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THE PROGRAM OF THE WORKSHOP

Monday, 7 April 2014

8.30-9.00 REGISTRATION
9.00-9.15 OPENING CEREMONY

Session A: Immunology

Chairpersons:
Prof. Reneta Toshkova, MD, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assoc. Prof. Andrey Tchorbanov, MSc, PhD
Institute of Microbiology, Bulgarian Academy of Sciences

Secretary: Lora Dyakova, MSc
Institute of Neurobiology, Bulgarian Academy of Sciences

9.15-9.30
AQO1. GENERATION OF GENE-ENGINEERED CHIMERIC DNA MOLECULES FOR
SPECIFIC THERAPY OF AUTOIMMUNE DISEASES
Vera Gesheva, Zsuzsanna Szekeres, Nikolina Mihaylova, Iliyana Dimitrova,
Anna Erdei, Jozsef Prechl and Andrey Tchorbanov

9.30-9.45
AQO2. SUPPRESSION OF DSDNA-SPECIFIC B LYMPHOCYTES REDUCES DISEASE
SYMPTOMS IN SCID MODEL OF MOUSE LUPUS
Ivaylo Balabanov, Vera Gesheva, Nikola Kerekov, Kalina Nikolova, Nikolina Mihaylova, Todor
Todorov, Maria Nikolova and Andrey Tchorbanov

9.45-10.00
AO3. FUNCTIONAL ELIMINATION OF AUTOREACTIVE T CELLS BY ANTIBODY
THERAPY IN HUMANIZED SCID MODEL OF SYSTEMIC LUPUS
ERYTHEMATOSUS
Petroslav Chipinski, Nikolina Mihaylova, Silvyia Bradyanova, Stela Chausheva, Ekaterina
Todorova, Dobroslav Kyurkchiev, Fulvio D’ Acquisto, Andrey Tchorbanov




10.00 - 10.15
AO4. FUNCTIONAL ELIMINATION OF AUTOREACTIVE T CELLS BY ANTIBODY
THERAPY IN MRL/LPR MURINE MODEL OF SYSTEMIC LUPUS
ERYTHEMATOSUS
Silviya Bradyanova, Nikolina Mihaylova, Stela Chausheva, Ekaterina Todorova,
Dobroslav Kyurkchiev, Fulvio D’ Acquisto, Andrey Tchorbanov

10.15-10.30
AOS. EIM'EHETUKA ITPU ABTOUMYHHUTE 3ABOJISIBAHUSA
Mapus MnajeHoBa

10.30 — 10.50 Coffee Break

10.50 — 11.05
AO6. BUILT-IN ADJUVANTICITY OF GENETICALLY AND PROTEIN ENGINEERED
CHIMERIC MOLECULES FOR TARGETING OF INFLUENZA A PEPTIDE
EPITOPES
Desislava P. Hlebarska, Nikola S. Kerekov, Iva I. Ivanova, Nikolina M. Mihaylova, Maria
Nikolova, Jozsef Prechl and Andrey I. Tchorbanov

11.05-11.20
AO7. INDUCTION OF IMMUNE RESPONSE TO A DNA VACCINE AGAINST HIV-1
IN A HUMANIZED MICE MODEL
Iliyvan Manoylov, Maha Ghassan Moussa, Yahia Chebloune

11.20-11.35
AO8. MOHOKJIOHAJIHUTE AHTUTEJIA - IIPOU3BOACTBO
INPEAU3BUKATEJICTBA IIPE/]Il CbBBPEMEHHATA MEJAUIIUHA
Kpucrtusna Jlo6pukona, [lets ['enoBa-Kany, Jlanuena [lenueBa

11.35-11.50
A09.3A BAI'CTBOTO HA TYMOPUTE OT UMYHHUSA OTIOBOP
Panoctuna AnekcanapoBa

11.50-12.10
Poster Session

AP1. MOHOKJIOHAJIHU AHTUTEJIA B IUATHOCTUKATA U TEPAIIUSITA HA
PAKOBUTE 3ABOJISIBAHUS — YCIIEXUW U ITIPEJIU3BUKATEJICTBA
Panoctuna Anexcannposa, Hukona Cumeonos, Maitino Jlankos, Cumona CniacoBa, ['eopru
Cemogcku, [llenon Yaksp, Metnn Maszranmxu

AP2. HAKPATKO 3A TYMOPHUTE AHTUT'EHU U TYMOPHUTE MAPKEPHU
Panoctuna Anekcannposa, MBaiino Jlankos, Cumona Cnacosa, ['eopru CemoBcku, [lleHon
Yakbp, Hukona Cumeonos, Metun Mazrampku



AP3. MIPUJIOXEHHUE HA 3D IPUHTEPUTE B BUOJIOTUATA U MEJAULIUHATA
I'eopru CemoBcku, [lnamena lumosa, EMun Yukos

12.10-12.30
Session: FIRST STEPS

Chairperson:

Assoc. Prof. Radostina Alexandrova, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Session B.

Chairpersons:
Assoc. Prof. Radostina Alexandrova, MSc, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assist. Prof. Delka Salkova, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

Secretary: Metin Mazgaldzhi
Faculty of Medicine, Medical University-Sofia

13.30 - 13.45
BO1. TESTICULAR SERTOLI CELL FUNCTIONS. DIFFERENCES IN THE MODE OF
PHAGOCYTOSIS OF BACTERIA BETWEEN MACROPHAGES AND SERTOLI
CELLS
Elina Avramska, Soren Hayrabedyan

13.45-14.00
BO2. U3CJIEABAHE POJISATA HA AHTUOKCUJAHTHU U BUOJIOTUYHO
AKTUBHU CYBCTAHIIUU (BAB) BbPXY CHEPMATO30U/U OT BULIU CJIE[
KPUOKOHCEPBALIUA
Wpuna Kupunona, Jlennna Jlackanona, [lecucnasa I'pagunapcka, Kupun Jlazos, Mapust
NBanoBa-Kuuesa




14.00 — 14.15
BO3. OIEHKA HA JIEUCTBHUETO HA SPIRULINA PLATENSIS BbPXY
PEITPOAYKHUSTA HA CEJICKOCTOITAHCKH ) KUBOTHHA
HecucnaBa AbamKkreBa

14.15-14.30
BO4. EXPERIMENTAL MODEL FOR STREPTOZOTOCIN-INDUCED DIABETES
MELLITUS NEONATALLY OR IN ADULTHOOD - COMPARATIVE STUDY ON
MALE REPRODUCTION IN CONDITION OF HYPERGLYCAEMIA
Lakova E, Popovska S, Gencheva I, Donchev M, Krasteva G, Pavlova E, Dimova D,
Atanassova N

14.30 — 14.50 Coffee Break

14.50 — 15.05
BO5. METHOD FOR DETERMINATION OF ESTROUS CYCLE IN RODENTS AND
ITS APPLICATION FOR INVESTIGATION OF UTERINE ACTIVITY
S. Vylcheva, T. Georgiev, P. Hadzhibozheva, A. Atanasov, S. Yotov, A. Tolekova

15.05-15.20
B0O6. COMPLEMENTARY MEDICINE IN GENERAL PRACTICE AND THE FAMILY
DOCTORS, LITERATURE REVIEW
Staykova-Pirovska Y.

15.20 - 15.35
BO7. TOLL-LIKE PEHEIITOPU U JTUABET
Bans MnanenoBa

15.35-15.50
BO8. COMPARATIVE STUDY ON TWO DIFFERENT NUTRITIONAL MODELS FOR
CREATING INSULIN RESISTANCE
Georgi Bogdanov, Nadka Boyadjieva

15.50-16.05
BOY. JEYEHUE HA TPYJIHO3APACTBAIIIU PAHU
Metun Amun Masrampku, Brnagucnas CtostHos, [paromup lapnanos

16.05 -16.20
B0O10. OSTEOBLAST BEHAVIOR ON NANODIAMOND-MODIFIED THIN POLYMER
FILMS
A. Ganeva, M. Keremidarska, E. Radeva, K. Elersic and N. Krasteva

16.20 - 16.35
BO11. ADHESION AND MORPHOLOGY OF MESENCHYMAL STEM CELLS
CULTURED ON MODIFIED SILOXANE-BASED BIOMATERIALS
M. Keremidarska, A. Ganeva, E. Radeva, K. Elersic and N. Krasteva




16.35-16.50
BO12. POSSIBILITIES FOR APPLICATION OF ORAL MUCOSA EPITHELIUM IN
LIMBAL STEM CELL DEFICIENCY
L. Valkova, I. Sainova, V. Pavlova, A. Georgieva, B. Alexieva, E. Nikolova

16.50 - 17.05
BO13. EFFECT OF GROWTH REGULATORS ON SOME PHYSIOLOGICAL
CHARACTERISTICS OF IN VITRO PROPAGATED ACHILLEA THRACICA VELEN
Mariva Rogova, Nia Petrova

Tuesday, 8 April 2014

9.00-9.15
BO14. EXPERIMENTAL TUMOR MODELS DISPLAY DIFFERENT SUSCEPTIBILITY
TO C-PHYCOCYANIN
Liliana Gigova, Sonia Apostolova, Liliya Yossifova, Ani Georgieva, Reneta Toshkova, Natalia
Ivanova, Kaledona Minkova

9.15-9.30
BO15. BREAST CANCER
Nikola Simeonov

9.30-9.45
BO16. PROXIMITY EXTENSION ASSAYS (PEA)
Pavel Mitrenga, Gergana Taleva

BP1. ROLE OF GALECTINS AND CELL-SURFACE CARBOHYDRATES IN TUMOR
CELL DISSEMINATION AND METASTASES
J. Stoyloff, S. Ivanov

BP2. FEW WORDS ABOUT MATRIX METALLOPROTEINASES AND THEIR TISSUE
INHIBITORS
Radostina Alexandrova, Simona Spasova



Session C: Pharmacology and Toxicology

Chairpersons:
Assoc. Prof. Julia Radenkova-Saeva, MD, PhD
Toxicology Clinic, UMHATEM "N. I. Pirogov"

Stefka Valcheva-Kuzmanova, MD, PhD
Faculty of Medicine, Medical University - Varna

Secretary: Abdulkadir Mahdi Abudalleh, MSc
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

9.45-10.15
COl1. FATAL SUICIDAL POISONING DUE TO BORAX INGESTION — A CASE
REPORT
Julia Radenkova - Saeva

10.15-10.30
CO02. EFFECTS OF CHLOROGENIC ACID ON EXPLORATORY BEHAVIOR AND
LOCOMOTOR ACTIVITY IN RATS
S. Valcheva-Kuzmanova, A. Georgieva, S. Belcheva, R. Tashev

10.30 - 10.45
CO3. ANXIOLYTIC-LIKE EFFECT OF CHLOROGENIC ACID ADMINISTERED
SUBCHRONICALLY TO RATS
S. Valcheva-Kuzmanova, A. Georgieva, S. Belcheva, R. Tashev

10.45 — 11.05 Coffee Break

11.05-11.20
CO4. CYTOTOXICYTY STUDIES AND FLUORESCENT IMMUNOLOCALISATION
OF FUMONISIN B: ON DEC 99 CELL LINE
Katerina Todorova, Rositsa Milcheva, Simona Lazarova, Petar Dimitrov, Russy Russev, Rumen
Dimitrov, Ani Georgieva and Ivan Ivanov

11.20-11.35
COA5. IN VITRO CYTOTOXICITY OF SILVER-MODIfiED NATURAL
CLINOPTILOLITE
Z. Ivanova, B. Shivachev, L. Dimova, E. Shikova



11.35-11.50
C0O6. XANTHATES (DITHIOCARBONATES): HEAVY METALS CHELATION
PROPERTIES AND BIOLOGICAL EFFECTS
Tzveta Stoyanova, Viliana Todorova, Stanislav Yanev

11.50-12.05
CO7. IN VITRO ANALYSES OF ALVEOLAR SURFACTANT IN CLINICAL SAMPLES
IN NORM AND PATHOLOGY
Maya Bangyozova, Albena Jordanova, Asya Tsanova, Y. Yamakova, Zdravko Lalchev

12.05-12.20
CO8. ANTIOXIDANT ACTIVITY IN BODY FLUIDS OF ATHLETES
Yasin Eroglu, Lubomir Petrov, Albena Alexandrova, Onder Daglioglu

12.20 - 12.35
CO09. RARE DISEASES AND ORPHAN DRUGS
Sava Todorov, Vera Kolyovska

12.35-12.50
CO10. MULTIDRUG RESISTANCE CELL LINES AS EXPERIMENTAL MODELS IN
BIOMEDICAL RESEARCHES
Tanya Zhivkova, Lora Dyakova, Pavel Mitrenga and Radostina Alexandrova, Dana-Cristina
Culita, Daniela Marinescu, Luminita Patron

12:50- 13:05
CO11. GLIOBLASTOMA MULTIFORME - B TBbPCEHE HA HOBU IIOJIXO/IA 3A
JEYEHHUE

Lora Dyakova, Tanya Zhivkova, Radostina Alexandrova, Dana-Cristina Culita, Gabriela
Marinescu, Luminita Patron

CP1. P-GLYCOPROTEIN AND MULTIDRUG RESISTANCE
Radostina Alexandrova, Ivaylo Dankov, Metin Mazgaldzhi

13.05-13.30
Session: FIRST STEPS

Chairperson:
Assoc. Prof. Radostina Alexandrova, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian

Academy of Sciences
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Session D: Microbiology and Virology

Chairpersons:

Prof. Elena Nikolova, MSc, PhD, DSc

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assoc. Prof. Evelina Shikova-Lekova, MD, PhD
National Centre of Infectious and Parasitic Diseases, Sofia

Secretary: Tanya Zhivkova, MSc
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

14.00 — 14.30
DO1. MODELS OF HUMAN PAPILLOMAVIRUS-ASSOCIATED DISEASES
Evelina Shikova - Lekova

14.30 — 14.45
DO2. EFFECT OF COMBINED ADMINISTRATION OF PROTEASE INHIBITOR AND
POLYPHENOLIC COMPLEX ON FUNCTIONS OF ALVEOLAR MACROPHAGES IN
MICE, INFECTED WITH MINFLUENZA A VIRUS
S. Apostolova, L. Yossifova, E. Gardeva, R. Toshkova, J. Serkedjieva

14.45-15.00
DO3. DETECTION OF THE ERYTHROVIRUS B19 (EVB19) DNA IN STANDARD AND
ALTERNATIVE DIAGNOSTIC SPECIMENS (SERUM SAMPLES AND DRIED BLOOD
SPOTS, DBS)
St. Ivanova, A. Toshev, Z. Mihneva

15.00 — 15.20 Coffee Break

15.20 -15.50
DO4. AVIAN RETROVIRUSES AND CANCER

Ani Georgieva, Anton Kril, Ivan Ivanov, Peter Hristov, Georgi Radoslavov

15.50 - 16.05
DOS5. EFFECTS OF GROWTH TEMPERATURE ON THE MORPHOLOGY AND
MOTILITY OF ESCHERICHIA COLI O157:H-
D. Borisova, V. Jordanova, Ts. Paunova-Krasteva

11



16.05 —-16.20
DO6. NEW STRATEGIES AND VACCINES FOR BORDETELLA PERTUSSIS
PROTECTION
Mihail Mihailov, Tim Vladimirov, Nikolina Koleva, Elena Dragusheva

16.20 — 16.35
DO7. SIALIC ACID METABOLISM IN BACTERIA AND ITS RELATION TO
PATHOGENICITY
Stefan Engibarov, Ignat Abrashev

16.35-16.50
DOS. BACTERIAL SIALIDASES — FEATURES, BIOLOGICAL ROLES AND
PRACTICAL APPLICATIONS
Rumyana Eneva, Ignat Abrashev

16.50 —17.30 Poster Session

DP1. YHOBEHIIKHA IMTOJIMOMHMU BUPYCHU IIPU BBbBPEYHA TPAHCIIJIAHTALIUA
I'eopru Tomies

DP2. BAKTEPUO®ATH — MTPUJIOKEHUE B CbBPEMEHHATA
MEJIMLIMHA

lNanuna Jlumutposa

DP3. HOJIEBHUTE BAKTEPUHA

Hesana Kekosa, Tuna I'eopruera
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Wednesday, 9 April 2014

Session E: Parasitology

Chairpersons:
Prof. Margarita Gabrashanska, DVM, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assoc. Prof. Svetlozara Petkova, MSc, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Secretary: Pavel Mitrenga, MSc

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Institute of
Neurobiology, Bulgarian Academy of Sciences

9.00-9.30
EO1. THE ROLE OF THE PARASITE VARROA DESTRUCTOR AS VECTOR OF
VIRUSES ON HONEY BEE APIS MELLIFERA
Delka Salkova

9.30-9.45
EO2. TRACE ELEMENTS IN BROILER CHICKENS INFECTED WITH ASCARIDIA
GALLI AND TREATED WITH ZINC COMPOUNDS
M. Anissimova, M. Gabrashanska, St. Tepavitcharova, V. Ermakov

9.45-10.00
EO3. FASCIOLOSIS AND CARCINOGENESIS
N. T. Tsocheva-Gaytandzhieva, D. Salkova

10.00 — 10.15
EO4. OPISTHORCHOSIS, CLONORCHOSIS AND TUMOR GROWTH
N. T. Tsocheva-Gaytandzhieva, D. Salkova

10.15-10.30
EOS5. IN VITRO METHOD FOR SOME SPECIES EIMERIA IN RABBITS
I. Vladov, M. Gabrashanska, M. Anisimova, D. Salkova

10.30 - 10.45
EO6. PARASITES ESCAPE THE HOST IMMUNE RESPONSE

Radostina Alexandrova

13



10.45 — 11.05 Coffee Break

11.05 — 11.30 Poster Session

EP1. KYYEHIKA TEHUSA
[enon Yaxsp, Apaut Kacu

EP2. TAENIA SAGINATA et TAENIA SOLIUM
JInnus LBetkamka, Karepuna IlerkoBa

EP3. PUBHA TEHUSA U OITUCTOPXUJIN
CaerocnaB CnaBueB, Hukomait Crracos

EP4. BALANTIDIUM COLI
EBrenus Pucroscka, Crednust MoBuHcka

EPS. SOMETHING MORE ABOUT BALANTIDIUM COLI
Hannena [{BerkoBa, Teonopa Mopnanosa, Jluna AGyxamyc

EP6. TRICHOMONAS VAGINALIS
Cumona CnacoBa, Kpuctuna I'enkoBa

EP7. TRICHOMONAS VAGINALIS
CranuciaBa bnaroesa, /lanuena MBanosa

EP8. TOXOPLASMA GONDII
Jluna AGyxamyc, Teonopa Mopnanosa, [lanuena L{erkoBa, Mapust Kpbsctea

EP9. TRICHINELLA SPIRALIS
Buxrop CroiikoB, Moanna Manamycu, Kamenust JIazaposa

11.30-12.30
Session: FIRST STEPS

Chairperson:
Assoc. Prof. Radostina Alexandrova, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian

Academy of Sciences

OUPO3A U HEYCETHUAT NPEXO/J KBbM TO3U II'BT BE3 U3XO0/{
Upena Muxaitnosa

PYCAJIKUTE: MUT, PEAJTHOCT, KOHCIIMPALIUS
boiika Aunonosa-JInnosa
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Session F: Neurobiology

Chairpersons:
Prof. Reni Kalfin, MSc, PhD
Institute of Neurobiology, Bulgarian Academy of Sciences

Assoc. Prof. Lyubka Tancheva, MS¢, PhD
Institute of Neurobiology, Bulgarian Academy of Sciences

Secretary: Desislav Dinev
Faculty of Biology, Sofia University “St. Kliment Ohridski”

13.30-13.45
FO1. INVESTIGATION OF ACTIVITY OF SOME GALANTAMINE PEPTIDES
Radoslav Klisurov, Dobrina Tsvetkova, Danka Obreshkova

13.45 - 14.00
FO2. EXPERIMENTAL RESEARCH ON PHARMACOLOGICAL AND
TOXICOLOGICAL EFFECTS OF NEWLY SYNTHESIZED NEUROPEPTIDES WITH
SHORT CHAINS
Stoeva S. L.Tancheva, A. Georgieva,T. Pajpanova, R.Kalfin

14.00 — 14.15
FO3. REVIEW OF PHARMACOLOGICAL ACTIVITY OF ELLAGIC ACID WITH
FOCUS ON CENTRAL NEVOUS SYSTEM AND ANTIVIRAL EFECTS
Simona A. Aleksandrova, Lyubka P. Tancheva

14.15 — 14.35 Coffee Break

14.35 - 14.50
FO4. THE KETOGENIC DIET IN EPILEPSY-NEUROPHARMACOLOGY AND
ANIMAL MODELS
E.Haritov, E. Angeleska, N. Boyadjieva

FP1. ANIMAL MODELS OF EPILEPSY AND IMPLICATIONS FOR DISEASE-
MODIFYING EFFECT OF LEVETIRACETAM IN KAINAT MODEL OF EPILEPSY IN
ADULT RATS
E. Haritov, E. Angeleska, N. Boyadjieva

FP2. COMPARATIVE STUDY ON NEONATAL EFFECTS OF LEVETIRACETAM,
VALPROIC ACID AND DIAZEPAM ON BEHAVIORAL CHANGES AND BRAIN
CYTOKINES IN NEONATAL KAINAT MODEL OF EPILEPSY
E. Haritov, E. Angeleska, N. Boyadjieva
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15.15-15.30
FO5. INNOVATIVE METHODS IN NEUROBIOLOGY RESEARCH:
CONNECTOMICS, BRAINBOW, OPTOGENETICS
S. Dimitrova, K. Dankov, M. Dimitrova, V. Goltsev

1530 -15.45
FO6. ALZHEIMER’S DISEASE — TREATMENT RESEARCH TRENDS
Stela Dragomanova, Marieta Georgieva, Simona Aleksandrova

15.45-16.00
FO7. 1A U3IrOPULl B COBCTBEHUS CHU OI'BH - BURN OUT SYNDROME
Cumona Crnacosa, Kpuctuna I'enkoBa u Maptus I'puropos

16.00 — 16.15 Poster Session

FP3. BOJIECT HA AJIIIXAHUMEP
Heaiino JanannoB JankoB

FP4. SPINA BIFIDA
Hanexna Nopnanosa, Jlroqmuna CroeBa

16.15 — 16.30 Closing Remarks
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Session A. Immunology

Chairpersons:
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AO1. GENERATION OF GENE-ENGINEERED CHIMERIC DNA
MOLECULES FOR SPECIFIC THERAPY OF AUTOIMMUNE DISEASES

Vera Gesheva!, Zsuzsanna Szekeres?, Nikolina Mihaylova!, Iliyana Dimitrova!,
Anna Erdei’?, Jozsef Prechl’ and Andrey Tchorbanov'*

YInstitute of Microbiology, Bulgarian Academy of Sciences, 1113 Sofia, Bulgaria
2Immunology Research Group, Hungarian Academy of Sciences, at "Department of Immunology, Eétvos
Lorand University, Budapest, Hungary
e-mail: veragesheva@gmail.com

Abstract

Systemic lupus erythemathosus (SLE) is an autoimmune disease characterized by B cell
hyperactivity. Delivering of a self-epitopes to the auto-reactive B cells involved in the pathological
immune response has a negative effect on their activation. The specific elimination of dsDNA -
recognizing B cells is a reasonable approach for effective therapy of SLE.

We have previously constructed a protein chimeric molecule by conjugation of DNA-mimotope
peptides to a monoclonal anti-mouse CD32 (FcrRIIb) antibody. Using this protein-engineered
molecule for therapy of lupus-prone MRL/lpr mice we suppressed selectively autoreactive B-
lymphocytes by cross-linking B cell surface immunoglobulins with the inhibitory IgG FcrRIIb
receptors (citat EJI). In the present study we have created a chimeric gene-engineered DNA
molecule, encoding a single-chain variable fragment (scFv) from a monoclonal antibody against
FcyRIIb, coupled to dsDNA-like peptide as a B-epitope. Such a DNA construct inserted in the
expression vector pNut was used as a naked DNA vaccine in a mouse model of lupus. The DNA
construct is able to be expressed in eukaryotic cells and to cross-link cell surface receptors on DNA-
specific B cells, delivering an inhibitory intracellular signal.

Groups of lupus-prone MRL/Ipr mice were injected intramuscularly with plasmid DNA encoding the
chimeric molecule. The administration of the recombinant DNA molecule prevented the increase of
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IgG anti-DNA antibodies while in the control group they kept high levels. This result correlated with
a low degree of proteinuria and preserved kidney histology in the chimera treated animals.
Keywords: Autoimmune therapy; Gene-engineered antibodies; Lupus;

AO2. SUPPRESSION OF DSDNA-SPECIFIC B LYMPHOCYTES
REDUCES DISEASE SYMPTOMS IN SCID MODEL OF MOUSE LUPUS

Ivaylo Balabanov!, Vera Gesheva!, Nikola Kerekov', Kalina Nikolova', Nikolina Mihaylova',
Todor Todorov?, Maria Nikolova® and Andrey Tchorbanov*!

'Department of Immunology, Institute of Microbiology, Bulgarian Academy of Sciences,
Sofia 1113, Bulgaria
?Department of Pathology, Sofia Medical School, Sofia 1000, Bulgaria
*National Reference Laboratory of Immunology, National Center of Infectious and Parasitic Diseases,
Sofia 1000, Bulgaria

E-mail: tchorban@microbio.bas.bg

Abstract

Self-specific B cells play a main role in the pathogenesis of lupus. This autoimmune
disease is characterized by the generation of autoantibodies against self-antigens and the
elimination of B and T cells involved in the pathological immune response is a logical approach
for effective therapy. We have previously constructed a chimeric molecule by coupling a DNA-
mimotope peptides to an anti-CD32 antibody. Using this protein molecule for treatment of lupus-
prone MRL/Ipr mice we suppressed selectively the autoreactive B-lymphocytes by cross-linking
B cell receptors with the inhibitory FcyRIIb receptors. This approach was limited by the
development of anti-chimeric antibodies in MRL mice. In order to avoid this problem, we
established a murine SCID lupus model, allowing a long-term chimera therapy. Elimination of
the double-stranded DNA-specific B cells by chimera therapy in MRL-transferred
immunodeficient mice resulted in inhibition of T cell proliferation and prevented the appearance
of IgG anti-DNA antibodies and of proteinuria.
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AQO3. FUNCTIONAL ELIMINATION OF AUTOREACTIVE T CELLS BY
ANTIBODY THERAPY IN HUMANIZED SCID MODEL OF SYSTEMIC
LUPUS ERYTHEMATOSUS

Petroslav Chipinski!, Nikolina Mihaylova', Silvyia Bradyanova!, Stela Chausheva', Ekaterina
Todorova?, Dobroslav Kyurkchiev?, Fulvio D’ Acquisto®, Andrey Tchorbanov!

1 Department of Immunology, Institute of Microbiology, Bulgarian Academy of Sciences, Sofia
2 Laboratory of Clinical Immunology, University Hospital "St. lvan Rilski ", Sofia
3 Centre for Biochemical Pharmacology, William Harvey Research Institute, London
E-mail: Petroslav.Chipinski@abv.bg

Abstract

Systemic lupus erythematosus (SLE) is systemic autoimmune disease, characterized by the
generation of autoantibodies specific for native (ds)DNA and nucleic acid—protein complexes, the
formation of immune depositions, and inflammation in different organs and tissues. Current
therapies are based mainly on immunosuppressive drugs such as corticosteroids and
cyclophosphamide and are non-specific as well as coupled to side effects. A cure for the disease
is not available so far and currently it is only possible to delay the development of lupus
manifestations.

Annexin Al (ANXAL) (37 kDa), known also as lipocortin 1, presumably acts as a second
messenger of glucocorticoid pharmacological effects. Analysis of ANXAT1 expression in T cells
from patients suffering from rheumatoid arthritis showed higher levels of this protein compared
to healthy control volunteers, providing clinical relevance to the role that ANXA1 might play in
autoimmune diseases.

We hypothesized that it may be possible to down-regulate the activity of autoreactive T cells
from SCID mice humanized with PBMC from lupus patients by treating them with a neutralizing
monoclonal antibody against the ANXAT.

Therefore, in vitro and in vivo analyses of anti-ANXA1 antibody’s effect were carried out.
Data proven that both T and B cells express the protein. Furthermore, we observed reduction in
the expression of the activation markers CD25 and CD69 on T lymphocytes incubated with the
anti-ANXA1 antibody. Proteinuria levels of animals treated with the antibody showed lowered
values during the middle of the course of treatment compared to controls treated with PBS only.

We hypothesized that annexin Al plays a role in T cell activation and that blocking its activity
by specific antibody could be used to reduce the number of autoreactive T cells, hence the
manifestations of SLE in humanized SCID mice and eventually other autoimmune diseases that
are related to T cells hyperactivity.

References:
1. D'Acquisto, F., A. Merghani, E. Lecona, G. Rosignoli, K. Raza, C.D. Buckley, R.J.
Flower, M. Perretti. Annexin-1 modulates T-cell activation and differentiation. Blood,
2007, 109(3), 1095-102.
2. Perretti, M., F. D’Acquisto. Annexin Al and glucocorticoids as effectors of the resolution
of inflammation. Nat. Rev. Immunol.. 2009, 9(1), 62-70. doi: 10.1038/nri2470.
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AO4. FUNCTIONAL ELIMINATION OF AUTOREACTIVE T CELLS BY
ANTIBODY THERAPY IN MRL/LPR MURINE MODEL OF SYSTEMIC
LUPUS ERYTHEMATOSUS

Silviya Bradyanova', Nikolina Mihaylova', Stela Chausheva', Ekaterina Todorova?, Dobroslav
Kyurkchiev?, Fulvio D’ Acquisto®, Andrey Tchorbanov!

4 Department of Immunology, Institute of Microbiology, Bulgarian Academy of Sciences, Sofia
*> Laboratory of Clinical Immunology, University Hospital "St. lvan Rilski ", Sofia
6 Centre for Biochemical Pharmacology, William Harvey Research Institute, London

Abstract

Systemic lupus erythematosus (SLE) is the prototype systemic autoimmune disease,
characterized by the generation of autoantibodies specific for native (ds)DNA and nucleic acid —
protein complexes, the formation of immune depositions and inflammation in different organs
and tissues. Annexin Al (AnxAl) (37 kDa), was originally identified as a phospholipase A2
(PLA2)-inhibitory protein and second messenger of glucocorticoid pharmacological effects.

Analysis of AnxAl expression in T cells from patients suffering from rheumatoid
arthritis showed higher levels of this protein compared to healthy control volunteers, providing
clinical relevance to the role that AnxA1 might play in autoimmune diseases.

We hypothesize that it may be possible to down-regulate the activity of autoreactive T
and B cells from lupus-prone mice by treating them with a neutralizing monoclonal antibody
against the AnxAl.

The immunomodulatory activity of the therapeutic antibodies was tested in vivo and in
vitro at MRL/Ipr model of lupus. The results show that the AnxA1 is expressed by both the B and
T cells of the autoimmune mice. We have found a dose-dependent decrease in the expression of
the activation markers CD25 and CD69 on splenocytes from MRL/lpr mice incubated in the
presence of anti-AnxAl antibody. The generated anti- Annexin Al antibody has better
therapeutic effect in the initial manifestations of the development of a lupus-like syndrome and
retains significantly the levels of anti-dsDNA antibodies, secretion of IL10 and prevents the
appearance of skin lesions in the lupus mice.

AOS. ENMI'EHETUKA ITPU ABTOUMYHHUTE 3ABOJISIBAHUSA
Mapus Mitanenosa

Meouyuncku paxyrimem, CV ,, Ce. Knumenm Oxpuocku”™
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AQO6. BUILT-IN ADJUVANTICITY OF GENETICALLY AND PROTEIN
ENGINEERED CHIMERIC MOLECULES FOR TARGETING OF
INFLUENZA A PEPTIDE EPITOPES

Desislava P. Hlebarska!, Nikola S. Kerekov', Iva I. Ivanova', Nikolina M. Mihaylova', Maria
Nikolova?, Jozsef Prechl® and Andrey I. Tchorbanov'

! Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of Sciences,
1113 Sofia, Bulgaria
2 National Reference Laboratory of Immunology, National Center of Infectious and Parasitic Diseases,
Sofia, Bulgaria
® Immunology Research Group, Hungarian Academy of Sciences, Budapest, Hungary

E-mail: d.hlebarska@gmail.com

Abstract

Highly purified, subunit, or synthetic viral antigens are known to be weakly immunogenic and
potentate only the antibody, rather than cell-mediated immune responses. An alternative approach
for inducing protective immunity with small viral peptides would be the direct targeting of viral
epitopes to the immunocompetent cells by DNA vaccines encoding antibody fragments specific
to activating cell surface co-receptor molecules.

Here, we are exploring as a new genetic vaccine, a DNA chimeric molecule encoding a T- and B-
cell epitope-containing influenza A virus hemagglutinin peptide joined to sequences encoding an
scFv antibody fragment specific for the costimulatory B cell complement receptors 1 and 2. This
recombinant DNA molecule was inserted into eukaryotic expression vector and used as a naked
DNA vaccine in WT and CR1/2 KO mice.

The intramuscular administration of the DNA construct resulted in the in vivo expression of an
immunogenic chimeric protein, which cross-links cell surface receptors on influenza-specific B
cells. The DNA vaccination was followed by prime-boosting with the protein-engineered replica
of the DNA construct, thus delivering an activation intracellular  signal.
Immunization with an expression vector containing the described construct and boosting with the
protein chimera induced a strong anti-influenza cytotoxic response, modulation of cytokine
profile and a weak antibody response in Balb/c mice. The same immunization scheme did not
result in generation of influenza-specific response in mice lacking the target receptor, underlining
the molecular adjuvant effect of receptor targeting.
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AO7. INDUCTION OF IMMUNE RESPONSE TO A DNA VACCINE
AGAINST HIV-1 IN A HUMANIZED MICE MODEL

Iliyan Manoylov!, Maha Ghassan Moussa?, Yahia Chebloune?

!Department of Immunology, Stefan Angeloff Institute of Microbiology, Bulgarian Academy of Sciences,
Acad. G. Bontchev Str., Bl. 26, 1113 Sofia, Bulgaria

2Laboratoire Pathogénese et Vaccination Lentivirales: PAVAL Universite Joseph Fourier, Grenoble 1
E-mail: iliyanmanoylov@gmail.com

Immunodeficiency is that state of the organism in which its immune system can not
protect it from disease causing agents and malignant cells. Acquired Immunodeficiency
Syndrome (AIDS) is the most common immunodeficiency and is caused by infection with the
Human Immunodeficiency Virus, type 1 (HIV-1). The infection leads to decline in the immune
response — mainly caused by T cells depletion. The aim of our study was to test the effect on the
immune response of the DNA vector CAL-SHIV-KU2-INT-.

In our study we designed the chimeric DNA plasmid CAL-SHIV-KU2-INT-, that is not
capable to integrate itself into the cell genome. Next we evaluated the effect of the inoculation of
the plasmid on cell cultures and in humanized mice. In order to do this we followed several
parameters for a period of time — the levels of the CD4+ and CD8+ cells, the levels of IFNy, the
neutralizing activity of the mice serum antibodies.

The DNA vector CAL-SHIV-KU2-INT- is able to generate a measurable immune
response in humanized and immunized mice. For the period of the study the immunization with
the vector showed no negative effect on the studied mice.

The goals of our study were reached. We managed to generate a DNA chimeric plasmid,
named CAL-SHIV-KU2-INT-. The inoculation with the plasmid had the expected effect on cell
cultures. The immunization of humanized mice showed the positive effect of the plasmid on the
activation of the immune system. In the future it would be interesting to see if the vector can
induce the production of memory T and B cells, that are able to proliferate when recognizing the
pathogen. It would, also, be positive to test its ability to protect the organism in a Macaque
model.

AO8. MOHOKJVIOHAJIHUTE AHTUTEJIA - ITPOU3BOJACTBO U
NPEAN3BUKATEJICTBA NIPEJ] CbBPEMEHHATA MEJIUILINHA

Kpuctusna Jlo6pukosa’, Ilets [enosa-Kany?, Jlanuena INenuesa’

YCoqpuiicku Ynusepcumem “Ce. Kn. Oxpuocku”, Buonoeuuecku gpaxynmem
Hayuonanen Llenmop no 3apasuu u Iapasumnu Bonecmu , Omoen ,, Bupyconozus”,
Jlabopamopus ,, Puxemcuu u mvkanunu Kyamypu”
byn buo — HI[3ITB, Jlabopamopus ,, Mn 6umpo ouazHocmuka na MeouyuHcKu npooykmu”

B IIOCICOIHUTEC I'OJUHHU CC Ha6moz[a13a 3aCHUJICH UHTCPEC KbM MOHOKJIOHAJIHUTC aHTUTCIIA. B
KIIMHAUYHATa IIPAaKTHKa TCE3W AHTUTCJIa HaMupaT IMPUITIOKCHHUEC KAaTO TCpallCBTUYHHU AarcHTH.
Hsxonko mgeceTknm MOHOKIOHAJHHM aHTHUTEJIa Ce U3I03BaT KaKTo cpely OHKOJOI'MYHU
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3a00NsIBaHUs, Taka W Cpelly aBTOMMYHHHU 3a0OJsIBAHHS KaTo apTpPHUT, acTMa, PEBMAaTH3bM,
MHOKECTBEHHA CKJIepO3a, MYCKYJE€H €leM M Jp. Bce noBeue MOHOKJIOHQJIHM aHTUTENA Ce
pa3paboTBaT WK ca B pa3iIuyHU (a3u Ha KIMHUYHO U3MUTAHUE.

[Tpe3 2005 r. Te3u TepameBTUYHU CPEACTBA Cca JOHECHHU Medanda Ha CTOMHOCT 55 mupa,
karo mpe3 2010 r cymara yBemumyaBa g0 94 wupa nonapa. I[lpubnusurenno 30 % ot
OMOTEepaneBTUUHUTE CPEACTBA, M3MOJ3BAIIM C€ B MOMEHTa B KIMHUYHHUTE MPOYYBAHUS , CE
3aeMaT OT aHTUTenata. M3mon3BaneTo uM B KIMHUYHATA MEAHWIIMHA CE ABIDKUA Ha COCOOHOCTTA
UM JIa MOJYJIUPAT €CTECTBEHUs X0J1 Ha 0OJIeCTTa upe3 Bb3AeHCTBUE BbPXY KPUTHUHHU MAaTOTC€HHU
MOJIEKYJIU M CHOCOOHOCTTa MM Ja CTUMYJIMpPAT HMMYHO-MEIUUPAHU ePEeKTOPHU (DYyHKIUU.
MOHOKIJIOHAJIHUTE AHTUTENIA CTABaT BBb3MOYKHU KaTO TEPAleBTUYHM CPEJICTBA C Pa3BUTHETO HA
XuOpugOMHATa TeXHOJOrus. ChIIECTBYBAT Pa3IMuYHU aHAIMTUYHU METOMIM 3a XapaKTEepHU3UpaHE
U npeuyucTBaHe Ha aHTuTenara. Cpex TAX HIMPOKO 3aCTBIIEHH ca XpOMATOrpaCKUTe METOAM -
MOJIEKYJTHO-CUTOBA, aQUHUTETHA XpomaTorpadus 1 eneKTpoGpopeTHUHUTE METOIU - TIaBHO SDS
NOJMaKpHIaMHIHA eleKTpodopesa.

MOHOKJIOHATHUTE aHTUTEJa MPEJCTaBIsBAT HOBOBB3HHUKBAI KJAC TEparneBTUYHU
CpeACTBa, pa3paboOTBaIIKd C€ B MOMEHTa OT MHOTO (apmareBTu4Hu Kommanuu. [Ipe3 2010 r. Ha
CBETOBHUS I1a3ap TE3W TEPANeBTHUYHU JIEKapCTBa HOCAT revanda 3a 48 mupa. gomapa. ExxerogHo
ot 2007 t. mpubmusureaHo 40 HOBM MOHOKJIOHAJTHHM aHTUTENA Ca 3allOYHATN KIMHUYHU TECTOBE
[1].

B xnmHu4HaTa mpakTMKa Ce€ W3MOJ3BAaT HAKOJKO JECETKM MOHOKJIOHAJIHM aHTUTENAa B
o0J1acTTa Ha OHKOJIOTHSTA U HAKOM UMYHOQJIEpTUYHU 3a00ssaBanud. Jlpyru aHTuTeNa ca B polec
Ha pa3paboTBaHe. M3M013BaHETO UM B KIIMHUYHATA MEAUIIMHA CE IBKU Ha CIIOCOOHOCTTA UM J1a
MOJIyJIUPAT €CTECTBEHUS X0/ Ha 3a00/ISIBAHETO Upe3 Bb3/IEUCTBUE BbPXY CIELU(DUIHH IATOTCHHU
aHTUreHu [2].

MOoOHOKJIOHATHUTE aHTHUTENa MPECTaBIsBaT TJIMKONPOTEUHU, KOUTO TNPUHAIICKAT KbM
rpymnaTa Ha UMyHornoOyauHuTe. M3BecTHH ca meT kiaca uMmyHornooynunu - 1gG, IgA, IgM, IgE
u IgD. Ot 1ax camo IgG ce cuHTe3Upar 3a TepaneBTUYHU 1IeJIK € TOMOILTAa HA TeHHO UHXEHEPHU
meroau [1]. Monekynnara maca Ha IgG e 150 000 D. Crpykrypara € mpeiactaBeHa OT JIBE
WJCHTUYHHU JIEKU BepUru ¢ MosiekysaHo Teryio 23 000 D u 1Be TeXKu BEpUTH C MOJEKYJIHO Maca
53 000 D. Bcesika oT JIeKWTE BEPUTH € CBBP3aHa C TEKKATa BepUra MOCPEeACTBOM HEKOBAJICHTHU
BPB3KU U C €IUH IUCylIpuaAeH MocT. J[BeTe ABOWKM BEpPHUTH ca CBBP3aHHM €JHA C Jpyra 4pes
TUCYI(UIHA MOCTOBE MEXKIY TEXKKUATE Bepurd. Moekynata Hamogo0sBa OykBara Y.
Yosemkust IgG ce pazaens Ha 4 moAkiaca B 3aBUCMMOCT OT pa3finyusi B Texxkkara Bepura - [gG1,
1gG2, 1gG3, IgG4 [3]. Besika Bepura e usrpajeHa oT CTPYKTYPHU JOMEHHU, KOUTO OINPEEsT
KOHCTAHTHH, BApUaOUIIHU U XUIlepBapuaObUIHU pernoHu [1].

BbB (DyHKIIMOHATHO OTHOIICHUE aHTUTENATA ChIBPKAT JIBa peruona - Fc gpparmMeHT, Koito
Ce ChCTOM OT TEKKHTE BEPUTU U JIECHO KPHCTAIM3Kpa, a APYrusT - Fab ¢parmMeHnT uma aHTureH-
CBBbpP3Ballla AKTUBHOCT U € ChCTaBEH OT JIEKUTE BepUru U N-Kpasi Ha TeKKUTE Bepuru [3].
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B®3 ocHoBa Ha MexaHM3Ma Ha JEHCTBHE CBHIUIECTBYBAT TPU Kjlaca MOHOKJIOHAJIHHU
antutena. I[IbpBUAT KiIac ca JUPEKTHO [EHCTBAIM BBPXY TPUIEIHUS AaHTUTEH. Te3u
MOHOKJIOHAJTHM aHTHUTENa OJOKUPAT WM CTUMYIHpAT CHEHU(PUYHM KICTHhYHU MEeMOpaHHU
MOJIEKYJIM, KaTO 10 TO3W HAUYWH MOTUCKAT TYMOPHHUS PACTEXK UM aKTUBUPAT €(PEKTOPHU KIICTKH.
BropusT ki1ac MOHOKJIOHAJTHHM aHTHTENA ca HUTOTOKCUYHU M MMAaT CIOCOOHOCTTA J1a 00pa3yBar
MMYHOKOHIOTQTH C pa3JIMYHU LUTOTOKCMYHU MOJIEKYJIH BKJIIOUUTEIHO XHUMHOTEPAIICBTHUIIH,
PaZMoON30TONH, HAKOU KJIEThYHH TOKCHUHH, B TOBA YUCIO AU(PTEPUEH TOKCHH, WIN OMOJIOTHYHHU
areHTd Karo uHTepdepoHu. TpeTusT KiIac MOHOKIOHAJIHM AaHTUTENAa MOIYJIHpPAT WMYHHUST
OTrOBOp Ha opranusma [2].

MOHOKJIOHATHUTE AaHTUTeNa HaMUpaT NPUWIOKEHHE KaTo CpPEeACTBO 3a JICUEHUE B
OHKOJIKOTHSTA ¥ TP aBTOMMMYHH 3a0O0JIIBaHUS KaTO MHOKECTBEHA CKJIEp03a, pPEeBMATOHJICH
apTpUT, IOBEHWIEH PEBMATOHICH apTpHT, OosecT Ha KpoH, acTMa, MyCKyJeH eieM U Jerpaaaius
[2].

MOHOKIJIOHAIHUTE aHTHUTENa CTaBaT BB3MOXKHUM KaTO TEparneBTUYHU CPEJICTBAa C
pasBUTHETO Ha XMOpuaoMHaTa TexHojorus oT Keonep m Mummaiin npe3 1975 r. To3u meton
MO3BOJISIBA CH3AABAHETO Ha CHEIU(DUYHM MOHOKJIOHAJIHM aHTHUTENA T.€ aHTHTENa, KOUTO ce
CHUHTE3HMpaT caMoO OT €IWH KJIOH B-mumdouunTtu. /[BamaTta y4eHu AOKa3Bar, 4ye XUOpUAM3AIMSITA
HAa COMAaTHYHU KJIETKH MOXX€ Ja ObJe H3MOJ3BaHa 3a IMOJY4aBaHETO Ha XUOPHUIOOHU KIIETKH,
KOUTO TPOW3BEKJIAT MOHOKJIOHAJIHU aHTHTeNa. Te3u KIETKH ce IMOIy4aBar, KOrato Ce CIesT
MUEJIOMHH KJIETKH M JTUMQOLUTH OT Cle3Ka Ha UMYHHU3HPAHO KUBOTHO. B pe3ynrar Ha ToBa ce
moJiydaBa XWOpPUAOMHA KIJIE€TKa, KOSATO OT B-mumdornura e Hacnmenuna cnocoOHOCTTa 1a
NPOU3BEXKAA aHTUTENa, a OT MHEJIOMHAaTa KJEeTKa - Ja ce Jeld MHOrokpaTHo. Muenomara e
37I0KaueCTBEHHO 3a00JIs1BaHe, IPU KOETO TUM(POLUTHUS KIJIOH 3aro4Ba 0€3KOHTPOJIHO J1a ce JeNn
KaTo CHHTE3Hpa €IMH M ChI] UMYHOTI00yarH. ClIeI0BaTeIHO MO CBOSTA CHUTHOCT, MUEIIOMHHUTE
MMYHOTJIO0YJIMHH MPEICTaBISIBAT MOHOKJIOHAJIHH aHTUTEA.

XubpuaoMHaTa TeXHHKa BKJIIOYBA JBa eTamna. [IbpBUAT eTam mpeacTaBiisiBa JBYKPAaTHO
WH)KEKTHpaHe Ha MUIIKM C aHTUTeH IMpe3 HMHTepBall OT Okojo Mecer. Cien HAKOIKO JHU
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UMYHU3UPAHHUTE )KUBOTHHU ce yOMBAT, KaTo OT ciie3KaTta ce u3onupat tumdonuth. Te ce cMecBat
C MHEJIOMHH KJIETKH, KOUTO ca OWIM KyaTHBHpaHu IN Vitro. J[Bata W3XOIHH KJICTHYHH THUIIA
3aeHO C (hOpMHUpAINTE Ce XMOPUIHHM KICTKH C€ KYJITHBUpPAT Ha CEJIEKTHBHA Cpela, KOSTO
MO3BOJISIBA PA3BUTHETO CaMO Ha XHOPUJAOOHUTE KICTKH. Te ce H3CleIBaT 3a CeKpeuus Ha
JKEIAHOTO AHTUTSIIO Ype3 MUMYHOJOTHMYHH TecToBe. [lomOpaHuTe KIIETKH ce CyOKyInTHBHpAT in
VItro kKaTo ce HM3IOJI3BAT CHEIHATHA METOAM 32 KIOHHpaHE, KOeTO Ja rapaHTHpa, 4e BCSKA OT
KyJATYpUTE ChIbpKa XHOPUIOMHH KJIETKH C MOHOKIOHAIHHM aHTHUTeNda. B To3m craamit
XUOpUIOMHHATE KJIETKM MoraT Ja OBbJaT KpUOKOHCepBHpaHW. BbB BrOopara ¢asza Ha
XUOpHIOMHATA TEXHUKA, Pa3MHOKABAHETO HAa KIOHHPAHU XHOPHUIOMHH KIIETKH MOXE 1a Ce
OCBIIIECTBU Ype3 MOAbPIKAHE HA pacTe)ka Ha KISTKHUTE IN VItro win ype3 pa3sMHOKaBAaHETO UM iN
VIVO BBB (popMa Ha aciuTeH Tymop [4].

3aBIKUTEITHO YCJIOBHE TPH TPOU3BOJCTBOTO HAa BCSAKAa €JHA HOBAa MapTHIA OT
MOHOKJIOHAJIHM aHTHUTeNla € M3CIEABAaHETO MM 3a ChABbPXKAHHE HAa TPHUMECH M aKTHBHOCT.
AHaJIMTUYHO MOHOKJIOHAJIIHMTE aHTHUTENa C€ M3CIeABAaT 3a XeTeporeHHocT upe3 SDS
HOJIMAKPUIIAMHIHA eJIeKTpodopesa. 3a TAXHOTO MPEYUCTBAHE Hal-uecTo ce mpuiara ahpuHUTeHTa
xpomatorpadus. B peaku ciydan e HAIOKUTEITHO Ja Ce M3IMOJI3BAT U APYrH Xpomarorpadcku
METO/IM, Halp. MOJICKYJTHO-CHTOBA XpoMaTorpadusi, HOHHOOOMEHHA | JIp.

MorekyimHO-cuTOBaTa XpoMatorpadus € MeTOJ, HpU KOWUTO OHUOMOIICKYIHTE Ce
pasmensat Ha 0a3ata Ha TexHHs pa3Mep. PasjensHero ce ocHoBaBa Ha MU(Y3HsS B MOPHO3HU
resnoBe. Te ChABPKAT MOPH, TIPE3 KOUTO OHOMOJIEKYJIUTEe MU YHIUPAT B3 OCHOBA HA Pa3jinyus B
MosiekynHuTe pasmepu. CTereHTa Ha 3abpXKaHe 3aBHCH OT pa3Mepa Ha pPa3TBOPECHHTE
MOJIEKYJIH, OTHECEH KBbM pa3Mmepa Ha nopute. MalkuTe MOJICKY/IH MPOHHKBAT B MOPUTE U CE
3aABPXKAT B TSX, JOKATO MO-TOJIEMUTE MOJICKYJIH, TIOPaJd HEBB3MOKHOCTTA CH Ja IIPEMUHAT Mpe3
MopuTe, MIPOHUKBAT B CTallMOHApHATa (Da3a u ce enyupar mbpsu [1].

[IpeuncTeane Ha MOHOKIOHAIHM @HTHUTENA Ypes MOIEKYIHO CHTOBA
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AdunuTeTHaTa Xpomarorpadgusi € METOJ, P KOWTO pa3[esTHETO Ha OMOMOJICKYIUTE
ce M3BBpIIBA Ha 0a3ara Ha OOpAaTUMO B3aMMOJICHCTBUE HA TMpPHIICTHATA MOJEKYJa C JIMTaH/a.
[Ipu Tasu xpomarorpadusi JUraHgHATa MOJIEKYNIA, KOSATO MMa crnenuduuHa pasrno3HaBalia
CHocOoOHOCT, € CBBbp3aHa ¢ Xpomarorpadckara MaTpuia. To3M METOJ JaBa Bb3MOXHOCT Ja Ce
M3BBPINU MPEUYNCTBAHE BHB OCHOBA Ha OmonornuHa QyHKIus. Mosekynara, KoATo TpsOBa Ja ce
MIPEYUCTH, CE CBBP3BA C JUTaH/Aa MPHU MPEMUHABAHE HA PAa3TBOPA C U3CIICABAHUTE MOJECKYJIH MPe3
xpomarorpadckaTta Konona. Ciea ToBa IPULIETTHUTE MOJIEKYIIU C€ €IIyHpaT 4pe3 M3MOJI3BAHETO
Ha TOAXOJSIIM eIYeHTH, BKJIIOYBAIIM CIEeUU(UYHU DPA3TBOPUTEIH, KAKTO U JAPYTH JHUTaHIH.
EnyupaneTo Moxe /1a ce U3BBPIIM C MPOMsIHA Ha MapamMeTpuTe Temneparypa, pH, kouto BoasT
JI0 pa3KbCBaHE Ha Bpb3KaTa MEX/1y JIMT'aH/a U [IPULIETHATA MOJIEKYJIa.

Omnucanu ca peauna MpoTenHu, KouTo criennduyuno ce cBbp3Bar ¢ IgG monekynara. Ot
TSIX HaAW-TONMSIMO 3HAYEHHWE HMMa MPOTEMH A, KOWTO € JIOKAJIW3UpaH Ha MOBBPXHOCTTA Ha
KJIEeThYHATa CTEHa Ha rpaM-mosioxurenHara Oakrepus Staphylococcus aureus. To3u Gentbk e
W3rpajIcH OT €Ha IMOJIMIENTUIHA Bepura c wmojekynHa maca 42 000 D u cnama xbM
ouocnennduunnte naurasau. Mma crmocoOHOCTTa TMpU Pa3IMYHUTE BUIOBE Ja CE CBBP3Ba C
pasznmmueH adpunuteH kpM Fc permona Ha IgG antutenara. Crnienn(UYHOTO B3aWMOCHCTBUE
MEXly TUTaHa U OenThKa ce MOJAbPKa OT BOJAOPOAHU U XUAPOPOOHH BPH3KH.

KbM nceBpocnenuuuHuTe TUTaHIM C€ OTHACSAT XUCTHAWH, TpUNTOodaH, GeHnIanaHuH
U JIpYTH, KOUTO CE M3IOJI3BAT 33 MPEYUCTBaHE Ha pazHooOpa3znu Omomonekynu. IlpencrasnsBar
MaJIKH MOJIEKYJIH, KOUTO Ca XUMUYECKH M (Pu3uuecku mno-cradunnu. [lpu npeuncrane Ha IgG
MOHOKJIOHAQJHM aHTHUTEJNA, IMIMPOKO M3MOJI3BAaH € XUCTUAMHBT. Tol ce CBbp3Ba ¢ aHTUTSIOTO
MOCPEJICTBOM BOJOPOJHU BPB3KH, clabu XUIApoPOOHU M  ENEKTPOCTATUYHHU B3aWMOJCHCTBUS.
XuapopoOHHUTE CBOMCTBA HAa XMCTUIMHA C€ IBJDKAT HA MMUAA30JI0BUs NpPbCTEH. Pasnuunure
(U3MKOXMMHUYHM CBOMCTBAa ca B pe3yiTaT KAaKTO HAa aCUMETPUYHHUsS BBIJIEPOJEH aTroM. Te3u
CBOWCTBa, B JOIBJIHEHUE KbM pOJIATA MY B KHCEIMHHO ajJKaJlHAaTa CHUCTEMa, TO3BOJSBAT Ha
XUCTUIMHA J]a B3aUMOJICHCTBA Ype3 Pa3IMuYHI MEXaHU3MH ChC ChCEAHH aMUHOKHCEIHHH [5].

CrangapTeH METOJ, KOWTO Ce H3MOJI3Ba 3a OMNpeAeisHe Ha EAHOPOAHOCTTa  WIU
XETePOreHOCTTa HAa MOHOKJIOHAJIIHUTE aHTUTENa € MOoJIMaKkpuwiaMuaHata enexkrpodopesa. Ilpu
TO3U eNeKTPOhOpPETHUEH MEO0 MO/ ACUCTBUE Ha €NEKTPUYHO TOJIE CE€ OCHIIECTBSBA JIBIDKEHHUE
Ha HACOYECHH 3ape/ieHu MOJIEKYJIH. B CTpyKTypHO OTHOIIEHHE MHOTO OT NMPOTEWHUTE MUMAT IO
HSIKOJIKO TTOJIOKUTEIIHU M OTPULIATENIHU TPYMU. 3a /1a C€ OCUTYPH €IHAKBbB CTapT HA MPOOHUTE €
HEOOXOMMO TPEABAPUTENIHO J]a C€ HATOBApSAT C OTPHIATENHU 3apsiau. ToBa ce M3BBPIIBA OT
HatpueB npozaemmi cyiadar (SDS), xoiliTo mpencraBisiBa aHuoHeH nerepreHT. CremoBaTeHo,
pasnensHeTo Ha OenThYHUTE MpoOM ce M3BBpIIBA Ha 0Oa3aTa Ha MOJIEKyJHA Maca, a HE Ha
EJIGKTPUYCH 3apsijl. 3aeIHO C MPOOUTE Ce HAHACAT U MapKEepH, KOUTO TPEICTABISABAT CTAHIaPTHU
NPOTEMHM C M3BECTBAa MOJICKYJIHAa Maca. [Ipu mojaBaHe Ha HamNpeKEHUE, MOJICKYJIHTE I
MUTPHUPAT MPE3 Tejla B 3aBUCUMKCT OT pa3Mepa CH, KaTo TOJIEMHUTE MOJICKYIIH IIIe CE MPHUIBHIKBAT
MO-TPYZIHO TIpe3 TIOPUTEe Ha Trejia B CpaBHUEHWE ¢ mo-Mankute. Clieq W3KIOYBaHE Ha
HANPEKECHUETO, Pa3JIeICHUTe MPOTEHHU B Tejla Ce BU3YyaJIM3UpaT KaTO CE M3IMOJ3BA CIICHHATHA
00s1. Ilpubnu3uTenHaTa MOJEKYJIHA Maca Ha M3JIEJBAHUTE IMPOTEHMHH C€ HM3YMCISABA KATO Ce
CpaBHsBA JbJDKMHATA HA MUTPAIMs HAa CTAaHIAPTHUS OENTHK C mpobara [6].
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MoHoxkIIOHaIHUTE aHTUTEIIA HaMupaT HNPHIIOKCHUC B CBbBPECMCHHATA MCJHIHWHA KaTO
TEpaNeBTUYHU CPEJICTBA KAKTO CPEIly OHKOJIOTUYHU 3a00JIs1BaHus, Taka U IIPpU 3a00JIs1BaHUS KaTO
acTMa, MHOXECTBEHHA CKJepo3a, bonect Ha KpoH u 1ip.

AcTMaTa € XPOHHYHO BB3NAIUTENHO 3a00JsBaHE Ha JUXATEIHUTE IMTHTHIIA,
XapakTepu3upamo ¢ YeCcTH MpodiemMu ¢ aumanero. [lpuumHuTe 32 3a00NsBaHETO €
KOMOMHAIIMATA MEXK/y TeHeTUYHU (aKkTopu U (akTopuTe Ha okoiHarta cpena. [lo manam ma C30
npe3 2011 1. 235-300 MiH. AyIIU MO 1eNusl CBAT ca 3acerHat ot actMa. CTaH/IapTHOTO JICUCHUE
BKJIIOYBA KOMOWHMpaHE Ha AaroHNUCTH Ha OeTa-aJipeHOBUTE peuenTopu H crepouan. B
MOCTICIHUTE TOAWHHU KaTO JIEKAPCTBEHO CPEICTBO CPELIy acTMa BCE MO-YECTO CE H3MOJI3BaAT
MOHOKJIOHAJTHU aHTUTeNa. MeXxaHU3MbT UM Ha JIeiCTBHE C€ ChCTOM B OJIOKMpAHE HA LIUTOKUHOB
pelenTop M IMocieABallUTe OT TOBAa KJIETHUYHHUTE B3aWMOJEHCTBUSA. B MoMeHTa ce u3mos3Bar
JIEKapCTBEHU CpeCTBa Oa3upaHy caMO Ha MOHOKJIOHAJTHOTO aHTUTsuI0 anti-IgE [7].

MOHOKJIOHAIHUTE aHTUTENIa C€ M3IO0J3BaT U B OopbaTa ¢ pa3iMYHU BHJIOBE TYMOPH.
Enna vact or TAX ce Hamupar BBB (a3za Ha KIMHUYHU HM3MHUTaHUS, OKATO JAPYrH Bedye ce
0J100peHH 3a pUJIaraHe B KJIMHUYHATA IPAKTUKA.

PenenrropwT Ha enuaepmanuus pactexkeH pakrop (EGFR) nma Bakna poins B pacrexa u
pasnpocTpaHeHHeTo Ha KieTkarta. HopmanHo Toi ce excrpecupa BbB BCHUKU ThKaHH, HO TPHU
HACThIIBAaHE HAa MYTAllMM B IeéHa 3a peLenTopa, MOXe Ja Ce CTUTHE O HErOBOTO IMOCTOSHHO
aKTUBUpaHe. B cnencTBre Ha TOBa 3amo4yBa HEKOHTPOJIMPAHO KJIETHYHO JEJIeHe, KOETO BOAU J0
pa3BUTHE Ha pa3IMYHU TUIOBE TYMOpH. EKCTpanenynapHusT JOMEH Aa pacTeKHUs peLenTop ce
cebp3Ba ¢ TGFa wu enuaepMamHuAT pacTexeH (akTop, MpH KOETO Ce aKTHUBUpA
MHTEpLENyJIapHUAT JoMeH. ToBa OT CBOsl CTpaHa, JOBEXJa 10 AKTUBUPAHE Ha pa3IM4HU
CUTHAJIHM MbBTUILIA, KOUTO PEryauparT KIEThbUYHHUS pacTex. MOHOKIOHAIHUTE AaHTUTENA Ce
cebp3Bar ¢ EGFR, uaxubupaiiku mnponudepanusra Ha kieTkute, cuHtesupamu TGFo —
OJIOKUpAT €IMH OT Hall-BaKHUTE IIHTHIIA 32 MOJaBaHE HA CUTHAIN, KOMTO Y4acTBaT B pacTeka Ha
pakoBH KieTKu. Hali-uecTo M3mon3BaHUTE MOHOKJIOHAIHN aHTUTENA CPEIly pa3IHYHUTE BHIOBE
tymopH ca Erbitux® (cetuximab), Rituximab, Panitumumab (ABX-EGF).

Hait-ycremaoro MoHOKIOHAMHO aHTHTI0 € Rituximab. IlpexcraBisBa jexacTBeH
MIPOJIYKT, KOMTO C€ M3IMOJ3Ba 3a JICYCHHEe Ha HEXOKKMHOB JuM(oM. JlelicTBa cpelry aHTHTeHa
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CD20, koiiTo e JoKanu3upaH Ha MOBBPXHOCTTTAa Ha B-nmumdonuture. Cetuximab npencrasnssa
xumepHo anTuTsIo IgG1, cpeury aurana-cepp3BaiioTo msacto Ha EGFR u

KOHKYpeTHO moTucka cBbp3BaHeTo Ha EGF, Omokupa cBbp3Banero Ha engorenHn EGFR
JMTaHM, KaTo MO TO3M HAa4MH MHXuOupa QyHKuusATa Ha peunentopa. Brmocnenctsue cetuximab
nHaynupa noriasinadHe Ha EGFR, koeto mMoxke na noBene 10 HaMalssBaHE Ha pPELIENTOpHATA
akTuBHOCT Ha EGFR. Cetuximab HacouBa M IUTOTOKCUYHUTE UMYHHH €(PEKTOPHH KIETKH KbM
EGFR-ekcnpecupanure TyMopau kieTku [lonydaBa ce upe3 KIIOHMpAaHE HA JIEKUTE U TEKKHUTE
BEpUrd Ha MUIIIM MOHOJIKOHAJIHO aHTUTENI0 M225 1 chyeTaBailky ' ¢ KOHCTAHTHUTE PETMOHU HA
YyoBelIKa K Jeka Bepura M 7yl texka Bepura. Ilpwiara ce 3a JjiedeHHME Ha MAlMEHTH C
METacTaTH4eH KOJIOpeKTalleH KapiimHoM. KakTo mpu in Vitro, Taka u mpw in VIVO u3cieBaHusTa,
cetuximab nHxuOUpa nposnudepanuaTa U NpeAU3BUKBA aONTO3a HA YOBEIIKH TYMOPHH KJIETKH,
excpecupau EGFR. In vitro cetuximab motucka oOpa3yBaHeTO Ha aHT'MOT€HHHU (DaKTOpH OT
TYMOpDHUTE KJIETKH W  OJOKMpa eHJOTeJHanHaTta KJIeTbYHa Murpanus. Panitumumab e
PEKOMOMHAHTHO, M3LSJIO YOBEIIKO MOHOKJIOHANHO [g(G2 aHTHTANIO, MPOW3BENCHO B KJIEThUHA
auHUs oT Oo3aitHuk upe3 pekomOunanTHa JIHK Texnomorus. Panitumumab ce cBbp3Ba ¢ BUCOK
adpuHuTeT W crenuduuHocT KbM voBemkuTe EGFR. B3aumosneiicTBa ¢ JMraHa-cBbp3Ballus
nomeiin Ha EGFR u unxubupa peuentopHoTo aBTodochopuiupane, WHAYIHPAHO OT BCHUKH
no3Hatu EGFR nurannu. Ilpunara ce npu Bp3pacTHU NAlMEHTH C METACTATHYEH KOJIOPEKTAJICH
pak [8].

MOHOKIIOHAJIHUTE aHTUTENAa C€ IMpuiaraT Karo TEPANeBTUYHO CpPEJICTBA U IPU
aBTOMMYyHUTE 3a0oisiBaHus. EnHO TakoBa 3ay1005BaHe € MHOKECTBEHATa CKJIepo3a, MPH KOETOo
aBTOpeakTUBHUTE T-KJIETKM NpeMUHaBaT Ipe3 KpbBHO-MO3bYHATa Oapuepa KaTro aTakyBa
MUEIMHOBaTa OOBHMBKAa HAa AaKCOHMTE Ha IJIaBHMS W TIpbOHaueH MO3bK. ToBa NIpPUUYMHSIBA
JeMHUETMHU3aUs 1 00pa3yBaHETO Ha JIE3MM B MO3bKa. MHOXecCTBEHaTa CKJIEp03a BEPOSITHO €
pe3yiTaT OT KOMOMHAIMATA Ha pa3iuyHU (PaKTOpH: TEHETUYHA MPEIUCIIO3UNNS, UHPEKINO3HU
npouecu W BiausHHe Ha cpenara. Natalizumab e exmHCTBEHOTO 0100pPEHO MOHOKIIOHATHO
aHTUTSIO 3a JIEYEeHHWE Ha MHOXKECTBEHa CKiepo3a. B paHeH eram Ha 3abonsBaHero  B-
auM@onuTUTe MHUIpUpaT Npe3 KpbBHO-MO3buHaTa Oapuepa. Murerpunbst  a4Bl, koiito e
JOKamu3upan BbpXy numdouutute ce cBbp3Ba ¢ VCAM-1 Ha Mo3pka M TpbOHAUHUTE
KPBBOHOCHHM cbhJ0Be. TOBa MMO3BOJISIBA MPEMUHABAHETO MM B LEHTpAJIHaTa HEPBHA CHCTEMA.
Mexanm3MbT Ha JeiictBue Ha  Natalizumab ce wu3passiBa B TNpenoTBpaTsBaHE HAa TOBA
B3aMMO/ICHCTBUE, B CJIEJCTBUE HA KOETO JUM(OLUUTUTE HE MOTaT Ja MPEMUHAT B LIEHTpajHaTa
HEpBHA CUCTEMA.

B xmuHMuHO wm3nuTaHwe ce Hamupa Alemtuzumab. IlpuumHsiBa nu3upaHe Ha
TUMQOLUTHUTE KaTo ce cBbp3Ba KbM CDS52, equH CUIIHO eKclipecupaH, HEMOAYJIMpAIll aHTHIEH,
KONTO ce HaMMpa BbPXY HOBBPXHOCTTA Ha MpakTU4ecku BcUUku B u T num@ouuTHH KIeTKw,
KakTO U BBPXY MOHOLIMTH M Makpodaru. JIuneHsupaHn 3a jedeHne Ha XpOHWYHA JUM(OLUTHA
neBkemust. [9].

B mnocnenHuTe rommHM ce HaOmogaBa 3acHIIEH HHTEpeC KbM MOHOKJIOHAIHUTE
aHTUTeNa. B KIMHUYHATA NpaKTUKA TE€3M aHTUTENAa HAMMpAT MPUIOKEHUE KAaTO TepaleBTUYHU
areHTH MOHOKIIOHAJTHUTE aHTHUTENa IPEACTaBIsABAT 3HAYMUTEJICH HANpeAbK B KJIMHUYHATA
MEIULMHA.

28



Jlurepartypa:

l.

(98]

Szabolcs, F., A.L. Gassner, S. Rudaz, J. Schappler, D. Guillarme. Analytical strategies for
the characterization of therapeutic monoclonal antibodies. Trends in Analytical
Chemistry, 2013, 42.

. AranacoBa, UB., /. TepsuuBanoB. Monepuu monekynsipau Tepanuu Ha 21 Bek. J. Clin.

Med., 2010, 3(3), 9-17.

Goldsby, R., T. Kindt, B. Osborne. Kuby Immunology, January 15, 2000.

Marx, U., M. Jim Embleton, R. Fischer, F.P. Gruber, U. Hansson, J. Heuer, W.A. de
Leeuw, T. Logtenberg, W. Merz, D. Portetelle, J.-L. Romette, D. W. Straughan.
Monoclonal Antibody Production, ATLA, 1997, 25, 121-137.

. Denizli, A. Purification of Antibodies by Affinity Chromatography. Hacettepe J. Biol. &

Chem., 2011, 39 (1), 1-18

Evertsson, K. Analysis of monoclonal antibodies by sodium dodecyl sulphate capillary
gel electrophoresis  (SDS-cGE), sodium dodecyl sulphate polyacrylamide gel
electrophoresis (SDS-PAGE) and capillary isoelectric focusing (cIEF).

Catley, M.C., J. Coote, M. Bari, K.L. Tomlinson. Monoclonal antibodies for the treatment
of asthma. Pharmacol. Ther., 2011, 132(3), 333-51.

Binyamin, L., H. Borghaei, L.M. Weiner. Cancer therapy with engineered monoclonal
antibodies.Update on Cancer Therapeutics, 2006, 1(2), 147 -157.

Helliwell, C.L., A.J. Coles. Monoclonal Antibodies in Multiple Sclerosis Treatment:
Current and Future Steps. Ther. Adv. Neurol. Disord., 2009, 2(4), 195-203.

A09.3A BAT'CTBOTO HA TYMOPUTE OT UMYHHMUSA OTT'OBOP

Panoctuna Anekcanaposa

Hncmumym no excnepumenmanua mopghono2us, namonozus u anmponoao2us ¢ myseil - BAH

AP1. MOHOKJ/IOHAJIHU AHTUTEJIA B IUAT'HOCTUKATA "
TEPAIIUATA HA PAKOBUTE 3ABOJIABAHUSA — YCIIEXH "
IMPEAN3BUKATEJICTBA

Pamoctna Anexcanaposa', Hukoma Cumeonos'?, Mgaiino Jlankos!?, Cumona Criacosa'?,

I'eopru Cemoscku', Illenon Yaksp'2, Metun Masrammpxu'-

YUncmumym no excnepumenmanna mopgponozus, namonozus u anmpononozus ¢ myseti — BAH;

2Meduuwtc;<u gaxyimem, CV ,, Ce. Knumenm Oxpuocku”;
SMeouyuncku gaxynmem, Meduyuncku ynusepcumem — Coghus

29



AP2. HAKPATKO 3A TYMOPHUTE AHTUT'EHU U TYMOPHUTE
MAPKEPHU

Pasnoctuna Anexcauaposa', Msaiino Jankos'?, Cumona Cnacosa'*2, 'eopru Cemoncku'=,
[lenon tIaI<1)p1’2, Huxkomna CI/IMGOHOBI’2, Mertuiu Masranmku >

YUnemumym no excnepumenmanna mopghonozus, namonoaus u anmpononozus ¢ myseii — BAH;

ZMeauuuHCKu Gaxynmem, CV ,, Ce. Knumenm Oxpudcku”;
*Meouyuncku gaxyrmem, Meouyuncku ynusepcumem - Coghusi

AP3. IPUJIOKEHUE HA 3D IPUHTEPUTE B BUOJIOTUSATA U
MEJIUIIMHATA

I'eopru CemoBcku, Ilnamena Jlumosa, Emun YukoB

Meouyuncku ¢paxyimem, CY ,, Ce. Knumenm Oxpuocku”

Session B.

Chairpersons:
Assoc. Prof. Radostina Alexandrova, MSc, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assist. Prof. Delka Salkova, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

Secretary: Metin Mazgaldzhi
Faculty of Medicine, Medical University-Sofia

30



BO1. TESTICULAR SERTOLI CELL FUNCTIONS. DIFFERENCES
IN THE MODE OF PHAGOCYTOSIS OF BACTERIA BETWEEN
MACROPHAGES AND SERTOLI CELLS

Elina Avramska, Soren Hayrabedyan

Institute of Biology and Immunology of Reproduction, Bulgarian Academy of Sciences
73, Tssarigradsko shosse blvd., 1113 Sofia, Bulgaria
E-mail:elly_avr@abv.bg

Abstract

Mammalian spermatogenesis takes place in the luminal part of the seminiferous tubules.
Sertoli cells are one of the two somatic cell types of seminiferous tubules, and together with germ
cells, constitute the seminiferous epithelium. The seminiferous epithelium is surrounded by one
or more layers of myoid cells: these somatic cells mark the outer limits of the seminiferous
tubules [1]. Sertoli cells play a major role in spermatogenesis regulation and in altering the rates
of spermatozoa produced. Sertoli cell functions include provision of structural support and
nutrition to developing germ cells, phagocytosis of degenerating germ cells and residual bodies,
release of spermatids at spermiation and pituitary hormone guided production of proteins that
regulate the mitotic activity of spermatogonia.

Sertoli cells physically protect the seminiferous epithelium from the luminal space
invasion and penetration of substances that may affect tissue and immune homeostasis by
controlling by cell and fluid permeability controlling inter-Sertoli tight junctions. This
mechanism is referred to as blood-testis barrier.

Sertoli cells possess the characteristics of immune cells; they express pattern recognition
receptors, secrete antimicrobial proteins, and engulf dead or dying cells. The mechanism by
which Sertoli cells engulf and kill bacteria has been compared to that of macrophages. Engulfed
bacteria are left alive in Sertoli cells, while they were rapidly killed in macrophages, suggesting
that Sertoli cells have means to eliminate bacteria that have invaded the seminiferous epithelium
without evoking inflammation, unlike macrophages [2].
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Pesrome

[IponiechT Ha 3aMpa3siBaHe MIPH YITPAHUCKU TEMIICPATYPH BOIH JIO PEIUIa CTPYKTYPHHU U
(YHKIIMOHAIHU HAPYIICHHUS B TIOJOBHUTE KJIETKH. [Ipequ3BUKBAT Ce YBPEKIAHUS HA Pa3IUYHU
HUBa Ha 1Ia3MeHaTta medpanara (IIM), uTo3051a ¥ BTPEKICTHYHUTE CTYKTYPH, KOETO BOIH 0
OMOJIOTUYHH TIPOMEHH B TaMETUTE, CBBP3aHM C TOHWKaBaHE HA MOTUJIMTETa, CIPOMEHHU B
CKOPOCTHHUTE TapaMmeTpu M HapymaBane uHrerputera Ha JIHK. Enun HeratuBen daxtop Ha
KpUOKOHCEpBalusATa € o00pa3yBaHEeTO Ha CBOOOJHM pajgukanud. MexaHU3MuUTe Ha
KPUOHAPYIICHUsATA HA CIEPMATO30MIWTE CJIe] pa3Mpas3siBaHe, KOUTO 3acsiraT MOTHIIUTETA,
TAXHATa JKU3HECIOCOOHOCT, WEJOCTTa Ha IUIa3MeHaTa W aKpo3oMajiHa MeMOpaHu U B
MOCTIC/ICTBUE TIOBIUSBAT Ha (hepTHIUTETa ca MHOTO(aKTOpHU. B mocieqHuTe TOAMHU TOJsiMa
BHHUMaHHE Ce€ OOpbBINAa Ha OKCUIATHBHHST CTPEC, KOUTO MOXKE JIa C€ OKa)XE U OCHOBEH (haKTOp
(Thomson et al., 2009). B nammrTe u3cieaBaHus ca HANPaBEHU MPOYYBAHUS BBPXY pOJsATA HA
AHTHOKCUAHTH, BBPXY CTPYKTYpPHOTO ¥ (YHKIIMOHAIHO CBCTOSHHE Ha pa3Mpa3eHu
CIIEPMATO30UIU OT OMBOJICKH OHIIH.
3a menrta e mpoydyeHa poJsATa HA €H3MMHHM M HEEH3WMHHU OHOJIOTMYHO aKTHBHU BEIIECTBA C
AHTHOKCUIAHTHO JIEUCTBUE, TIPU M3IOJI3BaHE Ha /IBa OMOTEXHOJOTHYHHU PEeKMMa Ha 3aMpa3siBaHe
— rpaHyJid U NaieTu. AHAIU3BT HA PE3yNITaTUTE T0Ka3a, 4e cliel KpHOKOHCEepBaIUs Ha ceMeHHa
TEYHOCT OT OMBOJIM (TpaHyJin) JOCTOBEPHO IO JOOPH pE3yNITaTh C€ MOCTUTAT MPHU JOOABIHETO Ha
kopenH kbM cpemara 3a pasmpassBaHe (5 mg/ml) (p<0.05). Ilpu KpuOKOHCEpBUpAHU
CrIepMaTO30UaM OT OMBOJIM B MaieTH, 100aBsiHeTO Ha aHTHOKcuaaHTeH MuKC (L-Glutathione, N-
Acetyl Cysteine, vit. E, vit. C, Ca, Se u Zn) (mg/ml), kbM cpeza 3a pa3mpassBaHe, IPOTEKTHPA B
JIOCTOBEpHO MO BHUcoka cteneH ckopoctHuTe napamerpu (VCL, VSL u VAP) u mpouenra
MIPOrPECUBHO TIOJIBMKHU CIIEPMATO30MI1, B cpaBHeHue ¢ koHTpoiute (p<0.001). [TpucbcrBueTO
Ha €CTECTBEHA aHTHMOKCHJAHTHA 3alllATHA CHCTEMa KaToO TIIYTaTHOH MEPOKCH[a3a, CYMEPOKCH]
IUCMyTa3a, KaTanasa u nap. npu crnepmaro3ouaute (Partyka et al., 2012; F.J. Pena et al., 2003),
HE BUHArW MOXE J1a KOMIICHCHpa HETaTWBHATA POJii Ha cBOOOAHUTE paaukanu. C HACTOAIIUTE
W3CIIEJIBAHUS C€ JI0Ka3a, Y€ MOMBIHUTEIHOTO no0aBsHe Ha BAB ¢ aHTHOKCHImaHTeH edekT
NPOTEKTHpa IJIa3MEHUTE MEMOpaHUTE Ha CIIEPMATO30MAUTE Ype3 BEPOSITHO pEaylLHpaHe Ha
JUNHJIHATA TEPOKCUAALMsAHA HEHAaCUTeHHWTe MacTHU kucenuHu B [IM, koerto mnpenmnassa
CTIIEpPMATO30UANTE OT OMBOJ OT MOP(OIOrHYHHN U (HYHKIIMOHAIHU HapylieHus. Pe3ynratute ca ¢
MpaKTUYeCKa HACOYEHOCT KbM H3MNOoJ3BaHe Ha BAB mnpu kpuokoHcepBalus Ha crepMa OT
OUBOJIN.
Karo4oBH 1yMu: aHTHOKCUAAHTH, CIIEPMATO30M/IU, KPHOKOHCEPBAIHSI.
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BO3. OLIEHKA HA JIEHCTBHUETO HA SPIRULINA PLATENSIS BLPXY
PEITPOAYKIMUATA HA CEJICKOCTOITAHCKHA )KUBOTHH

JecucnaBa AbamxueBa

HUnemumym no 6uonozust u umyHnono2us Ha pasmuodicasanemo ,,axao. K. bpamanos”,
bAH- 6yn. ,, Lapuepaocko woce”, Ne 73, 1113 Coghust, Bvaeapust
e-mail: dessi_|l@abv.bg

Pe3rome

Spirulina platensis e MukpoBoOpacio 1 moTeHnuaieH Gypax 3a MHOTO CEICKOCTOIACKU
’KUBOTHHCKH BHJIOBE. BIHMAHHETO My BBPXY pPa3BUTHETO Ha >KHBOTHHTE TMPOU3THYA OT
XPAHUTEHUS i ChCTaB, OOraT Ha MPOTEHHU, MUHEPAIH, MUKPO- ¥ MakpoeneMenTr. OcHOBHATa
IIeJT Ha Ta3W CTATHs € JIa CE HAMpaBH Mperjie/] Ha KOHCTATAI[MKUTE 0 MOMEHTA 3a HW3I0JI3BAHETO
Ha COHPYJIMHA KAaro JOMBJIHCHHE Ha (ypakute W HEHHOTO BB3ACHCTBHEC BBHPXY
NPOU3BOIUTEIIHOCTTA HA JKABOTHUTE W 3/pPaBETO HMM. Pe3ynTature OT H3CIeABaHHUATA C
BOJIOPACIIOTO OTPA3sIBAT MOJOKUTEITHUS My €PEeKT BbPXY MPOJYKTHBHUTE W PEMPOMLYKTUBHUTE
MOKa3aTeId Ha JKAUBOTHHUTE, B TOBA YHMCIIO M HA 3[PaBHUS CTATyC. BhIOpEeKd TOBA, HACTOSIIOTO
paBHHMIIE HA TO3HAHHMSATA 32 OTrOBOPAa Ha JKMBOTHUTE KBbM XpaHUTeNdHata noOaBka Spirulina
platensis e cpaBHUTETHO OCKBIHA U J0 TOJIsIMA CTEIIEH HEU3BECTEH.

KuarouoBu nymm: Spirulina platensis, ceJICKOCTOITaHCKH KMBOTHU

EVALUATION ON INFLUENCE OF SPIRULINA PLATENSIS
ON LIVESTOCK REPRODUCTION

D. Abadjieva
Institute of biology and immunology of reproduction, Sofia, BAS

e-mail: dessi_|@abv.bg

Abstract

Spirulina platensis is microalgae and potential food for many agriculture animals. His
influence on the development of animals comes from its nutritional composition rich proteins,
minerals, micro-and macronutrients. The purpose of this article is to review the findings to date
on the use of spirulina as a supplement feed and its effect on animal health, performance and
reproduction. Research results with algae showed its positive effect on productive and
reproductive performance of animals, including health status. However, the present knowledge of
the animal's response to nutrient Spirulina platensis is relatively scarce.

Key words: Spirulina platensis, farm animals
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BnBenenue

B pesynarar Ha pa3mmpsiBaHe Ha mas3apa, 0COOCHHO B Pa3BUBAIIUTE CE€ CTPAHH ThPCEHETO
Ha MPOAYKTU OT KUBOTUHCKHU MPOU3XOJ] C€ yBeln4yaBa. EMHOBpEMEHHO ¢ TOBa, Ce MOKAauBaT U
M3HUCKBAHUATA OTHOCHO KaY€CTBOTO HA MPOIYKIMSTA, KATO MOTPEOUTENCKUAT U300p € HACOUYEH
KbM Oe3omacHu 3a 3nmpaBeTo Xpanu [7, 11]. ToBa o3HauaBa, 4e TpaauIMOHHATa XOPMOHATHA
CTUMYJalusi ¥ J00aBSHETO HA CHUHTETUYHM OLIBETUTENM, aHTHOMOTHIM M Jp. B HaxOarta Ha
KUBOTHUTE, TPsIOBa Ja OCTaHAT Ha 3aJI€H IUIaH, Thil KaTO U3JIHUIIBKBT UM CE HaTPYIBa B MECOTO U
wisikoto. [Topaau Ta3u npudrHa MAEHTUGUIMPAHETO HA HOBU XPAHUTEIIHU KOMIIOHEHTH, € OT
pelaBanio 3HauCHUE 3a Pa3BUTHETO Ha YXHUBOTHOBBICTBOTO. HoOBHAT pecypc TpsiOBa na mma
BHCOKA XPAaHUTEJIHA CTOHWHOCT, JIECHA acUMmIanus, e(GeKTUBHO MpeoOpasyBaHe, Ja ChAbpiKa
BUTAMUHH, MHUKPO- M MaKpOCJIEMEHTH, PACTUTEIIHM NHUIMEHTH. Te3u OHOJOTUYHO aKTHBHU
BEIIECTBA 3acsraT peauna (GU3UOJOTHYHU TPOIECH, KAaTO IMOJANOMAaraHe JCTOKCUKAIUATa Ha
OpraHu3Ma, MOBHUIIIABAHE Ha HeCMeNU(pUYHATA PE3UCTCHTHOCT KbM HEOJArompusiTHH BBHHIIHU
dakropu, momoOpsiBaHe (YHKIUATA HA OTACTHUTE OPraHW M CUCTEMH, B TOBa YHUCIO U
penpoaykTuBHaTa. HaTypamHUAT MPOAYKT, OTTOBApsIl Ha TOPHUTE KPUTEPUH U CIOCOOEH 1a
nojcui (YHKIMUTE Ha CEJICKOCTONAHCKUTE )KHUBOTHH ¢ Bojopacioro Spirulina platensis (CIT).
CIl e BnakHecTa, cnHMpasiooOpa3Ha IMAHOOAKTEpHs, KIacH(PHUIMpaHa KaTO CHHBO-3JIEHO
Bozopacio. XpanutenHata ctorHocT Ha CII ce m3passiBa B OoraT CHEKThp Ha XPaHUTEITHHU
BEIIECTBA, KATO HE3aMCHUMH aMHUHOKHUCEIMHU, BUTaMuHKUTE B2, BUT. E, BUT. C, BUT. E, BaskuuTe
munepamu K, Ca, Cu, Mg, Mn, Zn, P, Se, Na u Fe. Ocgen oxono 90% 6Gentwiu, CII e 6orata ormre
Ha BBITIEXUIPATH, CTepoiau. ChCTaBa il BKIIFOYBA MU CIEKThP OT PACTUTEIHU MUTMEHTH, CPEJl
KOUTO KCAaHTO(PWIH, B-KapOTHUHHU, 3eaKcaHTHH, puronuanuau. Chino Taka € 6oraT M3TOYHHUK Ha
MacCTHU KHCEIMHU, 0COOCHO Y-InHOoeHoBa KucenuHa (GLA), koaTo uma mois3u 3a 3apasero [12].

Huec mnpomsBoactBoro Ha CII jmoctura CBETOBHM MaiiaOu, KaTto NPUOIM3UTEIHO
MOJIOBMHATA OT JOOMBA i Ce HW3MOJI3Ba B JKMBOTHOBBACTBOTO. Jl0OaBkaTa B KOMOWHHpPAHUTE
bypaxu He BiomaBa (U3MKOXUMHYHHUS CHCTaB M KAueCTBOTO HA MECOTO, HO YBEIMYaBa
OTHOCHUTEJIHHMS JIJ1 Ha Meco B Tpyma, KaTo HamansBa masHuHuTe [1]. Bogopacinoro nmogobpssa
(GyHKIMATa Ha KPHBOTBOPHHUTE OpPraHW, aKTUBUpa OOMSIHATAa HA BEIIECTBATa, KOETO BOIH 10
MOBHIIIABAaHE HA OpOsi Ha EPUTPOLUTHUTE, ChIBPNKAHUETO HA XEMOTJIOOWH, MPOTEUH, KAIIUH U
dochop, yBenmuaBa ecrectBeHara ycroiuuBocT [3]. OcBen ropemnocouyenute, CII uma u
AHTUTEPOTeHEH e(eKT W ce TpOosBsABa B IOHIKABaHE Ha OOIIMSA XOJECTEPOJ, CEPYMHHUTE
Tpurmuuepuan u  gunuad.  CremoBaTenHO, BOAOPACIOTO MOXe Ja ObAe TOJe3HO 3a
NpeIoTBpaTsIBAHE Ha aTepoCKiepo3a, HaMalsiBaHE Ha PUCKOBUTE (AKTOPH 3a CHPIACUHO-
CHJIOBOBH 3a00JIIBaHMA, 3a 3aIIMTa HA KIETKUTE OT JHUMHIHA NMEPOKCHAALNS U OKUCIUTETHO
yBpexaane Ha JIHK [5, 6, 10].

OcHoBHaTa 1171 Ha Ta3u 0030pHa CTaTHs € Ja Ce HaIllpaBH Iperjie] HaJl KOHCTaTUPaHUTE
0 MOMEHTa pe3yinratd cien usnon3BaHe Ha gobOaBkata CII, 3a ma ce oneHW HEWHOTO
BB3/IEIICTBHE BBPXY PENPOIYKIMITA HA CEJICKOCTOMAHCKUTE KUBOTHHU.
Edextu BBpxy penponykimsTa: Jlobassnero Ha CII B gaxk6ata Ha OpeMEHHU U KbPMEI CBUHE
yBEJIMYaBa MPOU3BOJUTEIHOCTTA HAa TIOKOJICHUETO, MOJy4eHO OT Te3u Maiiku. HyrpueHnra Boau
JI0 TIOBUIIIABAHE TETJIOTO HA HOBOPOJIEHUTE H JI0 MO-I00pO 3/[paBOCIOBHO ChCTOsIHUE. B meproaa
Ha KbpMeHe, 1o0aBka ot 125 mr/ 1kr yBennvasa npousBoJcTBOTO Ha Miisiko [2]. Shimkiene et al.
(2010) oTtkpuBar, ye Opemennu osie, nonyuyaBamu CII paxnat mo-texku aruera (1o 4 % ), B
CpaBHEHHUE ¢ OpeMEHHH OBIIE OT KOHTpoJHa rpyma [16].

[Ipu wepesu, Biusinueto Ha CII e ycTaHOBEHO BBpPXY KOJMYECTBEHHTE M KaYeCTBEHUTE
XapaKTepUCTUKM Ha CIepMa, KaTro yBelnyaBa o0Oema Ha esKylara, KOHIICHTpalusTa Ha
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CIIEpPMATO30MIUTE U TpexkuBsieMocTTa UM 10 72 yac [14]. Te3u pesynaraTu cbBOAgaT C
nonyuenure ot Granaci (2007) npu uscensane Ha criepma oT Ouk [9].

Chainapong and Traichaiyaporn (2013) ycranossasar, uye CII kaTo H3TOYHUK Ha
KapOTHHU U MPOBUTAMHMH A, MMa HOJOXUTENEH e(PeKT BbpXYy PEenpoayKTUBHHUTE (YHKIUH MPH
KEHCKM coMoBe. He e ycTaHoBeHa 3HauyMTenHAa pa3iuKa B KadyeCTBOTO Ha XaWBepa MEKIY
ONUTHUTE M KOHTPOJHHUTE PUOM, HO BBIPEKU TOBA € HaOII0JaBaHa TEHAEHLMS KbM I110-100pu
PENPOIYKTHUBHU CIIOCOOHOCTH M 31paBeH CTAaTyC Ha JKMBOTHUTE, MpHeManu poOaBkaTta [4].
JlobGaBena kbpM meneTH 3a coMm, SP yckopsiBa y3psBaHeTo Ha XaiiBepa, MOBHINABa yclexa Ha
JIIOTICHE W orleNisaBaHeTo Ha yapBute [15]. Jlob6aBkaTa moBuIaBa IIoJ0BUTOCTTa Ha BB3PACTHU
KECHCKHU pI/I6I/I, KOUTO HpCAoCTaBAT YacCT OT coOCTBEHNTE METAOOJUTHHU CbC€ANHCHUA KbM
XaiiBepa, a TOBa BOJIM 10 IOJOOPEHNE B KaYECTBOTO U MPEXKUBsIeMOCTTa My [8].

Edekra Ha Ounomornyno aktuBHHTe chcTaBkd B CII ca Owiam wm3muTBaHu IN VIVO TIpH
KEHCKM MHUIIKH TpeAd OByJalus BbpPXY Opost M KayecTBOTO Ha eMOpuoHu. JloOGporo
3/IpAaBOCIIOBHO CBCTOSIHUE€ HA TPETUPAHUTE >KUBOTHU peQUieKTHpa BbPXY KauyecTBOTO H
KOJINYECTBOTO Ha OBYJIMPAJIU OOLUTH, B CIEICTBUE OT AKTUBHUPAHUTE METAaOOIUTHU MPOLECH.
ITo-BucokaTta akTUBHOCT Ha LUTOXpoM C OKCHZAA3a B SIMUHUIUTE HA TE€3U MUIIKU 3aTBBPIAKIaBaT
ToBa npeanoioxenue [13].

3akJaroueHune

CII e obGemaBaml HOB pecypc B MOJKpena Ha ObACHIUTE HYXKIU HA KUBOTHOBBJICTBOTO.
Onwuty, wmsnomBamu go6aBkata CII xbpM QypakHuTe HaXO0M Ha MHOTO CEJICKOCTOIAHCKU
KUBOTUHCKM BHJIOBE, BEUE ca MOKa3aJld MOJOOPEHHs B PENPOIYKTUBHOCTTA, ChC 3ala3BaHe Ha
n00Bp 37paBeH CTAaTyC M KadecTBEHA MPOAYKIHUSA. Bbmnpeku ToBa, nuTepaTypHHTE JAaHHU ca
OTPaHWYCHHU U HE MPEICTAaBAT MOCJIeI0oBaTeTHA TEHICHIMS 32 TOJE3HOCTTa HAa XPaHUTEIHATa
nobaBka BBPXY pPENpoayKTUBHOCTTA. (CrenoBaTenHO, TO-HATATBIIHM HM3CIEABAHUS C
BOJIOPACIOTO ca HEOOXOJAMMH 3a Ja C€ M3SICHU MOTeHUHanbT My. M3cnenBanust BBpXY
OuoJornyHUTE THTEKH Ha JeiicTBus Ha Spirulina platensis me pasmupsaT mno3HaHUsTa |
OBbJIENIOTO 1 MPUIIOKEHHUS KaTo Oe3BpeiHa 100aBKa B )KUBOTHOBB/ICTBOTO.
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Abstract

Diabetes mellitus (DM) is one of the most common chronic diseases in nearly all
countries. It has been associated with sexual dysfunction, both in males and in females. Diabetes
is an established risk factor for sexual dysfunction in men, as a threefold increased risk of erectile
dysfunction was documented in diabetic men, as compared with nondiabetic men [1, 2]. It has
been found that DM effects on the metabolitic status of the testis, the expression of numerous
spermatogenic genes and is associated with increased number s of sperm with nuclear DNA
damage [3].Diabetes mellitus (DM) is in men of reproductive age. Reproductive dysfunction is a
consequence of DM but the underlying mechanisms are poorly understood.

AIM: comparative evaluation of spermatogenesis in conditions of experimentally induced
DM neonatally or in adulthood in relation to diabetes status.

Materials & Methods: DM — Single 1.p. injection of streptozotocin (65 mg/kg) in adulthood (10
week-old rats) or neonatally on day 1 or 10 p.p. DM status confirmed by blood glucose > 15
mmol/l  2-3d after injection.

Testes sampled at 50d (neonatal treatments); 1 and 2 months after injection (adult treatment) are
fixed in Bouin’s fluid.

Germ cell development/Spermatogenesis was assessed by IHC for tACE — specific marker for
spermatid elongation phase. Rabbit Poly Ab 1:500 (Santa Cruz); ABC-HRP technique.
Measurement of Plasma T levels by RIA.

Results
On d50 p.p. spermatogenesis completed; full GC complement present
d50DM/1d p.p — completion of Sd development and spermatogenesis; enlargement of ST lumen,
shrinkage of ST in stage VIIL
d50DM/10d p.p — spermatogenesis is not completed, different degree of delay in Sd development
(lack of Sd in stages IV-VIII or in early stages or total lost of Sd in all stages).

DM in adulthood — spermatogeneis grossly normal.

Conclusions
Neonatal testis is more affected by hyperglycaemia that adult testis.

Induction of DM on day 10 (1st proliferative wave started) affects GC development in a stronger
extent compared to DM induced on day 1 (quiescent GC)

Neonatal testis/spermatogenesis is more vulnerable to DM at the time of proliferative phase of
spermatogonia (d4.5-d12) than the time of their mitotic arrest/quiescent period before d4.5 p.p
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Abstract

The knowledge of the contractile patterns of the myometrium is a prerequisite for the
understanding of physiological processes and the development of new therapeutic approaches to
the reproductive disorders. Moreover, the uterine contractile activity plays an important role in
the reproductive functions and might be a reason for common and important disorders such as
infertility, implantation failure, dysmenorrhea, endometriosis, spontaneous miscarriage or
preterm birth. Some studies revealed different behaviour of smooth muscle specimens from
uterus, depending on the cycle phase.

In humans, the reproductive cycle, called the menstrual cycle, lasts approximately 28
days, while in rodents this cycle, called the estrous cycle, lasts approximately 4-5 days. This
characteristic makes the rodents an ideal animal model for investigation of reproductive changes
that occur during the estrous cycle. In mice and rats, the identification of the stage of estrous
cycle is based on the proportion of cells types observed in the vaginal secretion: epithelial cells,
cornified cells and leukocytes. By this method, the full estrous cycle can be divided into four
stages: proestrus, estrus, metestrus, diestrus. As these stages are determinated from the hormonal
balance of the organism — estrogen/progesteron ratio, this method could be useful for an indirect
investigation of parameters, connected with the hormonal status.

In series of experiments with isolated rat uterine horns, the relation between the
spontaneous and agonist-mediated uterine activity from one side, and the stage of the estrous
cycle from the other, was found. This demonstrates the applicability of the method in a study of
smooth muscle uterine contractions, as well as in the creation of various experimental models of
reproductive disorders.
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Abstract

In the recent years, the alternative/complementary medicine is becoming more and more popular
among the patients. Studies have shown that AM / CM is the fastest growing area in healthcare
today. The family doctor is the first contact of the patient with the health system and should
therefore be aware of the developments and the trends in the demand for health services from
their patients concerning Complementary medicine.

Aim
The purpose of this report is to examine the awareness and availability of AM / CM by GPs in
different countries and begin the research on this issue in Bulgaria.

Materials and Methods

Bibliographic study of scientific reports and materials from different countries where such studies
have been carried out in recent years.

Results and Conclusions

During the study at first were found 7 million results for CM and Family medicine, scientific
articles were much less, at a thorough search were prescreened 150 articles witch analyze CM in
FM, 50 of them were articles in full text, in half of them the authors describe interest, offers, use
of CM in General practice from perspective of family doctors, and other half perspective of
patients. The subject on this article are GPs. After the materials were collected and analyzed, the
conclusuion become clear that in many countries in Europe, America , Australia, etc. , GPs offer
and discus various methods and treatments of AM / CM as a part of their constant care.
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Introduction

Family medicine or primary care is the gate keeper to the health system. The general practitioner
(GP) is a specialist in general medicine in individual or group practice near my patients. He is
their first contact with the health system and each first meeting, it must be well organized. GPs
should be able to meet and predispose the patient, so that they can feel safe and relaxed with their
doctor to be able to trust him and express their pain and suffering.

GP must have very good communication skills to deal with any type of temperament and
personality characteristics GPs in their practice are facing with many different diseases caused by
physical or psychological nature, heartaches, family problems and conflicts in which patients
engage him, looking for advice, judgment for problem. Therefore GPs must have flexibility of
mind and impartiality, but also empathy and most of all, he must continue seeking, learning and
increasing their knowledge about their patients, morbidity, diseases, diagnosing process and
treatment by all possible methods, which they acquired through participation in various
specialized courses, seminars and workshops in order to optimize care for their patients.

Studies in recent decades have shown that, various alternative methods are increased their
influence, the AM is the fastest growing area in healthcare today [2,8,9,10,11].

For Bulgaria alternative methods are licensed like unconventional methods of beneficial effects
on individual health-Ordinance Ne 7 of the Ministry of Health in the Darjaven vestnik No. 22
from 2005 15mart. According to Art. 166, parag. 1 of 33 in unconventional methods are the
following: use of non-pharmaceutical products of organic origin, use of non-pharmaceutical
products of mineral origin, use of traditional physical methods, homeopathy, acupuncture and
acupressure, iris, pulse and auricular research methods; dietetics and healing starving. When
these non-conventional (alternative) methods complement traditional methods of diagnosis and
treatment we are talking about complementary medicine (CAM). Using effectively wide range of
methods from CAM, GP will be able to respond to the demand and needs of their patients, giving
adequate and objective opinion without prejudices and subjectivity. GPs who are aware in CAM,
can give advice to their patients about alternative medicine, and treat them by using additional set
of proven effective treatments and diagnostics from CAM. Physicians who uses in their practice
CAM becomes a holistic medical doctor with broad outlook and extensive knowledge in the
management, healthy lifestyle, applying it and promoting it to their patients.

Aim

This study aims to analyze the level and the attitudes, knowledge and skills demand and supply of
CAM, by GPs, using a bibliographic study of scientific articles and materials from different
countries where such studies have been made already. For Bulgaria, they are no evidence for such

studies, the performance of such analysis would be beneficial to understand what is the interest
and applying of CAM in general practice on the territory of our country.

Methods and materials

The method used in this article is a bibliographic study of scientific publications and articles
from different countries, in which have been made research about awareness, demand, supply and
use of CAM by GPs.

Results

The literature review made to scientific material can be displayed in several major topics.
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First we must consider what is the opinion of GPs towards CAM. A Canadian study showed that
56% of interviewed GPs believe that CAM has methods and techniques that can greatly help in
conventional medicine [4, 7], another 54% work with alternative therapists, and the other group
of GPs even apply some alternative technics in their practices [4]. Nearly 20% of GPs apply
acupuncture, hypnosis or relaxation, and other 80% of GPs refer patients to therapists practicing
AM showed study in Australia [9] U.S. results are similar [8, 12]. In Germany family doctors
satisfy needs and expectations of their patients, 95% of GPs use a different form of CAM more
often herbal medicine, homeopathy [2, 9]. The awareness and use of CAM by GPs in UK is
widespread, even since 1995year, although their were applied only few techniques from CAM
most often as acupuncture, chiropractic, hypnosis, herbal medicine, homeopathy, they are applied
by a large group of GPs [5,7]. Awareness about CAM and its use by GPs in different countries
varies from 16% in Canada and UK, 30% in New Zealand and 47% in Netherlands to 85% in
Germany and 80% in Australia [9].

According to studies, the most commonly used alternative methods of treatment in general
practice by GPs are: acupuncture, manual therapy, hypnosis, reflexology massage, meditation,
and less homeopathy and herbal medicine (phytotherapy) for countries like England, America,
Australia [4,5,8,9]. Germany GPs commonly used herbal medicine while homeopathy in
Netherlands [9]. Another study involving a large number of European countries shows that the
most commonly used alternative techniques in their General Practices are acupuncture,
homeopathy, manual techniques, phytotherapy [11].

Does patients look for AM when they go to their GP? Studies show that more and more patients
are turning to AM [2, 8, 9, 10, 11, 12, 15], 70% of patients in Germany says that they want their
GP to apply and use more AM [7], while in U.S., despite the great interest in CAM from GPs, it
appears that 70% of patients who have used AM doesn’t tell their doctor about I it [9] which can
be risky and led to side effects [15].

Is it conventional medicine effective enough? In article, Fisher P. and others investigated an
interesting phenomenon an effectiveness gap (EG), according to them, this is an area of clinical
practice in which available treatments are not completely effective. AM / CAM are not generally
available through normal channels of health, therefore, if they are effective, we have the potential
to further increase the efficiency achieved in health and community as a whole, so it's nice to be
included and applied in conjunction with conventional medicine. The study says that EG is found
in 68 of 78 cases studied. As diseases most often fall into this gap were musculoskeletal
problems, depression, eczema, chronic pain and colon irritabile. From the collected data and the
results, they conclude that a good response, and higher efficiency in treatment of above diseases,
is by including various methods of AM [3].

Although there is interest in CAM, both by patients and GPs, there is a gap of efficiency caused
by the mismatch of ability and willingness of GPs and patients needs about alternative methods
when they go to GP [2].

There have been comparable research about what GPs, hospital specialists and students know of
CAM, it turns out that GPs and specialists have similar levels of knowledge about the most
common techniques of CAM, while students were with less knowledge, but they had much
greater interestin it [6, 15]. GPs more often and earlier offered their patients unconventional
therapies, compared with specialists [6].

Some studies have shown the interest of GPs to additional training in techniques of AM. GPs,
who were not familiar enough with AM, found out that discussions with patients is difficult when
it turn to AM, communication between patient and doctor, were not enough satisfactory [5, 6,
10]. In New Zealand 54% of GPs interested education and training in CAM, while in Israel was
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88%, and 16% were already undergone such training. % of Australian GPs interested in training
at chiropractic, herbalism, naturopathy, and others [9]. A study in U.S. shows that AM have been
teaching into medical schools and family practice since 1986 year [13] and in Europe, AM is
widespread in many universities since 1997 [14].

Discussion

Literature review that have been made shows that in many countries in Europe, America,
Australia, Canada and others, alternative methods are used in general practice. The majority of
GPs are familiar with CAM and apply it at their practices. Patients are increasingly seeking
unconventional methods of treatment, and in some case the GP failed to meet their expectations,
in other cases patients did not report using AM to their doctor. As a final results using CAM
should be expected improving diagnosis skills and knowledge at treatment in general practice,
improving doctor-patient communication, regulating patient care, gradually shifting the focus
from treatment to health promotion at the leading place.Therefore it is appropriate to undertake
such an examination of Bulgaria, or at least a separate area of the country.
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JlnabeThT e 3a00s1BaHe, KOETO € U3BECTHO OT JIPEBHHU BPEMEHA, ONMCBAH € Hali-BeUue KaTo
,00JIeCTTa Ha Xaxnara”’. B JHemHO BpemMe € H3BEeCTHO, 4Ye AMadeThT chaja KbM KbM
MeTaboJIMTHA Tpyna OT 3a0oJsBaHus. TyK ca XapakTepHHU HSIKOJKO Pa3HOBHIHOCTH HA JuadeTa,

HO Hail-uyecTo ca cpellaHu THII 1 u THUII 2.
Criopenr AMEpPHKAaHCKOTO JAMA0CTHO JAPYXKECTBO IHA0ETHT HMMa OIpPEIEICHH KPUTEPUHU 3a
JUArHOCTUIIUPAHE u MaTOJIOTUH, CBBP3aHU ChC 3a00J1sIBAHETO.

['maBHUAT cUMOTOM TpW 3axapHHs JUA0ET € XWUIMEPTIMKUMHEITA, KOSTO MOXXE Ja JOBEIE 0
TpalHM YBPEeKIaHWS HAa BAXHM OPraHU KaTo CHPIETO M KPHBOHOCHATa CHCTEMa, OYUTE,
ObOpenuTe, HEpPBUTE M JAPYrd. XapaKTepHH 3a 3a00JIBAHETO CHMIITOMH ca — Moiudarus,
NONMUAMIICUS W ToJuypus. JlBara Hali-pa3smpocTBaHEHHM  THNA Ha 3a00JSBAHETO Cpej
HacelleHUeTo OMBaT TUM | WM WHCYIMH-3aBUCUM JMA0ET U TUI 2 WIM HHCYIUH-HE3aBHUCHM
nuader.

JuaGet Tun 1 ce xapakrepusupa ¢ pazpyliaBaHe Ha OeTa-KJIETKUTE, KOETO OT CBOsI CTpaHa BOAU
70 abCONI0THA MHCYJIMHOBA HEAOCTATHUHOCT. To3u TUN ce HaOmo1aBa MPEAMMHO B FOHOIIECTKA
BB3paCT, HO UMa U CIlyyaW Ha MposBa B 3psjia BB3pacT. To3u THUMN JuaberT € B pe3ynraT Ha
KJIETHYHO CBHP3aHO aBTOMMYHO pa3pyllaBaHe Ha OeTa-KJIETKUTE B MaHKpeaca. Ta3u JeCTPyKIHs
Moxe fa focturae A0 90%. Te3u HapylieHus M3MCKBAT KMBOTOCHACSBALIO JICUEHUE C UHCYIIMH
U CIIelUaliHa JiieTa, KoATo OoNHUAT TpsiOBa na crnaspa [1]. ToBa aBToMMYyHHO pa3pyliaBaHe Ha
OeTa-KJIETKUTE ce MpeAroJiara, ye € B pe3ynraT Ha BUPYCHM HMH(EKIMH, akTHBHpaHe Ha heat
shock mporenHu, HEBpoMeIUATOPH U IPYTH, HO KAKBUTO M JIa Ca MPUYUHUTE TIPU BCUUKH CITydan
nMma TeHETUYHA OCHOBA.
JlnabGet Tum 2 ce ommcBa OIIe KaTo WHCYJIWH-HE3aBUCHM. TOW ce XapaKTepu3upa ¢ MHCYITMHOBA
PE3UCTEHTHOCT Ha nepudepHuTe ThKaHu. [Ipu Hero mopaay MHCYJIMHOBA PE3UCTEHTHOCT HE Ce
YCBOSIBA ITBJIHOIICHHO TJIIOK0O3aTa OT KPbBTA, B PE3Yy/ITAT HA KOETO HUBATA HA TJIIOK03a U MHCYJINH
B KPbBTa OCTaBaT BUCOKH MPOIBDKUTEIHO Bpeme. Te3n BHCOKM HHMBA Ha TJIHOK03a Ca TOKCUYHU
3a OeTa KJIETKUTE OT €/IHA CTpaHa, a OT Jpyra CTpaHa BHCOKUTE HUBA HA MHCYJIHH B KPbBTa ca
curHaji 3a 0eTa KJIeTKHUTe Ja HamallesT WIM CIpaT MPOM3BOJCTBOTO Ha MHCYJIMH. ToBa BOAM 10
MOCTETIEHHO OTMHUpaHe Ha 0eTa KIETKHTE, KOETO MOKE Ja HAJIOKHU JICYCHHE C MHCYJIHH IpH
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HSKOM MAIlMeHTH, HO HE BUHArM Ce Hajlara JIeYeHre ¢ MHCYIINH, 3a J]a MOJKe J1a olefiee MHANBHA.
[Tpu Ta3u Gpopma Ha auadeT chIIO ce HaO0JaBa pa3pylIeHHe Ha OeTa-KIeTKUTE, HO HE B TaKbB
mamad kato npu tun 1. IToBedero manuenT ¢ quaber TUIl 2 UMAaT HaJHOPMEHO TErJio ¥ TOBa €
€lHa OT MPUYMHUTE 332 WHCYIMHOBA PE3UCTEHTHOCT, HO MMa M MAlMEHTH C HOPMAIHO TETJI0
KOUTO CBINO cTpaaatr oT 3abomsBaneto. [Ipu Tax mma npyr ¢akTop Ha BHCOKO ChIbpKaHHE Ha
TEJECHU Ma3HUHHU.
Ta3u ¢opma Ha nuaber e mocta yecto cpemana (10 95%). Uecto ocraBa HE IMArHOCTHLIMPAaHA
mopajay He JA00pe M3pa3eHW CUMITOMH M MHOTO OT TMallMeHTUTE He pa3bupat, e ca 6omHu. C
HamnpeJBaHe Ha BB3PACTTAa CHMIITOMUTE CTaBaT MO-SCHO W3pa3eHU WM KAaKTO T'M Hapuyar
KJIACMYECKU CUMIITOMHU IIpH IUa0eT - CHJIHA JKaX/1a, HaMaJIsiBaHEe Ha TErJ0TO, YeCTO YPUHUPAHE U
CBITBCTBAIIUTE TM PETUHOMATHH, OBOpPEYHAa HEAOCTATBYHOCT U JpYrd. [ €HETUYHOTO
NPeApa3noI0kKEeHHe TYK € MHOTO IMO-TOJISIMO OT KOJIKO MpU I'bpBaTa aBTOMMYyHHa ¢opma Ha
nuaber tum 1.

JnabeTpT uMa MHOXECTBO NOAGOPMH, KOUTO C€ OCHOBaBaT Ha TEHETHYHO HHBO.
Jlo MOMeHTa YCTaHOBEHHWTE aHOMAJIMU CHIIECTBYBAT B IIECT TI'CHETHYHU JIOKYCH Ha Pa3IHMYHH
XPOMO30MH, KaTo Hall-4ecTo OTKpHBaHaTa e B XpoMo30oMa 12 [1].
Toll-like pertentopure (TLR) ca yacT oT ceMeHCTBO PeleNTOPH, KOUTO YIacTBaT B €CTCCTBCHHS
MMYyHEH OTroBop. [Ipu )KUBOTHHCKHSA MOZEN ca OTKPUTH OKOJI0 13, a mpu 4yoBeka - 11 peuenTopa.
3a mBpBH IBT peuenTopure ca oTKpuTH npu Drosophila u Tam e ycraHOoBeHO, 4e Te ydacTBaT B
Hecrienuuunus wuMyHeH otroBop. Yosemkuar TLR4 e tpancmemOpaHeH TpOTEWH C
eKCTalleNyJlapeH JIOMEH, MpHUTeKaBalll 0oraTé Ha JIEBIUH MOBTOPU M MHTpAcCENyJIapeH JOMEH,
XOMOJIOXKEH Ha penienTopa 3a IL-1 [13].
Cnopen nsikou astopu [14] Toll-like pemenropure Hapem ¢ Apyrd peuenTtopu ydacTBaT B
I'bPBUYHU UMYHHH OTTOBOPU Ha BPOJICHUS UMYHHUTET NpH Hanmuuue Ha nHdekmuu. Cmsara ce, 4e
curHanbT noxasad oT Toll-like penentopure aktuBupa NF-kB B saporo. IToBeueto Toll-like
pelenTopy M3MOI3BaT BB BXOJAA HA JAEHCTBHE aganTopHHU nmporenHH. Haii-uecto Te ca MyD8S8
(MuenonnHa audepeHnmanus Ha MbpBUYHUA oTroBop 88). To3m amanTop ce BOIU 3a €IUH OT
TJIABHUTE, KOWTO CBPB3BAT BBTpe KieTbuHarta obOmact Ha TLR, 3a ma mMoxke ma muma Obp3
MPOTUBOBB3NAIUTEIICH OTTOBOD [2].

Outer cell membrane

endosome endosome

TLR4 TLR 12 TLRS
/ \2/6
\ /12

“Universal
TRIF adaptor” | MyD88 /

s <> I
TLR3 “... TLRS
Interferon regulatory E;;Z?—?%:E;;amw

| NFkB MAPKinases

Factor 3 (IRF3)
Type 1 interferons Inflammatory Cytokines Type 1 interferons
IFN-a, IFN-B I IL-6, IL-12, IL-18, TNF-a IFN-a, IFN-g

@urypa 1. Curnanau npruma Ha Toll-monoouu penentopu (TLRs), nnroctpupanu 3aeaHo ¢
aJanTepHUTEe IPOTEeMHU U curHaiaHu meruma. (Muadopmanus, agantupana ot Akira et al. [4].
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Cnen MHOeCTBO poyuBaHus B o0nactTa Ha nuabeta u Toll-like penientopure e ycranoBeHo, ue
nuaber TN 2 MOXE Ja JOBele 10 M3MEHEHUsS B €CTECTBEHUsS HMMYHEH OTroBop [5, 6, 7].
AKTHBHpAHETO Ha TMPOTEMH KWHA3aTa WM HHXUOMpaHeTO Ha B-kuHa3aTa ca TEHETUYHO
KOHTPOJIMPAHU ITBTHILA U B CIEJCTBUE Ha ToBa siapeHusT Gpaktop NF-kB ocBeH, ue e oTroBopeH
3a BB3MNAIMTEIHUTE MBTUIIA, TOH OTTOBaps W 3a WHCYJIMHA M TIIOKO3HHS MeTabonu3sMm [§, 9].
Enun ot penentopure, KOWTO UTpae MHOTO Ba)KHA POJISt B €CTECTBEHUST UMYHUTET M UMYHHUS
otroBop ¢ TLR4, Thi1 KaTo ydyacTBa BbB BPOJICHHSI UMYHEH OTTOBOP M 3aJIeiCTBA MEXaHU3MUTE
3a TocJie/IBally MPOTUBOBB3NaIuTeNHu nporecu. TLR4 cu B3anmo/ielicTBa ¢ JIMIONOIU3axapuin
W JpYrH CHJOTCHHW JIMTaHJW, YUUTO HHMBa Npu 1auadber ca 3aumenu [10, 11, 12].
B®3 ocHOBa Ha mpoydeHHTE 10 cera M3CJIEIBAaHUS € YCTaHOBEHO, Y€ JUa0eThT € MeTaboJIMTHO
3a00JIsIBaHE ¢ MHOTO CHITBTCTBAIM 3a00JIIBaHUs, KOUTO Ca CBbP3aHU C UMYHHATa CHUCTEMa M C
BpOJICHUST UMYHEH OTroBop. YcrtanoBeHo e ue Toll-like penentopure urpast BakHa pojs B
€CTECTBEHHUSI IMYHEH OTTOBOP W CJIEIBAIIUTE MPOTUBOBB3MAIUTEIHU npolieck. OT ToBa cie/Ba,
ye nquabetsT u Toll-like perientopute ca cBbp3aHM ¢ €CTECTBEHUSI OTTOBOP HAa UMyHATa CUCTEMa
3a crpaBsiHeTo ¢ naaena uHpekuus. Toll-like peneniropu ca cBbp3anu ¢ MHOTO 3a00siBaHus. Te
ca eJHH OT ITbPBUTE YYACTHHIIA, KOUTO OTKPUBAT U 00E3BPEKIAT UYKIUTE areHTH, Thi KaTo ca
BaXHA YaCT OT BPOACHHS MMyHEH oTroBop. C TAXHOTO OTKpPHBAHE ca Ce Jajdd OTTOBOPH 3a
JETeKIHUATa U 00€3BPEKAAHETO HA MUKPOOATHH HH(MEKIINN U TPOTHBOBB3MATUTEITHUTE MPOLIECH.
Junaberpr e 3abonsiBaHe, KOETO HMMa MHOTO TOJSIMO 3HAYEHHWE 32 HACEIICHUETO, 3aII0TO C
JUArHOCTULIMPAHETO MY MHIMBHIA TpsiOBa /@ MPOMEHH HAuWHA CH Ha >KUBOT U Ja >KHUBEE C
JpyruTe 3a00J5BaHNs, KOUTO CHITBTCTBAT AUadeTa.
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BOS. COMPARATIVE STUDY ON TWO DIFFERENT NUTRITIONAL
MODELS FOR CREATING INSULIN RESISTANCE

Georgi Bogdanov, Nadka Boyadjieva
Department of Pharmacology and Toxicology, Medical University of Sofia
Abstract

Insulin resistance (IR) is a widely spread physiological condition characterized by
impaired answer of the body’s cells to the action of insulin. The beta cells of the pancreas
produce insulin but the cells of the body are resistant to its activity leading to increased level of
glucose in the plasma. Consequently, the pancreas secretes even more insulin leading to
hyperinsulinemia. Finally, IR might lead to the development of type II diabetes.

Different nutritional factors might lead to IR. We investigated the potential of refined
palm oil (RPO) or fructose (F) to cause such impaired answer in adult female Wistar rats. In one
of the models for creating IR we used RPO which was applied per 0s via gastric tube for six
weeks. In the other model we applied ad libitum fructose solutions in different concentrations, at
the beginning 15% for four months, and then 60% for three weeks. For assessing IR we
performed the oral glucose tolerance test (OGTT).

The results demonstrated a clear diabetic activity of the RPO diet. On the other hand, the
two different fructose diets did not alter the OGTT and showed no diabetic activity.

As a conclusion, a diet rich in refined palm oil might be used to create a model of insulin
resistance and its pharmacological treatment can be further investigated.
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Abstract

As with all materials implanted into the body, polymers for bone regeneration must be
biocompatible [1]. They should support cellular adhesion and growth, maintain cellular
differentiation and functions. It is also crucial that these materials have mechanical properties
similar to the native bone [2]. Several approaches, including addition of nanoparticles, have been
investigated to improve mechanical properties of polymer materials. Recently, nanodiamond
particles have received great interest because it is well known that nanodiamond is the hardness
material in the nature as well as nanodiamonds possess lower cytotoxity compared to other
carbon-based nanomaterials [3]. Therefore, in our work we have used nanodiamond particles to
modify a polymer in order to study if it is possible while designing the bulk material
characteristic with diamond particles to provide mechanical stability necessary for continued
tissue used and to force specific cell adhesion and to guide adherent cell along a path of tissue
regeneration [4].

We have used two methods of plasma polymerization (PP) to modify an organosilane
with detonation nanodiamond (DND) particles. In the first one the monomer
(hexamethyldisiloxane) has been mixed with DND particles immediately before PP, while in the
second one - the monomer and the DND are deposited subsequently on a cover glass. Then, we
have studied the effect of DND particles on surface characteristics of obtained thin composite
films and cell adhesion, proliferation and differentiation of osteoblast-like cells cultured on such

48



prepared materials. The results showed that the composite HMDS-DND material, prepared by
subsequent deposition of monomer and DND particles is more hydrophilic, with rougher surface
and the osteoblast cells attached, grown and differentiated better in comparison with non-
modified PPHMDS and the composite material, prepared by mix of monomer and DND particles.
Acknowledgments: This work was supported by project DFNI B01 18/28.11.2012
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Abstract

Cell adhesion is a complicated, time-dependent process involving adsorption of proteins from
the medium, attachment and spreading of cells and changes in cell morphology. It is widely
known that physical and chemical characteristics of the materials clearly influence a cell’s ability
to attach and spread [1]. By modulating surface properties of a biomaterial we can regulate cell
adhesion and thus can design biomaterials with im proved cell-contact properties.

In this work we evaluated the adhesion and morphology of rat mesenchymal stem cells on plasma
polymerized hexamethyldisiloxane films (PPHMDS) modified additionally in amonia plasma and
with nanodiamond particles. We chose plasma polymerization to create amine-rich and
nanodiamond-rich thin film coatings because this technique allows deposition of well-adhering
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polymer films on practically any type of substrate without the need for surface pre-modification
which offers significant benefits in terms of feasibility, time and costs [2]. Different details about
cell morphology was studied by different microscopic techniques. Cell adhesion was assessed by
determining the number of attached cells and cell spreading area. Additionally, the effect of
fibronectin (FN) was evaluated.

Phase-contrast pictures showed that on plain films rMSC had stelate-like, round or multipolar
morphology. The best cell attachment was on PPHMDS films and lowest number attached cells-
on DND films. However, the biggest average surface area was on DND while on PPHMDS it was
much smaller. The pre-coating with FN improved cell attachment only on NH3-modified films
and the cell spreading on PPHMDS. SEM pictures showed that rat mesenchymal stem cells had
relatively large, multipolar shape with big, prominent nuclei and cytoplasmic extensions. Actin
immunofluorescence demonstrated well developed stress fibers on FN-coated materials while on
the plain ones the actin was found at the cell periphery in the site of focal adhesion contacts.
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Abstract

Possibilities for application of oral mucosa epithelium for development of novel therapeutic
strategies in ocular limbal stem cell deficiency were examined. For this goal, techniques for
substrate adhesion of the isolated cells and tissue explants from human oral mucosa were tested.
All cells were characterized on the basis of their morphological characteristics: shape, presence or
appearance of mitotic figures, as well as confluence and adherence ofn the substrate used.
Formation of adherent and non-adherent cell sheets, consisting of cells with variable morphology
and in different maturation degree, was observed. Future experiments in this direction are
necessary, which should be connected mainly with cultivation of oral mucosa tissue explants and
epithelial cells, on a bio-membrane in its role of appropriate biological substrate, about eventual
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possibilities for future applications in construction of implants from “cell-membrane” type for the
needs of reparative ophthalmology.
Key words: oral mucosa epithelium stem, in vitro-cultivation, limbal stem cell deficiency.
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Abstract

Plant growth regulators (PGR) are used for regulation of the physiological and
biochemical processes in plants by controlling the primary and secondary metabolism [1, 2, 3].
The development of organs or structures and production of different compounds of interest in
plants can be influenced by application of PGR.

The explants of Achillea thracica were cultivated in vitro at irradiance 60 pmol.m=.s™! at
the top of the plants, 16 h day photoperiod, 25°C temperature and 60-70 % relative humidity. The
effect of different concentration of 6-benzyl-adenine (BA) and indole-3-butyric acid (IBA) on
some physiological parameters of in vitro propagated plants was studied.

After four weeks of cultivation the following parameters were estimated: stem length,
number of stems produced from one explant, callus formation and rooting, fresh weight (FW).
The amount of plastid pigments [4], total content of phenols (TP) [5] and flavonoids (TF) [6], and
total antioxidant activity (TAA) [7] of the plants were measured.

Following results were obtained. By increasing the concentrations of BA the number and
length of root decreased, the number of stems and callus formation were increased. Vitrification
(water hyperacumulation) was not observed. The variants with maximum number of stems
compared to the control were 0.6 and 1 mg.I!

IBA did not stimulate the formation of a large number of stems, but stimulated the root
and callus formation. The addition of BA decreased the amount of plastid pigments especially at
concentration 0.2 mg.I"!. Indole-3-butyric acid - Img.I"!, demonstrated a slight increasing of the
amounts of plastid pigments compared to the control. IBA variants demonstrated negative effect
on TP, TF and TAA. BA, however, influences the TP in positive direction in variants with 0.3,
0.5, 0.6 and 1 mg.I"' compared to the control. This cytokinin reduces the TAA at concentrations
of 0.8-1 mg.I'!.
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Abstract

Cells of myeloid Graffi tumor in hamsters and ascites tumor of Guerin in rats were grown in the
presence of pure C-phycocyanin (C-PC) and their susceptibility to the treatment was compared.
The changes in tumor cell proliferation, DNA integrity and activities of the main antioxidant
enzymes were evaluated as markers for in vitro antitumor activity of C-PC. In the myeloid Graffi
tumor in hamsters’ model, C-PC significantly inhibited the growth of tumor cells and induced a
DNA fragmentation, coupled with an increase in the cellular manganese superoxide dismutase
and the glutathione reductase activities. In contrast to the promising activity against the cells from
solid tumor, C-PC had no effect on the cells of ascites tumor of Guerin. This study showed a
difference in the sensitivity of the cells from both types of tumors to the treatment and
highlighted the meaning of the selection of experimental models when looking for new anticancer
agents.

Introduction

C-phycocyanin is an accessory light-harvesting pigment in cyanoprokaryotes and two algal phyla
(Rhodophyta and Cryptophyta). This water soluble and non-toxic biliprotein has many valuable
pharmacological properties, such as anti-inflammatory, fibrinolytic [8], antidiabetic [16], anti-
oxidant and free radical scavenging abilities [4], as well as antibacterial [18], antifungal, antiviral

52



[14] and anticancer [1, 10, 17] activities. Remarkably, the examined differently-sourced
phycocyanins vary in their potential and mechanisms of action, which could be related to the
differences in their structure, molecular weight and the biological characteristics of the used
experimental models. Recently, it was shown that the purified C-PC, isolated from Arthronema
africanum, possesses a promising in vivo antitumor activity in Graffi myeloid tumor in hamsters’
model [9]. The aim of the present study was to evaluate and compare the in vitro effects of A.
africanum C-PC on the cells derived from a solid and ascites tumors.

Materials and Methods

Isolation and purification of C-phycocyanin

Pure C-phycocyanin from A. africanum strain Lukavsky 1980/01 was obtained by a modified
rivanol-sulfate method of Minkova et al. [12].

Experimental models and isolation of tumor cells

Experimental myeloid Graffi tumor in hamsters was established and maintained according to
Toshkova et al. [19]. Primary Graffi tumor cells were isolated from the tumor tissue under aseptic
conditions and cultured in RPMI-1640 medium (Gibco BRL, Grand Island, NY, USA),
supplemented with 10% (v/v) heat-inactivated fetal bovine serum (Gibco BRL), 2 mM L-
glutamine, 100 U mL™" penicillin and 100 ug mL™"' streptomycin (Lonza, Basel, Switzerland).
Cultures were maintained in a humidified atmosphere with 5% CO; at 37°C.

Ascites tumor of Guerin was developed in the peritoneal cavity of Wistar white rats after
intraperitoneal injection of 1x10° tumor cells. 7-8 days later, the resulting ascites fluid from the
peritoneal cavity contained approximately 2x10° mL! viable tumor cells.

Ethical aspects

The animal tests were conducted in accordance with the principles for laboratory animal use and
care as found in European Community guidelines.

Cell Proliferation Assay

The effect of C-PC on the viability of primary Graffi and Guerin tumor cells was assessed
colorimetrically by the MTT assay as referred by Mosmann [13]. The antineoplastic drug
Doxorubicin hydrochloride (DOX, Sigma-Aldrich) was used as a positive control. Cells, cultured
only in the medium were used as negative controls.

Agarose gel analysis of DNA fragmentation

Graffi and Guerin tumor cells were treated with 50 and 100 ug mL"' C-PC for 24 h. Treated and
untreated tumor cells were lysed in 10 mM Tris (pH 8), 20 mM EDTA, 200 mM NacCl, 0.2%
Triton X-100, and 100 pg mL™! Proteinase K (Sigma-Aldrich, St. Louis, MO, USA). DNA was
precipitated with isopropanol (1:1, v/v) and treated with 250 pg mL"! RNase A (Sigma-Aldrich,
St. Louis, MO, USA). DNA fragments (10 pg of total DNA) were separated by electrophoresis in
1.2% agarose gel at 80 V for 90 min in TBE buffer and visualized using ethidium bromide (1 pg
mL™") staining and a UV transilluminator.

Preparation of tumor cell extracts and in-gel enzyme activity staining

Whole-cell extracts were prepared following Bravard et al. [6]. Protein concentration in the
extracts was determined by the method of Bradford [5]. Equal amounts (20 pg) of protein from
C-PC-treated and C-PC-untreated tumor cells were subjected to PAGE essentially as described
by Okajima et al. [15], except that the SDS was omitted. Electrophoretic separation was
performed on 10% polyacrylamide gels for 3—4 h with a constant current of 35 mA per gel. The
in-gel activity staining of catalase (CAT) and glutathione reductase (GR) was performed on
separate gels, following the methods of Chandlee and Scandalios [7] and Anderson et al. [2],
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respectively. Localization of activity bands of superoxide dismutase (SOD) on gels and
identification of enzyme metalloforms were performed according to Azevedo et al. [3]. Gel
patterns were recorded immediately after the staining using the UVItec gel documentation system
(Cambridge, UK). Image analysis of the gels was performed on a PC using Gel-Pro32 Analyzer
software (Media Cybernetics Inc., USA). The activity (intensity) of each isoenzyme (band) was
recorded as integrated optical density (IOD) in arbitrary units.

Results and Discussion

The treatment of Graffi tumor cells with 100 pg mL™! C-PC caused a decrease in the number of
viable cells to 51.4 = 4.0% (P<0.001), while the same amount of C-PC did not exhibit any
toxicity to Guerin tumor cells (cell viability was 97.1 + 2.9%). The antineoplastic drug DOX (10
ng mL™) decreased only viability of the Graffi tumor cells (to 64.15 + 1.33% from that of the
untreated tumor cells, considered 100%).

Agarose electrophoresis of genomic DNA isolated from the Graffi cells treated with 50 and 100
pg mL! C-PC for 24 h showed a concentration-dependent fragmentation pattern (DNA ladder of
180-200 bp oligomers), typical for apoptotic cells. Internucleosomal DNA cleavage was not
observed in the treated Guerin tumor cells, nor in the untreated Graffi and Guerin (control) cells
(Fig. 1A).

Three bands of SOD activity (Fig. 1B) and two bands of GR activity (Fig. 1D) were visualized in
the Graffi tumor cells. The upper, slow moving SOD band, was identified as manganese
metaloform (MnSOD) according to its insensitivity to H>O: inactivation, whereas the faster
moving bands were sensitive to H2O2 (Fig. 1C) and KCN treatments (not shown), suggesting that
they represented copper/zinc-containing (Cu/ZnSODs) activity.
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Figure 1. Effect of C-PC on DNA integrity and antioxidant enzyme activities of Guerin and
Graffi tumor cells. A, DNA laddering; B, in-gel SOD activity; C, identification of SOD
metaloforms by H»O» treatment; D, in-gel GR activity; E, CAT activity. Lanes 1 to 3, Guerin
cells, cultured only in the medium (control), treated for 24 h with 100 pg mL™' C-PC and 50 pg
mL! C-PC, respectively. Lanes 4 to 6, Graffi cells, cultured only in the medium (control), treated
for 24 h with 100 and 50 ug mL™' C-PC, respectively. In A, lane M, 1kb DNA Ladder, range 250
to 10 000 bp (Fisher Scientific, UK). Equal amounts of DNA (10 pug) and protein (20 pg) from
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untreated and C-PC-treated tumor cells were subjected to agarose gel electrophoresis (A) and
native polyacrylamide gel electrophoresis (B-E), respectively. Results are representative of three
independent experiments.

The isoenzyme patterns were not affected by the C-PC treatments and did not show any change.
However, the relative total activity of both SOD and GR clearly increased in the C-PC-treated
cells in a concentration-dependent manner. SOD activity was enhanced after the application of
100 and 50 ug mL!' C-PC by 114 and 60%, respectively (Fig. 1B, lanes 5 and 6) compared to the
C-PC-untreated control (Fig. 1B, lane 4). The increases in the GR activity were approximately
2.6 and 2.1 times, respectively (Fig. 1D, lanes 5 and 6, vs. lane 4). Catalase activity was not
detected in the control and C-PC-treated Graffi tumor cells (Fig. 1E, lanes 4-6). In the Guerin
tumor cells, SOD activity was presented by two Cu/ZnSODs (Fig. 1B and C). The intensity of the
slower moving band slightly increased (by only 12 and 20%, respectively) after treatment of the
cells with 100 and 50 pg mL! C-PC (Fig. 1B, lanes 2 and 3). One GR activity band (Fig. 1D) and
one band of CAT activity (Fig. 1E) were clearly seen on the gels in these ascites tumor cells. At
the higher C-PC concentration, the activity of both enzymes was similar to the control levels.
CAT and GR enzymes were by about 10% less active at the treatment with 50 ug mL™!' C-PC.

The antitumor potential of C-PC is well documented. The mainly studied C-PC, which is isolated
from Spirulina platensis was shown to inhibit cell growth of various tumor cell lines. Its
mechanisms of cell growth suppression, however, varied depending on the tested cell lane. For
example, in HeLa cells, S. platensis C-PC treatment caused a decrease in DNA synthesis [20]; in
rat histiocytic AK-5 tumor cells it induced apoptotic death through the down-regulation of Bcl-2
and generation of ROS [17]; in other models, this biliprotein inhibited the growth of tumor cells
by no apoptotic pathways like a membrane destruction, leading to increased leakage of cell
constituent, as in the case of Ehrlich ascites carcinoma cells [1], or stimulation of expression
level of the proto-oncogene c-myc - in human chronic myelogenous leukemia K562 cells [11].
The present study revealed the ability of a highly purified C-PC from A. africanum to induce
apoptosis in the myeloid Graffi tumor cells, as evidenced by the concentration-dependent ladder-
like fragmentation pattern of the genomic DNA. In addition, this experimental model provided a
new idea on the mechanism of the C-PC-induced apoptosis in which up-regulation of SOD,
especially of MnSOD activity and the imbalance of antioxidant enzymes that favoured H>O»
accumulation could play a leading role. In contrast to its pronounced activity against the solid
Graffi tumor cells, the C-PC of A. africanum did not show any effect on the cells of the ascites
tumor of Guerin. Untreated and treated ascites cells maintained high and stable levels of their
antioxidant enzymes SOD, CAT and GR, thus maintaining a cellular redox balance. Perhaps that
was the cause for the unaffected by the treatments DNA integrity and cell vitality. The influence
of the plasma membrane structure, in relation to low permeability and delivery of C-PC into the
ascites tumor cells, can also be supposed.

In conclusion, our present and previous results show that the C-phycocyanin from Arthronema
africanum has in vitro and in vivo antitumor activities and is a promising natural antitumor agent
in experimental conditions. The present comparative investigation also focuses on the specifics of
each experimental model and the importance of the selection of models when looking for new
anticancer agents.
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Introduction

Neoplastic cells are characterized by specific molecular phenotype which is based on
differential expression of a lot of molecular species. It is conceived now that oncogenes play an
important role in formation of the tumor-specific phenotype by regulating gene expression.
Glycosylation pattern of the tumor cells, formed by an array of glycosyltransferases, is not
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exception from this rule. Carbohydrate-binding proteins are also differentially expressed, either
as cell-surface receptors or in secreted/shed form.

Development of tumor cells metastases is a multi-step process. Many molecules, soluble and
membrane-bound, play a role in dissemination of cancer cells and colonization of distant tissues.
Metastatic cascade include: 1) development of tumor cells with metastatic potentials (clonal
selection), 2) detachment of tumor cells having metastatic phenotype from the site of primary
tumor and crossing the basement membrane, 3) dissemination of the metastatic tumor cells,
generally through the vascular system (blood and lymph vessels), 4) invasion of the target organ
and forming pre-angiogenetic metastatic foci and 5) growth of the metastatic mass requiring the
concurrent development of blood vessels (neo-angiogenesis), which provide oxygen and various
nutriments. In the process of metastases tumor cells elaborated mechanisms for preventing the
immune system surveillance throughout all the steps of tumor cell dissemination.

Stromal microenvironment, in which neoplastic cells host, profoundly influences tumor cell’s
development, including their ability to form metastases. This influence is mediated, in large part,
by bidirectional adhesive interactions leading to extravasation of the tumor cells. It is now
perceived that metastasis is an inefficient process governed by several rate-limiting steps [1].
Failure to go out through all these steps can lead to tumor dormancy at any of the metastatic
stages. Successful metastases lead to the development of vascularised tumor mass in the target
organ. Other authors state that early steps in hematogenous metastasis may be quite efficient, but
that regulation of cancer cell growth in secondary sites determines metastatic outcome. These
authors have identified three key stages of tumor growth regulation: survival of a subset of single
cells, proliferation of the subset of these cells to form pre-angiogenic micrometastases, and
persistence of growth of the subset of these cells to form vascularized metastases [2]. Thus the
formation of metastases implies the existence of tumor cells capable of successfully performing
all the steps in the metastatic process: local invasion, lymphatic or hematogenous dissemination,
arrest in the microvascular bed of the target organ, extravasation and growth of the secondary
colony.

Role of glycosylation and carbohydrate-binding proteins in tumor cell metastases

Expression of terminal galactose (beta 1-3) N-acetyl galactosamine structures on cell surface
glycoproteins could be associated with a high metastatic potential of human melanoma cells [3]
In accordance with above data Chatterjee et al. have found higher galactosyltransferase activity in
metastasizing variant of rat mammary carcinoma compared to the nonmetastasizing one [4] In
another study it was shown that B16 metastatic murine melanoma cells exhibit a 5-fold higher
cell surface galactosyltransferase activity than the nonmetastatic variant of B16 tumor cells [5]
Human colon cancer with a high metastatic potential also express on their surface more poly-N-
acetyllactosaminyl side chains with branched galactose residues, compared to the ones with low
metastatic potential [6] However cell surface glycoconjugates of highly metastatic human colon
cancer cells were found to be less fucosylated than glycoconjugates on the poorly metastatic cells
[6] On the contrary, other authors found exclusive expression of fucosylated glycoconjugates on
the metastatic variant of the rat tumor cells BSp73. The highly metastatic variant had also
significantly more galactosyl, mannosyl and N-acetylgalactosylamine residues [7] Metastatic
phenotype could also be correlated with incomplete glycosylation of cell surface glycoconjugates.
Thus the number of galactose acceptor sites on the plasma membranes increase in parallel to the
metastasizing capacity of rat mammary carcinomas [4] Highly metastatic variants of human colon
cancer cells express on their cell surface more of the lysosomal membrane glycoproteins Lamp-1
and lamp-2, compared to the cancer cells with lower metastatic capacity [6] Avoiding the
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mechanism of the programmed cell death (apoptosis) is essential for cancer cell survival and
plays a role in tumor progression. Galectin-3 could act as anti-apoptotic molecule.
Overexpression of galectin-3 in human breast carcinoma cell lines confer enhanced survival of
the tumor cells upon exposure to different apoptotic stimuli, such as cytokines and radiation [8]
Galectin-8 act as pro-apoptotic agent, and induces programmed cell death of human carcinoma
cells [9] Expression of galectin-1 by means with cDNA transfection induces apoptotic cell death
of colon cancer Colo201 cells [10].

Interaction between the tumor cells and the components of the extracellular matrix

All basal laminae contain a common set of glycoproteins, such as collagen IV and
laminin. Cells generally do not bind directly to type IV collagen. The basal lamina is called also
type IV matrix. Laminin component of the extracellular matrix (ECM) anchors the basal lamina
to the cell surface. Moreover laminin has type IV collagen-binding site. Different cells
surrounded by the basal lamina may utilize different cell surface receptors to bind ECM
components. One class of laminin receptors is a member of the integrin receptor superfamily.
Each integrin receptor binds to one or more matrix glycoproteins. The basal lamina is structured
differently in different tissues. Different receptors for the basal lamina components may be used
to cross this barrier. Fibronectins are matrix glycoproteins mediating cell attachment to
extracellular matrices other than type IV. In many cases these matrices are loosely packed with
several fibrous components and provide trail along which other cells can migrate. Fibronectins
are present on the cell surface of non-transformed culture cells, but not on transformed cells.
Metastatic tumor cells are transformed cells with a high affinity for basement membranes.
Moreover these cells possess ability to produce basement membrane degrading enzymes which
help them to traverse this critical barrier [11] Components of the extracellular matrix, which are
glycoproteins, are used as attachment sites for tumor cell spreading and migration. Adhesive
phenomena are mediated through a class of carbohydrate-binding proteins, called galectins,
employing the terminal N-acetyllactosamine chains of the ECM glycoproteins. Transfection of
colon cancer Colo201 cells with galectin-1 cDNA increases adhesion of these cells to fibronectin-
coated dishes. The adhesion is dependent on the carbohydrate-recognition domain of galectin-1,
since lactose act as inhibitor of the adhesion. Galectin-1 also mediates adhesion of Colo201 cells
to laminin- and collagen-coated dishes. In these cases galectin-1 was thought to be expressed on
plasma membranes of the colon cancer cells [10] Breast carcinoma cell line BT-549, transfected
with galectin-3 ¢cDNA also show increased adhesion to laminin- and collagen IV-coated dishes.
In the case of fibronectin, used as adhesion substratum, galectin-3 transfected tumor cells adhered
less than in the case of laminin- and collagen-coated dishes. Galectin-3 was found to be
expressed on the cell surface in a punctuate manner [12] Overexpressing galectin-3 in human
breast carcinoma cell lines lead to significantly enhanced adhesion to laminin, fibronectin exerted
both directly and via increased expression of specific integrins, e.g. a-4 and -7 [8]. Vitronectin
is a blood plasma glycoprotein that mediate cell adhesion. Transfection of human breast
carcinoma cell with cDNA for galectin-3 lead to increased adhesion to vitronectin-coated wells
[14] Cancer cells can also specifically interact with the unique extracellular matrix protein,
elastin. This interaction is mediated by galectin-3. Expression of galectin-3 is closely associated
to the invasive/metastatic potential of various cancer types. Soluble elastin and/or peptide
fragments of this protein are potent inhibitors of the metastatic spreading in experimental tumor
models [15] Galectin-4 is composed of two carbohydrate recognition domains within the same
peptide chain. Consequently galectin-4 does not need to form multimeric complexes in order to
mediate tumor cells adhesion. It was found that extracellular galectin-4 mediate cell adhesion
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[16] Treatment of B16-F1 and B16-F10 tumor cells with glycosylation inhibitor tunicamycin,
lowered adhesion to endothelial extracellular matrix (basal lamina), and polyvinyl-immobilized
fibronectin. Thus blocking of N-linked glycosylation of cell surface glycoconjugates could have
anti-adhesive effect. Most probably N-acetyllactosamine chains of glycoproteins are involved in
adhesion of tumor cells by mediation of secreted galectins [17].

The RDG (L-argininylglycyl-L-aspartic acid) sequence is present in many extracellular
matrix proteins, such as fibronectin, laminin and collagen [18]. They are involved in adhesion
between extracellular proteins and integrins. Novel RGD-containing peptides can be transformed
into derivatives with improved pharmacological properties in cancer therapy [19] and [20].

Integrins are large and important family of adhesion molecules that promote stable
interactions between cells and their environment. Some studies indicate that in human carcinoma
(1299) cells galectin-8 inhibit cell adhesion to integrin-coated plates in a lactose dependent
manner. a3 and Bl integrin derived from 1299 cells is a major galectin-8 binding-protein.
Galectin-8 also interacts with A6 and B1 integrins, but not with a4 or B3 integrins. Binding of
galectin-8 could thus modulate integrin interactions with the extracellular matrix regulating cell
adhesion and survival [9] Galectin-8 is a secreted protein. Secreted galectin-8 modulates cell
adhesion by binding to integrins. Galectin-8-integrin complexes regulate negatively cell adhesion
[21] The same authors found that galectin-3 associates with al and B1 integrin in a lactose
dependent manner [ 14]. Transfection of breast carcinoma cell line, BT-549 with galectin-3 cDNA
could modulate integrin expression. Thus higher surface expression of a6-B1 integrin was found
on transfected clone, compared to non-transfected BT-549 cells [12]. Overexpression of galectin-
3 in human breast carcinoma cells modulates synthesis of specific integrins, e.g. a-4 and B-7.
Galectin-3 expression cells have significantly enhanced adhesion to laminin, fibronectin and
vitronectin, exerted both directly and via increased expression of integrins [8]. Exogenously
added galectin-1 also mediates adhesion of the tumor cells to dishes coated with fibronectin,
laminin and collagen, probably by employing the cell-surface glycoconjugates [10]. Galectin-1
has one carbohydrate-binding domain in a single polypeptide chain. In order to mediate adhesion
of tumor cells to ECM glycoproteins it must, at least, form dimmer structures under specific
conditions. It is known that galectins require reducing agents in order to exert their biological
functions. Such reducing environment usually exists inside the cell, in the cytosol. However
outside the cell microenvironment is oxidative, which could help forming of disulfide bridges
between individual galectin molecules, thus resulting in multimeric proteins. On the contrary,
exogenously added galectin-3 reduces adhesion, in carbohydrate-dependent manner of various
tumor cells to laminin-1, collagen IV and fibronectin glycoproteins [14].

Shedding and secretion of tumor-specific molecules

Shedding and/or secretion of tumor-specific molecules could modulate tumor spreading
and metastases. Thus microvascular endothelium of metastasis-prone tissues undergoes activation
in response to desialylated cancer-associated carbohydrate structures such as Thomsen-
Friedenreich (TF) antigen (Gal-B1-3GalNAc) expressed on circulating glycoproteins and
neoplastic cells [22]. It was found that colon cancer sera contain 10- to 30-fold higher quantities
of haptoglobin beta subunit, identified as the major galectin-3 ligand. However it is not known
whether this protein originate from the tumor cells and what is its role in tumor metastases [23]
Another ligand for galectin-3, a 90 kDa protein, was found to be increased in the blood plasma
from patients with adenomatous and adenocarcinomatous lesions [24] In the serum, sialyl Lewis
(x) and soluble E-selectin were seen elevated in patients with advanced and recurrent breast
cancer, especially in those with distant metastases [25] Gangliosides, shed by tumor cells could
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be extremely potent enhancers of tumor formation in vivo. When 1 pmol of purified total
gangliosides shed into the blood stream by highly tumorigenic cells where injected intradermally
together with poorly tumorigenic cells, it was observed markedly increased tumorigenicity of the
poorly tumorigenic cells in syngeneic normal mice [26] Tumor cells also release intact portions
of their plasma membranes. It was found that membrane fragments were shed at a higher rate
from the highly metastatic B16-F10 cells, than from poorly metastatic B16-F1 cells. In addition
to quantitative differences in the protein composition of the shed membrane fragments 2
additional proteins were found in membrane fragment material from highly metastatic B16-F10.
Shed membrane fragments consists of selected domains of the cell's plasma membrane
glycoproteins [27] Highly metastatic cells secrete also more mucin into the culture medium, than
poorly metastatic tumor cells. Thus LS LiM6, a highly metastatic colon carcinoma cell line
secreted four- to five-fold more mucin into the culture medium, compared to poorly metastatic
parental line LS174T [23]. Human melanoma cells secrete ligands for galectin-3, which are
glycoproteins of 98 and 70 kDa molecular weights. It is not known what is the role of these
glycoproteins, but they could mediate adhesion of the tumor cells to endothelial cells [28] T
antigen-bearing glycoproteins are also capable of mobilizing galectin-3 to the surface of
endothelial cells, thus priming them for harboring metastatic cancer cells [29] Thus secreted
and/or shed molecules from the metastasizing tumors may be aimed at mediating adhesive
phenomena or activating endothelial cells. In either of the two cases metastasizing cells help their
spreading and metastasis to the target organs.

Keywords: metastases, galectins, glycosylation, cancer
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Abstract

Borax (sodium tetraborate hexahydrate or sodium borate) is a naturally-occurring mineral
composed of sodium, boron, oxygen and water.

In this paper, a fatal case of toxicity due to borax ingestion for suicidal attempt is reported.

A 49 years, male patient was admitted to the Toxicology Clinic, Emergency University
Hospital “N.I.Pirogov” with history of vomiting, greenish diarrhoea, abdominal pain, headache,
dizziness, following suicidal poisoning of 200 g borax, dose exceeding - 10 times the lethal dose.
According to the history of the case, it was revealed that he had been under psychiatric follow-
ups and treatments due to paranoid schizophrenia and he had a previous suicide attempt. The
patient was admitted to hospital on the third day after ingestion with hypotension, metabolic
acidosis, oliguric renal failure, a generalized erythematous rash. Despite intravenous fluids,
vasopressors, antibiotic therapy and resuscitation events, the patient's condition failed to improve.
With a clinical signs of septic shock and multiple organ failure he died on 13 day of
hospitalization.

The clinical features and treatment in such cases were discussed.

Key words: borax, suicidal poisoning, renal failure, sepsis
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Introduction

Borax (sodium tetraborate hexahydrate or sodium borate) is a naturally-occurring mineral
composed of sodium, boron, oxygen and water. Borax is a colourless, salt-like substance that can
also be a white powder. Borax and boric acid have a number of legitimate applications and are
widely used in manufacturing as detergents, water softeners and weak antiseptics. It is also used
to make fertilisers, pesticides, and is sometimes found in pharmaceuticals [7, 15, 20].

Ingestion and other exposures to the chemical can cause various symptoms. The type and
severity of symptoms varies depending on the amount of chemical involved and the nature of the
exposure. Sufficient exposure to borax dust can cause respiratory and skin irritation. Ingestion
may cause gastrointestinal distress including nausea, persistent vomiting, abdominal pain, and
diarrhea. Effects on the vascular system and brain include headaches and lethargy, but are less
frequent. In severe poisonings, a beefy red skin rash affecting palms, soles, buttocks and scrotum
has been described. With severe poisoning, erythematous and exfoliative rash, unconsciousness,
respiratory depression, and renal failure [3, 17, 21].

Documented cases of borate poisoning are now rare. The majority of documented borate -
related deaths have occurred in infants. In this paper, a fatal case of toxicity due to borax
ingestion for suicidal attempt was reported. The clinical features and treatment in such cases were
discussed.

Case Report

A 49 years, male patient was admitted to the Toxicology Clinic, Emergency University
Hospital “N.L.Pirogov” with history of vomiting, greenish diarrhoea, abdominal pain, headache,
dizziness, following suicidal poisoning of 200 g borax, dose exceeding - 10 times the lethal dose.
According to the history of the case, it was revealed that he had been under psychiatric follow-
ups and treatments due to paranoid schizophrenia and he had a previous suicide attempt.

The patient was admitted to hospital on the third day after ingestion with hypotension,
metabolic acidosis, oliguric renal failure, a generalized erythematous rash.

On examination, patient had mild dehydration, was disoriented, not obeying to oral
commands. Baseline vital signs were heart rate -100 bpm, blood pressure- 80/40; 110/60 mm Hg,
respiratory rate - 26/min, saturation of oxygen - 86 %. Examination of central nervous system
revealed, disorientation, normal reactive pupils with exaggerated deep tendon reflexes, and rest of
the findings being normal. Examination of cardiorespiratory system and per abdomen revealed no
abnormality. Gastric lavage was performed, and activated charcoal was administered.

Intravenous fluids for correction of dehydration were administered. Forced alkaline diuresis
was done to increase the elimination of borax. Corticosteroids, antibiotics, catecholamines was
administered.

Foley’s catheter was inserted for monitoring of urine output.
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Tablel: Laboratory results

Test / Hb WBC PLT ASAT ALAT Creat. Urea
Day g/L x 101 | x 109 U/ U/l pumol/l | mmol/l
I 109 10,7 216 54 131 437 19,1
II1 110 7.9 194 55 83 108 11,4
XI1I 87 3,6 78 60 49 87 8,4

Chest x - ray on admission - evidence of edema of the lung.

Arterial blood gas analysis revealed mild metabolic acidosis with respiratory alkalosis.

In the course of treatment, because of clinical signs of acute respiratory failure, the patient was
transferred from the Clinic of Toxicology to the ICU - Intensive Care Unit. Despite intravenous
fluids, vasopressors, antibiotic therapy and resuscitation events, the patient's condition failed to
improve. With a clinical signs of septic shock and multiple organ failure he died on 13 day of
hospitalization.

Discussion

Borate-containing compounds were formerly used as topical antiseptics and were components
of many medicinal preparations including skin powders and ointments used for the treatment of
burns and diaper rash. Boric acid is a commonly used as pesticide, disinfectant and wood
preservative. Boron poisoning could be acute or chronic. Acute borax poisoning in adults has
rarely been reported [1, 4, 11]. Acute boron poisoning could be suicidal or accidental. Most cases
of boric acid poisoning have been reported to occur accidentally [10]. Nonetheless, boric acid
ingestion for suicidal purposes has been quite rare [1]. Restuccio et al. reported a case of suicidal
attempt in which a 45 year old man ingested approximately two cups of boric acid crystals
dissolved in water. The patient developed nausea, vomiting and greenish diarrhea; and
dehydration occurred shortly thereafter. He subsequently developed dysrhythmia and he failed to
treatments administered and thus he died after 17 hours of admission [13].

Boric acid toxicity causes gastrointestinal irritation with vomiting and diarrhea that is bluish
green in color [5]. Death in acute toxicity may be caused by shock resulting from dehydration and
renal failure, though renal toxicity may not occur following ingestion of minimal amounts of
boric acid [1].

Neurologic complications including agitation, seizure and encephalopathy may also occur.
Dermal complications of boric acid toxicity includes erythrodermic rash similar to boiled lobster
which could be generalized or localized to the palms of the hands, soles of the feet, buttock,
scrotum or face followed by exfoliation after 2-5 days resembling toxic epidermal necrolysis or
scalded skin syndrome of newborns [14, 19].

There could be a change in the condition of respiratory chain of microsomes following
poisoning by boron and its compounds. Borate poisoning results in polyneuropathy with axonal
degeneration with a decrease in the fibre density of the myelinated nerve fibres [2, §].

Exposure to boron and its related compounds has been implicated as the potential cause of
chronic kidney disease with impairment of renal function and structure. Treatment of boron
poisoning is supportive and no specific antidote is available [6, 9]. Early decontamination with
copious water ingestion could result in less severe form of disease [18]. Forced alkaline diuresis
with a target achievable alkaline pH of urine, could increase the urinary elimination of boric acid
(1, 16). Hypotension, metabolic acidosis and acute renal failure with death resulting from
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circulatory collapse and shock are reported following boron poisoning [1]. Patient should be
monitored for neurological signs and symptoms, oliguria, acidosis.
Conclusion

A fatal case of borax ingestion for suicidal attempt in patients with severe mental illness was
reported. He was untreated for 3 days and presented with dehydration and renal function
impairment. Death in acute toxicity may be caused by shock, resulting from dehydration and
renal failure.
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Abstract

Chlorogenic acid is one of the most abundant polyphenol compounds present in a variety
of foods that are consumed daily, such as cherries, apples, kiwis, plums and coffee. It is one of
the main bioactive substances in Aronia melanocarpa fruits.

The aim of the present study was to investigate the effects of chlorogenic acid on
exploratory behavior and locomotor activity in male Wistar rats.

Chlorogenic acid was administered on a daily basis orally to different groups of animals
(n=10) for 7, 14, 21 and 30 days at a dose of 20 mg/kg. Comparisons were made with saline-
treated controls. At the end of each experimental period, the exploratory behavior and locomotor
activity of rats were registered in an Opto Varimex apparatus (Columbus Instruments, USA). The
number of horizontal and vertical movements recorded every minute for the first 5 min served as
a measure of exploratory activity and habituation to the new environment. The total number of
movements during the first 5 min and during the whole 10-min period of observation was used as
a measure of locomotor activity.

It was found that after 7 and 14 days of treatment, chlorogenic acid did not significantly
affect exploratory behavior and locomotor activity of rats compared to the saline-treated controls.
After 21 and 30 days, it significantly decreased the number of horizontal and vertical movements
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of the animals which might be the result of a sedative effect. At all testing periods, chlorogenic
did not disturb habituation. As habituation is considered as an elementary form of learning, the
present study suggested that chlorogenic acid did not disturb the memory and learning processes
in rats.

Keywords: chlorogenic acid, exploratory behavior, locomotor activity, rats
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Abstract

Chlorogenic acid is a polyphenol found in various plant products such as coffee, beans,
potatoes, apples, kiwis, plums and aronia fruits. Chlorogenic acid (5-O-caffeoylquinic acid) is
formed by the esterification of caffeic and quinic acids.

The aim of the present study was to investigate the effect of chlorogenic acid on anxiety
In rats.

The experiment was performed on 80 male Wistar rats divided in 8 groups (n=10).
Chlorogenic acid was applied daily orally to different groups for periods of 7, 14, 21 and 30 days
at a dose of 20 mg/kg. Comparisons were made with controls respectively treated with saline. At
the end of each experimental period, the state of anxiety was evaluated using the elevated plus-
maze test.

The results showed that for all testing periods chlorogenic acid significantly increased the
number of entries into the open arms, the time spent there and the ratio of open/total arm entries
as compared to the controls. At the same time, chlorogenic acid did not affect the locomotor
activity assessed by the total number of arm entries. Thus, the increased exploration of the open
arms not accompanied by increased locomotor activity indicated an anxiolytic-like effect which
was not false positive.

In conclusion, the findings from the present study suggest an anxiolytic-like effect of
chlorogenic acid in rats.

Keywords: chlorogenic acid, anxiety, plus-maze, rats
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Abstract

A new permanent cell line derived from duck embryos — DEC 99 (Ivanov and Kril, Patent Ne
63125/15.05.2001) was used for evaluation of the cytotoxic effect of the mycotoxin fumonisin
Bi1. For control test we used standardized BALB/c 3T3 mouse embryonic fibroblast cells (3T3
clone 31 (EC Commission Directive 2000/33 adapting to technical progress for the 27" time
Council Directive 67/548/EEC). We demonstrated on ultrastructural level that fumonisin B
causes pathological alterations of the nucleus, nucleolus and cell organelles [1] . These alterations
probably resulted from direct and indirect toxic effect [2, 3, 4]. There are very few data, about the
fate and the target structures of the toxin after passing through the cell membrane [5].

The present study aimed to evaluate the cytotoxic concentrations of FB1 in new in vitro model
DEC 99 and to localize the intracellular distribution of the toxin by means of
immunofluorescence.

Cytotoxicity tests were performed on DEC 99 and 3T3 cell lines and appropriate cultivation
conditions were used. Concentrations of 400, 288, 207, 149, 107, 77, 56, 40 pg FB; per ml
medium were testified for cytotoxicity in cell viability tests by neutral red uptake (NR) and
propidium iodide — acridine orange asseys. Primary anti fumonisin B; monoclonal antibody (R-
Biopharm AG, Darmstadt, Germany) and secondary FITC-labeled antimouse antibody (Santa
Cruz Biotechnology, USA) were used in immunochistochemical assay for immunolocalization of
the toxin within the cells. Non-treated and treated with 300 pg FBi/ml for 48 h samples from
DEC 99 monolayer cultures were stained according to a standard May-Griinwald -Giemsa
protocol for morphological estimation. The observations were carried out by means of light and
fluorescent microscope Leica DM 500B, (Wetzlar, Germany, microfilter cube 13, BP 450-490,
dichromatic mirror 510, suppression filter LP515, LED wave — 470) and confocal microscope
Leica TCS SPE, Wetzlar, Germany, 488 nm laser scanning, immerse X 40 (1,15 aperture), x 63
(1,30 aperture).

The values of the percentage of viable 3T3 cells at concentrations above 107 pg FB1/ml were
decreased but not statistically significantly. The percentage of viable DEC 99 cells was
significantly affected by concentrations above 207 pg FB1/ml, compared to controls (*p<0.05 for
207 ug FB1, **p<0.01 for 288 pg FB1 and ***p<0.001 for 400 ug FB1). Cells were rounded and
detached, lysis of cells and free spaces between them were observed in cultures treated with
concentrations above 207 pg FBi/ml for 48h of incubation. May-Griinwald —Giemsa staining of
treated with 300 ug FBi/ml cells for 48h confirmed these results. Morphological examination
revealed shrinked, cells with rounded shape and pycnotic nuclei, which were not firmly attached
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— pointlace like cultures. Fluorescent microscopy revealed localization of FB1 within the cells
after 48h of exposure. The observed fluorescence appeared to be situated in the cytoplasm as well
as in the perinuclear spaces. The observed fluorescence was evidential near the nucleus but also
diffuse or contrastly clusters of lightning was seen in the cytoplasm of cells treated with 300 and
400 ug FB1/ml.

The results obtained by the cytotoxicity test and neutral red uptake showed that DEC 99 cells
were more sensitive than 3T3 cells. The observed fluorescence within the cell after 48h of
exposure was evidential for passing through cell membrane and accumulation of the toxin,
presumably targeting cytoplasmic membrane structures and nucleolemma.

Keywords: cytotoxicity, fumonisin Bi, immunolocalization , permanent cell line DEC 99.
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Abstract

Zeolites are natural aluminum silicates of volcanic origin with specific microporous structure.
There are numerous investigations of their potential biological activities and application in
medicine and cosmetics. In this study we tested in vitro the cytotoxic activity of two zeolites, the
natural nonmodified clinoptilolite (CTP) and the natural modified clinoptilolite exchanged with
silver ions (CPT-Ag) in tumor cell lines HeLa and HepG2 and in non-tumor cell line 3T3. The
results show that CTP does not affect cell lines used in the study, but CPT-Ag has high
cytotoxicity for all three cell lines, indicating the active component are the silver ions themselves
and that the CPT-AG cytotoxicity is not selective for cancer cells.

Introduction

Zeolites are natural aluminum silicates of volcanic origin with specific microporous structure,
pierced by channels and voids formed by 6 -, 8 -, 10 - and 12-membered rings and Si044-A1045-
tetrahedrons. In the channels and holes are located charge compensating cations of the skeleton
(Na +, K +, Ca2 +, Mg2 + and Ba2 +) and water molecules coordinating them. This structural
configuration involves specific beneficial properties associated with ion exchange, selective
sorption, catalytic activity, and dehydration (reversible) rehydration. It was found that zeolites
have selective affinity to size and shape of ions and organic molecules. This could be used for
reversible binding of small molecules such as oxygen, nitrous oxide and others. With these
properties, zeolites can have significant application in the field of medicine and pharmacy [15].
Therefore zeolites are studied in terms of their potential biological activities, including antitumor
effects [16]. Thus, it was shown that clinoptilolite exhibits antibacterial properties [10, 14]. There
are a lot of studies on properties and application of zeolites in medicine and cosmetics [4, 5, 7, 8§,
11-13, 17-20].

Micro- and nano-mesoporous silicate particles are considered as potential drug delivery systems
because of their ordered pore structures, large surface areas and the ease with which they can be
chemically modified [9]. On the other hand, silver in low concentrations has found application in
medicine and cosmetics because of its antibacterial properties. Ag+ shows a strong affinity for
sulphydryl groups and other anionic ligands of proteins, cell membranes, and tissue debris [3].
Further, anti-proliferative effect of silver nanoparticles on human glioblastoma cells (U251) in
vitro was shown [1]. Dose-dependent cellular toxicity was observed after treatment of cell lines
from lung adenocarcinoma A549 with silver nanoparticles and silver ions. [6]. Here we present
our data on cytotoxicity of silver-modified natural clinoptilolite on cancer and non-cancer cell
lines.
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Materials and methods

Cell cultures

We used the cell lines from hepatocellular carcinoma (HepG2), cervical carcinoma (HelLa) and
the nontumor cell line of murine fibroblasts (3T3). The cells were grown in Dulbecco’s Modified
Eagle’s Medium (DMEM, Gibco-Invitrogen, UK) supplemented with 10% fetal calf serum
(Gibco-Invitrogen, UK), 100 IU/ml penicillin and 100 pg/ml streptomycin. All cell lines were
maintained at 37° C in a 5% CO2 incubator.

Zeolites

The cells were treated with natural clinoptilolite (CPT) and natural, modified clinoptilolite
exchanged with silver ions (CPT-AG). The source of natural clinoptilolite was the deposit of Beli
plast, Kardzhali, Bulgaria. The zeolites were provided by the Institute of Mineralogy and
Crystallography at Bulgarian Academy of Sciences.

Cytotoxicity assay

Neutral red (NR) cytotoxicity assay based on the protocol described by Borenfreund [2] was used
to assess the cell viability. Briefly, cells were seeded in 96-well microtiter plates (Scientific
Orange) at 10° cells/well and allowed to attach overnight. The cells were then treated for 24 h
with different concentrations of each zeolite: 0.667mg/ml, 0.445mg/ml, 0.296 mg/ml,
0.198mg/ml, 0.132 mg/ml, 0.088 mg/ml, 0.058 mg/ml and 0.039 mg/ml. For the cytotoxicity
assay 100ul of NR solution (50 pg/ml) was added to each well. After 3 h incubation at 37 °C and
5% COg, cells were destained with100 pl of acetic acid (1%)—ethanol (50%) (v/v). Untreated
cells were used as controls, and wells with culture medium without cells were used as blank
controls.

The optical density was measured at 570 nm with a microplate reader (TECAN, SunriseTM,
Austria). The viability was represented as the percentage of viable cells after preincubation with
zeolites, as compared to the untreated control group and was calculated for each concentration.
The percentage of inhibition of the cells was estimate as follows: Cell viability (%)=0D570
(experimental)/OD570(control)x 100. All experiments were performed in triplicate.

Statistical analysis

The results from treated and control cells were compared using one-way analysis of variance
(ANOVA) followed by Dunnett test. A P-value <0.05 was considered statistically significant.
Concentration of each zeolite which showed 50% cytotoxicity (IC50) was calculated. The data
were analyzed using GraphPad Prizm, GraphPadSoftware Inc., USA, 2000.

Results and discussion

We have studied in vitro the cytotoxic activity of two zeolites: the natural nonmodified
clinoptilolite and the natural modified clinoptilolite exchanged with silver ions. The effect of
zeolites on cell viability was tested in tumor cell lines HeLa and HepG2 and non-tumor cell line
3T3 by using NR assay.

Our results showed that CPT-AG had high cytotoxic activity for all three cell lines — tumor cell
lines HeLa and HepG-2 and non-tumor 3T3 cells (Fig.1). The IC50 values of CPT-Ag in 3T3,
HeLa and HepG-2 cells were 0,107 mg/ml, 0.170 mg/ml and 0,411 mg/ml, respectively.
Cytotoxic effect in HeLa cells was higher than in HepG-2 tumor cell line, but was slightly weaker
than in non-tumor 3T3 cells. There was no selectivity for cancer cell lines as CPT-AG exhibited
higher cytotoxic activity for non-tumor 3T3 cells compare to tumor cell lines HeLa and HepG-2.
CPT-AG shows significant cytotoxic effect for 3T3 cells even in concentration of 0.132 mg/ml.

73



CPT-AG/HepG-2 CPT-AG/3T3

1501
1504

-
=
i

N
-
(=3
o

NN

.

NN

N
\
N

= N
QO A © P AV P P O
3 o0 O B & K O
T FPIFIELS S

concentration [mg/ml]

WM
X

R

IR

X

R
N
N

N
R
N

2]
i

AN
R

R

AN
NN

R
e
R
R

Cell viability (%)
S

Cell viability (%)
(3]
AR

AR

R

\2J

PR R G 8
& WD P

NN QY Y Y O O O
concentration [mg/ml]

09 AN

Cell viability (%)

CPT-AG/HelLa

g

N
=3
t=3

3

o8
DR CA O A N
concentration [mg/ml]

O PP DS D
9@@¢W§$?ﬁ§b

Fig.1. Cell viability assessed by the NR assay after treatment of HepG-2, HeLa and 3T3 cell lines with

CPT-AG.

The natural non-modified CPT did not affect the cell viability at all concentrations in all cell lines
used in the study (Fig.2). This indicates that the non-modified CPT which doesn’t exchange any Ag"
in the medium has no effect on the cells and the cytotoxic effect of CPT-AG is due to silver ions.
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Fig.2. Cell viability assessed by the NR assay after treatment of HepG-2, HeLa and 3T3 cell lines

with CPT.

In this study we tested in vitro the cytotoxic activity of natural zeolite clinoptilolite and its
modification CPT-AG, where cations of naturel CPT were replaced by silver ions. The natural
originating from Bulgaria nonmodified clinoptilolite doesn’t affect HepG-2 and HeLa tumor cells
and non-tumor 3T3 cells, but clinoptilolite exchanged with silver ions has high cytotoxicity for
all three cell lines, indicating the active component are the silver ions themselves, not the carrier.
The silver ions included in the pore system of natural clinoptilolite, transform it to material with
high cytotoxic activity. CPT-AG cytotoxicity shows no cancer cell selectivity, it affects both non-

cancer and cancer cells.
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Abstract

Different salts of aryl and alkyl derivatives of dithiocarbonic acid (known under the trivial names
xanthogenates or xanthates) are well known from many years as powerful heavy metals chelators.
Based on this chemical property xanthates are used with success in:
* Industrial flotation for production of cooper, zinc and lead.
* Environmental chemistry for removal of traces of heavy metals from wastewaters
(mercury) or extraction of cadmium from soil.
* Analytical chemistry for spectrophotometric determination of metals (Cu, Mo, Zn).

In this short review we present data from our laboratory and by other authors for the biological
effects of xanthates, which could be explained by chelation of biologically important metal ions
in the body. With that their property could be explained:

* The in vivo antidotal effect after poisoning with heavy metals (chelation of mercury,
cooper).

* The antiangiogenetic effect for inhibition of tumor growth (due to chelation of zinc in
different metaloproteinases).

* (NS effects — inhibition of amphetamine-induced locomotor activity and decrease of
brain noradrenaline levels (due to in vivo or in vitro inhibition of dopamine-f3-
hydroxylase (a cooper dependent enzyme).

» Antioxidant action — chelation of iron; chelation of cooper/zinc in the brain markedly
ameliorate f-amyloid accumulation in Alzheimer’s disease.

* Antiproliferative (antitumor) action — inhibition of phospholipase C (zinc dependent
enzyme).

+ Xanthates/heavy metals complexes with well-expressed antitumor action — gold
(inhibition of thioredoxin reductase), platinum (thioplatin), palladium, bismuth, nickel,;
metronidazole/xanthate *™Tc complex as target delivery to hypoxic tumors.
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Abstract

Alveolar surfactant (AS) is a complex lipoprotein mixture that covers the lung alveoli at
the air-liquid interface. Its main function in vivo is to reduce the surface tension (y, mN/m) in
exhalation thus preventing the alveolar collapse. The insufficiency of AS in the lung as well as
deviation from its optimal biochemical composition results in respiratory activity impairment.

The clinical therapy currently includes the application of various native or synthetic
exogenous surfactant preparations which substitute human AS. Analysis of the composition and
the properties of the alveolar surfactant are crucial for the assessment of lung maturity and
optimal function and may prove the need of surfactant therapy application.

The aim of the present study was to estimate the physiology condition of lung surfactant
by analysis of different clinical samples in norm and pathology. The analyzed clinical samples
included gastric aspirates (GA) from prematurely born and full term infants, tracheal aspirates
(TA) from unventilated and ventilated lung during surgery in patients with nonsmall cells lung
cancer (NSCLC) and broncho-alveolar lavage samples from a patient with pulmonary alveolar
proteinosis, taken after each stage of the applied whole lung lavage procedure (WWL).

In this regard we investigated the biochemical and biophysical properties of GA from 74
babies: 15 with NRDS, 6 prematurely born and 53 normally born and healthy; TA from 15
patients with NSCLC and 10 whole lung lavage samples, collected from a male patient during 15
WLL cycles. For determination of protein content in the samples Lowry protein assay (Peterson's
modification) was used. The PL's concentration was determined via extraction by the method of
Blight and Dyer. Thin-layer chromatography was used for determining the phospholipid profile
of the individual phospholipid components. In addition, by using the method of Axisymmetric
Drop Shape Analysis, the equilibrium and dynamic surface characteristics: maximal and minimal
surface tension (y, mN/m) during 10 cycles of compression-decompression, were determined.

Our results show that AS composition and behavior were changed by the different
analyzed pathologies leading to alteration of phospholipid and protein concentrations as well as
significant differences in the individual phospholipid profiles and surface tension characteristics,
especially the minimal surface tension values (Ymin, m/Nm).

The present study could find application into the clinical practice for fast surfactant
maturity diagnostics in prematurely born children regarding lifesaving therapy with exogenous
surfactants administration. It shows that lung cancer, hypoxia and inhalation anesthesia affect the
biochemical and biophysical properties of AS which leads to changes in its composition and
behavior. It will also be of great interest for the effective implementation of the procedure of
whole lung lavage in the clinical practice.
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Abstract

It is well known that physical exercise, especially with high intensity, can lead to
oxidative stress. The body response to loading is commonly measured in blood. However in the
last years an increased body of evidences suggests that saliva also could be used as an alternative
source to investigate oxidative stress. The salivary glands contain mechanisms of protein and ion
transportation from blood to saliva. The principle advantages of saliva over blood sampling are:
easy and noninvasive collection, easy storage; possibility for repeated sampling; large quantities
that can be obtained; collection on field. In saliva could be measured such oxidative stress
biomarkers as thiobarbituric acid reactive substances, advanced oxidation protein products, as
well as the activity of the antioxidant enzymes superoxide dismutase, glutathioine peroxidase and
catalase, and the level of non-enzymatic antioxidants glutathione and uric acid. It will be of
interest whether the salivary oxidative stress changes can reflect in the same manner the plasma
markers of oxidative stress induced by acute exercise.
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Abstract

Most rare diseases are genetic and life-threatening - 75% of rare diseases are manifested in
childhood - 30% of affected children do not survive to age of 5. Assessment for rare diseases and
their impact on a particular country and worldwide use two main indicators, prevalence and
incidence of disease. Most (80 %) of rare diseases are genetic rest can result from infections,
allergies, degenerative and proliferative processes. Characterized by heterogeneous clinical
picture with multiple symptoms that vary widely from one nosology to another. These diseases
are chronic, progressive, degenerative, and often life-threatening. In most cases, no specific
treatment. Work and research for specific therapy of rare diseases are significantly different from
those of other drugs. The manufacture and development of orphan drugs is related to equivalent

78



and in many cases with higher costs since many of these drugs are biotechnological products,
difficult to synthesize and produce. On the other hand, the small numbers of patients for whom
they are intended not provide returns.

In order to stimulate research and development in the field of orphan drugs, public authorities
implement initiatives for health and biotechnology industries. A group of diseases in which
relatively intense work on the development of new drugs are lysosomal storage diseases. These
are conditions in which a gene mutation resulting in enzyme deficiencies in the lysosomes of
various cell in the result set substrates not degrade and build up in the different organs pathology
and systems, which leads to their malfunction.

Rare diseases

Most rare diseases are genetic and life-threatening -75% of rare diseases are manifested in
childhood - 30% of affected children do not survive to 5 years of age. There are different
classifications of disease as “rare”; they differ significantly in America, Europe and Asia.

In the U.S., a disease is considered rare if it affects less than 200 000 people from the general
population or 1: 1,500 affected.

In Japan - for rare disease accepted if occurs in less than 50 thousand people in the total
population, or 1: 2,500 affected.

In Europe, a rare disease is considered if affects less than 5: 10,000.

To evaluate of rare diseases and their impact on a particular country and worldwide two main
indicators are used - prevalence and incidence of disease.

Prevalence (number of patients at a time) it is used to assess the impact of the disease. According
to Global Genes Project, rare diseases affecting about 350 million people worldwide. According
to (EURORDIS) there are 6-7 thousand different rare diseases, affecting between 6 and 8 % of
the population of Europe.

The incidence (number of born with a disease per year) of rare diseases can be varied within wide
limits. For certain areas and communities they can be significantly more frequent, this is
especially true for closed communities where the gene pool is not updated. An example is the
frequency of Gaucher disease, which is 1: 40,000 in the general population but occurs in about 1:
10 people in the Ashkenazi community.

Such examples are there for entire countries, for example in the Netherlands observed extremely
high incidence of Pompe disease.

Most (80 %) of rare diseases are genetic rest can result from infections, allergies, degenerative
and proliferative processes. These diseases are chronic, progressive, degenerative and often live
threatening. Lead to disability and significant deterioration in quality of life with loss of
autonomy. Inflict physical and psychological suffering for the patient and his family. In most
cases, there is no specific treatment. They affect people in varying degrees of severity, but always
the life expectancy of the individual patient is greatly reduced.

Characterized by very heterogeneous clinical onset with a variety of symptoms, that varies
widely from one nosology to another. In the presence of pathognomonic symptom, it is not
present in 100% of patients, which further impedes diagnosis. Often a typical dysmorphic
features are present. Patients visit different specialists before having a diagnosis. In general a
significant period of time between onset of symptoms and diagnosis is observed, occasionally
average about 8 years. Another challenge for differentiated diagnosis is different disease course
not only between different patients as start and severity, but also within the same family. In
addition, the clinical picture is often similar to other common nonhereditary disease. Rare
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diseases are characterized with extremely varied onset - many severe courses starting in
childhood and attenuated forms that are randomly discovered.
Inheritance of genetic diseases may be different.

Autosomal dominant inheritance - the mode of inheritance of a genetic disorder in which the
individual receives only one altered copy (mutation) of a gene by altering gene dominates over
the normal disease that is transmitted from generation to generation without skips one or two
generations, and if one parent is affected by the disease then the likelihood the child to inherit and
develop the disease is 50%, regardless of the sex of the child.

Autosomal recessive inheritance - a way of inheritance of a genetic disorder in which the
individual receives two altered copies (mutations) of a gene, one from each parent, an individual
with an altered gene is intact (healthy) carrier that is has a 25% chance the child to inherit genetic
disease if both parents have the mutation that affects only one of the two genes. The parents are
not sick as only one of their parents possessed mutation. Therefore, diseases that have this type
of inheritance are the greatest challenge, as occur sporadically and are difficult to predict.
Inheritance related to sex chromosomes - in this type of inheritance mutation is in a gene
localized on a sex chromosome X or Y, it can be both dominant and recessive.

In all types of inheritance particularly dominant and sex-linked, it is important to draw a family
tree and make appropriate genetic consultation and if necessary to apply prenatal diagnosis of
pregnancy.

Unaffected Unaffected
"Carrier" "Carrier"”
Father Mother

Unaffected Unaffected "Carrier™ Affected
1 in 4 chance 2 in 4 chance 1 in 4 chance

Fig.1: Autosomal recessive inheritance

Orphan drugs

Research and development for specific therapy of rare diseases is significantly different from
those of other drugs. Firstly as shown by its name, they are designed for a very small number of
patients to compare to drugs for the mass, making development not attractive for most
manufacturers. The manufacture and development of orphan drugs is related to equivalent and in
many cases with higher costs since many of these drugs are biotechnological products, difficult to
synthesize and produce. On the other hand, the small numbers of patients for whom they are
intended not provide returns.

In order to stimulate research and development in the field of orphan drugs, public authorities
implement initiatives for health and biotechnology industries. It began in 1983 in the United
States with the adoption of the orphan drugs, followed by Japan and Australia in 1993 and 1997,
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in Europe in 1999 through the implementation of a common policy for orphan drugs in its
Member States.

These measures provide exclusivity of production and sales of the company for a product for a
certain period of time during this period; another may not produce the same drug. Exclusivity
period is 10 years for Europe and 7 for U.S. Moreover, there are different requirements for
conducting clinical trials with these products. This is taken into account the small number of
patients and the inability to collect large groups a graded statistical significance. Another
motivator is quick registration procedure due to reduced survival of most rare diseases.

Even with these concessions the development of orphan drugs remains limited.
It involves a lot of research and development costs for the biotechnological production
personally, it is evident from the lack of interest from other manufacturers to produce orphan
drugs after the expiry period of exclusivity.

At present, in the presence of between 6 and 7000 different rare diseases has registered about 70
drug, as most of them are designed for malignancies that are rare or malignancies in children,
which is a rare coupling clamp condition.

A group of diseases in which relatively intense work on the development of new drugs are
lysosomal storage disease (LSD). These are conditions in which a gene mutation resulting in
enzyme deficiencies in the lysosomes of various cell in the result substrates not degrade and build
up in the different organs pathology and systems, which results in their not functioning. Most
lysosomal diseases are with multi-organ involvement, and life-threatening. Characterized by
diversities with disease severity according remaining enzyme activity. Total frequency of the
LSD is 1: 6,000 to 1: 7,000 live births, all LSD are multisystem and progressive until there are
more than 50 LSD.

Examples for lysosomal storage disorder with available specific therapy for the past 10-15 years.

Mucopolysaccharidosis (MPS)

MPS are eight different forms associated with a deficiency of a different enzyme leading to
accumulation of glycosaminoglycans (mucopolysaccharides). Is currently available therapy for
three of them - type 1 syndrome Hurler with three sub forms, type 2 Hunter syndrome, type 6 —
Marataux - Lamy Syndrome.

MPS have overall incidence 1: 140,000, they are pan - ethnic disease incidence varies in different
populations. Most are found in patients with a phenotype most severe manifestation due to
manifest symptoms.

Mucopolysaccharidoses are autosomal recessive inheritance with the exception of Hunter
syndrome, which is an X linked genes and affects exclusively boys.
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Pompe disease

An enzyme defect: reduced activity of the lysosomal enzyme a-glucosidase (GAA), leading to
the accumulation of glycogen in tissues. The disease is with autosomal recessive inheritance and
is characterized by progressive degeneration of the skeletal musculature and respiratory and
infants - and the heart.

Incidence: 1: 138,000 infants, 1: 57,000 adults. There is a high incidence of infantile form in
African - Americans and Chinese and later form in the Netherlands. Progression : - infantile onset
- death to 1 year late start - slower progression, progression and severity of the onset of
symptoms depend on the percentage of residual enzyme activity.

Fabry disease

Fabry disease is a progressive, multi- system, X- linked lysosomal storage disease caused by a
defect in the gene encoding the enzyme o- galactosidase A. Partial or complete lack of activity of
this lysosomal enzyme renders a certain degradation of glycosphingolipids and cause
accumulation of the substrate in the lysosomes of various cell types. At the highest level is
affecting the cells of the vascular endothelium, which may lead to tissue ischemia or infarction.
Progression of the pathology present with symptoms involving the peripheral nervous system
within a setting of age. As we age observed clinical picture including symptoms associated with
kidney, heart and brain. Although the disease is an X - linked genes, heterozygous at many
women experience high morbidity and premature mortality.
The clinical features associated with severe burning pain and paraesthesia in the extremities,
reduced or absent sweating and tolerance to heat and cold as well as exercise.
Other symptoms include abdominal pain, tinnitus and vertigo. Honest and very characteristic
symptom is the appearance of clinical onset of angioceratoma. With progression of the disease
and vascular injury, kidney failure, or early stroke and infraction are observed.

4 sapase Ba GonHa maiika (Hocuten
GoneH Gawa 3ppaBa Malika AP e HOL MR (oot en)
I.I

iy -

SAPGEI AV Wepa  SAPGECHE AVWepa 1ociten  Gones cii

AVWeERa 1ocITen SAPGECHE AVWERA 10CITEN  SAPGECHE

(2 5 (25

(255%) (25%) {25%) [255%)

Fig. 3: Fabry disease is a X- linked lysosomal storage disease
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Abstract

Human papillomaviruses (HPVs) are infectious agents with clinical importance. They are the
causative agent for cervical cancer, carcinomas of vagina, anus, vulva, penis and oropharyngeal
carcinomas. A range of different models have been developed to study HPV, particularly virus
growth, virus-host cell interactions, virus-associated carcinogenesis and to test efficiency and
safety of prophylactic and therapeutic vaccines. Here, we review the existing most important
models: organotypic epithelial cultures, animal papillomaviruses as models to study HPV, murine
transplantable tumors expressing HPV genes, and mice transgenic for HPV genes. Key
differences between these model systems and natural HPV infection have limited their use and
require development of better models in the future.

Introduction

The human papillomaviruses (HPVs) are ubiquitous human pathogens associated with the
development of epithelial malignancies, especially cervical cancer. HPV also plays a causative
role in most of oropharyngeal carcinomas, in the carcinomas of vagina, anus, vulva and penis.
Keratinocytes in the basal layer of squamous epithelia are the initial targets for HPV infection
and the virus life cycle depends on the differentiation status of infected cells. HPVs encode
transforming proteins E6 and E7. In HPV-associated cancers the expression of E6 and E7 HPV
oncogenes is up-regulated and correlates with the transforming potential of HPV. HPV
oncoproteins E6 and E7 are responsible for immortalization and malignant transformation of
infected cells through binding to the tumor suppressors p53 and retinoblastoma protein (pRb),
respectively [23, 38]. When E6 interacts with p53, the function of p53 is disrupted resulting in
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uncontrolled cell growth. After binding with E7, pRB is phosphorylated and becomes incapable
of suppressing cell growth. Most of therapeutic vaccines have targeted E6 and E7 of HPV16 or
HPV18.

HPYV is strictly species and tissue-restricted and there is no simple monolayer cell culture system
for analysis and propagation of the virus. In spite of these difficulties, great progress has been
made in the elucidation of the molecular controls of virus gene expression, replication and
pathogenesis. In addition, two prophylactic HPV vaccines have been in use since 2006 and a
number of therapeutic vaccines have been tested in human trials. Much of these achievements in
basic HPV research and vaccine development are based on studies in different model systems.
Here, we review the existing most important models, used to study HPV growth and pathogenesis
and for developing and testing therapeutic strategies for HPV infection, including the novel
human vaccines.

CELL CULTURE MODELS

Organotypic epithelial (raft) cultures

The study of HPVs has been hampered as most of currently available human cell lines fail to
support HPV replication due to the differentiation-dependent aspects of virus life cycle — it is
dependent on differentiation of squamous epithelial keratinocytes that the virus infects. The
organotypic raft culture system has provided opportunities to develop an in vitro system that is
capable of reproducing the entire HPV life cycle. Raft cultures allow primary human
keratinocytes (PHK) to achieve stratification and differentiation in vitro [2]. These cultures can
be prepared from normal keratinocytes, explanted epithelial tissue, or established cell lines. The
keratinocytes grow to confluence on top of a collagen-fibroblasts matrix. Then the structure is
lifted to a medium-air interface such that the upper surface of the epithelial cells is exposed to the
atmosphere, while the dermal equivalent is kept moist and supplied with nutrients and growth
factors secreted by the fibroblasts. As a result the PHK differentiate and within 10 days forms a
full-thickness stratified epithelium [15]. These cultures can be sustained for about two weeks.
Similar cultures are achieved by placing pieces of epithelial tissue biopsy directly on the
collagen—fibroblast matrix and the type of epithelium that emerges is entirely comparable with
the morphology of the source of the biopsy [39].

Organotypic cultures provided the first opportunities to propagate wild-type and mutated HPV
genomes. HPV16, HPV 18, and HPV31 virions were generated in raft cultures from transfected
DNAs (23). Transfection with recombinant wild-type or mutant HPV genomes of PHKSs isolated
from different body sites (foreskin, larynx, cervix), followed by growing of transfected cells in
organotypic cultures, is an approach to investigate the role of individual viral genes in different
aspects of the viral life cycle. Due to the difficulties of PHKSs transfection, retrovirus-mediated
gene transfer has been used in many studies.

This system can also utilize the HPV immortalized cell lines or cell lines obtained from cervical
pathological biopsies [6]. Normal PHKs stratify and differentiate in a manner similar to the
normal squamous epithelial tissues, while transformed cell lines exhibit dysplastic morphologies
similar to the lesions seen in vivo. Cell lines established from CIN lesions that harbored episomal
HPV genomes (W12 and CIN-612) allowed viral amplification and packaging when grown in
organotypic cultures [36]. HPV DNA replication has been extensively studied in the cell line
W12 containing HPV-16 [17].

This culture system provides an essential tool for investigations of viral reproduction, virus-host
cell interactions, for the genetic analysis, and for the evaluation of antiviral agents. Thus, the
molecular functions and consequences of the expression of E6 and E7 oncogenes from high-risk
mucosal HPVs were analyzed [4, 25]. The organotypic cultures were also used to produce virus
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particles by applying different strategies and to test new immunotherapeutic approaches for
squamous cell carcinoma, including factors contributing to the presence and function of
immunocompetent cells within a neoplastic epithelium that develops on a mucosal surface [21].
ANIMAL MODELS

Animal papillomaviruses as models to study papillomavirus infections in human

Despite differences in genome organization and tissue tropism, animal papillomaviruses (PVs)
have been widely used as models to study papillomavirus infection in humans and for
development of HPV vaccines. Much of our understanding of PVs, their life cycle and other
aspects of pathogenesis has derived from studies of animal PVs that cause lesions similar to those
found in humans - bovine PV (BPV) infection of cattle, cotton-tail rabbit PV (CRPV) infection of
domestic rabbits and canine oral PV (COPV) infection of dogs. Induction of papillomas and their
neoplastic progression has been experimentally demonstrated and reproduced and virus-cofactor
interactions have been elucidated in these systems. For example, CRPV has provided insights
into the roles of viral gene products during productive and latent infection and during the
progression to cancer [11, 20, 31, 40]. This model has been also used for the evaluation of drugs
against papillomaviruses and of surgical treatments. In vitro studies with two animal PV early
proteins, the transcriptional regulator E2 and the oncoprotein E5, have contributed to the
elucidation of viral gene control and cell transformation. BPV E2 was the first viral product to be
identified as a transcriptional regulator. Many of the function of E5 proteins have been first
established for BPV E5 and later validated for HPV ES.

Animal PVs has been extensively used for the development of both therapeutic and prophylactic
vaccines, as cattle, rabbit and dog provide the opportunity to study vaccination in the natural
immunocompetent host. The studies showed that there was serum response to viral capsid
proteins in infected animals and resistence to subsequent viral challenge in seropositive
individuals. Neutralising antibody, directed to determinants on the L1major capsid protein, is
generated in these individuals. It was suggested that a vaccine capable of inducing such responses
must contain L1 protein in the correctly folded form, via L1 VLPs. Experimental studies in three
animal models (dog, cow and rabbit) proved this idea and showed immunogenicity and efficacy
of L1 VLP prophylactic vaccines. Studies to examine the ability of VLP vaccination to prevent
papillomavirus infection have relied on CRPV in domestic rabbits (14), COPV in dogs [37], and
BPV4 in cattle [27]. In each of these models, low dose intramuscular injection of VLPs generated
excellent protection from experimental challenge with high-dose virus. Protection from virus
challenge could be passively transferred using serum from vaccinated animals, indicating that
antibodies were sufficient to confer protection [14, 37]. In addition, as type-specific and
crossneutralizing titers were not greater after vaccination of animals with L1/L2 VLPs than with
L1-only VLPs [35] all clinical trials of VLP vaccines have used L1 only VLPs. However, as there
is no animal model for venereal transmission of PVs, the route of infection leading to cervical
cancer, the preclinical studies cannot assess the levels of antibodies needed to prevent sexual
transmission of oncogenic HPVs in women.

CRPV infection of domestic rabbits and COPV infection of dogs are the most widely used animal
models for examining immunotherapies for warts. The COPV model is attractive because it
involves mucosal lesions, but it has been difficult to study immunotherapies in this model
because of the rapid rate of spontaneous regression [33]. It was shown that E2 may be the most
attractive viral protein target for inducing immune-mediated canine warts regression [32]. Most
immunotherapeutic approaches have not consistently induced regression of established CRPV
warts [26]. Several studies have found E2 to be the most effective single target [ 13].
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Mouse models

Murine transplantable tumors expressing HPV genes

In 1985, Kreider et al. used human cervix fragments infected with an extract of human
condylomas and grafted them under the renal capsule of athymic mice to isolate the first HPV
and reproduce some of the histologic features of HPV infection [28]. This isolate, HPV-11Hershey,
was subsequently passaged in other human tissues, primarily human foreskins, using the same
animal model [22, 29].

Brandsma et al. were able to introduce with a gene gun HPV-16 DNA in human foreskin
fragments that were subsequently grafted onto the flank of SCID mice [12]. Lesions with
histologic features of HPV infection that contained HPV 16 antigen and DNA developed, but the
production of virions and the passage of the infection to uninfected tissue were not demonstrated.
A human xenograft SCID mouse model was developed that can produce infectious virus particles
of HPV-6, HPV-11 and HPV-16 [8]. HPV-16 was repeatedly propagated in human foreskin
fragments grafted in the SCID mouse and intraepithelial neoplasia in the implants were obtained.
This model reproduces the natural HPV-induced lesions and thus permits the investigation of an
authentic pathogenesis of HPV-induced premalignant lesions. Finally, it allows for the evaluation
of antiviral strategies. The ease of isolating genital HPV strains in the human xenograft SCID
mouse model contrasts with failed attempts using the athymic mouse [16, 28], indicating the
advantages of the SCID mouse over the athymic mouse [7]. HPV-infected human xenografts
(usually foreskin fragments) implanted in immunodeficient mice (e.g., athymic and SCID mice)
were also used for in vivo studies of drugs against HPV.

Most animal studies of HPV therapeutic vaccines involve transplantable murine tumors -
therapeutic vaccines are usually tested in mice with HPV-expressing tumor cells subcutaneously
implanted into their flank. Subcutaneous injected C57BL/6 mice with murine TC-1 tumor cells,
which continuously express HPV16 E6 and E7 oncoproteins, is the most commonly used model
[30]. Immunization of C57BL/6 mice induced efficient immune responses and generated HPV16
E7-specific cytotoxic T lymphocytes. However, the therapeutic vaccines targeting E6/E7 tested to
date have shown limited clinical efficacy in patients with HPV-associated genital neoplasia,
indicating that vaccine-induced regression in mouse models with ectopic HPV-tumors is not
predictive of clinical outcome. To assess HPV therapeutic vaccines in a more relevant setting, an
orthotopic mouse model was established where tumors in the genital mucosa (GM) develop after
an intravaginal instillation of HPV16 E6/E7-expressing tumor cells transduced with a luciferase-
encoding lentiviral vector for in vivo imaging of tumor growth. Tumors remained localized in the
genital tract, and histological analysis showed that most tumors grew within the squamous
epithelium of the vaginal wall. In an orthotopic murine model for cervical cancer was shown that
vaccination with HPV16-E7 polypeptide was able to induce E7-specific CD8 T-cells in the GM
of mice and regression of small genital tumors [18, 19].

Mice transgenic for HPV genes

Numerous HPV transgenic mouse models have been generated to analyze in vivo biological
properties of HPV genes, in particular E6 and E7 of HPV 16. Transgenic mouse containing the
E6 and E7 genes from HPV16 under the control of the human keratin 14 (K14) allow expression
of the virus genes in stratified epithelia, such as skin or mucosal tissues. K14-HPV16 mouse
models develop carcinomas in the head and neck region, skin and cervix. While spontaneous
tumors arise in the skin, cervical carcinomas appear in cooperation with estrogens.
Characterization of K14-16E6, K14-16E7 and K14-16E6E7 mice has demonstrated that E6 is the
main virus oncogene in skin squamous cell carcinomas and E7 in cervical carcinoma. It was also
shown that tumors derived from K14-16E7 transgenic mice were primarily benign, while those in
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K14-16E6 transgenic mice were mostly malignant, indicating that E6 alone not only is sufficient
to induce tumor development but it also confers increased malignant potential in vivo.

The K14-HPV16 mouse did not develop spontaneous tumors in the cervix. Arbeit et al
demonstrated that chronic estrogen administration induced cervico-vaginal squamous carcinomas
in K14-16E6E7 animals and showed the important role of E7 in this process [1]. These mice
developed a progressive disease that led to the formation of squamous carcinoma of the cervix
over a 6-month period and closely reflected the histopathological characteristics of the
progressive disease that leads to cervical cancer in humans. When treated chronically for 6
months with 17pB-estradiol, the K14E7, but not the K14E6 or nontransgenic mice, developed
cervical cancer. The E6 oncoprotein contributed to increased tumor size in estrogen-treated
K14E6/K14E7 doubly transgenic mice. The validity of these HPV 16 transgenic mice as models
for human cervical cancer has been demonstrated at several levels: The histopathological
progression of disease in mice resembles that in human cervical cancer [34]; The role of estrogen
as a co-factor in the development and progression of cervical cancers in mice [10] parallels the
epidemiological evidence for a role of estrogen in human cancers; There is a close parallel in the
expression pattern of biomarkers for human and murine cervical cancer [9]. The finding that the
anti-estrogenic drug, indole-3-carbinol, inhibits cervical cancer in the HPV transgenic mouse [3]
has led to its successful use in the clinical treatment of CIN2/3 [5].

In addition, the role of cellular targets of HPV oncogenes in carcinogenesis was determined using
transgenic mice models. Thus, although pRb is the major E7 target, using hormone treated
K14Cre;RbloxP/loxP animals it was shown that there are pRb-independent functions for E7-
mediated carcinogenesis. Using knock-out animals, it was shown that cervical disease was
significantly increased in p21 -/- mice compared with p21+/+ mice, showing that p21Cipl can
function as a tumor suppressor. It was shown that E6AP is absolutely required for E6 to cause
cervical cancer. In addition, p53-independent activities of E6 also contributed to carcinogenesis,
but these activities were manifested only in the presence of the HPV16 E7 oncogene.

Transgenic mice expressing HPV oncogenes in their epithelium can develop cervical cancer but
are of limited use for testing therapeutic vaccines, because expression is wide spread in the tissue.
These mice develop tolerance to the PV-encoded transgenic proteins, and are unable to generate
PV antigen-specific cytotoxic T cells after immunisation. At the same time, although viral genes
that are expressed as transgenes are considered as self-antigens, many studies have demonstrated
that HPV transgenic mice can develop immune responses to E7 when stimulated appropriately.

Conclusions

Two types of model systems are currently in use to study papillomavirus infection in humans.
The first uses organotypic raft cultures and the second type are in vivo models, including
transgenic mice and models that make use of animal papillomaviruses. Analysis of different
model systems has helped to understand the carcinogenic role of HPV. The models provided an
essential tool for investigations of virus growth, virus-host cell interactions, for the genetic
analysis of viral proteins and regulatory sequences, and for the evaluation of antiviral agents.
Thus, the role of E6 and E7 as major oncogenes has been established and the contribution of each
of them, as well other cofactors, has been analyzed. These models have also been instrumental in
the development of HPV vaccines.

There is great potential for the development of improved diagnostic and prognostic tests,
prophylactic and therapeutic vaccines, and traditional antiviral medicines. Efficient translation of
basic research to clinical diagnosis and therapies depends upon the availability of appropriate
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models. Thus, the advantage of raft cultures is that they are based on primary human
keratinocytes but the disadvantage - the limited time to test therapies. On the other hand, mouse
models allow testing long-term effects of new anti-HPV treatments in a living organism, but the
differences between mouse and human species must to be taken into account. Better models, able
to bypass these drawbacks of currently available systems are needed and must be developed in
the future.
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Abstract

Influenza is an acute, viral respiratory disease which remains a serious global threat to
humans, causing significant morbidity and mortality each year. Current vaccination strategies and
antiviral agents provide limited protection against the rapidly mutating influenza viruses. It has
long been known that the natural products and their derivatives are invaluable sources of
therapeutic agents. Many plant extracts and compounds of natural origin demonstrated
considerable immunomodulatory and antiviral potential against influenza viruses. Modulation of
innate immunity has an impact on the host’s ability to respond to the influenza virus and
determines a favorable outcome of the disease. In this study, we aimed to examine the combined
therapeutic effect of protease inhibitor PISC-2002, obtained from Streptomyces chromofuscus
and polyphenol extract from Geranium sanguineum L. on functions of alveolar macrophages
from healthy and infected with influenza virus strain A/Aichi/2/68 (H3N2) mice.

Key words: bacterial protease inhibitor, plant polyphenolic complex, alveolar macrophages,
influenza A virus infection.

Introduction

Influenza is an acute, contagious disease of viral etiology, caused by influenza virus from
the Orthomyxoviridae family. Influenza A virus is the most pathogenic of the three types of
influenza viruses (A, B and C). It leads to the occurrence of recurrent, seasonal epidemics and
occasional pandemics, infects people of all ages and is a frequent cause of pneumonia and death,
especially among the elderly and children. Influenza viruses are highly variable, enveloped RNA
viruses with a single-stranded, negative and segmented genome [4,13]. The viruses infect mainly
epithelial cells in the respiratory tracts and alveolar macrophages by attaching of the viral
glycoprotein (HA) to a cellular receptor (sialic acid) on the host cell surface [5]. Alveolar
macrophages are key effector cells of the innate immune system that protect the lungs from viral
pathogens, regulate the inflammation and restrict the secondary bacterial infections. During
influenza virus infection macrophages are activated and destroy the virus-infected cells by
phagocytosis, simultaneously producing high levels of proinflammatory molecules, (cytokines,
reactive oxygen and nitrogen species) [7,8]. Thereby, alveolar macrophages regulate the immune
and inflammatory responses, enabling the host to overcome the viral infection. Fujimoto et al.
(2000) found that the elimination of the infected cells by phagocytosis leads to inhibition of viral
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growth in vitro [1]. Other investigators have reported that the influenza infection substantially
depresses phagocytic and chemotactic activity of macrophages [2]. These findings give us
grounds to consider, that the stimulation of phagocytic function of macrophages is crucial to
overcome the viral infection. It is known that the excessive release of proinflammatory mediators
can contribute to tissue damage. Therefore, the modulation of functions of alveolar macrophages
enables the immune system to effectively control the viral infection, without causing lung tissue
injury.

Due to the limited efficacy of the current vaccines and antiviral drugs, there is an
increasing need for development of effective and safe agents against influenza viruses. A
promising approach for the treatment of influenza virus is the use of viral inhibitors of natural
origin, which possess immunostimulating activity, combining effectiveness and low toxicity to
the body.

The aim of the present study was to investigate the combined effect of bacterial protease
inhibitor PISC-2002 (PI), produced from Streptomyces chromofuscus and plant polyphenolic
complex (PC) from Geranium sanguineum L. on functions of alveolar macrophages, isolated
from healthy and infected with influenza virus strain A/Aichi/2/6 (H3N2), mice.

Materials and methods

In our experiments, we used male and female, inbred ICR mice (16-18 g) with induced
lethal experimental influenza infection (EII), which were divided into 6 experimental groups and
treated with protease inhibitor (PI) and polyphenolic complex (PC), as follows: group 1- mock-
infected and PBS-treated —healthy control (HC) mice; group 2 - influenza virus-infected mice —
virus control (VC); group 3 - PC and PI treated mice (PC+PI); group 4 — influenza virus-infected
and PI treated mice (PI+VC); group 5 — influenza virus-infected and PC treated mice (PC+VC);
group 6 — influenza virus-infected and treated with a combination of PI and PC, mice
(PI+PC+VC).

PC was extracted from the roots of the medicinal plant Geranium sanguineum L.
(Geraniaceae) and was administered by intranasal instillation, 3 hours before infection at a dose
of 5ug/ml. The protease inhibitor PISC-2002 PI, produced by Streptomyces chromofuscus,
(isolated from a soil sample) was administered at a dose equivalent to the optimal virus-inhibitory
(1:8). Viral infection was induced under light ether anaesthesia by intranasal inoculation of
A/Aichi/2/68 (H3N2) influenza strain, adapted to murine lungs with infectious titer of 107
TCID50/ml. To induce lethal hemorrhagic pneumonia, the mice were challenged with a dose of
10 LD50/0.05 ml PBS/mouse.

The isolation of alveolar macrophages (aMa) had been conducted on 2", 6" and 8™ day
post-infection, according to the method of Holt et al. (1979) by 5 washing of the tracheal-
bronchoalveolar cavity of mice with 1.0 ml cold (4°C) RPMI-1640 medium. The spreading and
phagocytosis of aMa in the presence of Zymosan were implemented by the method of
Rabinovich and De Stefano (1973), with a modification of Passeti (1993) and the Spreading
index (SI) and the Phagocytic index (PI) were calculated.

The myeloperoxidase activity of aMa was determined by a technique, described by

Padmaja and Ramanadahm (1998). The nitric oxide production (NO) was measured in the cell
culture supernatant of aMa by a method of Ding et al. (1988).
The optical density was measured in an ELISA spectrophotometer (TECAN, SunriseTM,
Grodig/Salzburg, Austria) at a wavelength of 492 nm and 540 nm, respectively. The
concentration of nitric oxide was estimated by using a standard curve NaNO; and expressed as
nmol/2 x 10° cells.
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The data are given as the mean =+ standard deviation (SD). Significance testing was
performed using one-way analysis of variance (ANOVA) followed by Bonferroni’s post hoc test
(GraphPAD 5.0 InStat; GraphPad Software, CA, USA). Values of *p<0.05, **p<0.01 and ***
p<0.001 were considered statistically significant.

Results and discussion

The combined effect of protease inhibitor PISC-2002 and polyphenol extract from
Geranium sanguineum L. on functions of alveolar macrophages, isolated from infected with
influenza virus strain A/Aichi/2/68 (H3N2) mice were studied in dynamics (2" , 6™ and 8™ day
after the viral infection). Spreading, phagocytosis, NO production and myeloperoxidase activity
were evaluated.

The results for spreading (Spreading index) and phagocytosis (Phagocytic index) of aMa,
from influenza virus-infected mice, treated with combination of PI protease inhibitor and
polyphenolic complex PC are shown in Fig.1 and Fig.2.

aMa Spreading - 2 day aMa Spreading - 6 day aMa Spreading - 8 day

Spreading Index (%)
Spreading Index (%)
Spreading Index (%)

e

&

Figure 1. Spreading of alveolar macrophages (aMa) from influenza virus-infected mice, treated
differently on 2", 6" and 8" day post-infection. Grp.1 — healthy control; Grp.2 - VC; Grp.3 - PI+PC;
Grp.4 - PI+VC; Grp.5 - PC+VC; Grp.6 - PIHPC+VC
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Figure 2. Phagocytosis of alveolar macrophages (aMa) from influenza virus-infected mice, treated
differently on 2™, 6™ and 8" day post-infection. Grp.1 — healthy control; Grp.2 -VC; Grp.3 - PI+PC;
Grp.4 - PI+VC; Grp.5 - PC+VC; Grp.6 - PI+PC+VC

As shown in Fig.1 and Fig.2 the influenza infection suppresses the spreading (Fig. 1A, Grp.2 -
VC) and the phagocytic activity (Fig. 2A, Grp.2 - VC) of aMa on day 2 after the viral infection
compared to the healthy controls. The administered therapeutic combination of PC and PI leads
to enhancement of spreading and phagocytosis of alveolar macrophages at a different degree. The
highest SI (94.75 = 1.71) and PI (91.0 £ 2.58) values were recorded in the experimental group,
treated with a combination of PC and PI on 8" day, after the infection (Fig. 1C and 2C, Grp.6 -
PI+PC+VC). The phagocytic function of macrophages plays a major role in the elimination of
foreign substances and apoptotic cells. Furthermore, the phagocytic macrophages are becoming
competent antigen-presenting cells, which interact with T-cells and activate them.

Previous experiments have shown that infection with influenza virus A/Aichi 2/68 (H3N2) in
mice, induces suppression of alveolar and peritoneal macrophages’s phagocytic function [3]. The
results from our experiments also confirm these data.

Recent studies have indicated that both natural compounds (PC and PI) demonstrated significant
antiviral effect in vitro, as well as in vivo [11]. In addition to these findings, we established that
the combined administration of PC and PI in vitro shows pronounced immunomodulating and
immunorestorative effect on functions of influenza virus-infected macrophages.

In the current study, we also examined the effect of the administered therapy in influenza
virus-infected mice on the levels of proinflammatory mediators - nitric oxide and
myeloperoxidase of alveolar macrophages. NO-production of alveolar macrophages from the
treated animals was measured in dynamics. The results obtained are shown in Fig.3.
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Figure 3. NO-production of alveolar macrophages (aMa), isolated from influenza virus-infected mice,
treated differently on 2™, 6™ and 8" day post-infection. Grp.1 — healthy control; Grp.2 - VC; Grp.3 -
PI+PC; Grp.4 - PI+VC; Grp.5 - PC+VC; Grp.6 - PI+PC+VC

The NO-production of influenza virus-infected alveolar macrophages (Grp. 2) is increased
significantly on the second day of the research (Fig.3A). The administration of a combination of
PI+PC has an immunorestorative effect in influenza virus-infected mice on the 2™ and 6 day
post-infection (Fig. 3A u 3B). It is well known that activated macrophages after influenza
infection released cytokines, reactive oxygen metabolites and proteolytic enzymes. This leads to
an increased membrane permeability and microvascular leakage with the formation of reactive
oxygen and nitrogen species [14], which can damage surrounding tissues, causing local and
systemic inflammation.

The data for myeloperoxidase activity of alveolar macrophages, followed in dynamics on the 2™,
6" and 8™ day after EII in experimental animals are shown in Fig.4.
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Figure 4. Myeloperoxidase activity of alveolar macrophages (aMa), isolated from influenza virus-
infected mice, treated differently on 2", 6™ and 8" day post-infection. Grp.1 — healthy control; Grp.2 -
VC; Grp.3 - PI+PC; Grp.4 - PI+VC; Grp.5 - PC+VC; Grp.6 - PI+FPC+VC

It has been found that myeloperoxidase is also involved in oxidative stress and inflammation,
causing extensive tissue injury. This enzyme is stored in the azurophilic granules of
polymorphonuclear neutrophils and macrophages and at the occurrence of inflammatory process
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it is released into extracellular fluid [6]. The present experiments prove that myeloperoxidase
activity of alveolar macrophages in influenza-infected mice is increased on the 2™ and 6 day
after the viral infection (Grp.2) compared to healthy control, as shown in Fig.4.

According to many researchers, the polyphenol compounds, derived from higher plants possess
antiviral and immunomodulating activity. In earlier studies, it has been proved that the
polyphenol extract from medicinal plant Geranium sanguineum L. inhibits the viral replication of
influenza viruses A and B in vivo and on ovo [10]. Toshkova et al. (2004), reported that PC from
Geranium Sanguineum L., administered in vitro stimulates the phagocytic activity of murine
polymorphonuclear leukocytes (PMNs) and peritoneal macrophages, and affects the spontaneous
NO-production of macrophages [12].

The natural protease inhibitors are widely distributed in plants, animals, bacteria and some
viruses. It has been found that suppression of the proteolytic virus activation by protease
inhibitors can prevent the spread of influenza virus and the development of generalized viral
infection [15]. Previous investigations have demonstrated that the bacteria from the genus
Streptomyces produce protease inhibitors, which could be successfully used as antiviral agents
[9].

The successful outcome of the progressive inflammatory reactions in the organism depends on
the effective regulation of the functions of macrophages. Based on the results obtained, we
confirmed that PC from Geranium sanguineum L. exhibits immunomodulating activity on aMa
and we found that the immunostimulatory effect is stronger after administration of protease
inhibitor and polyphenolic complex. The current studies also indicate that the administered
therapeutic combination of PI and PC decreases or normalizes the NO-production and
myeloperoxidase activity of alveolar macrophages.

Based on our findings, we can conclude, that combined therapy with PI and PC in
influenza-infected mice has immunostimulating and immunorestorative effects on the functions
of alveolar macrophages. Therefore, the combination of both natural products is a promising
therapeutic approach for the treatment of influenza infection in experimental conditions.

Acknowledgements: This study was supported by a research grant DO 02-188/2008 from The
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Abstract

The objective of this study is to compare the specificity of two types of diagnostic source
materials as etiological proof of erythrovirus B19: standard (serum based) and alternative (dried
blood spots) by use of optimized protocols.

Materials and Methods. 13 serum samples and 13 dried blood spots (DBS) collected from ill
individuals during acute and/or recent infection. The following methods were used: serological -
indirect enzyme immunoassay (EIA) test for the presence of specific parvovirus B19 IgM
antibodies and molecular methods - extraction and detection of B19-DNA. One-step PCR
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technique, sequencing assay and genotyping of NS1-PCR product and electrophoresis in 2%
agarose gel to visualize the PCR products were used, too.

Results and discussion. Positive IgM results were found in all tested sera samples (n=13).
Positive PCR signals were detected in 11/13 (84.62%) serum samples and in 9/13 (69.23%) filter
paper blood samples, respectively. Phylogenetic analyses were based on a NS1 region of 103 nt.
All tested samples were genotype 1, subtype 1a.

Conclusion. In this study it is shown that blood samples spotted on filter paper are suitable for
laboratory diagnosis, confirming the etiological agent and for surveillance of different diseases.
Introduction

The B19 virus was discovered by chance in 1975 by the Australian virologist Yvonne
Cossart. The virus gained its name because it was discovered in well B19 of a large series
of microtiter plates labelled in this way [1].

The virus generally referred to as parvovirus B19. Since 1995 erythrovirus B19, had been
classified as the first known human virus in the Parvoviridae family, Parvovirinae
subfamily, genus Erythrovirus. EVB19 is a ssDNA virus, 18-26 nm in diameter. B19 virus is
most known for causing disease in the pediatric population. It is the classic cause of the
childhood rash called fifth disease or erythema infectiosum, or "slapped cheek syndrome" [6].
However, it can also affect adults with toxo infection syndrome and arthropathy symptoms. The
tropism of the virus and its different transmission (airborne, parenteral and transplacental)
determines the clinical interest.

Viral replication takes place in human bone marrow cells (erythroid progenitor cells) and
with a main receptor - blood group P antigen on the surface of a wide range cells. Based on the
phylogenetic analysis of the DNA sequences of NSI1-VPlunique junction region, human
erythrovirus B19 is subdivided into three genotypes: B19V-related viruses corresponding to
genotype 1 (prototype strain Au), A6-related viruses corresponding to genotype 2 (prototype
strains Lali and A6) and V9-related viruses corresponding to genotype 3 (prototype strains V9
and D 91.1), with no impact on the clinical course [4].

Laboratory confirmation of diseases with rash-febrile syndrome is an important differential
diagnostic approach and it applies to these infections, especially in terms of mass vaccination
when these diseases occur more frequently in a modified and atypical manner. Accurate
laboratory confirmation depends on the proper collection, processing, shipment and storage of
clinical samples, as well as the use of accurate tests by a proficient laboratory.

At this stage, it is assumed that the serum-based diagnostics is the "gold standard", while
non-invasive specimens may be preferable when venous blood is difficult to collect, such as
community-based or when sampling from young children and sustaining a cold-chain for samples
is not feasible logistically.

The purpose of this study is to compare the specificity of two types of diagnostic source
materials as an etiological proof of erythrovirus B19: standard (serum based) and alternative
(dried blood spots) by use of optimized protocols.

Keywords: parvovirus/erythrovirus B19, serum samples, dried blood spots, one step PCR,
sequencing, genotyping

Materials and Methods

Materials
1. Specimens: 13 serum samples and 13 dried blood spots (DBS) collected from ill individuals
during acute and/or recent infection.
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1.1. Serum samples

The blood samples were collected by venepuncture, used vacuette system and transported
to the laboratory, usually under a cold chain. Storage: seven days at 2°C - 8°C; for longer period
samples must be freezing (-20°C).

1.2. Dried blood spot samples using Whatman FTA elute cards (FTA® is an acronym for fast
technology for analysis of nucleic acids, a cellulose based matrix (filter paper))

Dried blood spots are collected using a sterile, autodisable lancet (1.5 - 2 mm) to obtain
blood from the finger or heel of the suspected case. Blood drops are collected onto blood-
collection filter-paper cards (4 circles, size 13 mm), prior labeled, and allowed to air dry 30
minutes thoroughly before being shipped (using postal service system) to the laboratory at
ambient temperature in a ziplock plastic bag with desiccant packs. In the laboratory, the DNA is
extracted from the blood spot using routine extraction procedure.

2. Methods
2.1. Enzyme immunoassay (indirect ELISA test) for the presence of specific parvovirus B19
IgM antibodies (recomWell Parvovirus B19 IgM, according to the manufacturers’ instructions)
was used.
2.2. Molecular methods:
2.2.1. Extraction of viral DNA from starting specimen (serum and DBS) with commercial test
NucleoSpin Blood
Modified for DBS: Extraction procedure (pre-lyses) - punched of 6 mm disk (for each samples),
put into 1,5 ml tube, add 180 ul 1xPBS, mix by pulse-vortexing for 15 seconds, incubation at
94°C for 10 min, rpm [x10], cooling and following the standard extraction procedure.
2.2.2. One-step PCR technique (KAPA Taq PCR Kits) with consensus primers (concentration
20 p/mol)

Forward Primer (e1905f). 5° TGCAGATGCCCTCCACCCA 3’

Reverse Primer (e1987r): 5° GCTGCTTTCACTGAGTTCTTC 3°
Cycling parameters of NS1 parvovirus region - one step PCR:
1 cycle of 94°C for 6 min; 5 cycles of 94°C for 30 s, 55°C for 1 min, and 72°C for 1 min; 45
cycles of 94°C for 30 s, 60°C for 30 s, and 72°C for 30 s; and a final elongation step at 72°C for 7
min. Final: hold at 4°C

2.2.3. Electrophoresis in 2% agarose gel to visualize the PCR products (103 bp).

2.2.4. Purification of PCR products with QIAquick PCR purification Kit

2.2.5. DNA sequencing assay, with commercial kit BigDye Terminator v3.1 cycle sequencing kit
(Life Technologies) and primers: €1905f and €1987r (concentration 5 uM).

Cycling parameters of DNA sequencing: 96°C for 2 min, 96°C for 1 min, 96°C for 1 sec, 50°C
for 5 sec, 60°C for 4 min; Go to step 4 repeat 29 x. Final: hold at 10°C

2.2.6. Post sequencing PCR purification

2.3. Bioinformatic processing of results - SeqScape v2.7, BioEdit v7.1 (Sequence Alignment
Editor), MEGA v5.05

Results and discussion

e Serological results

All sera samples (n=13) were tested by indirect EIA test for the presence of parvovirus B19
specific [gM antibodies, confirmed acute infection. 13/13 had positive IgM results.

° Qne step PCR
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Viral RNA was extracted directly from the 13 serum samples and 13 DBS with modified protocol
for DBS.

Positive PCR signals were detected in 11/13 (84.62%) serum samples and in 9/13 (69.23%) filter
paper blood samples, respectively (Table 1 and Figure 1).

Table 1 Results of testing by one step PCR for erythrovirus B19-DNA

Tested specimens Positive B19-NS1 Negative B19-NS1
region region
Sera samples n=13 11 2
DBS n=13 9 4

Nucleic acid damage from nucleases, oxidation, ultraviolet light (UV) damage, microbes,
and fungus is reduced when samples are stored on the FTA card which explains the high rate of
detection of the B19-DNA in the DBS (2, 5).

In this study it is shown that blood samples spotted on filter paper are suitable for
laboratory diagnosis of parvovirus B19 using PCR analysis.
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Figure 2 Phylogenetic trees of B19-NS1 positive samples
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| A
001 001
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Phylogenetic trees were based on: Fig. 2A - 23 sequences (11 obtained in this study and 12
downloaded from GenBank) and Fig. 2B - 21 sequences (9 obtained in this study and 12
downloaded from GenBank). The reference sequences are shown without symbols and are
labeled with their GenBank accession number, name, and genotype designation. Phylogenetic
analyses are based on a region of 103 nt and the neighbor-joining algorithm using the Kimura
two-parameter model. Sequences are shown 3 different variants of genotype 1.

Conclusion

Both dried blood spots have been shown to have a potential role in laboratory diagnosis
(confirming the etiological agent) and surveillance of different diseases.
Compared with serum sampling this sampling procedure:
is easy to implement, although training is required;
1 have good patient acceptance since the use of dried blood spots avoids venepuncture;
] have stability outside the cold chain for longer periods, easy storage and transportation.

Acknowledgmen: This work was supported by the Ministry of Education and Science
(Bulgaria), Project BGO51PO001/3.3-05-0001 "Science and Business".
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Abstract

The group of avian leucosis and sarcoma viruses (ALSVs) belongs to the Alpharetrovirus
genus of the Retroviridae family. The retroviruses are enveloped RNA viruses that possess a
specific enzyme called reverse transcriptase. The avian retroviruses induce various forms of
leucosis, sarcomas, carcinomas and other neoplastic and nonneoplastic diseases in birds and thus
have a great economic importance in the poultry industry worldwide. The Alpharetrovirus genus
includes also the lymphoproliferative disease viruses (LPDVs) which are antigenically and
genetically distinct from ALSVs and affect primarily domestic and wild turkeys. The
reticuloendotheliosis viruses (REVs) are another group of oncogenic viruses isolated from birds,
but they appeared to be more closely related to mammalian and reptilian retroviruses and are
assigned to the Gammaretrovirus genus.

The present review is focused mainly on the ALSVs because they are the most common
and well studied group of avian retroviruses. The genome and virion structure, strategies of
replication and mechanisms of oncogenic action of the avian retroviruses are briefly described.
The role of the avian retroviruses as a model system in the elucidation of the mechanisms of
carcinogenesis is emphasized. The contributions of Bulgarian scientists in the field of avian
retrovirology and the main directions of present studies on the viral strains Mc29 and Pts56 are
outlined.

Key words: avian leucosis viruses, virus-induced carcinogenesis, myelocytomatosis,
osteopetrosis, cancer models
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Abstract

During its transmission, the intestinal pathogen E. coli O157 can come in contact with a
variety of niches characterised by different temperatures, and of liquid or solid nature [1]. The
aim of this study was to examine the effects of the growth temperature and the culture
medium (liquid vs. solid, where tests permitted) on the morphology and motility of E. coli
0157:H-, strain A2CK SS. The bacteria were cultivated at 20°C or 37°C, in nutrient broth
(NB) or on nutrient agar (NA). To examine morphology, scanning electron microscopy
(SEM) was applied [2]. It was shown that growth conditions influenced bacterial dimensions.
In addition, when grown at 20°C the bacteria released outer membrane vesicles. As predicted
by the lack of flagellum, this H- strain was non-motile when inoculated in 0.3% motility-NA.
Swarming motility was tested on swarmer agar - 0.6% NA supplemented with 0.02% glucose.
The strain appeared to be a poor swarmer and moved no further than 0.5 cm apart from the
point of inoculation. Nevertheless, it swarmed better at 20°C when it formed a larger halo and
two density waves. The presence of Type 4 pili was demonstrated by a twitching motility test
[3]. This was performed by a tooth-pick inoculation into solid NA and cultivation, after which
the agar was removed and the plate - stained with crystal violet. It was shown that this type of
motility was significantly more expressed upon growth at 37°C. The presence of Type 1 pili
was examined by a test for mannose-dependent co-aggregation with Saccharomyces
cerevisiae [4] The formation of aggregates including from 1 to 5 yeast cells was typical for
the bacteria grown on NA at 20°C, or in NB at both tested temperatures. When the bacteria
were cultivated on NA at 37°C, much larger aggregates were registered, involving from 5 to
20 yeast cells, indicating higher amounts of Type 1 pili.

The results show that culture conditions influence the phenotypic characteristics that are
related with the surface structure of E. coli O157:H-.
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Abstract

Pertussis is highly contagious respiratory disease. The first pertussis vaccine was
developed in the 1930s and was in widespread use by the mid-1940s, when pertussis vaccine
was combined with diphtheria and tetanus toxoids to make the combination DTP vaccine. It
contained whole inactivated cell, which develops good immune response, mostly Thl type. The
first whole cell vaccine was high reactogenic, because of this it was replaced by new — acellular
vaccine that contains reduced quantities of pertusis antigens. The latter vaccine stimulates mostly
immune response of the Th2 type. All studies, connected to whooping cough, suggest that
children, who were given the whole- cell vaccine, are more protected than those who have had
the acellular vaccine. One of the most probable reasons for the high morbidity is adaptation and
genetic changes of B. pertussis.

Nowadays, different strategies are being used for coping with the rising morbidity. A
synthetic scheme was devised for preparing a conjugate vaccine composed of the B.
bronchiseptica core oligosaccharide with one terminal trisaccharide. Conjugate- induced
antibodies, by a fraction of an estimated human dose injected into young outbred mice as a saline
solution, were bactericidal against B. pertussis, and their titers correlated with their ELISA
values. Other strategy is a new pertussis vaccine for adults. For risk groups there is Cocoon
strategy realization- a strategy that implies that all people, who take care of newborns, to be
immunized, including women during pregnancy.

Key words: B. pertussis, vaccine, immunity
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Abstract

Sialic acids are nine-carbon amino sugars which are terminal units of carbohydrate
compounds of certain complex molecules (glycoproteins, gangliosides, glycolipids, mucins) (Fig.
1) [3]. They are located on the surfaces of many vertebrate cells. In eucaryotes, sialic acids
participate in various cell-cell and cell-molecule interactions, including stabilizing
glycoconjugates and cell membranes due to charge-charge repulsion, mediating cell-cell
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regulation, acting as chemical messengers, regulating transmembrane receptor function, affecting
membrane transport, etc [5].

-
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Fig. 1. Sialic acid (Neu5Ac)

Some bacteria (mostly pathogenic ones) use these substances in at least two different ways:
they sialylate their surfaces thus protecting themselves from the host immune system, or they use
them as carbon, nitrogen and energy source. There are two main pathways by which procaryotes
obtain sialic acids: de novo biosynthesis or acquisition from host environment (Fig 2).
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Fig.2. Sialic acid pathways in bacteria

The first route is a feature of some bacteria such as Escherichia coli K1, Neisseria
meningitidis, Campylobacter jejuni. The precursor of sialic acid synthesis is uridine diphosphate
N-acetylglucosamine (UDP-GIcNAc). The combined action of proteins NeuC and NeuB convert
this metabolite to sialic acid via N-acetyl mannosamine (ManNAc) (Fig 2). Other bacteria
acquire sialic acids directly from host environment. Some of them (Vibrio cholerae, Clostridium
perfringens, Erysipelothrix rhusiopathiae) have specific enzyme (sialidase) which releases sialic
acids from host sialoglycoconjugates. Others, which lack genes for sialidase (Haemophilus
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influenzae), use sialic acids obtained by the action of sialidase-positive bacteria living in the same
niche, or, as it has been hypothesized, by host sialidase, activated in the course of inflammation
[4].

Regardless of the way in which they were obtained, the sialic acids enter the cell via variety
of transport systems, including: classical secondary transporters, ATP-independent (TRAP)
transporters, ATP-binding cassette (ABC) transporters etc (Fig 2). The effectiveness of these
systems is of special importance for bacteria, such as H. influenzae and Haemophilus ducreyi
which are unable to synthesize their own sialic acids and depend on external sources.

Sialylation

Once obtained (by either de novo biosynthesis or acquisition from the host), the sialic acid
may be involved in anabolic process, which include sialylation and biosynthesis of cell surface
structures. Pathogenic bacteria can “coat” the flagellum, the capsule polysacharide (CPS) or the
lipopolysacharide (LPS) with sialic acids thus masking themselves from host immune system and
changing host cell specificity [2]. The first step in sialylation is the synthesis of cytidine
monophosphate-sialic acid (CMP-NeuAc, an activated form of sialic acid). The reaction is
catalyzed by CMP-sialic acid synthetases. This compound is then added to appropriate acceptor
by specific sialyltransferases. An important part of our knowledge about sialylation of cell-
surface structures is based on the analyses of the polysialic (PSA) capsules synthesis process of
E. coli and N. meningitidis. In E. coli, the activation of sialic acid prior to its incorporation into
the capsule components is carried out by the enzyme NeuA. Another enzyme, NeuS, acts as
polysialyltransferase adding sialic acid to oligosialic acid receptor thus forming the PSA capsule
which is then exported from the cell (Fig. 2). LPS sialylation is a feature of some pathogenic
bacteria including H. ducreyi, H. influenzae, Haemophilus somnus and Pasteurella multocida and
this process is catalyzed by specific sialyltransferases, the main of which is Lic3A (Fig 2). This
enzyme adds o-2,3-NeuSAc and is thought to be required for bacterial survival. The Lic3A
homologue Lic3B is an enzyme that adds mono- or disialic acid to the LPS acceptor. C. jejuni
also possesses mono- or bifunctional LPS silyltransferases transferring either a-2,3-NeuSAc or
disialic acids. An interesting strategy for sialylation is used by Neisseria gonorrhoeae and N.
meningitidis. These bacteria possess outer-membrane-associated sialyltransferase and use
external CMP-sialic acid, which is present in small amounts as a normal constituent in human
secretions (Fig 2).

Since sialic acids are common part of mammalian cell surfaces, it is hypothesized that
sialylation of bacterial surface structures (LPS or capsules) represents “molecular mimicry” and
helps the pathogens to overcome the action of host immune system. For example, the PSA
capsule of N. meningitidis serogroup B and E. coli K1 is poorly immunogenic because of its
similarity with PSA chains of the mammalian neuronal cell adhesion molecule, NCAM. In other
sialo-positive serotypes the polysaccharides have no host analogs due to linkage differences and
so form the basis of effective vaccines against bacterial meningitis [6]. The exact mechanisms by
which the PSA capsule provides protection to the immune response are still not clarified. In
meningococci, the capsule is required for resistance against the destroying effect of human
serum, possibly by hindering the insertion of the complement membrane-attack complex (MAC)
in the bacterial membrane. The sialylated capsule of S. agalactiae has inhibitory effect on
phagocytosis and acts by impairing C3 deposition on the cell surface, thus preventing activation
of the complement alternative pathway.

Similar to the effect of bacterial capsules, LPS sialylation also enhances the pathogenic
potential of bacteria. In gonococci, sialylated LPS increases the binding to the bacterial cell
surface of factor H (fH), an anti-activator of the complement alternative pathway. It is supposed
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that this strategy resembles the effect that sialylation has on some eukaryotic cell membranes,
which self-protect from C3 attack by displaying fH and results in higher serum resistance,
although there is no strong evidence whether the sialylated LPS is an actual binding site for fH.
In non-typable H. influenzae (NTHi), LPS sialylation inhibits deposition of C3 without
requirement of fH binding. Restoration of virulence to an avirulent, sialic acid-free mutant of
NTHi inoculated into complement-depleted chinchillas demonstrates the role for the complement
in eliminating unsialylated H. influenzae in vivo. It is suggested that one possible binding site of
C3 on unsialylated cell surfaces might be LPS, thus assuming the possibility that sialylation acts
by masking those sites.

Catabolism of sialic acids

Some commensal or pathogenic bacteria have the ability to catabolize the sialic acids
transported into cytoplasm. Among them are C. perfringens, E. coli, P. multocida, H. influenzae,
Bacteroides fragilis [1]. The genes responsible for sialo-catabolism are organized in an operon
(nan-operon). Once transported into the cell by NanT (permease), the sialic acid is degraded by
NanA (aldolase) to N-acetylmannosamine (ManNAc) and pyruvate and the latter is ivolved in
oxidative TCA cycle for energy production [6]. NanK (kinase) phosphorylates ManNAc yielding
ManNAc-6-phosphate which is converted to N-acetylglucosamine-6-phosphate (GlcNAc-6-P) by
NanE (epimerase). This product is further deacetylated and deaminated by the enzymes NagA
and NagB to fructose 6-phosphate which enter the central metabolism [4]. The genes encoding
NagA and NanG may be part of the nan-cluster (H. influenzae), or in most cases, can be scattered
in the genome [1].

It is a question, how the bacteria regulate the ratio between anabolic and catabolic processes
in which sialic acids are involved. There is evidence that in H. influenzae sialic acid catabolism
competes with the LPS sialylation pathway for the sialic acids that have been transported in the
cell. In E. coli K1 catabolism has the potential to compete with the polysialic acid (PSA)
synthesis pathway [4].

There are data which relate sialic acid catabolism to pathogenicity. For example, the
utilization of sialic compounds as carbon and energy source plays a significant role in
colonization of the gut by V. cholerae isolates. It was established for V. cholerae and Vibrio
vulnificus that nanA mutant strains form less CFUs when compared to wild-type and has
decreased potential to colonize the human gut. Such strains demonstrate lower levels of
cytotoxicity, reduced virulence, hampered ability of adherence to cell lines and less intestinal
colonization than the wild-type parent strains. It is suggested that utilization of carbon and
nitrogen source in gastro-intestinal tract is important for in vivo survival. A possible reason for
such effects might be the interplay between synthesis of sialic acids, sialylation of the bacterial
surface, and uptake and catabolism of sialic substances from the external environment [2].
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Abstract
1. Biochemical function of sialidases.

Sialidases (exo-a-sialidases, neuraminidases E.C. 3.2.1.18.) are enzymes that selectively
cleave terminal sialic acid residues from various glycoproteins, glycolipids, oligosaccharides,
colominic acid and synthetic substrates. They hydrolyze a-glycosidic linkage between the second
carbon atom of sialic acid and Cs, C4, Cs, Cg or Co of the carbohydrate component to which sialic
acid is bound. The result of this action is the release of free N-acetylneuraminic (sialic) acid and
carbohydrate containing molecule (Figure 1.).
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Fig. 1. Sialidase action

2. Distribution of sialidases in living organisms
Sialidase action was described for the first time in influenza viruses, when their
hemaglutination effect was studied. An enzyme activity responsible for the release of influenza
virus from the surface of chicken erythrocytes agglutinated by the virus particles was proposed.
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Soon after this finding, it was demonstrated that culture filtrates from some bacteria (Vibrio
cholerae, Clostridium welchii) have the same effect.

Up to now, many other microorganisms have been reported to produce sialidases. The
majority of them, over 70 species, are prokaryotes from the orders Pseudomonadales and
Eubacteriales. Some of the best studied producers are V. cholerae, Clostridium perfringens,
Pasteurella multocida, Streptococcus pneumoniae, Corynebacterium diphtheriae, Arthrobacter
sialophilus, Bacteroides fragillis, Micromonospora viridifaciens, Salmonella typhimurium, etc.
Although rarely, the enzyme occurs also in actinomycetes and filamentous fungi [1].

Sialidases are common in animals of the Deuterostomata lineage (from Echinodermata
through Mammalia) and in various microorganisms that are predominantly commensals or
pathogens for the animals of this lineage. These enzymes and their substrates, sialoconjugates,
appear to be absent from plants and most other metazoans. Sialidases are irregularly represented
among bacteria and closely related species or even strains of one species differ in their ability to
produce the enzyme. This unusual phylogenic distribution and some recent genetic studies
implicate that sialidase genes are transferred between bacteria via horizontal gene transfer by
phages.

It is suggested that sialidases have emerged in animals, which is confirmed by the
presence of such homologous genes in regnum Animalia, hence the assumption that some
microbes have acquired these genes during the coexistence with their animal hosts [3, 13].

3. Features of bacterial sialidases

Sialidases of different origin vary in their biochemical and biological properties. Most
bacterial sialidases are inductive enzymes. The anaerobic representatives of the normal
mammalian gut microflora are exception to this rule.

Some bacteria produce more than one sialidase isoforms with different biochemical
properties and cellular location. For example, S. pneumoniae has three sialidases: NanA, NanB,
and NanC, A. ureafaciens has four, C. perfringens and P. multocida have two sialidases, etc. One
very interesting case is M. viridifaciens, which can express two sialidases with different
molecular weights from one gene depending on the content of the nutrient media.

Most bacterial sialidases are extracellular enzymes but there are some incorporated in the
cell membrane (Haemophilus parasuis, Klebsiela pneumoniae, P. aeruginosa or located in the
cytosol (C. perfringens, P. aeruginosa, etc.). Typically, besides the extracellular form, there is
intracellular one, and they may be products of a single gene or different genes [7].

There are five known a-glycosidic bonds in sialoconjugates: o(2,3), a(2,4), a(2,6), a(2,8)
and a(2,9) [11]. Most bacterial sialidases hydrolyze a(2,3,6,8) bonds. Nevertheless, each bacterial
sialidase demonstrates preference to a certain linkage or type of substrate. For example, C.
diphtheriae has five-fold higher activity towards sialyllactose than that towards fetuin. Usually,
the a(2,3) linkage is hydrolyzed to a higher extend. Arthrobacter ureafaciens sialidase hydrolyzes
a(2,3,6,8,9) linkages, and its relative cleavage rates for different linkages are: a(2,6) > a(2,3) >
a(2,8) = a(2,9).

Molecular weights of bacterial sialidases are within the range of 40-150 kDa. There are
some exceptions like the sialidases of E. rhusiopathiae - 354 kDa, P. multocida — 250 kDa,
Clostridium chauvoei —300kDa. Typically, larger sialidases are dimers. B. fragilis sialidase is
composed by three subunits, 55 kDa each [1, 7].

4. Biological roles of bacterial sialidases

Most neuraminidase producing pathogenic bacteria utilize sialic acid compounds as
carbon and nitrogen sources. Thus, any role of the enzyme in pathogenicity may be a secondary
consequence of this trophic function. Although not obligatory, there is evidence for its
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involvement in many infectious diseases like septicemia, meningitis, gas gangrene, pneumonia,
cholera, and in the bacteria induced complications of other diseases like cystic fibrosis [2, 5].

Sialidase participation in the pathogenesis is in various ways. Cleaving terminal sialic
acid residues of mucins it degrades the epithelial mucus layer — the first defense barrier of the
host, enabling the microbe to reach the underlying tissue. In this way it becomes accessible for
other enzymes that decompose host cells. Multiplication and invasion of bacteria in the tissues
can be very rapid (for example, in C. perfringens, the causative agent of gas gangrene - 10 cm per
hour). Removing sialic acids from glycoproteins located on cell surfaces, the enzyme exposes
receptors for bacterial adhesins and toxins [5, 13].

In the recent years there are emerging data of bacterial sialidases influence on the host
immune response. It has been demonstrated that the desialylation of leukocyte surface by S.
pneumoniae sialidase enhances the immune activation of neutrophiles and causes inflammatory
reaction. Sepsis, a common cause of mortality of hospitalized patients, is provoked by the
massive over-reaction of the immune system towards bacterial pathogens what leads to tissue
damage. The inflammatory reaction is enhanced by bacterial sialidases, which disrupt the
inhibitory circuit in dendritic cells designed to keep immune responses in check when ‘self” cells
are damaged. Inhibition of sialidase activity leads to reduction in the inflammatory response and
resulting morbidity in mice [10].

Another effect of microbial sialidases is anemia. Normally covered by a thick layer of
sialic acids, erythrocytes loose part of this cover as a result of sialidase action. The underlying
galactose receptors are a signal for the macrophages to detect such erythrocytes and destroy them.
On the other hand, deprived from their negative surface charges of sialic acids, erythrocytes
agglutinate what leads to thrombosis [13].

It has been established that neuraminidase contributes to the formation of biofilms. When
sialidase deficient mutants of S. pneumoniae and Porphyromonas gingivalis, are used for
experimental infection of mice tissues, biofilm formation is reduced [4].

A general nutritional role for bacterial sialidases can be proposed for human oral and
enteric bacteria, and has been demonstrated directly in enteric microflora. Sialidase producing
bacteria have been identified where no pathogenic role is expected. Many of these function in
symbiotic relationships at mucosal surfaces, such as the human large intestine and the oral cavity.
Others exist in situations where no role has been defined, such as in the soil bacteria Arthrobacter
sp. Independently of sialidase relation to pathogenesis, it plays a key role in the catabolism of
sialoconjugates in microbes. In this sense sialidases play dual role and, being nutritional
enzymes, they may become instruments of the parasitic or pathogenic potential of bacteria [5].

As sialidases attack the ‘front line’of host defense, they are a suitable target in the demand
of inhibitors as antimicrobial agents. After the discovery of effective inhibitors of influenza virus
sialidases, many scientists investigate their effect in prophylaxis and treatment of bacterial
infections. Creation of selective inhibitors of microbial sialidases has not yet been as successful
as of virus ones, because the inhibiting concentration IC(50) of most substances found until now
is in the order of hundreds of micromoles. Among the great number of synthetic compounds
tested, a reliable selective inhibitor of V. cholerae sialidase was identified recently. Potential
inhibitors are sought among natural products, since they have various stereoisomers and often
show highly specific biological activity [6].

5. Practical applications of bacterial sialidases

The diverse locations and functions of sialic acids in numerous structures and processes in

animals and microorganisms determine the uses of sialidases in many practical aspects.
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Commercial products of recombinant bacterial sialidases are available from the typical producers
Arthrobacter ureafaciens, Clostridium perfringens, Streptococcus pneumoniae, Vibrio cholerae.
5.1. Bacterial sialidases in medicine and pharmacology

- Vaccines and neuraminidase antisera for therapy and diagnostics of infectious
diseases. Bacterial sialidases have well defined antigenic properties. This feature allows the
preparation of antisera of high titers after immunization of experimental animals. Monoclonal
antibodies against C. perfringens sialidase are used for rapid diagnostics of gas gangrene.
Streptococcal neuraminidase NanA, produced by all clinical isolates of pneumococci has
appropriate antigenic properties and is proposed for the development of vaccines against
pneumococcal infections [11].

- Glycosilation of therapeutic proteins. Basically, glycosidases cleave glycosidic
linkages. Some of them, however, possess an additional activity and can catalyze a
transglycosilation reaction, resulting in formation of glycosidic linkages. In the recent years the
number of commercial products, containing therapeutic proteins has increased significantly and
most of them are glycoproteins. The extent of sialylation is one of the major factors that
determine the quality of the therapeutic proteins, since the terminal sialic residues prolong their
half-live in vivo, protecting them from nonspecific or immune clearance. Various approaches are
being developed to increase the sialic content of recombinant glycoproteins, one of which is
enzymatic sialylation using sialyltransferases or sialidases that possess transsialidase activity [7].
Important therapeutic proteins whose efficacy in vivo is enhanced by glycosylation are medicines
such as Ovidrel ® (for the treatment of infertility in women), Pulmozyme ® (for the treatment of
cystic fibrosis), Xigris ® (for the treatment of severe sepsis), Cerezyme ® and Ceredase ® (for
the treatment of Gausher’s disease) and many other drugs [12].

- Applications of sialidases as therapeutic agents. Soon after obtaining the first
relatively highly purified sialidases the first data on their effects on tumor cells were received. It
was demonstrated that the enzymatic removal of sialic acid from the surface of the cell membrane
enhances the immunogenicity of the tumor, and makes the experimental animals resistant to
supralethal inoculations with untreated tumor cells. Considering these and other observations,
Kline and Pendleton, (2010) patented a method of treating a wide variety of tumors by
administering a neuraminidase solution in various forms [8].

- It was found that treatment of spinal cord injury with sialidase substantially improves
the recovery of the nerve tissue and its functions [9].

5.2. Structural analyses of sialogonjugates

The linkage specificity of neuraminidases is a remarkable phenomenon that helps for
determination of the structure of unknown glycoconjugates. Usually sialidases are used in
combination with other exo- and endoglycosidases because of the complexity of the sugar
component. Sialidases from S. pneumoniae and S. typhimurium are used mainly to analyze
a,(2,3)-bound sialic acids. The broad spectrum of activity of V. cholerae and A. ureafaciens
neuraminidases makes them suitable for experiments where total removal of all sialic groups is
necessary in order to analyze the underlying sugar monomers. Structural characterization of
oligosaccharides from proteins shows significant development since the introduction of mass
spectrometry in the investigations. Preparation of samples for this sensitive method requires
enzyme treatment for separation of sugar and protein components. Comparing the profiles of the
sugar component and the desialylation products gives information on the types of linkages and
the number of sialic residues in the sugar component [7].

5.3. Some applications of neuraminidases as diagnostic and analytical reagents in biology
and medicine
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- Neuraminidase from V. cholerae increases 16-fold the sensitivity of diagnostic erythro-
ganglioside kits for cholera toxin by desialylation of di-and trisialogangliosides and increasing
the amount of GM;.

- An electrophoretic method has been developed for separation of the bone and the liver
alkaline phosphatases in the blood plasma with the use of V. cholerae neuraminidase.

- Fast and efficient methods have been developed for the identification of Actinomyces
species, capnophilic anaerobic bacilli and influenza virus through various neuraminidase tests
based on the fluorogenic substrate MUN [1].

5.4. Enzymatic synthesis of homogenous sialoconjugates

Sialooligosaccharides can be isolated from natural sources but in this case they are usually
a mixture of isomers with different linkage types of stereoisomers. The chemical synthesis of
pure homogenous substances in sufficient quantity is difficult because of the numerous extraction
steps. The presence of transsialidase activity in some sialidases makes them a desirable tool for
enzymatic synthesis of pure sialoglycosides, by means of which the difficulty of chemical
synthesis is avoided. Commercial products of sialidases from A. ureafaciens, C. perfringens, V.
cholerae are applied in the synthesis of sialoconjugates using lactose and lactosamine as
acceptors and sialic acid, its polymer (colominic acid) or its synthetic derivative pNP-a-NeuSAc
as donors [7].

Bacterial sialidases are enzymes which are involved in a number of vital processes in
microorganisms and in their interaction with the environment, or the host. Clarification of their
properties sheds light on the biology and ecology of many pathogenic and non-pathogenic
bacteria and on the pathogenetic process of important diseases in humans and higher animals.
Sialidases are widely applicable for various purposes in biochemistry, biology and medicine.
There is an increasing interest in obtaining them in a pure form, especially from highly
productive and non-pathogenic producers.
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DP1. YHOBEIIKHA ITOJIMOMHUA BUPYCHU IIPU BbBPEUHA
TPAHCIIVIAHTAIIUA

I'eopru Tomies

buonocuuecku paxynimem, CY ,, Ce. Knumenm Oxpuocku”

Pe3rome

Polyomavirus hominis 1, xo#ito e m3Becten karo BK /BKV/ moxe ma mepcuctupa B
YpOTEHUTAIHUS TPAKT HAa YOBEKa 0e3 [1a MpeAn3BUKBA XapaKTEpPHU KIWMHUYHM TposiBu. [Ipm
ompeneneHn HeOmaronpusTHU ycinoBus BKV wmoxke nma mnpemnHe B akTmBHa (asa Ha
pa3MHOXKaBaHe, KOATO Ja JOBeJe J0 OpraHHa yBpena. bbOpeuHaTa TpaHCIUIaHTAlUA e
XUPYPrUYHTa MHTEPBEHIUS ,ChUeTaBallla pPAa3JIMYHU PUCKOBU (PAKTOPU 3a peakTUBAIUs Ha
BKV.Bogem puckoB (hakTop € MMyHOCYITPECUBHOTO JiedeHue .B pe3ynraT oT geakTuBanuara Ha
BKV moxe na ce cturne a0 passurue Ha BKV aconmupana nedponarus /BKAN/. 3a nokazane
Ha aktuBHOcTTa Ha BKV cnen Tpancmipantanmsta ce M3MOA3BaT METOAM 3a M3CIEABaHE Ha
ypuHa-Hamuune Ha BKVB ypunara/Bupemuss/ u  mepcuctupaHe Ha decoy KIETKH B
cennmenTa,PCR Ha muma3mara.Pesynrature mokasBar,ue 84 % oT marnuentute ¢ ObOpeuHa
TpaHciutantauusa otaenar BKV B ypunarta.Hail-BUCOK € TO3M NpPOLIEHT Ipe3 MbpBaTa roguHa
cJes TPaHCIUIAHTAITUATA,KOSITO € Hal-puckoBa 3a pazsutre Ha BKAN. Bornpeku ,ue nponeHTsT
Ha BK BupycHa aeakTuBanus B HadaJHHUS NEPUOJ CJEJI TPAHCIUIAHTALUs Ja € roJisiM, B IO-
rojsiMara 4acT OT MAlUeHTUTE HEe CE yCTAHOBSBAT KIMHUYHU U34BU Ha 3abonsBane.Ta3u rpyna
WHJIMBUAM ce ompenens karo acuMmntoMHo otnessimy BKV.Camo 4% ot nanuenture pa3BuBar
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Hedpomnatus.PazBuTiero Ha 3a00NABaHETO MOXKE Ja JIOBEAE JO CEPHO3HH IOCIEICTBUSI-
OTXBBbpJsiHE Ha ObOpeka. OT romsiMo 3HaueHue € M oTrkpuBaHeto Ha BKVB mnazmarta Ha
O0pOpeuHoTpaHcIIanTupany nauenTy. [IpucsctBuero Ha BK Bupycna JIHK B masmata rosopu
3a pa3BUTHE Ha 3abonsBaHe,Tbii karo BKV HaBmm3za B KpbBTa ciej paspyllaBaHe Ha
neputyOynapaus amapat Ha ObOpexka.PCR Ha mmasmata e uwyBctBuTenen Tect/100%/ 3a
nocraBsiHe Ha JguarHoza BKAN.M3cienaBaHusita moka3BaT CTAaTHCTHYECKM 3HAYMMa BpPb3Ka
Mexay mnosBata Ha BK Bupypus m mposexaaHata uMyHocynpecuBHa Tepanus.llpu nanuentu
Ha TPOWHA UMYHOCYIIPECHUBHA TEpaAlUsl BUPYpUSATA € B IIO-T0JIIMA CTEIICH U3pa3eHa, B CPAaBHEHHE
C rpynara MHIUMBUAM Ha JBOIHA MMyHOcynpecuBHa Tepanus. [Ipoydenu ca u npyru ¢akropu-
BB3pAaCT U IOJ Ha MAIMEHTa,BUJ HA JIOHOPA/’KUB WIM TPYIEH /,HaJM4YUe Ha CbIBTCTBAILA
CMVuHpexius.YCTaHOBEHO € , Y€ HUTO €JUH OT Te3u (PaKTOpH HE OKa3Ba CTATUCTUUYECKU
3HaYMMO BJIMSHME 3a peakTHBauusATa Ha Bupyca .Pe3ynararute mokasBar , 4ye €IMHCTBEHO
CTAaTUCTUYECKHU JOCTOBEpHA BpPB3Ka MMa MEXJIy aKTHUBHUPAHETO Ha BUpyca M IpHJIaraHara
MEAMKaMEHTO3Ha CXeMa- TpOMHAaTa UMYHOCYIIPECUBHA Tepalusl yCUIIBA U3IbUBAHETO HA BUpYcCa.
IIpoBenenu ca n3cnensanus 3a BKV Ha 1oHOpHO-akLenTOpHU ABOMKM IpeaN TPAHCIUIAHTALUS,
nopaau ¢axTa ,4e JOHOPHT MOke Aa Obae Hocurten Ha jareHTHa BK BupycHa undexuusa. Ot
Jpyra CTpaHa NpU PELUIHEHTa, NOArOTBEH 3a TPAHCIUIAHTALMA CBILO MOXKE Ja € HaJIu4dHa
peaxktuBanust Ha BKV |, mopaau BiomeHoTo (yHKIHMOHATHO CBCTOSHHME Ha COOCTBEHMS MY
O0p0pex.Hannunero Ha peakTuBaiys NpU 4acT OT PELMIIMEHTUTE TpsiOBa Ja ce uMa MpelBUA U
TE€3U MalUeHTH TpsiOBa Jla ce MPOoCiesIBaT U JIEKyBaT C IOBUIIEHO BHUMaHHUE.

Perunuentute Tpa6Ba na Ob1aT 00EKT Ha HENIPEKBbCHAT CKPUHUHT 3a YTOUHSBAaHE HA CTEIIEHTA Ha
BHUPYCHA peIulMKanua. MeXaHusMbT 3a MOBJIMABAHE HA BUPYCHATa PEIIMKALUA € KOPEKLHs Ha
MMYHOCYIIPECHBHATa  Tepalusi-HaMasABaHE,CIIMPAHE WM  IPOMsHA Ha  CBHOTBETHMTE
TepaneBTUYHU npenapatu.OT U3KIIOUUTENIHA BAXKHOCT € ITbPBOHAYAIHUAT CKPUHUT 32 BUPYCHA
peruukanus B ypuHata. PCR  Ha ypuHata B mbpBUTE MecelM cie]l TpPaHCIUIAHTAlMsITa uMa
BaXHO JAMAarHOCTUYHO 3HaueHHe.llosoKUTenHuAT pe3ynraT IMOKa3Ba HAJIUYME Ha BHPYCHA
perMkanus M TpsAOBa Ja ce MpocieAsBa M U3SACHSIBA BCSAKa MPOMSHA BBbB (YHKLIUATA Ha
TpaHCIJIAHTUPAHMsI OpTraH.

Jlutepartypa:

1. 1.Cnasos, C., 3. KbiBaueB. YoBelIKM NOJMOMHHU BUPYCH U TPAHCIUIATHALIMS Ha Opranu.B
kH:YoBemnku nonunomua supycu (n/pen 3.Kensaue) C., Meaununa u ¢puskynrypa, 2012,
80-96.

2. KemnBauweB, 3., C. CnaBoB, B.Bmagummpos, I1.Cumeonos, C(m/mp 44 2008)Pazmmuna
akTuBHOCT Ha BUpyc BK mpu HedponuTnaza u XpOHUYHN BB3MATUTEITHHN 3a00/IsIBAaHNS HA
O0b0peka

118



DP2. BAKTEPUO®ATI'A - ITPUJIOKEHUE B CbBPEMEHHATA
MEJUIINHA

lNanuna Jlumutpora

Meouyuncku ¢paxynimem, CY ,, Ce. Knumenm Oxpuocku”

DP3. IIOJIEBHUTE BAKTEPUN

[Hesna XKekosa, Tuna I'eopruesa

Meouyuncku ¢paxyamem, CY ,, Ce. Knumenm Oxpuocku”

119



Session E: Parasitology

Chairpersons:

Prof. Margarita Gabrashanska, DVM, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Assoc. Prof. Svetlozara Petkova, MSc, PhD

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

Secretary: Pavel Mitrenga, MSs

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

EO1. THE ROLE OF THE PARASITE VARROA DESTRUCTOR AS
VECTOR OF VIRUSES ON HONEY BEE APIS MELLIFERA

Delka Salkova

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Acad. G. Bonchev,
str., block 25, Bulgarian Academy of Sciences, Sofiall13, Bulgaria

EO2. TRACE ELEMENTS IN BROILER CHICKENS INFECTED WITH
ASCARIDIA GALLI AND TREATED WITH ZINC COMPOUNDS

M. Anissimova '; M. Gabrashanska'; St. Tepavitcharova?; V. Ermakov®

! Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Acad. G. Bonchev Str., Bl. 25, 1113 Sofia, Bulgaria
2 Institute of General and Inorganic Chemistry, Bulgarian Academy of Sciences, Acad. G. Bonchev Str.
BI. 11, 1113 Sofia, Bulgaria
%Institute of Geochemistry and Analytical Chemistry, Russian Academy of Sciences, Moscow, Russian
E-mail: milena.anissimova@gmail.com

Abstract

The effect of dietary zinc from newly synthesized sources was investigated on the liver
trace element content of Ascaridia galli infected chicks. Chick diet was supplemented with 0.12 g
Zn** 7kg food either in the form of 2Gly.ZnCl>.H,0; Gly.ZnSO4.5H20 or (ZnxCoix)4 .(HO)
6.504.2H>0 for 20 days. Experimental animals were divided into 8 groups: 1 - healthy and
untreated; 2 - untreated and A. galli infected; 3 - uninfected and treated with 2Gly.ZnCl,.H>O; 4 -
infected and treated with 2Gly.ZnCl>.H2O; 5 - uninfected and treated with Gly.ZnSO4.5H :0;
group 6 - infected with A. galli and treated with Gly.ZnSO4.5H>O: 7 - uninfected and treated with
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(ZnxCo1x)4.(OH)6.S04.2H 10; and 8 - infected and (ZnxCo 1x)4.(OH)s.S04.2H20O treated. The
contents of trace elements Co, Zn, Mn and Cu were established in liver tissue using an atomic
absorption spectrophotometer. The levels of Co, Zn, Mn and Cu were reduced under A. galli
infection in the liver tissue. The liver Zn level was significantly increased and musculature Zn
level was unchanged in healthy checks treated with the Zn compounds. Excess dietary zinc in
pharmacological doses restored the liver zinc losses in the infected chicks and did not influence
the content of Co, Mn and Cu. The mineral balance of treated chicks were improved without any
toxic signs.

Introduction

Mineral substances play an important role in the metabolic disturbances of helminthoses
Ascaridia galli infection induces redistribution of trace elements between the internal organs and
the blood [3]. Salts of these trace elements are used to correct mineral deficiencies during parasite
infections. Supplemental Zn is used in diets for poultry in the form of neutral inorganic salts,
however the prolonged use of these salts often leads to undesirable side-effects such as depressed
growth, high mortality and others [6]. It is assumed that Zn derived from compounds with amino
acids or proteins stimulates production of animals. Wedekind et al. (1992) [10] pointed to better
bioavailability of Zn methionine (ZnMET) compared to that of its inorganic compounds in
chickens. Recently, data exist that the treating mineral disbalance with basic salts of certain
transitional elements or their mixtures that the application of basic salt of Zn is better tolerated by
the chick organism than the normal salts. Benefits associated with the application of basic salts
persisted even after more prolonged treatment of human and animal hosts [4, 6, 9]. Treatment
with basic salts leads to improved effects on the growth, survival and the balance of trace
elements in the host organisms in comparison with the normal salts.

The present study aims to examine the trace element contents in the liver of Ascaridia galli
infected chicks after the treatment with 3 new =zinc compounds: 2GlyZnCl,.H2O;
GlyZnS04.5H>0 and (Zn.Coi.x)4.S04.(OH)s.2H20.

Materials and methods

Three different sources of Zn were used {2GlyZnCl,.H,O; GlyZnSO4.5H,O and
(Zn.Co1.x)4.S04.(OH)6.2H20} .
One day old male chick were divided into 8 groups: 1- controls (healthy animals); 2 — A. galli
infected chicks; 3 - treated with 2GlyZnCl».H>0; 4 - A.galli infected and 2GlyZnCl».H>O treated;
5 - treated with GlyZnSO4.5H>0; 6 -A. galli infected and treated with GlyZnSO4.5H,O ; 7 -
treated with ((Zn.Co1.x)4.S04.(OH)s.2H20; 8 - A.galli infected and (Zn.Co1.x)4.SO4.(OH)s.2H20
treated. All chicks were fed on a corn soybean meat diet formulated to meet the nutrient
requirements of the growing chicks [7]. The chicks from groups 3,4,5, 6,7 and 8 received 0.1 g
Zn*" / kg food for 20 days starting 5 days post infection. Chicks from groups 2, 4, 6 and 8 were
infected experimentally per os with 450 embrionated eggs at 14 days posthatching. Chicks were
killed after 60 days. The determination of Zn**, Co** Mn*" and Cu®" in liver was made using an
atomic absorption spectrophotometer Varian Techtran model AA 220 [1].
Results and discussion

The results of the experiment for the liver trace element content are summarized in Table
1. The induced A. galli infection in chicks leads to reduction of the liver trace element contents
(Zn. Mn, Cu, Co). The quantity of liver Zn in infected chicks (group 2) was reduced by 43%
compared to the controls. The 2GlyZnCl,.H2O supplementation increased Zn deposition in the
livers of healthy chicks with 19% (P1/3 < 0.001) and GlyZnSO4.5H,O - with 12%. The
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application of basic Zn- Co salt increased the Zn level in healthy chicks with 10%. The reduced
Zn content in the liver was partially restored by using of the new Zn compounds. The Zn-levels
in the groups 4, 6 and 8 were higher than in group 2 (36%. 41% and 30% respectively). The liver
Mn content in the infected chicks was reduced by A. galli infection with 34%. The
supplementation of Zn did not influence Mn content in the control and infected chicks. The Co
level in livers of infected chicks was reduced by 41%. The additional Zn from Zn-Gly
compounds did not influence the Co liver level in healthy animals. The liver Co level was slightly
increased in group 8 than that in group 2. The Cu-concentration in livers in infected chicks was
reduced by 56% compared with the controls. The Zn?" addition did not change the Cu-level in
healthy and infected chicks.

Our results showed that the application of Zn compounds like Gly-Zn and Zn-Co basic
salts per os elevated the liver Zn amount not only in healthy but in infected chicks too. Zn
deposition in the liver in the infected chicks (with Zn deficiency) was higher than in the controls,
received additional Zn. Gly-Zn and Co-Zn complexes may be utilized better than when there was
Zn-depletion in the infected organs. These results are in agreement with the data of other authors
(2, 8) about the trace elements application in diseases with elemental depletion. We found that Zn
from the new Zn-compounds effectively influenced the liver Zn. No significant differences were
found between the using of 2GlyZnCl,.H2O and GlyZnSO4.5H>O as regarded tissue Zn
concentration. The Zn-Co basic salt evaluates the Zn-liver concentration in healthy and infected
chicks in a small extent than other compounds. It is due to its solubility between the neutral salts
and the corresponding oxides or hydroxides.

Table 1. Trace element content in livers of Ascaridia galli infected chicks treated with Zn
compounds (mg/g dry weight).

Trace Zn Cu Co Mn
Elements
Groups
Group 1 163.33+£16.68| 27.51+1.40 1.72+0.09 5.89+1.12
Group 2 92.80+10.13 | 12.224+1.33 | 1.01£0.02 3.91+0.49
P<0.001 P<0.001 P<0.05 P<0.001
Group 3 195.07+£21.19| 26.09+£3.17 1.66.£0.04 5.91+£0.94
P<0.05 P>0.05 P>0.05 P>0.05
Group 4 126.34+15.52| 10.98+2.11 1.20+0.01 4.02+0.08
P<0.05 P<0.001 P<0.05 P<0.001
Group 5 181.99+16.02| 26.97+3.00 1.75+0.08 6.03+0.49
P<0.05 P>0.05 P>0.05 P>0.05
Group 6 131.40+12.48| 10.94+1.25 1.12+0.05 3.25+0.09
P<0.05 P<0.001 P<0.01 P<0.001
Group 7 180.04+15.10| 28.31+4.02 1.82+0.06 6.27+0.89
P<0.01 P>0.05 P>0.05 P>0.05

122



Group 8 119.98+£21.04| 11.05+£2.27 1.05+£0.09 3.424+0.78
P<0.01 P<0.001 P<0.01 P<0.001
Group 2 / Group 4 P<0.01 P>0.05 P>0.05 P>0.05
Group 2 / Group 6 P<0.01 P>0.05 P>0.05 P>0.05
Group 2 / Group 8 P<0.05 P>0.05 P>0.05 P>0.05

The results of our study suggest that the addition of any of the newly applied Zn sources

in pharmacological levels in chicks for a long time increases liver Zn content in healthy and A.
galli infected chicks without any toxic signs. Zn>" administrated either in the form of Gly-Zn or
in the form of basic salt reduced to a large extent Zn-losses in infected with A. galli chicks.
Acknowledgement: This study was supported by a bilateral project between Bulgarian and
Russian Academy of Science
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Some helminthoses are recognized as a significant factor in cancer development. However,
the oncogenic potential of Fasciola hepatica is not certain. Data are reviewed about the
combinations of fasciolosis and tumors in animals and humans. The interactions between
fasciolosis and carcinogenesis are not well investigated and the received data are contradictory.

In comparison with other helminthoses, in natural conditions fasciolosis is very rarely
complicated with neoplastic degeneration in humans and animals. Chapman (1999) [1] defines
the chronic inflammation and the chronic alteration of the bile duct epithelium (which are
observed under chronic infection with liver flukes) as a risk factor for the development of
carcinogenesis of the bile ducts, but he considers that such a process is observed more rarely
under Fasciola hepatica infection, in comparison with Clonorchis sinensis and Opisthorchis
viverrini infections. The risk of the development of malignant diseases at the background of
helminthoses is lower in children than in adults.

Often incorrect differential diagnosis is made of ectopic fasciolosis with malignant tumor
disease.

Gavinet et al. (1997) [5] publish data about a case of tumour form of hepatic distomatosis
in a 49-year woman treated by steroids for connective tissue disease. After the performing of
right hepatectomy the presence of intraparenchymatous eggs (F. hepatica) have been found and
reflected the ectopic migration of a mature fluke into the hepatic parenchyma.

A case of multiple myeloma that was under treatment with prednisolone and melphalan is
reported. The patient is infected by F. hepatica, which involves many organs and the lesions are
mistaken with metastatic ones [29].

Four human fascioliasis which are difficult to differentiate from hepatic malignancy were
established in three patients, and this was misdiagnosed as common hepatic duct tumor in one
patient [12]. Intrahepatic fascioliasis shows multiple ill-defined hypoattenuating lesions and
filling defects of the lesion lumens on radiologic study.

Adnexal fascioliasis masquerading as ovarian cancer is diagnosed in a 49-year-old female
patient admitted to our hospital with the complaint of occasional abdominal pain. Pelvic
examination revealed a right adnexal mass [28].

A strange manifestation of ectopic fascioliasis mimicking a colon tumor is established [14].

Cervical tumor caused by the sexually mature stage of Fasciola hepatica is observed.
Erratic localization of F. hepatica reveals a pathology involving chronic inflammation caused by
a sexually mature parasite, although according to theory only immature parasites are located in
ectopic lesions [16].

A rare cause of F. hepatica mimicking cholangiocarcinoma is reported [27]. It should be
considered that the chronic phase of this zoonotic infection can be easily misdiagnosed as any
other cause of obstructive jaundice.
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Extra-hepatic fascioliasis with peritoneal malignancy tumor feature is observed [17]. Due to
multiple clinical manifestation of extra-hepatic fascioliasis, its differential diagnosis from
intraperitoneal tumors or other similar diseases should be considered.

Some authors suggest that F. hepatica belongs to the factors that represent neoplastic risk
[6, 8]. Sriurairatana et al. (1996) [20] isolate human cholangiocarcinoma cell line (HuCCA-I)
obtained from tumour of intrahepatic bile ducts with characteristics of adenocarcinoma, isolated
from patient with fasciolosis. Maleewong et al. (1999) [15] isolate specific antibodies against
Fasciola gigantica, which have been used for the diagnosis of the parasitic disease in humans.
Sera from patients with other parasitic infections, healthy volunteers and with
cholangiocarcinoma are also analyzed. The data indicate possible correlation of antibodies to F.
gigantica with cholangiocarcinoma.

More of the available data about observations of malignant tumours in naturally infected
with F. hepatica animals (mainly cattle) are very old. Galvez and Maglajlic (1956) [4] report data
from different authors for cases of liver cancer in naturally F. hepatica infected cattle with
fasciolosis but correlation between these diseases has not been proved for certain. Primary
polymorphocellular anaplastic cholangiocarcinoma, within the little liver bile ducts, has been
observed combined with biliar cirrchosis, fibrose cholangitis and pericholangitis at the
background of chronic fasciolosis.

Vitovec (1974) [26] find out hepatocellular carcinoma in cattle under fasciolosis and its
relationship to biliary cirrhosis of fasciolar origin.

Cornick (1988) [2] reports a case of a 5-year-old male llama (Llama glama) with gastric
squamous cell carcinoma and generalized metastasis at the background of natural F. hepatica
infection.

An increase of the mitotic activity of hepatocytes is established after the treatment with F.
hepatica extract or implant [3, 9, 10].

A stimulation of the experimental diethylnitrosamine induced tumour growth is proved
histologically, authoradiographically and statistically at the background of acute stage of
fasciolosis [11, 21, 24]. Growth stimulating factor is isolated from the metabolite products of F.
hepatica and investigated on cell cultures [13].

The CYP2AS isozyme is known to be a participant in the metabolism of some carcinogens
which are common polluters of the environment in the developing countries where the parasitic
infections are prevalent. It is found an increased activity of this enzyme in the liver of F. hepatica
infected mice [18].

Some new molecular and genetic investigations may reveal other mechanisms of the
interaction fascioliaisis — carcinogenesis. Gentile et al. (1998) [8] investigate the possibilities of
F. hepatica to provoke mutagenic events in the host tissues. When using Big Blue ® transgenic
mouse assay, the authors find out that lacl mutations are twofold increased in the cells from F.
hepatica infected mice compared with the control animals. The data present that the biological
infections may enhance the genes’ alteration in the surrounding host tissues. The presence of an
aggressive inducing inflammation liver fluke F. hepatica could induce mutagenic events in
mammalian tissues in mice [19]. The spectrum of the mutations in the liver of F. hepatica
infected animals shows a significant increase in complex changes and multiple mutations (18.2%)
when compared to those from uninfected control animals (2.8%).

In literature, theories are discussed about the involvement of the immune system in cancers
and the possible relationship between the mammalian inflammatory response and parasite-
associated cancers [7].
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A cell growth inhibition of diethylnitrosamine induced experimental liver carcinogenesis is
established morphologically and statistically during the chronic stage of fasciolosis in rats [21,
25]. The growth inhibiting effect of the mature F. hepatica is also confirmed on hepatoma 22
bearing mice [22]. Immunological and biochemical pathogenic mechanisms have been supposed
for the interaction between parasitosis and carcinogenesis. Biologically active substances (BAS)
(thermostabile and thermolabile), inhibitors of cell proliferation, of parasite or host origin, are
isolated from F. hepatica tissues and the infected host liver and spleen, characterized and
investigated in vivo on tumour bearing mice and in vitro on normal and tumour cell cultures
(hepatocyte, lymphocyte, hepatoma MC29 and myeloma cells) [22, 23].

The cell growth inhibiting effects of BAS isolated from F. hepatica tissues and F. hepatica
infected host livers are stronger than the effect of the substance isolated from the healthy rat
liver. The strongest growth inhibiting effect is manifested by BAS isolated from F. hepatica
tissues. The thermolabile BAS have the properties of immunosuppressors and specific inhibitors
of cell proliferation with tissue specific and species non-specific activities.
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Some of the chronic helminthoses are recognized as a significant factor in cancer
development. Data are reviewed about the combinations of trematodoses (opisthorchosis and
clonorchosis) and tumors in animals and humans. A relation between the infections and
development of the tumors is established.

Opisthorchosis

The most important complication of liver fluke infection is an enhanced susceptibility to
cholangiocarcinoma. After evaluating epidemiological studies, case series and case control
studies, the International Agency for Research of Cancer (IARC) concluded that Opisthorchis
viverrini is a definite human carcinogen whereas evidence for the carcinogenic effect of O.
felineus and Clonorchis sinensis is more limited [8, 18]. In most regions of the world,
cholangiocarcinoma is a very rare tumour. In areas where O. viverrini is endemic, however, the
numbers of cases of cholangiocarcinoma generally outnumber those of hepatocellular carcinoma.

A number of cross-sectional or case-control studies on the association between O. viverrini
infection and cancer of the liver have been reported from Thailand [8]. In the first large case
study, an unusually high incidence of cholangiocarcinoma is observed in both the autopsy and
biopsy materials taken from the patients with O. viverrini infection. The ratio between
hepatocellular carcinoma and cholangiocarcinoma in autopsies without opisthorchiasis is 8:1,
whereas the ratio is reversed among those with liver fluke infection. Similarly the ratio of these
two malignancies in biopsies is 5:1 in non-infected patients and 1:2 in the presence of the fluke
[8]. Similar results have been confirmed by other authors who show that the incidence of
cholangiocarcinoma is almost twice that of hepatocellular carcinoma in endemic areas of O.
viverrini, and the incidence in males is 2.4 times that in females. In another case control study,
the O. viverrini infection increases the risk of cholangiocarcinoma fivefold [7, 8, 9, 15].

The incidence of liver cancer is observed to be correlated with the prevalence of infection
with Opisthorchis felineus across four areas in the T'umen' region of north-west Siberia. Cases of
both cholangiocarcinoma and hepatocellular carcinoma have been reported in people infected
with O. felineus [8]. Another two patients from Siberia are reported suffering from an infection
with the parasite O. felineus with complications in case 1 an eosinophilic leukemia and in case 2
a malignoma of the gallbladder [1].

The following possible mechanisms of carcinogenesis due to liver fluke infections are
postulated:

Hyperplasia of bile duct epithelium and carcinogen exposure: Chronic irritation and chronic
inflammation caused by the fluke results in hyperplasia and adenomatous changes of bile duct
epithelium. These hyperplastic cells are vulnerable to carcinogen because the agent can easily
induce DNA damage during active cell proliferation [8, 21].

Increased formation of endogenous carcinogen: Endogenous nitrosation caused by liver
fluke infestation has been studied in both humans and animals. It is likely that N-nitroso
compounds are formed in the area of chronic inflammation around the bile ducts as the result of
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local generation of nitric oxide by inflammatory cells. Therefore, bile duct epithelial cells are
exposed continuously to high concentrations of nitroso compounds leading to neoplastic
transformation [4, 8, 21].

Activation of drug metabolizing enzymes: In male hamsters infected by O. viverrini,
activities of hepatic cytochrome P-450 isoenzyme have been shown to be higher than those of
controls especially in hepatocytes in the area of inflammation. N-nitrosodimethylamine, one of
the products of endogenous nitrosation formed in the tissue, is significantly metabolized by
cytochrome P-450. The product of this metabolism is a DNA methylating agent that can result in
DNA damage, particularly in proliferating bile duct epithelial cells. There is a significant
reduction in the levels of these enzymes after eradication of flukes by praziquantel treatment [8,
21].

Multi-factorial etiology of cholangiocarcinoma, mechanical damage, parasite secretions,
and immunopathology may enhance cholangiocarcinogenesis [7, 19]. Animal studies show that in
absence of carcinogens, cholangiocarcinoma is unlikely to develop in Opisthorchis infection.
Generation of high yields of Syrian hamster cholangiocellular carcinomas and hepatocellular
nodules by combined nitrite and aminopyrine administration and O. viverrini infection are
established [20]. Promotion of N-nitrosodimethylamine-initiated bile duct carcinogenesis in the
hamster by the human liver fluke, O. viverrini is established [3]. So these liver flukes are, for the
most part, promoters and not initiators of cholangiocarcinoma [8].

Clonorchosis

There is ample evidence that Clonorchis sinensis is associated with cholangiocarcinoma [2,
6, 8,9, 12]. Cases of cancer of the liver in association with infection with C. sinensis have been
reported from China, Hong Kong, the Republic of Korea and Japan and in immigrants to North
America from China and Laos. In Pusan, an area with extremely high prevalence of C. sinensis,
the fluke increases the risk of cholangiocarcinoma sixfold. Another case control study in the same
area showed that C. sinensis in the stool is significantly associated with cholangiocarcinoma with
estimated relative risk of 2.7 [8].

Thirty-eight subjects from Hong Kong with chronic infestation by C. sinensis are studied.
Ten of the patients die of hepatocellular carcinoma, seven of cholangiocarcinoma, and one each
of carcinoma of the common bile duct and lymphoma [14].

A case is reported about a clinically unsuspected C. sinensis infection associated with
cholangiocarcinoma in an elderly Chinese immigrant [16].

In a 32-year-old Laotian immigrant ultrasound examination reveals a posthepatic
obstruction. Characteristic parasitic ova (C. sinensis) are present in bile fluid submitted for
cytologic evaluation. Subsequent biopsy of the patient's bile duct lesion reveals a coexistent
cholangiocarcinoma [13].

A case is reported of cholangiocarcinoma in a Laotian immigrant originally diagnosed with
clonorchiasis [17].

A case of surgically resected intraductal variant of peripheral cholangiocarcinoma of the
liver in a 46-year-old Korean man is described. Microscopically, the tumor is a well-
differentiated papillary adenocarcinoma of large duct origin. Histologically C. sinensis infection
is presented with adenomatous hyperplasia and dysplasia [10].

Cholangiocarcinomas have been successfully induced in experimental animals exposed to
C. sinensis and treated with chemical carcinogens.

The origin and fate of small "oval" cells expressing different immunohistologic phenotypes
and ultrastructural appearance are examined in livers of Syrian hamsters during
cholangiocarcinogenesis induced by dimethylnitrosamine and promoted by C. sinensis infection.
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It is proposed that the ductular-like oval cells are precursors of dysplastic ductular cells that give

rise to cholangiocarcinomas after dimethylnitrosamine treatment and C. sinensis infection [11].
The effects of C. sinensis infection on induction of cholangiocarcinoma with N-2-

fluorenylacetamide are investigated using female Syrian golden hamsters. The results suggest

that C.

sinensis infection has two important effects on the induction of cholangiocarcinoma with

N-2-fluorenylacetamide: it increases the incidence of the tumor and it reduces the latent period
for neoplastic formation [5].
Liver flukes C. sinensis are promoters and not initiators of cholangiocarcinoma [8].
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Abstract

Eimeriosis is one of the most common parasitic diseases in domestic rabbit (Oryctolagus
cuniculus) causing high mortality. In vitro culturing in cells culture of Eimeria allows more
accurate studies in the absence of a complex immune response of the host to decode a complex
host - parasite interactions. The present study describes a methodology for the preparation of
merozoites by oocysts of species from the genus Eimeria in rabbits. The HeLa cell culture proved
to be good for the development of the stage.
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Introduction

Eimeriosis is a disease in wild and domestic animals, and is caused by protozoa — genus
Eimeria. It is one of the most common parasitic diseases in domestic rabbit (Oryctolagus
cuniculus). It is widespread in all parts of the world, as in the European countries, the disease
reaches 21-60 %. The invasion of the Eimeria reduces growth by 12 - 30%, causing diarrhea and
a high death rate reaching 85%, which leads to large economic losses. The disease get sick
rabbits of all ages, but it is the most serious and deadly in young aged 1 to 3 months. Eimerias are
species - specific and may not cause disease in other animals.

Eimerias belongs to class Sporozoa and represent intracellular parasites which are in the
epithelial cells of the intestine and bile ducts of the liver.

The first parasitic protozoa Eimeria stiedai (stiedae) were discovered by world-famous scientist
Thonius Philips van Leeuwenhoek in 1674 in his unpublished letter to the Royal Society.
Parasitic and pathogenic effect of Eimerias was proven in 1865 from Stieda and in the same year
and from Lindeman [4, 11]. In wild and domestic rabbits are described more than 25 species
Eimeria, but only 11 species have been isolated in pure culture and are well characterized [2, 5].

e  Eimeriaexigua (Yakimoff, 1934) e  Eimeria intestinalis (Cheissin, 1948)
o Eimeria perforans (Leocart, 1897) e  Eimeria media (Kessel, 1929)

e  Eimeria piriformis (Kotlan et Pospesch, e  Eimeria vejdovskyi (Pakandl, 1988)

1934) N , .
e  Eimeria coecicola (Cheissin, 1947)

e  Eimeria flavescens (Marotel et Guilhon, .
1941) e  Eimeria magna (Pecard, 1925)

o Eimeria irresidua (Rissel et Jankiewiez,
1931)

o Eimeria stidae (Lindemaun, 1865)

In Bulgaria there are limited data on the species composition of the agents of eimeriosis in
rabbits. Studies of Meshkov (1981, 1982) on eimeriosis in domestic rabbit in region of Burgas
defines eight species eimerias [6,7].

Kostova (1989) conducted the most extensive research on the clinical picture, pathological,
histopathological, haematological and biochemical changes in rabbits with experimental mixed
infections of eimerias and spontaneous eimeriosis in rabbits. She has established the existence of
six species eimerias [3].

In vitro cultivation of parasites is a method that reveals new aspects of parasitological research.
The interaction between the parasite and the individual immune factors can be more easily
studied in the cell cultures in the absence of the compound to the host immune defense.

For the first time Rutherford (1943) and Cheissin (1960) describe the intracellular development
of Eimeria magna in rabbits, but in vivo observations [1, 8].

Speer and Hammond (1971) are the originators of in vitro investigation on the development of
Eimeria magna to first and second generation schizonts [9]. They found that the sporozoites of E.
magna after inoculation of the cell cultures were developed only to a mature second generation
merozoites. One year later the same authors describe the in vitro development of the merozoites
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to gametocytes and oocysts of E. magna isolated from rabbit intestine in cell cultures. Finally
Speer and Hammond (1972) suggest that some of the intermediate steps required substances or
conditions for further development of the shizonts, which may be found only in the natural host
[10].

In Bulgaria a similar in vitro methodology for species of the genus Eimeria was not applied at
all.

AIM

The aim of the study is the application of in vitro method for recreating the stage shizogony of
merozoites to oocysts in some species of Eimeria in rabbits in heterologous culture systems.

Materials and methods

For the present study Eimeria oocysts were isolated and purified from the rabbit with procedure
described by Coudert, Licois, Drouet-Viard (1995) [2]. The isolated oocysts were stored in a
solution of 3% potassium dichromate. The oocysts were washed three times by centrifugation at
3000 rpm/min. for Smin. The supernatant was removed, and the precipitated oocysts were
washed with 2 ml distilled water. Obtained samples were placed in a test tube of 2 ml. and 1 ml
13% sodium hypochlorite was added for 2 min to achieve additional sterility. The samples were
washed three times by centrifugation at 3000 rpm/min. for 5 minutes. After that the supernatant
was removed and the precipitated oocysts were washed to 2 ml with distilled water.

The counting was performed in the chamber of Thoma. In the sample for infection were used
1000 oocysts per 1 ml. With a magnetic stir bar they were stirred mechanically at 1000 rpm. /
Min. For 5 min from the oocyst were released sporocysts, simulating gastrointestinal grinding.
Samples were further treated with Streptomycin (100pg/ml) and Penicilin (200 Ul) against fungi
and bacterias.

In the experiment continuous cell lines HeLa (human cervical cancer cells) and MDBK
(Madin-Darby bovine kidney cells) were used.

They were cultured in a liquid culture medium DMEM "low glucose" (1,000 mg / 1)
supplemented with 10 % FBS (fetal bovine serum) at 5 % CO2, 70% humidity and a temperature
of 37.5 degrees C.

In the experiment was used two groups of control of each cell lines (HeLa and MDBK) and two
contaminated with Eimeria sp. Infection with Eimeria sp. was performed on confluent cell
monolayer form both cell lines.

Photos of the cell cultures in vitro and the product were made by an inverted microscope
OLYMPUS CR40 with lens 20x and 40x of the light box for 24h post infection.

Results

At the 24-th hour of the experiment schizonts and merozoites were revealed in HeLa cell
culture (Fig.2). In addition, a reduction of the confluent cell monolayer was observed in
comparison with that in the control (Fig.1).
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Fig.1 Control HeLa 20x - 24h Fig. 2 HeLa infected with Eimeria sp. 20x -
24h

In MDBK cell culture schizonts and merozoites were observed again at 24h (Fig.4). In HeLa a
noticeable reduction of the confluent cell monolayer was marked in comparison with control

group (Fig.3).

Fig. 3 Control MDBK 20x - 24h Fig.4 MDBK infected with Eimeria sp. 20x -
24h
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Fig. 5 HeLa infected with Eimeria sp. 20x -
48h

From 24 to 48 hours, there was a large number of merozoites, and after 48h the number was
gradually reduced. This fact might be explained by the reduction of the cell monolayer due to the
infection with eimerias (Fig.5).

Discussion

In both used cell cultures was recreated stage shizogony of merozoites to oocysts. In this
experiment the HeLa cell culture proved to be good for the development of the stage. The groups
were followed up to 96 hours. Macro- or micro-gamonts typical for the next intracellular stage of
development of species of the genus Eimeria - Sporogony were not detected. This observation
confirms received by Speer and Hammond (1971) results [9].
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HeBHUMaHue. ToraBa OOTMHATA OT OTYAsIHME PEUINJIa J1a Ce XBBPIM B €3epo U Ja Mpekapa
ocTaTbKa OT JKMBOTa cH KaTo puba. Ho HeiiHaTa OokecTBEHa CBHITHOCT HE IMO3BOJIMJIA HA
BOAMTE J1a sl TpaHC(hOpMHUpAT U3LSAIO U TS 3ama3uiia TAJIOTO CH Ha »KEeHa, HO BMECTO Kpaka
nojgy4yuia puOelika omnamika.). JIereHIu U MHTOBE 3a pYyCaJKHTE CE CpellaT BbB BCHYKHU
KYJITYpU: APEBHOTPBHJICKA, ETUIIETCKA, EBpOIElicKa, apadcKa, claBIHCKA. 3a Te3U TaHCTBEHU
chlecTBa 4eTeM B npukaskute Ha lllexepas3ana, rpbplikaTta MUTOJIOTHS, pycKaTa JIuTepaTypa —
bensie ,,YoBexkbT ampudus”’, nmpukaskara 3a ,,Mankara Pycanka” Ha AHaepceH u ap. Mur
WIN PEATHOCT ca pycankuTe?

IMpe3 1997 r. yuenm ot Hammonamnara Arenmms 3a Oxeanure m Atmocdepara
(HAOA), maTta BammHIrTOH 3amucBaT 3ByK Ha HEMO3HAT 3a HayKaTa MOPCKH BHJ, KaTO IO
Hapuyar ,,6mymn”. [1]. YacT ot ekuna usydaBanu 3BYKbT € J-p bpaitbn Makkopmak. [Ipe3
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2000r. Toit 3armo4yBa MpoyYBaHE Ha BIUSHHUETO HA COHApa BbPXY MOPCKHUTE Oo3aiHMIM. ToM
CBBbp3Ba M3MUTAHUATA HA COHAPHU TEXHOJOTMH ChCc camMoyOucTBa Ha kuToBe. Ha 4 ampun
2004r. ¢ Haii - MacoBOTO caMOyOMWCTBO Ha KuTOoBe B mmaTta Bammarron. [[-p bpaiiba
MakkopMak ¥ €KHIla My pas3clieZiBaT camMoyOuiicTBaTa. YUeHUTe NpeAroarar, e COHapHHS
3BYK IUIAIlM KUTOBETE W TE€ W3IM3aT Ha IUlaka, KaTo yMHUparT oOT 3anymiaBaHe. Ho
XUCTOJIOTMYHUTE W3CIIC/IBAHUS HA THKAHUTE IIOKAa3BAaT MHOXKECTBO JI€3MHM, KOMTO Hai-
BEPOUYTHO CE€ C€ MOJYYMIM OT BHCOKOYHCTOTHa HMH(ppa3BykoBa BbiHA. llpu m3cnenBane Ha
3YKOBHS 3aIIUC OT 3BYKOAKyCTHYHA CTaHIUs OJM30 10 Tiaka Ha MacoBOTO CaMOYyOHWICTBO,
OTHOBO € 3amucaH 3Byka Omyn. /[-p Makkopmak ucka cnupaHe Ha COHAapHHMTE W3MUTaHUS,
3aIll0TO Hall - BEPOSTHO 3aCTpalllaBaT HOBUST BUJI, HO OTTOBOPBT € criupane Ha [Iporpamra 3a
u3Nie/iBaHe HA BIUSHUETO Ha COHApHATa TEXHOJOTUS BBPXY MOPCKM O03alHUIM TOJ
BIHUSHHUETO Ha BoeHHUTEe cuiu Ha CAILL..

J-p Ponan YeOCcThp — CIUIMATUCT MO KMYHUKAIIMK Ha MOPCKH 003aliHUIIA M3CIICBA
3BYKBT U OCTAHOBSIBA, Y€ UM MHOT'O BUCOKHM YECTOTH, ITPEMAXBa 3BYLIUTE a KUTOBE U U30JIMpa
camo 3BYKbT Omym. Toil mpaBu OTKpHUTHE, Y€ TOBA HE € 3BYK Ha €JHO KUBOTHO, a Ha MOHE 5-6
WHJUBHJIa MEXKIY KOUTO T€4e KOMYHUKAIHU. .

Crnenpaioro rojsiMo camoyouctso Ha kutose Ha 10 ronu 2005 r. B 0. Adpuka nasa
(bu3MUYECKUTE T0KA3aTeCTBA 32 CHIIECTBYBAHETO HA HOBHSIT BH/I.

Cpen kutoBeTe Ha Opera € W3XBBbpJIEHA YOBEKOsHA aKysa, B CTOMaxa Ha KOSTO MMa
OCTaHKH OT Hemo3HaT BHU. OKOJIO ycTaTa Ha aKyjara ca OTKPUTH MPOOOKIaHUsI, a B €IHA OT
paHUTE LU OT MaHTHsI, KOMTO MO KbCHO CE OKa3Ba YacT OT CEUMBO (KOIHUE).

[Tpu u3crnenBaHe Ha TSUIOTO YCTAHOBSBAT, Y€ IPBIHUS KOII € U3TPaJieH OT CI'bBaeMHU
BPB3KM KaTo TpPU IOBEYETO MOPCKM Oo3zaifHunu. Ormamkara HamogoOsBa oOramika Ha
JAMaHTHH, HO C €IHa OCHOBHA pa3iuka. [Ipu peHreHoBOTO u3ciaeiBaHe YCTAaHOBSBAT HATUUKE
Ha KOCTH KaKBUTO B OINAIlKa HAa JAMAaHTUHBT JUICBAT. Y CTAHOBABAT HAJIMYKME HA Ta3 U ABJITH
6enpenn koctu. Ilpu n3cnenBane (amaHrure Ma MHOTO KOCTH Pa3IMYHU OT TE3U HA KUT U
nenduH. [To KbCHO € YCTaHOBEHO, Y€ TOBA ca KOCTH OT pbka. BaskeH e ¢akThT, ue Ha Ta3a ce
OTKpHBA WJIKAa4YeH PbO, KOUTO € XapaKTepPeH 3a KMBOTHUTE XOJEIIN Ha JBa KpaKka — YOBEKBT.
Ta3bT, IBJITUTE KOCTH, PbKa JOKa3BaT, Y€ TOBA ca KOCTUHHU OT XyMaHOM/I, HAlll POJIHUHA, HO
HE TPapouTell, a CbBPEMEHHUK.

[Ipy pekoHCTpyKIMs Ha dYeperna ce yCTAaHOBSBAT TOJEMH OpPOWTH, XapaKTEepHH 3a
IbIIOOKOBOJAHH >KMBOTHHU. ChIIO MHOTO 1O J100pe pa3BUTH CIIyXOBU OpraHu, 3BYKOB OTBOpP Ha
BbpXa Ha ueperna 3a eX0JOKalus.

Pesynratute or JIHK pmoka3Bar, moYTM WBIHO CHBIAJACHUE C YOBEUIKATA.
[2]

Bcuuku Te3u jokazaTelicTBa ca U33€TH OT BOCHHUTE. 3amo???

Haii-06equTenHOTO 0Ka3aTeNCTBO 3a ChIIECTBYBAHETO HA TO3M XyMaHOM/I U/1BA OT JI-
p Topcren IlIMuT — MOpCcKM reosor, KOMTO Kaprorpadupa MOpPCKoTo abHO Ha HopBexko
MoOpe 3a COHJaXxHM Ha HedT W ra3. 3acHeMa C Kamepa pycaigka Ha 6 wmapt 2013r.
Jloka3zarencTBa ca mpueTu oT J[aTCKOTO MPaBHUTENICTBO, Y€ CHIIECTBYBA HOB BHJ 0O3alHHK U
COHJIAKHUTE ca crpeHu. [3].

1. http://ru.wikipedia.org/wiki/Bloop

2. http://www.sciencedirect.com/science/article/pii/0306987795902708

3. https://www.youtube.com/watch?v=BD10ACFz7zM
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Abstract

Galanthamine is a drug often applied in neurological practice. Galanthamine possesses
acetylcholinesterase and antioxidant activity, but didn’n inhibit y — sectetase. Galantamine is
considered to be highly toxic (1 - < 50 mg/kg) in accordance with Hodge Sterner scale based
on its LDso = 24 mg/mg in per orally treatment of mice.

For the improvement of its pharmacological profile, decreasing of toxicity and
increasing of its bioavailability a new class derivatives: Galantamine peptides is developed.

Some of newly synthesized from prof. Vesenkov peptides: 6-O-N-[N-(3.4-
dichlorophenyl)-D,L-Alanyl]-L-Leucyl-Glycil-Galantamine (GAL — LEU) and 6-O-N-[N-
(3.4-dichlorophenyl)-D,L-Alanyl]-L-Valil-Glycil-Galantamine (GAL — VAL) possess both
acethylcholinesterase and y — secretase inhibitory activity and antioxidant properties. Toxicity
of peptides is 3 times lower than Galantamine.

The aim of current study is the investigation of cytotoxic activity of peptides against
different cell lines in vitro. In the experiment are used cell lines: HeLa, PC3 u 3T3. Peptide
esters are applied in exponentially increasing concentration in accordance with standard MTT
test of Moosmann.

Compounds exert good cytotoxic activity. The values of ICso for GAL-LEU are:
23.63 uM (HeLa); 19 uM (3T3); 28.10 uM (PC3); and for GAL-VAL are: 31.95 uM (HeLa);
23.17 uM  (3T3); > 30 uM (PC3). Results prove that both esters exerts cytotoxic activity
against the examined cell lines and that in comparison with GAL — VAL, GAL — LEU
possesses higher antiproliferative effect due to its lower ICso values.

The effect of peptides is higher in comparison with the activity of Zidovudine against
cancer cell lines. The mechanism of peptide cytotoxic activity is still unclear and more future
investigations are needed.
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The results for good cytotoxic potential of the examined compounds and the data for
their low toxicity give the reason for continuation of investigations in connection with the aim
for clarification of their exact mechanism of action.

FO2. EXPERIMENTAL RESEARCH ON PHARMACOLOGICAL AND
TOXICOLOGICAL EFFECTS OF NEWLY SYNTHESIZED
NEUROPEPTIDES WITH SHORT CHAINS

Stoeva S. L.Tancheva, A. Georgieva,T. Pajpanova, R.Kalfin

! Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia 1113, “Acad. G.
Bonchev’’str. , bl.23
2 Institute of Molecular Biology, Bulgarian Academy of Sciences, Address: Sofia 1113,
“Acad. G. Bonchev "str, bl. 21
® Medical Faculty, Medical University-Sofia, Address: Sofial431, Nel “G. Sofiiski” bld.

e - mail: mdsvetlana@abv.bg
Abstract.

The aim of the study is to investigate the basic pharmacological and toxicological effects of
two new neuropeptides (P1 and P2), analogues of Tyr- MIF- 1 and nociceptine, synthesized
by T. Pajpanova, (2013). Neuropeptides were applied on Albino male ICR mice in several
doses (5, 10, 20 and 50 mg/kg b. wt. 1.p.). Their activity on the CNS was studied as well as
their effect on the hexobarbital sleeping time (HB— 100 mg/kg b. wt. i.p.). We studied the
influence of the two compounds on the nociception in mice (test with acetic acid) when
effective doses (4, 8 and 16 mg/kg b. wt. i.p.) were applied. The new neuropeptides
demonstrated several suppressive effects on the CNS when a dose of 50 mg/kg b. wt. was
applied, which disappeared within 48 hours. There was no mortality after the acute treatment
— both on the 48th hour (acute toxicity) and on the 5th day (prolonged toxicity). Pathological
changes in the internal organs of treated animals were not found. P1 and P2 have similar
effects on HB narcosis (P1 shortens it by 40%, and P2 by over 50%), but the mechanism is
unknown. It is possible that the substances accelerate the elimination of HB or have
modulating CNS effect which could be related to their neuropeptidic nature. On the other
hand the compounds had different effects on the nociception— P1 increases it (by 262%) and
P2 has significant analgesic effect (by over 25%). The analgesic effect of P2 is dose-
dependent. We suggest that it is related to its nociceptine structure and due to possible
interaction with CNS receptors.

Keywords: toxicity, neuropeptides, hexobarbital, nociception

Introduction

Searching for biologically active peptidomimetics as a new direction in modern pharmacology
requires complex, interdisciplinary researches. The modern drug design creates medicaments
on the basis of well-known active peptides with improved pharmacokinetic properties [3], [4],
[6].

Object of this study is two new short-chain neuropeptides, synthesized by T. Pajpanova,
(2013), analogues of Tyr- MIF (P1) and Nociceptine (P2).
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Our previous data found activity of similar compounds on central nervous system (CNS) [1],
[5]. Having in mind their molecular design - very similar to some neurotransmitters in the
central nervous system we decided to study their effects on central nervous system (CNS).
The aim of the study is to establish some basic pharmacological and toxicological effects of
the new neuropeptides (P1 and P2) on laboratory mice.

1. Materials and Methods

1.1.  Chemicals
The new compounds were synthesized by Pajpanova et al. (2013) in the Institute of Molecular
Biology at Bulgarian Academy of Sciences. Acetic acid and Hexobarbital sodium salt were
provided by SIGMA-ALDRICH.
1.2.  Amimals
Albino male ICR mice (body weight 18-20 g) were supplied by Experimental Breeding Base-
Slivnitza at the Institute of Neurobiology (Bulgarian Academy of Sciences). Animals were
housed in plexiglass cages (6 per cage), under standard laboratory conditions (ambient
temperature 20°C + 2°C and humidity 72 % + 4 %), water and standard pelleted food ad
libitum.  All performed procedures were approved by the Institutional Animal Care
Committee and the principles stated in the European Convention for the Protection of
Vertebrate Animals used for Experimental and other Scientific Purposes (ETS123) were
strictly followed throughout the experiment.
1.3.  Methods
1.3.1. Toxicological studies
Some basic toxicological characteristics of neuropeptides applied on Albino male ICR mice
(18-20 g) in several doses (5, 10, 20 and 50 mg/kg b. wt intraperitoneally- i.p.) were studied.
The observation on their effects and toxicity was till the 48" hour. The studies for prolonged
toxicity continued till 5" day following changes in body growth, appetite and behavior.
Dissection of the bodies was performed on the 48™ hour and on the 5 day after compounds
application.
1.3.2. Effects of the new compounds on CNS
The activity of the new compounds on the CNS was studied evaluating their influence on the
hexobarbital sleeping time (HB — 100 mg/kg b. wt.- i.p.). Hexobartal was used as central
nervous active agent, but also as known model substrate of hepatic cytochrome P-450
monooxygenases. An effective dose 5 mg/ kg i.p. of new compounds was applied 20 minutes
before Hexobarbital administration. The changes in duration of HB sleeping time (in minutes)
were estimated in the groups according to the reflex of reversal.
1.3.3. Studies for analgesic effect
The two compounds applied in an effective dose of 5 mg/kg were studied for analgesic
activity using Acetic acid test [2]. The number of abdominal cramps for 20 minutes after
acetic acid application was measured. Dose-effect analgesic activity of compound P2 was
studied in doses 4, 8 and 16 mg/kg b. wt. 1.p. according to the same method.
1.4,  Statistical analysis
Results were performed using t-test of Student Fisher.
2. Result and discussion

Acute Toxicity

We established low acute toxicity of the both compounds. On the 48" hour after the
application of the studied doses (over 50 mg/kg b. wt.) mortality was not observed. With an
acute dose of 50 mg/kg b. wt. the compounds produced transit ataxia, respiration changes and
sedation.We did not find any changes in the body growth, appetite and behavior of animals
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after treatment with P1 and P2 (in doses 5, 10 and 20 mg/kg i.p.) compare to the controls.
Compounds are pharmacologically active when a dose of 5 mg/kg i.p. is applied.

Studies for prolonged toxicity- on 5" day after administration

Prolonged toxicity was not established on the 5™ day. Pathological changes in the internal
organs of the treated animals were not observed either.

Influence of compounds on the HB-sleeping time
Surprisingly we established in our experiments that P1 and P2 decreased duration of HB
narcosis (P1 shortens it by 40%, and P2 by over 50%), but the mechanism is still unknown

(Fig. 1).

100%
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70%
60%
50%
40%
30%
20%
10%
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% vfs controls

Controls P1 P2 * p<0.05

Figure 1. Effect of P1 and P2 on Hexobarbital sleeping time

It is possible that the new substances accelerate the elimination of HB via its hepatic
metabolism. But we suggest that established drug interaction can be due predominately to
functional antagonism between HB and new neuropeptides on the level of central nervous
system and/or to receptor interactions. Only further experiments can clarify whether the
mechanism of this interaction is on the metabolic level or on central nervous system level.
Analgesic effect

We established in our experiments that the new compounds had different effects on the
nociception— P1 increases it (by 262%) and P2 decreased it ( by over 25%). Established
nociceptive effect of compound P1 is probably due to increased local irritation in animals
after combine administration of the compound with acetic acid. Our experiments also
demonstrated that compound P2 has a significant analgesic effect- and this effect is dose-
related (Fig. 2 and 3).
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Figure 2. Dose dependent analgesic effect of P2 according
Acetic acid test (p<0.05)

The analgesic effect (% vs controls) of the 3 doses of compound P2- (4, 8 and 16 mg/kg b. wt.
1.p.) was significant and dose dependent in comparison to the control group (accepted for
100%)- Fig. 3.
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Figure 3. Dose-dependent analgesic effect of P2 (% v/s controls) p<0.05

The mechanism of the analgesic effect of P2 is not clear. We suggest that it may be related to
the chemical structure of P2 close to this of mediator nociceptine. Pain modulation probably is
a result of possible interactions with some CNS receptors and deserves further experimental
studies (Mateeva et al. 2011, Pancheva et al, 2003).
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3. Conclusion

Newly synthesized neuropeptides demonstrated low toxicity and significantly antagonized HB
sleeping time in mice. Compound P2 also has a dose-dependent analgesic effect and as a
derivative of nociceptine deserve further studies.
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Abstract

Pomegranate is one of the plants with proven beneficial health effects in various
conditions; it contains very high concentrations of ellagic acid in all plant parts. Numbers of
studies have been conducted demonstrating that the effects of pomegranate extracts are
contributed primarily to ellagic acid.

Ellagic acid is a phenolic compound and is found in various plant species.
Pharmacological properties of ellagic acid alone and ellagic acid-rich plant extracts have been
scientific interest for decades. However, mechanisms of ellagic acid effects are not fully
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studied. It is proven that the compound demonstrates strong antioxidant activity, thus having
beneficial health effects against free-radical chronic diseases such as cancer and
cardiovascular diseases. Effects of ellagic acid include anticancerogenic, antimutagenic,
cardioprotective, hepatoprotective, anti-lipid peroxidative, anti-inflammatory, antiviral, as
well as various central nervous system effects. Studies on influence of ellagic acid on central
nervous system as well as its effect on viral infections are relatively new and very promising.
This review covers the most studied ellagic acid effects with special focus on experimental
studies on CNS-effects and antiviral activity.

Introduction

Ellagic acid (EA) is a natural phenolic lactone present in variety of plants and
especially fruits. It is found at high concentrations in blackberries, cranberries, pecans,
pomegranates, raspberries, strawberries, walnuts, wolfberries, grapes, walnuts and pecans. EA
is found in significant concentration in Punica granatum L. — pomegranate. The fruit and
extracts from different parts of the plant have been studied for their beneficial effects in
various diseases. Part of these studies has recognized EA as primarily responsible for the
beneficial effect of the extracts.

The most abundant polyphenols in pomegranate juice are the hydrolysable tannins
called ellagitannins formed when EA binds with a carbohydrate. Pomegranate ellagitannins,
also called punicalagins, are tannins with free-radical scavenging properties in laboratory
experiments [21]. Due to the similar effects of EA alone and pomegranate extracts we will
review some studies on CNS and antiviral effects of various pomegranate extracts.

Many studies have suggested that the biological functionality of EA is associated with
its direct strong antioxidant activity which counters the negative effects of reactive oxygen
species (ROS) that are generated during cellular metabolism and in response to chemical and
environmental stresses. Different studies have also suggested that EA can aid in the
regeneration of cellular antioxidants such as glutathione (GSH), activate Phase-II enzymes
such as gluthathion-S-transpherase (GST), inhibit DNA topoisomerase, mediate cell cycle
arrest and activate apoptotic pathways leading to reduction of cancer and other chronic
diseases [1, 2, 20, 47].

Pharmacological properties of EA

Anticarcinogenic activity and underlying to this effect antioxidative property are one
of the first properties of EA that have been studied and are subject of scientific interest for the
past three decades. EA has been shown to be a potent anticarcinogenic agent [5], and one of
the main mechanisms by which EA is proposed to have anticancer benefits is by modulating
the metabolism of environmental toxins and therefore preventing the initiation of
carcinogenesis induced by these chemicals as well as inhibiting the direct binding of
carcinogens to the DNA. Moreover, EA significantly increases GST activity, thus enhancing
the GST detoxification system and therefore demonstrating strong chemo protective effect
[47]. Another mechanism of anticarcinogenic activity includes induction of G1 arrest and
inhibition of overall cell growth and apoptosis in tumor cells [30]; inhibition of xenobiotic
metabolizing enzymes and the induction of antioxidant responsive element-mediated
induction of NADPH: quinone reductase and GST genes[ 1, 2] etc.

Antimutagenic activity. EA was found to inhibit the mutagenesis induced by
aflatoxin B1 in Salmonella when incubated together with the aflatoxin B1. This supports the
hypothesis that the mechanism of inhibition could involve the formation of a chemical
complex EA on Aflatoxin B1 [24].

Anti-inflammatory and protective effects observed in model of Crohn’s disease are
proposed to be related to the reduction of neutrophilic infiltration in the colonic? mucosa
accompanied by an increase in the production of mucus in goblet cells [37]. Protective effect
against carrageenan-induced acute inflammation is observed as well [29].
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Hepatoprotective effects were observed following orally administered EA against
carbon tetrachloride [42] as well as against ethanol-induced toxicity in hepatic HepG2 cells
[44]. Regulation of NO and TGF-B1 production in liver cells is the suggested mechanism of
the later.

Cardioprotective and anti-lipid peroxidative properties are demonstrated EA’s in
isoproterenol-induced myocardial infarction in rats. This study provides evidence for the
cardioprotective effect of EA based on its membrane stabilizing effect on lysosomes and
membrane bond ATP-ases and also significant decrease of pro-inflammatory cytokines level
[18, 19].

Anti-lipid peroxidative. EA has shown to be superior to vitamin E in study
comparing the decreasing lipid peroxidation in embryonic and placental tissues in
developmental toxicity and oxidative damage in embryonic/fetal and placental tissues [13].

Antiviral properties

Hepatitis B virus. Antiviral properties of EA alone have been described for their anti-
Hepatitis B effects [18, 42]. The base of the studies describing EA as anti-hepatitis agent are
the initial reports for the anti-Hepatitis B effects of extracts from different species of tropical
plant Phyllantus amarus (P. nuriuri) - a plant widespread in India and China used for decades
in treatment of hepatitis and jaundice. Studies on its effects [22, 50] show that the extracts
down-regulate the transcription and replication of the virus via inhibiting Hepatitis B virus
(HBV) polymerase and also inhibit HBsAg—anti-HBSAD in vitro [48].

Later study isolates EA from P. urinaria and identifies this substance as the carrier a
pharmacological effect of the extract [41]. EA showed specific antiviral activity, by inhibiting
HBeAg secretion, in HBV-infected cells. The results of the study suggest that HBV host
tolerance could be overcome with this mechanism. Researchers later show additional data to
that indicate that immune tolerance caused by HBeAg with high chronicity rates can be
overcome by use of EA [17].

HIV. Studies on Phyllantus nuriuri extracts has identified that EA possesses the
inhibitor activity for HIV-1-reverse transcriptase [32] and HIV-protease [31].

Influenza virus. A recent study on effects of Aronia melanocarpa in influenza virus
attributes the main anti-infective role to EA and myricetin as components of Aronia extracts.

In this study, Aronia extract showed reactivity against different influenza viruses
including oseltamvir-resistant HIN1. The antiviral properties of pomegranate polyphenols are
attributed to inhibition of RNA replication of the influenza virus [10], however mechanisms
of action are not completely well understood [47].

Effects on central nervous system (CNS)

Anxiolytic effect. Anxiolytic-like effects of dietary flavonoids are relatively well
known [25]. The involvement of the GABA-ergic and serotonergic system in the antianxiety
like activity of EA has been also. Compared to diazepam, the anxiolytic doses of EA did not
prolong the duration of sodium thiopental-induced loss of righting reflex, indicating that this
substance is non-hypnotic.

Study results demonstrated that acute and chronic administration of EA to mice has
produced anxiolytic effect when tested in the elevated plus-maze. The tests with different
receptor blockers suggested involvement of GABA-ergic system in the anxiolytic action of
this flavonoid [15]. Another study shows reduction of nicotine induced withdrawal syndrome
in mice [48, 49].

Antidepressant activity is reported for EA with acute or chronic administration to
mice (25, 50 and 100 mg/kg p.o.) producing a significant reduction in the duration of
immobility, with a profile comparable to that of fluoxetine. The study provides evidence that
antidepressant activity of EA is dependent on the interactions between serotonergic and
noradrenergic systems but does not involve the opioid system. Future experimental and
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clinical trials may be needed to determine whether EA will produce similar therapeutic effect
in depressed patients [7].

Antinociceptive effect. Dose related antinociceptive effect of EA in different animal
models is reported in a recent study. Study results indicate that dose-related antinociceptive
action of EA has both central and peripheral components which involve mediation by
opioidergic system and L-arginine-NO-cGMP-ATP sensitive K channels pathway.
Antinociceptive effect was reached at dose of 302 mg/kg p.o. via intraperitoneal route of
administration [27].

Alzheimer’s Disease. A study revealed that EA promotes AP42 fibrilization and
inhibits AB42-induced neurotoxicity [44].

Smaller soluble oligomers of P-amyloid oligomers play a critical role in the
pathogenesis of Alzheimer’s disease (AD). Selective inhibition of AP oligomer formation
provides an optimum target for AD therapy. This study shows EA dose-dependently
decreased levels of pathogenic AP oligomers and AP cytotoxicity, consistent with the
hypothesis that plaques represent a protective mechanism for driving toxic AP oligomers to
less toxic fibrils [9]. Moreover, these study results suggest a mechanism by which the intake
of naturally rich in EA pomegranate juice decreases soluble AB42 levels and attenuates
cognitive deterioration in [11].

Neuroprotection in Diabetes. EA has shown to attenuate oxidative stress on brain
and sciatic nerve and to improve histopathology in streptozotocin-induced diabetic rats. The
levels of oxidant/anti-oxidant parameters investigated were significantly decreased in EA
treated diabetic rats in comparison to control group. According to histopathological results
brain sections from diabetic rats (control group) showed nuclear hydropic degenerative
changes in neurons and fibrillary degenerative changes in the tissue. Hemorrhagic focuses and
damaged blood vessels were seen in the brains of all diabetic rats, however significantly
decreased in diabetic rats treated with EA. Further investigations are needed to confirm EA
potential to treated diabetes associated neurological complications [49].

Pomegranate juice

Pomegranate juice contains multiple phenolic compounds such as anthocyanins and
ellaginannins (ETs). However, ETs comprise most of the polyphenols found in commercial
pomegranate juice [54]. A study investigating the pharmacokinetics of ETs and EA in human
plasma following oral administration of ellagitannins confirms EA absorption and presence in
human plasma. However, no intact forms of ellagitannins were detected in any of the
collected plasma samples [39].The pharmacokinetic profile of EA following oral
administration in rat indicates poor but rapid absorption, rapid distribution and elimination
[23, 51].

The goal of many pomegranate studies has been to identify the therapeutic
components [16]. Different studies identify EA to be the marker compound of the various
pomegranate extracts and exhibits powerful anticarcinogenic and antioxidant properties [12].
However, confirmation for superiority of pomegranate extract over EA has been obtained in a
study investigating the topical anti-inflammatory and analgesic activities of standardized
pomegranate rind extract in comparison with EA alone in vivo. The study results show that
standardized pomegranate rind extract is superior over EA in terms of anti-inflammation and
IL-B modulation [28].Studies also reveal data for synergism between EA and other
polyphenolic compounds which serves as confirmation of the latter [38].

Pharmacological effects of pomegranate extracts

Pomegranate extracts (PE) and particular constituents have shown various
pharmacological effects including antioxidant, anticarcinogenic, anti-inflammatory,
maintenance of cholesterol levels through influencing of lipid peroxidation, [16] antiviral [10]

148



anti-malaria [43] etc. The current review will focus on effects of EA and other PE constituents
on central nervous system.

Memory impairment. A randomized placebo-controlled, double blind trial of
pomegranate juice in older adults with memory complaints suggests that 8 ounces
(approximately 250 ml) of pomegranate juice taken daily for one month improves the verbal
memory and influences neural activity during a visual source memory task. Methods included
memory testing and functional brain activation (fMRI) as outcome measures. After 4 weeks,
only PE group showed a significant improvement in verbal memory. Furthermore, compared
to the placebo group, the PE group had increased fMRI activity during verbal and visual
memory tasks. The results suggest a role for pomegranate juice in augmenting memory
function as well as increases in task-related cerebral blood flow [3].

Alzheimer’s disease. Pomegranate juice protective effects against amyloid load were
investigated in a study involving transgenic mouse model - Amyloid precursor protein (APP)
over expressing transgenic animals with early onset familial AD and AP deposition start at 7-
8 months of age). The animals were given pomegranate juice since the age of 6 months and
behavioral testing began at the age of 11.5 months without interrupting juice consumption.
Results of the study show improved behavioral performance of pomegranate juice fed APP
mice in water maze compared to control APP group.

Pomegranate juice APP group also showed decreased AP and amyloid levels in the
hippocampus. There has been non-significant but consistent trend for less neuritis cases
associated with amyloid plaques in the dorsal cortex, hippocampus and corpus callosum.
Study results suggest that the mechanism by which pomegranate juice influences behavior
and amyloid load is not by altering APP processing or A production [11].

To examine the effects of P. granatum on Agi.42-induced learning and memory
impairment in mice, in vivo behavioral tests were performed. The effect on dietary
administration of P. Granatum on behavioral abilities was examined using and AD animal
model based on intracerebro-ventricular A injection.

The results of this study suggest that the ethanol extract of P. granatum mitigated H>O>-
induced oxidative stress in PC12 cells. In addition, the extract inhibited neuronal cell death
caused by AB-induced oxidative stress and AB-induced learning and memory deficiency [46].

Neuroprotection. Antioxidative and neuronal protective effects of Punica granatum
extract were investigated against oxidative stress-induced cytotoxicity in PC 12 cells. The
ethanol extracts of P. granatum protected PC12 cells from hydrogen peroxide (H>0O2)-induced
oxidative stress. Reduction assays revealed significant increase in cell viability when
oxidatively stressed PC12 cells were treated with the PE [45]. Pretreatment with alcoholic and
aqueous PEs, as well as with pomegranate juice of in vitro serum/glucose deprivation (SGD)
model also showed significant and concentration-dependent increased cell viability following
SGD insult for 6 and 12 h [6].

Interesting results from another study reveal that polyphenolic substances from
pomegranate juice are detectable in the plasma of mice pups whose mothers drank
pomegranate juice. The same study has provided evidence that dietary supplementation of
pregnant mice with pomegranate juice protect against neurodegeneration in neonatal mice
subjected to hypoxic-ischemic brain injury [26].

Convincing results are provided from a pilot clinical trial in patients undergone heart
surgery. Memory dysfunction is a common complaint following heart surgery and may be
related to a diffuse ischemic state induced by micro emboli dislodged during the procedure.
Patients undergoing elective coronary artery bypass graft and/or valve surgery were given
either 2 g of pomegranate extract or placebo per day from one week before surgery to 6 weeks
after surgery. The patients were also administered a battery of neuropsychological tests to
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assess memory function at 1 week before surgery (baseline), 2 weeks after surgery, and 6
weeks after surgery.

The placebo group had significant deficits in post-surgery memory retention, and the
pomegranate treatment not only protected against this effect, but also actually improved
memory retention performance for up to 6 weeks after surgery as compared to pre-surgery
baseline performance [36].

Antiviral properties. The antiviral properties of pomegranate polyphenols are
attributed to inhibition of RNA replication of the influenza virus. Punicalagin compounds
with inhibitory concentrations of up to 40 mg/ml have been shown to be the most active in
blocking viral RNA replication [10].

Viral inactivation by polyphenols is primarily attributed to virion structural damage. A
study suggests that the virus variation in susceptibility to inactivation by pomegranate
polyphenols is determined by envelope glycoproteins. Direct anti-influenza activity of
pomegranate polyphenols is substantially modulated by small changes in these glycoproteins.
The same study shows results for influenza viruses HIN1, H3N2 and H5N1 3-log reduction
of viral titer at room temperature following pomegranate polyphenol application, but with
lower activity against HSN1 influenza virus isolated from birds [46].

In addition, polyphenolic PE has proven to act synergistically to oseltamvir on
influenza A virus [10]. Oseltamvir inhibits neuraminidase in the virus thus preventing it from
emerging in cells.
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Abstract

Therapeutic options for management of medically refractory seizures in young
children are limited. Despite the plethora of old and new anticonvulsant medications, up
toone-third of children with epilepsy continue to have seizures, and many of these children
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take multiple medications with concurrent intolerable side effects. Alternative treatments have
included the vagus nerve stimulator and dietary approaches. The ketogenic diet (KD), a high
fat, low carbohydrate, adequate protein formulation, has been used since early in the twentieth
century for seizure control in refractory epilepsy. Clinical studies have verified the
effectiveness of the KD. In general, at least half of all patients treated with the KD will exhibit
a 50% or greater reduction in seizure frequency. Despite this effectiveness, the mechanisms
by which the diet works are still unknown.

In our work we present mechanisms of action of ketogenic diet. We summarize key
insights published from experimental and clinical studies of KD, and focus particular
attention on the role that ketone bodies, fatty acids, and limited glucose may play in seizure
control.

Metaboic changes likely related to the KD’s action anticonvulsant properties include
ketosis, reduced glucose and enhanced bioenergetic reserves.

Since the resurgence in clinical use of the KD in the 1990s, several laboratories have
attempted to develop animal models to discern the mechanism of KD action and improve its
formulation and effectiveness. In general, such models have met with modest success. Part of
the challenge has been to replicate the effect of the KD in humans. However, the metabolism
of rodents (the most commonly used model) differs in important ways from humans. During
fasting, ketone bodies supply relatively more brain energy in humans than in rats. In the
neonatal period, ketone bodies are used more by suckling rats than by humans. In addition,
previous models have employed a wide variety of paradigms of seizure induction (kindling,
pentylenetetrazole (PTZ), kainic acid, etc.), KD formulations, outcome measures, and
assessments of metabolic parameters. Any mechanistic explanation for KD effectiveness in
humans must account for certain clinical observations in animal models.

The fact that a fundamental modification in diet can have such profound, therapeutic
effects on neurological disease underlines the importance of elucidating mechanisms of KD
diet. Future studies will provide unique insights into how diet can affect the brain, both in
health and disease, and likely provide the scientific basis for the development of potent new
treatment strategies for the epilepsies.

Keywords: animal models, epilepsy, metabolism, ketogenic diet, seizures.

FP1. ANIMAL MODELS OF EPILEPSY AND IMPLICATIONS FOR
DISEASE-MODIFYING EFFECT OF LEVETIRACETAM IN KAINAT
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E-mail: evgeniharitov@gmail.com

Abstract

Epilepsy, a many-faced disease, can be modeled in different ways, depending on the aims of
study. For example, the chronic disease conditions can be induced, or in contrast acute
seizures may be elicited. The objective in inducing seizures in animals is to mimic human
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epilepsy as close as possible. Animal models are used to study the pathophisiology of epilepsy
and for the discovery of new anticonvulsants.

The major animal models are electrical stimulation, pharmacological models and
genetic models. The pharmacological models are divided, depending on the way of
convulsing application into systemic, intracerebral and topical application of convulsant.
Systemic application includes administration of kainite, pilocarpine, pcrotoxin, bicuculin,
penicillin.

Drugs acting selectively on absence seizures can be identified by animal screens, using
either threshold pentylentetrazole clonic seizures in rats or mutant mice showing absence-like
episodes (so-called lethargic, star-gazer, or tottering mutant). On the other hand, the maximal
electroshock (MES) test, identifies drugs such as phenytoin, carbamazepine and lamotrigiune,
wich are active against generalized tonic clonic seizures and complex partial seizures.

The KA model of epilepsy has been used for over three decades. The shared features
between human epilepsy and animal KA model are that both seizures originate in and remain
confined to the limbic system, and that similar neuronal loss and sclerosis occur in the
vulnerable areas in the limbic system, for example in hippocampal pyramidal cell regions.

In the adult rats, KA-induced seizures are followed by latent phase of 4-8 weeks after
wich the first spontaneous seizures occur, but epileptogenesis continues beyond this, and
frequency of seizures increases in sigmoid fashion.

Recent findings in experimental models suggest the possible role of inflammation
processes in the etiopathogenesis of seizures. Pro-inflammatory cytokines such interleukin
Ibeta, TNF-alfa have been shown to be overexpressed in experimental models of seizures in
brain areas of seizure generation and propagation. Possible strategies that involve the
pharmacological manipulation of inflammation can lead to the development of novel
approaches for the treatment of epilepsy.

Present study aimed to compare the effect of levetiracetam (LEV), on the behavioral
changes and level of hippocampal TNF-alfa and IL-lbeata in kainic-induced model of
epilepsy in adult rats.

Our data indicated that KA has a capacity to induce the levels of TNF-alfa in early
stages development of the model of epilepsy. Significant anti-TNF-alfa effects were observed
in LEV-pretreated rats. This could be involved in their a potencially antiseizure effects.

These data suggest that LEV may inhibite seizures by inhibiting pro-inflammatory
cytokines in hippocampus and posses neuroprotective and antiepileptogenic properties.

The surch for new antiepileptic drugs has traditionally been directed to compounds
that suppress seizures in a symptomatic fashion. There is enormous effort in the field to
develop new strategies for antiepileptigenesis.

Possible strategies that involve the pharmacological manipulation of inflammation can
lead to the development of novel approaches for the treatment of epilepsy with disease-
modifying effect.

Keywords: animal models, epilepsy, kainic acid, levetiracetam, epileptoigenesis, TNF-alfa.
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Abstract

Experimental evidence and clinical observations indicate that brain inflammation is an
important factor in epilepsy. Inflammatory cytokines such asTNF-alfa have been shown to be
over expressed in experimental models of epilepsy. Data exists that cytokines profoundly
affect seizures in rodents.

Purpose: Present study aimed to compare the effect of levetiracetam (LEV), valproic acid
(VPA) and diazepam (DZ) on the behavioral changes and level of hippocampus TNF-alfa and
IL-1beata in kainic-induced model of epilepsy in pups.

Metods

Pups were devided into 5 groups of 5 animals each. In the first group, animals were given
saline (i.p.) to serve as negative control. In the second group rats were injected i.p.with kainic
acid (10mg/kg) to serve as positive control. In the other 3 groups-LEV, VPA, DZ were
administered once daily between 10:00 and 11:00 a.m. for 3 succesive days ( LEV-50mg/kg,
i.p., VPA-50mg/kg, i.p., DZ-5mg/kg, i.p). On the thirth day, 2h after the last LEV, VPA and
DZ injections, kainic acid was applied i.p.(10mg/kg).

Following the last administration all animals were observed during 3h. for assessment of
convulsive behavior according to the rating scale of Racin.

To measure the levels of cytokines (TNF-alfa and IL-1beta) all rats were sacrificed 6 hours
after the last injection they received. The levels of cytokines were determined by rat-specific
sandwich- enzyme-linked immunosorbent aasay (ELISA).

Results

No behavioral changes were observed in the first group. In the second group, rats treated with
KA showed well pronounced seizure syndrome. In the other 3 groups there were differences
in the behavioral responses, but the seizures were less severes than KA group. The average
symptoms rating in KA group reached a value of 5 in Racin’s scale. DZ group reached value
of 1-2. VPA group reached value of 2. LEV group show value of 3.

Levels of TNF-alfa and IL1beta were significantly raised in rats treated with KA, as
compared with the 3 other studied groups. Levels of TNF-alfa and IL1-beta in LEV, VPA and
DZ-groups were lower than group KA. The lowest level of cytokines was recorded in LEV
group. Despite of lower cytokines levels, pups from these 3 groups also exhibited
epileptiformic activity, but less severe than group KA.

Conclusion

Our data indicated that KA has a capacity to induce the levels of cytokines in early stages
development of the model of epilepsy. LEV and VPA suppress cytokine’s levels in pup’s
hippocampus. These data suggest that LEV may inhibit seizures by inhibiting pro-
inflammatory cytokines in hippocampus and posses neuroprotective and antiepileptogenic
properties. Taken together the results support the application LEV for neonatal seizures.
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Working forward from animal models, and simultaneously backword from patients on the
basis of their successful interventions by pharmacotherapy, data presented here could provide
us with the best understanding of those forms of epilepsy with inflammatory mechanisms in
pathogenesis.

Keywords: behavioral changes, epilepsy, kainic acid, seizures, TNF-alfa, levetiracetam,
valproic acid, diazepam.

FOS. INNOVATIVE METHODS IN NEUROBIOLOGY RESEARCH:
CONNECTOMICS, BRAINBOW, OPTOGENETICS

S. Dimitrova, K. Dankov, M. Dimitrova, V. Goltsev

YFaculty of Biology, SU “St. Kliment Ohridski”, bul. “Dragan Cankov”’s,
1164, Sofia, Bulgaria
?Institute of experimental morphology, pathology and anthropology with museum, Bulgarian
Academy of Science, Acad. “G. Bonchev” street, Bl. 25, 1113, Sofia, Bulgaria
E-mail: dimitrova.stella76@gmail.com

The foundations of nowadays modern neuroscience are built by the discoveries of two
great scientists — Camillo Golgi and Ramon y Cajal [4]. In 19" century Camillo Golgi
discovered a staining technology which marks limited number of neural cells in black. The
images he received — black cells on yellow background — were very clear and gave good
contrast. Those were the first pictures of neural cells observed under light microscope. Even
though Golgi was most certainly a brilliant scientist, till the end of his life he refused to
believe that the structures he looked upon were actually separate cells in a typical tissue. He
believed that an extraordinary machine, capable of so many different complex functions such
as the brain must be made of a single network. Meanwhile Ramon y Cajal — a Spanish
scientist, who used Golgi’s staining reaction to observe neurons, raised another theory — the
brain consists of different, separate cells that form networks by making connections between
each other along their path through the nervous tissue. Nowadays, we know that Ramon y
Cajal was right and indeed — neurons are distinguished cells consisting of a cell body (soma),
axons and dendrites, which make synaptic connections and those connections lay beneath the
many different functions that the brain exhibits.

Even though Golgi’s method gave a lot of knowledge about the structure of the
nervous system, it has a lot of disadvantages and the biggest is the fact that it cannot visualize
synaptic connections as they are too small to be observed via light microscopy and that it
makes it impossible to trace separate neurons along their network [4]. Those limitations build
a great barrier to understanding the brain as a functional structure, because in order to
comprehend the delicate mechanisms according to which it maintains all its functions, we
need to have a real detailed view of brains’ structure — a picture clear enough, allowing us to
see what kind of connections are made, where and to whom. A parallel has to be made
between the morphological structure of the neuronal network and the many functions, arising
from it. In other words, we need a map of this wiring network. In this review we are going to
introduce the latest techniques that made a breakthrough in modern neuroscience by finding
the exact strategies to map parts of the brain functionally.
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1. Connectomics

There are approximately 100 billion neurons in the adult human brain [4]. Each
neuron makes thousands of connections to other neurons, resulting in an approximate 150
trillion connections in the human brain. Mapping all those connections is not an easy task. So
far a full complete map of the whole brain does not exist. A team led by Thomas Morsic-
Flogel at the University College of London mapped some of the connections in the mouse
visual cortex by a method called Connectomics.

First, they choose a region of the brain which function is well known, than cut it into
very thin slices — nanometer thin [4]. After detecting the structures, present on each slice
using electron microscopy and after a software staining of those slices, they put them back
together just the way they were and this reconstruction gives a very detailed 3D image of that
particular brain region, where now we are able to see different synaptic connections, axon
pathways and we can make conclusion about their functional meaning.
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Fig. 1 The connectomics method:
a) cutting thin slices of the brain
region; b) staining the structures;
c) rebuilding the slices back
together and d) receiving an

brain part; picture taken from
“Synapses, neurons and brains”,
WWW.coursera.com

2. Brainbow

Most staining techniques give little information about the actual connections between
neurons, because the wiring network of axons and dendrites is very messy and when cells are
dyed in one color (like Golgi’s staining, for example) they cannot be distinguished one from
another [2,4]. Brainbow is a modern method which uses genetic engineering techniques to
perform multicolored staining of nervous tissue. The number of colors stochastically
expressed in a particular part of the brain can reach up to 166 different colors. This makes is
easy to separate different neurons from each other and to trace their processes.

Brainbow uses stochastic expressions of different proportions of red, green and blue,
produced by green fluorescent protein (GFP) in different neurons [2]. In cell and molecular
biology GFP is exploited as a reporter protein. This means that genes, encoding GFP can be
incorporated in the promoter sequence of a studied gene in order to be able to trace the genes’
behavior — when and in what conditions it activated. GFP has several derivates, produced by
modifications of its chemical structure — blue, cyan and yellow fluorescent proteins.

Brainbow follows 2 steps:
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1. A specific gene construct that is able to recombine in many different sequences to
produce one of 3 or 4 colors, based on the fluorescent protein (XFP) used.

2. Multiple copies of this transgenic construct are incorporated in the target organisms’
genome and the result is a stochastic expression of different XFPs in different
proportions, which leads to the ability of different neurons to exhibit variety of color
cues.

Brainbow is based on a Cre/lox mechanism of recombination which can switch on and off
the gene expression by excision of DNA, inversion and interchromosomal recombination [3].
The system consists of one single enzyme — Cre recombinase, which recombines short
targeting sequences, named Lox-sequences. The Cre-enzyme and the original Lox (LoxP) are
derived from a P1 bacteriophage. The proper positioning of the lox sequences allows
scientists to activate, inhibit or replace genes. The expression of the Cre recombinase can
occur in a defined cell type under the scientist’s control, activated by external stimuli such as
chemical signals or thermal shock. The Cre-lox recombination includes targeting of specific
DNA sequences and their excision by the Cre-enzyme. The lox sequences, which contain
specific sites for Cre, circle the studied sequence where the recombination occurs. The result
depends on the lox sequences orientation. Two lox sites placed on one chromosomal arm lead
to inversion, two loxes put together give deletions. If they are positioned on different
chromosomes a translocation occurs.
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1. Fig. 2 The mechanism of Cre-lox recombination system, picture taken from
http://cre.jax.org/introduction.html
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Based on the Cre-lox recombination, scientists created a few different versions of Brainbow

[3].

In Brainbow 1 they produced a DNA construct where the arrangement of the lox sites allows
two different recombination events to randomly express one of 3 colors: red (the original
XFP), yellow and cyan. The proportion between the number of cells expressing each color are
approximately equal to show that neither recombination event is preferential. Brainbow 1.1
uses the same mechanism, but including 3 possible recombination events leading to the
generation of 4 different colors — orange, red, yellow and cyan.

Brainbow 2 uses inversions. In neural cells they make a construct, consisting of RFP (red FP)
and CFP (cyan FP) with parallel orientation. When the inversion event occurs some of the
cells express the sense oriented sequence — RFP and others express the antisense oriented
CFPs. In Brainbow 2.1 two reversible DNA segments are positioned in tandem in order to
generate more recombination events. Three inversions take place and in addition each
excision can reduce the construct to 2 DNA segments, inverting multiply as long as the cell is
supplied with Cre enzymes. Those different recombination events lead to the expression of 4
genes, producing green, yellow, red and cyan neurons.
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Fig. 3 a) Brainbow 1.1 mechanism and b) Fluorescent image of hippocampal mossy fibres in a rat
brain, stained by Brainbow 11. C) Dentate gyrus neural cells stained by Brainbow 2.1 and d)
Brainbow 2.1 mechanism, images taken from http://www.addgene.org/18723/,
http://www.openoptogenetics.org and www.nature.com

Combinatorial expression of XFPs — In some mice lines individual neurons express only
one of the XFPs, present in the transgene [2]. More commonly a coexpression of multiple
cues is observed in the separate cells. How are the new colors produced? If, for example, 3
copies of a Brainbow 1 construct end up together they can recombine between each other and
then at least 10 different color mixes are expected.

Fig. 4 Different brain regions, stained
by combinatorial expression of XFPs,
image taken from http:// www.rsc.org/
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3. Optogenetics

Optogenetics is a technique for controlling subpopulations of neurons in the intact brain
using light [1,4,5]. This technique has the potential to enhance basic systems neuroscience
research and to inform about the mechanisms and treatment of brain injury and disease.

In 1979 Francis Crick, taking note of the complexity of the mammalian brain and the fact
that electrodes cannot readily distinguish different cell types, suggested that a major challenge
facing neuroscience was the need to precisely control activity in one cell type while leaving
the others unaltered [6]. Crick later speculated in lectures that light might be a relevant control
tool, but without a concept for how this could be done.

Opsins are a group of light-sensitive 35-55 kDa membrane-bound G-protein coupled
receptors found in photoreceptor cells of the retina [7]. They are involved in vision, mediating
the conversion of a photon of light into an electrochemical signal, the first step in the visual
transduction cascade. Opsins act as ion channels, sensitive to light with particular wavelength.
For example, Channelrhodopsin is activated by blue light, which causes it to open and let
positive Na® ions to enter the neuron thus causing depolarization — an activation of the
neuron. There are other opsin proteins, altered at different wavelength, responsible for the
transportation of different types of ions. For example halorhodopsin can inhibit the neurons’
activity by allowing negative CI” ions to enter the cell, resulting in hyper polarization when
illuminated with yellow light.
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Fig.5 a) Opsins, incorporated in the neurons membrane. Image taken from http://web.mit.edu/ b) The
opsin family of proteins, image taken from http://mysbfiles.stonybrook.edu/

Optogenetics uses viral vectors to include opsin genes in neurons in order to make them
sensible to light [4,6,7]. Scientists first make a genetic construct, including a promoter
sequence and an opsin gene, derived from bacteria. Using viral vectors they insert it into the
studied animal’s brain. The opsin protein expresses in the targeted neural cells. Light with
specific wavelength is switched on trough a fiber-optic channel. Depending on the type of
opsin, a different event takes place. The neuron is either activated, or deactivated.

The applications of such technique are endless. Controlling the brain with light gives huge
possibilities for treatment of many different neurodegenerative and psychiatric brain diseases.
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Abstract

Alzheimer's disease (AD) is a type of dementia causing problems with memory,
thinking and behavior. Scientists have identified factors that increase the risk of AD - the
most important are age, family history and heredity. Two abnormal structures have key role in
damaging and nerve cells apoptosis: beta-amyloid plaques and tau tangles (twisted fibers).

Two types of medications are approved—cholinesterase inhibitors and memantine. The
available treatments of AD are only symptomatic, cholinesterase inhibitors being the most
widely used drugs. Several natural compounds with anticholinesterase activity can be used as
leader compounds for the synthesis of new drugs.

Today, there is a worldwide effort (by WHO) to find better strategies of treating the
AD, delay its onset, and prevent it from developing. Researchers are developing medications
aimed at in amyloid processing. Recent studies have indicated the critical importance of tau in
the pathomechanisms of neurodegeneration in AD and related tauopathies. There is a theory
of novel anti-inflammatory treatments for AD. The results from several studies provide strong
evidence in support of the hypothesis that AD represents a form of diabetes mellitus that
selectively afflicts the brain.

Researchers hope various brain imaging techniques studies will soon provide methods
to diagnose AD in its earliest stages — even before symptoms appear. Biomarkers may also
offer better ways to monitor response to treatment.
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Despite of that many theories and experimental efforts there still is an enormous need
for more effective therapeutic strategies for the purposes of successful treatment of AD and
other dementias.

Keywords: Alzheimer's disease, neurodegeneration, beta- and gamma-secretase, AChE, type
3 diabetes mellitus, -asarone
Introduction

Azheimer's disease (AD) is a type of dementia causing problems with memory, thinking
and behavior. It is most common form of dementia - a progressive disease which symptoms
worsen over time. In its early stages, memory loss is mild, but with late-stages, patients lose
the ability to carry on a conversation and respond to their environment.

> Pathogenetic mechanisms

Two abnormal structures have key role in damaging and nerve cells apoptosis:

- Plaquesare deposits of a protein fragment called beta-amyloid that build up in the
spaces between nerve cells.

- Tangles are twisted fibers of another protein called tau that build up inside cells.

Most experts believe plaques and tangles somehow damageneurone communicationand
nerve cell metabolism. The caused destruction and nerve cells apoptosis cause memory
failure, personality changes, problems carrying out daily activities and other AD symptoms.

Elder individuals develop some plaques and tangles with aging. Those with Alzheimer's
tend to develop far more and in a predictable pattern - starting in areas important for memory
and spreading to other regions. (Fig.1) Using high-resolution functional MRI (fMRI) imaging
in patients with AD and in mouse models of the disease, researchers have clarified three
fundamental issues about Alzheimer's: where it starts, why it starts there, and how it spreads;
this could improve early detection of the disease [25].

Fig.1Using fMRI in mouse (left) and human (right) brains, the researchers provide
evidence that AD spreads from the entohrinal cortex (yellow) to other cortical regions (red)
— the perirhinal cortex and posterior parietal cortex.
Credit: Usman Khan/lab of Scott A. Small, MD, Columbia University Medical Center

» Alzheimer's disease treatment guidelines (2011)

So far two types of medications are approved—cholinesterase inhibitors and
memantine. They affect the cognitive symptoms - memory loss, confusion, problems with
thinking and reasoning. Three cholinesterase inhibitors are commonly prescribed: Donepezil
(Aricept) in all stages of Alzheimer's; Rivastigmine (Exelon) and Galantamine (Nivaline) in
mild to moderate Alzheimer's. Preventing the breakdown of acetylcholine supports
communication among nerve cells by keeping acetylcholine levels high. Memantine improves
memory, attention, reason, language and the ability to perform simple tasks. The drug
regulates the glutamate activity (involved in learning and memory). It can be used as a
monotherapy or combined with other Alzheimer’s disease treatments; delays worsening of
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symptoms for some patients temporarily and its benefits are comparable to those of
cholinesterase inhibitors.

> New theories

Scientists have identified factors that increase the risk of AD. The most important
are age, family history and heredity. Head trauma is a possible link between serious head
injury and future risk of AD, especially when it involves loss of consciousness. Another risk
are conditions that damage the heart or blood vessels (high blood pressure, heart disease,
stroke, diabetes and high cholesterol). Accumulating evidence suggested that dysregulation of
cholesterol homeostasis might be a major ethiologic factor in initiating and promoting
neurodegeneration in AD [31]. Cross-sectional reports suggest that statin users are less likely
to have AD. Prospective studies have provided inconsistent evidence. It is unclear whether the
association differs for lipohilic (which easily pass the blood—brain barrier) and hydrophilic
statins. The use of statins, but not of non-statin cholesterol-lowering drugs, was associated
with a lower risk of AD compared with never use of cholesterol-lowering drugs (the
protective effect was independent of the lipophilicity of statins) [14]. Randomized, double-
blind, placebo-controlled trial of simvastatin was conducted in individuals with mild to
moderate AD and normal lipid levels. It had no benefit on the progression of symptoms
despite significant lowering of cholesterol [24].

Swedish PhD student, Sara Bengtsson, theorises that the brain steroids that proliferate at
times of stress(allopregnanolon) inhibit general brain activity and accelerate Alzheimer
disease.This thesis shows that its chronically elevated levels accelerated the disease
development and that high levels of beta-amyloids corresponded to dysfunction in brain
synapses.

There is a theory of novel anti-inflammatory treatments for AD. Non-steroidal anti-
inflammatory drugs (NSAIDs) affect inflammation by inhibiting cyclooxygenase (COX)-
mediated signaling pathways including prostaglandins, which are the principal mediators of
CNS. Over 30 epidemiological studies have been reported on NSAIDs in AD, most showing
NSAID administration was associated with reduced incidence of AD. But NSAID toxicity has
complicated efforts for long term prevention trials (including unexpected cardiovascular side
effects).Main among these COX-dependent pathways are the prostaglandins and PGE2.
Future studies are needed to determine which molecular components of the prostaglandin
pathway can be targeted for as preventive or therapeutic interventions for AD while
minimizing adverse side effects [28].

The results from several studies provide strong evidence in support of the hypothesis
that AD represents a form of diabetes mellitus that selectively afflicts the brain. There is data
about an experimental animal model with brain diabetes, cognitive impairment and molecular
and pathological features that mimic AD (produced by intracerebral administration of a drug
that is commonly used to produce TIDM (type 1 diabetes mellitus) or T2DM (type 2 diabetes
mellitus) [10, 12] and a study showing that PPAR (peroxisome proliferator-activated receptor)
agonists, which are used to treat T2DM, prevent many of the AD associated
neurodegenerative effects of ic-STZ (intracerebral injection of streptozotocin) [29]. The data
provide strong evidence that AD is intrinsically a neuroendocrine disease caused by selective
impairments in insulin and IGF (insulin-like growth factor) signaling mechanisms, including
deficiencies in local insulin and IGF production. Some of the most relevant data supporting
this concept have emerged from clinical studies demonstrating cognitive improvement and/or
stabilization of cognitive impairment in subjects with early AD following treatment with
intranasal insulin or a PPAR(peroxisome proliferator-activated receptors) agonist [3, 16, 23].
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> New aproaches understanding dementia

Beta-amyloid is the main component of plaques, one criterion of Alzheimer's brain
abnormality. It is now clear how this protein fragment is clipped from its parent compound
amyloid precursor protein (APP) by two enzymes — beta- and gamma-secretase. Inhibitors or
modulators that target beta- and gamma-secretases as well as alpha-secretase activators are
promising candidates for treatment of Alzheimer's disease [7].

Researchers are developing medications aimed at in amyloid processing. This includes
blocking activity of aforementioned enzymes, preventing the beta-amyloid fragments
adhesion into plaquesand using antibodies against beta-amyloid. Solanezumab (proposed
INN) is a monoclonal antibody being investigated by Eli Lilly as a neuroprotector for patients
with Alzheimer's disease. It binds to the amyloid-f peptides.2012 results of the EXPEDITION
1&2 phase III clinical trials showed only mildly encouraging but were said to be the "first
evidence that targeting the amyloid cascade can slow the progression of disease.”(SOURCE
Eli Lilly and Company, INDIANAPOLIS, Oct. 8, 2012).

Tau protein is the main component of tangles related to Alzheimer's brain abnormality,
which destroys cell transport systems. Clinical trials in symptomatic AD patients aimed at
removal of AP load or lowering the AP production in the brain didn't show any significant
clinical efficacy (despite of reducing the AP load). So the tau protein is receiving more
attention as a therapeutic target for these disorders. Recent studies have indicated the critical
importance of tau in the pathomechanisms of neurodegeneration in AD and related
tauopathies [32]. NAP (davunetide), a peptide derived from ADNP (activity-dependent
neuroprotective protein), partly improved deficits relevant with ADNP deficiency. It provided
potent neuroprotection in different neurodegenerative models, protecting the neuroglial
cytoskeleton in vitro and inhibiting tau pathology (tauopathy) in vivo. Davunetide (NAP) is in
a Phase II/I1I study of the tauopathy therapy [9].

Researchers identified the protein called metabotropic glutamate receptor 5 (mGIuRS5).
It as another component in the protein chain that builds up in the brain and threafter cause
reduced communication between brain cells and a cognitive deficit. A new drugs may be able
to specifically target mGluRS to break the chain of events leading to AD [26].

Growing evidence suggests that oxidative damage caused by the B-amyloid peptide in
the pathogenesis of Alzheimer’s disease may be hydrogen peroxide mediated. Many
polyphenols, the most abundant dietary antioxidants, possess stronger neuroprotection against
hydrogen peroxide than antioxidant vitamins. A test was made whether consumption of fruit
and vegetable juices, containing a high concentration of polyphenols, decreases the risk of
incident probable Alzheimer’s disease. The conclusions are that they may play an important
role in delaying the onset of Alzheimer’s disease, especially among those who are at high risk
for the disease. These results may lead to a new strategy in the prevention of Alzheimer’s
disease [6].

The generation of oxygen free radicals is involved in the pathogenesis of AD. A group
of scientists investigated the relationship between AD and the intake of carotenes, vitamin C,
and vitamin E in 980 elderly subjects who were free of dementia at baseline and were
followed for a mean time of 4 years. Neither dietary, supplemental, nor total intake of
carotenes and vitamins C and E was associated with a decreased risk of AD in this study [15].

» Approaches for early diagnosis

An alternative approach is brain scans. Scientists are using imaging technologies to
directly measure the amount of amyloid plaques in the brain in living patients. This is known
as amyloid-PET (positron emission tomography) and involves the injection into the
bloodstream of a chemical that is radioactive for a very short time and seeks out and binds to
amyloid deposits. However, the limitation is that PET scanners are few and far between and
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the radioactive isotopes currently used are so short-lived that the chemists need to make them
no more than half an hour or so before they are used [2].

Researchers hope various brain imaging techniques studies will soon provide methods
to diagnose AD in its earliest stages — even before symptoms appear. Biomarkersmay also
offer better ways to monitor response to treatment. A test has been produced to measure
amyloid and tau in spinal fluid. Collection of spinal fluid has disadvantages due to patient
discomfort and some minor side-effects [21].

Some scientists suggest that there are proteins which act as very early markers of AD
pathology. They look for protein differences in the blood of people with Alzheimer's and
elderly controls and concluded that the changes in the blood proteins called complement
factor H (CFH) and alpha-2-macroglobulin (A2M) matched changes in the function of the
brain in people not only with AD but also those with pre-Alzheimer states such as mild
cognitive impairment [19, 27].

> Perspectives

Immunotherapy targeting the amyloid B (AB) peptide is a potential strategy to slow the
progression of AD. Scientists tried to measure the safety and tolerability of CAD106, a novel
active AP immunotherapy (vaccine), designed to induce N-terminal AB-specific antibodies
without an AB-specific T-cell response [30].

AP immunotherapy is an experimental treatment for AD; yet, unexpected negative
vascular side effects seen in early human clinical trials demonstrate that cognition of A and
AD pathogenesis is incomplete. Immunization with AP peptides neutralizes the amyloid
trigger leading to neoangiogenesis and reverses hypervascularity in mice. This process
resolves plaques suggesting that neoangiogenesis is a key mechanism in plaque formation. A
meta-analysis demonstrated that hypervascular reversion in vaccinated Alzheimer's patients
[4].

The metalloproteases meprin o and meprin B were discovered more than 30 years ago.
Both enzymes were initially found to be highly expressed in kidney and intestine, but recently
it has become clear that meprins are involved in angiogenesis, cancer, inflammation, fibrosis
and neurodegenerative diseases. Different animal models and proteomics approaches for the
identification of protease substrates revealed meprin activity in activation and release of pro-
inflammatory cytokines. Meprin 3 might therefore be a promising therapeutic target in AD
[11].

Scientists  suggest that AMPA  receptors (a-amino-3-hydroxy-5-methyl-4-
isoxazolepropionic acid receptor or quisqualate receptor for glutamate) may be potential
pharmaceutical targets for the treatment of neurodegenerative diseases. Ampakines were
developed as an attempt to improve the response of synapses. The drugs are designed to
attach structures called AMPA receptors. Since cells communicate via the neurotransmitter
glutamate, the drugs boost the signals. Research showed AMPAKINE®s can increase the
production of the important neurotrophic factors BDNF (brain derived neurotrophic factor)
and NGF (neuronal growth factor) in critical areas of the brain involved in memory [15].
Ampalex (Ampakine CX516) is an ampakine and nootropic agent that acts as an AMPA
receptor positive allosteric modulator in patients with AD, schizophrenia and mild cognitive
impairment.

3-(2,4-Dimethoxybenzylidene)-anabaseine is an analog of the paralytic alkaloid,
anabaseine, from the ribbon worms Amphiporus sp. (Amphiporus lactifloreus, Johnston,
1828), that shows agonist activity on a7 nicotinic acetylcholine receptors. Anabaseine has
shown its potentiality in Alzheimer symptomatological therapeutics by improving deficient
sensory inhibition [18].

There are studies about effects of B-asarone, the major ingredient of Acorus Tatarinowii
Schott, on cognitive function and neuronal apoptosis and its mechanism of action. Beta-
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asarone attenuate Abeta (1-42)-induced neuronal apoptosis in hippocampus by reversal down-
regulation of Bcl-2, Bel-w (proteins that regulate apoptosis), caspase-3 activation, and JNK
(c-Jun N-terminal kinases) phosphorylation. The results showed that it may be a potential
candidate for development as a therapeutic agent to manage cognitive impairment associated
with AD [17]. Acorus calamus L. shows neuroprotective effect against stroke and chemically
induced neurodegeneration in rats. Specifically, it has protective effect against acrylamide
induced neurotoxicity [23].

The available treatments of AD are only symptomatic, cholinesterase inhibitors being
the most widely used drugs. Several natural compounds with anticholinesterase activity can
be used as leader compounds for the synthesis of new drugs. Quinones and stilbenes are less
well studied regarding cholinesterase inhibition, although some of them (sargaquinoic acid or
(+)-a-viniferin) show promising activity. Among flavonoids, flavones and isoflavones are the
most potent compounds. Xanthones and monoterpenes are generally weak cholinesterase
inhibitors. The first known acetyl choline estherase (AChE) inhibitor was physostigmine, an
alkaloid isolated for the first time in 1864 from Physostigmina venenosum Balf., which was
used in therapy before the discovery of acetyl choline (ACh) as neurotransmitter
(Rivastigmine 1is its synthetic lipophilic analogue). Berberine is an isoquinoline alkaloid
isolated from the the dried rhizome of Coptis spp., Ranunculaceae, and has promising AChE
inhibitory properties - inhibits -secretase activity in a rabbit model of AD, reducing AP
accumulation [13]. Clinical trial in which Salvia officinalis L. has been given to mild and
moderate AD patients for 16 weeks, showed improved cognitive performance (1). Fruits,
spices, nuts and herbs possess bioactive compounds necessary for the prevention and cure of
various diseases without undesirable side effects. Resveratrol in grapes, curcumin in turmeric,
gingerols in ginger, epicatechin -3-gallate in tea all possess anti-amyloidogenic activity in AD
models. The neuroprotective effects of the withanoides, ginkolide, iridoid glycoside, and
huperzineneeds to be studied. Most of these natural products act against Ab formation and/or
tau hyper phosphorylation [8].

» Nonpharmacological treatment
The NeuroAD™ system, developed by Neuronix, is a new non-invasive treatment for
patients with mild and moderate Alzheimer’s disease. It is the first system to combine focused
transcranial magnetic stimulation of the brain with cognitive training to simultaneously target
specific brain regions affected by Alzheimer’s disease. The NeuroAD™ stimulation, where
magnetic impulses are transmitted to the brain (via a specially designed headset placed on the
patient’s head), is thought to induce ‘long term potentiation’ [22].

Despite the deserved enthusiasm and optimism for identifying means of halting the
pathogenesis of AD, a clear need for more effective therapeutic strategies will continue for the
purposes of successful pathogenic treatments.

Researchers have made progress in understanding healthy brain function and dementia
correlated diseases. Today, there is a worldwide effort (initiated by WHO) under way to find
better strategies of treating the AD, delay its onset, and prevent it from developing. An
effective treatment that reverses, or delays, disease progression would obviously have a huge
potential impact in this important group of patients. There may also be benefits in terms of
reduced social care needs.
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FO7. JA U31I'OPHUII B COBCTBEHMS CH OI'BH - BURN OUT
SYNDROME

Cumona Cnacosa, Kpuctuna ['enxoBa u Maptus I'puropos

Meouyuncku gpaxynmem, Coghuticku ynusepcumem ,, Ce. Knumenm Oxpuocku”

FP1. BOJIECT HA AJINXAUMEP

Hgaiino /lanannos JlaHkoB

Meouyuncxku ¢paxyaimem, Cogputicku ynusepcumem ,, Ce. Knumenm Oxpudocku”

FP2. SPINA BIFIDA

Hanesxna Mopaanosa, JTrogmuna Croesa

buonocuuecku ¢paxynmem, Coghuiicku ynueepcumem ,, Ce. Knumenm Oxpuocku”
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