvath, P., & Siksnys, V. (2012). Cas9-crRNA ribonucleoprotein complex mediates specific DNA
cleavage for adaptive immunity in bacteria. Proceedings of the National Academy of Sciences of the United States of America, 109(39),
E2579-2586. https://doi.org/10.1073/pnas.1208507109

[2] Jinek, M., Chylinski, K., Fonfara, I., Hauer, M., Doudna, J. A,, & Charpentier, E. (2012). A programmable dual-RNA-guided DNA endonu-
clease in adaptive bacterial immunity. Science, 337(6096), 816-821. https://doi.org/10.1126/science.1225829

[3] Makarova, K. S., Wolf, Y. |, Iranzo, J., Shmakov, S. A, Alkhnbashi, 0. S., Brouns, S. J. J,, Charpentier, E., Cheng, D., Haft, D. H., Horvath,
P, Moineau, S, Mojica, F. J. M, Scott, D, Shah, S. A, Siksnys, V, Terns, M. P, Venclovas, T, White, M. F, Yakunin, A. F, .. Koonin, E. V.
(2020). Evolutionary classification of CRISPR-Cas systems: A burst of class 2 and derived variants. Nature Reviews Microbiology, 18(2),
67-83. https://doi.org/10.1038/s41579-019-0299-x

[4 Holkers, M., Maggio, I., Henriques, S. F. D., Janssen, J. M., Cathomen, T., & Gongalves, M. A. F. V. (2014). Adenoviral vector DNA for
accurate genome editing with engineered nucleases. Nature Methods, 11(10), 1051-1057. https://doi.org/10.1038/nmeth.3075.
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CRISPR-Cas provides RNA-guided adaptive immunity against invading genetic elements.
CRISPR systems consist of multiple Cas proteins, which are responsible for CRISPR-dependent cell
immunity mechanisms. The effector complex in CRISPR |-E consists of Cascade and Cas3. Cascade is
responsible for foreign DNA targeting. Meanwhile, Cas3, which possesses helicase and nuclease ac-
tivities, is a key protein of the system, necessary for crRNA-guided interference against virus pro-
liferation.

Although single-component Class 2 CRISPR systems, such as type Il Cas9 are widely used for
genome-editing, the research on multi-component Class 1 proteins, including Cas3, of the same sys-
tem has been less developed. Components of the |-E CRISPR system have already been used as a
genome-editing tool to generate big deletions. However, the detailed mechanism by which Cas3
achieves its function is not well understood. The aim of this study is to elucidate the mechanism of
Cas3 DNA unwinding and shredding. We are using single- molecule force microscopy, namely, magnetic
tweezers, to probe the mechanical aspects of Cas3 unwinding activity. Greater knowledge of the Cas3
mechanism of action would improve the application of Cas3 as a tool for genome editing.
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In 2020, the severe acute respiratory syndrome coronavirus 2 rapidly spread worldwide and was de-
clared a pandemic. This strain of coronavirus causes COVID-19, which has been seen to be highly
contagious and dangerous, especially to the elderly and immunocompromised. Researchers started to
search for methods to mitigate this threat, such as creating antiviral drugs against SARS-CoV-2.

The viral genome of SARS-CoV-2 encodes two polyproteins, which, when cleaved in 11 conserved sites,
cause active viral replication and assembly of viral particles in the host cells. The main or 3- chrymotrypsin
like protease (Mpro or 3CLpro) is a non-structural protein (nsp5), which is responsible for the cleavage
of viral polypropein and therefore is widely explored as a potential drug target'. Synthetic compounds and
natural substances are investigated as possible antiviral drug candidates using various scientific ap-
proaches? Potential inhibitors of Mpro could be flavonoids that include many secondary metabolites
found in fruits, vegetables, and several plants. Flavonoids that are extensively studied for theiranti-inflamma-
tory and antiviral properties could also serve as a future therapeutic utility for drugging COVID-19®

Two recombinant Mpro plasmids were designed and expressed in £. coliand the proteins were purified
by affinity chromatography for the study. The catalytic efficiency of recombinant Mpro proteins wasdetermined
using fluorescence resonance energy transfer-based enzymatic assay and later compared with commer-
cially available wild-type Mpro. More than 250 flavonoids were screened as potential recombinant Mpro in-
hibitors using fluorescent thermal shift assay (FTSA). The compounds showing a stabilizing or destabilizing
effect on the protein thermal stability were investigated using in vitro FRET-based enzyme inhibition assay.
Several promising flavonoids were analyzed as inhibitory compounds and their Ad values were determined
using dose-response analysis. The inhibition of the recombinant Mpro and the inhibitory effects of selected
flavonoids on commercial wild-type Mpro were investigated and the determined Kd values were compared.
The study not only suggests that naturally derived compounds could be considered as potential Mpro inhibi-
tors but also compares the effect of amino acid sequence difference on inhibition ofMpro.
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Figure 1. Dose-response curve of 3CLpro inhibition with 7,8,2’ - trihydroxyflavone.

[1] Mengist HM, Dilnessa T, Jin T. Structural Basis of Potential Inhibitors Targeting SARS-CoV-2 Main Protease. Front Chem. 2021;9.
doi:10.3389/fchem.2021.622898.

[2] Hu, Q. et al. The SARS-CoV-2 main protease (Mpro): Structure, function, and emerging therapies for COVID-19. MedComm vol. 3
Preprint at https://doi.org/10.1002/mco2.151 (2022).

[3] Kaul R, Paul P, Kumar S, Biisselberg D, Dwivedi VD, Chaari A. Promising antiviral activities of natural flavonoids against sars-cov-
2 targets: Systematic review. Int J Mol Sci. 2021;22(20). doi:10.3390/ijms22201106
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Pyrrolidinone derivatives exhibit various pharmacological properties: antibacterial, antioxidant,
antifungal, anti-cancer, antiviral, antihypertensive and anticonvulsant [1, 2]. This group of compounds are
the active ingredient in many drugs, for example metadoxine, piracetam, raltegravir and rolipram [3].
Moreover, some benzimidazole derivatives hold even better anti-cancer and antiviral properties. Thus,
compounds containing a benzimidazole condensed ring system are often pharmacophores of bioactive
molecules. Examples of this include mebendazole and albendazole. The latter indirectly promotes the
processes of apoptosis of cancer cells, stops the cell cycle and the formation of microtubules [4]. There-
fore, the aim of this study was not only to synthesize new pyrrolidinone derivatives but also to obtain
novel benzimidazole derivatives containing pyrrolidinone cyclic structure as potential new candidate
drugs. The desired compounds were prepared by a multi-step synthesis process as shown in figure 1.
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Figure 1. Synthesis scheme of novel target pyrrolidinone and benzimidazole derivatives

The 1-(2-hydroxy-5-methylphenyl)-5-oxopyrrolidine-3-carboxylic acid 2 was obtained from the
reaction of the 2-amino-4-methylphenol 1 and itaconic acid in refluxing water solution. The carboxyl
group of the compound 2 was esterified using methanol and a catalytic amount of sulfuric acid. Purified
methyl ester 3 was further transformed to carbohydrazide by reaction with hydrazine monohydrate in an
isopropanol solution. The hydrazide functional group of previously obtained compound 4 participates in
condensation reactions. Therefore, interactions of compound 4 with aromatic carbaldehydes were inves-
tigated. The following target compounds 5a and 5b were synthesized during the reaction in isopropanol
solution using accordingly 5-nitro-2-thiophenecarboxaldehyde and 5-nitro-2-furaldehyde. Benzimidaz-
ole derivatives 6a and 6b were obtained by the Phillips method from compound 2. Further studies on the
biological activity of all these compounds are planned. The structure of the compounds has been proven
by TH NMR, 13C NMR, FTIR spectroscopy and elemental analysis.

[1] Gagné-Boulet, M., Bouzriba, C. C., Alvarez, A. C., Sébastien, F. (2021). Phenyl 4-(2-oxopyrrolidin-1-yl)benzenesulfonates and
phenyl 4-(2-oxopyrrolidin 1-yl)benzenesulfonamides as new antimicrotubule agents targeting the colchicine-binding site. Euro-
pean Journal of Medicinal Chemistry, 213, 113136. [2] Tumosieng, I., Jonuskieng, I., Kantminiené, K., Mickevicius, V., Petrikaité, V.
(2021). Novel N-Substituted Amino Acid Hydrazone-Isatin Derivatives: Synthesis, Antioxidant Activity, and Anticancer Activity in
2D and 3D Models In Vitro. International Journal of Molecular Sciences, 22(15), 7799. [3] Pyrrolidinones, Drugbank.com, Online:
https://go.drugbank.com/categories/DBCAT000973, [2023-01-29]. [4] Baszczak-Swiatkiewicz, K., Olszewska, P., Mikiciuk-Olasik, E.
(2014). Biological approach of anticancer activity of new benzimidazole derivatives. Pharmacological Reports, 66,100-106.
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Chalcones (or 1,3-diaryl-2-propen-1-ones) constitute an important group of natural products and syn-
thetic compounds. They are known as biogenetic precursors of flavonoids and isoflavonoids, which are abun-
dant in all plant parts - flowers, leaves, fruits, roots and stems. Synthetically obtained chalcones are gener-
ally the condensation products of aromatic aldehydes with acetophenones in the presence of a catalyst. Chal-
cones are known to exhibit a wide range of therapeutic activities, such as anticancer, antioxidant, antibacte-
rial, antiviral, anti-inflammatory and antimalarial [1]. Nitrogen heterocycles with a chalcone fragment have
recently been reported to be active against lung adenocarcinoma and breast cancer cells [2], as well as
against some gram-positive and gram-negative bacteria [3].

Pyrazole-ring containing compounds, which are usually obtained by synthesis, also have a wide range
of biological activities: antiviral, antibacterial, antifungal, anti-tubercular, anti-inflammatory, anti-diabetic ef-
fects, and are included in many biologically active substances. Synthesis and investigation of pyrazole chal-
cones and other hybrid molecules is an important task in organic synthesis. These derivatives may have
enhanced biological activity or the potential to develop new biologically active compounds. Thus, the syn-
thesis of hybrid pyrazole-chalcones derivatives is important and relevant for the development of new mate-
rials that can have good biological activity.

Herein we report the synthesis and structure elucidation of 3-alkoxy-1H-pyrazole moiety containing
chalcones.

The synthesis of various (£)-3-(3-alkoxy-1-phenyl-14-pyrazol-4-yl)-1-phenylprop-2-en-1-ones was
carried out, as depicted in Scheme 1. Easily accessible 1-phenyl-14-pyrazol-3-ol was converted to 3- meth-
oxy-, 3-propoxy- or 3-(2-methoxyethoxy)-1-phenyl-1H-pyrazoles and corresponding 4-carbaldehydes v/ia 0-
alkylation and Vilsmeier-Haack formylation procedures. The obtained compounds were then subjected to a
Claisen-Schmidt condensation reaction with variously 4-substituted acetophenones in the presence of
ethanolic sodium hydroxide. The heating reaction mixture at 55 °C for 30 min afforded chalcones as final
products in fair to excellent yields (58-97 %)

R
(o] 0
N —_—
Ej
Scheme 1

The structure of the synthesized pyrazole-chalcones was proved by NMR and IR spectroscopy, MS
spectrometry, HRMS analysis methods [4].

[1] Rammohan, A, Reddy, J. S., Sravya, G., Rao, C. N., & Zyryanov, G. V. (2020). Chalcone synthesis, properties and medicinal applications: a
review. Environmental Chemistry Letters, 18, 433-458.

[2] Mirzaei, H., Shokrzadeh, M., Modanloo, M., Ziar, A., Riazi, G. H., & Emami, S. (2017). New indole-based chalconoids as tubulin-targeting
antiproliferative agents. Bioorganic Chemistry, 75, 86-98.

[3] Chauhan, R., Dwivedi, J., Siddiqgi Anees, A. A, & Kishore, D. (2011). Synthesis and antimicrobial activity of chalcone derivatives of
indole nucleus. Pharmaceutical Chemistry Journal, 44, 542-550.

[4] Urbonavicius, A., Fortunato, G., Ambrazaityté, E., Plytninkiené, E., Bieliauskas, A., Milisilinaité, V., Luisi, R., Arbacdiauskiené, E.,
Krikstolaityte, S, & Satkus, A. (2022). Synthesis and Characterization of Novel Heterocyclic Chalcones from 1-Phenyl-1 H-pyrazol-3-
ol. Molecules, 27(12), 3752.
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Recently, bacterial antiviral systems have been shown to cluster side-by-side in bacterial genomes,
forming 'defence islands', which lead to an explosion of new discoveries of prokaryotic antiviral systems
[1, 2]. One of these new systems is named after the ancient Egyptian deity of protection and fertility, 7hoeris.
This system consists of two genes, thsA4 and thsB. The ThsB proteins share homology with the Toll- inter-
leukin receptor (TIR) domains, and in prokaryotic genomes the homologous fhsB genes are often located
side-by-side in a single operon. Two types of ThsA are found: the first (TH1) consists of SIR2 and SLOG
domains, the second (TH2) of transmembrane and Macro domains [2].

During bacteriophage infection, ThsB proteins of TH1 Thoeris system have been shown to produce the
signalling molecule 1'-3'gcADPR from NAD" [3-5]. These molecules are bound by the SLOG domain of the
ThsA protein, which activates the NADase activity of the SIR2 domain when bound. Thus, when the phage
infects the bacterium, the Thoeris system consumes all of the cell's NAD*, leading to cell death (figure 1). To
date, it is not yet known how ThsB recognises bacteriophage infection and how these proteins are activated
to synthesise the signalling molecule [3].

Based on protein sequence ThsBs are classified into 7 phylogenetic clusters. To gain more insight
into the function of the ThsB proteins, we decided to determine X-ray structures of ThsBs belonging to 3
different clusters - c2, c3 & c5. For this type of analysis, protein crystals are required, which are obtained
by performing crystallization experiments with the purified recombinant protein. Crystal structures of the
selected ThsB proteins would provide the basis for further studies on the recognition of bacteriophage in-
fection and the regulation of the enzymatic activity of the ThsB proteins.

*”M{@W I'-3'gcADPR
i A 4 NAD*
O ThsB “ Géj 5

NAD* © N

hydrolysis Cell
death

NAD* SLOG
ThsB

Figure 1. Proposed mechanism of action of the TH1 Thoeris antiviral system.

[l] Makarova, K. S., Wolf, Y. I., Snir, S., & Koonin, E. V. (2011). Defense islands in bacterial and Archaeal genomes and prediction of novel
defense systems. Journal of Bacteriology, 193(21), 6039-6056.

[2] Doron, S., Melamed, S., Ofir, G., Leavitt, A,, Lopatina, A., Keren, M., Amitai, G., & Sorek, R. (2018). Systematic discovery of antiphage
defense systems in the microbial pangenome. Science, 359(6379).

[3] Ofir, G., Herbst, E., Baroz, M., Cohen, D, Millman, A, Doron, S., Tal, N., Malheiro, D. B., Malitsky, S., Amitai, G., & Sorek, R. (2021). Antiviral
activity of bacterial TIR domains via immune signalling molecules. Nature, 600(7887), 116-120.

[4] Leavitt, A, Yirmiya, E., Amitai, G., Lu, A., Garb, J., Morehouse, B. R, Hobbs, S. J., Kranzusch, P. J., & Sorek, R. (2022). Viruses inhibit TIR
gcADPR signaling to overcome bacterial defense.

[5] Manik, M. K., Shi, Y., Li, S., Zaydman, M. A, Damaraju, N., Eastman, S., Smith, T. G., Gu, W., Masic, V., Mosaiab, T., Weagley, J. S., Hancock,
S. J., Vasquez, E., Hartley-Tassell, L., Kargios, N., Maruta, N, Lim, B. Y., Burdett, H., Landsberg, M. J., ... Kobe, B. (2022). Cyclic ADP ribose
isomers: Production, chemical structures, and immune signaling. Science, 377(6614).
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Cytidine deaminases (CDA) belong to hydrolase class of enzymes (EC 3.5.4.5) that catalyse deami-
nation of cytidine or deoxycytidine to uridine or deoxyuridine, respectively. CDAs are divided into two groups:
homo-dimeric CDAs, found in Gram-negative bacteria such as E.coli or in plants, and homo- tetrameric
CDAs, found in Gram-positive bacteria and in most eukaryotes. In both types each subunit coordinates zinc
ion, which is required for deamination reaction.

Unpredictably, our research revealed, that some CDAs also catalyse the conversion of various A¥-
acyl-, V¥-, §%-, O‘-alkyl- and M-, 5¢-, O“-arylpyrimidine nucleosides directly into uridine and corresponding
leaving groups [1].

In this study, to elucidate a structure-function relationship, it was aimed to identify important amino
acids for catalysis and substrate binding by a site-directed mutagenesis. Changing of catalytic cysteines to
histidines showed the impact of zinc ion coordination on the enzymatic activity of CDA_F14. While investigating
CDA_F14 structure, it was revealed that an B3a3 loop (79-88 a.a.) determines the space for binding of AV*-
substituted nucleosides. Mutagenesis of several amino acids in this region showed effects on specificity and
kest/Kum values of CDA_F14 enzyme. Mutations of C-terminal site, like deletion at127-130 and 127-132 positions
or random changing at 127-130 position, as well as changing of Phel126 into alanine or tryptophan also created
the enzymes with altered substrate binding and kc.i/Kw values.

[1] Urbeliené N, Tiskus M, Tamulaitiené G, Gasparavicitité R, Lapinskaité R, Jauniskis V, Stidzius J, Meskiené R, Tauraité D, Skrodenyté E,
Urbelis G, Vaitekiinas J, Meskys R. Cytidine deaminases catalyze the conversion of N(S,0)4-substituted pyrimidine nucleosides. Sci Adv.
2023 Feb 3;9(5):eade4361. doi: 10.1126/sciadv.ade4361. Epub 2023 Feb 3. PMID: 36735785.
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Argonaute proteins (Agos) are found in all domains of life. Eukaryotic Argonautes (eAgos) are the
catalytic core of RNA interference machinery, whereas prokaryotic Argonautes (pAgos) provide innate im-
munity to exogenic nucleic acids, such as plasmid or bacteriophage DNA. All pAgos share a similar mecha-
nism of action, they use DNA or RNA guides to recognize complementary DNA or RNA targets. Upon target
recognition, pAgo either cleaves the target strand or employs effector proteins, which leads to degradation
of invading nucleic acids or, in some cases, cell death [3,4]. Knowledge of preferred guides and targets re-
veals valuable information about how pAgos obtain their guides and recognize invading nucleic acids.

The object of this study is an archaeal Argonaute protein AfAgo from Archaeoglobus fulgidus. Several
groups published crystal structures of AfAgo with various nucleic acid substrates [2]. Therefore, it served as
a structural Argonaute model in RNA interference studies. Although AfAgo was widely-studied, recently new
features of AfAgo were described, such as ability to form homodimers and create DNA loops [1]. Latest
crystal structure of AfAgo obtained in our group revealed several base specific contacts with three terminal
base pairs of guide-target duplex. In addition to that, we showed that /n vivo AfAgo binds RNA guides
(gRNA) enriched in 5-AUU sequence. Studies show that similarly to eAgos, pAgos may exhibit specificity
to the guide strand 5‘-terminal nucleotide and respective complementary target strand nucleotide. How-
ever, this is the first example of more extensive specificity towards guide and target sequence [3].

In this study we compare AfAgo affinity towards RNA guides with different 5-end sequence
using electrophoretic mobility shift assay (EMSA). Results provide experimental evidence that AfAgo specif-
ically recognizes RNA guides with 5-AUU sequence. We also demonstrate that AfAgo:gRNA binary
complex preferentially binds complementary DNA targets. These results challenge previous knowledge about
AfAgo, since it was thought that AfAgo uses ssDNA guides and recognizes DNA targets, possibly due to the
use of nonoptimal 5-sequence guides in experiments [2].

[1] Golovinas, E., Rutkauskas, D., Manakova, E., Jankunec, M., Silanskas, A., Sasnauskas, G., & Zaremba, M. (2021). Prokaryotic
Argonaute from Archaeoglobus fulgidus interacts with DNA as a homodimer. Scientific Reports, 11(1), 4518. https://doi.org/10.1038 /s41598 -
021-83889-4

[2] Ma, J.-B, Yuan, Y.-R, Meister, G, Pei, Y, Tuschl, T, & Patel, D. J. (2005). Structural basis for 5-end-specific recognition of guide
RNA by the A. fulgidus Piwi protein. Nature, 434(7033). https://doi.org/10.1038/nature03514

[3] Ryazansky, S., Kulbachinskiy, A., & Aravin, A. A. (2018). The Expanded Universe of Prokaryotic Argonaute Proteins.
https://doi.org/10.1128 /mBio

[4] Zaremba, M., Dakineviciene, D., Golovinas, E., Zagorskaité, E., Stankunas, E., Lopatina, A., Sorek, R., Manakova, E., Ruksenaite, A.,
Silanskas, A, Asmontas, S, Grybauskas, A, Tylenyte, U, Jurgelaitis, E.,, Grigaitis, R, Timinskas, K., Venclovas, T, & Siksnys, V. (2022).
Short prokaryotic Argonautes provide defence against incoming mobile genetic elements through NAD+ depletion. Nature Microbiol-
ogy, 7(11), 1857-1869. https://doi.org/10.1038 /s41564-022-01239-0
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Cas9 is a programmable RNA-guided DNA endonuclease [1; 2]. It recognises a short DNA sequence,
known as a protospacer-adjacent motif (PAM), and cleaves DNA at a fixed position in accordance to PAM
when there is full complementarity between DNA and RNA strands. This feature has made the Cas9
protein a highly attractive and popular molecular tool for genome editing. Nevertheless, there are still gaps
in full understanding of the Cas9 biological role in prokaryotic cells. Cas9 belongs to lI-type CRISPR-Cas
systems and is essential for all three stages of the CRISPR-Cas mechanism (adaptation, RNA biogenesis and
interference). During adaptation, viral DNA is selected, cut and integrated as a spacer into the CRISPR region
in a bacterial chromosome. The precise mechanism of adaptation in II-A subtype CRISPR-Cas systems is
yet to be determined. It has been shown that during adaptation Cas9 aids in viral DNA selection by recog-
nising the PAM sequence [3]. In some way Cas9 has to convey the information of PAM recognition to macro-
molecular Casl1-Cas2-Csn2 adaptation complexes, which then finalise the adaptation stage [4]. When viral
DNA is inserted into the CRISPR region, it is transcribed by RNA polymerase and processed by Cas9 and
RNase Il into CRISPR RNA (crRNA), which is hybridized with trans-activating crRNA (tracrRNA) forming a
functional guide RNA. In the final interference stage, Cas9 uses guide RNA to find the target DNA molecules
and induce DNA double-strand breaks. In this way, CRISPR-Cas system confers hereditary and adaptive
immunity against viruses.

Here, we report the structure of Strepfococcus thermophilus Cas9 in complex with guide RNA and
target DNA (interference mode). We also present the structure of Streptococcus thermophilus Cas9-RNA
bound to non-target DNA, with the PAM-adjacent target DNA strand non-complementary to the guide RNA.
We show that Cas9-RNA adopts different conformations, which might be exploited for the distinct roles of
Cas? in adaptation and interference.

[1] Gasiunas, G., Barrangou, R., Horvath, P., Siksnys,V. (2012) Cas9-crRNA ribonucleoprotein complex mediates specific DNA cleavage
for adaptive immunity in bacteria. Proc. Natl. Acad. Sci. U.S.A., 109, 15539-15540

[2] Jinek, M., Chylinski, K., Fonfara, I. et al. (2012). A programmable dual-RNA guided DNA endonuclease in adaptive bacterial immunity.
Science 337, 816-21

[3] Heler, R., Samai, P., Modell, J.W., Weiner, C., Goldberg, G.W., Bikard, D., Marraffini, L.A. (2015). Cas9 specifies functional viral targets
during CRISPR-Cas adaptation. Nature 519, 199-202

[4] Wilkinson, M., Drabavicius, G., Silanskas, A., Gasiunas, G., Siksnys,V. Wigley, D.B. (2019). Structure of the DNA-Bound Spacer Capture
Complex of a Type Il CRISPR-Cas System. Mol. Cell, 75, 90-101
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Bacterial and archaeal viruses are the most diverse entities on Earth [1]. Bacterial anti-phage defense
systems are found in microbial genomes, where they form defense islands. Based on their genomic co-
localization with known systems, this genetic feature allowed for the recent discovery of numerous defense
systems, but the full arsenal of anti-phage mechanisms in bacteria is highly understudied [2].

Toxin-antitoxin (TA) systems are genetic elements that target key cellular processes such as replica-
tion, transcription, or translation. Here we look into the HEPN-MNT toxin-antitoxin system encoded in the
vicinity of a subtype I-D CRISPR-Cas system in the cyanobacterium Aphanizomenon flos -aquae. This TA
system codes toxin that can interfere with key cellular processes and antitoxin that acts as an antidote by
neutralizing toxin. In this TA system, HEPN (higher eukaryotes and prokaryotes nucleotide-binding protein)
acts as a toxic RNAse and cleaves 4 nt from the 3' end of tRNA molecules, and MNT (minimal nucleotidyl-
transferase) that inhibits the HEPN RNAse. Usually, in a type Il toxin-antitoxin system, an antitoxin forms a
complex with a stable toxin and keeps its activity low. In normally growing cells, the toxin is inhibited by
the continuously synthesized antitoxin, but under certain conditions, a decrease in antitoxin concentration
may lead to toxin activation. What makes the Aphanizomenon flos-aguae HEPN-MNT system different is the
additional toxin inactivation mechanism via covalent modification performed by the MNT antitoxin. It is pro-
posed that HEPN could be activated at low ATP concentrations, that could interfere with the MNT- catalyzed
AMPylation reaction. The MNT antitoxin activity requirement for ATP suggests that the TA system could also
act as an ATP sensor [3].

Here we test whether our selected ATPase expression reduces ATP concentration. We then express
ATPase in £. Colicells to reduce the ATP concentration and to test if it could activate the HEPN protein.

[1] Gao L, Altae-Tran H, Bohning F, Makarova KS, Segel M, Schmid-Burgk JL, Koob J, Wolf YI, Koonin EV, Zhang F. Diverse enzymatic
activities mediate antiviral immunity in prokaryotes. Science. 2020 Aug 28;369(6507):1077-1084. doi: 10.1126/science.aba0372. PMID:
32855333; PMCID: PMC7985843.

[2] Millman A, Melamed S, Leavitt A, Doron S, Bernheim A, Hor J, Garb J, Bechon N, Brandis A, Lopatina A, Ofir G, Hochhauser D, Stokar-
Avihail A, Tal N, Sharir S, Voichek M, Erez Z, Ferrer JLM, Dar D, Kacen A, Amitai G, Sorek R. An expanded arsenal of immune systems
that protect bacteria from phages. Cell Host Microbe. 2022 Nov 9;30(11)1556 -1569.e5. doi: 10.1016 /j.chom.2022.09.017. Epub 2022 Oct 26. PMID:
36302390.

[3] Songailiene |, Juozapaitis J, Tamulaitiene G, Ruksenaite A, Sul&ius S, Sasnauskas G, Venclovas T, Siksnys V. HEPN-MNT Toxin-
Antitoxin System: The HEPN Ribonuclease Is Neutralized by OligoAMPylation. Mol Cell. 2020 Dec 17,80(6):955-970.e7. doi:
10.1016/j.molcel.2020.1.034. Epub 2020 Dec 7. PMID: 332907 44.
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CRISPR (Clustered Regularly Interspaced Short Palindromic Repeats) and their associated genes (cas)
provide an adaptive immunity against exogenous nucleic acids in bacteria and archaea [1]. During the adap-
tation a recognition of a short motif known as a PAM (protospacer-adjacent motif) initiates the binding of
adaptation complex to a target DNA. Adaptation complex cleaves out a segment of the target DNA and gen-
erates a protospacer. After duplication of the repeat, protospacer is inserted into the leader end of the
CRISPR array and becomes a spacer [2]. Therefore, the main purpose of this research was to investigate how
the sequence of a protospacer affects the adaptation process.

In this study the adaptation complex was co-expressed in £. coli BL21(DE3) cells and purified using a
two-step affinity chromatography. Afterwards, /n vitro integration assay was carried out. In total 7 different
protospacers were analysed. All sequences of protospacers contained an identical segment for the integra-
tion into CRISPR array. However, they differed from one another at their 5' and/or 3' ends.

Here we purified a functional adaptation complex and showed that the sequence of a protospacer
hasan impact for the interaction with adaptation complex. Protospacer that contained sticky ends and dou-
ble- stranded PAM had the best integration efficiency, which indicates a stronger interaction with adaptation
complex.

Taking everything into account, these results provide insight into the mechanism of adaptation complex
and protospacer interaction affecting the process of adaptation.

[1] Wang J.Y., Pausch P., Doudna J.A., Structural biology of CRISPR-Cas immunity and genome editing enzymes, Nature Reviews
Microbiology 20, 641-656 (2022).

[2] Makarova K.S., Wolf Y.1., Iranzo J. et al., Evolutionary classification of CRISPR-Cas systems: a burst of class 2 and derived variants,
Nature Reviews 18, 67-83 (2020).
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CRISPR is an antiviral defence system in bacteria and archaea. These systems require nucleoprotein
complexes to detect and neutralise viral DNA. Cascade-Cas3 is a functional complex found in type | - E
CRISPR system and works as a DNA shredder. Here we are using a single-molecule approach, namely mag-
netic tweezers (MT), to elucidate the mechanism of action of Cascade-Cas3.

Invading DNA is detected by a multisubunit DNA targeting ribonucleoprotein complex - Cascade. As a
result, an R-loop is formed which enables accessory helicase-nuclease protein Cas3 to bind and cut
the foreign DNA (Sinkunas et al, 2013). However, the full mechanism of how Cas3 unwinds and destroys DNA
is yet to be known. That is the key question that we are trying to address here.

Knowledge about the mechanism of this complex would present us with a genome-editing tool which
would be suitable for performing large deletions. Since Cas3 acts as a motor protein and requires ATP
togenerate mechanical work (Sinkunas et al. 2011), understanding the mechanical properties is crucial
to elucidating the mechanism. Thus, the aim of this research is to characterise the mechanical properties
ofCascade-Cas3.

Magnetic tweezers allow manipulation of single DNA molecules attached to paramagnetic beads. We
prepared a double stranded DNA substrate for MT baring Cascade target site. To observe our samples, we
are using a WOSM which was constructed in our laboratory.

Applying this technology enables us to observe protein-DNA interactions in real time and perturb
it,making it a suitable method to examine the mechanical properties of helicase and nuclease activities
of Cascade-Cas3. Since knowledge about the movement of Cas3 is scarce, we are hoping that results of
thisproject will enable us to learn more about it and elucidate the mechanism of this functional complex.
Additionally, described method is applicable to study other helicases making it even more appealing.

[1] Sinkunas T, Gasiunas G, Waghmare SP, Dickman MJ, Barrangou R, Horvath P, Siksnys V. In vitro reconstitution of Cascade-
mediated CRISPR immunity in Streptococcus thermophilus. EMBO J. 2013 Feb 6;32(3):385-94.

[2] Sinkunas T, Gasiunas G, Fremaux C, Barrangou R, Horvath P, Siksnys V. Cas3 is a single-stranded DNA nuclease and
ATP- dependent helicase in the CRISPR/Cas immune system. EMBO J. 201l Apr 6;30(7)1335-42.

128


mailto:guoda.perminaite@gmail.com

B.53. NOVEL BAC/LLUS ANTIVIRAL DEFENSE SYSTEM

Marija Duchovskyte"? Dalia Smalakyte', Gintautas Tamulaitis'

'Institute of Biotechnology, Life Sciences Center, Vilnius University, Lithuania
?Institute of Chemistry, Faculty of Chemistry and Geosciences, Vilnius University, Lithuania
marija.duchovskyte@chgf.stud.vu.lt

The arms race between prokaryotes and bacteriophages gave rise to numerous antiviral defense strat-
egies in bacteria and archaea. In prokaryotic genomes constituents of defense systems tend to be encoded
in close proximity to each other in regions termed “defense islands”. Without genes of well-known defense
systems, defense islands also contain operons of unknown function [1]. By investigating uncharacterized
genes in vicinity of established defense genes, multiple novel antiviral systems werediscovered. One of re-
cently described systems that was first identified in bacteria of Bacillusgenus is namedSeptu [2].

Bacterial defense system Septu provides resistance to viruses by means of two proteins - putative
ATPase PtuA and HNH nuclease PtuB [2]. Although variants of Septu is isolated from representatives of Ba-
cillus, Septu system of B. thuringiensis provides protection from both B. subtilisand E. coliphages [3]. Inthis study,
we purified proteins encoded by PtuAB operon and examined /n vivo activity against £. coli phages of B. thurin-
gliensisSeptu defense system.

[1] K.S.Makarova, Y.I. Wolf, S. Snir, E. V. Koonin (2011). Defense islands in bacterial and archaeal genomes and prediction of novel defense
systems. J Bacteriol 193(21), 6039-56.

[2] S.Doron, S. Melamed, G. Ofir, A. Lopatina, M. Keren, G. Amitai, R. Sorek (2018). Systematic discovery of antiphage defense systems in
the microbial pangenome. Science 359(6379).

[3] A. Stokar-Avihail, T. Fedorenko, J. Garb, A. Leavitt, A. Milman, G. Shulman, N. Wojtania, S. Melamed, G. Amitai, R. Sorek (2022).
Discovery of phage determinants that confer sensitivity to bacterial immune systems. bioRxiv.
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One of the most commonly used reactions in the industry - oxygenation reactions - is carried out with
the help of organic chemistry methods. However, these methods often require peroxides or metal catalysts.
Therefore, more environmentally friendly methods are needed, and as a result, more attention is shifting tothe
enzymes that catalyse such reactions - various oxygenases. Non-heme diiron monooxygenase PmIABCDEF
possesses a broad substrate specificity and can oxidize different chemical groups, including C=C double
bonds and ring heteroatoms [1].

Oxiranes, also known as epoxides, are important intermediates in organic chemistry and they bear the
capacity of wide-ranging ring-opening reactions, which usually occur with predictable regioselectivity and
stereospecificity [2]. N-oxides have increased reactivity compared to regular N-heteroaromatic compounds.
They can be applied in the agriculture, and pharmacy industries [3]. However, it is a challenging task to se-
lectively oxidize chemical groups of different reactivity (e. g. M-oxidation versus epoxidation) in a singlemol-
ecule, therefore diverse synthesis strategies are employed with multiple reaction steps [4].

In this work, we investigated the selectivity of PmIABCDEF monooxygenase with substrates bearing
two possible reaction sites - terminal C=C double bond and nitrogen atom in the pyridine ring. Hence, alkenyl-
substituted pyridine compounds having different lengths of carbon chains were synthesized from 3-pyridinol
and appropriate alkenyl bromides. Produced compounds were used in the bioconversion reactions with
Pseudomonas putida KT2440 producing recombinant PmIABCDEF monooxygenase. Reaction products were
identified as N-oxides and epoxides. Chemical oxidation of alkenyl-substituted pyridine derivatives using
reagents such as mCPBA (meta-chloroperoxybenzoic acid) yields the M-oxide or dioxide. Oxidation using
biocatalytic methods with PmIABCDEF monooxygenase will allow us to obtain pure epoxide.

The reaction products were extracted and purified using column chromatography on a silica gel. The
obtained compounds were analysed with nuclear magnetic resonance (NMR), thin-layer chromatography
(TLC), and high performance liquid chromatography — mass spectrometry (HPLC-MS).

[1] Petkevicius, V., Vaitekunas, J., Sadauskas, M., Schultes, F. P. J., Tischler, D., & Meskys, R. (2022). The versatility of non-heme
diiron

monooxygenase PmLABCDEF: a single biocatalyst for a plethora of oxygenation reactions. Catalysis Science and Technology, 12(24),

7293-7307. doi: 10.1039/d2cy01167k

[2] Hodgson, D. M., Stent, M. A. H., Reilly, M. K., & Gras, E. (2014). Oxiranes and Oxirenes: Fused-ring Derivatives+. In Reference

Modulein Chemistry, Molecular Sciences and Chemical Engineering. Elsevier. doi: 10.1016/B978-0-12-409547-2.11428-3

[3] PetkeviCius, V., Vaitekiinas, J., GasparaviciGté, R., Tauraité, D., & Meskys, R. (2021). An efficient and regioselective biocatalytic

synthesis of aromatic N-oxides by using a soluble di-iron monooxygenase PmIABCDEF produced in the Pseudomonas species.

Microbial Biotechnology, 14(4), 1771-1783. doi: 10.1111/1751-7915.13849

[4] Kocak, A., Kurbanli, S., & Malkondu, S. (2007). Synthetic Access to New Pyridone Derivatives through the Alkylation Reactions of

Hydroxypyridines with Epoxides. Synthetic Communications, 37(21), 3697-3708. doi: 10.1080/00397910701569254
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Clear cell renal carcinoma (ccRCC) is the most prevalent renal cancer, accounting for over 75% of
cases.The asymptotic nature of the disease often leads to diagnosis in late Ill or IV stages, where 5-year
survival probability drops to 59% and 20%, respectively. First line of treatment is partial or complete removal
of kidney as well as immune-checkpoint blockade (ICB) therapy for metastatic disease treatment. Neverthe-
less, approximately 30% of cases metastasize despite surgical intervention, while the fraction of patients
benefiting from ICB treatment remains low [1].

Considering high vascularization, immune system infiltration and heterogeneous tumor microenviron-
ment of ccRCC, establishing reliable biomarkers for disease progression, prognosis or treatmentremains a
challenge. Understanding the mechanisms and interactions by which infiltrating immune cells contribute to
disease progression or treatment response can provide valuable insights in developing new treatment strat-
egies.

Here, using droplet-based single-cell RNA sequencing we profiled 50,236 cells from paired tumor (n=8)
and healthy adjacent (n=9) kidney tissues. Our analysis revealed high heterogeneity and inter-patient varia-
bility of the tumor microenvironment. In healthy-adjacent samples we identified all major epithelial and en-
dothelial populations of healthy kidney, including an epithelial progenitor-like population previously de-
scribed as a potential ccRCC cell of origin. Tumor samples were marked by high infiltration of immune cells,
including several populations of tumor-associated macrophages and T cells. Moreover, tumor samples dis-
played abundant stromal and endothelial cell compartments, as well as tumor cells. Our analysis uncovered
a previously uncharacterized tumor vasculature subpopulation associated with epithelial-mesenchymal
transition. Additionally, cell-cell communication analysis revealed multiple modes of immunosuppressive
interactions in the tumor microenvironment, including interactions between tumor vasculature and stromal
cells with immune cells. Furthermore, expression of the genes involved in these interactions associated with
worse survival in the TCGA cohort.

Overall, our work reveals the unappreciated interplay between tumor vasculature and stromal cell
populations in shaping the tumor microenvironment, and uncovers a novel tumor vasculature subpopulation
associated with invasive phenotype.

[1] Hsieh, J. J., Purdue, M. P, Signoretti, S., Swanton, C., Albiges, L., Schmidinger, M., Heng, D. Y., Larkin, J., & Ficarra, V. (2017). Renal
cell
carcinoma. Nature Reviews Disease Primers, 3(1), 17009
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CRISPR-Cas provides adaptive immunity in bacteria and archaea against invasive mobile genetic elements. The
Class Il enzyme Casl12 (type V) does not only cut double-stranded DNA for genome editing, but also displays
non-specific ssDNase trans-activity triggered by cis-target cleavage'; this unique feature is being actively
exploited for the detection of nucleic acids and pathogens in diagnostics?and environmental monitoring®. This is
achieved by triggering the cleavage of a fluorogenic single-stranded molecular beacon upon recognition of the
target DNA in the tested sample (Fig. 1). Given the inherently slow activity of this enzyme, its enhancement is
highly desirable to improve its efficiency as genome editing tool* and to increase the sensitivity in diagnostics®.
Droplet microfluidics allows for the generation of an emulsion, composed of monodisperse microdroplets, each
working as a separate independent reactor, representing a powerful technology for screening of large mutant
libraries, enabling time- and cost-effective directed evolution outcomes compared to traditional processes using
microtiter plates®(Fig. 2). For this reason, the aim of this project is to evolve an improved Cas12 variant, develo-
ping an appropriate droplet microfluidics pipeline.
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Figure 1; Generation of the fluorescent signal upon target cleavage. The enzyme (in yellow) binds to the target sequence (scarlet) and clea-
ves it (reaction A): this triggers the trans-nuclease state (reaction B), that allows the enzyme to cleave non-specifically the ssDNA molec-
ular beacon (reaction C). Upon cleavage of the beacon, the quencher (black circle) and the fluorophore are separated, allowing the fluoro-
phore to emit a fluorescent signal (green star.
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Figure 2; droplet microfluidic wokflow. A: droplet generation by co-flow of the mutant library (yellow flow) with lysis reagents, gRNA, tar-
get DNA and reporter (green flow). B: droplet incubation and signal generation. C: droplet sorting. D: droplets collection and downstream
applications
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[1]. Chen, J. S. et al. CRISPR-Cas12a target binding unleashes indiscriminate single-stranded DNase activity. Science 360, 436-439 (2018).

[2]. Kaminski, M. M., Abudayyeh, 0. 0., Gootenberg, J. S., Zhang, F. & Collins, J. J. CRISPR-based diagnostics. Nat Biomed Eng 5, 643-656
(2021).

[3]. Williams, M. et al. The application of CRISPR-Cas for single species identification from environmental DNA. Mol Ecol Resour 19, 1106 -
M4 (2019).

[4]. Behr, M., Zhou, J., Xu, B. & Zhang, H. In vivo delivery of CRISPR-Cas9 therapeutics: Progress and challenges. Acta Pharmaceutica
Sinica B 11, 2150-2171 (2021).

[5]. Pausch, P. et al. DNA interference states of the hypercompact CRISPR-Cas® effector. Nat Struct Mol Biol 28, 652-661 (2021).

[6]. Obexer, R., Pott, M., Zeymer, C., Griffiths, A. D. & Hilvert, D. Efficient laboratory evolution of computationally designed enzymes with low
starting activities using fluorescence-activated droplet sorting. Protein Engineering, Design and Selection 29, 355-366 (2016).
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L-A and L-BC, members of the virus family 7otiviridae, are among the most common viruses that infect
Saccharomyces cerevisiae. They are distinguished by a double-stranded RNA genome packaged into a capsid
made of a single major capsid protein Gag and Gag-Pol fusion protein, which includes RNA-dependent RNA
polymerase. Current evidence indicates that Gag modification by N-acetylase complex is crucial for viral as-
sembly of L-A. In contrast, L-BC Gag can self-assemble into a viral particle without N-acetylation [1]. Consist-
ently with this observation, successful efforts to produce L-BC virus-like particles (VLPs) in Escherichia coli
have been made.

VLPs are icosahedral or rod-shaped nanoparticles that self-assemble /n vitro from viral capsid proteins.
The main difference between VLPs and native virions is the absence of genetic material which makes them
unable to replicate in host cell. VLPs have immunogenicity comparable to that of natural viruses and, therefore,
can be applied as vaccines. Moreover, due to their empty internal cavity and enhanced permeability, VLPs have
been utilized for the delivery of drugs, genes, peptides, proteins and other biological material. While VLPs can
be generated artificially in a broad range of host cells such as yeast, insect, plant and mammalian cell lines,
bacterial expression systems (especially £ coli) are frequently used for this purpose due to low cost of culturing,
rapid cell growth and efficient protein expression [2].

The primary goal of this study was to examine the stability of L-BC VLPs synthesized in £. coli. In order to
produce L-BC VLPs, recombinant protein synthesis was induced in £. col/i and particles were purified by ultra-
centrifugation of bacterial lysate through sucrose cushion and cesium chloride. Particles formed by the recom-
binant L-BC Gag protein were visualized by transmission electron microscopy (TEM) and their size matched the
particle size earlier determined by dynamic light scattering (DLS) method (40.4+1.57 nm), as well as the size of
native L-BC virus (38.5 nm) [3]. Prior to considering these VLPs suitable for nanodelivery, their stability in dif-
ferent conditions was tested. After monitoring the particle size for 8 weeks by DLS method, it was found that
these VLPs are stable in both Tris-HCl- and phosphate-based buffers, different NaCl concentrations, pH values
and in the presence and absence of magnesium ions. Stability of the particles was affected only by temperature:
particle aggregation was observed after eight weeks at room temperature and after one week at 37 °C. Thus, it
can be stated that the purified VLPs are considerably stable. Nevertheless, additional research on cytotoxicity
must be done before utilizing them as nanocarriers.

[1] Wickner, R. B., Fujimura, T., & Esteban, R. (2013). Viruses and prions of Saccharomyces cerevisiae. Advances in Virus Research, 86, 1
[2] Nooraei, S., Bahrulolum, H., Hoseini, Z. S., Katalani, C., Hajizade, A., Easton, A. J., & Ahmadian, G. (2021). Virus-like particles: preparation,
immunogenicity and their roles as nanovaccines and drug nanocarriers. Journal of Nanobiotechnology, 19(1), 1-27.

[3] Grybchuk, D., Prochazkova, M., Fiizik, T., Konovalovas, A., Serva, S., Yurchenko, V., & Plevka, P. (2022). Structures of L-BC virus and its
open particle provide insight into Totivirus capsid assembly. Communications Biology, 5(1), 1-10.
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A family of enzymes known as DNA methyltransferases catalyze the transfer of a methyl group from the
cofactor S-adenosyl-L-methionine (AdoMet) to a cytosine on a CpG site in mammalian cell genome. The enzymes
are classified into two groups based on their catalytic functionality: 1) Dnmt1, a DNA methyltransferase that tar-
gets a hemimethylated CpG sequence in the DNA chain and restores cytosine methylation levels after DNA rep-
lication; 2) Dnmt3 (Dnmt3a, Dnmt3b) de novo methyltransferases, which target unmethylated CpG sequences in
the DNA strand. As a result, genome methylation is maintained by the combined action of all three AdoMet-
dependent DNA methyltransferases. However, the catalytic interplay of each methyltransferase during global
DNA methylation maintenance in cells remain poorly understood.

There are several methods for assessing the global methylation profile of genomic DNA. However, the
main disadvantage of most technologies is that it cannot determine the individual contribution of each DNA me-
thyltransferases. TOP-seq is a recently developed technique that involves tagging CpG regions with a genetically
modified DNA methyltransferase and a synthetic AdoMet cofactor analog, followed by sequencing of the tagged
CpG region[l]. Furthermore, the adaptation of TOP-seq in mouse live cells containing an engineered DNA me-
thyltransferase Dnmtl paved the way for the discovery of epigenetic mechanisms involved in DNA methylation
maintenance[2]. Therefore, a similar genetic manipulation strategy of de novo methyltransferases could signifi-
cantly broaden the understanding of the individual contribution of each Dnmts to the global DNA methylation
profile in cells.

The goal of this study was to investigate the catalytic activity of Dnmt3a and Dnmt3b variants /n vitrousing
AdoMet cofactor and its synthetic analogue. To begin, vectors containing mouse wild-type Dnmt3a and Dnmt3b
as well as preferred mutant coding sequences were constructed and electroporated into Pichia pastoris yeast
strain cells. Next, the biomass of G418 antibiotic-selected yeast cell clones was grown, protein expression was
induced with methanol, and Dnmt variants were purified by affinity chromatography using a HiTrapTM IMAC HP
column from the prepared soluble fraction of cell lysates. Finally, DNA modification activity of purified Dnmt3a
and Dnmt3b proteins was assessed with liquid chromatography-mass spectrometry (HPLC-MS) using AdoMet
cofactor or synthetic analogue Ado-6-azidohex-2-ynyl (Ado-6-azide), and poly(dI-dC)-poly(dI-dC) or poly(dG-
dC)-poly(dG-dC) as DNA substrates.

[1] Stasevskij, Z., et al., Tethered Oligonucleotide-Primed Sequencing, TOP-Seq: A High-Resolution Economical Approach for DNA Epigenome
Profiling. Molecular Cell, 2017. 65(3): p. 554.
[2] Stankevicius, V., et al., Selective chemical tracking of Dnmt1 catalytic activity in live cells. Molecular Cell, 2022. 82(5): p. 1053.
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Intercellular DNA transfer is one of the driving forces of evolution in prokaryotes. Mobile genetic
elements (MGE), such as insertion sequences (IS), transposons, plasmids, or phages, are responsible for
high genomicplasticity in bacteria, allowing rapid adaptation to changing environmental conditions [1]. The
1S200/1S605 family insertion sequences are one of the most widely distributed ancient groups of mobile ge-
netic elements among prokaryotes. These sequences are flanked by LE and RE terminal imperfect palin-
dromic motifs and may encode TnpA, TnpA and TnpB, or single TnpB. While the TnpA transposase is respon-
sible for IS transposition, the function of TnpB remains unknown [2]. The comparative analysis of bacterial
and archaealgenomes has recently suggested that TnpB might be an evolutional predecessor of CRISPR-
Cas9 and Cas12 nucleases [3]. Therefore, the characterization of TnpB could provide new insights into the
transposition mechanism of 1IS200/1S605 family MGEs, and allow us to acquire more knowledge about the evo-
lution of Cas9 and Casl12 nucleases, which are widely adopted in genome editing.

The aim of this study was the characterization of Deinococcus radiodurans|SDra2 transposon-
associated TnpB protein. First, we detected substantial amounts of RNA co-purifying in complex with TnpB.
These nucleic acids were then extracted from the RNP complex and used for small RNA sequencing, which

revealed that TnpB binds the right-end element (RE) derived RNA - reRNA. We show that TnpB is an
reRNA-guided nuclease capable of cleaving dsDNA targets nextto the 5'-TTGAT transposon-associated motif
(TAM). Moreover, by changing the 3'-end of reRNA, we demonstrate that TnpB is reprogrammable for target
cleavagein bacterial and eukaryotic cells.

Our results reveal that despite its compact size, the TnpB nuclease efficiently hydrolyzed DNA targets
ina TAM-dependent manner similarly to much larger Casl12 proteins. Compared to the Cas nucleases,
the miniature size of TnpB is suitable for adeno-associated virus-based delivery and opens new hori-
zons fortherapeutic applications. This study also suggests that further characterization of transposon-
encoded proteins could expand the genome-editing toolbox by providing a new class of compact non-Cas
nucleases with different biochemical requirements for genome-editing applications.

[1] Siguier, P., Gourbeyre, E., & Chandler, M. (2014). Bacterial insertion sequences: their genomic impact and diversity. FEMS microbiology
reviews, 38(5), 865-891.

[2] Pasternak,C., Dulermo, R., Ton-Hoang, B., Debuchy, R., Siguier, P., Coste, G., Chandler, M., & Sommer, S. (2013). ISDra2 transposition in
Deinococcus radiodurans is downregulated by TnpB. Molecular microbiology, 88(2), 443-455.

[3] Kapitonov, V. V., Makarova, K. S., & Koonin, E. V. (2015). ISC, a Novel Group of Bacterial and Archaeal DNA Transposons That Encode
Cas9 Homologs. Journal of bacteriology, 198(5), 797-807.
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Bacteriophage genomic DNA contains the widest spectrum of nucleotide modifications found in nature.
These modifications range from simplistic, such as methylation, to structurally more elaborate nucleotide
hypermodifications. Enzymes that modify DNA and the modified nucleotides themselves may be utilized in a
variety of disciplines, such as research, medicine, and biotechnology. To deepen our understanding of DNA
modifications and DNA-modifying proteins, two Pantoea agglomerans-infecting phages vB_PagS_Vid5 (Vid5)
and vB_PagS_MED16 (MED16) were chosen to investigate their respective gp34 and gp38 proteins which are
potentially involved in DNA modification.

Bacteriophage Vid5 encodes the queuine tRNA-ribosyltransferase (gp34) enzyme within its genome,
which catalyzes the switch of the 34" position guanine to 7-aminomehtyl-7-deazaguanine and cyclopentane-
diol addition to 7-aminomethyl-7-deazaguanine-34 tRNA, forming hypermodified base queuinine. A proposed
reaction mechanism is presented in Figure 1 [1]. Additionally, bacteriophage MED16encodes the preQo DNA
deoxyribosyltransferase (gp38) protein, which is essential in the Q and G* tRNA modification pathways, being
responsible for changing the target guanines to deazaguanine precursors.
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Figure 1. Queuine tRNA-ribosyltransferase potential reaction mechanism.

Recombinant, N and C terminus-histidine tagged proteins corresponding to Vid5 gp34 and MED16 gp38
were successfully expressed in the £ coli BL2I(DE-3), Rosetta(DE-3) and NovaBlue(DE-3) under varying
conditions of 37°C for 3 hours, 30°C for 5 hours and 20°C for 18 hours. Following SDS-PAGE analysis of the
recombinant proteins, it was determined that both proteins were presentin a soluble, monomeric form with an
approximate molecular weight of 30 kDa. The results show that the optimal conditions for protein synthesis
is using £. coliBL21(DE-3) at 20°C for 18 hours.

The results of this study not only increase our knowledge about hypermodified nucleobases and DNA
modifying enzymes in bacteriophages but can also contribute to further potential application of phage DNA
modifying enzymes in medicine, biotechnology and other areas.

[ Simolitinas, E., Simolidiniené, M, Kalinieng, L, Zajanckauskaité, A, Skapas, M, Meskys, R, Kaupinis, A, Valius, M, Truncaité, L. (2018).
Pantoea Bacteriophage vB_PagS_Vid5: A Low-Temperature Siphovirus That Harbors a Cluster of Genes Involved in the Biosynthesis of
Archaeosine. Viruses, 10(11): 583.
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Unique environments still happen to be very poorly explored, even though they contain a wide variety
of microorganisms and viruses that possess potential applications in biotechnology or medicine. An example
of such environments are gypsum Kkarst lakes, from which a new Bacillus phage vB_BauM_KLEB27-3
(KLEB27-3) has been isolated with a genome of more than 200 kb which classifies the phage as a jumbo one.
Because of its large genome this bacteriophage may potentially have a wide variety of genome editing ele-
ments, including enzymes, that can disable the CRISPR/Cas system and protect its own DNA during infection
of bacteria.

In this study, genome analysis of the newly isolated bacteriophage KLEB27-3 was performed and the
gene g92 was identified for further analysis. Bioinformatic and phylogenetic analyses indicated that gp92 is
the closest to CRISPR-associated exonuclease (Cas4 family) of Bacillus phage vB_BceM_WH1 (56 % aa iden-
tity). Cas4 family proteins are involved in CRISPR adaptation and possess exonuclease activity. As there were
no close homologues of gp92 to any bacterial or phage proteins deposited to publicly available databases, it
is hypothesized to have unique properties that are worth to investigate in more detail. To studythe potential
activity of recombinant gp92 /n vitro, the gene was cloned into two inducible expression vectors(pET2la and
pCDFDuet-1), producing recombinant proteins with a His-Tag fussed to either the N- or C- terminus.
Purification of soluble gp92 demonstrated, that gp92 C-His tagged protein is ATP-independent andhas poten-
tial endonuclease activity.

Results of this study not only extend our knowledge about bacteriophage genome editing elements,
but also give new insights about potential applicability of the aforementioned enzyme in medicine, biotech-
nology, ecology and other areas.

This research was partially funded by the European Union Structural Funds under the measure
,EMBL Partnership Institute‘(Grant No. 01.2.2-CPVA-V-T16-01-0001).
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Bacteriophages are incredibly diverse and widespread viruses that constantly threaten bacteria. Thecontinuing co-
evolutionary fight between bacteria and their viral predators has resulted in the developmentof a sophisticated and di-
verse array of bacterial defense mechanisms, such as the well-known restriction-modification and CRISPR-Cas systems.
New anti-phage defense systems and gene editing tools have revolutionized the fields of molecular biology and biotech-
nology. These tools can target specific genes andsequences for modification or removal, as well as anti-phage de-
fense mechanisms that prevent bacteriophages from infecting bacteria. Identification of these mechanisms led to the devel-
opment of precise molecular tools used in genetic engineering and genome manipulation, so the identification of novel defense
systems may result in the development of new tools for manipulating cells and genomes. On the basis of the discovery that
anti-phage defense systems frequently form so-called "defence islands" in bacterial genomes,several groups have em-
ployed computational methods to detect new, uncharacterized defense systems [1,2].

Here, we present studies on nine of these newly discovered systems with well-known nuclease,NTPase and
DNA/RNA helicase domains. We have shown that these systems are active and show resistanceagainst bacteriophages.
Also, we have successfully cloned these systems into high-copy plasmid DNA, as confirmed by the whole plasmid se-
quencing. Lastly, we have performed protein expression studies on all these systems.

[1] Vassallo, C.N. et al. (2022) “A functional selection reveals previously undetected anti-phage defence systems in the E. Coli
pangenome,” Nature Microbiology, 7(10), pp. 1568-1579.

[2] Millman, A. et al. (2022) “An expanded arsenal of immune systems that protect bacteria from phages,” Cell Host & Microbe, 30(11).
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Lung canceris a leading cause of cancer death world-wide. Non-small cell lung cancer (NSCLC)
is the most common form accounting for more than 80 % of lung cancer cases (Duma et al., 2019). The
early diagnosis and control of cancer metastasis are critical factors in cancer treatment. Discovery of
novel biomarkers and therapeutic targets have helped to increase survival rates for many types of
cancer, including lung cancer. Over the past decade miRNAs have emerged as potential biomarkers
and targets in lung cancer diagnosis and treatment. miRNAs are small 20-25 nucleotide long single-
stranded noncoding RNAs that play an important role in tumour initiation and growth. miRNAs function
in post-transcriptional regulation of gene expression can act as tumour suppressors, oncogenes or
metastasis regulators. Previous studies have revealed miRNA-574 as a potential regulator of many
cancers (Zhang et al., 2019). However, a precise role of two miRNA-574 arms (5p and 3p) has not been
elucidated.

Thus, further investigations into arms expression signatures in normal and cancerous lung
tissue biopsies with real-time quantification of microRNAs by stem-loop RT-PCR method (Chen et
al.,2005) are necessary in order to identify novel potential biomarkers for lung cancer.

Chen, C., Ridzon, D. A,, Broomer, A. J,, Zhou, Z., Lee, D. H,, Nguyen, J. T., Barbisin, M., Xu, N. L., Mahuvakar, V. R., Andersen, M. R,, Lao,

K. Q. Livak, K. J., & Guegler, K. J. (2005). Real-time quantification of microRNAs by stem-loop RT-PCR. Nucleic Acids Research, 33(20),
e179. https://doi.org/10.1093/nar/gni178

Duma, N., Santana-Davila, R., & Molina, J. R. (2019). Non-Small Cell Lung Cancer: Epidemiology, Screening, Diagnosis, and Treatment. Mayo
Clinic Proceedings, 94(8), 1623-1640. https://doi.org/10.1016/j.mayocp.2019.01.013

Zhang, Z., Pi, J., Zou, D., Wang, X., Xu, J., Yu, S,, Zhang, T,, Li, F., Zhang, X., Zhao, H., Wang, F., Wang, D., Ma, Y., & Yu, J. (2019). MicroRNA arm-
imbalance in part from complementary targets mediated decay promotes gastric cancer progression. Nature Communications, 10(1), Arti-
cle 1. https://doi.org/10.1038/s41467-019-12292-5
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Advanced glycation end-products (AGEs) are heterogeneous s group of molecules that are formed in
non-enzymatic reactions. In healthy people, AGEs normally accumulate slowly with natural ageing. Higher
AGEs levels are associated with metabolic syndrome, cardiovascular diseases, and diabetes-related
complications such as diabetic retinopathy (DR). Good diabetes control helps to lower the risk of diabetic
complications, which can be accelerated by AGEs. Monitoring of AGEs could help to reduce and prevent
diabetic vascular complications.

The aim of this study was to investigate the relationship between AGEs levels and main diabetes management
indicators in patients with DR, including HbAlc, arterial blood pressure and low-density lipoprotein choles-
terol (LDL-C).

AGEs concentration in the skin was non-invasively measured using ultra-violet light to excite auto-
fluorescence with AGE Reader in 67 diabetic patients with no DR and in 66 patients with DR (age 218). Data
on patients’ clinical characteristics were collected from medical records. Based on diabetes control indica-
tors (HbAlc < 7.0%, blood pressure <130/80 mmHg, and low-density lipoprotein cholesterol (LDL) < 2.6mmol/l),
four groups were formed depending on the number of achieved diabetes control goals: 0 goals, 1 goal, 2 goals,
3 goals. Collected data was used to investigate associations between diabetes management indicators and
the patients’ AGEs concentration.

The study cohort consisted of 73 (54.9%) women and 60 (45.1%) men. The median diabetes duration of the
patients was 14 years, age - 55 years. The levels of AGEs increased with HbAlc (r=0.195, p<0.05) and systolic
blood pressure (r=0.265, p<0.05). Patients who had not achieved any of the diabetes management goals had
higher concentration of AGEs, indicating higher vascular risk (p<0.05). Also, the results showed the asso-
ciation between diabetes management goals achievement and age, DR, and smoking (all p<0.05). Patients
who achieved higher numbers of diabetes management goals were younger, had lower AGEs levels,lower
frequency of DR complications, and smoked less.

AGEs levels were significantly associated with diabetes management goal achievement. Patients with
low AGEs levels were more likely to achieve diabetes management goals.

The work was supported by the EEA Financial Mechanism 2014-2021‘The Baltic Research Programme’”.
No..EEA-RESEARCH-60.
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3H-Indole core is a common structural unit in biologically active natural products and often serve as
an inspiration to medicinal chemists. Synthetic 3H-indole derivatives are of great importance to their vast
applicability as pharmaceuticals [1], fluorescent imaging probes [2], photosensitizers [3], etc. Fluorescent
probes are extensively used in in vivo imaging due to their low cost, operational simplicity, high sensitivity
and selectivity, non-invasiveness and possibility to conduct real-time experiments [2,4]. Fluorescence sens-
ing technology enables detection and analysis of various ions, organic and inorganic molecules, biomarkers
or intracellular pH values, etc. in vivo and could complement or event replace traditional imaging methods
in the near future [2].

A wide array of suitable optical and biological properties possessing compounds are frequently based
on cyanine dye structure containing 3H-indole moiety [4]. Although many studies have been performed with
these compounds, their number in clinical use is scarce. Therefore, synthesis of new 3H-indole derivatives
remains of high interest. To fill this gap, a series of new 3H-indole derivatives and their corresponding 3H-
indolium salts were synthesized and their optical properties were investigated.

Target compounds were synthesized via Suzuki cross-coupling and Knoevenagel condensation. Sub-
sequent alkylation of the final compounds afforded 3H-indolium iodide salts. Structures of new compounds
were confirmed by 1D, 2D NMR, HRMS and FT-IR spectroscopic data.

Optical properties of newly prepared 3H-indole derivatives and their corresponding 3H-indolium salts
were investigated in aqueous solutions. It was observed that absorption and emission peaks of 3H-indole
derivatives were in the visible part of electromagnetic spectrum, however the fluorescence of the tested
compounds was low. Absorption peaks were in the range of 383-477 nm and emission peaks were in the
range of 504-616 nm. In addition, the Stokes shifts of the tested compounds were quite large, ranging from
71to 233 nm. Interestingly, 3H-indolium salts did not produced fluorescence under excitation with UV light.

Overall, presented results show, that new 3H-indole derivatives are easily obtainable, and their fluo-
rescence properties are structure dependent.

[1] Chadha, N., & Silakari, 0. (2017). Indoles as therapeutics of interest in medicinal chemistry: Bird's eye view. European Journal of Me-
dicinal Chemistry, 134, 159-184.

[2] Sun, C., Du, W., Wang, B., Dong, B., & Wang, B. (2020). Research progress of near-infrared fluorescence probes based on indole
heptamethine cyanine dyes in vivo and in vitro. BMC Chemistry, 14(1).

[3] Bilici, K., Cetin, S., Aydindogan, E., Yagci Acar, H., & Kolemen, S. (2021). Recent advances in cyanine-based phototherapy agents. Fron-
tiers in Chemistry, 9.

[4] He, Q. Li, R, Yuan, Z., Kassaye, H., Zheng, J., Wei, C., Wang, F., Yao, Y., Gui, L., & Chen, H. (2019). A turn-on near-infrared fluorescent
probe for detection of cysteine over glutathione and homocysteine in vivo. Analytical Methods, 11(14), 1857-1867.
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Tethered bilayer lipid membranes (tBLMs) are robust model membrane systems, that mimic the lipid bi-
layer membrane of eukaryotic cells [1]. tBLMs are increasingly used for membrane-protein interaction studies
including functional reconstitution of the pore-forming proteins and peptides. To this day, the tBLMs were made
from up to two to three various synthetic lipids, yet they poorly reflect the biological plasma membranes which
could contain up to five major lipid compounds.

In this communication, we explored a proof of concept for the possibility to form multi-lipid biomimetic
tBLMs that would closely resemble the lipid compositions of Red Blood Cells (RBCs) and Brain Capillary Endo-
thelial Cells apical membrane (BCECs) (Fig. 1). The novel tBLM compositions were assembled via multilamellar
vesicle fusion onto 30% molecular anchor WC14 and 70% B-mercaptoethanol functionalized thin film gold surface
[2]. This was followed by studying the effect of pH changes (acidic to basic) and the activity of alpha-hemolysin,
a common pore-forming toxin. In both cases, the study was performed utilizing the Electrochemical Impedance
Spectroscopy (EIS) methodology, and the effect of pH was quantitatively assessed by measuring the impedance
phase minimum shift as described in [3]. In addition to this, Atomic Force Microscopy (AFM) was used to visualize
the surface roughness of the novel membrane compositions.
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Figure 1. General tBLM structure is based on the compositions of major lipids in the BCEC and RBC cells.

We found that as the pH increases from 4.4 to 7.4 the EIS phase minimum moves towards higher frequen-
cies for all the tested tBLM compositions. The RBC membranes showed the highest shift of 0.649+0.292, followed
by positive control DOPC:Chol 60:40 with 0.497+0.122, and in BCEC lowest shift of 0.344+0.290 was observed in
log scale, respectively. Studying the effects of alpha-hemolysin activity on the novel tBLMs showed that the RBC
membranes were most responsive to the activity of the toxin which is shown by the average frequency logarith-
mic shift of 2.273+0.342 followed by the BCEC membrane with the average logarithmic shift of 0.402+0.389. We
hypothesize that this high activity of alpha-hemolysin towards the RBC membranes could be attributed towards
the presence of higher amounts of cholesterol that leads to the presence of more lipid-ordered domains result-
ing in a decrease of the membrane dielectric properties. These findings could be correlated to the study by [4]
which reports an increase in toxin activity with a decrease in the dielectric property of tBLMs. Furthermore, both
RBC and BCEC membranes show similar surface roughness (R.) of 0.45 and 0.40 nm when analysed using AFM.

In conclusion, we demonstrated through EIS and AFM that tBLMs that closely resemble the RBC and BCEC
could be formed using multi-lipid composition and this could be used to structurally and functionally interrogate
the lipid-protein interactions.

[1] Penkauskas, T. & Preta, G. (2019) "Biological applications of tethered bilayer lipid membranes." Biochimie 157, 131-141.

[2] Ragaliauskas, T. et al., (2017) "Fast formation of low-defect-density tethered bilayers by fusion of multilamellar vesicles." Biochimica et
Biophysica Acta (BBA)-Biomembranes 1859(5), 669-678.

[3] Raila, T. et al. (2020) "Clusters of protein pores in phospholipid bilayer membranes can be identified and characterized by electrochemical
impedance spectroscopy." Electrochimica Acta 364, 137-179.

[4] Budvytyté, R. et al. (2013) "Reconstitution of Cholesterol-Dependent Vaginolysin into Tethered Phospholipid Bilayers: Implications for
Bioanalysis” PLoS ONE 8(12), 825-836.
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Klebsiella spp. is a causative agent of both healthcare-associated infections and plant diseases such
as stem rot of pearl millet and soft rot of E'ves needle cactus. However, the emergence of antibiotic-
resistant Klebsiella spp. strains poses a major challenge to effective treatment, necessitating the explo-
ration of alternative methods of controlling the spread of these microorganisms such as phage therapy.

In this study, a novel, ambient-temperature adapted, Klebsiella-infecting phage - vB_KaeM_F14 (F14)
- was isolated from a gypsum karst lake in North Lithuania. The results of transmission electron micros-
copy (TEM) analysis revealed that F14 is a myovirus, possessing an isometric head with a diameter of
approximately 76 nm and a contractile, non-flexible tail of about 58 nm (contracted) / 117 nm (noncontracted)
in length. Phage F14 was tested against a panel of 80 bacterial strains, revealing that only Klebsiella aero-
genes isolate F14 was sensitive to F14. Additionally, plating tests revealed that F14 can form clear plaques
with a diameter of 1.9 mm in a temperature range of 4 to 29°C, with 22°C being the most optimal temper-
ature for infection. Lastly, chloroform sensitivity tests did not reveal any sensitivity of F14 tothis detergent
under investigated conditions.

The findings of this study not only extend our knowledge about Klebsiella infecting viruses but also
suggest the potential of phage F14 as a phage-based biocontrol agent for the regulation of Klebsiella- asso-
ciated plant or human pathogens.

This research was partially funded by the European Union Structural Funds under the measure
,EMBL Partnership Institute“(Grant No. 01.2.2-CPVA-V-716-01-0001).
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In eukaryotes, N6-methyladenine is an abundant RNA modification and has also been detected on DNA.
However, its function in cells remains unclear. The mammalian protein METTL4 is known to be the main
methyltransferase that methylates adenine on eukaryotic DNA as well as some types of RNA. The me-
thyltransferase activity of METTL4 is dependent on the natural cofactor S-adenosylmethionine (AdoMet). Im-
portantly, METTL4 has been implicated in cancer development and it is thus essential to characterize its
activity further[1]. Recently, a high resolution technique was described for mapping Dnmtl-dependent
cytosine methylation sites (Dnmt-TOP-seq)[2,3]. During this process a synthetic cofactor analog, Ado-6-
azide, is used to install 6-azide-hex-2-ynyl groups at cytosine methylation sites, where these tags guide
subsequent mapping of modified cytosines. We in turn were interested in using the synthetic cofactor analog
Ado-6-azide for tagging adenine methylation sites to track METTL4 activity.

In this study, active mouse and human METTL4 proteins were purified from HEK293 cells. Following /n
vitro enzyme activity assays with DNA and RNA substrates, HPLC-MS was used to determine adenine
modification levels. METTL4 was shown to methylate RNA substrates when supplied with the natural cofactor
AdoMet. Importantly, METTL4 was found to transfer azide tags onto RNA from the synthetic cofactor analog
Ado-6-azide. Furthermore, METTL4 was shown to install an azide tag on DNA as well. METTL4 was then
sterically engineered to increase its affinity for the synthetic cofactor analog. Importantly, engineered
METTLA4 variants could tag nucleic acid using the synthetic cofactor analog Ado-6-azide even when the
natural cofactor AdoMet was present.

To conclude, it was shown that METTL4 methylates RNA and transfers azide tags onto RNA as well as
DNA /n vitro. Furthermore, METTL4-dependent nucleic acid tagging using the synthetic cofactor analog Ado-
6-azide can be achieved even in the presence of the natural cofactor AdoMet.

[1]  Hsu K-W, Lai JC-Y, Chang J-S, Peng P-H, Huang C-H, Lee D-Y, et al. METTL4-mediated nuclear N6-deoxyadenosine methylation promotes
metastasis through activating multiple metastasis-inducing targets. Genome Biology 2022;23:249. https://doi.org/10.1186/s13059-022-
02819-3.

[2]  Stankevicius V, Gibas P, Masiulionyté B, Gasiulé L, Masevicius V, Klimasauskas S, et al. Selective chemical tracking of Dnmt1 catalytic activity in
live cells. Molecular Cell 2022;82:1053-1065.e8. https://doi.org/10.1016/j.molcel.2022.02.008.

[3] Tomkuviené M, Mickuté M, Vilkaitis G, KlimaSauskas S. Repurposing enzymatic transferase reactions for targeted labeling and analysis of DNA
and RNA. Current Opinion in Biotechnology 2019;55:114-23. https://doi.org/10.1016/j.copbio.2018.09.008.
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Introduction

Glioblastoma is one of the aggressive brain tumors with an average life expectancy of patients of about
12-15 months [|] Attempts to develop a diagnostic and targeted approach for the treatment of glioblastoma
continue. Since post-transcriptional modifications of RNA are vital for cells, it is important to study their role in
human glioblastoma in order to develop both diagnostic signatures and potential therapeutic targets [2]. So
far, successful attempts have been made to comprehensively characterize the role of RNA modifications in
glioblastoma [1,2].
Aim

The aim of the current study was to evaluate and compare gene expression and méA modification levelin
glioma patient samples at the gene level.
Methods

Following the manufacturer's instructions 24 snap-frozen tumor tissues (n=8 LGG or diffuse astrocy-
toma and n=16 GBM or glioblastoma) were homogenized in TRIzol for total RNA extraction. The "Dynabeads
mRNA DIRECT kit" was used to enrich polyA RNA. Nanopore direct RNA sequencing libraries were created,
loaded into R9.4.1 SpotON flow cells, and sequenced on the minlON instrument for 72 hours.Guppy used the
default settings to base-call the raw data in the fast5 format. The pipeline " nf-pore/nanoseq" was used to process
the sequencing data, while "méAnef' and Epinano were used to analyze the predictedméA alteration. méA
modification (prediction) and gene expression values (in TPM) were calculated from RNA-seq data. The gene
was dedicated as modified if at least one RRACH motif were modified per gene.
Results

Using DEseq analysis on RNA-seq data, there were selected 10 genes which were differentially ex-
pressed (from 0.48-fold (SNHGZ9) to 2.21-fold change (L/NCOO844)) between LGG and GBM (IncRNAs that
passed adjusted p-value threshold) (p<0.05). Significant differences (p<0.05) between pathologies in single
gene expression were determined in 5 analyzed genes (L/INCO0844, NEAT], OTUD6B-AS], ENSGO0000225792, MIRS -
/HG. Kaplan-Meier survival analysis showed significant differences in patient survival for in
LINCOO844, NEAT, OTUD6B-AS] MIR9-IHG and 0/P5-AS] in glioma patients. The modification level analysis
showed significantly lower méA level (p<0.05) in GBM as compared to LGG in L/INCO0844 and SNHG6 genes.
Better survival prognosis was observed in patients with méA-modified LINCOO844, OTUD6B-AS] and 0/P5-
AST genes. Correlation analysis showed no association between méA and the level of gene expression in
gliomas.
Conclutions

To summarize, this study revealed differences between LGG and GBM samples in terms of IncRNA
gene expression and méA modification. LINCO0844, OTUD6B-AST and O/P5-AST were associated with patient
survival at gene expression level and méA level, showing selected genes involvement in gliomagenesis.
However, additional molecular and biological studies are needed to confirm the impact of m6A on the essen-
tial glioma gene functions.

[I] Lietal. (2021). Interplay of m6A and histone modifications contributes to temozolomide resistance in glioblastoma. Clin. Transl. Med.
11:e553. 2.

[2] Lietal. (2022). The Roles and Regulation of m6A Modification in Glioblastoma Stem Cells and Tumorigenesis. Biomedicines 10(5):969.
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Streptolysin 0 (SLO) is a bacterial pore forming toxin which belongs to a family of cholesterol de-
pendent cytolysins (CDCs) [1]. As the name suggests all members of this family require cholesterol for their
cytolytic activity [2]. Membrane cholesterol binding is the first step of CDC pore formation, followed by oli-
gomerization and membrane perforation which leads to cell death [2]. Streptolysin O is produced as one
of the main virulence factors of many strains of Streptococcus pyogenes and group B and G streptococci
[3]. These human-specific pathogens are a common cause of upper respiratory tract infections such as
pharyngitis and scarlet fever [4]. In severe cases streptococcal infections can result in toxic shock syndrome,
“flesh-eating” infections and other life-threatening conditions [4]. Invasive cases and higher mortality rates
have been correlated with higher levels of streptolysin O production [1]. Although, the main mechanisms of
SLO pore formation are well understood there is a lack of detailed knowledge on how membrane composition
and its surroundings influence the interplay between protein and membrane.

The aim of this work was to evaluate how membrane microenvironment: cholesterol content and pH,
affect streptolysin O-membrane interactions. To evaluate differences in membrane binding we employed
hybrid lipid bilayers together with surface plasmon resonance (SPR). Membrane permeability changes
caused by streptolysin O were monitored in tethered lipid bilayers using electrochemical impedance spec-
troscopy (EIS). Our work shows that the number of streptolysin O-induced defects is affected by membrane
cholesterol content (Fig. 1A). Toxin induced damage is also pH dependent (Fig. 1B). SLO caused the greatest
change in membrane permeability in membranes with highest cholesterol content at acidic pH (pH 6). SPR
data indicates that lower toxin activity when pH is increased above and decreased below optimum pH could
be due to impaired membrane binding (Fig. 1C). In the light of repeating group A streptococci outbreaks these
findings could be used to create biosensors for drug screening and early disease diagnostics.

Figure 1. EIS measurements of density of SLO-induced (5 nM) defects in membranes with increasing choles-
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terol content (A) and in membranes containing 40 % cholesterol within a pH range of pH 5-8 (B). SPR obser-
vations of SLO (25 nM) binding in membranes with 40 % cholesterol at pH 5, 6 and 8.

[1 Aikawa, C., Kawashima, K., Fukuzaki, C., Nakakido, M., Murase, K., Nozawa, T., Tsumoto, K., Nakagawa, I. (2021). Single-chain varia-

ble
fragment (scFv) targeting streptolysin O controls group A Streptococcus infection. Biochemical and Biophysical Research Communica-
tions, 566, 177-183.
[2] Feil, S. C., Ascher, D. B., Kuiper, M. J,, Tweten, R. K., Parker, M. W. (2014). Structural Studies of Streptococcus pyogenes Strep-
tolysin O Provide Insights into the Early Steps of Membrane Penetration. Journal of Molecular Biology, 426(4), 785-792.
[3] Increase in Invasive Group A Strep Infections, 2022-2023 | CDC. (2023, February 2). https://www.cdc.gov/groupastrep/igas-infec-
tions- investigation.html
[4] Morton, C. J., Sani, M.-A,, Parker, M. W., Separovic, F. (2019). Cholesterol-Dependent Cytolysins: Membrane and Protein Struc-
tural Requirements for Pore Formation. Chemical Reviews, 119(13),
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Ferredoxin:NADP* oxidoreductases (FNRs, EC 1.18.1.2) are flavoenzymes classified as dehydrogenases
- electrontransferases acting in electron transfer in plastids, mitochondria and bacteria. FNR catalyzed two
electron transfer from two equivalents of reduced ferredoxin to NADP~ is the final step of electron transfer
in photosynthesis, while electron transfer in the opposite direction is implicated in nitrogen fixation or iso-
prenoid biosynthesis. After the transfer of a single electron to the oxidant a FAD semiquinone forms. Bacillus
subtilis is a Gram-positive bacterium. B. subtilis ferredoxin:NADP* oxidoreductase (BsFNR) belongsto a
novel subgroup of glutathione reductase-like FNRs resembling thioredoxin reductase. The key differences
from other FNRs are a native homodimeric structure and NADP(H) binding domain being insertedbetween
the two segments of an FAD binding domain [1].

By combining steady- and presteady-state kinetics and photoreduction methods, here we present
astudy on the BsFNR catalyzed oxidation of NADPH in the presence of nonphysiological electron accep-
torscommonly considered to be xenobiotic compounds, often found as environmental pollutants or various
drugs. These compounds exhibit redox-cycling behavior under aerobic conditions and this is considered to
be the basis of their prooxidant cytotoxicity.

The mechanism of oxidation of BsFNR by several different groups of nonphysiological electron accep-
tors was examined. Quinone reductase and nitroreductase reactions proceed via a ping-pong mechanism.
The A/ Am values of quinones and aromatic NM-oxides towards BsFNR increase with their single- electron
reduction midpoint potential with a parabolic dependence. The same is true for nitroaromatic compounds,
albeit their reactivity is lower and the increase is linear, owing to their electron self-exchange constants
being lower by several orders of magnitude. This then illustrates that the reactivity is governed by the ener-
getics of the compounds and not their structural features. The calculated electron transfer distances in the
reaction with quinones and nitroaromatics are close to the ones obtained in the studies of FNRs from Ana-
baena, Plasmodium falciparum and Rhodopseudomonas palustris, which highlights similar “intrinsic” re-
activities [2,3]. Nitroaromatics were reduced entirely in a single-electron way, with the single-electron flux
being close to 100 % in the case of trinitrotoluene and p-nitrobenzaldehyde while quinones follow mixed one-
and two-electron reduction with one-electron flux of up to 20% in the case of |,4-benzoquinone. The
enzymatic reaction is inhibited by the reaction product NADP* which acts competitively towards NADPH with
a Ai=100 pM and noncompetetively towards the quinone with A= 1.5 mM. 5-deazaFMN and EDTA are used as
photosensitizers during the photoreduction of BsFNR with a broad band characteristic to a semiquinone ap-
pearing in the 600 nm wavelength region upon a short irradiation under anaerobic conditions.

[1] Seo, D., Naito, H., Nishimura, E., & Sakurai, T. (2015). Replacement of Tyr50 stacked on the si-face of the isoalloxazine ring of the flavin
adenine dinucletoide prosthetic group modulates Bacillus subtilis ferredoxin-NADP+ oxidoreductase activity towards NADPH. Photo-
synthesis research, 125(1-2), 321-8.

[2] Lesanavicius, M, Aliverti, A, Sarlauskas, J., & Ténas, N. (2020). Reactions of Plasmodium falciparum ferredoxinNADP+
oxidoreductase with redox cycling xenobiotics: a mechanistic study. International Journal of Molecular Sciences, 21(9), 3234.

[3] Lesanavicius, M, Seo, D, & Ténas, N. (2022). Thioredoxin reductase-type ferredoxin: NADP+ oxidoreductase of Rhodopseudomonas
palustris: potentiometric characteristics and reactions with nonphysiological oxidants. Antioxidants, 11(5), 1000.
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Amyloidogenic peptides and proteins have a property to convert from their native functional states into
fibrillar amyloid aggregates. This property is associated with neurodegenerative disorders, such as Alzheimer’s
or Parkinson’s diseases, as well as prionopathies [1]. It has been observed that the environment conditions in
which amyloid aggregation takes place have an important effect on fibril polymorphism. Moreover, amyloid ag-
gregates have recently been shown to have the property to adopt more than one different conformation under
the same environmental conditions [2].

Since there are countless studies employing different types and intensities of sample agitation, this en-
vironmental factor requires additional investigation. In this work, we examined the effect of three different agi-
tation conditions on the aggregation kinetics of mouse prion protein fragment (MoPrP 89-230) and analyzed the
secondary structure of the resulting fibrils.

Protein MoPrP 89-230 samples were incubated under three agitation conditions (200, 400 and 600 RPM)
at 37°C, under denaturing conditions (2 M guanidinium hydrochloride, 50 mM sodium phosphate, pH 6.0). The
kinetics of aggregation were determined by recording the fluorescence intensity of the amyloidophilic dye thio-
flavin-T (ThT). The secondary structure of fibrils was determined by analyzing each sample’s FTIR spectra.

The average kinetic parameters for each agitation condition (lag time and apparent fibril elongation rate)
were calculated and these parameters were compared between each other. Interestingly, despite such large
variations in agitation intensity, there were no significant differences between the process lag time values. The
apparent rate of elongation, however, was significantly different between all three conditions. Surprisingly, the
rate was highest at 400 RPM, rather than the expected 600 RPM condition. These results suggest that the inten-
sity of agitation has a minimal influence on primary nuclei formation and that the rate of elongation does to scale
with the level of agitation. In all three cases, a diverse collection of secondary structures (at least four structure
types) were observed, with the highest variability detected under 200 RPM agitation conditions.

[1] Chiti F, Dobson CM. Protein Misfolding, Amyloid Formation, and Human Disease: A Summary of Progress Over the Last Decade. Annu Rev
Biochem. 2017 Jun 20;86:27-68. doi: 10.1146/annurev-biochem-061516-045115. Epub 2017 May 12. PMID: 28498720.

[2] Ziaunys M, Sneideris T, Smirnovas V. Formation of distinct prion protein amyloid fibrils under identical experimental conditions. Sci Rep.
2020 Mar 12;10(1):4572. doi: 10.1038/s41598-020-61663-2. PMID: 32165692; PMCID: PMC7067779
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Glutamate (Glu) is the most abundant excitatory neurotransmitter in the human central nervous system
(CNS) whichplays a major role in metabolic signalling pathways involved in learning and memory. Whereas
excess Glu concentrationsin synapses can excite neurons to the point of cell death in a process referred to as
excitotoxicity. Powerful uptake systems(glutamate transporters) prevent excessive activation of Glu receptors
present on the surface of brain cells by continuouslyremoving Glu from the extracellular brain fluid. Neuro-
degenerative diseases known to be associated with expressing excess glutamate exciting nerve cells include
Parkinson's disease, Alzheimer's disease and Huntington's disease [1]. Whereas insufficient brain glutamate
concentration is thought to result in trouble concentrating, mental exhaustion, insomnia, and low energy.
Therefor it is essential our CNS maintains moderate extracellular glutamate concentrations. Extracellular
glutamate concentration estimates conducted /in vitro from tissue slices vary around 0.02-20 uM [2].

An option to facilitate real-time, continuous monitoring of analytes such as glutamate is by use of enzy-
matic electrochemical sensors. Enzymatic sensors provide potential for obtaining high measurement sensi-
tivity. However, theyare often expensive and decrease in stability over time, resulting in a signal reduction
causing inaccuracies in measurement. Biosensors are the biological manipulation of electrochemical sen-
sors, where a biological analyte is detected on a bioreceptor. In order to obtain plausible sensitivity and prove
biosensor reliability it is essential to assess itstechnical suitability by accurately optimizing its detection con-
ditions, such as electrolyte solution parameters and providereassurance that the measured analyte is unde-
niably glutamate.

Therefor the approach to detect extracellular glutamate levels was using first generation biosensors to
utilize the reaction enzyme - glutamate oxidase (GluOx). When the analyte (glutamate) is detected a reduc-
tion-oxidation (redox) reaction takes place, indirectly producing an electron through the production of hy-
drogen peroxide [3]. The following reactions occur, Eq (1):

GluOx
Glutamate + H20 + 0; —»———————- — H02 + a - ketoglutarate + NH3 M

H20;2 — Hz + 02 + 2e”

The used three-electrode potentiometric sensor consists of a platinum (Pt) working electrode on which
the redox reaction occurs; a silver chloride (AgCl) reference electrode as an electrode which has a stable and
well-known electrodepotential (acts as a dynamic baseline to compare the measured potentials of the other
electrodes); a titanium (Ti) counterelectrode which provides a means of applying input potential to the work-
ing electrode. The electrodes were submerged in different concentration acid/base/salt electrolyte solutions
to optimize which buffer pH would ensure electrical neutrality and allow ions to migrate with minimal re-
sistance. Electrodes were connected to a data processor to relay the results.

As aresult, we present a first generation GluOx Pt electrode biosensor with an adjusted membrane which
specificallymeasures glutamate levels in mouse brain tissue. Biosensor results assure reliability by provid-
ing high sensitivity measurements and a low limit of detection (LOD) for hydrogen peroxide (down to 5 uM of
Glu) while submerging electrodes in a 10 mM, pH 7 electrolyte solution.

Considering Glu is linked to various neurodegenerative diseases and mental health disorders its signif-
icance as a biological marker and fast methods of sensing [Glu] in biofluids remain perspective and important
matters to elaborate infuture research.

[1] Lewerenz J, Maher P. Chronic Glutamate Toxicity in Neurodegenerative Diseases-What is the Evidence? Front Neurosci. 2015 Dec 16;9:469. doi:
10.3389/fnins.2015.00469. PMID: 26733784; PMCID: PMC4679930.

[2]Moussawi K, Riegel A, Nair S, Kalivas PW. Extracellular glutamate: functional compartments operate in different concentration ranges. Front Syst Neu-
rosci. 2011 Nov 24;5:94. doi: 10.3389/fnsys.2011.00094. PMID: 22275885; PMCID: PMC3254064.

[3]Schultz J, Uddin Z, Singh G, Howlader MMR. Correction: Glutamate sensing in biofluids: recent advances and research challenges of electrochemical
sensors. Analyst. 2020 Jun 15;145(12):4369-4371. doi: 10.1039/d0an90050h. Erratum for: Analyst. 2020 Jan 21;145(2):321-347. PMID: 32432607.
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CRISPR (Clustered Regularly Interspaced Short Palindromic Repeats) nucleases transformed our ap-
proaches to medicine, diagnostics, agriculture, and research. By programming a CRISPR nuclease with a guide
RNA (gRNA), we can direct it to cut a gene with the matching DNA sequence - its target [1]. When CRISPR nucle-
ases induce double stranded breaks (DSBs) or site-specific single-stranded breaks (SSBs), endogenous cellular
repair mechanisms resolve these breaks [2]. These mechanisms include non-homologous end-joining repair
(NHEJ) and homology directed repair (HDR) [3]. Cellular enzymes repair these cuts, introducing changes to a
gene's sequence that can prevent or alter the expression and activity of its product.

CRISPR nucleases tolerate small differences between the gRNA and DNA target sequences. These con-
tribute to ‘off-target’ activity, where the nuclease cuts additional genes, causing unexpected (and sometimes
dangerous) changes. These small differences also affect how the nuclease cuts DNA, producing DNA ends with
different shapes and sequences. But how does cellular repair machinery interpret these DNA ends during re-
pair? The study of the ‘off-target’ activity of CRISPR nucleases via programmed modifications to the gRNA or
target DNA sequences could reveal which repair mechanisms different off-targets induce.

Our research focuses on investigating if and how gRNA-DNA sequence parity alters the repair outcomes
of editing with CRISPR nucleases. This relies on our lab’s expertise in bioinformatics, biochemistry and cell
biology. We have elected candidate gRNA and off-target DNA pairs for the CRISPR nuclease Casl12a by searching
its cleavage specificity profile. We have validated the /n vitro performance of each pair and are linking this with
their cellular repair outcomes. We anticipate identifying reproducible gRNA manipulations that direct specific
gene editing outcomes, making future gene editing safer and more reliable.

[1] Jinek, M., Jiang, F., Taylor, D. W,, Sternberg, S. H., Kaya, E., Ma, E., ... & Doudna, J. A. (2014). Structures of Cas9 endonucleases reveal RNA-
mediated conformational activation. Science, 343(6176), 12479917.

[2] Hillary, V. E., & Ceasar, S. A. (2022). A Review on the Mechanism and Applications of CRISPR/Cas9/Cas12/Casl13/Casl4 Proteins Utilized
for Genome Engineering. Molecular Biotechnology, 1-15.

[3] Kass, E. M., & Jasin, M. (2010). Collaboration and competition between DNA double-strand break repair pathways. FEBS letters, 584(17),
3703-3708
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Silanization is a process of coating a surface with self-assembled monolayer (SAM) using alkoxysilane
molecules (specifically trichloro(octadecyl)silane in this case). Surfaces of minerals components such as
glass, metal oxide can be silanized, since they have a hydroxyl group which attack the alkoxy groups in the
silane as a result forming a covalent -Si-0-Si bond. The aim of silanization is forming bonds across the
interface of the organic and mineral components. Forming such bonds on a surface (glass in this case)
results in vastly increased hydrophobicity, such property is applied when seeking to minimize cell adherence
to a glass wall in cell cultures, etc. [1]. Another use for this process in biomedical fields is to anchor DNA
onto substrates. In this study we chose to anchor a phospholipid bilayer to silane SAM. The mechanism of
silanization itself can be summed up in 4 steps: First, adsorption of silane to the surface through molecular
interactions; second, hydrolysis of silane’s alkoxy group to form silanol; third, silanol on the surface under-
goes condensation with the remaining alkoxy groups on the silane molecule thereby forming Si-0-Si bonds;
lastly molecules form cross-linked networks forming a highly durable and stable surface [2]. One of the aims
of this research was finding the optimal conditions while silanizing glass which were judged by extent of
their hydrophobicity. Silanized glass surfaces may be employed as substrates for assembly of phospholipid
bilayers. The study of protein incorporation into cell membranes is made possible by such phospholipid bi-
layers, which may also have biological benefits.

By measuring contact angles, you can determine the degree of wetting of a liquid on a solid surface.
Hydrophilic surfaces give low contact angles which indicates better wetting, one example is glass. The con-
tact angle of a droplet of water usually is around 15-20 degrees. However, once you silanize the
aforementioned glass it's contact angle increases to 100 degrees, indicating strongly hydrophobic surface.
But surface bound groups are not the only factor altering the contact angle measured, other being fluid's
surface tension, ambient temperature, the medium above the drop, etc. [3] To measure the contact angle the
sessile drop method using a contact angle goniometer was employed. Goniometers function by measuring
the surface-liquid angle, the set up usually consists of a sample stage, a drop dispense mechanism, a camera,
and some sort of backlight. When the drop is dispensed, the camera records it and then using specialized
software the shape of the drop is analyzed and relevant calculations are made, providing the results. Later
on, confocal microscopy is employed to further analyze the phospholipid bilayer formed on silanized glass
using lipids with fluorescing dyes mixed in.

Table 1. Comparison of contact angles between 1cm x 2 cm glass platelets silanized in a 0,1% OTS solutionin
heptane at 60 °C for varying amounts of time.

Silanization time (min) |Contact angle (degrees) | Standard deviation
15 81,42 4594
30 87,28 5.325
45 95,51 9.150
60 103,72 5.394

[1] Seed, B. (2001). Silanizing Glassware. Current Protocols in Cell Biology, 8(1). https://doi.org/10.1002/0471143030.cba03es08

[2] Cao,C., Doherty, R. D., & Singh, R. K. (Eds.). (2010). Handbook of Deposition Technologies for Films and Coatings: Science,
Applications and Technology. Third edition. William Andrew Publishing/Noyes Good, R.J. (1992). Contact angle, wetting, and adhesion: A
critical review. Journal of Adhesion Science an
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Avian haemosporidian parasites (Haemosporida, Apicomplexa) multiply asexually in the tissues of their
hosts before the sexual stages (gametocytes) develop in blood cells. The asexual multiplication takes place in
the organs of birds, resulting in the development of exo-erythrocytic stages (EES) or tissue stages called mer-
onts or megalomeronts in the case of the Haemoproteus and Leucocytozoon species [1]. EES are known for less
than 30 species among the 177 described species of Haemoproteus [2]. This gap in knowledge in these parasites’
life cycle reflects the difficulties to study the EES, requiring the application of innovative approaches for better
understanding patterns of their development.

Gametocytes (invasive stages for vectors) are studied by light microscopic examination of blood films,
while the EES are studied by light microscopic screening of histological sections of internal organs. Thus, the
dissection of infected hosts is necessary to assess the exo-erythrocytic development (EED) of these parasites.
Furthermore, as the EES are known for only a few Haemoproteus species, it is not possible yet to predict where
(which organ), how (the intensity of the infection; development level; small or big), or which stages (meront
and/or megalomeronts) would develop in susceptible hosts.

We collected samples of Emberiza citrinella (yellowhammer) and Delichon urbicum (common house mar-
tin) from 2017-2019 and in 2021 at the ornithological station Venté Cape, Lithuania. Parasite species were identi-
fied by microscopic examination of blood films, and cytochrome b lineages were obtained by DNA sequencing.
The organs were collected from single-infected birds, fixed in formalin, embedded in paraffin blocks. Histological
sections were cut, stained with haematoxylin & eosin (H&E), or processed using chromogenic in situ hybridiza-
tion (CISH) - a diagnostic technique to identify haemosporidian parasites on the genus level by using genus-
specific probes which target the parasites’ 18S ribosomal RNA.

A new blood parasite - Haemoproteus dumbbellus - was found and described from the gametocyte stages.
Meronts were detected in six organs in Emberiza citrinella birds. Haemoproteus hirundinis was found in Delj-
chon urbicum, but only megalomeronts were identified in the birds’ pectoral muscles. H&E sections were used
to describe and characterize the EES of these two parasites, while CISH-treated histological sections allowed
the confirmation of the observed stages to belong to Haemoproteus, and facilitated the detection of meronts,
which ranged from 8 to 44 um in length (Fig. 1).

The combination of all used techniques - blood smear microscopic examination, DNA sequencing, histol-
ogy, and CISH - allowed a finer description and recognition of the parasite species and their different stages of
development in their avian host.

Y N
Figure 1. Haemoproteus dumbbellus meronts (arrows) found in the heart (A) and brain (B) of Emberiza cit-
rinella. The parasites are difficult to recognize in haematoxylin & eosin-stained sections but are readily distin-
guishable in chromogenic in situ hybridization treated preparations (inserts).

Grant P33480 from FWF Austrian Science Fund is acknowledged.

[1] Valkitinas, G. (2005). Avian malaria parasites and other haemosporidia. CRC Press: Boca Raton, FL, USA.
[2] Valkilnas, G. & lezhova T.A. (2022). Keys to the avian Haemoproteus parasites (Haemosporida, Haemoproteidae). Malar. J., 21(1), 269.
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Macrophytes are sensitive to changes in the environment and are a water body health indicator which
can be observed by using remote sensing methods [1]. The aim of this study is to define the most significant
combination of observation seasonality and wavelength for the macrophytes detection model using machine-
learning method based on seasonal dynamics of reflectance of Zuvintas Lake aquatic vegetation.

Google Engine platform was used to collect Sentinel-2 MSI (Level-1C) reflectance data of macrophytes
for April 19, May 11, June 18, July 10, September 08, September 26, October 31in 2021. For testing of algorithm
we
used on 2022 March 22, May 09, June 25, July 20, August 24, September 26 data. The clustering and visual
analysis of clusters were used to create target labels for supervised learning - the application of machine
learning algorithms. The CLARA Clustering using Manhattan distance method was applied to distinguish wa-
ter surface, two types of emergent macrophytes, floating and submerged macrophytes. The machine learning
model trained by using the Recursive Partitioning and Regression Trees (RPART) method [2]. To evaluate the
model and its behavior on independent data, the method of repeated cross-validation was applied, and the
training set was divided into 10 folds, the test was carried out with 5 repeats. The results of repeated cross-
validation were assessed using the accuracy metric. The complexity parameter cp = 0.256 was applied for tun-
ing model which allow to increase accuracy from 0.70 to 0.89.

The final model shows that using only three Sentinel-2 bands data for three dates is enough to deter-
mine the type of macrophytes, within lake boundaries: spring reflectance data in near infrared band (842 nm
) and vegetation red edge (705 nm and 740 nm) reflectance data in summer and autumn. Spring reflectance
data in near infrared separates water surface with submerged macrophytes and emergent macrophytes.
Summer and autumn reflectance data in vegetation red edge range distinguish water surface and submerged
macrophytes, two types of emergent macrophytes.

The boundaries of macrophyte types cause questions when we compare the results of clustering and
applying the model. It is there that the model makes more errors and does not fall into the clustering results,
orvice versa.

We applied the model to the 2022 dataset that was not used as a training data. The result of application
shows that is it possible to determine the type of vegetation with an accuracy of 84.0%, which is slightly lower
than applying the model to the 2021 data. Wrong identified territories in 2022 have a similar distribution and
configuration, but they are wider. However, in 2021 and 2022, the largest number of conflicting identification
of macrophytes and water surface occurs between submerged macrophytes and water, as well as between
emerged macrophytes.

Thus, the three reflectance variables in spring and summer in near infrared and two of vegetation red
edge bands respectively are sufficient to classify aquatic vegetation types and a water surface using devel-
opedmachine-learning model.

[1] Edvinas Tiskus, Diana VaiciGté, Martynas Bucas & Jonas Gintauskas (2023) Evaluation of common reed (Phragmites australis) bed
changes in the context of management using earth observation and automatic threshold, European Journal of Remote Sensing, 56:1, 2161070,

DOI: 10.1080/22797254.2022.2161070

[2] Strobl C, Malley J, Tutz G. An introduction to recursive partitioning: rationale, application, and characteristics of classification and
regression trees, bagging, and random forests. Psychol Methods. 2009 Dec;14(4):323-48. doi: 10.1037/a0016973. PMID: 19968396; PMCID:
PMC2927982.
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Amphibians are essential subjects for parasitological studies due to their extensive range of trophic
connections and adaptability to various ecosystems [1]. Their ecological flexibility, which causes a high di-
versity of helminths and their limited capacity for long-distance migrations, makes their helminths commu-
nities suitable for testing environmental hypotheses. However, in Ukraine, comprehensive studies using mo-
lecular methods to verify the true helminth diversity in hosts have not yet been conducted. Also, there are
only a few studies on helminth communities in amphibians from the region [2].

Due to that, our study aims to characterise the helminth species composition of amphibians in
Ukraine, to obtain sequences from helminth species found in various amphibian hosts, and to analyse the
helminth infracommunities of Pelophylax ridibundus (marsh frog), which is one of the most common and
widely distributed amphibian species in the country.

We examined seven species of frogs and toads and found 40 helminths species, including 13 spe-

cies of nematodes, 23 species of trematodes, two species of monogeneans, and two species of acantho-
cephalans.

We extracted DNA from all helminth species and successfully obtained sequences for the 18S and/or
cox1 genes of nematodes from genera Oswaldocruzia, Aplectana, and Cosmocerca; trematodes from genera
Gorgodera and Gorgoderina; acanthocephalan Pseudoacanthocephalus bufonis; and monogeneans Poly-
stoma viridis and P. integerrinum. Soon, we will generate sequences for the other species and add them to
the GenBank database.

Most of amphibians were obtained in small samples (2-18 individuals), which was insufficient for re-
liable conclusions in statistical analysis of their communities. Nevertheless, we obtained 201 individuals of
the marsh frog from 14 localities in Ukraine and studied the helminth communities of this host, considering
such a sample size representative.

In each locality, we collected mostly adult frogs with the snout-vent length (SVL) 38-105 mm (mean
74.7+¢SD 14 mm). On average, each sample comprised 15 frogs. We found 32 helminth species from three
taxonomic groups: trematodes (22 species), nematodes (9 species), and acanthocephalans (1 species).
Due to the semi-aquatic lifestyle of marsh frog, trematodes were the most abundant group of helminths. 23
recorded helminth species reached maturity in amphibians, while other nine species, represented by trem-
atode metacercariae and nematode third stage juveniles, used amphibians as intermediate hosts. Some hel-
minth species were found in the host body cavity, muscles, lungs, urinary bladder, spinal canal. However,
most species were found in the digestive system, including three trematode species infected more than half
of the hosts: Prosotocus confusus (prevalence 52.2%), Diplodiscus subclavatus (70.6%), and Opisthioglyphe
ranae (74.6%). Besides, the latter species reached the highest total abundance (5343 specimens in the entire
sample); D. subclavatus was the most widespread species found in all 14 localities.

Species richness in the helminth infracommunities was larger in male (median: 6) than in female (me-
dian: 5) marsh frogs; the difference was significant (p=0.02). The study also found a positive correlation be-
tween the size of the host (SVL) and both the helminth species richness (rs=0.38; p<0.01) and abundance
(rs=0.26; p<0.01). Thus, the larger frogs had higher diversity and abundance of helminths.

[1] Bower, D., Brannelly, L., Mcdonald, C., Webb, R., Greenspan, S., Vickers, M., Gardner, M., Greenlees, M. (2018). A review of the role of
parasites in the ecology of reptiles and amphibians. Austral Ecology, 44(3), 433-448.

[2] Kuzmin, Y. Dmytrieva, I, Marushchak, 0., Morozov-Leonov, S., Oskyrko, 0., Nekrasova, 0. (2020). Helminth species and infracommu-
nities in frogs Pelophylax ridibundus and P. esculentus (Amphibia:Ranidae) in northern Ukraine. Acta Parasitologica, 65(2), 341-353.
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Jvadas. Antrojo tipo cukrinis diabetas (CD) yra viena i$ dazniausiy metaboliniy ligy pasaulyje.
Dél didelio sergamumo ir mirtingumo $i liga tapo pasauline sveikatos problema [1]. Pacientams, sergantiems Il
tipo CD, biudinga insulino rezistencija, sutrikusi organizmo gliukozés tolerancija ir jos pasisavinimas bei hiperg-
likemija [2]. Aukstas gliukozés kiekis kraujyje skatina ir gretutiniy ligy bei komplikacijy vystymasi, tokiy kaip
aterosklerozé ir miokardo infarktas, hipertenzija bei iSeminé sirdies liga [3]. Nors CD issivystymui didelés jtakos
turi pasyvus gyvenimo biidas, nesubalansuota dieta ir zalingi jprociai, mokslininkai vis daugiau démesio skiria
genetiniams $ios ligos tyrimams [4]. Pastebéta, kad uz energijos homeostaze, gliukozés ir lipidy metabolizma
atsakingy geny, tokiy kaip MC4R ir PPARG, variacijos (polimorfizmai) gali didinti rizikg vystytis pagrindiniams I|
tipo CD rizikos veiksniams - insulino rezistencijai bei nutukimui [5-7]. Siy geny polimorfizmy tyrimai, ieSkant
sgsajy su |l tipo CD, ne tik padéty geriau suprasti Sios metabolinés ligos genetinius veiksnius, bet ir anksciau
numatyti asmens rizika susirgti Il tipo CD, jvertinti Sios ligos komplikacijy rizikg bei geriau valdyti pacig liga ir
jos eiga.

Tikslas. Istirti MC4R (rs17782313) ir PPARG (rs1801282) geny polimorfizmy paplitima Il tipo cuk-
riniu diabetu serganciyjy ir sveiky asmeny (kontrolinéje) grupése bei nustatyti siy polimorfizmy sasajg su ll tipo
cukriniu diabetu.

Metodai. DNR isskirta i$ 110-ies (Il tipo CD grupé - 55 éminiai; kontroliné grupé - 55 éminiai)
veninio kraujo eminiy. Specifiniai tirty polimorfizmy DNR fragmentai padauginti ARMS-PGR metu. Rezultatai
vizualizuoti taikant agarozés gelio elektroforeze - DNR fragmentai ir gauti genotipai jvertinti ultravioletinéje
Sviesoje. Rezultaty patikimumui jvertinti atliktas Fisher's exact statistinis testas (apskaiéiuota p-reikémé).

Rezultatai. Jvertinus MC4R (rs17782313) ir PPARG geno (rs1801282) polimorfizmy paplitima, nus-
tatyta, kad tirtose Il tipo CD ir kontrolinéje grupése dazniausias buvo TT genotipas (MC4R genas, daznis grupése
atitinkamai 0,636 ir 0,8), ir CC genotipas (PPARG genas, daznis grupése atitinkamai 0,691ir 0,745). Jvertinus MC4R
geno (rs17782313) polimorfizmo sasajas su Il tipo CD nustatyta, jog C alelis statistiskai reikSmingai daznesnis
buvo Il tipo CD grupéje (p-reikSmé 0,03). Tuo tarpu statistiskai reikSmingy sasajy tarp PPARG (rs1801282) geno
polimorfizmo ir Il tipo CD nebuvo nustatyta.

[1] Zhou, Z., Sun, B., Yu, D., Zhu, C. (2022). Gut microbiota: an important player in type 2 diabetes mellitus. Frontiers in cellular and infection
microbiology, 12, 834485. [2] DeFronzo, R. A. (2009). From the triumvirate to the ominous octet: a new paradigm for the treatment of type 2
diabetes mellitus. American diabetes association, 58(4), 773-795. [3] Devananda, M. M., Martinez-Rodriguez, J., Gonzélez-Lucan, M., Fernan-
dez-Ferndndez, C., Castro-Quintela, E. (2019). Insulin resistance is a cardiovascular risk factor in humans. Diabetology & metabolic syn-
drome, 13(2), 1449-1455. [4] Ling, C., Ronn, T. (2019). Epigenetics in human obesity and type 2 diabetes. Cell metabolism, 29(5), 1028 -1044. [5]
Khodarahmi, M., Siri, G., Mogammadi, M., Farhangi, M. A,, Alaseidi, S. (2022). The role of dietary glycemic index and glycemic load in mediating
genetic susceptibility via MC4R rs17782313 genotypes to affect cardiometabolic risk factors among apparently healthy obese individuals.
BioMed research international, 3044545. [6] Yarizadeh, H., Bahiraee, A, Asadi, S., Maddahi, N. S., Setayesh, L., et al. (2022). The interaction
between dietary approaches to stop hypertension and MC4R gene variant in predicting cardiovascular risk factors. International journal for
vitamin and nutrition research, 92(5), 376-384. [7] Cataldi, S., Costa, V., Coccodicola, A., Aprile, M. (2021). PPARy and diabetes: beyond the
genome and towards personalized medicine. Genetics, 18, 21
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Jau senovés liaudies medicinoje buvo naudojamos vaistazolés jvairiomis formomis ir jvairioms ligoms
gydyti. Taciau daugumos vaistazoliy savybés ir jy veiksmingumas moksliskai yra neistirtas arba istirtas nepa-
kankamai. [1]

Bakterijy sukeltos infekcijos paprastai yra gydomos antibiotikais, taciau pastaruoju metu bakterijy ats-
parumas jiems yra pakiles iki pavojingai auksto lygio ir bakterijos iSvysto naujus atsparumo antibiotikams me-
chanizmus [2]. Dél Sios priezasties yra svarbu ieskoti alternatyviy gydymo biidy mikroorganizmy sukeltoms
ligoms. Viena is tokiy alternatyvy - augaliniai preparatai.

Sidabrazolés (Potentilla) - zoliniy zydinciy augaly gentis, priklausanti Erskétiniy (Rosaceae) seimai.
Liaudies medicinoje sidabrazolés jau ilga laika naudojamos tradicinéje Azijos, Europos bei Siaurés Amerikos
kultliry medicinoje. Jy oriniy ir poZeminiy daliy ekstraktai yra naudojami uzdegimams, zaizdoms, tam tikroms
vézio formoms, bakterijy, grybeliy ir virusy sukeltoms infekcijoms, viduriavimui, cukriniam diabetui ir kitiems
negalavimams gydyti. [3]

Didzigjg dalj sidabrazoliy farmakologinio poveikio galima paaiskinti dideliu taniny kiekiu, o kiek maziau
- triterpenoidy. [3]

Darbo tikslas: Itirti keturiy Potentilla genties riisiy skirtingy augalo daliy alkoholiniy ekstrakty anti-
bakterinj poveikj in vitro.

Tiriamos keturios sidabrazoliy rliSys - Zasiné sidabrazolé (Potentilla anserina), miskiné sidabrazolé
(Potentilla erecta), tikroji sidabrazolé (Potentilla argentea) ir pelkiné sidabrazolé (Potentilla palustris). Naudo-
jamos pladiai paplitusios gramteigiamos ir gramneigiamos bakterijos, kad tyrimas biity kuo aktualesnis - Hafnia
alvei, Escherichia coli, Enterobacter cloacae, Pseudomonas aeruginosa, Salmonella agona, Enterococcus fae-
calis, Listeria monocytogenes, Staphylococcus aureus.

Pirmiausia is iSdZiovintos sidabrazoliy Zaliavos buvo iSgauti sidabraZzoliy alkoholiniai ekstraktai, o anti-
bakterinio poveikio tyrimui naudotas difuzijos j agara jduby metodas. Petri lékStelese sumaisyta kiekvienos bak-
terijy riiSies suspensijos ir sterili agarizuota augimo terpé. Agarui sustingus, padarytos jdubos j kurias jlasinta
kiekvieno sidabrazoliy ekstrakto. Lékstelés inkubuotos ir iSmatuotas bakterijy auginimo slopinimo zonos plotis.
Yra tam tikra priklausomybé tarp slopinimo zonos plocio ir bakterijy jautrumo, pagal jg yra vertinami gauti re-
zultatai.

Tyrimo rezultatai rodo, kad visi sidabrazoliy ekstraktai turéjo antibakterinj poveikj bent vienai tirtai bak-
terijy rasiai. Didziausig antibakterinj poveikj pries tirtas bakterijas turéjo pelkinés sidabrazolés ziedy ir zoliniy
daliy ekstraktai - visos bakterijos jiems buvo jautrios. Maziausiai bakterijy augima veiké pelkinés sidabrazolés
Sakniastiebiy ekstraktai. Pagal augalo dalis, bakterijos buvo labiausiai jautrios i$ Zoliniy augalo daliy iSgautiems
ekstraktams - jie paveiké 82,5% méginiy. Pagal riisj, i$ Zasinés sidabrazZolés iSgauti ekstraktai turéjo didziausia
antibakterinj poveikj - apie 87,5% bakterijy risiy buvo jautrios ekstraktams.

[1] V. Budnikas, K. Obelevicius, ,Vaistazolés. Tradicinis vartojimas, arbaty ir kitokiy istrauky gaminimas namuose*. Kaunas: UAB ,Vitae Litera“,
2015. [2] World Health Organization, ,Antimicrobial resistance, 2021. [3] M. Tomczyk, K.P. Latté, ,Potentilla-A review of its phytochemical and
pharmacological profile.“, Journal of Ethnopharmacology, 122, p. 184-204, 2009.
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Darrow red dye is a simple oxazine dye that can be used to stain neuronal cell bodies [1][2]. In contrast
to related compounds, the synthesis pathway of this dye is not precisely described.

The aim of this research is to discover a more efficient way of synthesis of Darrow Red dye and to choose
the most suitable method of purification.

The intermediate compound was synthesized from 1.2 g of metacetamol and 0.913 g NaNO: at 0-4°C in an
acidic environment (Fig. 1). To ensure the required compound was obtained, HPLC-PDA-MS chromatography was
performed. (Fig. 2) Rt=3.4 min - metacetamol, Rt=3.9 min - an intermediate compound with a molar mass of
181.15. The molar mass of the obtained intermediate agrees with its theoretical molar mass, so it can be said that
the desired intermediate was acquired. Further synthesis was carried out with 1 g of the intermediate compound
and 0.150 g of 1-naphthylamine dissolved in 20 mL of ethanol and refluxed for 4 h. The reaction mixture in pro-
gress was sampled every hour and analyzed by TLC. The final product was purified by column chromatography.
The resulting compound was subjected to HPLC-MS analysis to confirm that the target compound had been
synthesized. (Fig. 3). The theoretical mass of the compound agrees with the molecular mass of 303 Da obtained
during HPLC-MS analysis. It was found that after purification, the purity of the obtained Darrow Red reached
89%.

In the course of further research, we plan to look for a method to improve the yield of this synthesis and
an application of staining of nerve cells of various animals with the obtained compound.
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Fig. 1: Darrow Red synthesis pathway Fig. 2: PDA-MS chromatogram of intermediate compound
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F|g 3 HPLC MC analy5|s of the resultlng compound the p05|t|ve spectrum shows molar mass of 305 Da (M+1),
and the negative spectrum shows molar mass of 303 Da (M-1).

1. Powers, M., Clark, G., Darrow, M. And Emmel, V., 1960. Darrow red, A new basic dye. Stain technology, 35(1), pp.19-21. [Doi:
10.3109/10520296009114710]

2. Sabnis, r. V., Handbook OF BIOLOGICAL DYES A

ND STAINS SYNTHESIS AND INDUSTRIAL APPLICATIONS, 2010, P. 129
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Transition metals, including aluminum, lead, and mercury, are extremely toxic and quantities in an
organism can result in organ damage, and disrupt metabolism and the immune system. In addition, these
elements are carcinogens. It enters the body primarily through the air, water, soil pollution, and food.[1] Re-
search on the detection of these metals is of great significance. Currently the most widely used are spec-
trophotometric and electroanalytical methods, such as atomic absorption/emission spectroscopy, and in-
ductively coupled plasma mass spectroscopy (ICP-MS). A significant drawback is that they require complex
sample preparation, and these method techniques are costly and have limited availability.[2] However, using
an organic dye Brooker's Merocyanine is a cheaper, quicker, and more accessible way of detecting transition
metals.

This research aims to create a method of Ni?*, Cu?" Pb%, Hg?, Co%, Al* ion detection using an organic
dye Brooker’'s Merocyanine.

Three-stage Brooker's Merocyanine synthesis was carried out. First intermediate compound was
synthesized from 3,2 ml 4-methylpyridine, 2,1 ml iodomethane, 3.3 ml isopropanol. Further synthesis
was carried out with 4.733 g of intermediate compound, 2.42 g 4-hydroxybenzaldehyde, 2.32 ml tri-
ethylamine. Lastly, the second compound was dissolved in 0.5 M KOH solution and then crystalised. Next,
to determine the interaction of Brooker's Merocyanine dye with metal ions spectrophotometric analysis
was used. Once the dye is in various transition metal solutions, it will shift bathochromicaly or hypso-
chromicaly. The color intensity of the dye and metal ion complex can help determine the concentration
of transition metal ions in the test sample(Figure 1). Investigation of the interaction of Al*, Pb%, Hg*
with Brooker's Merocyanine demonstrated that these three metals together with the dye form clear
complexes. Brooker's Merocyanine water solution absorption maximum was determined at a wave-
length of 374 nm. It was used later in developing the calibration curve of 100-500 ppm concentration
aluminum, and 200-1000 ppm lead solutions.

In conclusion, solvatochromic dye Brooker's Merocyanine is a cost-effective technique of transition
metal ion detection. In further research, our objective is to validate Al*, Pb? detection methods, include other
transition metal(Ni?*, Cu®, Hg?, Co?*) ion solutions to the study as well as devise test strips for accessible
identification of these metal ion concentrations in drinking water.

.‘ "
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Figure 1. Brooker's Merocyanine complexes with metal solutions. From left to right: 0,1 mmol/l Brooker's Merocyanine solution; 0,1
mmol/L Ni**, Cu?, Co?, Al** solutions combined with dye 1:1 ratio.

[1] Tchounwou PB, Yedjou CG, Patlolla AK, Sutton DJ. Heavy metal toxicity and the environment. Exp Suppl. 2012;101:133-164. [2]DETECTION
OF TRANSITION METAL IONS USING FLUORESCENT SENSORS. 2002; 1-14 p.
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|vadas: Vézys yra placiai paplitusi pavojinga liga, kuria serga ir nuo kurios mirsta milijonai Zmoniy vis-
ame pasaulyje. Kiekvienais metais priklausomai nuo regiono, tautybés ar Zemyno smegeny navikai diagnozuo-
jami nuo 3,21 iki 9,23 is 100000 zmoniy[1]. Gliomos, labiausiai paplitusio smegeny auglio tipas, sudaro 80% pik-
tybiniy naviky centrinéje nervy sistemoje, o 50% atvejy diagnozuojama jau vélyviausioje stadijoje. [2]. IV stadijos
astrocitoma vadinama glioblastoma. Tik 36% serganciy pacienty, kuriems diagnozuoti smegeny navikai iSgyvena
ilgiau nei penkerius metus, o glioblastoma sergancéiy pacienty penkeriy mety iSgyvenamumas siekia vos 6,8%
[3]. Gydymo galimybés Siuo metu apima chirurgija, radioterapijg, chemoterapijgbei tolozolmido vaistus arba siy
gydymo bidy derinius. Kaip bebity Siy gydymo biidy poveikis vis dar yra nepakankamas ir glioma serganciy
pacienty mirtingumas islieka didelis.

Dazniausiai vézio iSsivystymo ir progresavimo kaltininkais yra laikomi lasteliy transkriptominiai ir pro-
teominiai pakitimai, taciau naujas tyrimy objektas kaip vienas i$ galimy veiksniy, prisidedanciy prie vézio
atsiradimo bei progresavimo, yra RNR metilinimas, kuris jtakoja lasteliy cikla bei chemiskai modifikuoty RNR
molekuliy struktira, kuri gali turéti jtakos RNR stabilumui, nukreipimui ar transliacijai. Manoma, jog Sios modi-
fikacijos ir jy reaguliatoriai gali suteikti galimybiy ankstyvai diagnostikai ar tikslinei geny terapijai.

Tikslas: Siuo tyrimu siekiama istirti méA ir m7G reguliatoriy F70 ir ALKBH5 demetilaziy, BUD23 bei
METTLT metiltransferaziy raiskos skirtumus skirtingo piktybiskumo laipsnio gliomos pacienty pooperaciniuose
navykiniuose audiniuose iRNR lygmenyje ir raiskos rysius su klinikinémis pacienty charakteristikomis bei
jvertinti Siy reguliatoriy potencialg ankstyvai diagnostikai ir tikslinei geny terapijai.

Metodai: Vykdant tyrimg buvo tiriami baltymus koduojanciy F70, ALKBH5, BUDS23 bei METTL] geny
raiSka Zmoniy, serganciy astrocitomomis, pooperaciniuose navikiniuose audiniuose. Tokiy méginiy buvo istirta
54. Geny raiska jvertinta naudojant TL-PGR metodg, o Sio metodo optimizavimui buvo atliekamas temperatiirinis
gradientas, kalibracinés kreivés bei atsizvelgiama j lydymosi kreives. Gauti rezultatai lyginami su RHB (sveiky
smegeny kontrole, angl. reference human brain (RHB)) méginiais remiantis statistiniais metodais. TL-PGR metu
naudojami geny pradmenys sukuriami naudojantis bioinformatikos jrankiais: ,Ensemble* duomeny baze bei
,PerlPrimer* programa. Geny raiskos bei iSgyvenamumo rezultatai nagrinéjami naudojantis ,Excel“ ir ,GraphPad
Prism*“ programomis, o geny raiskos priklausomybé nuo klinikiniy pacienty charakteristiky nagrinéjama ,IBM
SPSS* programa.

Rezultatai: Atlikus literatliros analize pasirinktas TL-PGR metodas geny raiskai nustatyti ir juo sék-
mingai istirta ALKBH5, FTO, BUD23 bei METTL] geny raiska 54-iuose pacienty méginiuose. ALKBHS5, FTO ir
BUDZ23 raiska buvo tiesiogiai susijusi su naviko piktybiskumo laipsniu bei reiksmingai ilgiau iSgyveno astroci-
tomos pacientai, kuriy méginiuose iSmatuota Siy geny raiska buvo didesné arba lygi imties medianai, todél gal-
ima teigti, jog Sie genai yra potencialls gliomos Zymenys bei tikslinés terapijos taikiniai. Tuo tarpu istirta METTL]
raiSka nebuvo susijusi su naviko piktybiskumo laipsniu ir iSgyvenamumu.

Jvertinus sasajas tarp geny raiskos ir klinikiniy charakteristiky: piktybiskumo laipsnio, lyties, amziaus,
iSgyvenamumo trukmés, /DH mutacijos buvimo arba nebuvimo bei MGMT promotoriaus metilinimo nustatyti
statistiSkai reiksmingi rysiai tarp ALAKBH5 geno raiskos ir piktybiSkumo bei /OH mutacijos, FT0 geno raiskos ir
piktybiskumo, lyties, amziaus bei /OH mutacijos, BUD23 geno raiskos ir piktybiSkumo, amziaus, iSgyvenamumo
trukmés, /DH mutacijos bei METTL] geno raiskos ir paciento amziaus. StatistiSkai patikimi rezultatai tarp Siy
geny raiskos ir MGMT promotoriaus metilinimo nebuvo nustatyti.

[1 Tan, AC, Ashley, DM, Lépez, GY, Malinzak, M, Friedman, HS, Khasraw, M. Management of glioblastoma: State
of the art and future directions. CA Cancer J Clin. 2020: 70: 299- 312. https://doi.org/10.3322/caac.21613

[2] Chang-Llin Yin, Sheng-qing Lv, Xiang-yu Chen, Hao Guo. The role of glioma stem cells in glioma tumorigene-
sis. Front. Biosci. (Landmark Ed) 2014, 19(5), 818-824.

[3] https://braintumor.org/events/glioblastoma-awareness-day/about-glioblastoma/
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Introduction. With the growing human population, the colonization of Mars is increasingly being con-
sidered. One of the problems hindering Mars colonization is perchlorates. Perchlorates are compounds that
contain the perchlorate ion (CLO ). Perchlorates are commonly found in groundwater and surface water, as
well as on the planet Mars, the concentration of perchlorates in Martian soil ranges from 0.5 to 1% [1]. The
removal of perchlorate salts is a complex process, as perchlorates are highly stable and soluble in water.
Even trace amounts have a significant negative impact on living organisms. Some microorganisms, such
as
A. oryzae, D. agitata, and D. suillum, can be used to break down perchlorates [2]. In this study, an A. oryzae

bacterial culture was used to reduce the concentration of perchlorate ions in Martian soil.

Objective. The objective of this study is to reduce the concentration of perchlorate ions in Martian soil
using an Azospira oryzae bacterial culture.

Methods. The concentration of perchlorates was determined using the spectrophotometric technique
by using chlorobenzene for the extraction. The calibration curve was prepared by creating a series of
standard perchlorate solutions with known concentrations (Figure 1). A. oryzae was cultivated under aerobic
conditions in Reasoner's 2A agar (R2A) medium, with 200 ul of 1 mg/ml perchlorate solution added to each
test tube, and incubated at 30°C for 14 days. After the incubation period, the samples with bacteria were
centrifuged at 6000 rpm for 5 minutes, and 10 ml of the supernatant was used for sample preparation. The
results were compared to the calibration curve values. Moreover, the bean seeds were planted in Martian
soil mixed with Murashig Skoog medium to find out how perchlorates affect the growth of beans. Five test
tubes were prepared with the mentioned medium alone, five with medium and perchlorate solution, and five
with medium, perchlorate solution, and A. oryzae bacteria. Into each test tube, sterile bean seeds were
placed and their growth was monitored.

Results. The mass of perchlorate after the incubation period with A. oryzae decreased in all samples
(Figure 2). The average mass of perchlorate was 24.95 + 8.80 ug. The best growth of the bean seeds, as
expected, was observed in the test tubes containing Murashig Skoog medium, perchlorate solution, and A.
oryzae bacteria. A. oryzae not only broke down perchlorates but also formed a symbiotic relationship, that
promoted the growth of bean plant.

© 1 Perchlorate mass before incubation, ug
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Figure 1. Calibration curve of perchlorate Figure 2. Perchlorates mass before and after
incubation with A. oryzae, ug

[1] Eric H. Wilson, Sushil K. Atreya, Ralf I. Kaiser, Paul R. Mahaffy. Perchlorate formation on Mars through surface radiolysis-initiated
atmospheric chemistry: A potential mechanism. 2016, 121(8): 1472-1487.
[2] Rikken, G.B.; Kroon, A.G.M,; van Ginkel, C.G. Transformation of (per)chlorate into chloride by a newly isolated bacterium: Reduction
and dismutation. Appl. Microbiol. Biotechnol. 1996, 45, 420-426.
[3] Eric H. Wilson, Sushil K. Atreya, Ralf I. Kaiser, Paul R. Mahaffy. Perchlorate formation on Mars through surface radiolysis-initiated
atmospheric chemistry: A potential mechanism. 2016, 121(8): 1472-1487.
[4] Rikken, G.B.; Kroon, A.G.M.; van Ginkel, C.G. Transformation of (per)chlorate into chloride by a newly isolated bacterium: Reduction

and dismutation. Appl. Microbiol. Biotechnol. 1996, 45, 420-426.
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Violacein is a water-insoluble purple pigment reported to have a wide variety of qualities including
potent antibacterial, antiviral, antiprotozoal, and antiparasitic properties [1]. Violacein is not only researched
for potential use in medical and biochemistry fields [2] but also in biotechnology as a natural replacement
for organic dyes in textile dyeing [3]. Two main methods are currently used for pigment extraction: isolation
of naturally produced pigment [4] and expressing pigment synthesizing proteins in heterologous hosts [5].
However, these methods are complex and either not efficient enough or too expensive, as the current market
price of violacein and its metabolite deoxyviolacein is 463 €/mg [6]. Therefore, research on the properties of
the pigment itself is limited. One of the most common bacterial species that produce this purple-colored
pigment is Chromobacterium violaceum [7] containing vioA-Egenes that could be cloned to Escherichia colifor
the production of violacein and deoxyviolacein.

This work focuses on transferring vioA-£ genes involved in synthesis of the pigment violacein
from C.violaceum to E.coli. Thereby, PCR was performed on genomic DNA from C.violaceum ATCC 12472 with pri-
mers introducing restriction sites. The obtained fragment and plasmid vector were cut with the same re-
striction endonucleases, purified, ligated and transformed to £.col/i DH5a strain competent cells. Bacterial
selection was performed on Petri dish with antibiotic containing medium. The resulting colonies were tested
for insert with PCR, but the required length DNA fragment was not amplified suggesting the cloning process
was unsuccessful.

Nonetheless, the research will be continued. Each cloning step needs to be optimized to yield best
results. After successful cloning the pigment synthesizing genes will be expressed in £.coli and obtained
pigment further used in textile dyeing.

[1] Liu, Hung-wen, and Tadhg Begley. Comprehensive Natural Products lll. Elsevier, 2020, 393-445

[2] DURAN, Nelson, et al. Violacein: properties and biological activities. Biotechnology and applied biochemistry, 2007, 48.3: 127-133.
[3] KANELLI, Maria, et al. Microbial production of violacein and process optimization for dyeing polyamide fabrics with acquired
antimicrobial properties. Frontiers in microbiology, 2018, 9: 1495.

[4] PARK, HyunA, et al. Microbial synthesis of violacein pigment and its potential applications. Critical Reviews in Biotechnology,
2021, 41.6: 879-901.

[5] JIANG, Pei-nxia, et al. Reconstruction of the violacein biosynthetic pathway from Duganella sp. B2 in different heterologous
hosts. Applied microbiology and biotechnology, 2010, 86: 1077-1088.

[6] Violacein 98 HPLC violacein (minimum 85 violacein) and deoxyviolacein 548-

54-9 https://www.sigmaaldrich.com/LT/en/product/sigma/v9389. Accessed 12 Feb.

2022

[7] DURAN, Nelson; MENCK, Carlos FM. Chromobacterium violaceum: a review of pharmacological and industiral perspectives. Crit-
ical reviews in microbiology, 2001, 27.3: 201-222.
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Biophysics and Neurobiology

C.1. THE EFFECT OF ANAESTHESIA ON THE AUDITORY STEADY-STATERE-
SPONSE IN MICE

Urte Jasinskyte, Robertas Guzulaitis

Department of Neurobiology and Biophysics, Institute of Biosciences, Life Sciences Center, Vilnius
University
urte.jasinskyte@gmc.stud.vu.It

The auditory steady-state response (ASSR) is evoked oscillatory activity that is entrained to the fre-
guency and phase of repeated auditory stimulation [1]. It tests the capacity of auditory pathways to generate
a synchronous activity. The ASSR is altered in schizophrenia [2], therefore it is used as a biomarker in
detecting the pathology [3]. Despite high potential, the mechanisms underlying ASSR are largely unknown.
For example, anaesthesia is widely applied in animal studies for immobilization and blocking motor re-
sponses to painful stimuli [4], however, it is not known how anaesthesia affects ASSR. The aim of this study
was to evaluate the impact of anaesthesia on ASSR.

The experiments were performed on C57BL/6 mice. Electrodes were implanted in the primary auditory
cortex (A1) and prefrontal cortex (PFC) for ECoG registration at conscious and anaesthetized (sevoflurane
and ketamine/xylazine) conditions. ASSR was induced by 2 ms white noise stimuli (clicks) presented at
40 Hz for 1s at 70 dBa. The Morlet wavelet transformation was used for signal time-frequency analysis. ASSR
parameters (power and phase-locking index (PLI)) were calculated at the 35-45 Hz interval.

The results showed that sevoflurane decreases power of all frequencies except frequencies in low-
power range (0-10 Hz) in Al In contrast, ketamine/xylazine increases power of low frequency oscillations
(0-10 Hz) and mostly decreases high frequencies oscillations (50-120 Hz) both in Al and PFC. Also, keta-
mine/xylazine and sevoflurane induce a significant decrease of ASSR parameters in Al. In contrast, both
anaesthetics enhance ASSR generation in PFC.

In conclusion, ketamine/xylazine and sevoflurane anaesthesia have a different effect on ASSR param-
eters in Al and PFC at the 40 Hz stimulation. Further studies are needed to explain the detailed mechanisms
of ASSR generation under anaesthesia.

[1] Wang, X, Li, Y., Li, Z, Li, J., Xu, J., Yang, P., & Qin, L. (2020). Neuroprotective effect of microglia against impairments of auditory
steady-state response induced by anti-P IgG from SLE patients in naive mice. Journal of Neuroinflammation, 17(1), 31.

[2] o'Donnell,B.F., Vohs, J. L., Krishnan, G. P, Rass, 0., Hetrick, W. P., & Morzorati, S. L. (2013). The auditory steady-state response
(ASSR). In Supplements to Clinical Neurophysiology (Vol. 62, pp. 101-112). Elsevier.

[3] Shabhriari, Y., Krusienski, D., Dadi, Y. S., Seo, M., Shin, H.-S., & Choi, J. H. (2016). Impaired auditory evoked potentials and oscillations in
frontal and auditory cortex of a schizophrenia mouse model. The World Journal of Biological Psychiatry, 17(6), 439-448.

[4] Moody, 0. A, Zhang, E. R,, Vincent, K. F., Kato, R., Melonakos, E. D., Nehs, C. J., & Solt, K. (2021). The Neural Circuits Underlying Gen-
eral Anesthesia and Sleep. Anesthesia & Analgesia, 132(5),1254-1264.
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C.2. CONTROLLING GENE ELECTROTRANSFECTION USING
MICROSECOND AND HIGH-FREQUENCY NANOSECOND PULSE
SEQUENCES IN COMBINATION WITH GOLD NANOPARTICLES
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Non-viral transfection techniques are used to facilitate the transfer of foreign nucleic acids inside
the cell, with electroporation being one of the most common methods. Electroporation involves the appli-
cation of high-voltage pulses and an external electric field, resulting in transient and reversible permeabili-
zation of the membrane, which can allow the entry of various molecules into the cells [1]. Electrically con-
ductive nanoparticles, such as gold nanoparticles (AuNPs), can be used to increase the efficiency of electro-
poration. AuNPs are added to locally enhance the electric pulse strength and trigger electroporation at sig-
nificantly lower threshold [2]. Such an approach enables application of pulses, which in terms of intensity
are significantly weaker than the one used in clinical protocols. Potentially, safer and more effective gene
transfer can be ensured, with minimized effects of ROS, Joule heating, pain or muscle contractions.

In this study, we used Chinese Hamster Ovary cells (CHO-K1) as a model cell line, to investigate the
effect of AuNPs on transfection using long micro-range electric field pulses (ESOPE*) and shorter, nano-
second pulsed electric fields (nsPEFs). For microsecond (usPEF) 0.6 - 1.4 kV/cm = 100 ps x 8, 1 Hz protocol
was used and for nsPEF elected parameters were 3 - 7 kV/cm = 300 ns = 100, 1kHz and IMHz. Cell permea-
bilization was analyzed using green fluorescent dye Yo-Prol and the efficiency of electrotransfection was
evaluated using pEGFP-N1 plasmid (4.7 kbp) encoding the green fluorescent protein (GFP). The fluores-
cence measurements were performed using a BD Accuri Cé flow cytometer.

First of all, we tested how the selected electrotransfection protocols induce permeabilization with
and without the use of AuNPs. Results revealed that AuNPs significantly improved usPEF permeabilization.
While in nsPEF AuNPs improved permeabilization slightly at 1 MHz frequency and did not improve at 1 kHz
compared to cells without AuNPs. Triggered high permeabilization of the target cells ensures efficient trans-
fection. The best electrotransfection results were obtained using usPEF protocol (1, 1.2 and 1.4 kV/cm) when
cells were combined with AuNPs. While with nanosecond PEFs, better transfection efficiency was obtained
using 7 kV/cm and 1 MHz frequency instead of 1 kHz. However, nsPEF transfection protocol combined with
AuNPs did not improve the electrotransfection efficiency.

The study showed that AuNPs had little or no effect on the transfection efficacy of the nanosecond
electrotransfection protocol, while AuNPs considerably improved usPEF protocol. We have also demon-
strated that using a higher frequency, i.e. 1 MHz nanosecond pulse sequences is much more beneficial for
increasing the transfection efficiency. Results of this study suggest that usPEFs range protocols together
with AuNPs can be applied for gene electrotransfection experiments.

* European Standard Operating Procedures for Electrochemotherapy (1.3 kV/cm x 100 ms x 8, 1 Hz).

[1] Gehl, J. (2003). Electroporation: Theory and methods, perspectives for drug delivery, gene therapy and research. Acta Physiologica
Scandinavica, 177(4), 437-447. https://doi.org/10.1046/j.1365-201X.2003.01093.x

[2] Miklavcic, D., Novickij, V., Kranjc, M., Polajzer, T., Haberl Meglic, S., Batista Napotnik, T., Romih, R., & Lisjak, D. (2020). Contactless
electroporation induced by high intensity pulsed electromagnetic fields via distributed nanoelectrodes. Bioelectrochemistry (Amsterdam,
Netherlands), 132, 107440. https://doi.org/10.1016/j.bioelechem.2019.107440
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C.3. MODULATION OF THE SIALYLATION OF EXCITATORY NEURONS IN
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Synaptic pruning is a fundamental process for healthy neuronal circuit maturation and develop-
ment.The disbalance between synapse elimination and strengthening may underlie neurodevelopmental dis-
orders,such as autism, schizophrenia, or epilepsy [1]. The phagocytosis of neuronal material is carried
out by microglia, the main phagocyte of CNS. One of major signals for neuron-microglia interaction is sialic
acid, a monosaccharide, which typically terminates the structures of glycoconjugates on the external
surface ofneurons. The presence of neuronal sialic acid at neuron-microglia contacts leads to inhibited
microglial phagocytic activity. Meanwhile, desialylated neuronal sialoglycoconjugates can be recognised by
complementsystem and promote neuronal phagocytosis by microglia /n vitro [2]. We hypothesize that neu-
ronal sialic acidmediates local synapse-microglia contacts and regulates developmental synaptic prun-
ing.

We used mouse organotypic hippocampal slice cultures as a platform to define how sialylation
provides a selective mechanism for the maintenance and strengthening of a subset of synapses. We applied
bioorthogonal CLICK chemistry to metabolically label de novo synthesised sialic acid on glycocalyx of
neurons [3]. By using chemical inhibitors of sialyltransferases ((IS,2R)-1-((35,4R,5R,6S)-3—-acetamido-
46— diacetoxy-5-fluoro-6-(methoxycarbonyl)tetrahydro-2H-pyran-2-yl)propane-123-triyl tri-
acetate, 3FAX) or sialidases (2-deoxy-2,3-didehydro-N-acetylneuraminic acid, DANA) we inhibited sialic
acid synthesis or desialylation, respectively, to later neuronal sialylation.

Mouse organotypic hippocampal slice cultures were established and used as an ex vivo system
allowing to study metabolic processes of neuronal sialylation. The visualization and quantitative analysis of
newly synthesized sialic acids on dendrites of excitatory neurons showed specificity of metabolic sialic acid
labelling. The inhibition of sialyltransferases by 3FAX significantly reduced neuronal sialylation, while
sialidase inhibition by DANA led to increased sialylation levels. Our results indicated that neuronal sialylation
can be chemically modulated ex vivo allowing the precise assessment of sialic acid abundance on the
neuronal structures, such as dendrites and individual synapses.

In conclusion, we demonstrated the applicability of mouse organotypic hippocampal slice cultures
asa robust model to investigate de novo synthesis and the turnover of sialic acid in the mouse developing
brainex vivo. Moreover, our system enables to target and characterise the exact role of the enzymes involved
in neuronal sialylation and desialylation in synaptic pruning.

[1] Sakai, J. (2020). How synaptic pruning shapes neural wiring during development and, possibly, in disease. Proceedings of the National
Academy of Sciences of the United States of America, 117(28), 16096—16099.

[2] Brown GC, Neher JJ. Microglial phagocytosis of live neurons. Nature Reviews Neuroscience. 2014 Apr;15(4):209-16.

[3] Baskin, J. M., & Bertozzi, C. R. (2007). Bioorthogonal click chemistry: Covalent labeling in living systems. In QSAR and Combinatorial
Science (Vol. 26, Issues 11-12, pp. 1211-1219).
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Biocatalytic sensors are tools used to identify and quantify specific compounds. These sensors rely on
the activity of specific enzymes as a recognition element, allowing them to identify particular analytes. The
enzyme's selectivity is provided by a unique active site that binds to a certain substrate molecule. Biocatalytic
sensors are often simple to use and inexpensive because they do not require expensive equipment and have
a straightforward design. Additionally, they can be modified for automated and clinical lab work [1]. In some
cases, challenging bioanalytical issues, including specificity, stability, and selectivity, are resolved by com-
bining nanomaterials with nanotechnological methods. As a result, the electron transfer rate between the
active center of enzymes and electrodes has been improved by using gold nanoparticles (AuNPs) as electric
wires and mediators for electron transfer. AuNPs increase the efficiency of enzyme immobilization [2]. The
advancement of biosensor technology has opened the door to highly sensitive continuous glucose monitoring.
The most popular method for monitoring glucose oxidase (GOx) from blood to interstitial fluids is to use
electrochemical biosensors. Additionally, constant monitoring of H:0: is necessary to detect oxidative stress
in cell and tissue culture.

AuNP Au

Glucose 0:

Gluconolactone H20:2

Figure 1. This figure shows a schematic representation of the bioelectrode based on HRP-Fc and GOx. The

matrix relies on the oxidation of B-D-glucose catalyzed by GOx, which involves molecular oxygen. The re-

action produces gluconic acid and hydrogen peroxide as end products. HRP-Fc acts as a mediator, taking
up the hydrogen peroxide along with two protons and two electrons from a gold electrode.

The goal of this study is to develop a versatile matrix for H202-releasing enzymes suitable for biosen-
sors (Fig. 1). Therefore, the optimal conditions for modifying horseradish peroxidase (HRP) in an organic
solvent with a redox-active ferrocene group and immobilizing it on an electrode decorated with AuNPs were
investigated. After characterizing and comparing the bioelectrodes based on the original and modified en-
zymes, a biosensor for the detection of glucose based on GOx and HRP-Fc was developed, and its sensitivity,
selectivity, and stability were evaluated.

Acknowledgments: This work was supported by the European Regional Development Fund under “Pro-
motion of Centers of Excellence and Innovation and Technology Transfer Centers” program No. 01.2.2- CPVA-
K-703 (grant No. 01.2.2-CPVA-K-703-03-0010).

[ N.J.Ronkainen, H. B. Halsall, and W. R. Heineman, ‘Electrochemical biosensors’, Chem. Soc. Rev., vol. 39, no. 5, pp. 1747-1763, May
2010, doi: 10.1039/b714449k.

[2] J.M.Pingarrén, P. Yafiez-Sedefio, and A. Gonzalez-Cortés, ‘Gold nanoparticle-based electrochemical biosensors’, Electro-
chimica Acta, vol. 53, no. 19, pp. 5848-5866, Aug. 2008, doi: 10.1016/j.electacta.2008.03.005.
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Introduction: action potentials (APs) in plants are evoked when the membrane potential exceeds athresh-
old value, above which voltage-gated ion channels open causing an abrupt membrane depolarization and later,
repolarization. These signals propagate along the membrane of the cell and the plant tissues. It is known that
exposure of Characean macroalgae internodal cells to glutamate hyperpolarizes the AP’s excitation threshold
and prolongs repolarization phase duration [1]. Yet, it is to be determined whether these glutamate- induced
alterations of AP affect its propagation velocity.

Materials and Methods: internodal cells of macroalgae Nitellopsis obtusa were used as a model system.
The morphology and physiology of these cells offer a robust experimental system to explore plant electrophys-
iology using intracellular microelectrode techniques [2]. Two-pair current clamp method was utilized in two sep-
arate setups. The schematic representation of the registration chamber arrangement is shown in Fig.1. The in-
ternodal cell was placed in the registration chamber filled with control sotution and. Intracellular glass microe-
lectrodes (tip diameter 1 um, filled with 3 M KCl) were impaled using micromanipulators in two sites of the
cell 3 cm from each other. The impalement areas were electrically separated using vaseline. The reference elec-
trodes were immersed in the vicinity of the cell in two different compartments. Direct current for stimulation
was injected via extracellular Ag/AgCl wires in two separate circuits. After 60 min from impalement, 3 APs in
one of the microelectrode sites were evoked in 5 min. intervals by current stimulus ramp - once AP threshold
was reached, stimulating current was ceased. After 10 minutes of rest, the same procedure was repeated on
the other site of impalement, thus, AP propagation velocity and the parameters in apical and basal sites were
assessed. The described protocol was repeated when the cell was incubated in1 mM glutamate solution (APW
+1 mM L-Glutamic acid hydrochloride) for 30 min. This way propagation of APs apically and distally can be in-
vestigated and compared between both control and experimental conditions.

Results: we successfully investigated propagation of APs along internodal cell of Nitellopsis obtusa in
control conditions (n=6). Results indicate that the propagation velocity of APs is higher from basal to apical site
(22+6%) in comparison to the opposite direction (1.420.2 cm/s). Externally applied glutamate increases propaga-
tion velocity of electrically induced APs in both apical (32+10%) and basal (23+7%) directions. Further research
will investigate the correlations between Glu-induced alterations of AP parameters and the presented changes
of AP propagation velocity.

F‘|g 1. Schematicr/epresentation of multielectrodal chamber: a - plexiglass chamber, b - vaseline isolation,
c - internodal cell of macroalgae Nitellopsis obtusa, 1- stimulation Ag/AgCl electrode, J - extracellular ref-
erence electrode, - intracellular recording glass microelectrode

[1] Lapeikaité, I. (2020). Effect of amino acids and NMDA on electrical signalling parameters of Charophyte Nitellopsis obtusa [Vil-
niaus universitetas]. https://epublications.vu.lt/object/elaba:67845609/

[2] Kisnieriene, V., Lapeikaite, I., Pupkis, V., Kisnieriene, V., Lapeikaite, I., & Pupkis, V. (2017). Electrical signalling in Nitellopsis
obtusa: Potential biomarkers of biologically active compounds. Functional Plant Biology, 45(2), 132-142.
https://doi.org/10.1071/FP16339
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Postnatal brain maturation involves neural circuitry formation and changes in dynamics of synapticconnec-
tions. During the first weeks of postnatal development hippocampal pyramidal neurons undergo microglia-depend-
ent synaptic pruning [1]. Disruptions of this process lead to various neurodevelopmental disorders, including autism
spectrum disorder, schizophrenia and epilepsy [2]. The key “eat me* signal for microglia-dependent synaptic pruning
is phosphatidylserine (PtdSer) which is known to be translocated across the membrane bilayer by Xk-related pro-
tein 8 (Xkr8) scramblase [3]. We investigated the effect ofXkr8 scramblase deficiency on electrophysiological proper-
ties of hippocampal pyramidal neurons in different sex mice during early postnatal development.

Wild-type and Xkr8 knock-out mice of different sex and age (5 to 21 postnatal days) were used in this study.
Electrical activity of hippocampal CA1 pyramidal neurons in acute mouse brain slices was recordedusing patch-
clamp whole cell configuration method. Analysis of neuron action potential parameters wasperformed.

Results showed that electrophysiological properties of wild-type and Xkr8 knock-out mice hippocampal CA1
pyramidal neurons changed with age: in both male and female groups rheobase, actionpotential amplitude, maxi-
mum upstroke and downstroke velocities increased, action potential width decreased and threshold hyperpolarised.
While changes of most of these properties from 8" to 15'" postnatal days occurred in male group of both wild-type and
Xkr8 knock-out mice, in female group on day 15 theyappeared in Xkr8 knock-out mice only and in wild-type females
emerged on postnatal day 21.

Our study indicates that electrophysiological properties of mouse hippocampal pyramidal neuronschange
during early postnatal brain maturation. Furthermore, results suggest that defective PtdSer scrambling affects neu-
ronal circuitry formation leading to earlier brain maturation changes in female mice occurring on 15" postnatal day
rather than 21,

[1] Paolicelli, R. C,, Bolasco, G., Pagani, F., Maggi, L., Scianni, M., Panzanelli, P., Giustetto, M., Ferreira, T. A., Guiducci, E., Dumas, L.,
Ragozzino, D., & Gross, C. T. (2011). Synaptic Pruning by Microglia Is Necessary for Normal Brain Development. Science, 333(6048), 1456-
1458.

[2] Neniskyte, U., & Gross, C. T. (2017). Errant gardeners: Glial-cell-dependent synaptic pruning and neurodevelopmental disorders.
Nature Reviews Neuroscience, 18(11), 658-670.

3] Suzuki, J., Denning, D. P., Imanishi, E., Horvitz, H. R, & Nagata, S. (2013). Xk-related protein 8 and CED-8 promote phosphatidylserine
exposure in apoptotic cells. Science (New York, N.Y.), 341(6144), 403-406.

167


mailto:emilija.kavalnyte@gmail.com

C.7. THE CONSEQUENCES OF MATERNAL HIGH-FA
DIET ONOFFSPRING RETINA

Neda leva BiliGité'!, Gintaré Urbonaité', Guoda Laurinavicitté?, Urté Neniskyte'

'Institute of Biosciences, Life Sciences Center, Vilnius University, Lithuania
Z|nstitute of Biomedical Sciences, Faculty of Medicine, Vilnius University, Lithua-
nia 3VU-EMBL Partnership Institute, Life Sciences Center,

Vilnius University, Lithuania
neda.biliuvte@gmc.stud.vu.lt

Aim: Today Western diet has increasing content of fats, and this leads to increasing obesity rates. Many
studies show that maternal high-fat diet causes chronic inflammation which can lead to neurodevelopmental
disorders of the offspring [1, 2]. It has been shown that the retina, as a part of central nervous system, is also
affected in the individuals consuming high-fat diet [3, 4]. However, there are no studies investigating the
effect of maternal high-fat diet on the retina of the offspring. In this study we aim to determine whether ma-
ternal high-

fat diet leads to retinal changes in the offspring.

Methods: We fed female C57Bl/6J mice with a control diet (10% fat) or high-fat diet (60% fat) from wean-
ing to lactation. The offspring were weaned to CD. The eyeballs of the offspring were collected, fixed with 4%
PFA, cryoprotected and sliced using cryotome. Retinal ganglion cells, Miiller cells and microglia cells were
labeled immunohistochemically using anti-RBPMS, anti-GFAP and Ibal antibodies, respectively.

Results: We evaluated the thickness of retinal layers, density of retinal ganglion cells and microglia
cells, GFAP and Ibal signal area. The measurements were compared between the groups of offspring. No
significant changes were found in the layer thicknesses of the peripheral retina. Outer nuclear layer of the
central retina was significantly thicker in male offspring of maternal high-fat diet group compared to the
male offspring of maternal control diet group. Density of the retinal ganglion cell did not differ significantly
between the groups. There were no significant differences in the GFAP signal area and Ibal signal area be-
tween the groups. Microglia density was significantly higher in maternal high-fat diet female offspring com-
pared to maternal control diet female offspring in peripheral and central retina. However, in the male offspring
the microglia density was lower in the maternal high-fat diet group in the peripheral retina. Ibal signal area
was significantly larger in the peripheral retina of maternal high-fat diet female offspring and significantly
lower in peripheral retina of maternal high-fat diet male offspring compared to maternal control diet off-
spring. No significant differences in Ibal signal area were found on central retina of female and male off-
spring.

Conclusions: Our findings showed that maternal high-fat diet had a gender-specific effect on the mor-
phology of offspring retina and activation of microglia in the retina.

Funding: This work was supported by the Science Promotion Fund of Vilnius University.

[11 R. D. Oades, A.-M. Myint, M. R. Dauvermann, B. G. Schimmelmann, and M. J. Schwarz, ‘RAestetaerchntion-deficit hyperactivity disorder
(ADHD) and glial integrity: an exploration of associations of cytokines and kynurenine metabolites with symptoms and attention’, p. 19,
2010.

[2] M. Maes, R. Verkerk, S. Bonaccorso, W. Ombelet, E. Bosmans, and S. Scharpé, ‘Depressive and anxiety symptoms in the
earlypuerperium are related to increased degradation of tryptophan into kynurenine, a phenomenon which is related to

immune activation’, Life Sciences, vol. 71, no. 16, pp. 1837-1848, Sep. 2002, doi: 10.1016/S0024-3205(02)01853-2.

[3] D. A. Clarkson-Townsend, A. J. Douglass, A. Singh, R. S. Allen, I. N. Uwaifo, and M. T. Pardue, ‘Impacts of high fat diet on ocular
outcomesin rodent models of visual disease’, Experimental Eye Research, vol. 204, p. 108440, Mar. 2021, doi:
10.1016/j.exer.2021.108440.

[4] J.-J. Lee et al., ‘High-Fat Diet Induces Toll-Like Receptor 4-Dependent Macrophage/Microglial Cell Activation and

Retinal Impairment’, Invest. Ophthalmol. Vis. Sci., vol. 56, no. 5, p. 3041, May 2015, doi: 10.1167/iovs.15-16504.
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Cancer is one of the most devastating diseases worldwide, accounting near 10 million deaths in 2020
[ In response to this issue, not only do therapeutic options are aimed to be improved but also prevention
programs are being developed. For example, a chemopreventive substances are considered to lower a per-
son's risk of (re)developing cancer [2]. However, minority of people, even if they are acknowledged of genetic,
age related or other risk factors leading to predisposition to cancer, choose to use chemotherapy drugs
because of severe side effects. Natural substances are thought to be free of severe side effects and would
therefore be more accepted and used by the target group.

Curcumin is one of the naturally occurring substances that is considered to have anti-cancerproper-
ties [3], and therefore, having potential as a cancer chemopreventive agent. Nevertheless, curcumin is a
hydrophobic compound and is poorly absorbed by a living organism. Encapsulation of curcumin in
phospholipid liposomes could facilitate absorption since liposomes have a desired bioavailability and are
biocompatible as well as biodegradable. However, the comparison of encapsulation techniques in terms of
cellular uptake and localization in biological models is still limited.

The aim of our study was to evaluate the effect of liposomal curcumin on breast cancer cell line (MCF-7)
and to identify liposomal curcumin localization in the cell. In our research we synthesized liposomal curcu-
min solution applying a thin-film and pH-differences methods. MCF-7 breast cancer cell line was used to
evaluate liposomal curcumin effects on cancer cells. As a control, liposomes without curcumin were
synthesized to eliminate the possible effect of liposomes. For the assessment of accumulation of liposomal
curcumin in cancer cells, confocal microscopy imaging with fluorescent dyes labeling were applied.

The cell morphology, viability and proliferation test results showed toxicity of curcumin to breast can-
cer cell line and preliminary results from confocal microscopy images indicated an accumulation of curcumin
in the cytoplasm at the lysosomal sites. No uptake of liposomal curcumin into the nucleus or mitochondria
was observed. When it comes to comparison of synthesis methods, we found that liposomal curcumin
solutions of both syntheses had similar effect on MCF-7 cells morphology, viability and proliferation, although
thin-film synthesis resulted in higher yield. In conclusion, preliminary results suggest that liposomal curcu-
min has a potential as a chemopreventive agent, and a thin-film synthesis method is advantageous over the
pH difference synthesis method.

ACKNOWLEDGEMENTS: We thank Vilius Poderys for technical assistance and Migle Ragelyté
for refinement of synthesis protocols.

[1] Sung, H., Ferlay, J,, Siegel, R. L., Laversanne, M., Soerjomataram, |., Jemal, A., & Bray, F. (2021). Global Cancer Statistics 2020: GLO-
BOCAN Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA: A Cancer Journal for Clinicians, 71(3),209-
249. https://doi.org/10.3322/caac.21660

[2] William, W. N., Heymach, J. V., Kim,E. S., & Lippman, S. M. (2009). Molecular targets for cancer chemoprevention. Nature Reviews
Drug Discovery, 8(3), Article 3. https://doi.org/10.1038/nrd2663

[3] Shehzad, A., Wahid, F., & Lee, Y. S. (2010). Curcumin in Cancer Chemoprevention: Molecular Targets, Pharmacokinetics,
Bioavailability, and Clinical Trials. Archiv Der Pharmazie, 343(9), 489-499. https://doi.org/10.1002/ardp.200900319
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Every year cancer continues to be one of the most affectious diseases and takes away hundreds of
thousands of lives. Common methods for diagnosing and/or treating cancer, such as surgery, chemotherapy,
radiotherapy, or a combination of these methods, are not always effective or do not provide long-term
efficient results, thus the development of more precise, rapid, and novel technologies is still required [1].
Regarding the fight with cancer, biomedicine-focused research creates the concept of combining two main
aspects - diagnostics, and therapy, so-called theranostics. While the area of nanoscience exists longer than
the theranostics itself, the nanoparticles which can be modified, and their physicochemical properties ad-
justed made it possible to create multifunctional theranostic nanoplatforms. The perfect example is rare-
earth doped upconverting nanoparticles (UCNPs), with exceptional optical properties and ability to convert
low energy light to high energy light, or in other words, NIR-to-VIS conversion which is important for diag-
nostics. When UCNPs are combined with photosensitizer, prepared complexes become potential multifunc-
tional tool for cancer theranostics [2].

This study aimed to investigate the surface modification of NaGdF4:Yb* Er**@NaGdF4:Yb* ,Nd** UCNPs
with different types of phospholipids and photosensitizer chlorin eé (Ceé). Ceé, is a second-generation pho-
tosensitizer with a high extinction coefficient and light absorbance in VIS light range, including absorption at
the red side of the spectrum. Firstly, several UCNPs modifications were performed using unsaturated and
saturated phospholipids, combined with polyethylene glycol group, and were evaluated spectroscopically.
Furthermore, the complex between UCNPs and Ceé was formed and the photosensitizing properties of the
complex was evaluated using Singlet Oxygen Sensor Green.

Obtained results revealed that 3 out of 5 modifications of UCNPs led to successful UCNP-Ce6 complex
formation manifesting in generation of singlet oxygen upon excitation of a 980 nm laser. Although more
study is needed to indicate best concentrations of phospholipids for UCNPs’ surface modification as well as
Ce6 amounts for efficient complex formation. These results encourage for further development of the
theranostic complex.

In conclusion, the modified UCNPs-Ceé complex has a lot of potential as a theranostic nanoplatform
for cancer and can be further developed and used in biomedical research.

This study was supported by the funds of Lithuania. Grant No. S-MIP-22-31.

[ Gong, F., Yang, N., Wang, X, Zhao, Q. Chen, Q. Liu, Z, & Cheng, L. (2020). Tumor microenvironment-responsive
intelligent
nanoplatforms for cancer theranostics. In Nano Today (Vol. 32, p. 100851). Elsevier BV.

[2] Skripka, A., Karabanovas, V., Jarockyte, G., Marin, R., Tam, V., Cerruti, M., Rotomskis, R., & Vetrone, F. (2019). Decoupling
Theranostics with Rare Earth Doped Nanoparticles. In Advanced Functional Materials (Vol. 29, Issue 12, p. 1807105). Wiley.
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Electroporation (EP) is the process when cell plasma membrane gets permeabilized due to applied
short high amplitude electrical pulses. It is believed, that increased cell plasma membrane permeability is
the result of electropore formation [1]. However, the actual mechanism of electropermeabilization is still
unclear. Through electropermeabilized membrane can be transferred substances as ions, drugs, dyes, mark-
ers, antibodies, oligonucleotides, RNA or even DNA. The outcome of transfer of various molecules after EP
is applied in areas as medicine, biotechnology and industry. There are several main parameters that affect
electroporation efficiency: electric field intensity and duration, number of electric pulses, period of electric
pulses. If any of parameter is too high, the outcome leads to a decrease in cell viability [2]. In case for the
cells to remain vital after EP, the wounded plasma membrane sites must be restored because cells can
suffer the loss of vital substances. In cells exist annexin family proteins that are fundamental proteins for
injured plasma membrane repair. One of the most abundant proteins from the annexins family is the annexin
A4, Activity of annexins is excited by increased intracellular calcium concentration in the cells leading to an
increased affinity of excited annexins to plasma membrane phospholipids. Binding to cell plasma membrane
annexins initiate the restoration of damaged plasma membrane sites [3]. Interesting, that over 40 years in
which electroporation phenomenon is intensively under investigation, but data about intracellular proteins in
cell plasma membrane damage repair nearly found. In this work we aimed to figure out how calcium affects
wild type MCF7 cells, in which annexin A4 gene is fully functional compared with MCF7-ANXA4- knock out
(KO) cells in which this gene expression was disturbed, after electroporation.

We used MTS method to determine cell viability. Cell plasma membrane repair and electropermeabili-
zation dynamics were evaluated using flow cytometry after staining cells with propidium iodide. Electro-
poration was carried out between parallel stainless-steel electrodes separated with 2 mm gap. CaClzcon-
centration was 2 mM. Cells were electroporated with 1 of 100 ps duration electric pulses at varying pulse
intensities.

Collected results showed that wild type MCF7 and MCF7-ANXA4- KO cells respond to electroporation
at the same or very similar pattern which differed insignificantly. On the other hand, we determined that
calcium did not affect propidium iodide electrotransfer, but decreased cell viability and disrupted cell plasma
membrane repair process leading to higher amounts of electropermeabilized cell amounts using calciumin
EP medium. However, these results are preliminary and do not prove or deny of the activation of annexin A4
protein after electroporation. These results suggest that annexin A4 might be not that crucial to cell plasma
membrane repair after EP and that other annexins, or their combinations might play more important role.

[1] Neumann E., Ridder M. S., Wang Y., Hofschneider P.H. (1982). Gene transfer into mouse lyoma cells by electroporation in high

electric fields. EMBO, 1(7): 841-845.

[2] Jakstys B., Jakutaviéitité M., Uzdavinyté D., Satkauskiené ., Satkauskas S. (2020). Correlation between the loss of intracellular
molecules and cell viability after cell electroporation. Bioelectrochemistry, 135:107550.

[3] BoyeT. L., Nylandsted J. (2016). Annexins in plasma membrane repair. Biological chemistry 397(10): 961-969.
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Straight and healthy teeth are especially relevant today. The teeth straightening bracket system is a
tool used in orthodontics. When straightening teeth with these systems, there are many risks associated with
other dental problems such as cavities or tooth decay. The evolving 3D technique of orthodontic treatment,
which includes smart orthodontics such as the implantation of lithium batteries [1] and microbial biofuel cells
in the bracket system, and the specific integration of indirect bonding techniques into the digital system will
be much more effective.

In this research, an efficient microbial biofuel cell was developed using a bracket system with immo-
bilized Streptococcus mutans bacteria as an anode. A biofilm of bacterial culture of Streptococcus mutans
was grown on the contour of the bracket and the quantitative composition was evaluated using a crystal
violet dye for work with a microbial biofuel cell. The results showed that after 24 h of incubation, a higher
biofilm biomass was formed on the contours of the bracket compared to ones grown in the microplate wells.
The thickness of the biofilm depended on the concentration of sucrose. The influence of the mediator PQ
(9,10-phenanthroline quinone) on the viability of bacterial Streptococcus mutans cells was evaluated [2]. Bac-
teria growth was most inhibited by 0.3 mM PQ solution and at least 0.04 mM PQ solution.
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Figure 1. Electrochemical impedance spectroscopy measurements at different glucose concentrations.
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Electrochemical impedance spectroscopy was applied to investigate Streptococcus mutans biofilm on a
bracket system immersed in PBS with different glucose concentrations. Brackets without biofilm were used
as control samples. The charge transfer resistance was increased with increasing glucose concentrations
(Figure 1). No significant change in results with different glucose concentrations was detected in control
samples.

[l] Kutbee A.T., Bahabry R.R., Alamoudl K.0., Ghoneim M. T.,, Cordero M.D., Almuslem A. S., Gumus A,, Diallo E.M., Nassar J.M.,, Hussain
A.M., Khashab N.M. & Hussain M. M. (2017). Flexible and biocompatible high-performance solid-state micro-battery for the implantable
orthodontic system. npj Flexible Electronic. 7, 1-7, doi:10.1038/s41528-017-0008-7.

[2] Rozene, J., Morkvenaite-Vilkonciene, I., Bruzaite, |., Dzedzickis, A., & Ramanavicius, A. (2021). Yeast-based microbial biofuel cell
mediated by 9,]0-phenantrenequinone. Electrochimica Acta, 373,137918, doi: 10.1016/j.electacta.2021137918.
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Traditional methods for studying the behavior of molecules in a given reaction are
based on the assumption that all molecules of the same type are synchronous, but in fact, in
most cases, they behave stochastically. Single-molecule research methods allow direct ob-
servation of target molecule action trajectories, including static and dynamic components
of this process. From this data, intermediate reaction chains can be determined, which
show the true heterogeneity of biomolecules [1]. Force manipulation-based single-molecule
techniques, such as magnetic tweezers, are used to simulate and quantify force-dependent
processes in vitro. Using this method, it is possible to precisely control the reaction condi-
tions and reveal the mechanisms of action of macromolecules, such as myosin pulling
against actin, kinesin walking along the microtubule, the folding of proteins, DNA and RNA, pro-
tein-proteinand protein-DNA/RNA interactions [2].

In this work, we are developing a custom-built microscope, based on the Warwick Open
Source Microscope (WOSM) project [3], with integrated magnetic tweezers for force-based sin-
gle-molecule measurements. The microscope consists of an aluminium base with most other
parts 3D-printed. The microscope stands out with its stability, compactness and simplicity of
implementation. By using this microscope we hope to push the boundaries of the measurement
limits of single-molecule magnetic tweezers experiments.

[1] A.N. Kapanidis, T. Strick, Biology, one molecule at a time, Cell Press, 2009

[ H. Miller et al., Single-molecule techniques in biophysics: a review of the progress in methods and applications, Reports on Progress
in Physics, 2018

[3] N. Carter, R. Cross, D. Martin, WOSM website, Centre for Mechanochemical Cell Biology, Open Source Hardware, WPH Charitable
Trust, accessed 9 September 2022, < https://www.wosmic.org/>
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Schizophrenia is a complex neuropsychiatric disorder characterized by a range of cognitive, emotional,
and perceptual symptoms. Individuals with schizophrenia exhibit deficits in auditory processing, including
impaired ability to filter out irrelevant sounds and decreased sensitivity to certain frequencies [1]. The devel-
opment of multiple animal models resembling symptoms of schizophrenia have been instrumental in ad-
vancing our understanding of the disease and its underlying neural mechanisms. Since changes in NMDA
neurotransmission are thought to play a critical role in the pathophysiology of schizophrenia, the systemic
suppression of NMDA neurotransmission is probably the most popular schizophrenia model used in rodents.
Here, NMDA antagonists, such as ketamine, PCP or MK-801, induces schizophrenia-like symptoms i.e., hy-
perlocomotion, social withdrawal, cognitive deficits etc [2]. Two types of NMDA suppression models are typ-
ically used - acute and chronic. Acute model test schizophrenia-like symptoms after single injection of NMDA
antagonists, while chronic model uses daily injections of these NMDA antagonists for couple weeks and
tests cumulative NMDA suppression effect. However, there is lack of comparative studies using both models
to examine if and how they compare.

Auditory steady-state responses (ASSR) are brain responses to repetitive auditory stimuli presented
at a specific frequency, typically between 20-80 Hz. These responses can be measured by means of electro-
physiology and are thought to reflect the synchronization of neural activity in the auditory cortex [3]. Studies
have shown that individuals with schizophrenia exhibit abnormalities in ASSR. Specifically, they have reduced
power and phase locking of ASSR at various frequencies, especially 40 Hz, indicating deficits in auditory
processing. These deficits may contribute to the characteristic symptoms of schizophrenia, such as auditory
hallucinations and disorganized speech. The relationship between ASSR and schizophrenia suggests that
deficits in auditory processing may play a role in the pathophysiology of schizophrenia [4]. Changes in ASSRs
are one of the primary biomarkers for animal models of schizophrenia.

In this study, we evaluate the effect of acute and chronic NMDA suppression by means of ketamine on
both spontaneous brain activity and ASSRs. Brain activity was measured chronically through implanted elec-
trode in the primary auditory cortex. We found that chronic ketamine model has larger effect on spontaneous
brain activity while changes of induced brain activity (ASSRs) were similar after acute and chronic ketamine
application.

[1] Daniel Umbricht, MD; Liselotte Schmid, LicPhil; Rene Koller, LicPhil; Franz X. Vollenweider, MD; Daniel Hell, MD; Daniel C. Javitt, MD,
PhD (2000). Ketamine-induced deficits in auditory and visual context-dependent processing in healthy volunteers: implications for models
of cognitive deficits in schizophrenia. Archives of General Psychiatry, 57(12), 1139-1147.

[2] Winship IR, Dursun SM, Baker GB, Balista PA, Kandratavicius L, Maia-de-Oliveira JP, Hallak J, Howland JG (2019). An Overview of
Animal Models Related to Schizophrenia. Can J Psychiatry. 2019 Jan; 64(1):5-17.

/3] Kozono, N, Honda, S., Tada, M. et al. (2019). Auditory Steady State Response; nature and utility as a translational science tool. Sci Rep

9, 8454.

[4] Sugiyama S, Ohi K, Kuramitsu A, Takai K, Muto Y, Taniguchi T, Kinukawa T, Takeuchi N, Motomura E, Nishihara M, Shioiri T and Inui K
(2021). The Auditory Steady-State Response: Electrophysiological Index for Sensory Processing Dysfunction in Psychiatric Disorders.
Front. Psychiatry 12:644541
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Impulsive behaviour is defined as quick, premature and inappropriate action that often results in negative
outcomes [1]. Impulsiveness can be subdivided into impulsive actions and impulsive choices. Not properly managed
excessive impulsive behaviour is common to some type of brain disorders, such as attention deficit hyperactivity
disorder (ADHD), addictions, emotional disorders [2] or even Parkinson’s disease [3]. Unfortunately, we still don't
have a clear understanding of the brain mechanisms that governimpulsive behaviour. The aim of the study is to find
neural correlates of the brain activity during impulsivebehaviour.

Here, we addressed this by training mice to perform a cued sensory-association task which was designed
to highlight mice impulsive behaviour. During the cued sensory-association task mice were presented with an au-
ditory cue and in order to receive a reward mice had to respond right after the cue and refrain from responding during
the cue. Even though mice were not rewarded when responding during the cue (impulsive responses, IR), they
continued to show this impulsive behaviour throughout the study. Tobetter understand this impulsive behaviour, we
evaluated rates and timing of the IR. The rate of IR does not change over multiple training days, but its timing does. At the
start of the training mice tend to respond to the given cue right at its onset while the response time gets more delayed
over the period of the training.These differences in the timing of the IR throughout the training reflect different re-
sponding strategy anddemonstrates impulsive behaviour all the way throughout the animal training.

The brain activity was monitored by chronic ECoG (electrocorticogram) recordings through implanted electrodes
at various sites of the cerebral cortex. ECoG activity was evaluated both as event-related potentials and spectral
intensity at different frequencies. We found cue associated activity in multiple cortical areas. Our findings suggest that
neural correlates of impulsive behaviour are globally distributed throughout the cortex.

[1] Winstanley, C. A. (2011). The utility of rat models of impulsivity in developing pharmacotherapies for impulse control disorders: Rodent
models of impulsivity and drug discovery. British Journal of Pharmacology, 164(4), 1301—1321. https://doi.org/10.1111/}.1476-
5381.2011.01323.x

[2] Robbins, T. W., Gillan, C. M., Smith, D. G., de Wit, S., & Ersche, K. D. (2012). Neurocognitive endophenotypes of impulsivity and
compulsivity: Towards dimensional psychiatry. Trends in Cognitive Sciences, 16(1), 81—91. https://doi.org/10.1016/j.tics.2011.11.009
[3]Callesen, M. B., Scheel-Kriiger, J., Kringelbach, M. L., & Mgller, A. (2013). A Systematic Review of Impulse Control Disorders in
Parkinson’s Disease. Journal of Parkinson’s Disease, 3(2), 105—138. https://doi.org/10.3233/JPD-120165
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Increased accumulation of misfolded proteins in the brain is a hallmark of several neurodegenerative
disorders. In Alzheimer’s disease (AD) abnormal levels of naturally occurring proteins clump together to
form plaques that accumulate in the brain and disrupt functions of neurons [1]. Pro-inflammatory S100A9
protein is increasingly recognized as an important contributor to inflammation-related neurodegeneration.
Due to its inherent amyloidogenicity SI00A9 contributes to amyloid plaques formation together with Af
[2]. AD brains contain soluble (neurotoxic oligomers) and insoluble assemblies (aggregates) of proteins, both
of which are the focus of intensive research with the aim of using them as targets for potential therapeutic
intervention and raising the possibility that their manipulation will lead to an AD cure. However, toxicity
mechanism of amyloid proteins is not well established. One prevailing hypothesis suggests that toxic effect
of amyloids is accomplished through a membrane disruption mechanism, which leads to loss of synaptic
efficiency, neuronal dysfunction, and degeneration [3].

Biomimetic lipid bilayer systems are a useful tool for modelling specific properties of cellular mem-
branes. In this work the interaction between S100A9 protein and tethered bilayer lipid membranes (tBLMs)
was studied. Tethered lipid bilayers represent one of the most promising classes of model membranes and
are based on the immobilization of a planar lipid bilayer on a solid support that enables characterization by
a wide range of surface-sensitive analytical techniques.

The aim of our work was to use tBLMs as a membrane model for studying S100A9 protein-induced
membrane damage. Here we formed tBLMs and optimised their properties. Atomic force microscopy (AFM)
was used for characterization of S100A9 aggregates. By employing electrochemical impedance spectroscopy
(EIS) we monitored membrane damage caused by protein. We observed that SI00A9 aggregates at different
stages of oligomerization exhibit different ability to impair integrity of phospholipid membranes. In addition,
the effect of SI00A9 protein depends on the lipid composition of the membrane.

[1] LiM, Chen L, Lee DHS,YuLC, Zhang Y. Progress in Neurobiology. 2007, 83(3):131-139.

[2] Wang C, Klechikov AG, Gharibyan AL, Warmalander SKTS, Jarvet J, Zhao L, Xueen J, Shankar SK, Olofsson A, Brannstrom T, Mu Y,
Graslund A Morozova-Rpche LA. Acta Neuropathologica. 2013;127(4):507-522.

[3] Kotler SA, Walsh P, Brender JR, Ramamoorthy A. Chemical Society Reviews. 2014; 43(19):6692-6700.
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Neuroinflammation is a common hallmark of many neurodegenerative diseases and is associated with
disease onset and further progression. Microglia, the resident macrophages of the central nervous system
(CNS), play a biphasic role in pathological conditions due to their phenotypic plasticity. Under normal condi-
tions, these cells maintain tissue homeostasis, play a role in brain development and synaptic pruning. How-
ever, in the presence of CNS damage or other pathological insults, activated microglia cells produce pro-
inflammatory factors, that released over time damage the surrounding healthy brain tissue [1]. In addition,
it is essential to note that microglia exhibit increased activation and enhanced release of pro- inflammatory
factors during aging, further losing neuroprotective potential [2]. However, most current /n vitro microglia cell
models include immortalized microglia cell lines derived from newborns or embryonic CNS origin and likely
do not represent the phenotype of adult or aged microglia [3]. Therefore, it is crucial to study the role of
microglia in neuroinflammation using aged animals, ensuring the phenotypic response of aged cells.

The aim of this study was to develop an immortalized aged mouse microglia cell line. The generated
cells could therefore be further employed in /n vitro research of neuroinflammatory processes. Firstly, to
achieve this, lentiviral plasmids containing SV40 (SV40 large T antigen) and hTERT (human telomerase re-
verse transcriptase) transgenes were constructed. Secondly, aged mouse microglia cells were isolated and
stably transduced with either SV40 or hTERT-containing plasmids. In addition, functional assays and gene
expression analysis were performed to compare immortalized microglia phenotype resemblance and key
microglia marker expression with non-immortalized primary microglia and to ensure the cell line’s possible
application in future studies. The generated cells were first assessed for the expression of Ibal, a specific
microglia marker, using an immunocytochemistry assay. Furthermore, the phagocytic activity of microglia
cells was determined by the number of cells that were able to engulf fluorescent latex beads. Analysis of
ROS was carried out with CellROX™ Green Reagent. Cell senescence was determined by a B-Galactosidase
assay to confirm that the cells were not undergoing senescence. Finally, qPCR was performed to estimate
gene expression associated with pro- and anti-inflammatory microglia phenotypes.

The results show that microglia immortalization with SV40 can be used to develop a stable aged mouse
microglia cell line that resembles primary aged mouse microglia, while transduction with hTERT alone does
not appear to cause efficient cell proliferation. Our results suggest that immortalized microglia cells can be
further used in future studies on the role of microglia in neuroinflammatory processes.

[1] Wendimu, M. Y., Hooks, S. B. (2022). Microglia Phenotypes in Aging and Neurodegenerative Diseases. Cells, 11.

[2] Spittau, B.; Tang, Y., Wong, W. T., Perez-Cruz, C. (2017). Aging Microglia-Phenotypes, Functions and Implications for Age-Related
Neurodegenerative Diseases. Frontiers, Aging Neuroscience, 9,194.

[3] Timmerman, R., Burm, S. M., Bajramovic, J. J. (2018). An overview of in vitro methods to study microglia. Frontiers in Cellular
Neuroscience. Frontiers, Cellular Neuroscience, 12, 242.
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Lipid droplets (LDs) are cytoplasmic organelles involved in energy storage, metabolism, and protection
against lipotoxicity within cells. Anincreased number of LDs and their aberrant metabolism are hallmarks
of several diseases, including obesity and cancer [1]. Investigating the biophysical properties of LDs, partic-
ularly microviscosity, in cancer cells can provide an enhanced understanding of LD functions in tumorigen-
esis and cancer aggressiveness. Furthermore, imaging the microviscosity of LDs may help identify different
cancer cell subtypes, therapy-resistant tumor cells, and cancer stem cells based on their LD microviscosity.

Intracellular microviscosity can be determined by measuring the fluorescence lifetimes of viscosity-
sensitive fluorophores (molecular rotors) [2]. In our study, we employed BDP-H molecular rotor (Fig. 1),
whose sensitivity to viscosity was previously confirmed [3]. The intramolecular rotation of BDP-H depends
on the microviscosity of the surrounding micro-environment: in a less viscous cellular compartment (e.g.,
cytoplasm), the rotation is unhindered, resulting in faster non-radiative relaxation from the excited state,
thus shorter fluorescence lifetime, and vice versa in micro-environments with higher microviscosity [2-3].

The aim of our study was to measure and quantitatively compare the microviscosity of LDs in MCF-7
and MDA-MB-231 human breast cancer cells of different malignancy.

Our findings indicate that BDP-H accumulates in LDs and the cytosol of MCF-7 and MDA-MB-231 cells
and exhibits monoexponential fluorescence decays. We assigned microviscosity values of 120 £+ 9 cP and
195 = 48 cP to the LDs in MCF-7 and MDA-MB-231 cells, respectively. The differences in LD microviscosity in
human breast cancer cell lines of different malignancy were statistically significant (p < 0.001) [4]. Collec-
tively, our study highlights the potential of LD microviscosity as a biomarker for cancer cell malignancy and
proposes the use of the BDP-H molecular rotor for this purpose.

BDP-H
in lipid
droplets _

Fluorescence Lifetime Imaging Microscopy

/J Z—
8 ns - IB\ /
“ ‘ FF /
MCF-7 MDA-MB-231

(more malignant)

Figure 1. Fluorescence lifetime imaging microscopy images of live MCF-7 and MDA-MB-231 human breast
cancer cells and their lipid droplets, where BDP-H molecular rotor accumulates. Scale bars: 10 pm.
Pixel colours indicate BDP-H fluorescence lifetimes and microviscosity (n) values [4].

[1] Cruz, A.L.S., Barreto, E. de A, Fazolini, N. P. B., Viola, J. P. B., & Bozza, P. T. (2020). Lipid droplets: Platforms with multiple functions in
cancer hallmarks. Cell Death & Disease, 11(2), 1-16.

[2] Kuimova, M. K. (2012). Mapping viscosity in cells using molecular rotors. Physical Chemistry Chemical Physics, 14(37),12671-12686.

[3] Toliautas, S, Dodonova, J., Zvirblis, A, Tiplys, I, Polita, A, Devizis, A, Tumkeviéius, S,, Sulskus, J., & Vysniauskas, A. (2019). Enhancing the
Viscosity-Sensitive Range of a BODIPY Molecular Rotor by Two Orders of Magnitude. Chemistry - A European Journal, 25(44), 10342-
10349.

[4] Jurgutis, D., Jarockyté, G., Poderys, V., Dodonova-Vaitkiiniené, J., Tumkevicius, S., VySniauskas, A., Rotomskis, R., & Karabanovas, V.
(2022). Exploring BODIPY-Based Sensor for Imaging of Intracellular Microviscosity in Human Breast Cancer Cells. International Journal
of Molecular Sciences, 23(10), 5687.

178


mailto:dziugas.jurgutis@nvi.lt

C.18. INVESTIGATION OF THE MOTILE CELL WITH MONTE
CARLO METHOD

Farzaneh Alipoor Azizollahi'

'Institute of Biochemistry, Life Sciences Center, Vilnius University, Vilnius, Lithuania

farzaneh.alipoor@bti.stu.vu.lt

Motile cell has been the subject of intense study during the recent decades [1]. Motility and shape
change of the cell play role in many biological processes such the development [2], the wound healing [3],
the metastasis [4], and inflammation [5]. Using the Monte Carlo method, we theoretically investigate the be-
havior of a motile cell inside a microchannel. Monte Carlo method is very powerful computer simulation
method for studying the shape change and the movements of the motile cell in different environments. Here,
using the Monte Carlo method, we examine the spatio-temporal behavior of the biological cell inside a one
dimensional microchannel. The surface of the microchannel s tiled with adhesive nano-scale or micro-scale
topographical features. We consider two patterns of topographical features namely the symmetric pattern
and the asymmetric pattern. We give a quantitative description of how cell size changes and how it migrates
within the one dimensional microchannel as we vary the parameters of the model. We show that the cell
stays at the point of symmetry on average in the case of symmetric pattern of topographical features. In the
case of the asymmetric pattern of topographical features, the cell moves to the equilibrium site on average.
The position of the equilibrium site depends on the parameters of the model. The directed migration of the of
a living cell due to asymmetric pattern of the adhesive topographical features in two-dimensional substrate
is seen in other experimental works and it is called 7opotaxis [6]. Topo comes from topographical features
of the environment, and taxis means directional migration. The shape change and the size change happen
continuously in directional migration of the cell. Our theoretical study confirms that the asymmetric pattern
of the adhesive topographical features results in the directed migration which is in agreement with the ex-
perimental results for the topotaxis.

3
U

Figure 1. The upper panel: behavior of the cell in presence of the symmetric pattern of the topographicalfea-
tures, and the lower panel: behavior of the cell in presence of the asymmetric pattern of the topographical
features.

[1] Davide Ambrosi and Anna Zanzottera. Mechanism and polarity in cell motility. Physica D.: Nonlinear Phenomena, 330:58-66, 2016

[2] Elena Scarpa and Roberto Mayor. Collective cell migration in development. Journal of cell Biology, 212(2):143-155, 2016

[3] Paul Martin. Wound healing-aiming for perfect skin regeneration. Science, 276(5309):75-81, 1997

[4] John Condeelis and Jeffrey W Pollard. Macrophages: obligate partners for tumor cell migration, invasion, and metastasis. Cell,
124(2):263-266, 2006

[5] L Parente, MS Koh, DA Willoughby, and A Kitchen. Studies on cell motility in inflammation. ii. the in vivo effect of anti-inflammatory
and anti-rheumatic drugs on chemotaxis in vitro. Agents and Actions, 9(2):196-200, 1979

[6] JinSeok Park, Deok-Ho Kim, Hong-Nam Kim, Chiaochun Joanne Wang, Moon Kyu Kwak, Eunmi Hur, Kahp-Yang Suh, Steven S An,
and Andre Levchenko. Directed migration of cancer cells guided by the graded texture of the underlying matrix. Nature materials,
15(7):792-801, 2016
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It is widely known that traditional cancer treatment approaches have many limitations, chemother-
apy usually leads to systemic side effects, surgical resection has a high recurrence rate, and radiotherapy
is restricted by cumulative doses. Photodynamic cancer therapy (PDT) has been considered as a promising
treatment for cancer [1]. Porphyrins and their derivatives are a large group of aromatic pigments, that can
be used for PDT and diagnostics. It is known that some porphyrins tend to self- assemble in to aggregates
if suitable media conditions are reached. This aggregation is pH and concentration dependent. Various
cells and media in human body has different pH values - while blood is mostly neutral, the cancerous cells
tend to be more acidic - this pH difference can influence the properties of TPPS. molecules. Molecule
aggregation depends on pH and photosensitizer concentration, Changes in pH and concentration can lead
to changes in diagnostic and therapeutic properties of 5,10,15,20-Tetrakis(4- sulfonatophenyl)porphyrin
(TPPS.) molecule. In this research we studied influence of pH and concentrationof TPPS. on spectral prop-
erties of TPPS..

Fig.1 shows the absorption spectra of TPPS. monomer at neutral pH. It corresponds to typical free
base porphyrins spectra with D2n symmetry, characterized by an intense Soret band in the blue region and
four less intense Q bands in the visible light region. In acidic pH , the TPPS, porphyrin core and the meso-
substituents are protonated by H* (pKa=4.9), which in turn changes the symmetry of the molecule from
Dz to Dun. At extremely low pH (-1), the Soret band intensity matches the one present at neutral pH, but with
a noticeable red shift, while the remaining three Q bands undergo a shift to the longer wavelengths. At
low pH values (~1), TPPS, molecules can form J-aggregates at relatively low pigment concentrations [2],
while at the pH values that are neutral or higher J-aggregates were not detected. However, at high
concentrations at neutral pH, the change to the absorption spectra was detected (Fig.2,). At millimolar
TPPS, concentrations (c=1x10-*M and above): relative Q; band intensity increases, Q;, band disappears and Q,
undergoes a significant red-shift. Corresponding spectral changes according to literature are referred as
formation of aggregates. J-aggregates with characteristic bands at 490nm and 710nm are well known and
documented, they are formed when a negatively charged SO; group slots in the center of a positively
charged porphyrin ring [2]. However, at neutral pH TPPS, molecules can’t assemble to J-aggregates, so we
presume, that at high concentration TPPS, molecules forms sandwich-type aggregates.

If significant quantities of photosensitizer are introduced to the neutral pH in the human body, the
TPPS, molecules would be able to form H-aggregates, that could potentially harm PDT and influence the
relaxation of singlet oxygen. However further research is needed to estimate influence of TPPS4 aggre-
gation on PDT efficiency.
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Figure 1. TPPS, absorption spectra Figure 2. TPPS, absorption spectra dependence on concentration
dependence on pH value (c=1x10-5 (pH=7). Av - TPPS, monomers, \p - dimers/aggregates.
M).

[1 Hou, B., Zhang, W., Li, C., Sun, X,, Feng, X, Liu, J., Synthesis and in vitro biological evaluation of novel water-soluble porphyrin
complexes for cancer photodynamic therapy, ApplOrganometChem2022, 36( 4), e6598. https://doi.org/10.1002/a0c.6598

[2] Rotomskis R.,Augulis R.,Snitka V., Valiokas R., Liedberg B., Hierarchical Structure of TPPS,J-Aggregates—on-Substrate Revealed
by Atomic Force Microscopy, J.Phys.Chem.B 2004 108(9), 2833-2838. https;//doi.org/10.1021/jp036128v
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This template shows how your Microglia are highly motile glia cells that are proposed to me-
diate synaptic pruning during neuronal circuit formation through phagocytosis of synaptic connections. Stud-
ies have shown that during mice visual cortex critical plasticity period (from the 21th to the 35th postnatal
day) microglia plays an important role in synaptic pruning and network development. High resolution fluo-
rescent microscopy enable us to thoroughly investigate microglia and neurons in the visual cortex but an
efficient and stable cell labeling system is needed. To get fluorescent labeling in microglia cells we used
transgenic mice line with genetically modified estrogen receptors (ER) that are connected to Cre recom-
binase as a transgene forming Cre-ER complex. Cre recombinase allow cell type-specific contributions in
respective animal models making it conditionally active in microglia. Cre-ER complex by binding to tamoxifen
instead of estradiol, activates and is transferred to the nucleus where recombinase specifically cuts out DNA
STOP codon that is located before designed target tdTomato gene. In that manner with promotor Cx3cr1 only
found in microglia we observe tdTomato expression. Tamoxifen is widely used for genomic recombination
induction for transgenic genes, in this case it is specific to modified estrogen receptors (ER) and do not bind
to natural estradiol, but multiple tamoxifen injections are needed to get most of the cells labeled. To
evaluate the accuracy of this system we analyzed tdTomato expressing microglia in visual cortex depend-
ing on tamoxifen doses by calculating the average cell count per area. As it is mentioned in previous
researches occasionally in mice without tamoxifen injections we spotted fluorescent tdTomato signal that
indicates that the system is “leaky”. We found that tdTomato expression is tamoxifen dose dependent and that
3 tamoxifen injections gave the highest number of induced tdTomato expressing microglia cells which is
86% higher compared to the control group without tamoxifen injections.
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Measuring the fluorescence emitted by chlorophyll molecules is a commonly used technique to study
the effect of stresses on photosynthetic performance in algae and plants, as emission and photochemical
reactions are in direct competition for excitation energy. Therefore, an increase in the intensity of the emitted
fluorescence indicates a disruption in the photosynthetic process [1]. However, further investigation of emis-
sion signals is needed to improve their diagnostic potential in practical applications, as different factors have
similar effects on the recorded fluorescence.

Pairing an optical fiber system with a controlled stepper motor enabled registration of autofluores-
cence signals along Characean alga Nitellopsis obtusainternodes in 1 mm intervals. A low intensity (< 1 mW)
LED light source emitting at 405 nm was used for excitation. To assess whether the sensitivity of the chosen
method is sufficient to detect the effect of an external stress, algae were immersedovernightin a 100 uM solu-
tion of herbicide 3-(3,4-dichlorophenyl)-li-dimethylurea) (DCMU). This compound inhibits photosynthetic
electron transport [2] and should therefore affect the autofluorescence spectra.Experiments were carried
out under different lighting conditions: darkness, natural daylight, intense (photosynthetic photon flux density
of 829 umol m~? s™) white LED light, as it is unknown whether DCMU alters the effect of other environmental
factors on emission signals. In addition, the data obtained after DCMU treatment were compared with spectra
recorded in untreated internodes, and a principal component analysis (PCA) algorithm was used to visualise
the results.

The autofluorescence spectrum of N. obtusa exhibited two peaks at 680 nm and 739 nm (Fig. 1A). Flu-
orescence intensity values varied along the cell and these variations were observed regardless of lighting
conditions. Emission spectra of algae treated with 100 uM DCMU displayed an altered shape, but the recorded
intensity remained similar to that of untreated cells. With the exception of internodes irradiated for 30 min,
visualisation of spectral data in PCA space showed a clear separation of DCMU-poisoned cells (Fig. 1B). These
findings confirm that DCMU interferes with photosynthetic performance. Hence, the sensitivity of the chosen optical
non-invasive method is sufficient to detect the effect of external stresses in algal cells. Nevertheless, more data
on the effects of other environmental factors are needed to better evaluate the sensitivity and selectivity of
the chosen method.
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Figure 1. V. obtusa autofluorescence (FL) spectrum (A) and the score plot of PCA analysis for algae keptun-
der different conditions (B); k — number of cells, n — number of registered spectra.

yf:l Baker, N. R., & Oxborough, K. (2004). Chlorophyll Fluorescence as a Probe of Photosynthetic Productivity. In G. C. Papageorgiou & Govindjee
ds.), Chlorophyll a Fluorescence: A Signature of Photosynthesis (pp. 65-82).

gL Kirilovsky, D., Rutherford, A. W., & Etienne, A. L. (1994). Influence of DCMU and ferricyanide on photodamage in photosystem Il.Biochemistry,
(10), 3087-3095.
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Cardiomyocytes derived from human induced pluripotent stem cells (hiPSC-CMs) have become the most promising
and powerful tool for heart regenerative medicine, disease research, drug development, and the reduction of animal
experimentation. However, it is still challenging to obtain fully differentiated and functional cardiomyocytes [1]. It is known
that the electrophysiological properties of hiPSCs differentiated into CMs differ from those of mature cardiomyocytes [2],
making the electrophysiological properties a potential markers forassessment of functional maturity. Therefore, this
study aimed to establish the electrophysiological evaluation of the maturity of hiPSC-CMs.

Intracellular recordings of hiPSC-CMs were performed in the whole-cell current clamp mode. From 48cells
recorded, only 16 generated APs (6 cells generated APs spontaneously, and 10 required a current step stimulus for AP
generation). We analyzed electrophysiological properties such as the maximum rate of actionpotential (AP) depolariza-
tion, the lowest potential between APs, the amplitude of AP, the duration of AP at 50% repolarization, and capacitance. The
evaluated parameters of these properties were compared with the parameters of mature cardiomyocytes from the
current literature.

The evaluated parameters of electrophysiological properties of hiPSC-CMs significantly differ from theparame-
ters of human adult cardiomyocytes. Specifically, the maximum rate of AP depolarization and capacitance were significantly
lower than in mature cardiomyocytes.

In conclusion, we successfully implemented the electrophysiological technique for evaluating the maturity of hiPSC-
CMs and confirmed that hiPSC-CMs we used did not possess the electrophysiological properties offully matured car-
diomyocytes.

[l Machiraju et. al. Current methods for the maturation of induced pluripotent stem cell-derived cardiomyocytes. World J Stem
Cells. 2019

[2] Denning et al. Cardiomyocytes from human pluripotent stem cells: From laboratory curiosity to industrial biomedical platform.
Biochimica et Biophysica Acta (BBA) - Molecular Cell Research. 2016.
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Cardiac cell lines derived from Human Induced Pluripotent Stem Cell (hiPSC) or cardiomyocytes opens
new prospects in personalized medicine areas such as disease modelling, drug screening or new cell therapy
possibilities [1]. AC16 is human cardiomyocyte cell line with good proliferation capability, biochemical markers,
however it lacks contractility and ability to generate action potentials (AP). Number of ion channels contribute to
AP generation in native cardiomyocytes, including L-type Ca* channels responsible for plateau phase of car-
diac AP. While it is already known that AC16 cells cannot generate action potentials [2], we aimed to investigate
whether this cell line still contains functional L-type calcium channels.

Electrical activity of AC16 cells was recorded using patch-clamp in whole cell voltage clamp mode. L-
type calcium currents were measured as voltage-dependent inward currents at +10mV. Additionally, Bay K
was used for activation and Nifedipine was used for inhibition of L-type calcium channels.

We observed inward current at +10mV, which was inhibited by Nifedipine. This is compatible with ac-
tivity of functional L-type Ca?* channels in AC16 cells. However, instead of activation, this inward currentwas
reduced by Bay K.

Our study indicates the presence calcium currents in AC16 cells. However, the effect of Bay-K on in-
ward currents in AC16 cells remains to be explained.

[1] Karakikes, I, Ameen, M., Termglinchan, V., & Wu, J. C. (2015). Human Induced Pluripotent Stem Cell-Derived Cardiomyocytes:
Insights into Molecular, Cellular, and Functional Phenotypes. Circulation Research, 117(1), 80-88.

[2]  onédi, Z, Visnovitz, T, Kiss, B.,, Hambalko, S., Koncz, A, Agg, B., Varadi, B., Toth, V., Nagy, R. N., Gergely, T. G., Gergé, D., Makkos,
A, Pelyhe, C, Varga, N., Reé, D., Apati, A, Leszek, P., Kovacs, T, Nagy, N., .. Varga, Z. V. (2022). Systematic transcriptomic and
phenotypic characterization of human and murine cardiac myocyte cell lines and primary cardiomyocytes reveals serious limita-
tions and low resemblances to adult cardiac phenotype. Journal of Molecular and Cellular Cardiology, 165(July 2021), 19-30.
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During electroporation (EP), short electric pulses increase cells permeability; therefore, materials could
be transferred to cells like drugs and genes or intracellular molecules extracted from cells. Daily EP is used for
biotechnology, food industry and medicine, however the real potential of EP is still not revealed. One of many
topics that researchers investigate is the effect of electrode materials to cells after EP. During pulsing iron ions
get released from anode electrode and cause reduction EP medium pH subsequently leading to cell viability
decrease, reduction in fluorescence intensity of fluorophores and change in medium conductivity [1]. Scientist
demonstrated that electrodes made from alloys, like aluminum, copper, contaminate samples with ions more
significantly compared to stainless steel electrodes and that more inert electrodes release less ions [2]. More-
over, it was determined that release of aluminum ions depend on pulse parameters [3]. Taking all into consider-
ation, we were unable to find if titanium electrodes were used for EP. For this we compared stainless steel to
titanium electrodes impact on cell electropermeabilization, gene electrotransfer, viability and pore resealing. We
increased pulse duration by decreasing pulse intensity accordingly to maintain the same pulse power output.

Experiments were carried out by electroporating Chinese hamster ovarian (CHO) cells in low conductivity
electroporation medium (0.1 S/m, 270 mOsmol, 7.2 pH). EP was performed between titanium or stainless-steel
electrodes. Cells were electroporated with 0,1,0,5 and 1 ms duration high voltage (HV) electric pulses. Strength
of electric pulses varied from 0,445 kV/cm to 1,8 kV/cm and delivered the same pulse energy. Flow cytometry
was used to measure the amounts of cells that were permeabilized or irreversibly electroporated by determining
intracellular Propidium iodide (PI) fluorescence intensity and number of Pl positive cells (PI*). Transfection was
performed using pEGFP-N1 plasmid that express green fluorescent protein (EGFP) which was measured using
flow cytometry 24 hours after EP. Cell viability was evaluated using colorimetric MTS assay 24 hours after treat-
ments.

Conducted research results revealed that usage of titan and stainless-steel electrodes give nearly iden-
tical amount of permeable CHO cells after EP using same pulse parameters. Similar tendencies were noticed
measuring gene electrotransfer and pore resealing efficacies and cell viability- cells electroporated between
titanium electrodes gave similar results as cells electroporated between stainless-steel electrodes. However,
an unexpected result was that the levels of electropermeabilized cells decreased with decreasing pulse intensity
and increasing pulse duration (same pulse energy), while cell death results gave the opposite and increased with
increasing pulse duration. This phenomenon was observed using both material electrodes.

Overall, EP of CHO cells with different duration of 0.1 ms, 0.5 ms and 1 ms HV pulses bearing the same
power output revealed no significant difference in results using titan either stainless-steel electrodes concern-
ing electropermeabilization, gene electrotransfer, pore resealing efficacies and cell viability. Our data empha-
size that using titanium electrodes for EP one may expect the same results as using stainless-steel electrodes.

[1 R. R. Rodaité, R. Saulé., V. Snitka, G. Saulis, Release of Iron lons from the Stainless-Steel Anode Occurring During High-Voltage
Pulses

and Its Consequences for Cell Electroporation Technology, IEEE Transactions on Plasma Science 42 249-254 (2014).

[2] A. Vizintin, J. Vidmar, J. S¢anéar, D. Miklav¢i¢, Effect of interphase and interpulse delay in high-frequency irreversible electroporation

pulses on cell survival, membrane permeabilization and electrode material release, Bioelectrochemistry 134 107523 (2020).

[3] A. Vizintin, S. Markovi¢, J. S¢anéar, & D. Miklav¢i¢, Electroporation with nanosecond pulses and bleomycin or cisplatin results in

efficient cell kill and low metal release from electrodes. Bioelectrochemistry 140, 107798 (2021).
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Double cones are the most abundant photoreceptor type in most avian retinas [1]. They constitute
up to 40-55% of all photoreceptors [2], however, the main function of double cones is still unclear. Typically, it is
assumed that in photopic conditions avian single cones are responsible for chromatic vision and double cones
are responsible for achromatic vision.

Previous studies have shown that in birds of prey [3] and some other foveate species [4] a double
cone-free zone exists in the fovea. This contradicts the theory that only double cones are responsible for achro-
matic vision in bright light, as fovea is the retinal area, in which the highest resolution vision occurs. However,
double cone distribution in high resolution areas of birds without a fovea have not yet been investigated. The aim
of this study was to compare distribution of double cones between foveate and afoveate bird species.

We investigated the retinae of common starling (Sturnus vulgaris), which possesses a central
fovea, and domestic chicken (Gallus gallus domesticus), which does not have a fovea. We took one eye from each
species, removed cornea and lens and embedded the eye-cups in paraffin to prepare retinal tissue for histolog-
ical analysis. The eyes were sectioned in 6 um slices using a microtome and samples were prepared for staining
with a Periodic Acid-Shiff (PAS) reaction. The PAS reaction is commonly used to visualize carbohydrates and
glycoproteins in various tissue samples, however, it is rarely used to investigate avian retinae. The PAS reaction
can be used to stain photoreceptor outer segments and paraboloids of double cone accessory members. Light
microscopy was used to count the double cones and measure double cone-free zone.

We found that in the retina of starling, the double cone-free zone has ellipsoidal shape and is
approximately 400-450um wide. In the retina of domestic chicken, we found no double cone-free zone, although
the number of double cones in the high spatial resolution area in the centre of the retina is lower compared to
the mid-peripheral retina.

Our preliminary results on afoveate domestic chicken retina suggest, that absence of double
cones might be related not only to the presence of fovea, because double cones are wider than single cones, it
would be beneficial to have fewer or no double cones in the high-resolution area, as is the case in raptors -
birds with deep central fovea and highest spatial resolution among animals in general [3]. It is known that achro-
matic vision is responsible for best resolution [5], thus presence of double cone-free zone in the fovea of com-
mon starling (a passeriform species) and reduced number of double cones in the area centralis of domestic
chicken (a galliform species) further support the idea that avian single cones might be responsible for both
functions - colour and non-colour vision. This work provides more insight into mysterious function of double
cones and other (than just chromatic vision) functions of single cones, and calls for more investigation of double
cones in other foveate and afoveate bird species.

[1] Giinther, A., Dedek, K., Haverkamp, S., Irsen, S., Briggman, K. L., & Mouritsen, H. (2021). Double Cones and the Diverse Connectivity of
Photoreceptors and Bipolar Cells in an Avian Retina. Journal of Neuroscience, 4123), 5015-5028. https://doi.org/10.1523/JNEUROSCI.2495-
20.2021

[2] Hart, N. S. (2001). Variations in cone photoreceptor abundance and the visual ecology of birds. Journal of Comparative Physiology. A,
Sensory, Neural, and Behavioral Physiology, 1879), 685-691. https://doi.org/10.1007/s00359-001-0240-3

[3] Mitkus, M., Olsson, P., Toomey, M. B., Corbo, J. C., & Kelber, A. (2017). Specialized photoreceptor composition in the raptor fovea. 7he
Journal of Comparative Neurology, 525(9), 2152-2163. https://doi.org/10.1002/cne.24190

[4] Victory, N., Segovia, Y., & Garcia, M. (2022). Cone distribution and visual resolution of the yellow-legged gull, Larus michahellis (Nau-
mann, 1840). Anatomia, Histologia, Embryologia, 5K2), 197-214. https://doi.org/10.1111/ahe.12779

[5]Potier, S., Mitkus, M., & Kelber, A. (2018). High resolution of colour vision, but low contrast sensitivity in a diurnal raptor. Proceedings.
Biological Sciences, 285(1885), 20181036. https://doi.org/10.1098/rspb.2018.1036
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The effect of the alertness level or the condition of eyes closed versus eyes open during recording on
the LDAEP was evaluated. LDAEP is considered as non-invasive indicator of central serotonin function
(O'Neill et al., 2008). Disorders of serotonin metabolism are strongly associated with the onset of such dis-
orders as depression (Lee K.S. et al,, 2012). Usually LDAEP is recorded with eyes open. However there is
no data about the brain responses to auditory stimuli when subject's eyes are closed.

The aim of this work was to record LDAEP with eyes closed and eyes open and to compare corre-
sponding brain responses in order to evaluate optimal conditions for LDAEP recording.

Methods. 20 university students took part in this study. Prior to the LDAEP recording they performed
General Anxiety Disorder test (GAD-7) and Patient Health Questionnaire (PHQ-9). The recording was re-
peated 2 times - with eyes closed and eyes open. Auditory stimuli of 5 different intensities (60, 70, 80,
90,

100 dB) were used. Auditory evoked potentials were recorded with EEG electrodes at the Fz, Cz, Pz
positions. Comparisons of amplitude means between two different alert states with increasing sound inten-
sity were performed.

Results. The amplitudes of the brain auditory evoked potentials (AEPs) with eyes closed were higher
than with eyes open. However, there were no statistically significant differences (Fig. 1). LDAEP calculated
from AEPs also didn'’t differed significantly. Correlation analysis revealed a positive correlation between the
amplitude of AEP at Cz electrode and the anxiety scale (GAD-7) measures in EC condition.

Conclusion. There were no significant differences in LDAEP evaluation results in both condition of
level of arousal. However, in our opinion, the recording of AEPs when eyes are closed is preferable,
because lower state of arousal allows evaluate AEPs better and there are less problems with eyes move-

ment artifacts.
Mean of the N1/P2 amplitude.
Cz electrode

Amplitude (uV)
=

60 70 80 90 100

Sound intensity (dB)

Fig. 1. Amplitudes of auditory evoked potentials recorded in conditions of eyes closed (EC) and eyes open
(EO). Presented are mean values +/- SD.

[1] O'Neill, B., Croft, R., & Nathan, P. (2008). The loudness dependence of the auditory evoked potential (LDAEP) as an in vivo bi-
omarker

of central serotonergic function in humans: rationale, evaluation and review of findings. Human Psychopharmacology: Clinical And Experimental,

23(5), 355-370. https://doi.org/10.1002/hup.940.

[2] Lee, K. S., Park, Y. M., & Lee, S. H. (2012). Serotonergic dysfunction in patients with bipolar disorder assessed by the loudness

dependence of the auditory evoked potential. Psychiatry investigation, 9(3), 298-306. https://doi.org/10.4306/pi.2012.9.3.298.
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Ultrasmall photoluminescent gold nanoclusters (Au NCs), composed of several atoms with sizes up
to a few nanometers have recently stimulated extensive interest. Unique molecule-like behaviors, low tox-
icity, and facile synthesis, which can be performed under mild, economical and eco-friendly conditions,
make Au NCs very promising photoluminescent probes. Protein stabilized Au NCs are especially promising
due to their biocompatibility. Since Xie et al. demonstrated Au NCs stabilization with bovine serum albumin
(BSA) [1], various proteins were used for Au NCs synthesis, although BSA-Au NCs still remain one of the
most common choice. BSA-Au NCs are investigated as potential photoluminescent biosensors for cancer
cells labeling [2] and as photodrug for photosensitized cancer therapy [3].

However, due to limitation of excitation light penetration into deeper tissues and low PL quantum yield,
BSA-Au NCs are more suitable for superficial imaging as optical tracking of such NCs /n vivo is complex and
requires extra efforts. The combination of optical imaging with other methods could result in significant di-
agnostic advancements. Such a system's goal would be to integrate the unique benefits of each imaging
technique in order to offer accurate information at the illness site while getting beyond each technique's
limitations.

The present study's objective was to assess the biodistribution of biocompatible technetium-99m-
labeled bovine serum albumin-gold nanoclusters (*""Tc-BSA-Au NCs) used as a SPECT/CT biosensor in
experimental animals. The radiolabeling with “™Tc did not affect the optical characteristics of BSA-Au NCs
inside the produced "Tc-BSA-Au NCs bioconjugates, as was confirmed spectroscopically. A clinical
SPECT/CT system was used to image the biodistribution of the "Tc-BSA-Au NCs in Wistar rats. Wistar
rats' /n vivoimaging revealed intense cardiac blood pool activity as well as rapid blood clearance and accu-
mulation in the kidneys, liver, and urinary bladder. The absence of visible uptake in kidney, liver, and
spleen tissues was revealed by confocal images, indicating that the circulation lifetime of *"Tc-BSA-Au NCs
in the bloodstream may be too short for accumulation in these tissues. The cellular uptake of ¥™Tc-BSA-
Au NCs in kidney cells was also delayed, with significant accumulation only observed after a 24-hour incu-
bation period.

Based on our findings, ¥™Tc-BSA-Au NCs could be used as a contrast agent and show promise as
potential diagnostic agents for /n vivobloodstream imaging of excretory organs [4].

This research was funded by the European Regional Development Fund through the Research Council
of Lithuania according to the Programme Attracting Foreign Researchers for Research Implementation,
Grant No. 01.2.2-LMT-K-718-02-0022.

[1] Xie, J; Zheng, Y;; Ying, J.Y. (2009) Protein-Directed Synthesis of Highly Fluorescent Gold Nanoclusters. J Am Chem Soc, 131, 888-
889.

[2] Matulionyte M., Dapkute D., Budenaite L., Jarockyte G., Rotomskis R. (2017). Photoluminescent Gold Nanoclusters in Cancer Cells:

Cellular Uptake, Toxicity, and Generation of Reactive Oxygen Species. Int. J. Mol. Sci. 2017, 18(2), 378.

[3] Poderys, V.; Jarockyte, G.; Bagdonas, S.; Karabanovas, V.; Rotomskis, R. (2020). Protein-Stabilized Gold Nanoclusters for PDT: ROS

and Singlet Oxygen Generation. J. Photochem. Photobiol. B, Biol., 204, 111802.

[4] Jarockyte G., Stasys M., Poderys V., Buivydaite K., Pleckaitis M., Bulotiene D., Matulionyte M., Karabanovas V., Rotomskis R. (2022).

Biodistribution of Multimodal Gold Nanoclusters Designed for Photoluminescence-SPECT/CT Imaging and Diagnostic. Nanomaterials,

12(19), 259.

188


mailto:greta.jarockyte@nvi.lt

C.28. IMPACT OF MICROSECOND PULSED ELECTRIC FIELDS ON
ENDOPLASMIC RETICULUM MEMBRANE PERMEABILIZATION

Virginija Siauruseviciaité', Viktorija Juscenko', Gintaré Dalmantaité', Ausra Baradoke?,
Artinas Stirke'

! Laboratory of Bioelectrics, State Research Institute Center for Physical Sciences and Technology,
Lithuania ? State Research Institute Center for Physical Sciences and Technology, Lithuania
virginija.siauruseviciute@gmail.com

Nanosecond pulses have traditionally been employed for the permeabilization of intercellular organelle
membranes, however, the application of this technique can be challenging. An alternative approach is the use
of microsecond pulsed electric fields (usPEF) which provide the capability to regulate cytosolic signaling
molecules such as calcium (Ca%) concentrations. The increase in cytosolic Ca?* has been shown to alter gene
expression through the activation of Ca?*-responsive transcription factors [1]. For example, Ca?* influx into
cytosol activates the calmodulin/calcineurin pathway, which leads to dephosphorylation of the nuclear factor
of activated T-cells (NFAT). Dephosrylated NFAT can be translocated to the nucleus, where it activates the
NFAT-sensitive promoter and triggers transgene expression [2]. Thus, usPEF may serve as an external gene
expression inducer in gene therapy by inducing Ca? influx.

In this study, we aimed to achieve ion influx through electropermeabilization of the endoplasmic retic-
ulum (ER). Previous literature has indicated that the ER can be permeabilized by 100 us PEF without adverse
effectson cell viability [3]. To facilitate electropermeabilization, the extracellular conductivity was altered by
modifying the extracellular medium composition. 100 pus and 1 Hz electric pulses were generated to disrupt
intracellular organelle membranes. Cytosolic Ca* concentration changes were used as a marker for ER per-
meabilization. The increase in cytosolic Ca* concentration was observed in the HEK 293 cell line using flu-
orescence microscopy with the fluorescent calcium detection reagent Fluo-4. Furthermore, live cell imper-
meant SYTOX™ Green, a fluorescent nucleic acid stain, indicated that 0.6 kV/cm usPEF caused plasma
membrane damage.

Our results demonstrate that usPEF treatment leads to an increase in cytosolic Ca?* concentration,
however, further studies are required to confirm the source of this increase by blocking specific Ca?
transport system components. This study highlights the potential of easily applied microsecond pulses as a
modulator of signaling molecule concentrations in gene therapy.

[1] Thiel, G., Schmidt, T., Réssler, 0G. (2021). Ca? Microdomains, Calcineurin and the Regulation of Gene Transcription. Cells,
12,10(4):875.

[2] Krawczyk, K., Xue, S., Buchmann, P., Charpin-El-Hamri, G., Saxena, P., Hussherr, MD., Shao, J., Ye, H., Xie, M., Fussenegger, M.

(2020). Electrogenetic cellular insulin release for real-time glycemic control in type 1 diabetic mice. Science, 29;368(6494):993-1001.

[3] Hanna, H., Denzi, A, Liberti, M., Andre, FM., Mir, LM. (2017). Electropermeabilization of Inner and Outer Cell Membranes with Mi-

crosecond Pulsed Electric Fields: Quantitative Study with Calcium lons. Scientific Reports, 13079.
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Raphidiopsis raciborskii (Nostocales) is known as an alien species to Europe (Fig. 1). It is a harmful
species that is able to produce saxitoxin and cylindrospermopsin. Although it originated in tropical latitudes,
is currently reported to be spreading worldwide likely due to factors related to climate change. Lithuaniais
one of the northernmost distribution points. A. raciborskiiwas detected in Lake Jieznas thirty years ago
and it is the only lake in Lithuania where this species occurs [1]. Therefore, it was important to investigate
isolates from this lake.

The aim of this study was to determine seasonal dynamics of R. raciborskiiin Lake Jieznas and to
characterize the local isolates based on morphology and molecular analysis both of phylogenesis and toxi-
genicity.

In this study, we found that Lake Jieznas had the following characteristics: low transparency (0.5-
0.7 m Secchi depth), high temperature (<26.3 °C), alkaline pH (7.94-9.02) and conductivity (432-450 uS/cm),
which are favorable for the development of the species. However, R. raciborskii occurred in Lake Jieznas
only in the warmest months - July and August with a low biomass of 0,07 mg L. The morphological char-
asteristics of the isolates were similar: the shape of the trichomes was straight and the variation in length
and width was insignificant. Based on the morphology and phylogenetic analysis, the isolates were confirmed
as R. raciborskii even though this species is very closely related to A. mediteranea and R. curvata. Genes
responsible for the production of cyanotoxins, such as cyrA, cyr/and sxtA were not found, revealing that
they are not toxin producing isolates. Based on these data, R. raciborskiifound in Lake Jieznas corresponds
to the description of the European ecotype of the species.

Abinats Heterocyst

Vegetative cell \

Figure 1. Morphology of Raphidiopsis raciborskii found in Lake Jieznas

[1] Kavaliauskiené J. (1996). Algae of Lithuanian Lakes. Vilnius: Institute of Geography.
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Breast cancer is the most common neoplasm worldwide and is the leading cause of cancer deaths among
women. Triple-negative breast cancer (TNBC) is the most aggressive subtype with the lowest 5-year survival
rates accounting for 12-18% of all breast cancers. TNBCs have a much higher recurrence and metastasis as a
result of not being eligible for current treatment options due to the lack of estrogen, progesterone receptor, and
human epidermal growth factor receptor 2 [1]. This aggressive cancer contributes to the overall shortened
survival of patients diagnosed with TNBC [2].

Considering the absence of molecular targets, neoadjuvant chemotherapy (NAC) remains the standard of

care for patient treatment. However, the effectiveness of treatment is unpredictable, as patients frequently
develop resistance. For this reason, there is a growing need to develop novel non-invasive molecular predictive
approaches for this disease [3]. It has become evident that the development of TNBC chemoresistance is based
on the elaborate interplay of the tumor microenvironment, drug efflux, and cancer stem cells. Alterations of
multiple signaling pathways govern these interactions [2]. Recent evidence from clinical trials and preclinical
studies have demonstrated a pivotal role of the STAT3 (signal transducer and activator of transcription 3)
signaling pathway in the initiation, progression, and metastasis of TNBC [3].
The aim of this study was to evaluate the expression of STA73, ALDHIAI, NFIB, UPF3A, BCL-2, and R-RAS-2
genes in serial plasma samples before and after NAC. Gene expression changes were used to determine asso-
ciations with clinical features of TNBC patients and to analyze STA73, ALDHIAI, NFIB, UPF3A, BCL-2, and R-RAS-
2 expression as potential biomarkers for predictive purposes.

In this study, we used reverse transcription quantitative PCR to determine S7A73, ALDHIAI, NFIB, UPF3A, BCL -
2, and R-RAS-2 expression in paired 122 blood plasma samples of TNBC patients before and after NAC. We de-
termined that a combination of expression changes of S7A73, BCL-2, and R-RAS-2could be used as a predictive
biomarker panel to determine TNBC patients that show a more positive response to NAC (p=0.0012, p=0.0098 and
p<0.0001, respectively).

Overall, understanding how the expression changes of these genes influence the course response to NAC in
TNBC patient plasma potentially could be used as non-invasive molecular biomarkers for treatment effective-
ness.

M E. A. O'Reilly et al, “The fate of chemoresistance in triple negative breast cancer (TNBC),” BBA Clin., vol. 3, pp. 257-275, Jun. 2015,
doi: 10.1016/J.BBACLI.2015.03.003.

[2] M. Nedeljkovi¢ and A. Damjanovié, “Mechanisms of Chemotherapy Resistance in Triple-Negative Breast Cancer-How We Can Rise
to the Challenge,” Cells, vol. 8, no. 9, Aug. 2019, doi: 10.3390/CELLS8090957.

[3] J. J. Qin, L. Yan, J. Zhang, and W. D. Zhang, “STAT3 as a potential therapeutic target in triple negative breast cancer: a systematic

review,” J. Exp. Clin. Cancer Res. 2019 381, vol. 38, no. 1, pp. 1-16, May 2019, doi: 10.1186/513046-019-1206-Z.

191



C.31. DISCOVERY OF A NOVEL POLYOMAVIRUS IN EUROPEAN
HAMSTER

Monika Repsyté, Emilija Vasilitinaité, Alma Gedvilaité

Department of Eukaryote Gene Engineering, Institute of Biotechnology, Life Sciences Center, VilniusUniver-
sity, Vilnius, Lithuania
monika.repsyte@gmc.stud.vu.lt

Our research subjects are circular dsDNA viruses of the Polyomaviridae family. Most polyomaviruses
are host-species specific and display a distinct tissue tropism. Although these small non-enveloped viruses
can infect a vast range of mammalian, avian, and fish species, our work focuses on rodent infecting poly-
omaviruses. The Rodentiais the largest order of mammals, however, according to ICTV (International Com-
mittee on Taxonomy of Viruses) only 16 out of 117 confirmed polyomaviruses infect rodents and only one
of them infects hamsters (subfamily Cricetinae 19 species) - Syrian hamster infecting HaPyV [1]. Considering
that as many as 14 polyomaviruses are found in humans, it is reasonable to think that there are still a lot of
undetected polyomaviruses in different wild rodents. In the past, polyomaviruses were used as model or-
ganisms in tumorigenesis, eukaryotic gene regulation, and expression. Nowadays the major capsid protein
VP1 has been studied for its property to form virus-like particles (VLPs). VLPs can be carriers for other
peptides or DNA, therefore, VLPs have potential in vaccine, cancer, and molecular mechanism studies [2].
Further polyomavirus discovery can broaden the understanding of evolutionary and biological importance of
these viruses and offer new tools in biotechnology and medicine.

In this work we tested 21 kidney samples of wild European hamsters, caught in Germany, for polyoma-
viruses. DNA was extracted from kidney samples and amplified by EquiPhi29 DNA polymerase to increase
viral DNA concentration. Nested PCR with degenerate primers was performed to find polyomavirus- like
sequences in extracted DNA. Amplified DNA fragments were ligated into a cloning vector and sequenced.
Sequencing revealed polyomavirus-like DNA with 81 % similarity to the mouse infecting MPtV LTAg coding
sequence. A 4963 bp long genome was amplified using PCR with novel polyomavirus-specific primers and
later sequenced by primer walking method. The analysed genome has 72 % sequence identity to MPtV and
54 % to HaPyV. In addition, the novel polyomavirus genome structure matches all the characteristics of a
standard polyomavirus genome. Novel polyomavirus infection was detected in 33 % of kidney samples by
diagnostic PCR. Furthermore, we synthesized VLPs of a novel polyomavirus VP1 protein in Saccharomyces
cerevisiae. VP1 gene was amplified and ligated into a yeast expression vector. VP1 synthesis was induced by
galactose. Saccharose and CsCl gradients were used to purify VLPs. The formation of VLPs, ranging between
45-55 nm in diameter, was confirmed with electron microscopy.

Novel polyomavirus LTAg coding sequence differs by 24 % from the closest polyomavirus MPtV LTAg
gene, which is considerably more than minimal ICTV criteria of 15 % difference, thus, the discovered poly-
omavirus can be considered a new species [3]. Although HaPyV belongs to Alphapolyomavirus genus, the
novel polyomavirus should be considered as a Betapolyomavirus as its closest relative MPtV. This novel
polyomavirus is the first polyomavirus discovered in European hamster and the second polyomavirus which
infects hamsters. VLPs of this novel polyomavirus could be used for further investigation of polyomavirus
biology, as well as adapted as a molecular tool for foreign antigen exposition, as HaPyV.

[1] “Polyomaviridae.” Ictv.Global, https://ictv.global/report/chapter/polyomaviridae. Accessed 10 Feb. 2023.

[2] Tornesello, A. L., Tagliamonte, M., Buonaguro, F. M., Tornesello, M. L., & Buonaguro, L. (2022). Virus-like particles as preventive and
therapeutic cancer vaccines. Vaccines, 10(2), 227.

[3] Polyomaviridae Study Group of the International Committee on Taxonomy of Viruses, Calvignac-Spencer, S., Feltkamp, M. C. W,
Daugherty, M. D., Moens, U., Ramqvist, T., Johne, R., & Ehlers, B. (2016). A taxonomy update for the family Polyomaviridae. Archives of
Virology, 161(6), 1739-1750.
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Comprehension about the ways in which bacteria and bacteriophages interact can be useful in areas such as
biotechnology, molecular biology, genetics, medicine, or food industry. To be able to apply suchknowledge, it is
requisite to understand the course of action by which bacteria are capable to protect themselves from bacterio-
phages that infect them. Bacteriophages are the most abundant biological entity in the biosphere, and they are responsible
for the destruction of 20-40 % of bacterial cells each day [1]. Constant coevolution and coadaptation of these organisms
has resulted in the evolution of bacterial immune systems and myriad of improving ways for bacteriophages to over-
come them. One of bacterial immune systems isBREX (Bacteriophage Exclusion). This system is spread in about 10 %
of prokaryotic genomes, yet its detailed defence mechanism remains to be elucidated [2].

Our research object is the type | BREX (BREX1) system, which is encoded in the six gene cluster: brxA4- brxB-
brxC-pglZ-brxL-pglX. System protects bacteria from diverse lytic and lysogenic bacteriophages. BREXImethylates
specific sites which allows to overcome its protection. Infection of bacteriophages which do not carry this epigenetic
modification is restricted but their genome is not degraded. It is surmised that afterBREX1 system recognizes its
target one of the vital cell processes is suppressed and phage can no longerproliferate. This work studied whether
cells of Escherichia coli are affected by disruption of the natural system or expression of individual proteins (Fig. 1).
We have previously showed that deletion of certain BREXlgenes resulted in cytotoxicity [3]. This suggests that some
BREX1 proteins participate in autoregulation of theimmune response, while other might act as effectors interfering with
the vital process of the cell. Here, weassess cell viability by expressing various combinations of BREXI genes thus
seeking to identify the effector and regulator proteins of the BREX1 immunity.
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Figure 1. Graphical representation of BREXT mechanism of action. Adapted from [3].

[ L.-C. Fortier and 0. Sekulovic, ‘Importance of prophages to evolution and virulence of bacterial pathogens’, Virulence, vol. 4, no. 5, pp.

354-365, Jul. 2013, doi: 10.4161/viru.24498.

[2 T Goldfarb et al, ‘BREX is a novel phage resistance system widespread in microbial genomes', EMBO J., vol. 34, no. 2, pp. 169-183, Jan. 2015, doi:
10.15252/embj.201489455.

3] J.Gordeeva et al.,, ‘BREX system of Escherichia coli distinguishes self from non-self by methylation of a specific DNA site’, Nucleic

Acids Res., vol. 47, no. 1, pp. 253-265, Jan. 2019, doi: 10.1093/nar/gky1125.
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Type 2 diabetes mellitus (T2DM) is a chronic metabolic disease due to tissue insulin resistance (IR) and
insufficient compensatory insulin secretion from pancreatic -cells. Previous studies have revealed that re-
active oxygen species (ROS) play a critical role in the development of IR and T2DM. Negative effects of ROS
oninsulin secretion are mediated by a decrease in pancreatic blood flow as well as the induction of islet
fibrosis, oxidative stress, and inflammation [1]. However, the precise cellular and molecular changes caused
by ROS in T2DM pathogenesis are not entirely clear. MicroRNAs (miRNAs) are involved in many physiological
processes and have been linked to metabolic disorders such as T2DM and obesity [2]. The role of miRNAs as
potential biomarkers for the assessment of T2DM complications is well recognized, but the currently availa-
ble data are contradictory.

The present study aimed to evaluate the expression of four selected miRNAs (miR-16-5p, miR-17-5p,
miR-106a-5p, and miR-223-3p) in leukocyte samples treated with 4-nitroquinoline 1-oxide (4NQO), imitating
ROS effects on cells. The samples were collected from 38 patients diagnosed with advanced T2DM and 21
non- diabetic patients (NDP). The expression levels of the selected miRNAs were quantified using real-time
PCR with TagMan-based assays.

MiR-106a-5p in T2DM leukocytes was expressed at lower levels than in NDP (p = 0.0476), but no dif-
ferences in expression was observed for the other miRNAs (all p > 0.05). Nevertheless, further analysis
revealed various associations between miRNA expression and T2DM-associated complications and clinico-
pathological patient parameters. MiR-17-5p expression was higher in cases with primary arterial hyperten-
sion (PAH+) that in those without the complication (PAH-) both before and after 4ANQO treatment (p = 0.0213
and p = 0.0291), however, 4NQO did not affect the miRNA levels directly (p > 0.05; Fig. 1). Baseline expression
levels of miR-106a-5p also differed between the PAH+ and PAH- cases (p = 0.0183), but the difference was not
retained after 4ANQO treatment (p > 0.05), whereas miR-16-5p analysis revealed the opposite tendency. Be-
sides, after 4NQO treatment, miR-16-5p expression correlated negatively with glycated hemoglobin levels (p
=0.0425, r = -0.36).

In conclusion, the preliminary results of our study indicate a potential role of the analysed miRNAs in
the ROS-dependent development of cardiovascular T2DM complications. Nonetheless, functional (gain / loss)
analysis is required to confirm the results.
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Figure 1. MiRNA expression in leukocytes of T2DM patients according to the manifestation of primary arterial
hypertension (+/-) and 4-nitroquinoline 1-oxide (4NQO) treatment. A-D - miR-16-5p, miR-17-5p, miR-106a-
5p, and miR-223-3p, respectively. Circles and connecting lines indicate sample pairs.

[1 Kesavadev, J., Jawad, F., Deeb, A., Coetzee, A., Jalil Ansari, M. A,, Shrestha, D., Somasundaram, N., & Kalra, S. (2019). Pathophysiol-
ogy of Type 2 Diabetes. In The Diabetes Textbook (pp. 101-116). Springer International Publishing.

[2] Yan, L. N., Zhang, X., Xu, F., Fan, Y. Y., Ge, B., Guo, H., & Li, Z. L. (2020). Four-microRNA signature for detection of type 2 diabetes.
World Journal of Clinical Cases, 8(10).
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Background: Lung cancer is the second most common malignancy and is the leading cause of cancer-
related deaths in the world [1]. Improving cancer diagnostic and treatment methods would help to improve sur-
vivability. Currently, both non-small cell and small-cell lung cancer have various types of treatment, including
radiotherapy as one of the main therapy options. Despite of that, thoracic radiotherapy for lung cancer has been
linked to an increased risk of cardiac-related morbidity and mortality [2][3]. Currently available methods that
predict radiation-induced heart disease (RIHD) are suboptimal. Identifying and developing biomarkers such as
circulating plasma microRNAs (miRNAs) could improve the prediction of RIHD. Changes in miRNA expression
levels could be a useful, non-invasive liquid biopsy tool for improved risk stratification and precise treatment
planning to reduce the cardiac toxicity in lung cancer radiotherapy.

The aim of this study was to identify miRNAs expression changes and their association with clinical fea-
tures in the plasma, taken from Lithuanian lung cancer patients, pre-and post-ionizing radiation treatment, in
order to evaluate the effects of treatment on the heart and identify miRNAs, which might be used to predict
response to treatment.

Methods: 12 pairs of lung cancer patients’ plasma samples before and after radiotherapy were included in
this study. MiR-1-3p, miR-21-5p, miR-24-3p, miR-2%9a-3p, miR-34a-5p and miR-222-3p were analyzed. MiRNA
expression was examined by reverse transcription quantitative PCR. Results were normalized with exogenous
cel-miR-39-3p control and relative expression was acquired by calculating comparative Cr(224T).

Results: The fold change analysis showed that miR-1-3p, miR-24-3p, miR-29a-3p and miR-222-3p were
downregulated, while miR-21-5p and miR-34a-5p were upregulated in lung cancer patients’ plasma after radi-
otherapy. Moreover, after treatment, patients with higher natriuretic peptide serum concentration and troponin
values showed significant differences in miRNA relative abundance compared to the norm of these indicators.
Furthermore, miR-1-3p indicated possible tendencies of cardiac comorbidities.

In conclusion, our study suggests that the identification of microRNA expression level changes in lung
cancer patients’ plasma before and after radiation therapy could be used for the early diagnosis of RIHD. How-
ever, further analysis is needed to validate these miRNAs as potential biomarkers for radiation-induced cardiac
toxicity.

Acknowledgements: This study was supported by the National Cancer Institute research fund.

[1] Siegel, R., Miller, K., Fuchs, H. and Jemal, A., 2022. Cancer statistics, 2022. CA: A Cancer Journal for Clinicians, 72(1), pp.7-33.

[2] Hawkins, P., Sun, Y., Dess, R., Jackson, W., Sun, G., Bi, N., Tewari, M., Hayman, J., Kalemkerian, G., Gadgeel, S., Lawrence, T., Haken, R.,
Matuszak, M., Kong, F., Schipper, M. and Jolly, S, 2019. Circulating microRNAs as biomarkers of radiation-induced cardiac toxicity in non-
small-cell lung cancer. Journal of Cancer Research and Clinical Oncology, 145(6), pp.1635-1643.

[3] Christina K. Speirs, Todd A. DeWees, Sana Rehman, Alerson Molotievschi, Maria A. Velez, Daniel Mullen, Sandra Fergus, Marco Trovo,
Jeffrey D. Bradley, Cliff G. Robinson, 2017. Heart Dose Is an Independent Dosimetric Predictor of Overall Survival in Locally Advanced Non-
Small Cell Lung Cancer, Journal of Thoracic Oncology, 12(2), pp. 293-301.
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Over the past few decades, noble metal nanoparticles (NPs), in particular, gold nanoparticles
(AuNPs) and silver nanoparticles (AgNPs) received great interest in the field of biomedicine. Due to their
unique characteristics such as electrical, mechanical, thermal, and antibacterial properties, which can be
easily altered by changing particle size, shape, or surface coating, noble metal nanoparticles have been
of great importance in personalized healthcare and diagnostics [1,2]. However, one of the main concerns of
AuNPs and AgNPs exposure is their genotoxic potential.

In this study, lymphocytes of 5 healthy donors were treated with differently sized gold (40 nm and
5 nm) and silver (35 nm and 13 nm) nanoparticles for 1-3 and 24 hours, and cytotoxicity, as well as
genotoxicity, was assessed. Cytotoxicity was evaluated using an acridine orange/ethidium bromide stain
test. Results revealed that none of the tested AuNP concentrations reduced cell viability by more than 20
%, regardless of the size of the NPs. However, the AgNPs were shown to have cytotoxic potential. All
tested 13 nm NPs concentrations and concentrations higher than 40 pug/ml (35 nm) significantly reduced
cell viability after 24-hour treatment, which led to excluding these doses from further studies. Genotoxicity
was assessed using the alkaline comet assay, which allows evaluation of the induction of primary DNA
damage, such as DNA strand breaks and alkali-labile sites. As expected, long-term incubation with NPs
induced more DNA damage compared to short-term incubation. Besides, after 24-hour treatment with
AgNPs, the amount of induced DNA damage was concentration dependant. Also, it was shown, that 5 nm
size AuNPs were significantly more genotoxic than larger, 40 nm AuNPs.

Overall, it was shown, that AgNPs are more cytotoxic, compared to AuNPs. Besides, it was revealed
that the size of nanoparticles might affect their reactivity, with smaller particles being more cytotoxic and
genotoxic than larger ones.

[1] Khursheed, R. et al. (2022) Biomedical Applications of Metallic Nanoparticles in Cancer: Current Status and Future Perspectives. Biomedicine and
Pharmacotherapy 150, 112951
[2] Habibullah, G., Viktorova, J., Rumi, T. (2021) Current Strategies for Noble Metal Nanoparticle Synthesis. Nanoscale Res Lett 16, 47
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Prostate adenocarcinoma (PCa) is one of the leading causes of cancer-associated death in men and
the most dominant male malignancy worldwide. Despite the innovative molecular tests already available on
the market, the critical need for more accurate prognostic tools is not met, yet. In the last decade, epigenetic
alterations (e.g., histone methylation, HM) have been shown to be of great importance during prostate
carcinogenesis, making them a potential source of new diagnostic and prognostic biomarkers for PCa.

In this study, expression of HM-associated genes was analysed in two cohorts aiming to evaluate their
potential clinical applications. Next-generation sequencing data was obtained for the analysis from the
Cancer Genome Atlas dataset (TCGA, PRAD cohort N = 333) while quantitative PCR-based methods were used for
quantification of the selected genes in the Lithuanian cohort (N = 121). Of the 58 currently known HM genesin
the human genome, i.e. lysine demethylase (KDM) and lysine methyltransferase (KMT) genes, expressiondata
of 55 genes were extracted from the TCGA PRAD dataset. In this cohort, 61 % of KDM and 81 % of KMTgenes
showed differential expression in PCa compared to noncancerous prostate tissues. In the Lithuanian cohort,
several screening steps including RT? Profiler PCR Arrays (Qiagen) and Custom TagMan Array plates(Thermo
Fisher Scientific) led to selection of seven HM genes for more thorough analysis by single-gene assay exper-
iments. Expression of AMTIE, KDM5A and AKMT5A differed among PCa and non-tumor tissues (all P < 0.0500),
with diagnostic specificity for PCa reaching up to 87.2% (P < 0.0001) in the Lithuanian cohort. Inaddition, ADM5A4
and AMTTE emerged as predictors of disease progression-free survival, adding to the prognostic potential of
clinicopathological parameters. The observed associations were supported by the analysis of the TCGA co-
hort.

In conclusion, the present study showed common deregulation of HM-associated genes AOM54 and
KMTIE, revealing their potential clinical application as prognostic PCa biomarkers. However, further
validation is required in independent cohorts with extended patients’ follow-up data.
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Noncoding circular RNAs (circRNAs), initially thought to be splicing errors, now are recognized as
important gene expression regulators. Currently studied circRNAs are involved in various pathologies,
including carcinogenesis [1]. This makes circRNAs attractive research targets. However, methodologies
for circRNA detection and functional analyses are only developing, without any standardized workflows,
yet [2]. The aim of this study was to evaluate several steps of RNA sample preparation for targeted circRNA
analysis. Firstly, the yield and quality of the purified RNA were compared among three different RNA
extraction kits (coded M, P, and Z2). The selected circular and linear transcripts of the same genes (13
transcripts in total) were quantified in both nuclear and cytoplasmic cellular fractions. Quantities of
linear transcripts were also compared with and without RNase R treatment. The selected circRNA and linear
targets were analyzed by means of real-time PCR using the QuantStudio™ 7 Pro Real-Time PCR System
(Applied
Biosystems™, Thermo Fisher Scientific). All analyses were performed using cancer cell lines.

Our preliminary results showed that even though the yield and quality of purified RNA were compa-
rable among the kits, relatively higher quantities of the same circRNA targets were obtained with the PKkit.
The comparison of the cytoplasmic and nuclear RNA fractions revealed generally higher relative circRNA
amounts in the former. However, some circRNAs were found in similar quantities in both cellular fractions
(e.g. circNRIP]). After RNase R treatment the majority of the circRNA targets were detected in higher
relative amounts (e.g. circUBAPZ and circCSNKIG3), while the linear transcripts were detected at
reduced levels. However, quantities of several other circRNAs showed the opposite tendency (e.g. circFAT]
and circNRIP)).

In conclusion, our preliminary data indicate similar performance of the tested RNA extraction kits from
different suppliers, with slightly higher circRNA expression levels obtained when using the Pkit. The
RNase R treatment revealed that the analyzed circRNAs were not enriched uniformly, raising concern for
biased data. Therefore, further optimization steps are needed for the development of circRNA analysis
methodology.

[1] Zhang, Hd., Jiang, Lh., Sun, Dw., How, Jc. & Ji, ZL. (2018). CircRNA: a novel type of biomarker for cancer. Breast Cancer 25, 1-7.

[2] Kristensen, L. S., Andersen, M. S, Stagsted, L. V. W., Ebbesen, K. K,, Hansen, T. B. & Kjems, J. (2019). The biogenesis, biology and
characterization of circular RNAs. Nat. Rev. Genet. 20(11), 675-691.
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Type 2 diabetes mellitus (T2DM) is a chronic metabolic disorder associated with hyperglycemia caused
by impaired insulin resistance and pancreatic B-cell dysfunction [1]. Diabetic hyperglycemia results in long-
term damage, dysfunction, and failure of many organs, including the eyes, kidneys, nerves, heart, and blood
vessels [2]. In order to assess the risk of complications related to T2DM, molecular biomarkers should be
investigated for their possible diagnostic or prognostic value. Small regulatory RNAs (miRNAs) are among
the most promising liquid biopsy biomarkers related to diabetes.

The aim of this study was to evaluate eight selected miRNAs - miR-16-5p, miR-27a-3p, miR-144-3p,
miR-146a-5p, miR-152-3p, miR-155-5p, miR-222-3p, and miR-223-3p - in blood plasma samples of patients
with T2DM and to assess their association with the risk of DM complications. Plasma samples from 70 T2DM
patients and 26 non-diabetic patients (NDP) were analyzed. The miRNAs were quantified by means of real-
time PCR, using TagMan-based assays, after nonspecific reverse transcription of all miRNAs.

Expression levels of miR-16-5p, miR-144-3p, miR-146a-5p, miR-152-3p, and miR-222-3p in T2DM were
lower than in NDP (all p < 0.050). The levels of miR-16-5p, miR-27a-3p, miR-144-3p, miR-146a-5p, miR-152-
3p, and miR-223-3p were higher in T2DM cases without a history of acute myocardial infarction (MI) com-
pared to T2DM individuals with previous MI (all p < 0.050). Moreover, miR-27a-3p, miR-144-3p, and miR- 222-
3p levels were lower in the T2DM group with diagnosed primary arterial hypertension (PAH) in comparison
to T2DM patients without PAH (all p < 0.050). In addition, lower plasma miR-222-3p levels were detected in
patients that have been hospitalized for heart failure (HF) compared to those without this condition (p =
0.010). No significant associations were found between plasma miRNA levels and other diabetic complications
(retinopathy, nephropathy, chronic kidney disease, gout; all p > 0.050).

In conclusion, our preliminary data indicated differences of particular miRNA levels in plasma of T2DM
patients, which were associated with specific cardiovascular complications. Further large-scale studies are
needed for the more detailed assessment of their clinical potential as prognostic T2DM biomarkers.

[1] Ashcroft, F. M., & Rorsman, P. (2012). Diabetes mellitus and the B cell: The last ten years. Cell, 148(6), 1160-1171.

[2] Hameed, I, Masoodi, S. R, Mir, S. A, Nabi, M., Ghazanfar, K., & Ganai, B. A. (2015). Type 2 diabetes mellitus: From a metabolic disorder to
an inflammatory condition. World Journal of Diabetes, 6(4), 598.
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Periodontal diseases comprise a wide range of inflammatory conditions that affect the surrounding
and supporting structures of the teeth. Up to 50 % of the global population is affected by the periodontal
disease of which periodontitis (PD) is the most severe form and often leads to tooth loss. Dental implants
are the primary choice to replace missing teeth. Despite technological advances in implantology, the failure
rate of implants can reach up to 23 %, with peri-implantitis (Pl) being the most common cause [l]. Studies
have shown that active PD of adjacent teeth is considered one of the risk factors for Pl [2]. Moreover, people
with systemic progressive PD have a 5-fold higher risk of implant failure and a 14-fold higher risk of Pl
[3]. This suggests that these diseases are linked by similar mechanisms of pathogenesis that may be epige-
netically regulated. MicroRNAs (miRNAs) are considered one of the critical modulators that influence perio-
dontal homeostasis [4]. MiRNAs are extensively studied in a wide range of diseases, but research is still
significantly lacking in the case of PD and PI. This study aimed to reveal PD-associated miRNAs in the gingival
tissue and evaluate the therapeutic potential of miRNA inhibition technology in PD and PI.

Microarray analysis of 16 gingival tissue samples revealed 140 upregulated miRNAs in inflamed gin-
gival tissues as compared to healthy controls. Fifteen selected miRNAs were further analyzed by performing
RT-gPCR in an extended cohort of gingival tissue samples (N=80). Analysis revealed that the levels of miR-
146a-5p were significantly lower in PD-affected individuals as compared to periodontally healthy partici-
pants. Severe forms of PD were associated with increased levels of miR-140-3p and -145-5p and decreased
levels of miR-125a-3p. Moreover, the correlation between periodontal outcome parameters indicating the
worse clinical status of PD and increased levels of miR-140-3p, -145-5p, and decreased levels of miR-125a-
3p, was observed. MiRNAs abundantly expressed in gingival tissues, namely, miR-140-3p, -145- 5p, -146a-
5p, and -195-5p, were selected for further functional analysis.

Functional analysis of PD-specific miRNAs was performed in human bone marrow mesenchymal stem
cells cultivated on surfaces of cell culture plastic and medical titanium by transfection with inhibitors of
selected miRNAs (antagomiRs). The efficacy of antagomiR treatment was evaluated under various transfec-
tion conditions by analyzing the expression levels of the selected miRNAs. Analysis revealed that inhibitors
of miR-140-3p significantly decrease the expression levels of miR-140-3p by 1.7-fold in cells cultured on
plastic 2 days after transfection. While in cells cultured on medical titanium expression of miR- 140-3p and -
145-5p was most decreased 3 and 2 days after antagomiR transfection, respectively, although the expres-
sion differences were statistically non-significant (P > 0.050).

This study revealed that miRNAs play an important role in the pathogenesis of periodontal diseases.
However, further studies are essential to evaluate the potential of miRNA inhibition technology in treating
periodontal diseases.

ll Sun,Z, Ma, L, Sun, X, Sloan, A. J., 0'Brien-Simpson, N. M,, & Li, W. (2023). The overview of antimicrobial peptide-coated implants
against oral bacterial infections. Aggregate.

[2] Kumar, P. S, Dabdoub, S. M, Hegde, R, Ranganathan, N., &amp; Mariotti, A. (2018). Site-Llevel risk predictors of peri-implantitis: A
retrospective analysis. Journal of Clinical Periodontology, 45(5), 597-604.

3] Swierkot, K., Lottholz, P., Flores-de-Jacoby, L., &amp; Mengel, R. (2012). Mucositis, peri-implantitis, implant success, and survival of
implants in patients with treated generalized aggressive periodontitis: 3- to 16-year results of a prospective long-term cohort study.
Journal of Periodontology, 83(10), 1213-1225.

[4 Luan X., Zhou X., Trombetta-eSilva J., Francis M., Gaharwar A. K., Atsawasuwan P., Diekwisch T. G. H. MicroRNAs and Periodontal
Homeostasis. Journal of Dental Research. 2017,96(5):491-500. doi: 10.177/002203 451668571,
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Gestational diabetes mellitus (GDM) is a serious complication of pregnancy that develops due to
chronic hyperglycemia during pregnancy [1]. Although GDM usually resolves after giving birth, it significantly
increases the risk of type 2 diabetes mellitus (T2DM) for both the mother and her offspring. Therefore,
investigation of potential molecular biomarkers for the early risk assessment of both GDM and T2DM
development is important [2]. Epigenetic alterations, like expression differences of small regulatory
RNAs(miRNAs), have received lots of attention during the last decade due to their potential applicability
as promising liquid-biopsy biomarkers.

In the present study, several miRNAs, namely miR-16-5p, miR-27a-3p, miR-152-3p, miR-155-5p, miR-
222-3p, miR-17-5p, miR-2%9a-3p, miR-195-5p and miR-499a-5p, were selected for the quantitative analysis.
Whole blood samples (N = 256 in total) were obtained from 90 women diagnosed with GDM (GMD+), whereas?
non-GDM pregnant women (GDM-) and 5 healthy non-pregnant women (NP) were included as control groups.
For GDM+ group, samples were collected at 24-28 weeks of gestation (N = 90), at 6-12 weeks postpartum (N
= 53), at 1 yr postpartum (N = 9) and at 2 yrs postpartum (N = 6). The selected miRNAs were quantified as
single assays by means of real-time PCR, after non-specific reverse transcription of allmiRNAs.

In the GMD+ group, higher levels of miR-16-5p, miR-152-3p, miR-155-5p, miR-222-3p, miR-17-5p and
miR-195-5p were detected in blood collected after delivery compared to pregnancy. Also, miR-29a-3p Levels
was higher in GDM+ during pregnancy than in GDM- or NP, whereas miR-195-5p showed the opposite
tendency.

In conclusion, the present study revealed various associations of the analyzed miRNAs and GDM. This
indicates that selected miRNAs might become potential biomarkers for GDM diagnosis and prognosis.
However, further studies in larger independent cohorts are needed.

[1] Plows, J. F., Stanley, J. L., Baker, P. N., Reynolds, C. M., & Vickers, M. H. (2018). The Pathophysiology of Gestational Diabetes
Mellitus. International Journal of Molecular Sciences, 19 (11), 3342.

[2] Gillet, V., Ouellet, A., Stepanov, Y., Rodosthenous, R. S., Croft, E. K., Brennan, K. J., Abdelouahab, N., Baccarelli, A. A., & Takser, L.
(2019b). miRNA Profiles in Extracellular Vesicles From Serum Early in Pregnancies Complicated by Gestational Diabetes Mellitus. The
Journal of Clinical Endocrinology and Metabolism, 104(11), 5157-5169.
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In 2020, Lithuania was number one in kidney cancer incidence, as well as in the top ten for kidney
cancer mortality, ranked globally for both sexes and all ages [1]. These statistics demonstrate the need for
more resources to be invested in developing new methods of treatment and novel ways of diagnosis.
Kidney cancer when diagnosed early, has a significantly higher chance of being treated successfully [2]. The
methods currently used for diagnosis range from medical imaging to biopsies. The goal of this research
is to investigate potential molecular biomarkers that could be used as a non-invasive form of diagnosis.
These biomarkers are the epigenetic modifications of genes in, DNA extracted from the cancerous renal
tissues.

Out of the currently known epigenetic phenomena of human DNA, gene methylation as a biomarker
has been explored by our group before by using Agilent Human DNA Methylation 1x 244K Microarrays [3].
Our current research looks at the methylation of a few specific genes using quantitative methylation-
specific PCR. To assess how reliable selected genes are, methylation status is examined in DNA samples,
obtained from cancerous and paired non-cancerous renal tissue samples from patients diagnosed with
renal clear cell carcinoma included patients who underwent partial or radical nephrectomy without any ne-
oadjuvant therapy at the Urology Centre of Vilnius University Hospital “Santaros Klinikos” (Lithuania) between
2013 and 2016.

Genes with the potential for being used as biomarkers have been selected based on a combination of
factors, including the number of gene-associated probes showing significant methylation differences, the
localization of the particular probes, where preference is given to those whoare located in the annotated
CpG islands and regulatory regions (especially promoters) of the gene. Simultaneously, previous research
and current knowledge of the function of the particular gene were considered.

All in all, the effectiveness of treatments for renal clear cell carcinoma can be improved by early
diagnosis. By investigating our selected genes, we seek to expand the list of biomarkers that could be
used as a non-invasive way of diagnosis.

[1 Ferlay J, Ervik M, Lam F, Colombet M, Mery L, Pifieros M, Znaor A, Soerjomataram |, Bray F (2020). Global Cancer Observatory:
Cancer Today. Lyon, France: International Agency for Research on Cancer. Available from: https://gco.iarc.fr/today

[2] Schwartzberg L, Broder MS, Ailawadhi S, Beltran H, Blakely LJ, Budd GT, Carr L, Cecchini M, Cobb P, Kansal A, Kim A, Monk BJ,
Wong DJ, Campos C, Yermilov |. Impact of early detection on cancer curability: A modified Delphi panel study. PLoS One. 2022 Dec
21;17(12):e0279227. doi: 10.1371/journal.pone.0279227. PMID: 36542647; PMCID: PMC9770338.

[3] KubiliGté R, Zukauskaité K, Zalimas A, Ulys A, Sabaliauskaité R, Bakavicius A, Zelvys A, Jankevi¢ius F, Jarmalaité S. Clinical signif-
icance of novel DNA methylation biomarkers for renal clear cell carcinoma. J Cancer Res Clin Oncol. 2022 Feb;148(2):361-375. doi:
10.1007/s00432-021-03837-7. Epub 2021 Oct 23. PMID: 34689221.

202


mailto:karolina.matekonyte@gmc.stud.vu.lt

C.42. STUDY OF POTENTIAL NEW BACTERIAL DEFENSE SYSTEMS

TARGETING NUCLEIC ACIDS
Lieguté T, Songailiené I' Juozapaitis J', Sasnauskas G' Truncaité L2 Siksnys V'

! Vilnius University, Life Sciences Center, Department of Protein-DNA Interactions
2 Vilnius University, Life Sciences Center, Department of Molecular Microbiology and Biotechnology
toma.liegute@gmc.stud.vu.lt

Bacteria, the most abundant form of life on Earth, face many opponents. The main opponents of bacteria
include bacteriophages and foreign plasmids. Bacteria have numerous different molecular mechanisms of
defense against these invaders: the immunity can be adaptive like CRISPR-Cas systems, orDNA modification
based, like Pgl systems, defense system may also work by inducing programmed cell death.

A variety of defense systems in the bacterial genome are found together in clusters called defense
islands. Bioinformatic analysis of one of these prokaryotic genome regions lead to a discovery of a new
potential defense system. We are currently working with three types of this new potential bacterial defense
system. This system which potentially has significant activity during the invasion of a bacterial cell includes
domains having translocase activity and nuclease activity. Two types of this newly found potential system

also have a phosphatase domain which occurs in other known defense systemsm.

The main goal of this study is to determine the effectiveness, or lack thereof, of this potential defense
system against bacteriophages and plasmids. To test our hypothesis, we performed experiments on
transformed E. colicells with three types of native potential defense system. Small drop plaque assays on
double-layer plates have been evaluated to examine anti-viral activity, although no significant activity has
been shown with various phages. However, experiments that included measuring the effectiveness of the
growth of bacteria under viral attack in liquid media exhibit promising results.

Previous studies show that some defense systems target invading plasmids, such as the pAgo system

against multi-copy plasmids [2] or DdmABC and DdmDE systems [3]. Initial data show that there is a possible
effect against some of the invading plasmids. This has been shown by performing plasmid interference
assays. Bacteria were challenged with different plasmids to determine if the potential defense system blocks
foreign plasmid transformation into the cell. Potential activity against invading DNA was shown in one of the
types of the system. Subsequently, experiments with mutant constructs of this system will be performed.
Our results are promising but unclear - further experiments will be performed to assess our hypothesis.

[ Gao L, Altae-Tran H, Béhning F, et al. Diverse enzymatic activities mediate antiviral immunity in prokaryotes. Science.
2020;369(6507)1077-1084. doi10.126 /science.aba0372

[] Zaremba, M., Dakineviciene, D., Golovinas, E., Zagorskaité, E., Stankunas, E., Lopatina, A., Sorek, R., Manakova, E., Ruk$énaité, A,
Silanskas, A, ASmontas, S, Grybauskas, A, Tylenyte, U, Jurgelaitis, E.,, Grigaitis, R, Timinskas, K., Venclovas, T, & éikénys, V. (2021).
Short prokaryotic Argonautes provide defence against incoming mobile genetic elements through NAD+ depletion. bioRxiv.

[B] Jaskdlska, M., Adams, D.W. & Blokesch, M. Two defence systems eliminate plasmids from seventh pandemic Vibrio cholerae.
Nature 604, 323-329 (2022).
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Genetic endowment or complex gene-gene and gene-environment interactions and other contributors
influence the “complex trait” of being an athletic champion [1]. Total genotype score (TGS) reflects additive
effect of genotypes on predicting a complex trait such as endurance, sprint or power performance [2]. The
Williams & Folland [3] statistical model of TGS provides a quantitative way of combining existing genotype
data to predict a complex phenotype of athletic performance. In the present study, we used the six single
nucleotide polymorphisms (SNPs: ACE [rs43411/D], MB [rs7293, G/A], BONF [rs6265, G/A], VEGF [rs2010963, C/G],
/L6[rs1800795, G/C], HIFIA[rsl549465, C/T]) that we believed to be more important at present (at least in Lith-
uanians) for explaining individual variations in elite sports performance (applying TGS analysis, with a max-
imum value of "100" for the theoretically optimal polygenic score). The aim of the study was to investigate a
polygenic profile that combined 6 sports-related SNPs among elite athletes and nonathletic healthy control
from Lithuanian population.

A total of 59 elite athletes (from different sports: endurance, mixed, sprint/power) and 67 nonathlete
controls (healthy unrelated Lithuanian citizens) were genotyped for six SNPs by polymerase chain reaction
(PCR) and restriction fragment length polymorphism method (for ACE /D, MBG/A and HIFIAC/T) and Real-
Time PCR (for BONFG/A, VEGFC/G and /L6 G/C). Using the model originally developed by Williams & Folland
[3] we determined TGS (from the accumulated combination of the six SNPs) in a group of Lithuanian elite
athletes and nonathletic controls. Statistical analysis was performed using Rv3.2.

It was found that the determined TGS of six SNPs differed significantly between the groups. The mean
TGS was significantly higher in sprint/power athletes (60.2 = 11.5) compared to endurance athletes (54.2 + 9.2;
P =0.04) and controls (53.4 £12.7; P = 0.02), whereas it did not differ between the latter two groups (P = 0.73). A
total of 7 athletes had a theoretically "optimal" TGS of 66.7 and one athlete - highest TGS of 75 in sprint/power
group, whereas 6 athletes with highest TGS value 58.3 in endurance group. Genotypes of the ACE (DD), BONF
(CT) and H/F (CT) genes were noted as promising genetic markers for sprint/power, MB (GG), ACE (DD), /L6 (CC)
- for mixed athletes, and MB(AA) - for endurance.

In conclusion, we have characterized polygenic profile (of six SNPs) for athletic performance in
Lithuanian elite athletes. The TGS was higher in elite sprint/power athletes than in the endurance group
orcontrols. Only one of the best Lithuanian sprint/power athletes (who are also amongst the best in the
world) had the best polygenic profile (TGS 75) for up to six SNPs and none of all athletes or controls had the
optimalprofile (TGS 100). We have identified a polygenic profile that allows us, at least partly, to distin-
guish elitesprint/power athletes from both endurance athletes and nonathletic population.

[ Varillas-Delgado, D., Del Coso, J., Gutiérrez-Hellin, J., Aguilar-Navarro, M., Mufioz, A., Maestro, A., Morencos, E. (2022). Genetics
and sports performance: the present and future in the identifcation of talent for sports based on DNA testing. European Journal of
Applied Physiology, 122, 1811—1830.

[2] Pranckeviciene, E., Gineviciene, V., Jakaitiene, A., Januska, L., Utkus, A. 2021. Total Genotype Score Modelling of Polygenic Endurance-
Power Profiles in Lithuanian Elite Athletes. Genes, 12, 1067.

3] Williams, A.G., Folland, J.P. (2008) Similarity of polygenic profles limits the potential for elite human physical performance. J Physiol,
586(1):113—121.
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Pancreatic cancer is the fourth highest cause of cancer fatalities, with a 5-year survival rate of less
than 10% [1]. The ability of tumor cells to resist treatment and invade surrounding tissues is influenced by a
reversible developmental process known as epithelial-mesenchymal transition (EMT). EMT is triggered by
transcription factors including SNAIL, SLUG, ZEB1/2 and TWIST [2]. ZEB1 is regarded as the most important
EMT-TF, as it promotes pancreatic cancer stemness, invasion, and metastasis [3]. HuR, an RNA-binding
protein, is a member of the ELAV family and is found in nearly all carcinomas, including pancreatic cancer.
This protein is considered to be a key factor in cancer-related gene expression and EMT regulation, although
its specific mechanisms in EMT are not yet fully understood [4]. To develop a new treatment method for
pancreatic cancer it is necessary to determine the expression changes of EMT-TFs and HuR in pancreatic
cancer pathogenesis.

The aim of this study was to evaluate the expression of mMRNA molecules responsible for post- tran-
scriptional regulation and EMT in pancreatic cancer tissues.

Postoperative pancreatic cancerous and precancerous tissues (n=30) were frozen at -80°C and used
for this research. The RNA from the tissues was isolated using TRIzol as instructed by “Abexa” manufacturer.
cDNAs were synthesized using a Reverse Transcription Kit and converted to 1 pg. The gene expressions of
the tissues were measured using TagMan® Fast Universal PCR Master Mix and TagMan probes. The data was
standardized using GAPDH and the relative change in expression was computed using the 2-24% (Livak)
method. The statistical analysis was conducted using GraphPad Prism and the Wilcoxon test with a p-value
of <0.05 considered significant. All data was presented as median +/- interquartile range.

Our results showed that all genes were down-regulated in comparison between the patient's cancer-
ous and precancerous tissue. ZEB1 was found to have a median expression level of 0.2 with a p-valueof <0.001.
ZEB2 had a median of 0.3 with a p-value of 0.00. SNAIL1 had a median of 0.1 with a p-value of <0.005, while TWIST
had a median expression level of 0.4 with a p-value of <0.008. The post-transcriptional markerHuR and an-
other marker that plays a role in EMT, known as SLUG, did not show any significant statistical difference as
their p-value was greater than 0.05. Although the median was lower, 7 out of 30 patients showed higher ZEB1
expression and 5 of same patients has higher HuR expression. This enables us to categorize patients based
on their ZEB1and HuR expression and analyze clinical features within each group separately.

In conclusion, our results suggest that the expression of EMT-TFs has been decreased, indicating EMT
has already occurred in cancerous tissues. However, expression of ZEB1 along with HuR were increased in
5 pancreatic cancer patients. This would allow us to conclude that ZEBI could be regulated by HuR. Grouping
patients according to ZEB1 and HuR expression will let us evaluate clinical aspects in one or the other study
group for future analysis.

[}] I;llj]l%?%)a,zl% et al. (2023). Current Status of the Diagnosis of Early-Stage Pancreatic Ductal Adenocarcinoma. Diagnostics (Basel, Switzer-
and), ,215.

[2] Kasikc, E., et al. (2020). Inhibition of Migration, Invasion and Drug Resistance of Pancreatic Adenocarcinoma Cells - Role of Snail, Slug and
Twist and Small Molecule Inhibitors. OncoTargets and therapy, 13, 5763-57717.

(3] Liu,M,Zhang,Y, etal.(202)). Zinc-Dependent Regulation of ZEB! and YAP! Coactivation Promotes Epithelial-Mesenchymal Transition Plasticity and
Metastasis in Pancreatic Cancer. Gastroenterology, 160(5), 1771-1783.¢l.

[4] Dong, R, Chen, P, Polireddy, et al. (2020). An RNA-Binding Protein, Hu-antigen R, in Pancreatic Cancer Epithelial to Mesenchymal Transition,
Metastasis, and Cancer Stem Cells. Molecular cancer therapeutics, 19(11), 2267-2211.
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Cardiovascular diseases are the leading cause of death worldwide. In recent years
zebrafish (Danio rerio) have risen to prominence as a model organism in heart disease research, owing to their
incredible regenerative capabilities. Unlike their mammalian counterparts, these tiny fish are able to regenerate
heart tissue lost after a cardiac injury [1]. Transcription factor 21 (Tcf21) is expressed in the epicardial layer of the
adult zebrafish heart. The epicardium has been shown to play a crucial part in heart regeneration, however its
exact role is still not clear [2]. Identification of Tcf21 DNA binding sites would allow researchers to better under-
stand the underlying regulatory networks governing this process. Chromatin immunoprecipitation followed by
sequencing (ChIP-seq) is a popular technique used to identify regions of protein bound DNA. This powerful
method relies on the use of high quality, target protein specific antibodies. In cases where such antibodies are
not available, epitope tagged proteins can be used [3].

In this work, we have introduced a triple human influenza hemagglutinin (3xHA) epitope tag coding se-
quence into the 3’ end of the fcf27 gene coding sequence. The fusion protein was successfully recognized by two
commercially available anti-HA antibodies in transfected 293T cell lysates analyzed by Western blotting. After-
wards, we generated a miniTol2 vector containing the wbbloxP-mRFP-STOP-loxP-icf2]-
3xHA construct (Fig. 1), which allows us to conditionally control the expression of Tcf21-3xHA. The transgene was
integrated into the zebrafish genome by injecting single-cell stage embryos with a mix of the created plasmid
and Tol2 transposase mRNA. FO embryos were raised to adulthood and screened for germline transmission. RFP
positive F1 fish were analyzed for the copy number of integrated transgene. qPCR results allowed us to identify
fish with single copy integration of the vbbloxP-mRFP-STOP-loxP-cf2]-3xHA cassette. Conditional activation
of ubiquitous Tcf21-3xHA expression was tested by injecting Cre recombinase mRNA into single-cell stage
fcf21"meMs  Ta(ubbloxP-mRFP-STOP-loxP-tcf2]-3xHA)""* embryos. The results indicate the presence
of asemi-rescue phenotype, confirming that the generated 3xHA tagged Tcf21 is functional.

In conclusion - we have successfully generated a single-copy zebrafish line 7g(ubbiloxP-mRFP-STOP-
loxP-tcf2]-3xHA) "™ that allows inducible expression of the Tcf21-3xHA protein. In the future we hope to use
these fish to uncover Tcf21 targets during zebrafish heart regeneration, which would provide further insight
into the molecular mechanisms of this phenomenon.

loxP loxP

Ubiquitin b polyA polyA
mREP STOP tcf21-3xHA

Figure 1. Scheme of the ubb: loxP-mRFP-STOP-loxP-tcf21-3xHA transgene.

[1] Ito, K., Morioka, M., Kimura, S., Tasaki, M., Inohaya, K., & Kudo, A. (2014). Differential reparative phenotypes between zebrafish and medaka
after cardiac injury. Developmental dynamics: an official publication of the American Association of Anatomists, 243(9), 1106-1115.
https://doi.org/10.1002/dvdy.24154

] Poss, K. D., Wilson, L. G., & Keating, M. T. (2002). Heart regeneration in zebrafish. Science (New York, N.Y.), 298(5601), 2188-2190.
https://doi.org/10.1126/science.1077857

3] Burg, L., Zhang, K., Bonawitz, T., Grajevskaja, V., Bellipanni, G., Waring, R., & Balciunas, D. (2016). Internal epitope tagging informed by
relative lack of sequence conservation. Scientific Reports, 6(1). https://doi.org/10.1038/srep36986
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Parkinson's disease (PD) is the second most common neurodegenerative syndrome and the main clin-
ical symptoms of this disease are bradykinesia and tremor, which are explained by the loss of dopaminergic
neurons from the substantia nigra. Most cases of PD are sporadic with no known cause, but it is thought
that much of the unknown heritability of the disease lies in understudied variants, including miRNAs. Dysreg-
ulation of miRNAs can lead to various pathological phenomena that are important in the development of
neurodegenerative diseases such as PD. Studies show that miRNAs are strongly related to the pathogenesis
of PD, and their detailed investigation could significantly expand the possibilities of treating Parkinson's dis-
ease.

The aim of this study was to determine the expression profile of miR-24-3p, miR-101-3p, miR-132-3p
and miR-105-5p molecules in the extracellular vesicles of blood serum of patients with PD. MiRNA expres-
sion was evaluated by age, sex, onset of the disease, its duration, severity of symptoms and selected method
of treatment for 69 individuals with PD. Exosomal miRNAs were isolated from collected samples of blood
serum, transcribed into cDNA and its expression was measured by RT-PCR. Statistical analysis was per-
formed using Student's t test, ANOVA criteria and Pearson correlation coefficient in GraphPad Software Inc.
,Prism 9“. The results showed that the expression of the miR-24-3p molecule is the highest and miR- 105-5p
is the lowest in the extracellular vesicles of the blood serum between the subjects. It was found that the
expression of miR-101-3p molecule decreased as the level of both tremor and bradykinesia increased from
moderate to severe, while the expression of miR-24-3p molecule decreased only as the level of bradykinesia
increased from moderate to severe. Gender did not influence the expression of the studied miRNA molecules.
The expression of the miR-101-3p molecule is higher in PD patients assigned to medical treatment than in
patients assigned to surgical treatment. It was also found that only the expression of the miR-24-3p molecule
increases statistically significantly with increasing age of PD patients and age at diagnosis. The expression
of miR-132-3p molecule after GK treatment was statistically significantly lower than before treatment, and
no changes in the expression of miR-24-3p, miR-101-3p and miR-132-p molecules were found before and
after deep brain stimulation treatment.
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Colorectal cancer is the third most common cancer in the world among both men and women [1]. 5-fluor-
ouracil (5-FU) and oxaliplatin (OxaPt) are the main chemotherapeutics for colorectal cancer, but the develop-
ment of chemoresistance is almost inevitable. Different mechanisms mediate resistance to 5-FU and OxaPt,
including an upregulated drug efflux, inhibition of apoptosis, an increase of cell stemness and an enhanced DNA
repair [2].

Cell lines have proved to be a useful /n vitro model for preclinical cancer research. The most widely used
colorectal cancer cell lines are HCT116, SW48, HT-29 and DLD-1. DLD-1is a colorectal adenocarcinoma line that
was established in 1977-1979 by D. L. Dexter [3]. It is an epithelial cell line that harbors AKRAS, TP53, APC, PIK3CA,
TGFBR2, ACVRZA, BZM and EP300 gene mutations.

One of the ways to study the mechanisms of cancer resistance to chemotherapeutics is by comparing
transcriptome and proteome between drug-resistant cancer cell sublines and the parental cell line. In this work,
5-FU and OxaPt-resistant sublines were established by culturing parental human colorectal adenocarcinoma
cells DLD-1in the medium containing 5-FU or OxaPt. The sublines were named DLD/FU and DLD/Oxa, respec-
tively. DLD/FU and DLD/Oxa cells were further characterized by assessing their growth rate, optimal seeding
density for /n vitro experiments and cell sensitivity to chemotherapeutic drugs. The results indicated a decreased
proliferation rate of DLD/Oxa, but not DLD/FU cells in comparison to the parental cell line DLD-1. This predeter-
mined a higher optimal seeding density of OxaPt-resistant subline. Cell sensitivity to drug treatment was as-
sayed by two methods, colony forming assay and crystal violet method. Both methods indicated and increased
DLD/Oxa cell resistance to OxaPt, but only colony forming assay showed an increased DLD/FU resistance to 5-
FU.

In conclusion, we believe that 5-FU and OxaPt-resistant DLD-1 cell line sublines DLD/FU and DLD/Oxa
will be a valuable tool for colorectal cancer studies in the future.

[1] Sung, H., Ferlay, J., Siegel, R. L., Laversanne, M., Soerjomataram, |., Jemal, A., & Bray, F. (2021). Global Cancer Statistics 2020: GLOBOCAN
Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer J Clin, 71(3), 209-249. doi: 10.3322/caac.21660

[2] Azwar, S., Seow, H. F., Abdullah, M., Faisal Jabar, M., & Mohtarrudin, N. (2021). Recent Updates on Mechanisms of Resistance to 5-
Fluorouracil and Reversal Strategies in Colon Cancer Treatment. Biology (Basel), 10(9). doi: 10.3390/biology10090854

[3] Dexter, D. L., Barbosa, J. A, & Calabresi, P. (1979). N,N-dimethylformamide-induced alteration of cell culture characteristics and loss of
tumorigenicity in cultured human colon carcinoma cells. Cancer Res, 39(3), 1020-1025.
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Various types of stem cells have demonstrated the ability to differentiate towards the cardiac lineage,
including pluripotent stem cells as well as somatic stem cells, found in many adult tissues. The latter,
however, happens to be considered as a more controversial source for cardiomyogenic differentiation due to
their limited plasticity compared to pluripotent stem cells [1]. Despite that, adult stem cells are still widely studied
for this purpose because of the existing abundant sources and promising features that they show.

Human endometrium is one of the tissues that contain somatic stem cells, where they appear to be
vital for the regenerative qualities of this tissue during the pregnancy and menstrual cycle [2]. Endometrium-
derived stem cells can also be harvested from a woman’s menstrual blood this way providing an easily ac-
cessible way for theirisolation and cultivation [3]. It has also been previously shown that endometrial stemcells
malfunctions could lead to various pathologies, including the tissue expansion outside the uterine cavity,which
is also known as endometriosis [2]. In this study, we aim to show that stromal cells isolated from human
endometrium, menstrual blood, and endometriosis tissue have the potential to differentiate in a cardiomyo-
genic direction.

We examined the ability of endometrium-derived stromal cells to differentiate into cardiomyocyte-like
cells by inducing them with three different cardiomyogenic differentiation compounds - decitabine, angio-
tensin Il and transforming growth factor-beta 1 (TGF-BI). To prove the successful differentiation, we took
three types of endometrium-derived stem cells — endometrial, menstrual, and endometriosis stromal cells
and evaluated their cardiomyocyte-like properties using various approaches. Firstly, we noticed that differ-
entiated cells were more similar to cardiomyocytes morphologically and were positive for cardiac- specific
cell surface markers (CD36, CDI06, CD172a). Secondly, we performed RT-qPCR and confirmed the upregula-
tion of cardiac genes-markers - MESPI, ISL], KDR, DES, CNNI, NKX-2.5, MEF2C, ACTNI, cTNI, cTNT, changes in the
expression of genes that encode cardiacion channels - CACNAID, KCND3, SCN5A, HCNZ,KCN.JJI12 and genes
related to various signaling pathways important in cardiomyogenesis (MAPK/ERK, Ras/Rho, PI3/Akt, Wnt).
Also, differentiated cells highly expressed early cardiac transcription factor, Nkx2.5,as was revealed by West-
ern blot and immunofluorescence analysis. Finally, chromatin immunoprecipitation assay (ChIP) led us to un-
derstand the importance of H3K9Ac epigenetic modification during differentiation as it is known to be respon-
sible for the active cardiac chromatin state. These results expand the knowledge oncardiomyogenic differen-
tiation at the gene and protein levels and draw more attention to endometrium- derived stem cells as an
alternative source for cardiomyogenic differentiation in future studies.

[1] K. Rajala, M. Pekkanen-Mattila, and K. Aalto-Setala, “Cardiac Differentiation of Pluripotent Stem Cells,” Stem Cells Int, vol. 2011, pp.
1-12, 2011, doi: 10.4061/2011/383709.

[2] J.Verdi, A. Tan, A. Shoae-Hassani, and A. M. Seifalian, “Endometrial stem cells in regenerative medicine,” J Bjol Eng, vol. 8, no. 1, p.
20, Dec. 2014, doi: 10.186/1754 -161-8-20.

[3] N. Hida et al, “Novel Cardiac Precursor-Like Cells from Human Menstrual Blood-Derived Mesenchymal Cells,” Stem Cells, vol.
26, no. 7, pp. 16951704, Jul. 2008, doi: 101634 /stemcells.2007-0826.
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Cryopreservation is an approach to preparing and storing biological material for an extended period
at low temperatures. As cryopreservation became a general procedure for the long-term storage of cells
and tissues for different applications, especially in reproductive medicine, the safety and impact of cryopres-
ervation on cellular properties and functions have to be very carefully investigated [1]. Investigation of re-
generative properties of placental tissue revealed its relevance in tissue repair therapy as the placenta pro-
motes epithelialization and angiogenesis and reduces inflammation and scarring [2]. In our study, we com-
pared characteristics of human placental mesenchymal stromal cells isolated from fresh and cryopreserved
placenta tissue. Firstly, we analyzed general parameters such as morphology, metabolic and differentiation
potential, expression of surface markers, and inflammatory factors. Furthermore, we investigated epigenetic
modifications, including miRNA levels, DNA methylation, and histone modifications. Our study's results re-
vealed no significant changes in morphology, proliferative rate, metabolic activity, immunophenotype, and
differentiation capacity between cells isolated from fresh and cryopreserved placenta, only slight variations
in analyzed mRNA (miR34a-3p, miR29b-3p, miR145-5p) and histone modification (H3K27Ac, H3K9me3) levels.
To summarize our findings, cryopreservation of placental tissue is suitable for storage of placenta for future
applications, and later placental mesenchymal stromal cells can be successfully isolated from cryo-
preserved tissue, as it does not significantly affect their molecular characteristics.
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[1] Chen H, Zhang L, Meng L, Liang L, Zhang C. (2022). Advantages of vitrification preservation in assisted reproduction and po-
tential influences on imprinted genes. Clinical Epigenetics., 14, 141.
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International, 2022, 6751456.

210


mailto:deimante.zukauskaite@gmc.vu.lt

C.50. THE ROLE OF AUTOPHAGY FOR CHEMORESISTANCE AND THE
LEVEL OF CELL SURFACE PROTEIN

Bernadeta Aleksandravicitté', Ausra Sasnauskiené'

lInstitute of Biosciences, Life Sciences Center, Vilnius University, Saulétekio al. 7,

Vilnius 10227, Lithuania
bernadeta.aleksandraviciute@gmc.stud.vu.lt

Autophagy is a cellular catabolic pathway, which is essential to ensure the quantity and quality of
cellular components, mostly by degrading unfolded proteins and dysfunctional organelles. In normal cells,
autophagy exerts oncosuppressive functions by degrading potentially oncogenic proteins, playing a part in
immunosurveillance, genomic stability preservation, intracellular antibacterial and antiviral defense, mainte-
nance of normal metabolism by removing aggregates, dysfunctional organelles, preventing increased ROS
production. However, if a malignant transformation has occurred, autophagy promotes tumor progression
and resistance to therapy by providing resistance to hypoxia, starvation, a programmed cell death anoikis,
therapy-induced cell death and enhances the survival of senescent cancer cells [1]. More intense autophagy
may lead to increased rates of pro-apoptotic protein degradation, thus enabling cancer cells to adapt to
cellular stress and evade apoptosis. Moreover, it helps to evade cell death caused by a metabolic stress
because more cellular components are recycled and cells adapt to increased metabolic demands [2].

In the context of anticancer treatment, autophagy functions as a cell survival mechanism and the si-
lencing of key autophagy genes emerge as a potent strategy to reduce chemoresistance. Besides its role
in cell survival, autophagy impacts molecular pathways regulating the exposition of cell surface molecules:
surface delivery, internalization, and degradation [2,3].

We will determine the impact of autophagy in the cellular model of acquired chemoresistance of col-
orectal cancer cell line DLD-1, induced by 5-fluorouracil or oxaliplatin treatment. In this study, we are aiming
to evaluate the role of autophagy on chemoresistance and the level ofimmunomodulatory cell surface protein
PD-L1 in the DLD-1 cell line and its chemoresistant sublines. For this purpose, we will select ATG protein
whose silencing using shRNA most efficiently inhibits autophagy. The chosen strategy will be applied to
evaluate the impact of autophagy silencing on chemoresistance and the level of cell surface protein PD-
L1

[1] Galluzzi, L., Pietrocola, F., Bravo-San Pedro, J. M., Amaravadi, R. K., Baehrecke, E. H., Cecconi, F., ... & Kroemer, G. (2015). Au-
tophagy in malignant transformation and cancer progression. The EMBO journal, 34(7), 856-880.

[2] Das, S., Shukla, N, Singh, S. S., Kushwaha, S., & Shrivastava, R. (2021). Mechanism of interaction between autophagy and apop-
tosis in cancer. Apoptosis, 1-22.

[3] Duan, Y., Tian, X, Liu, Q., Jin, J., Shi, J., & Hou, Y. (2021). Role of autophagy on cancer immune escape. Cell Communication and
Signaling, 19, 1-12.
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Triple-negative breast cancer, also known as TNBC, is one of the most aggressive forms of breast
cancer. Unlike other types of breast cancer, TNBC lacks estrogen, progesterone, and human epidermal
growth factor 2 receptors (HER2), making it difficult to treat with traditional hormone therapies or HER2-
targeting drugs [1]. However, TNBC cells are over-expressing neuropilin-1 (NRP-1) receptors that could be
used as promising targets for treatment [2]. Doxorubicin (DOX) is a commonly used anticancer drug in
oncology that faces some transportation challenges in the acidic tumor microenvironment [3]. For this
reason, scientists are constantly seeking new DOX transportation approaches like nanocarriers as they
may increase DOX selectivity for cancer cells and enhance its therapeutic effect. Moreover, due to insufficient
vascularization and low levels of oxygen, some hypoxic tumor areas can contain the most resistant cells for
treatment. For this reason, it is important to evaluate the effects of nanosystems in a hypoxic environment
[4]. The aim of our study was to synthesize peptide-conjugated doxorubicin (DOX) loaded lipid-polymer hy-
brid nanoparticles (LPHN) and to evaluate their cell-uptake effect in TNBC cells in normoxia and hypoxia.
Prostate cancer cell line (PPC-1), which is characterized by high expression of NRP-1 receptors, was used
as a control. Poly(lactic-co-glycolic acid), lecithin and 1,2-distearoyl-sn-glycero-3-phosphoethano-
lamine-N- [maleimide (polyethylene glycol)-2000] were used for the synthesis of LPHN. NRP-1 receptors
binding peptide FAM-Cys-RPARPAR (P) was conjugated to the surface of nanoparticles. The size, polydis-
persity index (Pdl) and zeta potential of nanoparticles were evaluated using the dynamic light scattering
method. DOX entrapment in LPHN was measured by fluorescence spectroscopy. The colloidal stability of
LPHN-P-DOX was determined in human plasma, phosphate-buffered saline (PBS) and cell growth medium.
For the cell-uptake study, MDA-MB-231 cells were incubated with 5 ug/ml of doxorubicin (DOX), and LPHN-
DOX and LPHN-P-DOX at a concentration corresponding to 5 ug/ml of doxorubicin for 1 and 4 hours in
normoxia and
hypoxia. For nanoparticle uptake investigation in cells, the confocal microscopy was used.

The LPHN-DOX size was 162 + 2 nm, Pdl was 0.127 + 0.054, and the zeta potential was -42.63 mV. The
LPHN-P-DOX were larger (size was 201.1 + 5 nm), their Pdl was 0.17 = 0.02, and the zeta potential was -
20.4
+ 1 mV. The internalization of LPHN-P-DOX was 1.8 times higher in MDA-MB-231 than in PPC-1 cells, which
could suggest the rational application of nanoparticles with anchored NRP-1receptor binding peptide for DOX
transport in this type of cancer. After 1 hour in normoxia, DOX and LPHN-DOX internalization in the MDA-MB-
231 cell nucleus was significantly (p < 0.05) higher compared with LPHN-P-DOX. However, in normoxia con-
ditions after 4 hours, the internalization of LPHN-DOX and LPHN-P-DOX was significantly higher in the MDA-
MB-231 cell nucleus compared with free DOX. In hypoxia, LPHN-P-DOX were significantly less internalized
in the nucleus after 4 hours compared to DOX and LPHN-DOX.

To conclude, as LPHN-P-DOX have the highest internalization in the nucleus in normoxia and LPHN-
DOX have the highest internalization in hypoxia they could be both used for triple-negative breast cancer
treatment.

[1 Tang Y, Wang Y, Kiani MF, Wang B. Classification, treatment strategy, and associated drug resistance in breast cancer. Clinical
breast cancer. 2016 Oct 1;16(5):335-43.

[2] Latil A, Bieche I, Pesche S, Valeri A, Fournier G, Cussenot 0, Lidereau R. VEGF overexpression in clinically localized prostate
tumors and neuropilin-1 overexpression in metastatic forms. International journal of cancer. 2000 Mar 20;89(2):167-71.

[3] Swietach P, Hulikova A, Patiar S, Vaughan-Jones RD, Harris AL. Importance of intracellular pH in determining the uptake and
efficacy of the weakly basic chemotherapeutic drug, doxorubicin. PloS one. 2012 Apr 26;7(4):e35949.

[4] Eales KL, Hollinshead KE, Tennant DA. Hypoxia and metabolic adaptation of cancer cells. Oncogenesis. 2016 Jan;5(1):e190-e190.
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Lung cancer is ranked as the most common cause of cancer-related mortality in 2020, and according
to the GLOBOCAN database, the number of cases is estimated to increase 64 % by 2040 [1]. This insidious
disease, which has a high mortality rate, has prompted research on associated molecular pathways for ef-
fective prevention and early diagnosis. Recent studies revealed that microRNAs (miRNAs) can regulate com-
plex regulatory pathways through target genes, whose expression in cancerous tissue is altered compared
to healthy tissue. The role of microRNA in cancer has been observed to be complex, acting as either an
oncogene or a tumor suppressor and affecting cell differentiation, proliferation, and metastasis. Previous
studies in the laboratory have compiled a list of miRNAs potentially associated with LLC1 cell metastasis,
which includes miR-30a [2].

The aim of this study was to delete genomic sequence encoding miR-30a that is potentially related to
cancer metastasis in Mus musculus Lewis lung carcinoma (LLCI) cells. The knockout was performed
using the CRISPR/Cas9 genome editing tool. The CRISPR/Cas9 system is composed of the Cas9 nuclease and
single guide RNAs (sgRNAs), which were designed to target miR-30a on both sides of the encoding sequence.
Oligonucleotides encoding sgRNA sequences with the highest probability of directing the Cas9 protein to
target regions were cloned into plasmids containing the CRISPR/Cas9 system. In this study, we transfected
CRISPR/Cas9 constructs into LLC1 cells, derived clonal cell lines through the serial dilution method and
evaluated DNA editing using PCR. Results demonstrated that genome editing using CRISPR/Cas9 system
generated LLC1 cell lines with monoallelic and biallelic deletions of sequence encoding miR-30a. For further
research, we will evaluate the expression levels of miR-30a in modified LLC1 cells and assess cell prolifer-
ation and migration in monolayer cultures.

To further understand the significance of miR-30a, we performed the Kyoto Encyclopedia of Genes and
Genomes (KEGG) pathway analysis using the database DIANA-miRPath v.3 [3]. Results showed that targets
of miR-30a enrich 37 different signaling pathway categories, including pathways related to cell proliferation,
differentiation, migration, metastasis, cell survival, and apoptosis.

[1] Zhou, B., Zang, R., Zhang, M., Song, P., Liu, L., Bie, F.,, Peng, Y., Bai, G., & Gao, S. (2022). Worldwide burden and epidemiological

trends of tracheal, bronchus, and lung cancer: A population-based study. £BjoMedicine, 78, 103951.

[2] Stankevicius, V., Vasauskas, G., Bulotiene, D., Butkyte, S., Jarmalaite, S., Rotomskis, R., & Suziedelis, K. (2016). Gene and miRNA

expression signature of Lewis lung carcinoma LLC1 cells in extracellular matrix enriched microenvironment. BMC cancer, 16(1), 789.

[3] Vlachos, I. S., Zagganas, K., Paraskevopoulou, M. D., Georgakilas, G., Karagkouni, D., Vergoulis, T., Dalamagas, T., & Hatzigeorgiou,
A

G. (2015). DIANA-miRPath v3.0: deciphering microRNA function with experimental support. Nucleic acids research, 43(W1), W460-W466.
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Human articular cartilage has a weak ability to restore its lesions leading the tissue to highly pro-
gressive diseases such as osteoarthritis (OA) [1]. Cell-based therapies such as mesenchymal stem cells
(MSCs) seem promising therapeutic approach for cartilage engineering and regeneration [2]. MSCs can be
isolated from almost all human tissues, including menstrual blood (MenSCs) [3]. Although MenSCs isolation
has many advantages as compared to classical bone marrow MSCs (BMMSCs), due to low cost and ease of
access, their use for cartilage tissue regeneration is still under consideration and research. This study was
focused on the potential of MenSC paracrine factors to protect cartilage from degradation under inflamma-
tory conditions in vitro.

The aim of the study is to evaluate the effects of MenSCs paracrine factors on cartilage explants in co-
culture conditions, under stimulation with inflammatory cytokines.

Cells were isolated from healthy human menstrual blood (n=3) samples, while cartilage explants were
obtained from OA patients after joint replacement surgeries (n=3). The study was performed in compliance
with all bioethical requirements. Human cartilage explants were co-cultured in 0.4 um membrane inserts
with MenSCs seeded on the bottom of 6-well plates for 21 days in a chondrogenic medium without growth
factors. An inflammatory cytokine Interleukin-1B (IL-18) was additionally added in order to stimulate cartilage
degradation in vitro. Cartilage degradation was evaluated after 1, 3 and 21 days by measuring released gly-
cosaminoglycans in the medium, using Blyscan Sulfated Glycosaminoglycan (GAG) colorimetric assay. Re-
sults revealed that levels of released glycosaminoglycans were reduced in co-culture conditions with
MenSCs, in both presence or absence of IL-1B, as compared to single explant cultures. Also, collagen type Il
and metalloproteinases 13 and 3 (MMP13, MMP3) gene expression were analyzed in cartilage explants after7
days of co-culturing with MenSCs under inflammatory conditions (RT-qPCR). It was observed that MenSCs
tend to downregulate MMP13 and MMP3 gene expression in chondrocytes after stimulation with IL-1B, as
compared to IL-1p stimulated samples, while upregulate collagen type Il gene expression. Histological and
immunohistochemical cartilage explant sample analysis also showed that the cartilage extracellular matrix
was less damaged in co-cultures with MenSCs (Safranin 0, Toluidin, collagen type Il labeling).

In conclusion, MenSCs may turn out to be a promising population of stem cells for the development of
cell-based therapies with the capacity to prevent cartilage tissue from degradation.

[ Rosetil, Desando G, Cavallo C, Petretta M, Grigolo B. Articular Cartilage Regeneration in Osteoarthritis. Cells. 2019 Oct 23;8(11):1305.

doi: 10.3390/cells811305. PMID: 31652798; PMCID: PMC6912428.

[] Le H, Xu W, Zhuang X, Chang F, Wang Y, Ding J. Mesenchymal stem cells for cartilage regeneration. J Tissue Eng. 2020 Aug
26;1:2041731420943839. doi: 10.177/2041731420943839. PMID: 32922718; PMCID: PMC7457700.

[}] Faramarzi H, Mehrabani D, Fard M, Akhavan M, Zare S, Bakhshalizadeh S, Manafi A, Kazemnejad S, Shirazi R. The Potential of Men-
strual Blood-Derived Stem Cells in Differentiation to Epidermal Lineage: A Preliminary Report. World J Plast Surg. 2016 Jan;5(1):26 - 31.
PMID: 27308237; PMCID: PMC4904135.

214


mailto:paulinabialaglovyte@gmail.com

C.54. THE EFFECT OF HYPOXIA ON HUMAN MESENCHYMAL STEM CELL
CHONDROGENIC DIFFERENTIATION AS POTENTIAL APPLICATION FOR
CARTILAGE TISSUE REGENERATION

Ignas Lebedis?, Paulina Bialaglovyte!, Jolita Pachaleva!, Eiva Bernotiene!, Giedrius
Kvederas?, Ilona Uzieliene!

'Department of Regenerative Medicine, State Research Institute Centre for Innovative Medicine, Lithua-
nia ZThe Clinic of Rheumatology, Traumatology Orthopaedics and Reconstructive Surgery, Institute of
Clinical Medicine of the Faculty of Vilnius University, Vilnius, Lithuania
ignas.lebedis@gmc.stud.vu.lt

Human articular cartilage is known to possess a weak ability of self-regeneration after being damaged,
making it highly susceptible to progressive degeneration and diseases such as osteoarthritis. Although
recent in vitro research into cartilage regeneration is promising, no effective treatments for cartilage lesions
currently exist. Cell based therapies using mesenchymal stem cells (MSCs) have shown potential in cartilage
repair due to their effective chondrogenic differentiation and innate ability to stimulate tissue regeneration.
However, despite their promising use in in vitro research, practical applications in vivo are not efficient
enough due to obstacles in transplantation and immunogenicity of commonly used tissue scaffolds [1].

Modern methods of MSC growth for tissue regeneration include cell sheet technology, a method de-
veloped in Japan by Okano et al. [2], which uses culture dishes coated in a temperature-responsive polymer
poly(N-isopropylacrylamide). This polymer allows the temperature-controlled detachment of cell layers as
a structure with a fully intact extracellular matrix (ECM), surface proteins and cell junctions. Transplanting
these intact sheets directly onto degraded tissue has been shown to result in improved integration with host
tissue and promoted cell signalling during regeneration, compared to conventional cell therapy treatments
[3,4]. However, a significant aspect of chondrocyte well-being in the cartilage is the naturally occurring hy-
poxic environment, due to the avascular nature of cartilage. In hypoxic conditions, hypoxia-inducible factors
(HIFs) are transcription factors, known to promote cell survival in the absence of oxygen, and in this case,
cell differentiation and gene transcription related to the upkeep, formation of cartilage tissue and its sur-
rounding ECM.

The aim of this study is to evaluate chondrogenic potential of human bone marrow derived mesen-
chymal stem cells (HBMMSCs) and chondrocytes (used as a positive control) grown in cell sheets under
hypoxic conditions using the HIF-1a inhibitor LWé. Cell proliferation, differentiation capacity (RT-gPCR), mi-
tochondrial oxygen metabolism (metabolism analyser) and formation of ECM (ELISA) in normoxic and hy-
poxic environments were evaluated.

Results suggest that hypoxic conditions increased the proliferation rate of HBMMSCs and chondro-
cytes after 7 days in culture but decreased mitochondrial respiration after 3 days in culture. LWé reduced
mitochondrial respiration in both cell types under hypoxic conditions. Chondrogenic differentiation in cell
sheets was similar to the classic 3D pellet model, according to histological staining for cartilage ECM proteins
with toluidine blue and Safranin 0. Simultaneously, hypoxic conditions increased chondrogenic gene expres-
sion in both HBMMSC and chondrocyte cell sheets.

In conclusion, this study demonstrates the importance of environmental oxygen for in vitro studies in
simulating natural in vivo conditions, while exploring cell sheet technology as a promising application for
cartilage tissue repair in vitro under hypoxic conditions.

[1] Thorp, H., Kim, K, Kondo, M. Maak, T., Grainger, D. W., & Okano, T. (2021). Trends in Articular Cartilage Tissue Engineering:
3D

Mesenchymal Stem Cell Sheets as Candidates for Engineered Hyaline-Like Cartilage. Cells, 10(3), 643.

https://doi.org/10.3390/cells10030643

[2] Okano, T., Yamada, N., Okuhara, M., Sakai, H., & Sakurai, Y. (1995). Mechanism of cell detachment from temperature-modulated,

hydrophilic-hydrophobic polymer surfaces. Biomaterials, 16(4), 297-303. https://doi.org/10.1016/0142-9612(95)93257-e

[3] Thorp, H., Kim, K., Kondo, M., Grainger, D. W., & Okano, T. (2020). Fabrication of hyaline-like cartilage constructs using mesenchymal

stem cell sheets. Scientific reports, 10(1), 20869. https://doi.org/10.1038/s41598-020-77842-0

[4] Kim, K., Bou-Ghannam, S., Kameishi, S., Oka, M., Grainger, D. W., & Okano, T. (2021). Allogeneic mesenchymal stem cell sheet

therapy: A new frontier in drug delivery systems. Journal of controlled release: official journal of the Controlled Release Society, 330,

696-704. https://doi.org/10.1016/j.jconrel.2020.12.028
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Mitochondria are critical players in immune-metabolic responses, and recent research has suggested
that they have a crucial function in the pathophysiology of psoriasis [1]. Although it is considered a T-cell-
mediated disorder, it has been shown that keratinocytes and fibroblasts can act as an executors in the early
psoriasis stages [2,3]. Moreover, the inflammatory state is related to metabolic reprogramming of the cells
characterized by decreased mitochondrial and increased glycolytic activity [4]. However, the energetic me-
tabolism changes in keratinocytes and fibroblasts during psoriasis development are not studied.

Thus, our research aimed to investigate mitochondrial and glycolytic activity in human HaCaT keratino-
cytes and dermal fibroblasts with psoriasis-like phenotype induced by cytokines IL-17, IL-22, and TNF-a. The
model was characterized by gene expression (QRT-PCR ) and secreted protein analysis (Luminex xMAP), and
real-time measurement of cellular bioenergetic activity was assessed using XFp (Seahorse) Extracellular
Flux Analyzer.

After 24-hour treatment, cells exhibited an increased expression of the psoriasis-related gene PI3. Its
product SKALP/Elafin secretion was also increased in both types of cells. Moreover, the release of IL-6,
IFN-B, IL-1qa, IL-18, and CCL5 was augmented in supernatants from both cell types after treatment, except
IFN-y and IL-1B secretion only increased by keratinocytes. Investigation of metabolic activity by the Seahorse
platform revealed a significant decrease in maximal respiratory capacity in psoriatic keratinocytes, indicating
electron transport chain disturbance. Moreover, glycolysis activity, assessed as extracellular acidification
rate, decreased after cytokine treatment in keratinocytes. Interestingly, there was no effect on fibroblasts'
oxygen consumption and extracellular acidification rates.

Although both fibroblasts and keratinocytes under psoriatic conditions exhibited a plentitude of re-
leased pro-inflammatory proteins, only keratinocytes demonstrated altered mitochondrial functions and gly-
colysis efficiency. Therefore, our results show a distinct metabolic reaction to psoriatic-like inflammation.
Further investigation of mitochondrial changes under inflammatory conditions can shed light on the patho-
genesis of psoriasis and reveal new mitochondria and glycolysis-related pharmacological targets.

[1] Mizuguchi, S.; Gotoh, K.; Nakashima, Y.; Setoyama, D.; Takata, Y,; Ohga, S.; Kang, D. Mitochondrial Reactive Oxygen Species
Are Essential for the Development of Psoriatic Inflammation. Front. Immunol. 2021, 72, 3090,

[2] Zhou, X.; Chen, Y.; Cui, L.; Shi, Y.; Guo, C. Advances in the pathogenesis of psoriasis: from keratinocyte perspective. Cell Death
Dis. 2022 1372022, 73, 1-13.

[3] Dimon-Gadal, S.; Gerbaud, P.; Thérond, P.; Guibourdenche, J.; Anderson, W.B.; Evain-Brion, D.; Raynaud, F. Increased Oxida-
tive Damage to Fibroblasts in Skin With and Without Lesions in Psoriasis. J. /nvest. Dermatol. 2000, 774, 984-989.

[4] Kornberg, M.D. The immunologic Warburg effect: Evidence and therapeutic opportunities in autoimmunity. Wiley Interdiscip.
Rev. Syst. Biol. Med. 2020, 12.
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Gene TP53 and its product protein p53 are well known for their role in anticancer drug treatment.
Protein p53 is activated in case of cellular stress, which includes DNA damage, oxidative stress or an-
aerobicconditions. Tumor suppressor protein p53 by itself is a transcription factor that is responsible
for the transcription of genes that regulate cell death and survival. In particular, p53 is involved in the
regulation of processes related to chemotherapy drug sensitivity such as DNA reparation, cell cycle
arrest, treatment- induced senescence or programmed cell death [1]. Any changes in the regulation of
these cellular processesusually lead to resistance to chemotherapy drug treatment which remains a
major problem in cancer therapyand limits treatment options leading to worse treatment outcomes.

We investigate chemotherapy resistance to third-generation platinum-based chemotherapy com-
poundoxaliplatin, which is known for being less mutagenic than other platinum-based drugs such as
cisplatin orcarboplatin [2]. Oxaliplatin shows antitumor activity in ovarian cancer, non-small-cell lung
cancer, and colon cancer. However, therapeutic options for metastatic breast cancer and one of the
most aggressive breastcancer types - triple-negative breast cancer (TNBC) - are yet to be established
for first-line and/or second- line treatment [3].

As an object of study resistance to oxaliplatin in breast cancer cells, we have chosen triple-neg-
ative breast cancer cells MDA-MB-231. This cell line bears TP53 gene mutation which changes arginine
to lysine in the 280 amino acid position of the DNA binding domain thus potentially disabling interaction
with DNA andp53 function as a transcription factor. We found out that MDA-MB-23! cells are
resistant to oxaliplatin—- mediated cell cycle arrest and oxaliplatin-induced cell death altogether. To
elucidate the significance of p53 mutational status for anticancer drug resistance, we genetically
manipulated MDA-MB-231 cells using CRISPR/Cas9 system to knock out the TP53 gene. Next, we used
inducible expression vector that allowed usto switch the mutated gene version into the wild-type upon
doxycycline treatment and examine its contribution to the cell cycle arrest and apoptosis after ox-
aliplatin treatment. Data will be presented in theposter.
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Figure 1. The concept of TP53-R280L switching into inducible wild-type TP53 andstudy its
role to oxaliplatin resistance

[ M. Lacroix, R. A. Toillon, and G. Leclercq, “p53 and breast cancer, an update,” Endocrine-Related Cancer, vol. 13, no. 2. Society for
Endocrinology, pp. 293—325, 2006. doi: 10.1677 /erc..01172.

[ K. Andreidesz, B. Koszegi, D. Kovacs, V. B. Vantus, F. Gallyas, and K. Kovacs, “Effect of oxaliplatin, olaparib and LY294002 incombina-
tion on triple-negative breast cancer cells,” Int J Mol Sci, vol. 22, no. 4, pp.1—15, Feb. 2021, doi: 10.3390/ijms22042056.

[§] S.Lim et al, “Inhibition of Chkl by miR-320c increases oxaliplatin responsiveness in triple-negative breast cancer,” Oncogenesis, vol.9, no. 10,
Oct. 2020, doi: 10.1038/541389-020-00275-x.
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CRISPR (Clustered Regularly Interspaced Short Palindromic Repeats) nucleases transformed our ap-
proaches to medicine, diagnostics, agriculture, and research. By programming a CRISPR nuclease with a guide
RNA (gRNA), we can direct it to cut a gene with the matching DNA sequence - its target [1]. When CRISPR nucle-
ases induce double stranded breaks (DSBs) or site-specific single-stranded breaks (SSBs), endogenous cellular
repair mechanisms resolve these breaks [2]. These mechanisms include non-homologous end-joining repair
(NHEJ) and homology directed repair (HDR) [3]. Cellular enzymes repair these cuts, introducing changes to a
gene's sequence that can prevent or alter the expression and activity of its product.

CRISPR nucleases tolerate small differences between the gRNA and DNA target sequences. These con-
tribute to ‘off-target’ activity, where the nuclease cuts additional genes, causing unexpected (and sometimes
dangerous) changes. These small differences also affect how the nuclease cuts DNA, producing DNA ends with
different shapes and sequences. But how does cellular repair machinery interpret these DNA ends during repair?
The study of the ‘off-target’ activity of CRISPR nucleases via programmed modifications to the gRNA or target
DNA sequences could reveal which repair mechanisms different off-targets induce.

Our research focuses on investigating if and how gRNA-DNA sequence parity alters the repair outcomes
of editing with CRISPR nucleases. This relies on our lab’s expertise in bioinformatics, biochemistry and cell bi-
ology. We have elected candidate gRNA and off-target DNA pairs for the CRISPR nuclease Cas12a by searching
its cleavage specificity profile. We have validated the /n vitro performance of each pair and are linking this with
their cellular repair outcomes. We anticipate identifying reproducible gRNA manipulations that direct specific
gene editing outcomes, making future gene editing safer and more reliable.

[1] Jinek, M., Jiang, F., Taylor, D. W,, Sternberg, S. H., Kaya, E., Ma, E,, ... & Doudna, J. A. (2014). Structures of Cas9 endonucleases reveal RNA-
mediated conformational activation. Science, 343(6176), 1247997.

[2] Hillary, V. E., & Ceasar, S. A. (2022). A Review on the Mechanism and Applications of CRISPR/Cas9/Cas12/Casl13/Casl4 Proteins Utilized
for Genome Engineering. Molecular Biotechnology, 1-15.

[3] Kass, E. M., & Jasin, M. (2010). Collaboration and competition between DNA double-strand break repair pathways. FEBS letters, 584(17),
3703-3708
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TICK BORNE ENCEPHALITIS (TBE) VIRUS PREVALENCE IN WILD
RODENTS CAPTURED IN TBE FOCI IN LITHUANIA

Evelina Simkuté', Arnoldas Pautienius'?, Juozas Grigas'? and Arilinas Stankevicius'

Laboratory of Immunology, Department of Anatomy and Physiology, Lithuanian University of Health Sciences,
Kaunas, Lithuania
ZInstitute of Microbiology and Virology, Lithuanian University of Health Sciences, Kaunas, Lithuania
evelina.simkute@lsmu.lt

Tick-borne encephalitis (TBE) is one of the most important tick-borne diseases in Europe and the preva-
lence rate of human infection in Lithuania is among the highest in Europe for nearly 10 years [1,2]. Although the
whole country is considered endemic, TBE is a focal infection [3]. In the majority of TBE foci detection studies
ticks were primarily analyzed for TBE RNA presence. However, TBE viral RNA prevalence rate in endemic sites
collected ticks is low. In addition, a large number of ticks has to be analyzed and tick collecting is time and effort
consuming work with a risk of tick bite and tick-borne infection [4].

Small wild rodents are considered to be one of the most important amplifying reservoir virus hosts, there-
fore they may be suitable for TBE foci detection studies. To investigate wild rodent suitability for TBE foci confir-
mation, we have trapped small wild rodents (n = 139) in various locations (n = 19) in Lithuania where human TBE
cases has been previously confirmed. In addition, to increase the chances of viral RNA detection, we have inoc-
ulated murine neuroblastoma (Neuro-2a) cells with each rodent’s brain and internal organ mix suspensions.
TBE viral RNA was detected in 74.8% (Cl 95% 66.7-81.1) of the rodent’s brain and/or internal organ mix suspen-
sions from all suspected foci tested, and the prevalence rate increased significantly (p < 0.0001) after sample
cultivation in Neuro-2a cell culture, reaching 96.4% (Cl 95% 91.8-98). Furthermore, average viral load was meas-
ured in rodent (n = 30) suspension and respective isolate samples and viral load increased significantly (p < 0.05)
after isolation in neuroblastoma cells (5.71 logi copies/ml and 6.35 logie copies/ml, respectively). Moreover, a
strong correlation (r = 0.8859; p = 0.0346) was found between the TBE viral RNA prevalence rate in cell culture
isolates of rodent sample suspensions, considered negative prior cultivation in neuroblastoma cells and the
average monthly air temperature. In addition, vital virus was detected in 5 fetal samples after isolation in cell
culture.

The present study shows that the majority of wild rodents trapped in TBE foci in Lithuania carry TBE virus
and wild rodents can be suitable sentinels for foci confirmation, and possibly for foci detection. Moreover, the
study demonstrates that rodent sample cultivation in murine neuroblastoma cell culture is a highly efficient
method to increase viral load to detectable quantities.

[1] Ruzek, D., Dobler, G., Mantke, 0.D. (2010). Tick-borne encephalitis: Pathogenesis and clinical implications. Travel Med. Infect. Dis. 8, 223-
232.

[2] European Centre for Disease Prevention and Control. Tick-borne encephalitis. Annual epidemiological report for 2020. Stockholm: ECDC,
2022.

[3] Korenberg, E.I. (2010). Natural focality of infections: Current problems and prospects of research. Biol. Bull. 37, 665-676.

[4] Stefanoff, P., Pfeffer, M., Hellenbrand, W., Rogalska, J., Ruhe, F., Makowka, A., Michalik, J., Wodecka, B., Rymaszewska, A., Kiewra, D.,
Baumann-Popczyk, A., Dobler, G. (2013). Virus Detection in Questing Ticks is not a Sensitive Indicator for Risk Assessment of Tick-Borne
Encephalitis in Humans: TBEV Detection in Ticks to Assess TBE Risk. Zoonoses Public Health. 60, 215-226.
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ASSESSING THE DIAGNOSTIC UTILITY OF COFILIN 1T AND
COFILIN 2 INPATIENTS WITH ACUTE CORONARY SYNDROME

Ayush Kumar Ganguli'?, Prashant S. Adole?,

lInstitute of Biochemistry, Life Sciences Center, Vilnius University, Lithu-
ania’Department of Medical Biochemistry, JIPMER, India

ayush.ganguli@bti.stud.vu.lt

Introduction: ACSis aform of coronary heart disease, which causes one-third of total mortality for people
over 35 years. It is caused by decreased blood flow to a portion of the heart muscle that often occurs after
plaque rupture and thrombus formation, leading to ischemia and infarction of that part of the heart. Cofilins
are the protein involved in the actin dynamics by severing and dissociating actin monomers from filaments
toincrease actin filament turnover.

Purpose: 1. To measure and compare serum cofilin 1 and cofilin 2 levels between patients with acute
coronary syndrome and healthy participants. 2. To determine TIMI (Thrombolysis for Myocardial Infarction)
and GRACE (Global Registry of Acute Coronary Events) risk scores in patients with acute coronary syndrome.
3. To study the associations between the serum cofilin 1 and cofilin 2 levels, clinical and biochemical param-
etersand risk scores in patients with acute coronary syndrome.

Methods: Forty-five patients with ACS as cases and forty-five healthy controls were enrolled in the
study.Physical details and personal and family histories were recorded from all study participants. The blood
sampleswere collected to analyse routine biochemistry investigations by random access analysers and se-
rum CFL1, CFL2 and heart-type fatty acid-binding protein (HFABP) levels by enzyme-linked immunosorbent
assay.

Analysis: Cases had low serum CFL11{0.574 (0.46-0.73)} Vs {0.577 (0.41- 0.88)} ng/mL, P = 0.939) which
was not statistically significant. However, serum CFL2 {2.93 (1.95-3.32} Vs 4.35 (3.4-6.61)} pg /mL, P = < 0.001)
levels were significantly low in cases compared to controls. A positive correlation of serum CFL2 levels was
observed with history of DM, BMI, and serum HDL-C levels and a negative correlation with weight, height,
systolic and diastolic blood pressure, pulse rate, serum CK-Total, CK-MB, troponin-T, total cholesterol, tri-
glycerides and LDL-C levels. TIMl and GRACE risk scores for ACS patients showed a positive correlation with

serum troponin-T levels and H-FABP levels in cases.
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Figure 1. Reciever operating curves of serum cofilin (pg/mL) and HFABP (ng/mL) for prediction of ACS.

Conclusion: Serum CFL1and CFL2 levels were not significant enough to be used for the diagnosis
and prognosis in patients with ACS. can be tried for a more specific method and approach.

[1] Deora, S., Kumar, T.,, Ramalingam, R., & Manjunath, C. N. (2016). Demographic and angiographic profile in premature cases of acute
coronary syndrome: analysis of 820 young patients from South India. Cardiovascular diagnosis and therapy, 6(3),193.

[2] Xu, S., Jiang, J., Zhang, Y., Chen, T., Zhu, M., Fang, C., & Mi, Y. (2019). Discovery of potential plasma protein biomarkers for acute
myocardial infarction via proteomics. Journal of thoracic disease, 7119), 3962.
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