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THE PROGRAM OF THE WORKSHOP

Tuesday, 12 May 2015

8.30-9.00 REGISTRATION
9.00-9.15 OPENING CEREMONY

Session A: Molecular Immunology and (Epi)Genetics

Chairpersons:
Assoc. Prof. George Miloshev, PhD
Institute of Molecular Biology, Bulgarian Academy of Sciences

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

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

9.15-9.45
AO1. SELECTIVE ELIMINATION OF ALLERGEN -SPECIFIC B LYMPHICYTES
WITH CHIMERIC PROTEIN-ENGINEERED MOLECULE IN HUMANIZED SCID
MODEL
N. Kerekov!, A. Michova?, G. Nikolov?, M. Muhtarova?, B. Petrunov?, M. Nikolova?
and A. Tchorbanov'!

I Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria;

? National Reference Laboratory of Immunology, National Center of Infectious and Parasitic
Diseases, Sofia, Bulgaria

9.45-10.00

AQ2. SELECTIVE ALTERATION OF SELFREACTIVE B AND T CELLS BY

CHIMERIC MOLECULES IN A HUMANIZED MOUSE MODEL OF TYPE 1
DIABETES

Iliyan Manoylov', Nelly Delcheva', Iliana Atanassova?, Andrey Tchorbanov!
!Department of Immunology, The Stephan Angeloff Institute of Microbiology, Bulgarian
Academy of Sciences, Sofia, Bulgaria;
’Department of Endocrinology, SBALENG “Acad. I. Penchev”, Sofia, Bulgaria




10.00 - 10.15
AO3. ANNEXIN A1 AS A TARGET FOR MANAGING PRISTANE-INDUCED
SYSTEMIC LUPUS ERYTHEMATOSUS
S. Bradyanova', N. Mihaylova!, P. Chipinski', S. Chausheva', M. Herbath?, F. D’ Acquisto’, J.
Prechl? and A. Tchorbanov!
I Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria,
’Immunology Research Group, Hungarian Academy of Sciences, Budapest, Hungary,
3Centre for Biochemical Pharmacology, William Harvey Research Institute, London, UK

10.15-10.30
AO4. TUMOUR NECROSIS FACTOR-RELATED APOPTOSIS INDUCING LIGAND
(TRAIL) AS AN ARTHRITIC MARKER IN A MODEL OF OSTEOARTHRITIS
P. Ganova, V. Gyurkovska, N. Ivanovska
Institute of Microbiology, Bulgarian Academy of Sciences Sofia, Bulgaria

10.30 — 10.45
AOS5. TARGETING OF VIRUS EPITOPES TO ANTIGEN PRESENTING CELLS VIA
CHIMERIC MOLECULES IN HUMANIZED SCID MICE
D. Hlebarska', I. Ivanova', N. Mihaylova!, I. Manoylov!, D. Makatsori?, A. Mamalaki?, J.
Prechl® and A. Tchorbanov!
I Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
2 Hellenc Pasteur Institute, Athens, Greece;
3 Immunology Research Group, Hungaria Academy of Sciences, Budapest, Hungary

10.45 — 11.05 Coffee Break

11.05-11.20

AO6. DEVELOPMENT AND APPLICATION OF A SPECIFIC FLUOROGENIC

SUBSTRATE FOR THE CYTOCHEMICAL STUDY OF FIBROBLAST ACTIVATION
PROTEIN ALFA
Mashenka Dimitrova', Ivan Iliev', Velichka Pavlova', Vanio Mitev?, Stella Dimitrova®,
Doroteya Aleksandrova?, Ivaylo Ivanov?
!Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria;
? Department of Medical Chemistry and Biochemistry, Medical University of Sofia, Bulgaria;
3Faculty of Biology, Sofia University “St. KI. Ohridski”, Sofia, Bulgaria

11.20-11.50
AO7. SACCHAROMYCES CEREVISIAE — A BRILLIANT MODEL FOR STUDYING
AGEING
Matthew Serkedjiev, Dessislava Staneva, Milena Georgieva and George Miloshev
Institute of Molecular Biology “R. Tsanev”, Bulgarian Academy of Sciences, Sofia, Bulgaria




11.50 - 12.05
AOS. CHROMATIN - THE MAIN PLAYER IN THE AGEING PROCESS
Dzhuliya Milcheva, Milena Georgieva, Dessislava Staneva and George Miloshev
Institute of Molecular Biology “Roumen Tsanev”,Bulgarian Academy of Sciences,
Sofia, Bulgaria

12.05-12.20
AQO9. APPLICATION OF 3D QUANTITATIVE DNA METHYLATION IMAGING FOR
STUDYING THE GLOBAL METHYLATION STATUS IN SERTOLI CELLS
Kristiyan Kanev, Elina Avramska, Krassimira Todorova, Soren Hayrabedyan
Institute of Biology and Immunology of Reproduction, Bulgarian Academy of Sciences,
Sofia, Bulgaria

12.20 - 12.35
AO10. EIMTEHETUYHU NIPOMEHU, CBbP3AHU C BUOAKTUBHUTE
XPAHUTEJHU 1OBABKHA
Bans Mnanenosa
Hncmumym no 6uono2us u UMyHOI02UsL HA pasmMHodcxHcaganemo ,, Axao. Kupun bpamarnog”,
bwneapcra akaoemus na naykume, Cogus, bvrneapus

12.35-12.50
Discussion

Session B: The Rainbow World of Medicine

Chairpersons:

Prof. Reneta Toshkova, MD, PhD

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

Assoc. Prof. Valya Grigorova, MD, PhD
Institute of Neurobiology, Bulgarian Academy of Sciences

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

13.30 - 13.45
BO1. BIOCHEMICAL MAKERS OF BONE METABOLISM IN EXPERIMENTAL
ANIMALS
N.T. Tsocheva-Gaytandzhieva, V. Nanev, I. Vladov, M. Gabrashanska, P. Dimitrov, M.
Alexandrov




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

13.45 -14.15
BO2. IN THE WORLD OF METALLOTHIONEINS
Radostina Alexandrova', Tanya Zhivkova!, Lora Dyakova?, Abedulkadir Abudalleh!, Desislav
Dinev', Belma Turan®, Danina Mirela Muntean*
!Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria;
’Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
SFaculty of Medicine, Ankara University, Ankara, Turkey;
*Faculty of Medicine, Victor Babes University of Medicine and Pharmacy, Timisoara, Romania

14.15-14.30
B03. BUOMAPKEPH 3A PAHHO JUATHOCTULIUPAHE HA OCTPO BBbBPEYHO
YBPEXKJIAHE — NGAL
JKymuera Xpucrosa', Bnarocnasa I'eopruesa’, Kamen 1layes?
IKamedpa no meouyuncka 2enemuxa, Meouyuncku gpaxynmem, Meouyuncku yHueepcumen —
Cogus, Pvreapus,
’dapmayesmuven @axynmem, Meouyuncku ynueepcumem - Cogus, Bvreapus,
S Kameopa no knunuuna nabopamopus u kiunuuna umynonoaus, Meouyuncku gaxynmem,
Meouyuncku ynueepcumem - Cogus, Bvaeapus

14.30 — 15.00
BO4. DIRECTIONAL ADAPTATION OF REACTIVE SACCADES IN PATIENTS
WITH PRIMARY OPEN-ANGLE GLAUCOMA
S. Borisova!, V. Grigorova!, P. Vasileva®, V. Miltenova’
!Institute of Neurobiology, Bulgarian Academy of Sciences,Sofia, Bulgaria;
2 Eye hospital ‘‘Prof. Pashev’’, Sofia, Bulgaria

15.00 — 15.20 Coffee Break

15.20 - 15.50
BOS5. AWARENESS OF GPS ABOUT ALTERNATIVE MEDICINE - HOW CAN WE
INITIATE IT
Staykova-Pirovska Y., Despotova-Toleva L.
Department of Ophthalmology and Family Medicine, Faculty of Medicine, Trakia University,
Stara Zagora, Bulgaria

15.50 — 16.05
BO6. WOUND HEALING
Desislav Dinev, Radostina Alexandrova




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

16.05 - 16.35
B07. MODERN TRENDS IN THE COMPLEX SURGICAL TREATMENT OF BURNS
IN CHILDREN
M. Argirova, O. Hadzhiyski
Department of Burns and Plastic Surgery, MHATEM ,,N.I. Pirogov”, Sofia, Bulgaria

16.35- 16.50. Poster Session

BP1. BETWEEN MESENCHYMAL STEM CELLS AND BONE IMPLANTS
Radostina Alexandrova', Tanya Zhivkova!, Lora Dyakova®, Abedulkadir Abudalleh', Boyka
Andonova-Lilova', Desislav Dinev', Lylya Ivanova'*, Milena Fini*, Orlin Alexandrov®,
Olafur Sigurjonsson®
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria,

’Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
3Faculty of Biology, Sofia Iniversity “St. KI. Ohridski”, Sofia, Bulgaria;
?Instituto Ortopedico Rizzoli, Bologna, Italy;
’Health Service, Gorna Malina, Bulgaria;
Department of Science and Engineering, Reykjavic University, Reykjavic, Iceland

BP2. BRIEF OVERVIEW OF SOME GENETIC DISORDERS AFFECTING BONES
Orlin Alexandrov', Boyka Andonova-Lilova?, Radostina Alexandrova?
'Health Service, Gorna Malina, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

BP3. GROWTH FACTORS IN BONE REPAIR
Orlin Alexandrov', Radostina Alexandrova?
'Health Service, Gorna Malina, Bulgaria;
?Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

BP4. WOUND HEALING IN MAXILLOFACIAL REGION
Orlin Alexandrov', Radostina Alexandrova?
!Health Service, Gorna Malina, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

16.50 — 17.05
Discussion



Wednesday, 13 May 2015

Session C: Cancer

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

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

Secretary: Delka Salkova, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences

9.00 -9.30
CO1. WHAT DO WE (NOT) KNOW ABOUIT METASTASIS?
Radostina Alexandrova
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria

9.30 —10.00
CO2. BRAIN METASTASIS IN GRAFFI HAMSTER EXPERIMENTAL TUMOR
MODEL
V. Ormandzhieva, R. Toshkova
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria

10.00-10.15
CO3. CELL CULTURES AS EXPERIMENTAL MODELS FOR LUNG CANCER
Tanya Zhivkova', Lora Dyakova?, Abedulkadir Abudalleh!, Radostina Alexandrova'
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria,
’Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria

10.15-10.30
CO4. CELL CULTURES AS EXPERIMENTAL MODELS FOR
COLORECTAL CANCER
Lora Dyakova!, Tanya Zhivkova?®, Abedulkadir Abudalleh?, Radostina Alexandrova?
!Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria




10.30 — 10.45
COS. CELL CULTURES AS EXPERIMENTAL MODELS FOR PROSTATE CANCER
Abedulkadir Abudalleh', Tanya Zhivkova', Lora Dyakova?, Radostina Alexandrova'
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria

10.45 — 11.05 Cofee Break
11.05-11.20

CO6. ZEBRAFISH AS EXPERIMENTAL MODEL IN CANCER RESEARCH
Radostina Alexandrova
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria

11.20 - 11.35
CO7. IN VITRO ANTIPROLIFERATIVE ACTIVITY OF THE
ALKYLPHOSPHOCHOLINE ERUFOSINE ON GRAFFI MYELOID TUMOR CELLS

A. Georgieva!, R. Toshkova!, S. Apostolova?, V. Uzunova?, M. R. Berger’, R. Tzoneva’
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;

’Bulgarian Academy of Sciences, Institute of Biophysics and Biomedical Engineering,
Sofia, Bulgaria,

SGerman Cancer Research Center, Department of Toxicology and Chemotherapy,
Heidelberg, Germany

11.35-11.50
CO8. FOUR NEWLY SYNTHESIZED METAL COMPLEXES WITH SCHIFF BASES —
INFLUENCE ON VIABILITY AND PROLIFERATION OF VIRUS-TRANSFORMED
CANCER CELLS
Elena Manlieva'?, Tanya Zhivkova?, Lora Dyakova®, Reneta Toshkova?, Abedulkadir
Abudalleh?, Desislav Dinev?, Gabriela Marinescu®, Daniela-Cristina Culita*, Luminita Patron®,
Radostina Alexandrova’
IFaculty of Biology, Sofia University “St. KI. Ohridski” , Sofia, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
3Institute of Neurobiology, Bulgarian Academy of Sciences;
*Institute of Physical Chemistry “Ilie Murgulescu”, Bucharest, Romania

11.50 - 12.05
CO9. POTENTIAL ANTI-CANCER EFFECT OF HEMOCYANINS ON BREAST
CANCER CELLS

10



Veselina Uzunova', Sonia Apostolova', Krasimira Paunova?, Yuliana Rainova®, Maya
Guncheva?, Krasimira Idakieva?, Rumiana Tzoneva'

!Institute of Biophysics and Biomedical Engineering, Bulgarian Academy of Sciences,
Sofia, Bulgaria;,
’Institute of Organic Chemistry with Centre of Phytochemistry, Bulgarian Academy of Sciences,
Sofia, Bulgaria

12.05-12.20
CO10. STATINS AS ANTITUMOR AGENTS
S. Apostolova!, R.Toshkova?®, R.Tzoneva'
!Institute of Biophysics and Biomedical Engineering, Bulgarian Academy of Sciences,
Sofia, Bulgaria;
2 Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria

12.20-12.35
Discussion

CP1. BRIEFLY ABOUT SOME CYTOTOXICITY ASSAYS
Radostina Alexandrova', Tanya Zhivkova', Abedulkadir Abudalleh', Lora Dyakova,
Desislav Dinev', Boyka Andonova-Lilova'
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
CP2. PROTEIN DETERMINATION BY THE METHOD OF BRADFORD: A BRIEF
OVERVIEW
Dimitar Ivanov, Desislav Dinev, Radostina Alexandrova
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria

CP3. MYC GENES AND BREAST CANCER
Radostina Alexandrova', Ivaylo Dankov'?, Iva Gavrilova-Valcheva®, Maria Nacheva*
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Medical Faculty, Sofia University “St. KI. Ohridski”’;
3National Specialized Hospital for Active Treatment in Oncology;
*UMHATEM "N. I. Pirogov"

CP4. SRC GENES AND BREAST CANCER
Radostina Alexandrova', Nikola Simeonov'?, Iva Gavrilova-Valcheva®, Maria Nacheva*
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria,
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’Medical Faculty, Sofia University “St. KI. Ohridski”;
3National Specialized Hospital for Active Treatment in Oncology;
‘UMHATEM "N. I. Pirogov"

CP5. BRIEFLY ABOUT TUMOR SUPPRESSOR GENE P53 AND BREAST
CANCER
Radostina Alexandrova', Orlin Alexandrov?, Maria Nacheva®
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Health Service, Gorna Malina, Bulgaria;
SUMHATEM "N. I. Pirogov"

Session D: Microbiology, Virology and Parasitology

Chairpersons:

Assoc. Prof. Mariana Panayotova-Pencheva, DVM, PhD

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

12.35-12.50
DOL1. Intrauterine transmission of Trichinella and impact of the infection on the
immunological status of the offspring.

Irina Odoevskaya!, Sergey Movsesyan?, Svetlozara Petkova’, Valeria Dilcheva®
ISkriabin All-Russian Institute for fundamental and applied parasitology of animal and plants,
Moscow, Russian Federation;
2Centre of Parasitology, A.V. Severtsov Institute of Ecology and Evolution, Russian Academy of
Sciences, Moscow, Russian Federation;
3Institute of Experimental Morphology Pathology and Anthropology with Museum
Bulgarian Academy of Sciences, Sofia, Bulgaria

13.30 — 13.45
DO2. NIPOYYBAHE HA CEPOPA3IIPOCTPAHEHHUETO HA TOXOPLASMA GONDII
CPEJ AUMBU KUBOTHU U KYYETA B BbJITAPUS

Amnetka Tpudonosa', Eneonopa Knuena?
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I Hayuonanna nayunousciedosamencka cmanyus no 106H0 CMONAHCME0, 610102us U Gonecmu
Ha ouseua, Cogus, bvrecapus,
’Hayuonanen yenmup no sapasuu u napasumnu 6onecmu, Cogus, Bvneapus

13.45 - 14.00
DO3. CELL GROWTH INHIBITING EFFECT OF THERMOLABLE
BIOLOGICALLY ACTIVE SUBSTANCE ISOLATED FROM FASCIOLA HEPATICA-
INFECTED RAT SPLEENS
Tsocheva-Gaytandzhieva N.T., R. Toshkova, D. Salkova, M. Gabrashanska
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

14.00 — 14.30
DO4. ANTIPARASITE REMEDIES APPLIED TO RUMINANTING ANIMALS FROM
THE CERVIDAE FAMILY
M. Panayotova-Pencheva', D. Salkova', A. Trifonova®
!Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;
’National Research Station of Game Management, Biology and Pathology, Sofia, Bulgaria

14.30 — 14.45

DOS. PRELIMINARY STUDIES ON THE SPREAD OF VARROA DESTRUCTOR AND
NOSEMA SPP. IN CERTAIN AREAS OF BULGARIA

D. Salkova', K. Gurgulova?, S. Takova?, M Panayotova-Pencheva'
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria;

’National Diagnostic & Research Veterinary Medical Institute ,, Prof. G. Pavlov*,
Sofia, Bulgaria.

14.45 — 15.05 Coffee Break

15.05 - 15.20
D0O6. SOME BIOCHEMICAL PROPERTIES OF NEURAMINIDASE FROM
AEROMONAS STRAIN A40/02
S. Engibarov', R. Eneva', V. Kolyovska?, I. Abrashev'
!Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria
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15.20 - 15.50

DO7. PRELIMINARY SCREENING FOR HEPATITIS B VIRUS IN TREATED

PATIENTS WITH RHEUMATOID ARTHRITIS AND ANKYLOSING SPONDYLITIS
AND REVIEW ON THE LITERATURE
E. Golkocheva-Markova', M. Ivanova?, S. Ivanova®, I. Gekova®, N. Stoilov?, R. Stoilov?, P.
Teoharov!
INRL Viral Hepatitis, Virology Department, National Center of Infectious and Parasitic
Diseases, Sofia, Bulgaria,
2Clinic of Rheumatology, University Hospital for Active Treatment “St. Ivan Rilski,
Sofia, Bulgaria;
SNRL of Measles, Mumps and Rubella, Virology Department, National Center of Infectious and
Parasitic Diseases, Sofia, Bulgaria

15.50 - 16.20
DOS8. NOROVIRUSES — THEIR LEADING ROLE IN NON-BACTERIAL
GASTROENTERITIDES AND THE EXPERIENCE IN MONITORING THE
INFECTION IN BULGARIA
Asya Stoyanova
Department of Virology, National Reference Laboratory of Enteroviruses, National Center of
Infectious and Parasitic Diseases, Sofia, Bulgaria

16.20 — 16.35
D0O9. ONCOGENIC ACTIVITIES OF HPV PROTEINS
Zina Ivanova and Evelina Shikova
National Center of Infectious and Parasitic Diseases, Sofia, Bulgaria

16.35 - 16.50
DO10. NOVEL HUMAN RESPIRATORY POLYOMAVIRUSES KIPYV AND WUPYV
Djanan Emin'? and Evelina Shikova-Lekova?
'Faculty of Biology, Sofia University “St. Uliment Ohridski” , Sofia, Bulgaria;
’National Centre of Infectious and Parasitic Diseases, Sofia, Bulgaria

16.50 — 17.05
DO11. SOME FEATURES IN EXPERIMENTAL INFLUENZA VIRAL
INFECTION IN MICE AND ADEQUATE MARKERS USED FOR THEIR ASSAYING
A. Dimitrova!, M. Mileva', D. Krastev?, I. Drendarska®, A.S. Galabov!
'The Stephan Angeloff Institute of Microbiology, Bulgarian Academy of Sciences;
’Medical University of Sofia, Medical Colleague “Jordanka Filaretova”;
SMilitary Medical Academy, Sofia
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17.05 — 17.30 — Poster session
17.30 — 17.45 Discussion

DP1.ANTIBIOTIC RESISTANCE IN STAPHYLOCOCCUS AUREUS
Ivaylo Dankov
Medical Faculty, Sofia University St “Kl. Ohridski”, Sofia, Bulgaria

DP2. YHOBEHIKH IMAITUJIOMA BUPYCU-TUITIOBE, IUAT'HOCTHUKA,
MNPOPUJIAKTUKA U JIEYEHUE
I'eopru Touues
buonoeuuecku gpaxynmem ,,Ce. Kn. Oxpuocku”, Cogus, bvreapus

DP3. YOBELIKH ITOJIMOMHU BUPYCHU-JIABOPATOPHA TUATHOCTHKA,
MNPEBEHIUSA U JIEYEHUE
I'eopru Tomes
buonocuuecxku ¢paxynmem ,, Ce. Kn. Oxpuocku”, Coghus, Bvaeapus

Thursday, 14 May 2015

Session E: Pharmacology and Toxicology

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

Assoc. Prof. Russy Russev, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian

Academy of Sciences

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

9.00 —9.30
EO1. DISTRIBUTION OF ACUTE POISONING WITH PSYCHOACTIVE
SUBSTANCES — ANALYSIS FOR THE PERIOD 2012 - 2014




J. Radenkova - Saeva
Clinic of Toxicology, Emergency University Hospital "N.I. Pirogov",
Sofia, Bulgaria

9.30 - 10.00
EO2. EXPERIMENTAL MODELS FOR INVESTIGATION OF CADMIUM
CHELATION
Svetlana lovinska'!, Kamelia Lazarova', Yordanka Gluhcheva?, Juliana Ivanova'
IFaculty of Medicine, Sofia University, Sofia, Bulgaria;
’Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

10.00 — 10.15
EO3. GUINEA PIGS AS AN EXPERIMENTAL MODEL. TOXICITY OF
PTAQUILOSIDE ISOLATED FROM BRACKEN FERN (PTERIDIUM AQUILINUM
(L.) KUHN) IN GUINEA PIGS

Iliya Peevl, Toni Todorov! , Katerina Todorovaz, Simona Lazarovaz, Petar Dimitrov2 and

Russy Russev2
I University of Forestry, Faculty of Veterinary Medicine, Bulgaria, Sofia. Bulgaria;

2Institute of Experimental Morphology, Pathology, Anthropology with Museum,
Bulgarian Academy of Science, Sofia, Bulgaria

10.15-10.30
EO4. ESTABLISHMENT OF THE REAL TIME DYNAMIC MODEL FOR ANALYSIS
OF INTEGRITY AND PERMEABILITY OF THE BLOOD BRAIN BARRIER (BBB) IN
VIVO- IN RATS
Lubomir Traikov'; Kristin Genkova 2, Nevena Raikova 2, Kalliopi Negrou', Julia Petrova,
Chiodji Ohkubo®
!Department of Medical Physics and Biophysics, Faculty of Medicine, Medical University-
Sofia, Sofia, Bulgaria;
’Department of Neurology, Faculty of Medicine; Medical University-Sofia, Sofia, Bulgaria;
3 EMF Information Center 2-9-11 Shiba, Minato-ku, Tokyo, Japan

10.30 — 10.50 Coffee Break

10.50 - 11.20
EOS. MODELING OF NUTRITION IN PATIENTS WITH RELAPSING
REMITTING MULTIPLE SCLEROSIS WITH AIM TO REDUCE THE
EXACERBATIONS
V. Kolyovska', S. Todorov!, D. Kadiysky!, D. Maslarov?
YUnstitute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria,
’Medical University of Sofia, Neurology Clinic, First MHAT-Sofia, Bulgaria
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11.20 - 11.35
EO6. LIPID PEROXIDATION IN LIPOSOMES
A. Georgieva', E. Tzvetanova', G. Nenkova!, A. Alexandrova', M. Mileva?
!Institute of Neurology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
’The Stephan Angeloff Institute of Microbiology, Bulgarian Academy of Sciences,
Sofia, Bulgaria

11.35-12.05
EO7. METALODENDRIMERS WITH BIOMEDICAL APPLICATIONS
B. Lazarov', S. Yordanova', E. Vasileva-Tonkova?, I. Grabchev®
IFaculty of Chemistry and Pharmacy, Sofia University “St. Kliment Ohridski”,
Sofia, Bulgaria,
’Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria;
3 Faculty of Medicine, Sofia University “St. Kliment Ohridski”,
Sofia, Bulgaria

12.05 —12.35 Poster Sessions

12.35—- 12.50 General Discussion and Final Remarks

Session A: Molecular Immunology and (Epi)Genetics

Chairpersons:
Assoc. Prof. George Miloshev, PhD
Institute of Molecular Biology, Bulgarian Academy of Sciences

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

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

AO1. SELECTIVE ELIMINATION OF ALLERGEN -SPECIFIC B
LYMPHICYTES WITH CHIMERIC PROTEIN-ENGINEERED
MOLECULE IN HUMANIZED SCID MODEL

N. Kerekov!, A. Michova?, G. Nikolov?, M. Muhtarova?, B. Petrunov?, M. Nikolova?
and A. Tchorbanov'!
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/Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria;
2 National Reference Laboratory of Immunology, National Center of Infectious and Parasitic
Diseases, Sofia, Bulgaria
E-mail: tchorban@microbio.bas.bg

Introduction: Der pl is allergenic molecule of Dermatophagoides pteronyssinus (Dpt) which
causes house dust allergy. The pathological B cells produce allergen-specific IgE antibodies
that mediate most of the allergic reactions. It may be possible to influence Der pl-specific B
cells by administrating to them a chimeric molecule, containing an antibody against the
inhibitory B-cell receptor CR1 coupled to a B/T cell epitopes from the Der pl allergen. Co-
crosslinking of the BCR and CR1 by this molecule is expected to deliver suppressive signal
selectively silencing these B cells only.

Material and Methods: A synthetic peptide, Der pl p52-71, and anti-CD35 monoclonal
antibody were used for the construction of Der pl chimera. We analysed the effects of the
chimeric molecule in vitro and in vivo using PBMC from allergy patients transferred to the
SCID mice. We measured Der pl-specific IgE antibody production by ELISA and determined
the B-cell proliferation by ELISpot. We studied the effect of the chimeric molecules on
apoptosis by flow cytometry.

Results: We observed significant inhibition of allergen-specific cell proliferation and reduction
of specific IgE antibodies in the sera of humanized SCID mice. Expression of
phosphatidylserine was changed in CD19+ and CD3+ cells from patients.

Conclusions: The constructed chimeric molecule binds Der p1 specific B-lymphocytes via their
BCR and suppresses selectively their proliferation and the production of anti-Der pl IgE
antibodies by co-crosslinking of the inhibitory CR1 in vitro and in vivo. This way we could
alter the allergic immune response towards a milder outcome.

AQO2. SELECTIVE ALTERATION OF SELFREACTIVE B AND T CELLS
BY CHIMERIC MOLECULES IN A HUMANIZED MOUSE MODEL OF
TYPE 1 DIABETES

Iliyan Manoylov!, Nelly Delcheva!, Iliana Atanassova®, Andrey Tchorbanov!

"Department of Immunology, The Stephan Angeloff Institute of Microbiology, Bulgarian
Academy of Sciences, Acad. G. Bontchev Str., Block 26, 1113 Sofia, Bulgaria;
’Department of Endocrinology, SBALENG “Acad. 1. Penchev”, Zdrave Str. 2,

1431 Sofia, Bulgaria
E-mail: iliyanmanoylov@gmail.com

18



Autoimmune Diabetes Mellitus (ADM) is an organ-specific disease characterized by the
autoreactivity of B and T cells. This leads to the generation of autoantibodies against a large
array of self-antigens, related to the control of blood sugar, and as a result hyperglycemia and
destruction of pancreatic beta cells are observed. GAD65, a membrane bound enzyme that
transforms the Glutamic acid to Gamma Aminobutyric acid, is the main autoantigen in ADM.
Autoreactive B cells secrete antibodies that recognize GADG65, but they are also important auto-
antigen-presenting cells, needed for the activation of T cells. The elimination of self-reactive B
and/or T cells is a reasonable approach for effective therapy of Diabetes Mellitus.

Complement receptor type 1 (CR1) on human B- and T-lymphocytes has a well known
suppressive activity. The co-crosslinking of this receptor with the BCR on auto-antigen specific
B cells can inhibit their activation and thus is an attractive new target for negative signal
delivery.

We suppose that it may be possible to selectively eliminate GAD65 — specific B cells from
ADM patients by using chimeric molecules, that contain an antibody against the B-cell’s CR1,
coupled to peptides identical to GAD65 B/T epitopes. These engineered molecules are expected
to be bound selectively by the immunoglobulin receptors of the anti-GADG65 specific B-cells
and to induce a strong suppressive signal.

We observed significant inhibition in the proliferation of specific GAD65 autoantibody-
producing cells after treating them with the chimeric molecules. The co-culturing of these cells
with the same chimeras increased the percentage of apoptotic B-lymphocytes.

AQO3. ANNEXIN A1 AS A TARGET FOR MANAGING PRISTANE-
INDUCED SYSTEMIC LUPUS ERYTHEMATOSUS

S. Bradyanova!, N. Mihaylova!, P. Chipinski', S. Chausheva!, M. Herb4th?, F. D’ Acquisto’, J.
Prechl’® and A. Tchorbanov!

! Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria;

’Immunology Research Group, Hungarian Academy of Sciences, Budapest, Hungary:;
3Centre for Biochemical Pharmacology, William Harvey Research Institute, Charterhouse
Square, London
E-mail: silvy.bradyanova@gmail.com

Systemic Lupus Erythematosus (SLE) is a heterogeneous autoimmune syndrome. It is
characterized by chronic inflamation, B and T-cell hyperactivity, production of autoantibodies
against self-nucleat antigens and generation of immune complexes. Annexin Al (Anx-Al) is
Ca-dependent glucocorticoid-induced protein involved in FPR2 pathway, resolution of
inflammation and inhibition of phosholipase A2 (PLA2) activity. Our hypothesis is that it is
possible to suppress SLE symptoms by therapy with monoclonal antibody against Anx-Al.
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The immunomodulatory activity of the therapeutic antibodies was tested in vivo and in
vitro at Pristane-induced Balb/C model of lupus. Splenocytes were incubated with plate-
bounded anti-CD3 and anti-CD28 antibodies and then incubated in ranging concentrations of
anti-Anx-A1 antibody solution. We tested the effect of the antibody on expression of Annexin
Al and on CD25 and CD69 T cell activation markers. Proteinuria levels, survival and skin
lesion formation were examine in vivo.

We have found that the AnxA1 is expressed by both the B and T cells of Balb/C mice
with pristine-induced SLE and a dose-dependent decrease in the expression of the activation
markers CD25 and CD69. Anti-AnxA1 antibody retains the levels of anti-dsDNA antibodies,
prevents the appearance of skin lesions and decreases the levels of IgG and IgM against Clq in
antibody treated animals compared to the PBS control group.

In conclusion we can say that the generated anti-AnxAl antibody has a positive
therapeutic effects at pristane-treated Balb/C mouse model.

Refferences:

1. F. D’ Acquisto, et al. Annexin-1 modulates T-cell activation and differentiation. Blood, 2007,
109(3), 1095-1102.

2. M. Perretti and F. D’ Acquisto, Annexin Al and glucocorticoids as effectors of the resolution
of inflammation. Nature Reviews Immunology. 2009, 9, 62-70.

AO4. TUMOUR NECROSIS FACTOR-RELATED APOPTOSIS INDUCING LIGAND
(TRAIL) AS AN ARTHRITIC MARKER IN A MODEL OF OSTEOARTHRITIS

P. Ganova, V. Gyurkovska, N. Ivanovska

Department of Immunology, Institute of Microbiology, Bulgarian Academy of Sciences,
Sofia, Bulgaria

Introduction

Osteoarthritis (OA) is one of the most common degenerative age-dependent joint diseases.
Experimental models of arthritis are a necessary tool for studying the pathogenesis of these
diseases as well as for the testing of new substances for their anti-arthritic activity [8]. Rodent
models are very convenient for such studies because of the availability of genetically
homogeneous inbred animal strains [1]. Intensive efforts have been made to define the
relationships between inflammation and bone and cartilage destruction as well as between
different markers and arthritis severity. TNF-related apoptosis-inducing ligand (TRAIL) is a
type II transmembrane protein that belongs to the TNF super-family. Five receptors bind
TRAIL defined as death (DR4 and DRS), decoy (DcR1 and DcR2), and osteoprotegerin (OPG).
In mice only mTRAIL-R2 (mDRS5) possesses apoptosis-inducing properties [5]. The potential
role of TRAIL in joint inflammation has been proved by the experiments in collagen-induced
arthritis induced in TRAIL deficient mice. They are sensitive to the development of joint
inflammation, while the administration of soluble DR5 exacerbates arthritis [6]. However, none
of the studies comprehensively investigated the role of TRAIL and all its receptors in the
development of various types of arthritis. The intraarticular injection of collagenase in mice is
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widely used animal model for analyzing molecular mechanisms of OA pathology that is
comparable to humans [2]. The disease is characterized with articular degeneration after
digesting collagen in cartilage, which caused articular instability, thereby reproducing the main

events inherent for osteoarthritis onset and development. The aim of the present study was
to elucidate the role of TRAIL in a model of osteoarthritis and to evaluate whether it might
represent a reliable marker to characterize the development and prognosis of the disease.

Materials and methods

Collagenase-induced osteoarthritis (CIOA)

The experiments were conducted using 6-8 weeks old Balb/c and SCID mice. The arthritis was
induced by intraarticular (i.a.) injection of 1U/10ul collagenase from Clostridium histolycum
(Sigma-Aldrich, Germany) at days 0 and 2.

Determination of IL-6

Splenocytes and bone marrow cells from 6-week old mice were extracted and the quantity of
IL-6 was measured by Mouse IL-6 ELISA MAX™ Standard kit (Biolegend, San Diego, UK)
according to manufacturer’s instructions.

Isolation of splenocytes and bone marrow cells

Splenocyte suspensions were prepared trough homogenizing the spleens and after lysis of
erythrocytes cells were cultivated at a concentration of 2x10%ml in o-minimal essential media
(MEM) supplemented with 10% FCS, streptomycin 100 U/ml and penicillin G 100 pg/ml
(Sigma-Aldrich). The splenocytes were stimulated with 10 pg/ml LPS or with a combination of
10 pg/ml phytohemaglutinin (PHA, Sigma-Aldrich) plus 10 ng/ml IL-2 (EuroClone). Bone
marrow cells were isolated from femur and tibia and cells were resuspended at a concentration
of 1x10%ml in MEM supplemented with 10% FCS, streptomycin 100 U/ml and penicillin G
100 pg/ml. For osteoclast differentiation cells were stimulated with 30 ng/ml M-CSF plus 50
ng/ml RANKL (Biolegend, UK) in the presence or absence of 100 ng/ml TRAIL for another 3
days.

Flowcytometry

Synovial fluid cells were harvested and diluted to a concentration of 1x10%ml and incubated
with PE-conjugated anti-TRAIL mAb (CD253 clone: N2B2), and FITC-conjugated: anti-CD3e
mADb (clone: 145-2C11), or anti-CD22 mAb (clone: OX-97), or anti-CD68 mAb (FA-11) (all
from Biolegend). After 20 min cells were rinsed twice and resuspended in PBS.

Splenocytes (1x10° cells/ml) were incubated with Annexin V (FITC labelled; 5 pl, Biolegend)
for 15 minutes and subjected immediately to flow cytometry.

Statistical analysis
Data represent mean + SD. Statistical significance was assessed using two-way ANOVA,
considering a p value < 0.05 as significant.

Results
Effect of TRAIL on apoptosis of splenocytes from Balb/c and SCID mice

The number of apoptotic cells was higher after treating with TRAIL of splenocytes from SCID
mice compared to Balb/c mice. TRAIL did not affect the apoptosis of splenocytes of Balb/c
mice neither in the control group nor in the CIOA group (Fig. 1).
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BALB/c spleen SCID spleen
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Annexin V

Fig. 1. TRAIL-induced apoptosis of spleen cells from control and arthritic Balb/c and SCID
mice. n=7, *p < 0.05.

Determination of double positive cells in the synovial fluid at days 18 and 30 of CIOA

At days 18 and 30 the synovial fluids were isolated from control and CIOA mice and tested for
expression of TRAIL by T cells (CD3¢), B cells (CD22) and macrophages (CD68) markers. At
both time points CD68/TRAIL positive cells from CIOA mice showed significant increase
compared to the control group (Fig. 2).
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whw

g |

Double positive cells (%)

Double positive cells (%)

2. I
o:—l':l-i- o | I‘IH —[ I'"Ilzl r‘lH
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Fig. 2. Double positive cells in the synovial fluid (n=7).*** p<0.001.
Influence of TRAIL on differentiation of bone marrow cells

Bone marrow cells from CIOA mice were shifted to CD68 phenotype but not in non-arthritic
mice. In the presence of TRAIL the cells expressing CD68 marker were increased in control
group and yet more cells were observed in mice with CIOA (Fig. 1A, B).
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Fig. 3. Differentiation of bone marrow cells from control and CIOA mice, after in vitro treating
with TRAIL. n=7, *p<0.05 vs control, "p<0.05 vs TRAIL-treated group

Secretion of 11-6 by splenocytes and bone marow cells

Splenocytes (Fig. 4A) and bone marrow cells (Fig. 4B) were collected at day 7 of CIOA and
cultivated in the presence of indicated stimuli. Unstimulated splenocytes from control and
CIOA mice produced approximately equal levels of IL-6. Stimulated cells with LPS increased
remarkably the production of IL-6 by both control cells and CIOA cells and the combination of
PHA and IL-2 showed similar effect. Bone marrow cells cultivated in the presence of TRAIL
showed increased production of IL-6 more expressed in CIOA group.

3 control
*

2000, ™M CIOA 300-
&
——————
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2 10004 # 2
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unstimulated ~ +LPS +PHAIIL-2 T T TRAIL

Fig.4. Secretion of IL-6 by splenocytes (A) and BM cells (B). *p<0.05, “p<0.01, ™" p<0.001.
Discussion

To date, there are only limited data regarding the role of TRAIL in systemic bone loss in
arthritic patients but there are no comparative data on its effects on systemic markers or
mediators of inflammation in OA. Therefore, the present study investigated TRAIL-mediated
mechanisms in collagenase-induced model of arthritis. We tried to answer the question whether
TRAIL might serve as a specific marker for OA. The progression of the disease is associated
with an overwhelming number of non-fibroblastic inflammatory cells. Through regulation of
apoptosis in these cells key disease processes might be modulated. Many data indicate that the
effector mechanism in rheumatoid arthritis is T cell driven and leads to the development of
aggressive synovial pannus formation. The synovial tissue is also an active site of B-cell
accumulation where B cells secrete chemokines and cytokines and may function as antigen
presenting cells [7]. Importantly, TRAIL triggered SCID splenocytes from non-arthritic mice to
apoptosis, in contrast to healthy BALB/c mice. After double labeling we observed that
TRAIL+/CD68+ cells represent relatively significant part at active and chronic phase of CIOA.
This suggests that in a result of appoptic processes their pro-inflammatory potential might be
limited. The remodeling of bone is a process that involves the removal of bone by osteoclasts
and the formation of bone by osteoblasts. Osteoclast progenitors and other cell lineages are
recruited from bone marrow to bone via circulating blood [3]. We found that TRAIL stimulated
the differentiation of bone marrow progenitors towards CD68 phenotype when cells were
isolated from healthy mice. Cells from arthritic mice also showed significant enhancement of
M-CSF+RANKL induced CD68 differentiation when TRAIL was added to the culture medium.
At the same time, TRAIL did not influence CD3 differentiation neither of control nor of
arthritic BM cells (data not shown). One of the cytokines that are elevated in the peripheral
blood and synovial fluid in patients with OA is IL-6 [4]. The increased expression of IL-6 under
the action of TRAIL could promote osteoclast differentiation resulting in enhanced bone
resorption. CIOA cells showed different sensitivity to nonspecific stimulation, being responsive
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to LPS and in lower rate to PHA/IL-2 action. It should be noted that the stimulation correlated
with an increase of IL-6 production. In conclusion, TRAIL although concerns the CIOA
development is not firmly expressed as OA marker.
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DNA vaccination is a novel strategy for protecting an organism against disease by
injecting it with genetically engineered DNA to produce an immunological response. In the
present study we have created a chimeric gene-engineered DNA molecule, encoding a single-
chain variable fragment (scFv) from a monoclonal antibody to FcyRI coupled to the influenza
hemagglutinin peptide HA317-41 and inserted into the eukaryotic expression vector system
pTriEx. After expression in vivo the gene-engineered molecule is expected to bind selectively to
FcyRI expressed by the antigen presenting cells and to deliver to them a strong activating signal
via their surface Fcyl (CD64) receptors.

Four different chimeric DNA molecules were constructed using a variety of molecular-
biological methods as PCR, gene-engineering, cloning and plasmid amplifying. Plasmid DNA
from all 4 clones was isolated and purified. Each chimeric molecule was introduced into the
eukaryotic expression vector pTriEx3-Neo. Some of the gene constructs were transfected in
CHO cell line which is capable of long-term foreign protein production. The expressed
chimeric molecule was isolated, purified and concentrated by ultrafiltration.

Using flow cytometry it was confirmed the ability of the DNA chimera to interact with
FcyRI as it competed successfully with a FITC-conjugated antibody with the same specificity
for binding to cell line U937 that expresses FcyRI.

We hypothesize that it may be possible to generate protective serum levels of anti-
influenza IgG and IgM antibodies and CTL activity against influenza virus-infected cells in
humanized SCID mice. In the present study we shall investigate the response induced after
immunization with the DNA chimeric molecule. The vaccination with naked DNA vaccine will
be followed by immunization with the same expressed in vitro protein chimeric molecule.

AO6. DEVELOPMENT AND APPLICATION OF A SPECIFIC
FLUOROGENIC SUBSTRATE FOR THE CYTOCHEMICAL STUDY OF
FIBROBLAST ACTIVATION PROTEIN ALPHA

Mashenka Dimitrova', Ivan Iliev', Velichka Pavlova', Vanio Mitev?, Stella Dimitrova®,
Doroteya Aleksandrova?, Ivaylo Ivanov?

nstitute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Acad. G. Bonchev Str., Bl. 25, 1113 Sofia;
? Department of Medical Chemistry and Biochemistry, Medical University of Sofia, 2 Zdrave
str, Sofia 1431, Bulgaria;
3Faculty of Biology, Sofia University, 8 Dragan Tsankov Str., Sofia
E-mail: mashadim@abv.bg

Fibroblast activation protein alpha (FAPa, EC 3.4.21.B28) is a serine type
transmembrane endopeptidase of the group of post-proline cleaving proteases. It is known to
participate in the normal or pathological remodeling of extracellular matrix throughout its
collagen cleaving capacity. The enzyme has a very low expression levels in normal tissues of
humans and mammals. However, more than 90 % of the carcinomas and lots of sarcomas were
shown to overexpress the enzyme both in the tumor reactive stroma and tumor cells. Moreover,
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FAPa overexpression was recently detected also in chronic inflammatory conditions like
rheumatoid arthritis, Crohn’s disease and cirrhosis. Consequently, FAPa is considered as an
important surface marker for activated fibroblasts as well as a valuable marker and a target for
therapy of many tumor and inflammatory diseases. Studies on the expression of FAPa in
normal and pathologically changed tissues and cells are usually performed using immunohisto-
/immunocytochemistry. No cytochemical substrate for this enzyme is available thus far. In this
study we present the development of a specific fluorogenic substrate for FAPa and its
application for the fluorescent cytochemical localization of the enzyme in fetal and tumor
mouse fibroblasts and in tumor cells from human mammary gland carcinoma. The
cytochemical method for FAPa presented here can be useful for determination of the enzyme
marker value in different diseases.

Introduction

Fibroblast activation protein alpha (FAPa, EC 3.4.21.B28) is a type II transmembrane
glycoprotein, belonging to the small family of post-prolyl cleaving serine proteases [10]. The
enzyme shows a very restricted normal tissue distribution - it is expressed only in embryonic
fibroblasts, reactive fibroblasts in healing wounds and pancreatic islet A cells. However, over
90 % of epithelial tumors and lots of sarcomas were found to be FAPa-positive [11]. The
enzyme is usually expressed in the surface of reactive stromal fibroblasts, but in some
malignancies like breast ductal carcinoma, colorectal and gastric cancers and melanoma, it was
found also in tumor parenchymal cells [4, 5]. FAPa has been recognized as an independent
prognostic factor in breast and colon cancers. FAPa overexpression was recently detected also
in other diseases like rheumatoid arthritis, liver and lung fibrosis, etc. Its marker value for these
disorders is to be elucidated in future [for review see 6].

FAPa is known to possess both exo- and endopeptidase activities. As an exopeptidase, it
acts on similar substrates as dipeptidyl peptidase IV (DPPIV, EC3.4.154). As an
endopeptidase, it hydrolyzes collagen type I and exactly the collagenolytic activity governs the
enzyme participation in tumorigenesis and tumor progression. Presently, there is considerable
interest in identifying specific peptide substrates for FAPa, based on the following ideas: 1).
such substrates would permit the in situ differentiation between FAPo and DPPIV activities
using simple peptide probes; 2). since the inhibitors are usually structural analogues of the
substrates, it would be possible to obtain specific FAPa inhibitors thus opening new
possibilities for innovative anticancer therapies.

In the present paper we describe the molecular design and development of a specific
peptide substrate for FAPa as well as its application for the imaging of the enzyme activity in
preparation of cultured cells of different origin.

Materials and Methods

Molecular modelling. The structure of enzyme-substrate complex with docked substrate
is presented on Fig. 1. This Michaelis complex was optimized by molecular mechanics
calculations with the Drieding force field [9], based on the human FAPa structure [1] (PDB ID
1768).

Synthesis  of the FAPo  substrate  4-(f-Ala-Gly-Pro-hydrazido)-N-hexyl-1,8-
naphthalimide (PAGP-HHNI). The chemical synthetic pathway of the FAPa substrate is
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presented in Scheme 1. The N-tert-butyloxycarbonyl protected tripeptide hydrazide was
obtained in high yields by applying the standard protocol with TBTU as coupling reagent. As a
first step, the activation of the Boc-f-alanine was carried out by its conversion to benzotriazole
active ester using TBTU. Subsequently H-Gly-Pro-HHNI [3] is added to the reaction mixture.
The substrate for FAPa was obtained by cleaving off the protective group from the Boc-f3-
AlaGlyPro-HHNI by 4 M HCl/dioxane. The substrate and all the intermediates were purified by
column chromatography and characterized by nuclear magnetic resonance. The precise reaction
conditions, purification and results from the spectral analyses will soon be published elsewhere.

H H
H-Gly-Pro/N\NH Boc-BAla-Gly-Pro/N\NH
Boc-BAla-OH + OO — OO
O N [6) (6) N (@)
CeHys CeHys
H

HCLH-pAla-Gly-Pro”  “NH
. I

CeHis

Scheme 1. Reagents and conditions*: (a) TBTU, HOBt, DIPEA (2 eq) in DMF, 1h, rt; (b) 4 M
HCl/dioxane; H-Gly-Pro-HHNI was synthesized via the method reported previously [3].

*Abbreviations: TBTU - O-(Benzotriazol-1-yl)-N,N,N’,N’-tetramethyluronium tetrafluoro-borate; HOBt -
1-Hydroxybenzotriazole; DIPEA - N,N-Diisopropylethylamine; DMF — Dimethyl formamide; HHNI - 4-
Hydrazino-N-hexyl-1,8-naphthalimide

Cell culturing and cell preparations. In the experiments the following cell lines were
used: BALB/3T3 clone A31 (mouse embryonic fibroblasts), Meth-A (fibroblasts from
methylcholanthrene-induced fibrosarcoma in mouse) and MDA-MB-231 (human highly
metastatic carcinoma of the breast). The cells were cultured on cover slips (BALB/3T3 and
MDA-MB-231) or in 75 c¢cm? tissue culture flasks (Meth-A) in Dulbecco’s Modified Eagle’s
Medium — high glucose 4.5%0 (DMEM), supplemented with 10% fetal calf serum and
antibiotics in usual concentrations. Cell cultures were maintained at 37.5°C in a humidified
atmosphere and 5% CO> until 95 % confluence in the case of adhesion cell lines (BALB/3T3
and MDA-MB-231). In the case of mouse fibrosarcoma cells, after the cultivation the cell
suspension was centrifuged at 1500 rpm for 5 min and smears were made on cover slips. All the
cell preparations were washed in PBS, air-dried and fixed in para-formaldehyde vapors for 4
min at room temperature. Then, they were covered with 0.5 % collodione (Sigma-Aldrich) for
30 sec immediately before use.

Incubation solutions and controls. The cells were incubated in solutions containing 0.5
mM FAPa substrate BAGP-HHNI and 0.5 mg/ml piperonal in 0.1 M phosphate buffer, pH 7.4,
supplied with 100 mM NaCl at 37°C for 16 h. After the incubation, they were post-fixed in 4 %
neutral formalin for 15 min at room temperature and embedded in glycerol/jelly. Control
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samples were treated in the same manner but in the lack of substrate in the incubation solutions.
All the preparations were observed under the fluorescent microscope Leica DM5000B (USA).

Results and discussion

FAPa expression in adult tissues is generally considered to be linked with pathological
processes such as development of epithelial tumors, some sarcomas, inflammatory diseases, etc.
The enzyme was found both in reactive stromal fibroblasts and tumor cells in many types of
carcinomas. Its collagenolytic activity is believed to support tumor cell invasion and
angiogenesis. However, FAPa overexpression in cancer is not exclusively connected with
increased metastatic potential. Thus, in colon cancer the higher FAPa levels are associated with
a poor prognosis, whereas in breast cancer those are related to a prolonged survival [6, §]. In
order to study the marker value of FAPa for different types of oncological and other diseases,
specific peptide substrates for the enzyme are needed. The main difficulty in designing specific
peptide probes for FAPa is its high structural similarity with DPPIV — another membrane-
associated post-prolyl cleaving peptidase. According to the recent studies, the two proteases
share 70 % catalytic domain homology [7]. The main difference in substrate specificities of
FAPa and DPPIV is that FAPa has high endopeptidase and low exopeptidase activity, while
exactly the opposite applies for DPPIV. The recently developed specific probes for FAPa show
a high capacity of the enzyme to cleave off acetyl-Gly-Pro-based substrates [7]. However, such
substrates are not suitable for enzyme cytochemical studies due to the very low substrate
solubility in aqueous media.

Our novel cytochemical substrate for FAPa — BAGP-HHNI (Scheme 1) has the
advantage of a better water solubility due to the free NH2-group of B-Ala. On the other hand, -
Ala could not be recognized and cleaved off by other protease before the action of FAPa.
Finally, this substrate is not appropriate for DPPIV as seen from the molecular modelling
studies. The molecular model of the enzyme-substrate complex using the novel substrate,
designed by us - BAGP-HHNI is presented in Fig.1. It shows that On atom of Tyr541 forms a
hydrogen bond with carbonyl oxygen of proline of the substrate. The Oy atom of Ser624 is at a
distance of 3.42 A from the carbonyl carbon of proline in Pi-position, favorably disposed for a
nucleophilic attack. Nn1 atom of Argl23 forms hydrogen bonds with Ogl of Glu203 and
carbonyl oxygen of glycine of the substrate. Na atom of glycine in position P> forms hydrogen
bond with O¢l of Glu203 and Na atom of B-alanine in position P3, forms hydrogen bond with
On of Tyr124.

Our novel substrate was synthesized and tested for the localization of FAPa in
cytochemical preparations of three types of cell lines (Fig. 2). Normal mouse embryonic
fibroblasts showed a very low enzyme activity (Fig. 2A), whereas the tumor mouse fibroblasts
had a visibly higher FAPa activity revealed by the substantially stronger fluorescent signal (Fig.
2B). This result corresponds to the previous findings that in fetal tissues the enzyme expression
levels are lower than those in pathologically altered tissues and cells. A high FAPa activity was
observed also in human tumor cells from the invasive ductal breast carcinoma (Fig. 2C) which
is in accordance to the previous results that FAPa is expressed in breast carcinoma cells [2].
The cytochemical controls did not show any non-specific fluorescent precipitates of the samples
incubated in the lack of substrate (Fig. 2D).
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Fig.1. Possible mode of binding of PAGP-HHNI substrate in the active site of FAPa. The
molecular model of the complex shows the catalytic triad Ser624-His734—Asp702 of the
enzyme, Tyr541 constituting the oxyanion hole, Argl23, Tyr124 and Glu203.

-
-

Fig.2. Fluorescent imaging of FAPa activity using the substrate PAGP-HHNI. Low enzyme
activity in embryonic mouse fibroblasts of BALB/3T3 line (A). High activity in mouse
fibrosarcoma fibroblasts of Meth-A cell line (B) and in human breast carcinoma cells — line
MDA-MB-231 (C). Lack of non-specific fluorescent products in a control sample (D). Magn.
400X
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In conclusion, we developed the first specific substrate for the in situ imaging of FAPa

as revealed by the molecular model studies and enzyme localization results in different types of
cultured cells. The cytochemical method for FAPa presented here can be useful for
determination of the enzyme marker value in different tumor and/or other diseases.

Acknowledgements: This work is financially supported by the National Science Fund

of the Bulgarian Ministry of Education and Science, Grant Ne T02/25 2014.

10.

I1.

References

. Aertgeerts, K., I. Levin, L. Shi, G. P. Snell, A. Jennings, G. S. Prasad, Y. Zhang, M. L.

Kraus, S. Salakian, V. Sridhar, R. Wijnands, M. G. Tennant. Structural and kinetic analysis
of the substrate specificity of human fibroblast activation protein a. J.Biol. Chem., 2005,
280(20), 19441-19444.

Goodman, J. D., T. L. Rozypal, T. Kelly. Seprase, a membrane-bound protease, alleviates
the serum growth requirement of human breast cancer cells. Clin. Exp. Metastasis, 2003,
20, 459-470.

Ivanov, 1., D. Tasheva, R. Todorova, M. Dimitrova. Synthesis and use of 4-
peptidylhydrazido-N-hexyl-1, 8-naphthalimides as fluorogenic histochemical substrates for
dipeptidyl peptidase IV and tripeptidyl peptidase 1. Eur. J. Med. Chem., 2009, 44(1), 384-
392.

Iwasa, S., K. Okada, W.T. Chen, X. Jin, T. Yamane, A. Ooi. Increased expression of
seprase, a membrane-type serine protease, is associated with lymph node metastasis in
human colorectal cancer. Cancer Lett., 2005 ,227, 229-236.

Kelly, T., S. Kechelava, T.L. Rozypal, K.W. West, S. Korourian. Seprase, a membrane-
bound protease, is overexpressed by invasive ductal carcinoma cells of human breast
cancers. Mod. Pathol., 1998, 11, 855-863.

Kelly, T., Y. Huang, A. E. Simms, A. Mazur. Fibroblast Activation Protein-a: a key
modulator of the microenvironment in multiple pathologies. In: International review of cell
and molecular biology, 2012, Academic Press — Elsevier, USA, UK, The Netherlands, pp.
85-116.

Lai, K. S., N.-H. Ho, J. D., Cheng, C.-H. Tung. Selective fluorescence probes for dipeptidyl
peptidase activity — fibroblast activation protein and dipeptidyl peptidase IV. Bioconjug
Chem., 2007, 18(4), 1246—1250.

Zi, F., J. He, D. He, Y. Li, L. Yang, Z. Cai. Fibroblast activation protein o in tumor
microenvironment: Recent progression and implications. Molec. Med. Rep., 2015, 11,
3203-3211.

Mayo, S. L., B. D. Olafson, W. A. Goddard. DREIDING: A generic force field for
molecular simulations. J. Phys. Chem., 1990, 94, 8897—8909.

Park, J. E., M. C. Lenter, R. N. Zimmermann, P. Garin-Chesa, L. J. Old, W. J. Rettig.
Fibroblast activation protein, a dual specificity serine protease expressed in reactive human
tumor stromal fibroblasts. J. Biol. Chem., 1999, 274, 36505-36512.

Rettig, W. J., P. Garin-Chesa, H. R. Beresford, H. F. Oettgen, M. R. Melamed, L. J. Old.
Cell-surface glycoproteins of human sarcomas: differential expression in normal and
malignant tissues and cultured cells. Proc. Natl. Acad. Sci. USA, 1988, 85, 3110-3114.

30



AQO7. SACCHAROMYCES CEREVISIAE — A BRILLIANT MODEL FOR
STUDYING AGEING

Matthew Serkedjiev, Dessislava Staneva, Milena Georgieva and George Miloshev

Laboratory of Yeast Molecular Genetics, Institute of Molecular Biology “R. Tsanev”,
Bulgarian Academy of Sciences, “Acad. G. Bonchev”, Str., BL. 21, 1113 Sofia, Bulgaria
E-mail: gmlab@chromatinepigenetics.com;
www.chromatinepigenetics.com

Abstract

The ever utilitarian yeast - Saccharomyces cerevisiae has set in stone its place in Molecular
Biology as a model organism especially when bridging a given hypothesis to a more practical
use in higher eukaryotes. S. cerevisiae is traditionally deployed as a model in many experiments
because of its genetic tractability; because of its ability to exist as either haploid or diploid cells
and due to its aptitude to form discrete colonies on a simple defined media. All this makes S.
cerevisiae perfect for studies of organismal life cycle and metabolism, and importantly for the
investigation of the many, quite dynamic and multifactor effects of ageing.

The purpose of this overview is to give examples of the study of biological ageing with the use
of S. cerevisiae as a model organism by referencing experiments which clarify some of the
hallmarks of ageing, and their elucidation through the use of this model organism. Specifically,
this overview will focus on chromatin dynamics and its involvement in ageing. Collected data
from S. cerevisiae mutants will be presented highlighting the significance of the interaction
between the linker histone H1 and Arp4p, which is an essential subunit of chromatin
remodeling complexes (INO80, SWR1 and NuA4). This interaction and its implication for
chromatin structure maintenance will be discussed in the light of cellular lifespan and ageing.

Keywords: S. cerevisiae, ageing, linker histone, Arp4p, chromatin, model organisms, Molecular
Biology

1. Introduction

There is a constant need for good biological model systems in in molecular biology studies. The
real purpose of a model system is to overcome ethical and experimental constraints and at the
same time to provide framework on which to develop and optimize different analytical
methods. Concomitantly it has to bridge the process under evaluation to a practical purpose.
Putting this into perspective we will review Saccharomyces cerevisiae a model which is
convenient to study one of the most unsurmountable problems in modern life sciences known as
ageing. There have been many articles related to ageing and most of them exploit the same
paths in dealing with the multifactor nature of ageing. The extensive research has consequently
followed many features of ageing prospecting the idea of nine key hallmarks that vanguard this
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proses. The most important of these hallmarks are genomic instability, shortening of telomeres,
epigenetic changes and metabolic deregulation. Exemplary is the genomic instability which can
be manifested as the effect of exogenous chemicals, biological agents or errors in DNA
replication and repair resulting in DNA damage. On the other hand, telomere shortening
perquisites faster reaching of the proliferation limit. At the end, the epigenetic changes exhibit
increased acetylation of histones H4 and H3 at H4K 16, H4K20, H3K4 and H3K27 which also
serve as markers for aging [1].

Here, we would like to explore the ageing pattern in a different way. The chosen platform for
ageing based research is chromatin structural integrity with the main focus being on the role of
linker histone H1 and Arp4p as the stoichiometric subunit of chromatin remodeling complexes.
2. Chromatin architecture and remodeling

We will briefly describe the basics of chromatin organization and its place in living beings.
Chromatin is a DNA- protein complex through which DNA is compacted in the eukaryotic
nucleus. The most basic building unit of chromatin is the nucleosome. Structurally the
nucleosome is composed by four histones and a fragment of DNA. Histones are small proteins
rich in the basic amino acid lysine and arginine. There are five types of histones in most
eukaryotic cells H1, H2A, H2B, H3, H4. The four histones H2A, H2B, H3, H4 are associated in
a compact structure known as the nucleosome. The histone - HI differ from the other histone
proteins in that it takes no part in the structural integrity of the nucleosome [2], but rather
participate in the building and maintaining of the higher levels of chromatin organization
(Finch, 1976; Happel, 2009; Thoma, 1979). This overview will shine more light on HI linker
histones effect on chromatin structural integrity and its role in cellular senescence and
organismal ageing. The H1 linker histone is located on the outside of the nucleosome core and
is adjacent to the place where DNA enters and exits the nucleosome. H1 possesses a globular
core domain, short N-tail and a long C-terminal tail; the tails can interact with core and linker
DNA. In the second level of chromatin compaction the nucleosomes form a “beads-on-a-string”
like structure; this structure is known also as the 10nm fiber [3]. The next topologically
preferable structure comes in the form of the 30nm fiber. The presence of the linker histone is
important for the stabilization and formation of the 30nm chromatin fiber [4]. There are several
models that describe higher-order structures of chromatin. One of them is the so-called
“hierarchical helical folding model” which postulates that the 30nm chromatin fiber is folded
into a bigger 100nm fiber and after that into 200nm in order to form chromatin loops and
finally chromosome territories or mitotic chromosomes [5]. Proper chromatin dynamics ensures
proper chromatin architecture which provides certain levels of gene regulation. Proper
chromatin architecture is regulated by diverse remodeling complexes for example, INOSO,
NuA4 and SWRI1. These complexes interact with the nucleosome and remodel the chromatin by
sliding the nucleosomes along the DNA molecule or changing the histone proteins in the
nucleosome. It has been hypothesized that the regulation of the nuclear processes is exerted
through contacts with linker histones, which is possible through the Arp4p subunit. Arp4p is an
actin-related protein and is a stoichiometric component of chromatin remodeling complexes
such as INO80O, NuA4 and SWRI1.The importance of Arp4p was demonstrated when the
mutated form was shown to cause impairment of the functions of these complexes [6].

3. S. cerevisiae as an evergreen model system

After this short summary of the chromatin basics we will give examples for the use of S.
cerevisiae as a model system for the study of chromatin dynamics by referencing two of our
articles from the recent four years. One of them provides results on the effects the linker histone

32



has on chromatin dynamics while the other solidifies those findings and investigates the
interaction between the linker histone H1 and Arp4p. The model system of choice in both
studies is one of the best models for ageing research in the name of the unicellular eukaryote S.
cerevisiae [7, 8]. Yeast cells have been traditionally preferred as a model system for the study
of organismal life cycle and metabolism. Saccharomyces cerevisiae was selected as a model
system in these experiments for its genetic tractability. This allows the creation of mutants that
either completely lacks a gene or even mutants that bear a mutation in important subunits of
different chromatin proteins or complexes. These yeast cells could be easily selected by their
ability to form discrete colonies on selective media [9]. In addition many of the stages and the
profound molecular mechanisms related to ageing have been reveled in this yeast [10].

4. Chromatin remodeling mutants exhibit explicit changes in chromatin architecture
Notably, in contrast to higher eukaryotic cells which possess a dozen of H1 subtypes yeast cells
possess only one copy gene (HHOI) for the linker histone. HHOI encodes for the protein
known as Hholp. And though that gene is not essential for the survival of the cells, its
disruption alters higher-order chromatin structures and leads to premature ageing phenotypes
[11, 12]). These results reveal a more intricate function exhibited by the association of HI with
chromatin especially when the ageing process is referred. The results from the experiments
emphasize the role which S. cerevisiae linker histone Hholp could play in the propagation of
the ageing process. Both studies used yeast cells devoid of linker histones which resulted in
slower growth of the cells in minimal media and in a pronounced delay of the mutants of their
logarithmic growth accompanied with morphological abnormalities. As an emanation of these
experiments it has been discovered that chromatin loops in the cells without the linker histone
are longer in size than the chromatin loops in wild type chromatin and moreover, the mutants
were with completely distorted higher-order chromatin organization which was more
pronounced as the age of the cells increased [11]. These findings redirected the interest to
chromatin remodeling complexes and their possible association with the linker histone. It was
demonstrated that linker histone Hholp in Saccharomyces cerevisiae interacts with Arp4p. The
study used the yeast-two hybrid system in order to search for a possible protein interaction
between Hholp and Arp4p. This study analyzed the consequences of the Hholp and Arp4p
interaction by using a wild type, hholA, arp4 and arp4 hholA mutant strains. Following the
experimental assessment of the growing of cultures by measurement of their optical density at
600 nm it was shown that the four strains grew similarly until the single arp4 mutant started to
delay. At the end of the experiment it was established that the cells of arp4 mutant were
growing two times slower than the cell of other strains. It should be noted that the double
mutant exhibited similar growth curve as the wild type and hholA [13]. Previous experiments
on the same mutants using Atomic Force Microscopy (AFM) revealed some interesting features
of their chromatin. Isolated nuclei from the four strains were subjected to micrococcal nuclease
digestion and further fractionation of the obtained chromatin fragments [12]. The isolated
fragments were analyzed under AFM. The results clearly showed that when Hholp is missing
or Arp4p is mutated the chromatin structure is severely disorganized. When both mutations are
joined in the double mutant the chromatin structure is totally disrupted.

5. Conclusion

Overall the reviewed studies revealed that the higher-order chromatin organization is abolished
during ageing in the studied chromatin mutants which led to aberrant morphological phenotype.
This pushed us one step further in the understanding of the epigenetic significance of the
properly organized higher-order chromatin structures. Future studies will make possible to use
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the gained knowledge in the solving of the practical issues regarding all aspects of the life and
the ageing of living creatures.
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Abstract

Ageing is the major cause for diseases predominantly known as age-related diseases and
also for the death in modern times. This process is characterized by accumulation of structural
and metabolic aberrations which reduce cellular stress resistance and make organisms
susceptible to environmental stimuli.

At least nine hallmarks of ageing are suggested to appear with the ageing of organisms,
among which genome instability, shortening of telomeres, epigenetic changes, and metabolic
alterations. Generally, genome stability is constantly attacked by exogenous chemicals as well
as by intrinsic factors (errors in DNA replication and non-effective repair mechanisms) all this
leading to DNA damage and thus to ageing. Chromatin as the platform for most epigenetic
changes is the major constituent responsible for genome stability. Several lines of evidence
have shown that the basic epigenetic role of chromatin in ageing is accomplished at all levels of
its organization but the higher levels of compaction and their dynamics during ageing are yet
poorly understood.

In the current experiments we have worked with mutant Saccharomyces cerevisiae cells
whose chromatin structure has been disrupted. In these cells we have followed the role of the
linker histone H1 and also of Arp4p, which is an important component of three chromatin
remodeling complexes, during the process of chronological ageing of all studied yeast cells. We
have further detected changes that occur in the cell cycle, cellular viability and the morphology
of these cells after irradiation with ultraviolet light.

Keywords: chromatin remodeling complex, linker histone, Arp4, UVC, ageing

I. Introduction

Ageing remains one of the most studied and questioned biological processes for all times and
its molecular base is being examined by numerous methods and different model organisms. A
substantial amount of information on individual gene products, metabolic pathways, signal
transduction cascades, environmental factors, and cellular mechanisms impacting ageing is
available, but a deeper insight into how all these components interact under specific conditions
and how they contribute to the process of ageing is yet not available. Amongst the many model
organisms yeast cells have been the most exensively used model organism for identifying the
genes and pathways involved in basic cellular processes such as the cell cycle, ageing, and
stress response [1].

The genome of eukaryotic organisms is organised in chromatin. Chromatin is a
nucleoprotein complex by which DNA is compacted and organised. It is involved not only in
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packing, but also in the implementation of major regulatory effects on gene activity. It is
normal to assume that during the process of cellular ageing the organization of chromatin and
thus its regulatory role inevitably undergoes drastic changes. However, the transition of
chromatin regulation from a young to an old cell is scarcely studied and yet far from being
understood.

The purpose of this work was to study and characterize the process of ageing in
Saccharomyces cerevisiae yeast strains, mutants in chromatin organization.

II. Materials and methods

1. Yeast strains:

In the current experiments we have used four strains of Saccharomyces cerevisiae with
genotypes shown in Table 1.

WT MAT a his 4-912 6 ADE-2 his 4-912 6 lys 2-128 6 can 1 trpl ura3
(wild type) ACT 3

AHI MAT a his 4-912 6 ADE-2 his 4-912 0 lys 2-128 6 can 1 trp 1 ura 3
(without the gene for | act 3 ypl 127C:: K.L. URA3

the linker histone)

arp4 MATa his4-9126-ADE?2 lys2-12806 canl leu2 trpl ura3 act3-ts26
(with a point mutation

in the ARP4 gene)

arp4 AHI MATa his4-9120-ADE?2 lys2-1286 canl leu2 trpl ura3 act3-ts26
(double mutant, with | ypl 127C::K.L.URA3

a point mutation in

ARP4  gene  and

without gene for the

linker histone)

Table 1. Genotypes of the used four yeast strains.

2. Cell growth

Cellular growth was assessed by measuring of yeast cultures density (OD) at 600 nm.
Yeast cells have been cultivated in minimal media (2% dextrose; 1.7% yeast nitrogen base and
the amino acids: lysine, adenine, histidine, tryptophan, and uracil for WT and mutant leucine
for arp4, arp4 /HI4, at 30 °C at constant rotation. At three time points - 6 hour, 48™ hour and
at the 5™ day the optical density of the cultures has been measured.

3. Assessment of the cell viability after irradiation with UV-C light

To follow the mutant’s viability after UV-C stress, we cultivated the cells at 30 °C, with
constant rotation. At certain time points aliquots were taken and 100 cells were seeded on agar
containing rich YPD media (1% yeast extract, 2% dextrose, 2% peptone, 1,5 % agar). After
seeding the cells were irradiated with different doses of UV-C light, received for 10 or 20
seconds, respectively. Irradiated cells were incubated for 48 hours at 30 °C, and colony forming
units were counted.
I11. Results and discussion

Ageing consists of naturally appearing alterations in the cells which are implemented by
molecular programs written in the genome and in the epigenome at the same time. The
organization of DNA in chromatin enables the epigenetic information transfer to nuclear
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processes. Several lines of evidence have shown that the basic epigenetic role of chromatin in
ageing is accomplished at its higher levels of compaction [2].

For the aim of our experiments we have worked with four yeast strains Saccharomyces
cerevisiae — WT, HIA, arp4, arp4/HIA. WT is a wild type strain, progenitor of the other three
mutants, H/A is a mutant strain with deletion of the gene HHOI, coding for the linker histone.
[2-4]. The other mutant, arp4, has a point mutation in gene 4ARP4, which is essential for the
integrity and function of at least three chromatin remodelling complexes (INO80, SWRI1 and
NuA4) [5]. The third mutant combines the mutations of the previous two and therefore
was called the double mutant.

The kinetics of cultures’ growth is presented in Figurel.
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Figl. A grap representing the yeast cell cultures’ growth of the studied strains.

Results showed that all the three mutant strains grow slower than the WT. Notably, the
double mutant arp4/HIA has the slowest growth in comparison with the other strains.
Obviously, the impaired gene expression, caused by the severely disturbed chromatin
organization in the double mutants, has slowed down the cell division in these cells.

In the next step of our investigation we have conducted a series of experiments to trace
the survival of cells irradiated with UV-C light. The cells were cultivated in minimal media at
30 °C, at constant rotation and were UV-irradiated at three stages of their development — 6%
hour, 48" hour and 5% day as was described in Materials and methods. The results are
presented on Figure 2.
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C

Figure 2. Cellular viability after UV-C light irradiation of the studied cells:

A- Rate of survival of the cells, irradiated with UV-C light at 6™ hour of culture development;
B —cells irradiated at 48" hour;

C- cells irradiated at 5™ day.

We have found that lower doses of UV-C radiation made no difference in the ability of
cells to cope with this stress. However, for the three time points of the experiment, arp4 mutant
and the double mutant arp4/HIA showed lower survival rate in comparison with the WT and
HIA, thus pointing to the fact that they are obviously more sensitive to irradiation with UV-C
light.

The obtained results could be explained with the severely disrupted chromatin structure
of these mutants, a phenomenon that has been shown in our previous publications [3].
Something more, this conclusion could be reinforced by the data obtained by other authors [6].

The characterization of these three mutants in chromatin structure leads to the
suggestion that chromatin is important for the fine regulation of the cellular genome. This
regulation can be broken if some of the proteins involved in these mechanisms are affected. As
is in this case the result of such mutations could not necessarily fatal to the cells in short periods
of time. In a longer perspective, however, such mutations can totally diminish cellular
population by changing cellular morphology, by slowing the rate of cellular division,
accelerating ageing, and making cells more sensitive to stress. Therefore, we argue that the
linker histone H1 is one of the crucial players in the fine regulation of the genome stability and
expression during ageing and under stress conditions.
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AO9. APPLICATION OF 3D QUANTITATIVE DNA METHYLATION
IMAGING FOR STUDYING THE GLOBAL METHYLATION STATUS IN
SERTOLI CELLS

Kristiyan Kanev!, Elina Avramska', Krassimira Todorova', Soren Hayrabedyan'

nstitute of Biology and Immunology of Reproduction, Bulgarian Academy of Sciences
73, Tsarigradsko shosse blvd., Sofia 1113, Bulgaria
E-mail: soren.hayrabedyan(@gmail.com

Sertoli cells are essential for the process of spermatogenesis, where they nourish and
protect the developing sperm cells. Sertoli cells also act as phagocytes in order to eliminate
apoptotic spermatogenic cells. In addition to their pivotal function in spermatogenesis, Sertoli
cells play a major role in the testicular immune privilege. The bulk of testicular antigens lie
behind the blood-testis barrier, which is created by highly specialized tight junction between
adjacent Sertoli cells. In addition to their barrier function, Sertoli cells provide an
immunoprotective environment for the developing sperm cells via the secretion of
immunosuppressive cytokines (TGFB1), inhibitor of granzime B mediated apoptosis
(serpina3n) and inhibitors of the complement. Sertoli cells also express on their surface FasL
and B7-H1. The former one can serve as a potential mechanism by which lymphocyte access to
seminiferous epithelium can be prevented, while the latter one is a ligand inducing apoptosis in
antigen-specific T-cells. Given their important role in both spermatogenesis and immune
tolerance, any disturbances in Sertoli cell function could lead to impaired spermatogenesis and
transient or permanent male infertility. DNA methylation is a crucial epigenetic modification,
which is involved in regulating many cellular processes. It plays a key role in the regulation of
gene expression, nuclear architecture and genome stability. Therefore, the higher genome
organization of DNA provides an additional layer of information, which can shed light on the
effect of different environmental factors and compounds on Sertoli cells function. We
developed a protocol for 3D image based DNA methylation imaging, which was optimized to
work in Sertoli cells, using classical immunocytochemical staining procedures followed by
acquisition of Z-stacks via a confocal laserscanning microscopy. The image analysis was
performed using the Tools for Analysis of Nuclear Genome Organization (TANGO) software.
We found that the use of a primary monoclonal mouse anti-5-MeC antibody combined with a
following FITC-conjugated polyclonal rabbit anti-mouse IgG and DAPI counterstaining
produced high resolution 3D images, where the DAPI channel was used to construct the 3D
form of the nuclei, while the FITC channel gave more than three thousand 3D globular like
objects representing DNA methylation enrichment regions. Each 3D globular like object had its
own coordinates, which could be used for comparison between Sertoli cells with normal and
impaired function, as well as Sertoli cells treated with different compounds including activators
of the innate immunity signaling and potential novel therapeutics. We concluded that this
protocol for 3D image based DNA methylation imaging is favorable to research the global
methylation status in Sertoli cells.
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AO10. EIMTEHETNUYHU ITPOMEHU, CBbP3AHU C
BUOAKTUBHUTE XPAHUTEJIHU TOBABKHA

Bansg Munanenosa

WHucTuTyT 110 OMOJIOrusl U KIMYHOJIOTHSL HA pa3MHOXKaBaHeTo ,,Akaa. Kupun bparanos”,
bwarapcka akagemus Ha Haykute, Codus 1113, brarapus
E-mail: vanya_mladenova@abv.bg

B nHemHOTO 3a0Bp3aHO €XKEAHEBHE Ca HABJIE3JIM HaW-pa3iMYHU  XPAHUTEITHH HABUIM U
XpaHUTEIHU [J00aBKM, KOWUTO TOJIOMAararT OpraHu3Ma Ja ce CIpaBu CbhC CTpeca W
HaTOBapBaHETO HAa paboTHATa cpena. Jlamym BCHUKM XpaHUTETHHU J00aBKH ca mose3nu? M mamm
TE€ HE BOJAT JI0 CTpaHWMYHU e(eKTH, 3a KOMTO He 3HaeM? MoraT 1M Te Ja JoBemaT 110
eMUIreHEeTUYHU IPOMEHH, KOUTO Jla Ce OKaXkKaT BPEIHHU WM MoJie3HW 3a opranu3ma? Tosa ca
MHOT'0 Ba)KHU BBIIPOCH, KOUTO BCEKH YOBEK TPsIOBA J1a CH 3ajiaBa Mpeau Jia 3alloyvHe Ja npuema
XPaHUTETTHU T00aBKH U Jia Cl1a3Ba JUETH.

Karo usiio enurenerukara, u3ciae/aBa B3aMMOBpPB3KaTa MEXAy I€HOTHIIA M OKOJIHATa cpeaa u
MPOMEHM B T€HHATa eKkcrhpecus 0e3 MTpoMsHa Ha HykKJIeoTujaHaTta nocienoBaTenHoct B JHK
[1]. Uma HIKONIKO OCHOBHM MEXaHHM3Ma B €MUIC€HETHKA, KOUTO ca: MpPOMSHA B METUJIMpPAaHE Ha
JIHK, momudukanuu B XUCTOHUTE U JIBaTa TUIA Ha KOHJAEH3alus Ha xpomaruHa [1,2]. Haii-
4ecTo ce HaOoJaBa METUIMpPAHE HA IUTO3MHOBUTE 0a3d, KOETO C€ ChCTOM B J00aBsIHE Ha
METUJIOBA Ipyna KbM BBIVIEPOJHMS aTOM Ha S-MO3UMLHUSA OT LMTO3MHOBHS MPBCTEH. Ta3u
peakius Moxe na ce mposene u yckopu ot JJHK metmnrpancdepasnrte,kouto ca HAKOIKO Ha
opoii [1,2,3,4].

One Epigenetic Mechanism for Repressing Transcription
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Qur. 1. Equn enureHeTHYeH MEeXaHU3bM 3a TPAHCKPUIIIIMOHHO TOTHCKaHe, Bob Weinhold,
Environmental Health Perspectives « VOLUME 114 | NUMBER 3 | March 2006
Opranmzanusra Ha XpOMaTWHA M peryjlanusaTa Ha TPAHCKPUIILUATA C€ OMpeAens OT
XMCTOHOBHTE MOIU(HUKANNU. XHUCTOHUTE ca KiIacHUIMpaHd B HiIkoiako rTpymu HI,
H2A,H2B,H3 u H4 [3,5].

W3BecTHO €, ye OMOJIOTMYHO AKTMBHUTE KOMIIOHEHTH Ha XpaHaTa MOBJHUSABAT aKTUBHOCTTA Ha
€H3MMHTE, KOWUTa ca OTTOBOPHM 3a EMUICHETHYHUTE TMPOMEHHU. TaKUBU PACTUTEITHH
KOMIIOHEHTH KaTO TMHECTUHBT M KaTeXWHbT JeictBar Bbpxy JJHK wMerunrpancdepasure, a
pe3BEpaTPOIBT U KypKyMa BbPXY XUCTOH JHMAIIETUIIa3a U XUCTOH alleTUATpacepasu.
OCHOBHHUTE CMUTCHETUYHU MOJU(PHUKAIMK Ca CBBP3aHU C METHIATPaHCPEPa3UTe U BCUYKU OT
TAX W3MOM3BaT  S-ameHo3wnMeTHOHUH (SAM), koWTo €  MerabonuT Ha 1-kapOOHOBUS
MeTaboJIM3bM M C€ SIBSBA KaTO METWJIOB JIOHOD 3a peaKluMuTe Ha MeTHiupanero. SAM e
(dbopMUpaH OT METHIIOBH TPYIH, IPOU3ISAZBI OT XOJIHH,METHOHUH [12].
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@ur. 2. OnpocreHa cxema Ha MeTaboIn3bM Ha (posineBa KucenuHa, skinrousan] JJHK cuntesa u
Metminpane, Young-In Kim [13].

EnureneTnyHuTEe MPOMEHU MOTAT /1a HACTBHIIAT B CIECACTBUE HA BIMSHHUE HA PA3IUYHH (PAKTOPH
or okomHaTta cpeaa [1,2,3]. Hue me oObpHEM BHUMAaHHE Ha XPAHEHETO W XPAHUTEITHUTE
N00aBKH, KOMTO Ca MHOTO 3HAYMMH BBHIIHU (DAKTOPHU, MPEAU3BUKBAIIM CHUTCHETHYHUTE
MIPOMEHH.

W3non3BaHero Ha ¢ XpaHU OOOraTeHM C METWUJIOBU JIOHOPH MOXKE Jla JOBEIE M0
MPOMEHU B E€MUI€HOMa U CHhOTBEHO MPOMEHU B METWJIMPAHETO M TeHHaTa ekcrpecus [5].
VYcTaHOBEHO € ,ue eMUIreHeTUYHUTE IMPOMEHHU HACTBIIBAT [0 BpEME Ha raMeToreHesara M ToBa
MOJKe Jla UMa MOCJIeIUIM 33 pa3BUTHETO Ha eMOpHoHa. J[oka3aHo e, e XpaHEeHeTo Ha MalKara
Ipeay U 10 BpeMe Ha OpEMEHHOCTTa AOIPUHACS 3a Te3U IPOMEHHU [5].
buoakTuBHUTE XpaHWUTENHHM JOOaBKM, MOraT Ja IIOBIMSIBAT OCHOBHUTE MEXAaHHU3MU B
enureHeTrkara [6,7]. MHOro u3cienBaHus ca CBbP3aHU ¢ IpoMsHaTa M ao0aBsHe Ha (onueBa
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KHCeJIMHA KbM JMeTara Ha MaiikaTa [6,7], B pe3yaTaT Ha KOETO MPOLEHTHT Ha METUIIMPAHE Ha
reHa IGF 2 DMR B nokonenueto ce € noBumwi. MiMa ouie gaHHM, Y€ KMBOTHU B NEpHOJA
ciieq] OTOMBAHETO OT MaiikaTa, OCTaBeHH Ha JHMETa C HUCKHU KOJMYeCTBa Ha (pomeBa KucCelnHa,
“MaT MPOMEHHU B METWJIMPAHETO, U B MOHATATBIIHUA 3/paBeH cratyc.. C ToBa ce J0Ka3Ba 4ye
MpoMsiHA B XpPAaHEHETO W J00sBsSIHE HAa OHMOAKTUBHUTE KOMIIOHEHTH KbM HET0, BOIAT [0
ycTtaHoBeHH nipomenu B mogenute Ha JIHK metunupane [7,8,9].

JloGaBssHeTO Ha BUTaMHUH B-12 KbM JUeTaTra ChIIO Taka T[OBJIMSIBA BBPXY
xunepmepuirpanero Ha JIHK , 3amoTo Toit yuacTtBa kaTto KodakTop B CHHTE3aTa Ha METUOHUH
[7,8]. Ilo-rope cnoMeHaTHsI XOJIMH € OIlle €ANH METHJIOBHUS JOHOP ChC CHIIECTBEHO 3HAYEHUE 32
eMOpHUOHATHOTO pa3BuTHE Ha WHAUBUAA(7). MoxkeM Ja HampaBUM CIEIHUS M3BOJA, Y€ MpU
HaMajeH HHBa Ha (ojueBa KuceauHa, BUTaMMH B-12 u XonMH MoOXe Ja ce NpOMEHHU
Metunupanero Ha JJHK mo Bpeme Ha emOpuonanuus npeuo [7,8].

[Ipu ycraHOBeHHM MOJENM Ha XpaHEHE ¢ OMOAKTHUBHHU BEIIECTBA € JIOKA3aHO,u€ TE UMaT
roJsiIMO 3HA4YCHHE 3a MPEBEHIMs Ha 3a00JiIBaHUATA B JIETCKA BB3PACT U KATO MOMOITHH
cpenacTBa 3a mpoTHBopakoBa Tepanus [7]. Taka momudeHonuTte, ChIbpPXKALIUTE CE B 4Yas,
TUHECTEMHBT OT COS M HM30THUOLMAHATA OT PACTUTENHM XpaHW IMpelana3BaT OT pPaK uype3
HamaisiBaHe Ha  xunepMmerwinpadero Ha JIHK B HSIKOM pHCKOBM Te€HHM  CBBpP3aHU C
kaHueporesnesa [7,10].

Enurenernka e o0mmMpHO 1oJe 3a M3CIEABaHE, 3alI0TO MHOTO BBHIIHU (DakTOpU BOJAT 10
eMUIeHEeTUYHU MPOMEHU. XPAHEHETO € €AMH OT Te3u (aKTOpPH, KOHTO € OT CBIIECTBEHHO
3HaU€HHWE 3a OpraHW3Ma, 3alloTO 4Ype3 Hero [aJeHus OpPraHu3bM CHU HabaBs BCHYKH
HE0OXOJMMH BEIIECTBA, 3a JIa BOJU ITBJIHOIICHEH KUBOT. JlaHHHUTE OT JuTeparypa yOeauTeIHO
JIOKa3BaT, Y€ M XPAHUTEITHUS PEXKUM, U OMOJ00aBKHUTE TOBIMUSIBAT OCHOBHUTE MEXaHU3MH 32
ENUTCeHETUYHUTE TPOMEHH, KAaTo MPOMEHST aKTHUBHOCTTa Ha EH3UMHUTE, OTTBOPHH 3a
metunupanero Ha JIHK u xucronusure monupukanuu.
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BO1. BIOCHEMICAL MARKERS OF BONE METABOLISM IN
EXPERIMENTAL ANIMALS
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Abstract

This study is a review of investigating on biochemical markers of bone metabolism in
various experimental animals. The biochemical markers are investigated in animal serum, soft
tissues around bone defects and bone implants. Alkaline phosphatise is investigated the most
frequently as a biochemical marker of bone metabolism in experimental animals.

The bone tissues are hierarchical build composites with mineral-organic structure and
complex architecture [4]. This organic-inorganic nature of the hard tissues ensures their unusual
strength and partial elasticity.

The regeneration of harmed bones after disorder, trauma, operation, etc. is complicated
and prolonged process. The bone relocation and fixation is not enough for the sufficiently
regeneration in some fractures involving considerable loss of the bone substance. Materials
exist which have similar to the bone chemical composition and supply mineral components for
the osteogenesis.

Biochemical bone markers are widely used in the medicine for control of processes of
fractures and bone disorders of the patients. In the veterinary medicine they are used more
limited on dogs, horses, rats and cats for studying of the bone formation and resorbtion. The
osteocalcin is an important index for bone formation. The alkaline phosphatase activity is an
index for the osteoblaste activity. The bone alkaline phosphatase activity is considered for
sensitive marker of the bone formation. These markers are routine indexes for the turnover of
the bone matrix and bone supporting.

Biochemical markers of bone metabolism in animal serum

Sheep model

Study was made to examine the effect of Tramadol as an analgesic drug on serum bone
alkaline phosphatase after dental implant in sheep model [1]. Data analysis by using
Independent Samples Test showed that there were no significant differences between the mean
levels of serum bone alkaline phosphatase in control group compared to treated group.

Dog model

Investigations were made to established reference values for a panel of serum markers
of bone turnover in dogs of various ages [2]. Serum concentrations of the carboxyterminal
propeptide of type-1 procollagen, the aminoterminal propeptide of type-I procollagen and
carboxyterminal cross-linked telopeptide of type-lI collagen were measured by use of
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commercial human radioimmunoassay kits. Serum osteocalcin concentrations and alkaline
phosphatase isoenzyme activities were measured by use of techniques developed specially for
dogs. Serum markers of bone turnover may be useful diagnostic and prognostic tools for
management of dogs with musculoskeletal disorders.

A study was made to investigate the early events of bone regeneration of Ca(OH)2 by
studying biochemistry level of serum alkaline phosphatase as guide for bone regeneration in
mandible of dogs [10]. The results showed that there was a high significant difference of the
level of serum alkaline phosphatase between the different postoperative days.

Investigations were provide concerning biological response in dogs (definite by
measuring some hematological and biochemical indices) after experimental reconstruction of
missing teeth by titanium dental implants and combined technique for guided bone regeneration
[3]. Alkaline phosphatase, acid phosphatase in serum, serum calcium and phosphorous levels,
which are nonspecific indicators of osteointegration and osteolysis, were measures. The data
proved that the used method of titanium dental implants and combined technique for guided
bone regeneration did not have a negative influence on biological response of the organism of
dogs.

Rabbit model

Investigations were made to evaluate the use of serum concentrations of biochemical
markers of bone metabolism osteocalcin, bone-specific alkaline phosphatase and
deoxypyridinoline to compare healing in infected versus noninfected fractures and in fractures
with normal repair versus delayed repair in rabbits [16]. Measurement of multiple serum
biochemical markers on bone metabolism could be useful for clinical evaluation of fracture
healing and early diagnosis of osteomyelitis.

A study was made which compared the in vivo behaviour of three calcium phosphates
(mono-phase Zn-p tricalcium phosphate, Mg-f tricalcium phosphate and a bi-phase mixture of
hydrroxyapatite and B-tricalcium phosphate) in a paste form implanted in rabbits [7]. The serum
bone markers calcium, phosphorus, magnesium, zinc, alkaline phosphatase and bone-alkaline
phosphatase were measured using Human diagnostic kits. The mean values of the investigated
biochemical markers varied non-significantly between different experimental groups.

An experimental study comparing the dynamics of several biochemical markers before
and after osteosynthesis, utilizing implants coated with titanium and hafnium nitrides and non-
coated implants made of medical steel on rabbits’ bones [18]. The serum levels of alkaline
phosphatase, calcium, phosphorus, total protein, glucose, liver transaminases ALT and AST
were monitored for 60 days. The use of coated with titanium and hafnium nitrides implants, that
possess high strength, thermal and chemical stability, was not accompanied by the development
of additional reactive changes in the organism of experimental rabbits in comparison with the
implants made of non-coated medical steel.

Rat model

A study was designed to investigate if local tissue and serum markers of bone
remodelling reflect implant fixation following administration of lipopolysaccharide-doped
polyethylene particles in a rat model [12]. Implant fixation strength was positively correlated
with peri-implant bone volume and serum osteocalcin and inversely correlated with serum C-
terminal telopeptide of type I collagen, while energy of yield was positively correlated with
serum osteocalcin.

Composite bone scaffolds based on Zn modified p-tricalcium phosphate and mixture of
xanthan gum, caragenan, saccharose and gelatine were investigated in a rat model [5]. Trace
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element content of calcium, phosphorus and zinc and total alkaline phosphatise and bone
alkaline phosphatise activity were evaluated in rat serum. Phosphatise activity was established
by Human diagnostic kits using Screen master 588 LIHD 111. Osteocalcin content was
determined by radioimmunologic kit. Calcium, phosphorus and zinc contents were determined
by atomic absorption. The materials showed good biocompatibility and tissue tolerance to the
new implants.

Efficacy of bone scaffolds — composite calcium phosphate/poly L-lactide acid
(PLLA/HAP) was investigated in rats’ model. For studying the process of bone formation were
investigated the following serum indices: calcium, phosphorus, magnesium, zinc, total alkaline
phosphatase and bone alkaline phosphatase. The data of the investigations showed that the
values of investigated elements and the activity of the phosphatases were in normal physical
values in all rats [15].

Biochemical studies were done on rats with implants on the base of Zn-modified-
tricalcium phosphate and mixtures of xanthan gum, caragenan and gelatine. The serum bone
markers calcium, phosphorus, zinc, total alkaline phosphatase and bone alkaline phosphatase
were measured using Human diagnostic kits by the Screen master 588 LiHD 111. The levels of
the investigated serum bone markers were in physiological values during the experiment [17].

Biochemical blood indices (calcium, phosphorus, total alkaline phosphatase, bone
alkaline phosphatase and osteocalcin) in rats with implanted in tibia hydroxyapatite-gelatine-
xanthan gum composite materials were studied. The result showed reduction of parameters
under study on the 14th d p 1 and their increased on the 84 d p i. Based on the results obtained,
both materials are believed to have the necessary properties for clinical use. Both materials can
promote osteoconduction and are biocompatible [9].

A study was made to assess whether the presence of biphosphate pamidronate in the
cement implanted onto the rat tibial bones had any effect on some biochemical markers in rat’s
serum characterising homeostasis [13]. Serum activities of alanine aminotransferase, aspartate
aminotransferase and creatine kinase were determined six weeks after the surgery. The use of
biphosphate pamidronate in the cement had some positive effect on the homeostasis of the rats
after the surgery and a positive influence on the post operative regeneration process.

Biochemical markers of bone metabolism in animal tissues surrounding bone implants

Rat model

The study evaluated trace element content in the soft local tissue surrounding bone
implants in rats. Bone effects were filled with authologous or Mg-beta tricalcium phosphate
(Mg-B TCP) implants. The tissues were studied for iron, zinc, cuprum, cobalt, chrome,
molybdenum and selenium using atomic absorption spectrometry. It was established higher zinc
and molybdenum level in the rats with Mg-f TCP implants. Mg-f TCP did not cause any
adverse effects in the surrounding tissue [6].

Study evaluated mineral content in the soft and hard local tissue surrounding bone
implants was provided in rats [8]. Bone defects were created in femur and tibia of rats. The
implants were zinc-modified beta tricalcium phosphate and a mixture of beta tricalcium
phosphate and hydroxy apatite. Hard and soft tissues surrounding implants were studies for the
content of several elements (calcium, phosphorus, magnesium, iron, zinc, copper, cobalt,
chrome, molybdenum and selenium) using atomic absorption spectrometry. The results showed
that the mineral composition of hard and soft tissue was quantitative similar but a bit qualitative
different. The bone mineral composition was similar in rats from both investigated groups. The
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similar chemical elemental composition in the muscle and bone tissue indicated good tissue
tolerance. Applied new materials appear to be an appropriate material for further use because it
has good biocompatibility in bone tissue.

Biochemical markers of bone metabolism in animal bone implants

Rat model

Bone that was virtually depleted of osteocalcin and reduced in concentration of its
characteristic amino acid, y-carboxyglutamic acid, was obtained from rats treated with warfarin
[11]. Osteocalcin-dependent bone particles were resistant to resorbtion when implanted
subcutaneously in normal rats. They were investigated for y-carboxyglutamic acid,
hydroxyproline, calcium and phosphorus. The date suggested that osteocalcin is an essential
component for bone matrix to elicit progenitor-cell recruitment and differentiation necessary for
bone resorption.

Ectopic bone formation by subcutaneously implanted demineralized bone matrix
powder was assessed biochemically in rats of different ages [14]. The total calcium
accumulation in implants was greatly depressed in older rats. The magnitude of alkaline
phosphatase activity was decreased in older rats. The accumulation of the bone-specific vitamin
K-dependent bone protein (bone gla protein) was decreased in the implants in older rats.
Measurements of total calcium, alkaline phosphatase and bone gla protein at the site of
demineralized bone matrix implants clearly demonstrates that bone formation decreases
dramatically with increasing age.

Alkaline phosphatise is investigated most frequently as a biochemical marker of bone
metabolism in experimental animals. Although total alkaline phosphatise activity is routinely
measured in the most small animal biochemical analyses, little information exists in available
literature about investigations of the biochemical bone markers in animals.
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Summary: Acute kidney injury (AKI) is a common serious condition afflicting extremely
heterogeneous patient population. AKI diagnosis is usually based on the accumulation of end
products of nitrogen metabolism, such as serum creatinine. Unfortunately serum creatinine is an
indicator which is not reliable enough for early diagnosis of AKI for its concentrations are
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influenced by a variety of non-renal factors and clinically significant changes lag 1-3 days
behind the initial structural damage.

Considering the limitations of serum creatinine, the demand for improved biomarkers of
AKI is of intense interest to modern medical science. The discovery, translation, and validation
of neutrophil gelatinase-associated lipocalin (NGAL) give new opportunities in searching a new
approach for assessment of renal function during AKI. NGAL appears an excellent independent
biomarker in plasma and urine providing both diagnostic and prognostic information.

Key words: acute kidney injury, early diagnosis, biomarkers, neutrophil gelatinase-associated
lipocalin
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Octporo O0bOpeuno yBpexaane (OBY) mpencramnsBa BHE3amHO OTHajaHe Ha ObOpeyHara
¢ynkius. To e yecTo cpenraHo cepro3HO ChCTOSHUE, KaTo 3a00JIeBa€MOCTTa U CMBPTHOCTTA,
CBBP3aHM C HEro, He ca HaMaJlelu Mpe3 MocieqHUTe AeceTwneTus. 3acerHatu ca 5 — 7% ot
BCUYKM XOCHMTaIM3upaHu nauueHTd. Cpex KpuUTUYHO OosnHuUTe OKOoio 6% ca Te3u ¢
M3KIIIOYMTETHO TEXKa YBpesa, Hajarama 0bOpedHo-3amecTurenta tepanus [25]. OOGMKHOBEHO
OBY ce mmarHocTuipa Ha 0a3a HATPYNBAaHETO HA KpaHH MPOIYKTH OT a30THaTa OOMsHA
(Ypes v KpeaTWHUH) W/UIM HaMaJleHa MpoayKius Ha ypuHa [5]. CepyMHUAT KpeaTHHHUH € KbCeH
U HeHanexJeH nokazaren 3a ObY mnopaau penuna npuuunu [12]. HuBara my ce BusisiT ot
penuia W3BBHPEHATHH MPOMEHJIMBH KaTo I0JI, Bb3pacT, MYCKYJIHa Maca M MeTaboJIu3bM,
CBITBTCTBAILlA MEIMKAIMs, XPAaHUTEIEH M XMJpaTaloHeH craryc. Hepsnko HSIKOM OoCTpU H
XpOHUYHU OBOPEYHM CHCTOSIHUS MOraT Ja ce IMpeJcTaBAT Oe3 MOBUIIEHHE Ha CepyMHHS
KpeaTHHHH, OJlarofjapeHrne Ha KOMIIEHCATOPHUTE Bh3MOXKHOCTH Ha ObOpeKa- yCTaHOBEHO e, ue
CEepYMHUST KpEaTHHUH ce MOBUILABa Ipu oTnaaane Ha HaJ 50% ot peHanHara ¢pyHkuusa. OcBeH
TOBa KOHILIEHTpAIMsITa Ha CEPyMHHUS KpEaTWHUH HE OTpa3siBa pPEaJHOTO TIOHIDKEHHE Ha
CKOpOCTTa Ha IioMepynHara (uiarpanus B ocTpara (aza, Thi Karo ca HEOOXOAMMH HSIKOJKO
yaca JI0 JHHU, 32 Jla C€ YCTaHOBM HOBO DPaBHOBECHE MEXJIy IpearnojaraeMara cTaOHiIHA
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KpeaTHHWHOBA TPOIYKIMs U HamayneHata My ekckpeuus [17]. Tlpu Texku 3a0onsiBaHUS KaTo
CENCUC M3MEpPEHHTE CTOMHOCTH Ha CepyMEH KpEeaTMHUH HamajsiBaT U ce OKa3BaT OlIe IO0-
HUCKM Ha ()OHA HAa XEMOIMIYLIHATA B PE3Y/ITAaT Ha IEJICHACOUYCHOTO JICYEHUE C BIIMBAaHE Ha
teunocTH. Kputnuno ce siBsaBa u otaudepennupanero Ha OBY oT nmpepenanHa a3oTeMus Wiu
XpoHHYHA OBOpeYHa HEJOCTaTHPUYHOCT B MOMEHTAa Ha IMOCTHIIBAHE HA TMAalMEHTa, C el
HaBPEMEHHO IpeIpueMaHe Ha aIeKBaTHU TepaneBTUYHN MepKU. CaMOCTOSATEITHOTO H3MEpPBaHE
Ha HUBOTO Ha CEPYMEH KPEaTHHUH HE MOXeE Jla MOCIYKU 32 pa3rpaHUYaBaHe HA TE3U ChCTOSHUS
[7]. He Ha mocienHO MSCTO MOBMIIEHUETO HAa CEPYMHHUS KpPEaTHWHHH € KbCHa WHJUKAIUS 3a
(GYHKIIMOHAIHN TIPOMEHHM, Kacaelld CTeleHTa Ha IVIOMepyJaHara (QUITpaIus, KOeTo 3a0aBs
OIICHKaTa Ha BaXKHHU CTPYKTYpPHH MpoMeHHU B ObOpeuute B panHus craauit Ha OBY. Ot Bcuuko
U30pOEHO CTaBa SICHO, Y€ MPOCIEIIBAHETO HA IPOMEHUTE B HUBOTO Ha CEPYMHHUSI KPEaTMHUH €
TECT ¢ HEJAOCTaTbuyHA JUArHOCTHYHA €()EeKTUBHOCT 3a PAHHO AMArHOCTUIMpPAHE Ha BJOIIEHA
O0p0peuna ¢pyHkys [9].

Jluncara Ha 4yBCTBUTEIIHU U crienuUYHA OMOMapKepu 3a paHHa aerekuus Ha OBY
CHIIHO 3aTPyHHsIBA JUATHOCTULIMPAHETO U JICUCHUETO HA TE3W MAIMEHTH W UMa naryoeH edekr
BBPXY TEpPaNeBTHUYHOTO TMOBeACHHWE W KiMHUYHUSA wu3xox ot OBY [15]. 3abaBsnero B
nuarHoctunupanero Ha OBY, 6a3upano Ha mMpomsHAaTa B HUBOTO HA CEPYMHHS KPEaTHHHH, CE
SBSIBA CEPUO3EH MPOOJeM, Thil KaTo MpH HIKOW MPOYYBAHMS BBHPXY KHUBOTHHU Ca YCTAHOBEHHU
peauiia MHTEPBEHIIMM, KOMTO MOTrar jJa npefaoTBparat u uziekyBar OBY, ako ce mpuioxar
JIOCTaThbYHO PAHO B XOJla Ha 3a00JsIBAHETO, & UMEHHO- IMPEIu Jla 3alovyHe MOBUIICHUETO Ha
cepyMHus KpeatuHuH [13].

Karo ce umar npeaBuJi OrpaHU4YCHUATA HA CCPYMHUSA KPCATUHHWH, THbPCCHCTO HaA I10-
HazaexaHu Ouomapkepu 3a OBY e ot ocoOeH uHTepec 3a chBpeMeHHaTa MeauluHa. Maeannure
ouomapkepu 3a OBY TpsiOBa na ca TOCTHIIHU, OBP3U U U3MEPUMHU, TPEIU3HU U TOYHH, KAKTO B
MPOrHOCTUYHO OTHOIICHHE, TaKa W Jia OMNpeNessT TeKEeCTTa Ha peHaimHara JAuchyHKIus,
cnemuduuHn 3a ObOpeka, Aa ce mnoBWmaBar B paHHus craauid Ha OBY, ¢ BHcoka
qyBCTBUTENHOCT ¥ crienupudroct [1]. [Ipe3 mocneqHoTo aeceTuneTue mo- 100poro pazoupane
3a paHHHA NaTO(PU3NOIOTHYEH OTIOBOP HAa ObOpEKa KbM CTPECOBHU (HaKTOPH OTKPH pelula TeHH
Y TIPOTEWHH, KOUTO Obp30 ce mHaynupar B Ob0peka [13]. Te ygacTBar B perynamnusTa Ha HOBH
OBTUIA ¥ MEXaHW3MH, KOUTO MOIyIHpar ObOpedHara yBpenaa. 3a IAcTHE HIKOW OT TE3U
ObOpeYHN MPOTEHHU Cca OTKPUTH B ypUHATA W/WIW IJla3MaTa, OuepTaBalku ce Karo paHHHU
HeuHBa3uBHU Onomapkepu 3a OBY u HeroBus KIIMHUYEH U3XO/I.

C oTKpHBaHETO, THIKYBAHETO W BAJUAUPAHETO HA HEYTPOMPHIHUSA TeIaTHHA3A-aCOLUMPAH
gunoxkajnn (NGAL) ce pa3kpuBar HOBH Bb3MOKHOCTH 32 ThPCEHE HAa HOB IMOAXOJ 3a OIEHKA
Ha 6bOpeunara Qynkuus npu ObBY. NGAL 3a onenka Ha OBY ce pa3kpuBar u ¢ onpeneisiHeTo
Ha CE€ OKa3Ba OTJIMYEH CaMOCTOSTEeJIeH OuoMapkep B IUIa3Mara M ypHHATa, KakTo B
JMAarHOCTUYHO, TaKa U B MMPOTHOCTUYHO OTHOIIEHUE. B KOHTEKCTa Ha YBPE/IEH HAITBIIHO Pa3BUT
OpraH, KakbBTO ¢ OBOpeKbT, OmonormuHara ponss Ha NGAL e cBbp3aHa ChC 3ama3BaHETO Ha
¢yHkuusATa, 3a0aBsiHE Ha amonTo3ara, KakTo M ycwieH mponudepatuBeH ortroBop [22,23].
MpOoy4YBaHUATA Ha TeHHara ekcrpecuss npu OBY mokasBar Obp30 W MOIIHO TMOBHUIICHUE HA
NGAL mRNA B mucTamHuTe CETMEHTH Ha HE()POHA, TTO- CIICIIMAITHO B TUTETHHUS BB3XOJISII Kpan
Ha OpumKkara Ha XeHJe W cwOuparenHute kaHamdera. [locienBamara cunTesa Ha NGAL
MIPOTEHH B JUCTAHUS. HEPPOH U CEKpelusTa B ypuHata (popMupa OCHOBHATA YacT OT YPUHHUS
NGAL. Bonpekn ue mnazmenusatr NGAL cBoOomHo ce dunTpupa mpe3 IoMepynia, TOW B
rojsiMa cteneH ce peabcopOupa B MpoKcHMaiHus TyOysd. ToBa O3Ha4aBa, 4e €KCKpenusaTa Ha
NGAL BeposTHO ce IBJDKM Ha ObOpeyHa yBpelda CbC 3acsiraHe Ha pealdcopOIusiTa B
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MIPOKCUMAJIHUS TyOyn W/Wiau WHAynupaHe Ha cuHTe3a de novo Ha NGAL B nucranHus TyOy.
ITo orHomenue Ha miasMenust NGAL camust 660pek He ce siBsiBa OCHOBEH M3TOuHMK. NGAL
IIPOTEUHBT B KPhBOOOPAILICHUETO IPOU3XOK/A U OT APYT'H OPraHu, KAKBUTO Ca YEPHUSAT Ipod u
OenusT 1po0, a CHIO U OT AKTUBHPAHHU HEYTPODUIN, Makpodaru u Apyru KIETKH Ha UMyHHaTa
cucreMa. OCBeH TOBa BCSKO HaMalleHHE Ha CTENEHTa Ha TJIOMEpyJIHa (QHUITpanus HaMalsBa
exckpenmara Ha NGAL ¢ mocieqBamio TOBHINIEHHE B CHCTEMHOTO KPBBOOOpAIICHHWE P
MAIMeHTH C XpoHH4YHa ObOpeuHa yBpena. [IpenkIMHUYHM TPOYYBAaHUS BBPXY KHUBOTHHCKHU
Monenu onpenensiT NGAL karo eguH oT OENTHIMTE C Hali- BUCOKA MHAYKIMS B ObOpeka 1o
BpeMme Ha pasrbpHar cerncuc [14]. Ilocnensanu npoyuBanus npu xopa omnpenenat NGAL karo
OTJINYEH OMOMapKep 3a PaHHO AMArHOCTHMILIMpPAHE, TEParleBTUYHO MOHUTOPUpPAHE W MPOTHO3a
npu 4ecto cpemanu ciaydan Ha OBY [19]. Pa3zpaborBaHeTo Ha cTaHAAapTU3UpaHU KIMHUYHU
wiaropmMu 3a Obp30 U TouHO M3MepBaHe Ha NGAL B ypuHara W ma3Mara JOIBIHUTEITHO
yIECHsIBAa IIMPOKOTO M3Moia3BaHe u Baauaupane Ha NGAL karo 6uomapkep [20].

NGAL ce ouepTaBa KaTto €J1H OT Haii- o0elaBaniuTe OnoMapkepy OT HOBO IOKOJICHHE, KAKTO B
KJIMHUYHATa Heposorus, Taka U oTBbA Hed [7]. [Ipu npoyuBaHe cpell MalueHTH ¢ YCTaHOBEHA
OBY (c ynBoeHHU HHBA HA CEpyMEH KPEaTHMHUH) C Pa3JIM4yHa €THOJIOTHSI CE OTKpUBA 3HAUUTEIIHO
nosumieHne Ha NGAL B cepyma U yprHaTa B CpaBHEHHE ¢ HOpMajaHU KOHTpoiu [23]. Husara
Ha ypuHHUA U cepymMHUsT NGAL kopenmupar ¢ Te3nm Ha cepyMHHUSI KpeaTHMHHUH, a ObOpeuHara
OworicHs TOKa3Ba MHTEH3MBHO HATpylBaHe Ha uMyHopeakTHBeH NGAL karo uyBCTBUTENECH
nokasaren 3a ycranoBeHa OBY npu xopa. Haii- mobpe e nmpoyueno nosenennero Ha NGAL nipu
nanuenTy, npu kouto OBY e owakBaHo ycioxxHeHue. ChbpJEUHUTE OlEepaliy, BKJIFOYBAIIA
kapauo-myniMonanen Oaiimac (KIIB) ca cpen Haii-4ecTo W3BBPLIBAHUTE XUPYPTUYHU
WHTEpBEHIIMM B OonHHUIMTE 1O cBeTa. B okono 30% oT ciydauTe MalMeHTUTE pa3BUBAT
nocronepatuBHO OBY ¢ paznuyHa TEXECT, KOETO € CBbP3aHO ChC 3HAUUTENHO yBEJIMYEHUE Ha
HeONMaronpusITHUTE MOCIEICTBHUS U CMBPTHOCTTA. [laTtorenesara Ha OBY BeiencTBue chpleuHa
orepanus BKJIIOYBA HSIKOJIKO MEXaHM3Ma- HAcjlarBaHe Ha XEMOJMHAMHUYHH, BB3MAIUTEITHH H
He(pOTOKCHYHU (HaKTOPH, KOETO BOJAU 0 3acsirane Ha ObOpeka [24].

Penunia mpoyuBanus ca (OKycMpaHUW BbpPXy MNpenuKTUBHaTa croMHOCT Ha NGAL,
n3MepeH B MbpBUTE 2-6 yaca clie]] ChJoBara aHacToMO3a Mpu nanuentu, noanoxkenn Ha KIIb.
Croiinoctute Ha NGAL ce cpaBusiBar ¢ Texxectra Ha OBY crnopen kputepuute, BKIIOYCHH B
RIFLE xnacudukanusara (Risk, Injury, Failure, Loss, End-stage), karo AUC-ROC mnoka3Ba mo-
no0pH CTOMHOCTH 3a pasrpanndaBaHe Ha kareropusta OBY: R (0.72), 1 (0.79) u F (0.80). Twit
kato RIFLE kpurepuure ce OCHOBaBarl OCHOBHO Ha IIOBHUIIEHUETO HA CEPYMHMS KPEaTHMHHH
CTIPSIMO M3XOJHUTE CTOMHOCTH, 3a0aBSHETO B MPOMSIHATa Ha TO3M (YHKIMOHAJECH IOKa3aTen
cpeaHo ¢ 1-3 1HU cnex CTpyKTypHara yBpena, HEpsiko Moxe jaa Obae QaraiHo B
JAMAarHOCTUYHO U TEpaneBTUYHO OTHoIeHWe. OCBEH TOBa NMpEIUKTHBHATA PO HA YPUHHUS
NGAL cnex cbpaedHa omepanusi COpsMO U3XoAHaTa ObOpedHa GyHKIMS JaBa Haii-
MOKa3aTeHU Bapualluy MpH MallMeHTH ¢ HOpMallHa MpezoneparuBHa 0b0peuna ¢yHkus [20].
O1wte no- nokaszaTesHy ca Pe3y/ITaTUTe IpH Jela, KbAETO OTCHCTBAT ChITBTCTBAIIN IPOMEHIINBU
KaTo BB3pacCT, MPEIIIecTBAII0 ObOpPEeYHO 3a00isIBaHe, YABIKEHO BpEeMe 3a OCHIIECTBSIBAHE Ha
Oaifmac, XpOHUYIHO 3a00JIsIBaHE WITH THAOCT.

[Ipu manueHnTH, MOCTHIBAIM B CIEIIHO OTJEICHUE C MHOXecTBeHU TpaBmu, ObBY e uecto
cpemano ycinoxknenue, oOycnasamo 40-60% ot cmbprHOCTTA. [IpoyuBaHus NMPU KPUTHUHO
0O0JTHM HOBOPOJIEHW CBHIIO TOKa3BaT BHCOK MpolieHT Ha OBY u HebmaronmpusTeH KIWHUYECH
usxon [2]. Konrpact-unaynupanara Hegponarus € neuHupana Kato MOBUIICHUE HA CEPYMHHUS
KpeaTtuHuH ¢ 25% win noBeye B paMKuTe Ha 48 yaca ciel NepKyTaHHA ChbpJeuHa HHTEPBEHIIMS
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[21]. Haxonko mpoyuBanus onpenensar u poista Ha NGAL karo mporHoCTHYEeH OHOMapkep 3a
OBY BcrnencTeue npuiiokeHue Ha KoHTpacTHa marepus [16, 4, 3, 18]. NGAL ce ouepraBa He
camo KaTo OTIM4YeH OnoMapkep 3a paHHo auarHoctuipane Ha OBY ¢ pasnuyna eTnosorus, HO
CBILIO TaKa MOKa3Ba BUCOKA MPOTHOCTUYHA CTOMHOCT MO OoTHOoweHue Texecrra Ha OBY. Ilpu
pa3IMYHU TMAlMEHTCKH TPyNH € JI0Ka3aHa KOpelalusATa MEXKIy pPaHHUTE IOCTONEpPaTUBHU
croitHoCcTH W KiauHW4YHUS u3xoxn [10,6] . IlpoyuBaHusi cpej XeTeporeHHa rpyra MarueHTH
JIEMOHCTpUpAT Haill- BUCOKHU cToHOCTH HAa NGAL B paHHMs TOCTONEpAaTUBEH NIEPUO]] TIPH TE3H,
IIPU KOUTO B MOCIIEACTBUE CE € HaJI0XKUIa ObOpeyHO-3aMeCTUTENIHA TeparHus.
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Abstract

When the eye movements of young and older subjects were adapted to double-step target
displacement similar adaptive recalibration was demonstrated (Bock et al., 2014). Here we
introduced the same paradigm in patients with bilateral primary-open glaucoma in order to
investigate the directional adaptation of their reactive saccades and to compare it to that of
control subjects (young and older) with healthy vision. Patients adapted to double-step targets
requiring a change of response angle by -15 deg. The control groups showed comparable
magnitude of recalibration. In contrast, the patients did not adapt to double-step targets. We
suggest that the degraded adaptation of reactive saccade direction not due to aging but rather
due to affected peripheral and central adaptive mechanisms, caused by glaucoma.

INTRODUCTION

Glaucoma is an optic neuropathy leading to progressive visual field loss [11]. As a result
glaucomatous patients have difficulties executing some everyday vision based task like face
recognition [3], walking and driving [5], which deteriorate the quality of their everyday life.

Loschky LC and McConkie (2002) suggested that people execute saccades of smaller
amplitudes when their vision is degraded in order to avoid the effected areas. A study about
face recognition in patients with primary open glaucoma of both eyes [4] reported that larger
saccades, done by the patients in order to adapt their eye movements, were associated with
better face recognition. Lamirel et al. (2014) reported that patients with primary open glaucoma
exposed impaired accuracy and latency of their saccades during the exploration of complex
visual scenes. Smith et al. (2012) revealed that patients with primary open glaucoma of both
eyes executed less number of saccades compared to normally-sighted people when viewing
images of everyday scenes in laboratory conditions. The authors explained the result with
degradation of peripheral vision leading to inability to detect items and execute saccades
towards them. In a driving task, patients with primary open glaucoma of both eyes showed
significantly more saccades than control subjects when viewing a driving scene as a
compensation for their restricted field of view [2]. All these studies established that saccadic
eye movements are changed in patients with glaucoma. However, we did not meet in literature
studies about saccade adaptation. It reveals due some physiological (growing or aging) or
pathological (oculomotor or brain lesions) processes to compensate for occurring asymmetry
between the two eyes.

The present study investigates whether patients with bilateral primary open glaucoma can adapt
direction of their reactive saccade eye movements. For this purpose, we applied modified
double—step paradigm [8] in laboratory conditions.

Materials and METHODs

Eight young (20-35 age range) and eight older subjects (50-66 age range) with normal or

corrected to normal vision participated in the study. All of them had normal or corrected to
normal vision and had no eye adaptation experience. Six patients (57-68 age range) with
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primary open angle glaucoma (POAG). Diagnosis of POAG was done in SOBAL “Prof.
Pashev” by ophthalmologic examination, perimetry, optical coherent tomography and
gonioscopy. The study was approved by the Ethics Committee of the Institute of Neurobiology,
Bulgarian Academy of Sciences.

The participants sat in a semidarkened room in front of 17 ““‘computer monitor situated 40 cm
ahead. In order to avoid the spontaneous movements of the subjects’ head was stabilized by a
chinrest. In single-step trials, the target (a grey square with size of 0.7 cm) appeared in the
center of the screen for 760-1500 ms and was displaced in one of eight possible loci along an
imaginary circle of 11 cm radius about the center (0 degree is rightward). 760 ms later the target
came back to the center of the circle. In double-step trials, the first displacement of the target
was followed by a second displacement, 200 ms later. The size of the target’ step was - 15 deg
clockwise. 640 ms later the target came back to the center of the circle. All participants were
instructed to look at the target with their eyes.

DC-electro-oculography (EOG) with a bandpass filter of 0.08-100 Hz was used to register the
eye movements. The signal was digitized at 100 Hz with a resolution of 0.01 /bit, and was
calibrated about once every 100 saccades.

The experiment consisted of 29 episodes, each one with 20 target presentations. Two baseline
single-step episodes were followed by 25 double-step episodes (adaptation phase). Aftereffect
phase duplicated the baseline phase and finished the experiment.

A software defined saccadic direction as angular difference between first target step and
primary saccade. Saccade latencies were defined as the interval between the target appearance
and onset of primary saccade. The mean direction and reaction time of saccades for each
episode and subject was calculated.

RESULTS

Fig. 1 demonstrates eye directions in the groups of controls and patients. The baseline
directions were similar in all groups that was confirmed by one-way ANOVA (p>0.05). During
the adaptation phase both control groups gradually changed the response directions towards
second target step and reached a stable level at the end of adaptation. On the contrary, patients’
adaptive performance was poorer and consisted of more positive eye displacements than
negative. This discrepancy was confirmed by an ANOVA with between factor Group and
within factor Episode (25 adaptation episodes), which yielded significance for Episode
(F(24,408) =3.08, p<0.001) and Group (F(2,17) =9.91, p<0.01). Post-hoc decomposition
confirmed that the adaptation magnitudes of both young and older control groups differed
significantly from the adaptation magnitude reached by the patients (-4. 5 and -5.5 vs. + 0.67).

Saccade directions in aftereffect phase, showed corresponding (negative) magnitudes to those in
adaptation phase in both control groups, but positive magnitudes in patients’ group. One-way
ANOVA of aftereffect phase yielded a significant effect of Group (F(2,41) =6.97, p<0.05).
Post-hoc decomposition revealed that eye angle directions in both young and older control
groups differed significantly from the eye directions in patients’ group (-2.8 and -3.1 vs. +2.22).

57



20 - - young control
—#- older control
16 -@- older patients

12

Eye direction (deg)
o

-8  paseli
aseline
phase adaptation phase aftereffect
-12 A phase
-16
episode
220 4

Fig. 1. Eye directions in all 3 groups during baseline phase (first two episodes), adaptation
phase (25 episodes) and aftereffect phase (last two episodes). The groups adapted to double-
step targets of -15 deg size. Each symbol is the across—subject mean of one episode, and each
error bar the pertinent intersubject standard deviation.

Fig. 2 reveals that baseline reaction times of the eyes were shorter in the young control group
compared to the reaction times in both control and patient older groups. The same tendency was
demonstrated in the adaptation phase. An ANOVA of the adaptation phase yielded significance
for Episode (F(24,360) =1.73, p<0.05) and Group (F(2,15) =11. 17, p<0.05). Post-hoc
decomposition confirmed the lower reaction time of the young control group (171.63 ms) vs.
those of the older controls group (197.54 ms) and patients (219.34 ms).
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Fig. 2. Eye reaction times during the baseline and adaptation phase in all groups. The groups
adapted to double-step targets of -15 deg size. Each symbol is the across—subject mean of one
episode, and each error bar the pertinent intersubject standard deviation.

DISCUSSION

The present results revealed that adaptive changes in both control groups were similar. The
magnitudes of saccade directions in the aftereffect phase, were also comparable for both age
healthy groups. Since aftereffects reflect sensorimotor recalibration [10, 9] the results
demonstrate that adaptive recalibration is not degraded in older subjects. All these findings
confirm age-independence of saccadic adaptation [1]. Therefore, examined elder patients with
bilateral primary-open glaucoma revealed degraded adaptation of reactive saccade direction not
due to aging but rather due affected peripheral and central adaptive mechanisms by glaucoma.
Most likely dysfunction in the retina in turn impairs subsequent stages, including visual cortical
processing and visuomotor activity. As in our glaucomatous patients both eyes are impaired, no
central compensation is possible, i.e. not only sensorimotor recalibration but also strategic
components involved in saccadic adaptation is affected that leads to full adaptive inability. The
present study suggest that rehabilitation programs of primary open angle glaucoma should be
applied in earlier stages of glaucoma, mainly when only one of both eyes is impaired. These
patients could probably adopt new oculomotor strategies to compensate for their visual field
defect.

REFERENCES

1. Bock, O., M. Ilieva and V. Grigorova. Effects of old age and resource demand on double-
step adaptation of saccadic eye movements. Exp. Brain Res., 2014, 232(9), 2821-2826.

2. Crabb, D.P., N.D. Smith, F.G. Rauscher, C.M. Chisholm, J.L. Barbur, D.F. Edgar, D.F.
Garway-Heath. Exploring eye movements in patients with glaucoma when viewing a
driving scene. PLoS ONE, 2010, 5(3), €9710.

3. Glen, F.C., D.P. Crabb, N.D. Smith, R. Burton, D.F. Garway-Heath. Do patients with
glaucoma have difficulty recognizing faces? Invest. Ophthalmol. Vis. Sci., IOVS, 2012,
53(7), 3629-3637.

4. Glen, F.C., N.D. Smith, D.P. Crabb. Saccadic eye movements and face recognition
performance in patients with central glaucomatous visual field defects. Vision Res., 2013,
82,42-51.

5. Haymes, S.A., R.P. LeBlanc, M.T. Nicolela, L.A. Chiasson, B.C. Chauhan. Risk of falls
and motor vehicle collisions in glaucoma. Invest. Ophthalmol. Vis. Sci., IOVS, 2007,
48(3), 1149-1155.

6. Lamirel, C., Milea, D., I. Cochereau, M.H. Duong, J. Lorenceau. Impaired saccadic eye
movement in primary open-angle glaucoma. J Glaucoma, 2014, 23(1), 23-32.

59



7. Loschky, L.C., G.W. McConkie. Investigating spatial vision and dynamic attentional
selection using a gaze-contingent multiresolutional display. J. Exp. Psychol., 2002, 8, 99-
117.

8. McLaughlin, S.C. Parametric adjustment in saccadic eye movements. Percept.
Psychophys., 1967, 2(8), 359-362.

9. McNay, E. C., D.B. Willingham. Deficit in learning of a motor skill requiring strategy, but
not of perceptualmotor recalibration, with aging. Learn Memory, 1998, 4, 411-420.

10. Redding, G. M., B. Wallace, B. Adaptive spatial alignment and strategic perceptual-motor
control. J Exp Psychol Hum Percept Perform, 1996, 22(2), 379-394.

11. Sippel, K., E. Kasneci, K. Aechling, M. Heister, W. Rosenstiel, U. Schiefer, E.
Papageorgiou. Binocular glaucomatous visual field loss and its impact on visual
exploration —a supermarket study. PLoS ONE, 2014, 9(8), e106089.

12. Smith N.D., F.C. Glen, D.P. Crabb. Eye movements during visual search in patients

with glaucoma. BMC Ophthalmol., 2012, 12:45.

BOS. AWARENESS OF GPS ABOUT ALTERNATIVE MEDICINE -

HOW CAN WE INITIATE IT
Staykova-PirovskaY., L. Despotova-Toleva

Department of Ophthalmology and Family medicine, Faculty of Medicine, Trakia University,
Stara Zagora,
E-mail: yordanka.staykova.pirovska@trakia-uni.bg

Abstract

Background

Studies have shown that AM/CM becomes more and more popular among patients. The number
of doctors using AM/CM is raising, most of all among family doctors. General practice is the
place of the first contact of the patient with the health care system. GPs should know patient’s
wishes, thoughts and doubts, understand the therapy options and help them to make informed
decision. This understanding is a key point for the GPs to meet patient’s expectations. That is
why we focused our attention to the awareness of patients and GPs in the field, using two types
of questionnaires devoted to these two target groups. Here we discuss the process of creating
questionnaires and some preliminary result.

Aim of the study

The aim of this part of the study is to evaluate the awareness of Bulgarian family doctors
regarding AM/CM focusing on some large cities.

Methods and materials

Based on literature search and analysis of our and foreign experience and published data in
recent years, we designed 2 questionnaires especially created and adapted for Bulgarian GPs.

Results

Analyzing privies scientific data from other countries, taking into consideration our health care
system and the features of Bulgarian primary care we consider our research method to be a
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questionnaire type. The points for this decision are based on the method price (it is cheap),
access to large groups of people at same time and convenient for respondents. We give the
respondents enough time to think, to ask and discuss. The questionnaires cover four main areas:
[1] socio-demographic with questions about age, residence, sex, type of general practice etc; [2]
awareness and knowledge about different types of available/offered alternative therapies; [3]
revealing the use/desire of AM/CM for patients and GPs, and [4] willingness to learn more
about the opportunities and benefits of Alternative and Complementary medicine in General
Practice setting. On the second stage of the pilot study we will cover some large cities, pointing
out the advantages and disadvantages, the response rate and some variables.
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Abstract

Studies have shown that AM / CM is more and more popular among patients. The number of
doctors using AM and CM is raising, most of all among family doctors 8 They are the first
contact of the patient with the health system and GPs should know  their wishes, thoughts
and understanding about their therapy. Therefore it is important to understand what want
patients and if GPs meet their expectations. Thus we made by creating two types of
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questionnaire for patients and for GPs. At this report we discuss the creating process and final
result of GPs questionnaire.

Aim

The purpose of this report is to perform the creating of a suitable method of research about
awareness of family doctors to AM/CM for our country especially for some large towns.
Methods and materials

Based on literature search and analysis of our and foreign experience and published data in
recent years, we designed the first for Bulgaria questionnaire, especially created and adapted for
Bulgarian GPs.

Results

Analyzing privies scientific data from other countries and take into consideration our health
system and primary care we choose our research method to be questionnaire. It is cheap, only
printing paper, can include large group of people at same time,convenient for respondents -
they have more time to think, easier for administer and etc. So we create questionnaire which
questions cover four main areas: socio-demographic with questions about age, residence, sex,
type of general practice etc; second is awareness and knowledge about different types of
available/offered alternative therapies; the third -revealing the use/desire of AM/CM for
patients and GPs, and the forth -willingness to learn more about the opportunities and benefits
of Alternative and Complementary medicine in GP. The second stage is pilot study to be made
for the territory of some large town, and to see advantages and disadvantages, response rate
and reviews from that kind of research.

Key words: general practice, questionnaires, research method, patients, study, alternative
medicine

Introduction

Scientific studies and researches in different countries shows that Alternative medicine and
Complementary medicine (AM / CM )are more and more popular among patients [3,6,13].The
number of doctors using AM and CM is raising every year, the number of countries in which
AM and CM are making a way among people and society are growing too[2,3,4].The spread
of AM and CM among doctors from different clinic directions is interesting and indicative- the
majority are family doctors, the group of anesthesiologists are second but mostly for using
acupuncture [6,8,10]. Family doctors are the first contact of the patient with the health system
and they should know their wishes, thoughts and understanding about their therapy.
Therefore it is important to understand what want patients and if GPs meet their expectations.
Many researches shows that most of the patients have great thrust in their family doctor [6].
The doctor must be well trained not only in conventional medicine, studied in universities, but
he must have opinion and knowledge about different alternative therapies that are most popular
among patients and have proved that are effective in healing process. Although there are few
systems and therapies from CM that are studied in some universities already in some countries
[2,8,14]. Their are so many scientific data about this topic AM/CM in general practice for
different countries, but about Bulgaria data are insufficient, there are only for hospitals and
private pediatric practices [20]. We are very interested in this topic which seems to be new for
Bulgaria and its exploring can be useful in many directions- for doctors, patients, health system
and prosperity of the society. This research is second stage of PhD thesis about AM/CM in
General practice. The first stage was literature review of that kind scientific data made in other
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countries in resent years. Now we focus our attention for creating the most suitable research
method about knowledge and use of AM/CM in GP taking in consider of local factors in
health system, general practices and others particularities in Bulgaria. So we create two types
of questionnaire for patients and for GPs. At this report we discuss the creating process and
final result of GPs questionnaire.

Aim

The purpose of this report is to perform the creating of a suitable method of research about
awareness of family doctors and patients to AM/CM for our country especially for some large
towns.

Methods and materials

Based on literature search and analysis of our and foreign experience and published data in
recent years, we designed the first for Bulgaria questionnaire, especially created and adapted for
Bulgarian GPs.

Results
During the search we discuss different options in creating the suitable instrument for our study.
We focus upon tree big types of research instruments — questionnaire, semi-structure interview
and mixed methods. They all have advantages and disadvantages [1,11,12]. Our job was to
analyzing the scientific articles and data from literature and foreign experience and to choose
the most appropriate method for our study. After analyzing we stop upon questionnaire
because it is— cheap method — only printing paper, can explore large territory for short time, it is
research method easy to administrate, suitable for respondents- they have more time to think, it
can be anonymous, much quicker and there is no subjective influence of the researcher, than
other research methods like semi-structure interview for example[1]. But we cannot miss easily
that it’s not perfect instrument, there can be risk of missing data, like unfilled and unanswered
questions, for some reason if the question is not clear or is confusing. We can never be sure
that this is the right person if he is not doing that in front of us, also this research method is not
so flexible[11,12], but for our purpose is acceptable, even more if we include it in mixed
method[1]. When the instrument was chosen we start searching studies that have already made
with this kind of research instrument for general practitioners and patients. In most cases they
were presenting only few questions or some groups of questions, for example Moshe Frenkel
and his collogues in their report present some questions from questionnaire to patient[7], most
of their questions have four or five types of answer of choice. While another study from UK
presents some example of questions to family doctors, but here we see more open-ended and
with self-filling structure questions[9]. The majority of this studies are using questionnaires
sent by mail and includes some big cities or regions[2,3,6,7,9,10].
The questionnaire that we made after analyzing the literature and other foreign experience is
two types for our two target groups- GP and patients. It is anonymous questionnaire and
questions are nearly 30, with only two or three open- ended. Questionnaires cover four main
areas:

1. Socio-demographic with questions about age, residence, sex;
2. Awareness/knowledge of different types available/offered alternative therapies;

3. Revealing the use/desire of AM/CM for patients and GPs;
4. Willingness to learn more of AM/CM in GP.

Same structure of the both types questionnaires we have but questions are transformed
according to target group.
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For example — questions to GP — Do you recommend different alternative therapies to your
patient? Yes No

And to patient- Does your GP have ever recommended to you any alternative therapies?

Yes No

Some questions have two types answer yes and no, but others are with more possibilities:

Your attitude to alternative medicine:

"1 enthusiastically

"] receiving

"1 Failure

1 indifferent

Indicate the reasons why you don’t use AM in your practice
0 it's effective

CI'm not familiar enough with it

"] not safe

Do you think that AM is:
| additional to conventional medicine
"1 be used alone for prevention
"1 alone for the treatment and prevention
"1 to conventional medicine for prevention
"1 additional to conventional medicine for treatment and prevention
"1 unscientific and has no place in your work
"1 should not apply

And some open- ended questions like -Please tell, what alternative method would you like to
study in more detail?

The questionnaires must be well design and structured for the purpose of the study, to find out
is our research method is appropriately, understandable and well -structure pilot study first must
we made. This pilot study will help us to find out if is any misunderstanding or confusion in
questions, or there are new suggestions and point of view to be in help for our further study.
Conclusions:

This study presents creating process of finding the most suitable research method and the final
result of it -two types questionnaires, one for GP and second for patient, covering four main
areas, questions are transformed according to the target group. Pilot study is next step where the
questionnaires will be tested.
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BO6. WOUND HEALING
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Academy of Sciences, Sofia, Bulgaria

Over the ages, many agents have been placed on wounds to improve healing. Until now nothing
has been identified that can accelerate the healing process in a normal individual. Many hinder
the healing process. The main issue in wound management is to create an environment where
the healing process can proceed optimally. The first step of wound healing is inflammation.
Immediately after injury, intense vasoconstriction leads to blanching, a process mediated by
epinephrine, neurotropil elastase and prostaglandins released by injured cells. After 10 minutes
it is reversed by vasodilatation. Leukocytes now migrate into the wound by diapedesis, they
adhere to endothelial cells, to wounded tissues. Alteration in pH from breakdown products of
tissue and bacteria, along with swelling causes pain. Neutrophils, macrophages and
lymphocytes come into the wound. Macrophages eat bacteria, dead tissue, they secrete matrix
metalloproteinases, that break down damaged matrix. Being a source of cytokines,
macrophages stimulate fibroblast proliferation, collagen production. The second stage of
healing is proliferation which is mediated by fibroblasts. Proliferation includes Mesenchymal
cell chemotaxis, cell proliferation, angiogenesis and epithelialization. Epithelization is the
process of epithelial renewal after injury. The sequence of events here are cellular detachment,
migration, proliferation, differentiation. Epithelization is followed by wound contraction. The
process begins approximately 4-5 days after wounding and it represents centripetal movement
of the wound edge towards the center of the wound. The last process of wound healing is
Remodeling. It increases the strength of the new tissue after wounding. During that process, the
number of intra and intermolecular cross-links between collagen fibers increases dramatically.
The process continues for up to 12 months. Excessive healing results in a raised, thickened scar,
with both functional and cosmetic complications, for it can be a hypertrophic scar or a keloid.
No modality of treatment is predictably effective for these forms of lesions.
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Abstract
Burns are the second major cause for death from injury in childhood. They not only

affect the body physically, but also cause long-lasting psycho-emotional, functional and
aesthetic consequences. Thermal burns are the most frequently occurring type of burns in

67



children, followed by chemical and radiation ones. Almost a half of the burns in childhood
occur in the age group 0-4 years. Children are more vulnerable to burn injury in comparison
with adults because of their anatomical and physiological features. Because of the complex
therapeutic behaviour, burns need to be treated in a specialized burn centre. Thus, competent
and timely treatment is provided and disease complications are reduced. During the last 25
years the technological development has taken the knowledge in the field of pathophysiological
and pathohistological mechanisms of burns and their evolution on a new level. This has
changed the usual clinical course and treatment of the burn disease and introduced a
qualitatively new treatment approach and behaviour. The modern local treatment of burns, the
new operative techniques, the ample choice of temporary skin substitutes, the modern intensive
care and resuscitation provide conditions for great reduction of the burn death rate, shortening
of the hospitalization time and achieving of excellent cosmetic and functional outcomes. Until
recently, patient survival after extensive burns was a principal measure for successful treatment
outcome. Now, when an increasingly great part of the extensive burns are treated successfully,
the good functional and aesthetic outcomes as well as the complete social adaptation are the
new measures for success. The main treatment goal is to return the child to the family and to
his/her natural environment, and to restore the normal child’s everyday activities which
correspond to his/her age.
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Abstract

Brain tumors can be classified into two major classes, namely, primary brain tumors that start in
the brain and secondary brain tumors that are generated by the cancer cells that migrated from
tumors developed in other parts of the body. In the present study were observed changes in the
morphology of the brain vessels, choroid plexus epithelial cells and blood vessels (on the 10th
and 30th day) and metastatic foci in the brain tissue in hamster Graffi experimental tumor
model (TBH). In the present study were observed metastasis near the brain ventricles and
remarkable changes in the brain vessels in all tumor bearing hamsters. The most significant
increased luminal diameter of the blood vessels was observed in TBH on the 30-th day of
examination. These changes in the brain microvasculature and plexus choroideus are evidence
for alteration of the blood-brain barrier and blood-cerebrospinal fluid-barrier and probably
were result of secondary brain tumors.

Key words: brain metastasis, experimental hamster Graffi tumor model, blood-brain barrier and
blood-cerebrospinal fluid-barrier

INTRODUCTION

Secondary brain tumors are more common than primary ones and are the most common cause
of tumors in the intracranial cavity. This means that a cancerous neoplasm has developed in
another organ elsewhere in the body and that cancer cells have leaked from that primary tumor
and then entered the lymphatic system and blood vessels. They then circulate through the
bloodstream, and are deposited in the brain. How the metastatic process is regulated also largely
remains a mystery.The development of new therapeutic approaches for these diseases is a
difficult challenge, and there is no effective treatment for almost all the brain diseases. In most
of the cases, the major cause of the failure in the development of drugs to treat brain diseases is
the presence of blood-brain barrier [2]. The cerebrospinal fluid (CSF) circulatory system is
involved in the neuroimmune regulation, cerebral detoxification, and delivery of various
endogenous and exogenous substances [3]. The barriers of the brain play critical roles in
controlling the movement of various methabolites, but also drugs, between the blood and the
brain (Blood-Brain Barrier) and the blood and the CSF (Blood-CSF-Barrier). Fundamental to
all brain barrier mechanisms is the presence of intercellular tight junctions between intimately
opposed cells comprising these interfaces (endothelial cells of the brain vesels - BBB and
choroid plexus epithelial cells — B-CSF-B) [7]. Plexus choroideus is highly vascularised
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structure in the brain ventricles. It produces cerebrospinal fluid and involves in the synthesis
and transport of numerous CSF components. Choroid plexus has an important role in the
homeostasis of nutrients in the CSF [1]. The transplantable myeloid tumor used in this study
originated as a Graffi murine leukemia virus-induced tumor in newborn hamsters, adapted and
maintained to mature Golden Syrian hamsters [4, 8].

The aim of the present study is to investigate the morphological changes of the brain structures
and blood vessels in the hamster Graffi experimental tumor model.

MATERIAL AND METHODS

Experimental hamster Graffi tumor model: Golden Syrian hamsters, 2 months old, were used in
experiments. The experimental Graffi tumor was primary created by the Graffi-virus in new-
born hamsters, and maintained monthly in vivo by subcutaneous transplantation of live tumor
cells (2x10%/ml PBS) in the interscapular area of hamsters, for keeping the tumor’s survival [4,
8, 9]. The tumor is 100% cancerous, and the animals die usually up to the 30th day after
transplantation. The animals were kept under standard conditions with free access to food and
water.

Histopathologycal examination: Brain samples from control (healthy) and tumor bearing
hamsters (TBH) were taken, fixed in Carnoy's solution and embedded in paraffin using routine
histological practice. Tissue sections (5-7um) were stained by hematoxylin-eosin and examined
under light microscope Leica DM5000B.

All studies were performed in accordance to the Guide for Care and Use of Laboratory
Animals, as proposed by the Committee on Care Laboratory Animal Resources, Commission
on Life Sciences and National Research Council, and a work permit No. 11130006.

RESULTS AND DISCUSSION

For the first time brain was examined in experimental hamsters with Graffi tumor to establish
metastases and morphological changes of brain structures in the ventricles during tumor
progression. The histopathological studies of the brain were carried out on the 10th (Fig. 2.) and
the 30th day after tumor implantation (Fig. 3-4). At the same time brain samples were taken
from control hamsters (Fig. 1). Massive accumulation of tumor metastatic cells were detected in
the brain tissue, lateral ventricle and under ependyma in TBH on the 30-th day of examination.
Tumor cells have a morphology similar to that described morphology of the primary tumor,
reported in our previous studies. It was found that the tumor metastasizes lymphatic and
haematogenous route. In our previous studies metastases were observed in regional and non-
regional lymph nodes, in the lung, liver and spleen of TBH. Tumor cells in metastatic lesions
are morphologically identical to the primary solid tumor [8, 10].

Remarkable changes were found in the morphology of brain vessels in all tumor bearing
hamsters. The most significant increased luminal diameter of the blood vessels was observed in
TBH on the 30-th day of examination. Most of the endothelial cells of the blood vessels near
by metastasis were destroyed.

Many brain vessels and choroid plexus cappilaries with destructive changes were seen in the
present study. Some endothelial cells were destroyed. There were many macrophages in the
apical part of the choroid plexus epithelial cells and in the CSF and many dark epithelial cells.
Most blood vessels in the plexus choroideus are wide-calibre (10-15 um) fenestrated capillaries,
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wich included non-fenestrated endothelial segments with some vesicles [5]. Similar changes in
the rat choroid plexus blood vessels and epithelial cells
investigations after low doses ionizing irradiation [6].
Experimental study of the TBH revealed that the tumor appearance and development led to the
morphological damages in the brain tissue and vessels and choroid plexus and violation of the
permeability of the blood-brain barrier and blood-CSF-barrier.

Fig. 1. Light microscopic micrograph of control hamster
cerebrum near by the lateral ventricle (—). Brain blood
vessels (V); Choroid plexus epithelial cells (EC) and
blood vessels (), cerebrospinal fluid (CSF). H&E stain.
X5

Fig.3. Light microscopic micrograh of tumor berig
hamster (30 days after tumor inplantation) cerebrum near
by the lateral ventricle (—). Brain blood vessels (V);

we observed in our preliminary

4 VoG WG ool L ™ A
Fig. 2. Light microscopic micrograph of tumor bearing
hamster (10 days after tumor inplantation) cerebrum near
by the lateral ventricle (—). Brain blood vessels (V);
Choroid plexus epithelial cells (EC) and blood vessels
( ), cerebrospinal fluid (CSF). H&E stain. X 5

Fig. 4. Light microscopic micrograph of tumor bearing
hamster (30 days after tumor inplantation) cerebrum near
by the lateral ventricle. Massive accumulation of tumor
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Choroid plexus epithelial cells (EC) and blood vessels
(<), cerebrospinal fluid (CSF); Massive accumulation of
tumor metastatic cells (MC) in the brain tissue, lateral
ventricle and under ependyma. H&E stain. X 5

metastatic cells (MC); blood vessels (V). H&E stain. X 20

Conclusion: The obtained results clearly demonstrate that the increased luminal diameter of the
brain capillaries, the destructive changes and atrophy of epithelial and endothelial cells of the
plexus choroideus in the brain ventricles are processes which probably contribute to the
emergence of metastases.
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Abstract

Alkylphosphocholines (APCs) are synthetic phospholipid analogues with a pronounced
antineoplastic activity mediated by an interference with the lipid metabolism of the tumor cells
and modulation of cellular signaling pathways regulating the proliferation, differentiation and
apoptosis.

In the present study the antiproliferative activity of the novel APCs erucylphospho-N, N, N-
trimethylpropanolamine (erufosine) on in vitro cultured Graffi myeloid tumor cells was
determined by a (3-[4,5-dimethylthiazol-2-yl]-2, 5-diphenyltetrazolium bromide) (MTT) dye
reduction assay. The dose- and time-dependence of the antineoplastic effect was assessed after
exposure to four different concentrations of erufosine. The tested anti-cancer agent was found
to exert a clear dose-dependent antiproliferative effect on Graffi myeloid tumor cells. The ICso
value of the erufosine was calculated. The morphological changes in the Graffi tumor cells
cultured in the presence of erufosine were analyzed by live/dead staining with acridine orange
and ethidium bromide and were visualized by by ZOE™ Fluorescent Cell Imager. The
microscopic observations support the claim that the erufosine causes death of Graffi tumor cells
through induction of apoptosis. Based on these results we could suggest that the erufosine
appears to be a promising agent in the treatment of haematological malignances.

Key words: alkylphosphocholines, erufosine, Graffi myeloid tumor cells, antiproliferative
activity

Introduction

Cancer has become one of the most significant health challenges of our time. Systemic
chemotherapy is the most common therapeutic approach, however, considerable limitations
exist including the toxicity to healthy tissues and low achievable drug concentrations at the
tumor site. These discrepancies of contemporary anticancer therapy define the need for the
development and implementation of novel therapeutics and treatment strategies.
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Alkylphosphocholines (APCs) are phosphocholine esters of long-chain aliphatic
alcohols that represent a new and promising class of anti-cancer agents [6]. The mechanism of
the antitumor action of APCs substantially differ from those of the conventional cytotoxic
agents, which target mainly the DNA of the tumor cells [1]. The antiproliferative activity of the
APCs is due to the disruption of lipid metabolism of the tumor cells, primarily by inhibition of
the synthesis of phosphatidylcholine and modulation of lipid-mediated signal transduction
involved in the control of cell proliferation, differentiation and death [14].

The class of APCs comprises of various compounds, from which one,
hexadecylphosphocholine (miltefosine, HePC) has found an application in clinical practice for
treatment of skin metastases in patients with breast cancer [1] and others are currently
investigated in clinical and preclinical studies [6].

The unsaturated alkylphosphocholine erufosine (ErPC3) belongs to the third generation
APCs and it is the first compound of this class that can be administered intravenously, because
it does not cause haemolysis and myelotoxicity [6]. The ability of erufosine to cross the blood-
brain barrier makes it a potential therapeutic agent for the treatment of brain tumors [6].

In vitro, the antiproliferative effect of erufosine was demonstrated in various cell lines of
human haematological malignancies [4, 9, 10] as well as solid tumors [7, 8]. Preclinical studies
have also shown a pronounced antiproliferative effect of erufosine on various in vivo model
systems - glioblastoma and chemically-induced mammary carcinoma [6].

In the present study, primary cell cultures derived from Graffi myeloid tumor in
hamsters (GMTH) were used to confirm the antineoplastic effect of the erufosine on
haematological neoplasm. The GMTH is a transplantable, rapidly growing tumor with very
aggressive behavior, showing no spontaneous regression. The tumor was originally induced by
Graffi murine leukemia virus in newborn hamsters [5] and adapted to grow in a solid form after
subcutaneous inoculation [12]. The GMTH is a reliable model for studing of the antitumor
effects of natural and synthetic chemical substances, showing precise and reproducible results
[13]. Cell cultures derived from the tumor represent a valuable in vifro model system for
primary screening and selection of potentially active antineoplastic agents.

Materials and methods

Test compound

Erufosine was synthesized at the Max Planck Institute for Biophysical Chemistry,
Gottingen, Germany, and was kindly provided by Prof. Eibl. Erufosine was dissolved in PBS
(phosphate buffer saline) pH 7.4 and ethanol at a volume (1:1, v/v) and was stored at 4°C.

Cell cultures and cultivation

Primary Graffi cells were isolated from the solid myeloid tumor tissue from Syrian
golden hamsters under aseptic conditions. The cells were grown as monolayers in 25cm? tissue
culture flasks in RPMI-1640 medium containing 10% heat-inactivated fetal bovine serum, 2
mM glutamine, 100 U mL™! penicillin and 100 pg mL! streptomycin. The cultures were
maintained at 37°C in a humidified atmosphere with 5% CO,. All culture reagents were
purchased from Gibco/BRL (Grand Island, NY).

MTT-dye reduction assay

The in vitro antiproliferative activity of erufosine was studied on Graffi myeloid tumor
cells using the standard MTT-dye reduction assay, described by Mosmann [11]. The trypsinized
tumor cells adjusted to a density 1x10° cells/mL RPMI-1640 containing 10% FBS were plated
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(100 pL/well) in 96-well flat-bottomed microplates (Orange Scientific) and allowed to adhere
for 24 h. The cells were then treated with erufosine at concentrations of 10 uM, 20 uM, 40 uM
and 80 puM (six wells per concentration) for 24 h, 48 h and 72 h. Untreated tumor cells were
used as negative controls. The plates were observed by inverted light microscope (Olympus
CK40, Japan) to identify changes in the growth characteristics and cytopathological alterations
of the treated cells. At the end of treatment period, the culture medium was discarded, the cells
were rinsed with PBS and 100 pL of MTT (3-(4,5-dimethylthyazol-2-yl)-2,5-diphenyl
tetrazolium bromide) solution at a concentration of 0.5 mg/mL were added to each well. The
plates were incubated for 3 h at 37.5°C in a humidified atmosphere and 5% CO,. Formazan
crystals were dissolved by adding 100 puL/well of an absolute ethanol/DMSO (1:1 v/v) solution
and the absorption was measured using a microplate reader (TECAN, Sunrise TM,
Groedig/Salzburg, Austria) at 580 nm.

Morphological study

The identification of apoptosis or necrosis was carried out by a double staining with
acridine orange (AO) (3,6-dimethylaminoacridine) and ethidium bromide (EB) (3,8-diamino-5-
ethyl-6-phenylphenanthridinium bromide) method [2, 3]. Briefly, Graffi tumor cells were
seeded in 96-well plates and after 24 h were treated with ErPC3 at concentrations that does not
exceed the ICso values established by the MTT test ( 7.5 uM, 15 uM and 30 uM). Control cells
were incubated for the same period in culture medium. After 72 h tretment, the cells were
washed with phosphate buffer saline (PBS), pH 7.4 for 1 min to remove culture media and 5 pL
of fluorescent dye solutions in PBS (AO 10 pg/mL and EB 10 pg/mL) were added to each well.
The cells were examined by ZOE™ Fluorescent Cell Imager (Bio-Rad Laboratories, Inc.)
within 10 minutes before the fluorescence signal starts to fade.

Statistical analysis

The relative cell viability, expressed as a percentage of the untreated negative controls
was calculated for each concentration. The statistical significance was assessed by One-way
ANOVA followed by Bonferroni’s post hoc test (GraphPad Prism software package). p <0.05
was accepted as the lowest level of statistical significance. Probit regression analysis (Statistica
5.5 software package) was applied to determine the concentrations inducing 50% inhibition of
the cell growth (ICso values).

Results and discussion

Light microscopic investigation of erufosine-exposed GMTH cells showed cytopathic
alterations such as shrinkage, rounding up and detachment from the substrate (Fig. 1). After 24
hours of treatment, cytopathic alterations were evident only in the cells exposed to 40 uM and
80 uM erufosine. The observed morphological changes progressed in a concentration- and
time-dependent manner and after 48 h and 72 h were visible at all tested dose levels.
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Figure 1. Cytopathic alterations in Graffi myeloid tumor cells exposed to erufosine for 72 h,
visualized by light microscopy. a-control culture; b-culture treated with 20 uM erufosine; c-

culture treated with 40 uM erufosine.
The results from the MTT dye reduction assay revealed a concentration-dependent
antiproliferative effect of erufosine on in vitro cultures of Graffi tumor cells (Fig. 2).
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Figure 2. Antiproliferative effect of erufosine on Graffi myeloid tumor cells after 24 (A), 48
(B) and 72 (C) hours of exposure.
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The exposure period of 24 hours was sufficient for reduction of the viability of the
Graffi myeloid tumor cells. Statistically significant decrease of the cell viability (p <0.001), as
compared to the untreated controls, was established at the concentrations higher than 20 uM.
After 48 h and 72 h the reduction of the cell viability was significant (p <0.001) at all used
concentrations of erufosine. The ICso values of erufosine, determined after 24 h, 48 h and 72 h
of exposure were 31,750 uM, 21,072 uM and 23,005 uM, respectively.

To determine whether the inhibitory activity of the ErPC3 is associated with induction
of apoptosis, morphological alterations of Graffi cells were assessed by fluorescent microscopy
after AO/EB double staining. Untreated Graffi cells were with homogenous pale green nuclei
and bright green nucleolus. Erofusine-treated Graffi cells showed rounding, retraction of the
pseudopods, blebbing of the cellular membrane, reduction of the cellular and nuclear volume
(picnosis) and fragmentation of the nucleus (karyorrhexis), which are morphological features of
apoptosis (Fig. 3).

Figure 3. Fluorescent images of Graffi myeloid tumor cells exposed to erufosine and double
stained with AO (green) and EB (red). a-control cells; b-cells treated with 30 uM erufosine; c,
d- details from a and b.

Early apoptotic cells with bright green nucleus and condensation of chromatin observed
as dense green areas, late apoptotic cells sowing chromatin condensation and orange colored
nucleus as well as formation of apoptotic bodies were found in cell cultures exposed to
erufosine at all concentrations used.

79



The results of the current study reveal that ErPC3 possesses promising antiproliferative
properties and apoptogenic effects against Graffi tumor cells. The cell viability results showed
an obvious decrease of viable cells in ErPC3-treated cultures. Grafti cells treated with ErPC3
had typical morphological changes that implicate apoptosis.

Results presented clearly demonstrate the in vitro antitumor activity of the tested ErPC3
on Graffi tumor cells and are a premise for further assessment of its in vivo antineoplastic
potential.
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The aim of our study was to evaluate the influence of four complexes of Zn/Ag and Zn/Au with
Shiff bases Salampy and Saldmen on viability and proliferation of cultured cells from the
myeloid tumor of Graffi in hamster as well as of lymphocytes and bone marrow cells of the
same tumor-bearing animals. The compounds were applied at a concentration range of 0.05 —
20 pg/ml for 48 h and 72 h. The number and viability of the treated cells were determined by
trypan blue dye exclusion technique using automated cell counter.
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Cancer is one of the major reasons for human death. This requires the use highly
specific targeted anti-cancer agents. It is known that hemocyanins are very promising class of
antitumor therapeutics based on their immunogenic properties.

The aim of the present research was to investigate the anti-proliferative activity of
Hemocyanin obtained from Rapana thomasiana (RtH) and the contribution of cholinium salts
of aminoacids (ChAAs) for conformational stability of the hemocyanin molecule on cancer and
non-cancerous cells.

ChAAs were synthesized in two steps, namely cholinium chloride was exchange to
hydroxide anion on the ion exchange resin, and then cholinium hydroxide was reacted with the
corresponding amino acid. The target compounds were isolated, purified and identified using
H'-NMR (400 MHz). The hemocyanin used in this study was isolated from freshly obtained
hemolymph of the gastropods Rapana thomasiana (RtH) by centrifugation at 180 000 x g for
3h at 4°C, and subsequent purification using gel chromatography. In this study prior to use
RtHs were incubated with a certain amount of ChAAs for 1 h at RT.

Two cell lines were used: MCF-7 (breast cancer cells) and 373 murine fibroblasts as
control cells (all from ATCC). Cell viability was determined by MTT proliferation assay.
Briefly, the cell lines were seeded in 96-well plates (1x10* cells/well). Different concentrations
of RtH ranging from 100 to 700 pg/ml were added to the cell culture media. While ChAAs and
RtH-ChAAs complexes were tested at concentration of 0.67-4.7 mM and 100-700 pg/ml,
respectively. Cells without treatment was used as a control. After incubation for 24 hours at
37°C, 5% CO2 MTT reagent was added to each well and incubated for another 3 h. The cell
viability was determined by measurement of O.D. at 570 nm.

The results of analysis do not indicate cytotoxicity of the ChAAs in both cell lines.
Inhibitory effect of cancer cell growth after treatment with RtH at a concentration of 250-700
pg/ml and incubation 24h was observed. In contrast, the same concentration range of RtH
promotes high proliferation on fibroblasts. Visible reduction in cell survival was observed for
cancer cells treated with the modified RtH. Viability of MCF-7 cells decreased more than 50%.
In contrast, the viability of 3T3 fibroblasts was not affected by treatment with the RtH-ChAAs.

Conclusion: The present study demonstrated that the effect of RtH-ChAAs on cell
proliferation is cell specific. Since ChAAs play role for conformational stability of RtH and for
enhanced anti-proliferative activity of cancerous cells for non-cancerous cells no such effect
was obtained.
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Abstract

High plasma cholesterol is one of the major reasons for cardiovascular diseases. Statins are

the common drug used to reduce elevated total cholesterol and low density lipoprotein (LDL)
cholesterol levels. Statins decrease hepatic cholesterol production by competitively inhibiting
HMG-CoA reductase in mevalonate pathway. Besides a reduction of the cholesterol it has
recently been found that statins possess anticancer properties. A number of experimental and
clinical studies have demonstrated that they induce anti-proliferative, proapoptotic, anti-
invasive and radiosensitising effects in many different tumor types. The precise molecular
mechanisms by which statins exert their antineoplastic effects are not fully understood. PI3K
signalling pathway is very often upregulated in different cancers. Recent studies indicate that
anticancer activity of statins is due to the inhibition of the PI3K/AKT signalling pathway.
Due to the marked anticancer effects and low toxicity statins may be successfully used as novel
therapeutic agents for the treatment of cancer alone or in a combination with other anticancer
agents. However, further studies are needed to evaluate their optimal dose and highest
effectiveness and better understand the cellular antitumor action of statins.

Key words: HMG-CoA reductase inhibitors, antitumor effects, cancer treatment
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The aim of our study is to present some of the most popular assays used to evaluate the
influence of compounds on viability and proliferation of cultured cells. The advantages and
pitfuls of MTT test, neutral red uptake cytotoxicity assay and crystal violet staining will be
discussed.
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The influence of the immune status of the offspring of pregnant rats experimentally infected
with Trichinela spirallis was traced in order to explore the migration of Trichinella larvae from
mother to the offspring. For tracking the vertical transmission of migratory T. spiralis larvae,
blood samples and smears from the viscera and muscle tissue of newborn rats were examined.
During the experiment the growth dynamics of antibodies specific to Trichinella antigens was
monitored in adult rats. The level of specific antibodies in the serum samples of the newborns
in the control group was significantly lower than that in the animals born and milked by already
infected rats as well as in the case of the infected adult rats. This trend had been observed
throughout the entire experiment.

It was established that antibodies produced by mother in answer to migratory larvae are aimed
at effective protection of foetus against infestation and increase the immune status of the
offspring providing effective protection against re-infestation with larvae of T. spiralis [1,2]

The analysis of the results of the experiment were based on the recent immunological
knowledge of the leading role of the inborn immunity in the formation of the immune response
to the acquired immunity. It was proven that in protection against infections and other
biologically active agents the inborn immunity would be playing a leading role inducing the
start of the acquired immunity and its further activity. The immunoglobulin receptors contain
particular proteins which recognize only their complementary pathogenic structures

The interaction between the inborn immunity and the acquired one is carried out by the
dendritic cells and various mediator molecules [3, 4].

Obtained data demonstrate that passive immunity transmitted from mother to offspring can
influence the course of the development of epidemiological and epizootic processes in natural
and synanthropic foci of trichinellosis and in their progeny, which is subsequently infected with
larvae of T. spiralis.

Key words: Trichinellosis, intrauterine transmission of trichinellosis, immune status
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Abstract

Serum samples from 65 brown hares (Lepus europaeus, P.) obtained from 31 hunting
areas of 12 administrative regions in Bulgaria during 2012-2013 were tested for presence of
specific antibodies to the protozoan parasite Toxoplasma gondii using passive
haemagglutination test (BulBio — NCIPD, Sofia). To investigate the environmental and public
health significance of disease, by the same method, were tested serum samples by 102 home
and stray dogs from three areas of the country, as well as ten samples from wild boars, roe deer,
foxes and jackals. Presence of specific anti - Toxoplasma antibodies were found in 6.15% of
brown hares, 42.16% of dogs, in roe deer, jackals and one wild boar.

This study complements and updates the available epizootiologial data on the
prevalence of Toxoplasma gondii in intermediate hosts among wild animals and dogs in our
country.

Key words: wild animals, brown hare, dogs, Toxoplasma gondii, Bulgaria.
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Toxoplasmosis is a protozoan disease with wide geographic distribution. The causative
agent is the unicellular parasite Toxoplasma gondii (Family Toxoplasmatidae) which infects
mammals, birds and humans. Definitive hosts are carnivores of the family Felidae. The
intermediate hosts become infected congenital, by contact, but mainly alimentary - by taking
food and water contaminated with sporulated oocysts or consumption of tissues from infected
animals. In different wild hosts toxoplasmosis infection is unnoticeable or provoke mild
symptoms, without manifestation of pathognomonic signs. This makes it difficult to diagnose
and requires a study be made of materials obtained after hunting animals. In recent years, there
have been reported cases of fatal toxoplasmosis in wild animals is the northern part of Europe
[14,15]. Sedlak et al. experimentally established high sensitivity of hares to primary toxoplasma
infection [18]. Jokelainen found that acute generalized toxoplasmosis is the reason for the death
of 14 of 173 studied hares (8.1%) from Finland [15]. The diagnosis was confirmed by
immunohistochemical methods, and through the genetic method (PCR) defined genotype of
T.gondii - genotype II [15]. An interesting fact is that this parasite is able to cause illness and
even kills its host, but not infrequently causes subclinical or asymptomatic infections [11], with
an established seropositivity. Latent infections can be detected through a study of the immune
response of the host for this parasite. Hares make up the immune response, as the presence of
antibodies settles between 7 and 12 days after infection [18].

In Spain, using Modified agglutination test, antibodies to 7".gondii were found in 14.2%
of the studied hares, such as spread of infection was significantly higher in animals in the forest
areas of Catalonia (53.8%) while those living in arid areas level of seropositive ranged from 6.1
to 14.6% [4]. High levels of seroprevalence are reported in populations of hares from Germany
[11]. Frolich et al. identify positively reacted on the Sabine-Feldman test 46% of the studied
hares from the four areas of the province Schleswig-Holstein [11]. European hares from the
Czech Republic, Slovakia and Austria are tested for serum antibody by indirect fluorescent
assay. In studied hares with detected 7.gondii antibodies are 14% of them, and seropositivity
for individual countries is respectively 21%, 6% and 13% [7].

The literature data about the prevalence of 7.gondii infection among wild animals in
Bulgaria are scarce. Angelov et al. in 1956 by means of serological tests detected for the first
time toxoplasmosis in hares [1]. In 1968 and 1971 Nancov, by complement fixation test (CFT),
found that 15.7% and 14.8% of the studied animals react positively for the disease, in various
areas the seropositive levels is range from 7.4% to 33.3% [2,3]. Although toxoplasma infection
is widespread in the hare in Bulgarian [2,3], severe epizootics in this species of game, with a
high mortality, have not been reported.

In recent years there have been increasing reports of the presence of 7.gondii antibodies
in wild animals. Positive titers are found in the 33.9% of the tested deer in Norway [21], 24% in
the Czech Republic [6], 13.7% and 21% in Spain [13,17]. Toxoplasma infection in feral pigs is
serological identified in a Spain, Portugal and Slovakia, as levels the seropositive animals are
respectively 38.4%, 20.6% and 8.1% [5,12].

In dogs, infection with 7.gondii is usually asymptomatic and the detection of specific
antibodies shows that they have been infected. Reports indicate that the free living dogs, in
close contact with wild birds and rodents, in rural areas, are at higher risk for infection. Specific
T.gondii antibodies are found in 23% of the tested dogs in Sweden [20] and 26% in Austria
[22]. Serological testing in these animals in Bulgaria is made and reported by Kostova in 1999
and after performing passive haemagglutination test (PHAT) specific antibodies are found in
27.78% of them, the highest percentage seropositivity is observed in stray dogs [16].
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People usually become infected by ingestion of oocyst from the environment, the tissue
cysts or tachyzoites in undercooked meat or viscera of many different animals, or unpasteurised
milk. It is not known which of these routes is epidemiologically more important [8,19]. Study
of Elmore et al. shows that direct contact with cats is not a major risk for infecting people [9].
In the past, the consumption of raw or undercooked meat, has been regarded as a major route of
transmission to humans [19]. It has been found relationship between serological identified cases
in animals and those in people living in the same area [2,10]. The dogs probably play a role in
mechanical transmission of infection to humans [10]. In America, recent outbreaks of acute
toxoplasmosis in humans have been associated with oocyst environmental pollution [8].
Therefore, knowledge about possible routes of horizontal transmission to humans and the
sources of infection in nature is a prerequisite for the development of effective strategies for the
prevention of infection.

The purpose of our study is testing of serum samples from wild animals (hares and
some game species) and dogs for the presence of anti-7.gondii antibodies in reaction passive
haemagglutination and investigation of Toxoplasma seroprevalence among these intermediate
hosts, inhabiting the wild nature or living near the settlements in different regions of Bulgaria.

Materials and Methods

Materials: In the 2011-2013 were collected blood samples from 65 brown hares (Lepus
europaeus, P.) shot by hunters and one caught and dead in lowland agricultural areas of 12
administrative regions in Bulgaria: Blagoevgrad, Burgas, Vidin, Vratsa, Lovech, Pazardzik,
Pleven, Plovdiv, Silistra, Sliven, Stara Zagora and Yambol (Table 1). The age of the hares was
determined by Stroh's method and they were classified as subadult and adult.

Gathered were blood samples from other game species (n = 10): wild boar-3, roe deer-3,
red deer-1, jackals - 2 and one fox.

In the study were included blood samples from 102 adult dogs (stray dogs and home
dogs living in a yards) obtained in carrying out veterinary activities in 2012-2013 in the regions
of Veliko Tarnovo, Zlatograd (Smolyan) and Pancharevo (Sofia-city).

Blood Sera were separated following centrifugation immediately after their receipt in
the laboratory and stored to conduct serological tests in temperature -20°C

Methods: Serum samples were tested for the presence of specific 7.gondii antibodies in
the passive haemagglutination test (PHAT) with toxoplasmic erythrocytic diagnosticum
(commercial kit BUL BIO - Ltd. Bulgaria), according to the manufacture instructions.

Results and Discussion

The study of the 65 serum samples from brown hares established the presence of
specific T.gondii antibodies in four of them (6.15%). Serological titer of 1:20 is obtained in
three hares shot in hunting area Kameno (Burgas), Kalitinovo (Stara Zagora) and Kiril and
Methodi (Stara Zagora).

In one of animals (caught in the land of the area Belozem, Plovdiv region) found a high
serological titre (1:80). On the literary data brown hares with proven acute form of infection
with T.gondii, show high titre of antibodies [15]. The diagnosis in this case has not been
confirmed by other methods.
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Table 1. Results of serological examination of serum samples from brown hares obtained from
different areas of Bulgaria

. Number of . Titre
. Hunting . Positive
Regions areas testing results (n)
samples 1:20 1:40 1:80
Blagoevgrad 1 1 0 0 0 0
Burgas 3 8 1 1 0 0
Vidin 1 1 0 0 0 0
Vratsa 2 4 0 0 0 0
Lovech 2 2 0 0 0 0
Pazardzik 1 1 0 0 0 0
Pleven 1 1 0 0 0 0
Plovdiv 4 12 1 0 0 1
Silistra 2 3 0 0 0 0
Sliven 5 11 0 0 0 0
St. Zagora 7 18 2 2 0 0
Yambol 2 3 0 0 0 0
Total 31 65 4 3 0 1

The established seroprevalence of toxoplasmosis amongst hares are close to those living
in some dry territory to Spain and Slovakia and significantly lower from those in Germany,
Czech Republic, Austria or forest areas in Spain [4,7,11]. Serological studies show less
prevalence of T.gondii among brown hares (6.15%) in comparison with the levels established
by Nankov in 1968 and 1971 (15.7% and 14.8% respectively) [2,3]. The difference is probably
due a long period of time between the two surveys (about 45 years), methods of testing,
changes in the game management practices, and a serious reduction of the number of this
species of game in Bulgaria.

Studies of many scientists show that there were no significant differences between the
levels of seropositive animals and their sex and age [4,12]. Our results show differences in
terms of sex of tested animals. It was found that reacted positively were predominantly female
hares - 7.9% of the test, and 3.7% of males. No significant difference was observed in
seropositivity for both age groups (adults, 6.4% and subadults 5.6%).

Testing of serum samples from wild animals for the presence of specific anti-7.gondii
antibodies show a serological titre of 1:80 in one of three tested wild boars. With a positive
result were and three roe deer (one with a serological titre of 1:20, and two with 1:80). In both
jackals is established 1:20 titer, while in fox were not found specific antibodies. The results
cannot be compared with data reported by different scholars [5,6,12,13,17], but show the
presence of seroreagents among different species of wild animals show the presence of this
infection in the forest areas of the country.

Serologic testing for toxoplasmosis at 102 samples of free-living dogs (home and stray)
detects T.gondii antibodies in 43 of them (42.16%) - Table 2. Seropositive dogs showed titers
from 1:20 to 1:320 and presented in percentages as follows: 20.93% have titer 1:20; 1:40 —
51.16%; 1:80 - 9.30%; 1:160 — 11.63% and 1:320 — 6.98%.
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These levels at the home and stray dogs, are higher than those reported for Bulgaria
27.78% [16], Sweden — 23% [20] and in Austria - 26% [22].

Table 2. Results of the serological test (PHAT) of serum samples from home and stray dogs

Number | Positive Titre .
Regions Dogs of testing | results Seropositive
1:20 | 1:40 | 1:80 | 1:160 | 1:320 %
samples (n)
Velik Home 3 1 1 0 0 0 0 33.33
elko Stray 8 3 3 0 0 0 0 37.50
Tarnovo
Total 11 4 4 0 0 0 0 36.36
Smol Home 8 4 0 1 1 0 2 50.00
molyan
(Zlatograd) Stray 8 7 4 0 0 2 1 87.50
Total 16 11 4 1 1 2 3 68.75
Home 23 6 2 2 1 1 0 26.09
Sofia
(Pancharevo) Stray 52 22 12 6 3 1 0 42.31
Total 75 28 14 8 4 2 0 37.33
Home 34 11 3 3 2 1 2 32.35
Stray 68 32 19 6 3 3 1 47.06
Total 102 43 22 9 5 4 3 42.16

In this study was observed higher percentage of seroprevalence among the stray dogs
47,06% (min 37.5%, max 87.5%) in comparison with those, living in the yards - 32.35% (min
26.09%, max 50%). Such results have been reported from Kostova in 1999 [16]. Probably as a
result of their diet, contact with infected animals (domestic and wild) and access to the
environment contaminated with 7.gondii oocysts.

Seroprevalence of 7.gondii is highest in dogs by the region of Zlatograd — 68.75%. With
approximately the same levels are the animals in regions of Veliko Tarnovo and Pancharevo
(Sofia), respectively - 36.36% and 37.33%. In the literature data there is a connection between
the number of seropositive animals and certain factors such as the presence of definitive hosts,
favorable climatic conditions, agricultural activity and the type of feeding [4,12]. This gives us
reason to believe that high levels of seropositive dogs registered in the region of Zlatograd
(87.5% from stray and 50% from home dogs) are the result of the complex interaction of these
factors.

The results of the present investigation showed the presence of antibodies against
T.gondii in the tested different wild animals species in Bulgaria (brown hare, roe deer, wild
boar and jackal). The observed seropositivity among brown hare and roe deer is an evidence for
environmental contamination with infective oocysts.

The results of our study indicate the presence of specific anti-7"gondii antibodies in wild
animals inhabiting the lowland agricultural areas. Toxoplasma infection is serologically
established in different species of game, inhabiting forest areas, where brown hare present, but
due to its low density, is not an object of intense hunting activity. The results indicate that
infection with 7. gondii is present in nature, which could give public health impact, if infected
wild animals are used for food.

The high percentage of seropositive dogs - 42.2% focuses on their importance as a likely
source of human infection. Stray dogs in their role as a liaison between wildlife and humans can
be an indicator for spreading of 7.gondii in the environment.
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DO3. CELL GROWTH INHIBITING EFFECT OF THERMOLABLE
BIOLOGICALLY ACTIVE SUBSTANCE ISOLATED FROM FASCIOLA HEPATICA-
INFECTED RAT SPLEENS
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ABSTRACT
Thermolable biologically active substances (BASes) were isolated from healthy and
Fasciola hepatica infected rat spleens. The effect of the newly isolated BASes was studied in

92



vitro on nonactivated lymphocyte cell cultures. An inhibiting immunomodulating effect of the
BAS isolated from F. hepatica infected rat spleens was demonstrated.

A new property of mature Fasciola hepatica L. to inhibit experimental liver
carcinogenesis was established in our previous investigations [6]. This formed the basis for a
hypothesis on the possible roles of some biologically active substances of parasite and host
origin in the pathogenesis of this interaction. Thermolable and thermostable biologically active
substances were isolated from the tissues of F. hepatica and from normal and F. hepatica
infected host liver tissue, which were proved as inhibitors of cell proliferation [8, 9, 10].

The aim of the present work is to isolate thermolable biologically active substances
(BASes), inhibitors of cell proliferation, from the spleens of healthy and F. hepatica infected
rats, and to investigate their effect in vitro on the leukocyte cell proliferation.

MATERIALS AND METHODS

Wistar male rats aged 30 days were orally infected with 20 metacercariae of F. hepatica.
The animals were sacrificed 4 months later when the chronic stage of fasciolosis has been
developed. The spleens of the infected animals were processed to obtain the BAS. The BAS
isolated from spleens of healthy animals bred under the same conditions were used as controls.

The experiment was conducted in compliance with the requirements of the European
Convention for the Protection of Vertebrate Animals Used for Experimental and Other Specific
Purposes and the current Bulgarian laws and regulations.

The BASes were isolated by the modified method of Verly et al. [11] by ethanol
precipitation from aqueous tissues homogenate. The fraction obtained between 70% (v/v) and
87% (v/v) ethanol saturation was investigated.

Protein estimation of the newly isolated BASes was carried out according to Bradford
[1].

The dried extracts of the BASes dissolved in PBS were added to the lymphocyte cell
cultures at a dose of 20 pg per well.

The spleen lymphocyte cell cultures were obtained by gradient centrifugation on
Polysep (Pharmachim, Bulgaria — 1.077 g/cm™). The cell number was adjusted to 1 X 10°
cells/ml and applied to U-bottomed microtiter plates (Nunc) in RPMI 1640 medium (Flow)
containing 10% fetal calf serum.

The BASes were added on the 0 h to nonstimulated lymphocyte cell cultures. The cells
were cultured for 24 h at 37°C in a humidified 5% CO, atmosphere. 1.5 pCi *H-thymidine
(UVVVR- Prague) was added to each well and the incubation continued for an additional 18
hours. The cells were harvested on NC filters (45n) (Millipore) and counted in a scintillation
counter (Intertechniques). The results are statistically processed by variation analysis after the
Student-Fisher’s method by t-criterion.

RESULTS AND DISCUSSION

The effects of the BASes isolated from healthy and F. hepatica infected rat spleens are
investigated on nonstimulated lymphocyte cell cultures. The data are presented on Figure 1.
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Fig. 1

INCORPORATION OF [3H]-THYMIDINE IN
NONSTIMULATED LYMPHOCYTE CELL CULTURES
AFTER TREATMENT WITH BAS ISOLATED FROM
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The treatment of the lymphocyte cell cultures with the newly isolated from F. hepatica
infected rat spleens BAS leads to 1.44 fold decreasing of [*H]-Thymidine incorporation in
comparison with the control untreated cell cultures (Fig. 1). The percent of the inhibition is
30.8%. Statistically significant decreasing of the cell proliferation under the effect of this BAS
is established (P<0.01). The treatment of the cell cultures with the BAS isolated from healthy
rat spleens does not inhibit the cell proliferation of the lymphocyte cell cultures.

The newly isolated BAS from the spleens of F. hepatica infected rats show
immunosuppressive effect in contrast to the BAS isolated from healthy rat spleens.

Phase immune alterations in humoral and cell immunity are established in F. hepatica
infected host concerning migration, development and localization of parasites in the body [2, 3,
4, 5]. In previous paper we reported data about a stimulation of cell immunity under the
experimentally inhibited tumor growth in vivo at the background of chronic fasciolosis [7]. The
received data and the literature information suggested us about the possible involving of some
immune mechanisms and endogenous immunomodulators in the pathogenesis of the anti-tumor
effect of chronic fasciolosis.

The present results support our hypothesis for possible stimulation of the production of
inhibitors of the cell proliferation in some tissues of F. hepatica infected host.

There are no literature data available for isolation and characterization of similar BASes
from the spleens of F. hepatica infected hosts.
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Newly isolated BAS from F. hepatica infected rat spleens has different effect on the cell
proliferation in comparison with the BAS isolated from healthy rat spleens. Future
investigations will reveal more about their role in complex immunological mechanisms in the
body of infected and non-infected hosts.
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ABSTRACT

The present study represents a review of the literature on the experience accumulated in the
antiparasite treatment of the ruminant animals of the Cervidae family distributed in Bulgaria as
well as of species close to them. The summed-up literature data show that among the tested
anthelminthics a good effect against the gastrointestinal parasites have displayed oxfendazole,
albendazole, thiabendazole, mebendazole, fenbendazole, luxabendazole and tetramisolum.
Febantel is also one of them having shown a relatively positive effect also against the
dictyocaulus infection. No so good effect reaching up to unsatisfactory one against the lung
helminths, especially protostrongylids, has been demonstrated by the preparations
cambendazole, levamisole and rintal. Ivermectin has been most efficient in the struggle both
against the gastrointestinal and lung nematodes. Its efficacy in the fight against the pulmonary
helminthoses has been better when applied at higher doses such as 400ug/kg body weight and
in its subcutaneous and pour on administration as compared to the per oral one. The attempts
for controlling the extrapulmonary protostrongylidoses with levamisole and rintal have proven
to be unsuccessful. Ivermectin has been in that respect the best of the rest of the anthelminthics
but also at the high dosage (400ung/kg body weight) though even in these cases its effect has
been incomplete. The treatment of trematode infections with albendazole has shown rating of
efficiency between 20 and 80 per cent in per oral and almost 100 per cent in the intraruminal
administration. Niclosamide has been effective in monesiosis. Ivermectin has been tested also
as a remedy for fighting the external parasites in the deer. It has been highly effective in
nasopharyngeal and subcutaneous myiasis, ticks, mange mites and lice.

Key words: parasite treatment; deer; Cervidae

INTRODUCTION

Parasitoses in animals, including in wild ones, display an array of negative effects. Most of
them become a pre-disposing factor for secondary deficiencies and infections, others are
detrimental to reproduction and some would lead to lethality of the hosts. Consequently, they
are in direct dependency of the numbers of their populations. On the other hand wild animals
present an epidemiological niche for parasites common with the ones in the domestic animals
and are often an important source of hazardous parasitic zoonoses. That is way taking measures
for fighting parasitic diseases amid the wildlife is not only an indication of a good management
in game-breeding and hunting industry but is also a healthcare necessity. The application of
anti-parasitic remedies in the wild animals including the deer has however, its specifics. For
example, Mason [17] indicates that important point is that deer are not sheep or cattle, and the
efficacy (and toxicity) of any pharmaceutical product, be it a drench or some other type of drug,
has to be established independently in deer. In this connection the goal of the present study was
set and it is to carry out a review of the literature of the experience with regard to the anti-
parasitic treatment of ruminant animals from the Cervidae family and in this way to help
experts in the field with information which would make it easier for them to take action in the
control and prevention of the parasitic diseases among them.
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RESULTS AND DISCUSSION

Treatment in cases of gastrointestinal and lung nematodoses

The study of Presidente et al. [22] is among the earliest concerning treatment of
parasitoses in cervids. The authors have observed an outbreak of dictyocaulosis among a
captive herd of black-tailed deer fawns. A transient decrease in output of Dictyocaulus
viviparus larvae in feces has been occurred after treatment with levamisole hydrochloride given
as a drench at the rate of 16 mg/kg of body weight. Lungworm larvae have not recovered in
feces 6 days after cambendazole given as a drench at 40 and 50 mg/kg of body weight. Larvae
have been again recovered in feces from these fawns between post-treatment days 15 and 23.
Output of larvae in feces has increased when fawns have been confined on a contaminated grass
pasture that has been intensively grazed. Deteriorating physical condition of the fawns has
necessitated additional treatment with cambendazole and movement to a woodlot where
reinfection by ingestion of larvae has been probably minimized. A non-infected deer has been
placed on the contaminated pasture 75 days after the infected herd has been removed. After 55
days, lungworm larvae have been recovered in feces from this deer. Then 29 days later, 20
fawns have been placed on this pasture. Four of six of these fawns that have been subsequently
necropsied have harbored light burdens of D. viviparus. Small numbers of lungworm larvae
have been recovered in feces from five of eight remaining fawns.

Later Foreyt and Drawe [6] have established that albendazole at dose rates of 11 to 54
mg/kg (mean of 25) of body weight has been highly effective (greater than 99%) against
Haemonchus contortus, Ostertagia odocoilei, O. mossi, Trichostrongylus askivali and
Nematodirus odocoilei in 22 white tailed deer in southern Texas.

Tetramisolum given at 10 mg/kg live weight orally 2-3 times a year to reindeer kept in
an enclosure has eliminated the parasitic invasions, in spite of the established infection with
Dictyocaulus and Trichostrongylus species during a period of six years [11].

In the Mabhtra forest, Estonia, 24 Capreolus capreolus with natural helminthiases have
been treated with tetramisole 20% granules at 5, 10 or 15 mg/kg body weight once or at 10
mg/kg twice with an interval of 2 weeks. In every case, the granules have been mixed in feed.
Considerable decreases in the parasite burdens have been achieved (except with the 5 mg/kg
dose) for gastrointestinal nematodes, especially the dominant species Ostertagia leptospicularis
and Chabertia ovina [33].

Oxfendazole at 1.7 mg/kg body-weight, thiabendazole at 44 mg/kg, both on 3
consecutive days, and mebendazole (10% granulated) at 10 mg/kg for 3 or 5 days have been
tested on 5000 roe deer. All 3 anthelminthics have given good efficacies. The cure rates for the
most important gastrointestinal helminths have been 78 to 100%, except Trichuris spp. with
54.6 to 72.3%. The most effective has been the 5-day mebendazole treatment [3].

Fenbendazole at 5 mg/kg body-weight mixed in feed has been given to 28 Cervus
elaphus with mixed nematode infections. Six days after treatment the faeces have been free of
eggs. Autopsy of 5 treated and 8 untreated deer have showed that treatment has cured 2 animals
of Spiculopteragia assmetrica and S. boehmi, 3 of Capillaria bovis and 4 of Nematodirus
filicollis and has given good reductions in worm burdens [29]. In other studies Schultz et al.
[28] have provided fenbendazole to captive and free-ranging white-tailed deer to determine
effects on gastrointestinal nematode burdens. They established that fenbendazole reduce
gastrointestinal nematode burdens of captive and free-ranging white-tailed deer too.
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The efficacy of mebendazole on nematode infections in farmed fallow-deer has been
studied by Szokolay and Rehbinder [31]. The substance has been administered as medicated
feed, 6 mg/kg body weight during 10 days. The effect of mebendazole on Chabertia has been
good while the effect on D. viviparus has been incomplete probably due to arrested L5-larvae,
which have been unaffected by the anthelmintic during arrested state.

Mackintosh et al. [15] have investigated the efficacy of febantel and ivermectin in six-
month-old red deer calves. Five calves have received febantel by mouth at 7.5 mg/kg, five have
received a subcutaneous injection of ivermectin at 200 pg/kg and five have been controls. All
calves have been killed seven days later and total lung and gastrointestinal worms have been
count. Febantel has been 85 and 99.8% efficient in removing immature and mature D.
viviparus, respectively, and ivermectin has been 100% efficient in both cases. There has no
gastro-intestinal nematodes in any of the treated calves, compared to an average of 619 in the
control calves.

Bowie et al. [2] have performed the following experiment. Thirty eight newly weaned
hinds have been randomly allocated to one of two equal groups. One group has received
ivermectin, the other, oxfendazole at dose rates of 0.2 mg/kg and 4.5 mg/kg, respectively. All
deer have been drenched four times and have been grazed on pasture. Both anthelminthics have
reduced D. viviparus faecal larval counts to low levels 20 days after dosing, but the mean larval
output and the proportion of deer shedding D. viviparus larvae at 27 and 33 days after
treatment, have been significantly lower in the ivermectin treated group. This study suggests
that ivermectin prevents reinfection with D. viviparus for approximately 14 days longer than
oxfendazole.

Naturally infected fallow deer have been treated with pellets luxabendazole in feed (2
mg/kg/day for 5 days). Based on post mortem examinations, the drug has been >90% effective
against intestinal nematodes [10].

Three groups of ten 4-month-old red deer calves naturally infected with lungworms (D.
viviparus) have been treated with either oral ivermectin (200 ug/kg), topical (“pour-on”)
ivermectin (500 pg/kg) or oral oxfendazole (5 mg/kg). Faecal larval counts have been
undetectable or very low for 14 days after treatment with oxfendazole, 28 days after treatment
with oral ivermectin and for 49 days after treatment with topical ivermectin. This study
suggests that the topical formulation of ivermectin has been very effective against lungworm
and has had a more persistent action than the oral ivermectin formulation in young red deer
[16].

Ivermectin solution (at 0.2 mg/kg) has been added to the feed of red deer kept in a
reserve, with a second dose a month later. Treatment has been highly effective against D.
viviparus, Varestrongylus sagittatus and various other strongylid nematodes [12].

The anti-parasitic effect of the orally administered paste formulation of ivermectin in
reindeer has been evaluated by means of a trial designed to compare the efficacies of orally and
s.c. administered ivermectin at the same dosage (0.2 mg kg ! body weight) in naturally infected
adult reindeer. Oral treatment has been less efficacious than s.c. injection against parasitic
nematodes [21].

Andrews et al. [1] have evaluated the use of ivermectin in red deer hinds. Their results
have demonstrated that ivermectin, when used at 400 micrograms/kg body weight, proved to be
more efficient than 200 pg/kg body weight although positive worm egg counts together with the
isolation of lungworm (Dictyocaulus species) larvae have been recorded from hinds having
received the anthelmintic at the higher dose.
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One hundred and fifteen young red deer, heavily infected with lungworms (D.
viviparus) and lightly infected with gastro-intestinal nematodes, have been divided into three
groups. One group has been treated with one adult sheep dose of a slow-release albendazole
capsule, another has been dosed orally five times with liquid albendazole and the third has been
left untreated. The capsule has eliminated faecal lungworm larvae during the 103-day trial
period. There has been a highly significant difference in faecal larval counts between the
capsule-treated and control group [25].

Mason [17] has pointed that levamisole, one of the three major drench families
available, is not work satisfactorily against lungworm in deer. According to him this is that
because it has metabolized too quickly and hence has not presented for sufficient time at
therapeutic levels.

Connan [4] has established that subcutaneous ivermectin at 400 pg/kg has removed
100% of the adult and developing worms by Ostertagia spp., but although it also has removed
95% of hypobiotic larvae, some larvae have remained in every treated animal. The efficacy of
fenbendazole at 15 mg/kg given over five days has been 75% effective against hypobiotic
larvae and although the long interval after treatment has obscured the result, it has been
probably much higher against later stages.

Rehbein and Visser [24] have conducted trial to evaluate the persistent anthelmintic
effect of ivermectin as a topical treatment at 500 pug/kg against induced infection with D.
viviparus in red deer. The results have showed a highly significant anthelmintic activity for at
least 28 days against a newly acquired infection with D. viviparus (> 99% efficacy).

Six red and six wapiti hybrid deer, naturally infected with lungworm and gastro-
intestinal parasites have been treated with pour-on moxidectin at 500 pg/kg body weight and
slaughtered 14 or 16 days later [32]. Total worm counts have been performed on the lungs,
abomasum and abomasal digest of each deer. The efficacy of moxidectin pour-on has been
100% against adult and immature lungworms (D. viviparus) in red deer, and 100% and 99.7%
effective against adult and immature lungworm in wapiti hybrid deer. The efficacy of
moxidectin pour-on has been 100, 100, 99.9 and 99.9% respectively against adult, fifth stage,
late fourth stage and early fourth stage larvae of Ostertagia-type nematodes (assumed to be
Ostertagia, Spiculopteragia, Skrjabinagia and Apteragia spp.) in both red and wapiti deer.
According to the authors the pour-on formulation of moxidectin, at 500 pg/kg body weight, is
highly effective against mature and immature lungworms and abomasal nematodes in wapiti
hybrid deer and equally effective in red deer.

Rintal 2.4% premix in single dose 7.5 mg of active substance on kg body weight has
been given to the calves of red and fallow deer [9]. Effectiveness of deworming against
nematodes from family Trichostrongylidae has been 85.2% in red and 97.8% in fallow deer.
Against namatodes from genus Trichocephalus the effectiveness has been higher extending in
red deer 98.1%, and in fallow deer 99.5%. Anthelmintic has not been effective against
nematode Varestrongylus sagittatus.

Foreyt et al. [7] have treated Columbian black-tailed deer infected with D. viviparus,
Parelaphostrongylus sp., Trichuris sp., Moniezia sp., Eimeria spp., and gastrointestinal
strongylids with ivermectin subcutaneously at doses between 0.2 and 1.3 mg/kg of body weight
monthly for four consecutive months. All nematode eggs and larval stages in feces have been
eliminated or greatly reduced following treatment.

Treatment in cases of extrapulmonary protostrongylidoses
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Four anthelmintic preparations (Fenthion, Fenbendazole, Mebendazole and Ivermectin)
have been tested against brainworm Elaphostrongylus rangiferi by Nordkvist et al. [20]. The
benzimidazole compounds have been highly effective, with mebendazole a bit ahead.
Ivermectin has had a moderate effect and Fenthion has not been effective on this parasite.
According to the study ivermectin has been the overall most effective anthelmintic in this test.

Nichols et al. [19] have reported for a case in which Parelaphostrongylus tenuis has
been occurred in 6 Rangifer tarandus tarandus at the National Zoological Park's Conservation
and Research Centre, USA. Clinical signs have begun with ataxia of the rear legs, often
progressing to paraplegia. The front legs have been affected to a lesser degree. Treatment of 3
R. tarandus with dexamethasone at 1 mg/kg i.v. and levamisole at 5.5-11.0 mg/kg s.c. has given
initial mild improvement, but eventually all animals either have died or have been euthanized.

Ivermectin has been injected subcutaneously at 200 and 400 pg/kg of body weight into
seven white-tailed deer in an attempt to control the muscle nematode P. andersoni [27]. Counts
of first-stage larvae in feces have dropped to zero at 17 to 18 days post-treatment. Larvae have
been reappeared in feces 1.5 to 6 wk later in six deer. Four deer have been treated again
approximately 9 wks. after the first treatment; larval counts have dropped to zero in 12 to 18
days. Larvae have been reappeared in low numbers 45 to 55 days after the second treatment.
Because deer have been held indoors on cement and the prepatent period of these worms is
approximately 2 mo., according to the authors the reappearance of larvae has not be due to
reinfection by accidental ingestion of gastropod intermediate hosts. Results have suggested that
ivermectin at dosages of 200 or 400 pg/kg of body weight suppressed larval production by adult
female nematodes for several weeks or destroyed first-stage larvae in the lungs.

Ivermectin solution (at 0.2 mg/kg) has been added to the feed of red deer kept in a
reserve, with a second dose a month later [12]. The author has established that the drug has not
been effective against Elaphostrongylus cervi. Demiaszkiewicz et al. [9] have given Rintal
2.4% premix in single dose 7.5 mg of active substance on kg body weight to the calves of red
and fallow deer. They have found that this anthelmintic also has not been effective against
nematode E. cervi.

Treatment in cases of parasitoses due to flatworms

According to study of Foreyt and Drawe [6] albendazole at dose rates of 11 to 54 mg/kg
of body weight is 38% effective against mature and immature deer liver flukes (Fascioloides
magna). Later Qureshi et al. [23] also have tested this anthelminthic against F. magna. Adult
white-tailed deer naturally infected with the trematode have been captured and randomly
assigned to four groups. Each group has been fed pelleted feed coated with albendazole for each
of seven consecutive days to deliver the drug at a dose rate of approximately 0.0, 5.0, 8.5, or
16.5 mg/kg bodyweight/day. At 7 wks. post-treatment, each animal has been euthanized and
necropsied. Effects of albendazole treatment have included significant reduction in parasite egg
count per gram of feces and increase in serum albumin concentration. Smaller parasites or
remains of dead parasites have been seen at the end of migratory tracks in the treated groups.
Efficacy of the drug has been 82 to 84%.

Treatment of fascioloidosis in Croatia has been conducted in red deer over a period of
three years [30]. The free-ranging animals have been treated with a mixture of triclabendazole
and standard deer salt brick components at a dose of 60 mg/kg body weight per deer, twice in
seven days. Captive deer have been treated individually by intraruminal application of
triclabendazole using a needle or esophageal tube. Coprological control has been made 30 days
after administration of antiparasite preparation. Positive results (findings of F. magna eggs in
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faeces) in the free ranging deer population have varied from 20% to 80% respectively. In
captive deer the authors have recorded almost ideal efficiency of triclabendazole (after
treatment 95.5% of all faecal samples have been free of eggs).

Forejtek and Chroust [5] have examined roe and red deer in the South-Moravian forests,
Czechoslovakia, for parasites before and after treatment with Taenifugin (niclosamide).
Taenifugin has been added to food and has been 100% effective against both Moniezia expansa
and M. benedeni. Lungworms and intestinal worms have not been affected by the treatment.
Treatment in cases of external parasites

Miller et al. [18] have studied the influence of ivermectin administered orally to white
tailed deer parasitized with lone star ticks, Amblyomma americanum. They have established that
daily oral doses of 35 and 50 pg/kg/d has provided 100% control of adult and about 90%
control of nymphs that have been placed on treated fawns. A single oral dose of 50 pg/kg has
given >90% control of adult and nymphal ticks attached to treated fawns at the time of drug
administration and 70% control of ticks placed on treated deer three days thereafter. When ticks
have been placed on fawns treated with a single dose of ivermectin (50pg/kg) the engorgement
period has been longer, ticks have been lighter in weight, and females have laid fewer eggs than
ticks detaching from control fawns. A single oral dose of ivermectin at 20 pg/kg has prevented
about 60% of the adult and nymphal ticks attached at the time of drug administration but has
not affected other ticks placed on the animals after treatment. Finally, the authors have
concluded that ivermectin is highly effective against ticks A. americanum.

Garris et al. [8] have described a case of Psoroptes cuniculi, the ear mite of domestic
rabbits, which has been found on captive white-tailed deer. In addition to moderate infestations
in their ears, two 4-yr-old bucks, two 3-yr-old does, and seven 4-yr-old does have showed
patchy areas of alopecia along the sides and brisket. Both bucks also have had patchy areas of
alopecia around the base of antlers. Ear mites have been eradicated from all deer except from
one doe by providing ivermectin treated corn to the deer at a rate of 1,000 g (equivalent to 200
mcg/kg of ivermectin)/day/deer for several days. The ear mite infestation in the one doe has
been eradicated by intramuscularly injection with ivermectin at 400 pg/kg. After treatment with
the ivermectin and eradication of the mites, the alopecia has improved and eventually has been
eliminated.

A survey of nasopharyngeal and subcutaneous myiasis affecting roe deer has been
conducted in the Czech Republic [26]. The deer have been treated each winter across the board
with ivermectin pulvis (150 mg/kg). Parasites found have been the larvae of Hypoderma diana
and Cephenemyia stimulator. The results have showed that through the help of treatment with
ivermectin, it is possible to keep parasite levels low.

The anti-parasitic effect of the orally administered paste formulation of ivermectin in
reindeer has been evaluated by means of a trial designed to compare the efficacies of orally and
s.c. administered ivermectin at the same dosage (0.2 mg kg ' body weight) in naturally infected
adult reindeer. Both formulations have been 100% effective against larvae of the warble fly,
Oedemagena tarandi [21].

Lamka et al. [14] have tested per oral administration of ivermectin with respect to the
control of larval stages of hypodermosis (H. diana) in roe deer. Ivermectin has been
administered for two days at a daily dose of 0.30 mg/kg body weight during winter game
feeding. The shot deer have been checked for the presence of larvae throughout the year.
Prevalence and intensity of infection have been determined. Prevalence and intensity of
infection have been very low in comparison with the situation before treatment and with the
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control group. These results have documented the high efficacy of mass per oral ivermectin
administration in the control of warble fly larvae. According to the authors the ivermectin is the
first drug suitable for the treatment of roe deer hypodermosis.

In Austria ivermectin has been used to control oestrinosis and hypodermosis in red- and
roe deer since many years [13]. In his work the author points that Ivomec-Praemix 0.6% has
been examined and it has turned out that the treatment has been extremely successful. In
practice Ivomec-Praemix 0.6% has to be given preference due to its stability. The most
favorable dosage for red- and roe deer has been 2 x 0.4 mg ivermectin/kg body weight
administered at an interval of one week, although equally good results could be obtained with 1
x 0.3-0.4 mg ivermectin/kg body weight. With the above mentioned dosages a 100% success of
treatment could be achieved against Hypoderma actaeon.

Foreyt et al. [7] have used ivermectin in cases of black-tailed deer parasitized with lice.
The deer have been treated with ivermectin subcutaneously at doses between 0.2 and 1.3 mg/kg
of body weight monthly for four consecutive months. Lice have been eliminated following
treatment.

Conclusion

The summed-up literature data show that among the tested anthelminthics a good effect against
the gastrointestinal parasites have displayed oxfendazole, albendazole, thiabendazole,
mebendazole, fenbendazole, luxabendazole and tetramisolum. Febantel is also one of them
having shown a relatively positive effect also against the dictyocaulus infection. No so good
effect reaching up to unsatisfactory one against the lung helminths, especially protostrongylids,
has been demonstrated by the preparations cambendazole, levamisole and rintal. Ivermectin has
been most efficient in the struggle both against the gastrointestinal and lung nematodes. Its
efficacy in the fight against the pulmonary helminthoses has been better when applied at higher
doses such as 400ug/kg body weight and in its subcutaneous and pour on administration as
compared to the per oral one. The attempts for controlling the extrapulmonary
protostrongylidoses with levamisole and rintal have proven to be unsuccessful. Ivermectin has
been in that respect the best of the rest of the anthelminthics but also at the high dosage
(400pg/kg body weight) though even in these cases its effect has been incomplete. The
treatment of trematode infections with albendazole has shown rating of efficiency between 20
and 80 per cent in per oral and almost 100 per cent in the intraruminal administration.
Niclosamide has been effective in monesiosis. Ivermectin has been tested also as a remedy for
fighting the external parasites in the deer. It has been highly effective in nasopharyngeal and
subcutaneous myiasis, ticks, mange mites and lice. The analysis of the studies presented shows
that antiparasitic remedy with the widest spectrum and best efficiency in the Cervidae is
Ivermectin. In any case, before undertaking treatment with it as well as with any other cure it is
advisable to perform investigations aimed at the up-to-date parasitological status of the animals
thus allowing for the most precise dosages and regimes of administration.
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ABSTRACT

Biodiversity of ecosystems is largely provided by pollinator activity of honeybees. The
parasitoses in bees caused by Varroa destructor and Nosema spp. play a very important role in
colony losses, thus attracting the attention of many scientists. In the present work are made
preliminary studies on the spread of varroosis and nosemosis in 66 samples from 11 regions of
the country. Methods of OIE -MDTVTA are used for the identification of Varroa destructor
and Nosema spp. and determining the degree of invasion in samples of bees from colonies died
in the winter-spring period of 2015.
It is found that the Varroa destructor is established in 16,6% of samples, and the degree of
invasion in the bees is in the range 0.5% to 100%. Spores of Nosema spp. is demonstrated in
41%, the degree of invasion per bee is in the range of 3.10° / bee to 26.10° / bee. Mixed
infections of both parasites are observed in 24,2% of samples analyzed. 18.2% of samples were
negative for both parasites.
Studies on the project continued in other areas of the country, by including methods for
identification and distinguish species N. apis and N. ceranae.

Keywords: Apis mellifera, Varroa destructor, Nosema spp., spread, colony losses.
INTRODUCTION

The phenomenon of decline of honey bees" have not been decided, despite numerous
studies. However, there is consensus that pests and pathogens are the most important cause of
unexplained losses of bee colonies. Recent attention of researchers focuses on selected bee
pathogens - mostly parasites that have shown interest in the losses of colonies in different
regions of the world, and which are considered current threats to honey bees and beekeeping.
Today Varroa destructor can be found everywhere around the world where are kept colonies of
honey bee Apis mellifera and hardly it is possible to find not infested colonies. The only
exception is Australia, where V. destructor is not established so far and still considered exotic
parasite in bees [1]. The ectoparasitic mite V. destructor as the bee pathogen feeding on the
haemolymph of its host produces of haemocytes and protein content reduction. In Germany V.
destructor still has been the main cause of winter losses, confirming that no other pathogen has
a comparable impact on beekeeping. In addition, two honey bee pathogenic viruses known to be
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associated with V. destructor, DWVand ABPV, were significantly related to the observed
winter losses [6].

Microsporidia Nosema apis and N. ceranae, are pathogenic for adult honeybees.
Recently, it became evident that N. ceranae is also widespread in the A. mellifera population
throughout the world [7, 8, 13]. Reports on the impact of N. ceranae infections on honey bee
health and colony survival are contradictory. In Spain, N. ceranae causes an unusual form of
nosemosis eventually leading to colony collapse [9, 11]. The worldwide distribution of N.
ceranae [4, 13, 14], which is not inevitably accompanied by the symptoms described by Higes
et al. [9], also suggest that N. ceranae killing honey bee colonies might be a regional problem
rather than a global phenomenon. The observed virulence of N. ceranae in Spain has been
explained by the better adaptation to elevated temperatures of N. ceranae compared to N. apis
[5].

Some studies had tested hypothesis that the stress caused by V. destructor parasitism helped N.
apis breeding, but the connection between both species could not be confirmed be influenced of
climate conditions [2].

The purpose of this study was to make preliminary studies on the project that was
further to cover the whole country, to get a picture of current situation on the prevalence of the
two parasitoses - varroosis and nosemosis.

MATERIAL AND METHODS

The investigation was conducted on 66 samples from 11 different regions of the country
in Winter-Spring period of 2015.
Sample collection
The bee samples were collected from the hive bottom of died colonies in 11 regions of the
country. Every sample contained about 200 bees.
Methods of investigation
The methods were used of OIE Terrestrial Manual, 2008 - Chapter 2.2.7. for Varroa destructor
identification, and OIE Terrestrial Manual,2013 - Chapter 2.2.4. - for the identification of
Nosema spp., respectively [10].

Investigation for Varroa destructor

The dead bees from the hive bottom were floated with industrial alcohol, stirred
continuously for around 5-10 minutes. The mites that floated to the surface were identified and
observed [3]. Than the contents were placed of the sieve on a bright plate, where the mites can
be easily identified and counted. The percentage of infestation level was calculated by
following formula:
% V. destructor = (Number of foretic mites / number of adult bees) x 100

Investigation for spores of Nosema spp.

The abdomens of 20 bees of each sample are obtained in 20 ml of distilled water. Of the
suspension are made smears on a glass slide. Smears were air-dried, ethanol-fixed and were
stained with Giemsa’s stain (10% in 0.02 M phosphate buffer) for 45 minutes. Nosema spp.
spores had a distinctive appearance, with thick unstained walls and an indistinct blue interior,
without visible nuclei. To quantify the average infection level spores were counted and were
calculated per bee by method of Oliver [12].
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RESULTS

The results of the percentage of positive samples infected with parasites and negative
samples were shown in Figure 1. It appears that the most positive samples were for Nosema
spp. —41%. The second place takes the samples with mixed invasion — 24.2% and the lowest
percentage of the positive samples were infested Varroa — 16.6%. The negative samples were
18.2%. Frequent occurrence of mixed invasion with V. destructor and Nosema spp. is
confirmed by the research of other scientists.

Varroosis and Nosemosis in-% of investigated samples

B Negative
B Nosema spp.
V. destructor

Mixed infection

Fig.1. The results of investigated samples
Study results for different regions are shown in Table 1.

Table 1. Disease prevalence in different regions of Bulgaria: Varroosis and Nosemosis (number
of positive samples)

Region Number Varroa Nosema spp. Mixed Negative
of destructor invasion
samples
Blagoevgrad 5 1 4 - -
Burgas 1 - - 1 -
Varna 1 - - 1 -
Veliko 5 i 4 i |
Tarnovo
Pazardzik 8 2 4 1 1
Pleven 25 2 12 6 5
Ruse 2 - 1 | -
Sliven 1 - - - 1
Smolyan 1 - - 1 -
Sofia-grad 9 6 1 1 1
Sifia-oblast 8 - 1 4
Samples
Total number 66 1 27 16 12

The results from samples analyzed by region shown that the affected with Varroa areas
were from Sofia-grad, Pazardzhik and Pleven. The most infested with Nosema spp. samples
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come of Pleven. Samples from Blagoevgrad, Veliko Tarnovo and Pazardzhik were equally
invaded. The most samples with mixed infections with both parasites were from Pleven and
region Sofia-oblast. The high prevalence of nosemosis compared with varroosis can be
explained by a wet spring and prolonged rainfall in 2015.

The degree of infestation with spores of Nosema spp. is given in Fig. 3. and the degree
of infestation with mite Varroa destructor are given in Fig. 4.
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Fig. 2. Spores of Nosema spp.
In our studies we found that the highest percentage of positive samples with spores of
Nosema spp. (fig.2) had a degree of invasion between 1 and 10 million - 39%. A degree under 1
million showed 17% of the samples and high invasion was established in 9% of the infected

samples, respectively (fig.3).

The degree of infestation with:Nosema spp:

B <1 million

M 1-10
millions
>10 millions

Negative

Fig. 3. The degree of infestation with Nosema spp. in investigated samples from different
region of Bulgaria during Winter-Spring period of 2015
Similarly, as in nosemosis the largest percentage of the infected with Varroa mite (fig.4)
were the samples with a mean invasion - between 5 and 20%. The highest degree of invasion (>
20%) was established in 9% of samples invaded and the lowest (<5%) - in a small proportion of
samples - 3%, respectively.
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The degree of infestation with Varroa destructor

B<5%

B5-20%

059.10 %

0>20%

O Negative

Fig. 4. The degree of infestation with VVarroa destructor in investigated samples from
different region of Bulgaria during Winter-Spring period of 2015

CONCLUSION

In our preliminary studies we found that most of the tested samples of dead in the
Winter-Spring period of 20115 were infected with Nosema spp. The most infested with Nosema
spp. samples come of Pleven. The affected with Varroa areas were Sofia-grad, Pazardzik and
Pleven. The most samples with mixed infections with both parasites were from Pleven and the
region Sofia-oblast.

The largest percentage of the infected with Nosema spp. and Varroa mite were the
samples with a mean invasion.

Our studies on the project will continue in other regions of the country to establish the
prevalence of Nosema spp. and Varroa destructor.
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- BFSA (Study the spread of the causes of parasitic diseases in bees Varroa destructor and
Nosema spp. in different regions of Bulgaria)
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Neuraminidase is an enzyme which cleaves terminal a-glycosidically bound sialic acids, which
are mostly found in complex structures such as glycoproteins, glycolipids, oligosaccharides.
The enzyme is considered to be of virulence significance in some pathogenic bacteria.

There are few works concerning neuraminidase production among Aeromonas representatives
[1, 2], which are pathogens in fish, amphibians, and in humans. The aim of the work is to
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investigate for the first time some biochemical features of neuraminidase from Aeromonas
strain.

The inducibility and substrate specificity of the enzyme were studied. Various low- and high-
molecular compounds (N-acetylglucosamine, N-acetylmannosamine, fetuin, transferrin)
stimulate the production of the A40/02 neuraminidase, however sialic acid exerted the highest
inductive effect. The enzyme demonstrate broad substrate specificity and was active against
complex compounds containing a2-3, a2-6 and 02-8 glycosidically bound sialic acids.

The purification procedures were carried out using ammonium salt precipitation and
chromatography with DEAE cellulose and Q-sepharose. The use of fluorogenic substrate in
native PAGE determined the molecular weight of approximately 130 kDa.

Although the pathogenicity of A40/02 was not investigated, some characteristics of the strain
(strong proteolytic production, the uptake of Congo red dye, resistance to some antimicrobial
agents) suggest a pathogenic capability. A possible role of neuraminidase in such capability
could be assumed.
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Abstract

The prevalence of hepatitis B virus (HBV) infection in the world is still high despite the
existence of vaccine. Bulgaria is a country with the intermediate endemicity for HBV with
predominance in adult’s between 40 and 49 years. Rheumatoid arthritis and ankylosing
spondilitis are musculoskeletal conditions that cause severe long term pain and disability which
prevalence increased with ageing. Hepatitis B virus infection can be asymptomatic and self-
limited or as consequence to chronificate. At the same time after resolved infection the small
concentration of viral DNA can be stored in liver or serum. Reactivation of HBV infection with
increased of HBV DNA concentration is not infrequent in patient with reactive arthritis or
ankylosing spondilitis during the treatment. In the present work the short review of
epidemiology, course of infection and possible predictors for reactivation of HBV were
proposed. The results from preliminary HBV screening of target patients with rheumatoid
arthritis and ankylosing spondilitis were shown.

Epidemiology of HBV infection in Bulgaria

The geographic distribution of HBV infection is characterised with areas of high endemicity
(prevalence of HBV surface antigen (HBsAg) in the general population >7%) these are South
East Asia, China, Africa, the Middle East and the Amazon Basin; intermediate (prevalence
between 2% to 7%) - Eastern and Southern Europe, the Middle East, central Asia, South Asia,
and parts of South America; and areas with low endemicity (up to 2%) - North America,
Northern and Western Europe and Australia [13]. For Bulgaria acute HBV infection is
following by prevalence (15.5%) hepatitis A infection (77.12%) [18]. Kojouharova et.al.,
studied the main serological marker for HBV in the general population, established the
prevalence of 3.87% for HBV surface antigen (HBsAg), and 23.59% for antibodies against
HBsAg (anti-HBsAg) and against HBV core antigen (anti-Hbc), which is a marker for a
resolved infection. The highest prevalence of 5.72% for HBsAg was detected in adults aged
between 40 and 49 years [9]. The main roughs of HBV transmissions are trough contaminated
blood or blood product, sexually and during child labor. For Bulgaria the sexual transmission is
the most prevalent route with 48% in a case of acute infection, followed by nosocomial
transmission— 26% [18]. Hepatitis B virus shares common routes of transmission with human
immunodeficiency virus and for this reason co-infection can occur. The prevalence of HBV co-
infection among Bulgarian HIV positives varies between 10% and 13.9% for the years 2010 -
2013 [7].

Course of HBYV infection

Hepatitis B infection can be asymptomatic, with development of acute infection or chronic
infection, the latter resulting sometimes in cirrhosis and liver cancer [8]. The development of
chronic infection depends on the immune status of the infected person and the age when
infection is acquired. If the newborns are exposed to HBV during the births in 90% they
become persistently infected, while up to 92% of the HBV infection acquired during
adolescence is self-limited and cleared [16]. The HBV infection consists of four phases:

1. Immune tolerance phase is characterized by minor immune response to the virus. Patients
present with normal or minimally elevated alanine aminotransferase (ALT) levels, normal liver
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functions or minimal histological activity. Presence of hepatitis B e antigen (HBeAg) and HBV
DNA is detected in the serum. Patients are highly contagious due to the high level of viremia
[1, 20]. The immune response is characterized with T-cell hyporesponsiveness, due to the
ineffective antigen processing and transport to the major histocompatibility complex class I
molecules [17].

2. Immune clearance phase is characterized with elevated or fluctuating ALT levels and
fluctuating but progressively decreasing HBV DNA levels, accompanied by histological
inflammation activity. Seroconversion to anti-HBeAg with lost of HBeAg occurs in the
majority of patients, about 90% of them [1, 20]. The immune response is characterized by
secretion of various cytokines — interferon-a, interferon-f3, interferon-y, tumor necrosis factor-o
or interleukin-6 [5].

3. Immune control phase is characterized with complete HBeAg seroconvertion, decreasing
levels of HBV DNA, normal ALT and inactive liver histology [5]. Patients, who developed
HBsAg seroconversion with production of antibodies - anti-HBs, are diagnosed as having
resolved hepatitis. A small proportion of these patients are found to have very low levels of
detectible HBV DNA in their serum that was observed occasional. The third phase may last
lifelong, with HBsAg seropositivity and it is defined as inactive hepatitis or occult carrier stage.
Less than 1% per year of inactive carriers undergo spontaneous HBsAg seroconversion [4].

4. Reactivation phase is common in chronic hepatitis B infection. In these phase some patients
are HBeAg negative and anti-HBe — positive, but with increased serum HBV DNA levels,
increased transaminase levels and liver necro-inflammatory changes [1, 5].

Reactivation of HBV in rheumatoid arthritis patients

Hepatitis B reactivation can be transient, with no symptoms, but in many cases the reactivation
might be severe with a quite high morbidity — 5% to 40% [6]. It occurs during
immunosuppressive therapy, cancer chemotherapy, sudden withdrawal of antiviral therapy,
progressive immunodeficiency in HIV co-infection, following liver transplantation, due to past
HBV exposure of the organ donor, or spontaneous [15]. The increased risk for HBV
reactivation, indicated by increased/or detected HBV DNA, during corticosteroids treatment is
due to the presence of glucocorticoid response element in HBV DNA [21]. It is established that
in theumatoid arthritis patients the prevalence of HVB reactivation is up to 3.3% [3]. In this
case reactivation can occurs: 1) in patients with chronic HBV, who are HBsAg-positive and
taking tumor necrosis factor agents (TNFA), 2) in patients with resolved HBV infection, who
are HBsAg-negative, but with low levels of HBV replication in the liver and in peripheral blood
mononuclear cells. During reactivation HBsAg-positivity reappears [22].

There are various recommendations for managing patients with chronic HBV, but there are not
exact criteria for the patients with a past HBV infection. Some authors regard all anti-HBc-
positive and HBsAg-negative individuals as inactive carriers and in the same time occult
infection can be found in patients without any serological HBV markers [12]. The aim of the
presented study is to investigate the serological and virological evidence of HBV reactivation in
patients with ankylosing spondylitis (AS) and rheumatoid arthritis (RA) and the incidence of its
reactivation under treatment with antirheumatic drugs. At the same time patients are tested
serologically for the presence of IgM and IgG class antibodies against parvovirus B18 (B19V)
as it is reported that the B19V infection triggers autoimmune diseases such as systemic lupus
erythematosus and rheumatoid arthritis [19].
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Results of preliminary HBV screening of patients with AS and RA

Patients: The study started in January 2015 and included 9 patients, among whom 3 were
diagnosed with AS - according to the modified New York criteria [23], and 6 - with RA
according to ACR criteria (1987) [2]. Clinical assessment included collecting demographic data
and information regarding therapy applied and disease activity parameters. Disease activity
score (DAS) in AS patients was assessed using the ASDAS-CRP [10], and in those with RA by
the DAS28-CRP (14). ASDAS-CRP <1.3 was defined as inactive disease [11], DAS28-CRP
<2.6 was considered consistent with remission [24]. The magnitudes of the parameters over
these cut off values signified disease activity.

Serological and virological evolution for HBV: Sera samples from all patients were tested by
enzyme-linked immunosorbent assay (ELISA) for the presence of HBsAg (SURASE B-96
ELISA kit GmbH, Germany) and anti-HBc (Competitive ELISA for HBcAb in human serum
and plasma, DIA.PRO, Italy) according manufacturer instructions. Sera samples were screened
also by ELISA for the presence of IgG and IgM class antibodies (indirect ELISA kit recomWell
Parvovirus B19 IgM/IgG) against parvovirus B19 (B19V).

Serum HBV viral load was determined by COBAS AmpliPrep/COBAS TagMan HBV Test
(Roche Diagnostics GmbH), with an analytical measurement range from < 2.00E + 01 IU/ml to
> 1.70E + 08 IU/ml. The conversion factor between HBV copies/ml and HBV IU/ml is 5.82
copies/IU, using the WHO International Standard for HBV DNA for nucleic acid technology
assays testing — NIBSC 97/746.

Results: The target cohort included patients from 24 to 66 years old, with a mean age of 45+14
years. Two of the patients were males and 7 — females, where the male to female ratio was 2:7.
Three (33.3%) of the patients were diagnosed with AS and 6 (66.7%) — with RA. The time that
has elapsed between the appearance of the first symptom and the diagnosis was between 2 and
37 years. Disease activity score for the patients with AS varied from 2.8 to 5.0, and for those
with RA — from 2.2 to 14.3. Four (44.4%) of the patients have been treated with synthetic
disease-modifying antirheumatic drug (DMARDs) - Methotrexate and 5 (55.6%) have been
receiving only symptomatic therapy. Main patients’ characteristics are shown on Table 1.

Table 1. Patients’ characteristics

Patient | Age Sex diagnosis | Disease | Disease activity Treatment
(45+14) duration | RA AS
(years) (DAS28- (ASDAS-
CRP) CRP)
1 32 M AS 6 - 5.0 NSAIDs
2 45 F RA 5,5 2.93 - DMARDs
3 55 M AS 37 - 2.8 NSAIDs
4 49 F RA 4.3 2.62 - DMARDs
5 66 F RA 2.2 6.32 - DMARDs
6 24 F AS 17 - 3.2 NSAIDs
7 25 F RA 11 5.09 - NSAIDs
8 50 F RA 6.4 4.62 - DMARDs
9 59 F RA 14.3 6.85 - NSAIDs
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Legend: M — male; F — female; AS - ankylosing spondylitis; RA - rheumatoid arthritis;
DMARDs - synthetic disease-modifying antirheumatic drugs; NSAIDs — nonsteroidal anti-
inflammatory drugs.

In two (22.2%) of nine patients presence of a serological markers for HBV were established.
Patient number 1 is anti-HBc positive, that is a marker for a past HBV infection, but he is
negative for HBV DNA (Table 2). The patient suffers from AS, possesses the highest DAS 5.0
and is treated with nonsterodal anti-inflammatory drugs (Table 1). Patients number 3 is positive
for HBsAg, anti-HBc and HBV DNA with concentration of 182 copies/ml (Table 2). This
patient is diagnosed with AS, possesses the lowest DAS (2.8) and is treated with nonsterodal
anti-inflammatory drugs (Table 1). The rest 7 (77.8%) patients are negative by serological
markers and HBV DNA. For the parvovirus B19V, all sera samples are IgM negative but 5 of 9
(55.6%) are IgG positive, that is a marker for a past infection with B19V.

Table 2. Virological status of the patients

Patient HBV B19V
HBsAg | anti-HBc | HBV DNA | IgG IgM
[OD] IgG [copies/ml]

1 negative + Negative + negative
2 negative | negative Negative + neative
3 + + 182 negative | negative
4 negative | negative Negative negative | negative
5 negative | negative | Negative + negative
6 negative | negative Negative + negative
7 negative | negative Negative negative | negative
8 negative | negative | Negative | negative | negative
9 negative | negative | Negative + negative

Legend: HBV — hepatitis B virus; B19V — parvovirus B 18; HBsAg — hepatitis B virus surface
antigen: anti-HBc — antibodies against hepatitis B virus core antigen

As this is the initial screening of the patients involved in the study, at time point 0, the results
are still incompleted. The patients will be followed for a longer period during their anti-
rheumatoid treatment and the increase or possible reappearance of HBV will be tested on the
two additional time points — the 3th and the 6" months.
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Abstract

Noroviruses are the most common etiological agent causing large outbreaks of non-
bacterial gastroenteritis affecting all age groups worldwide. Usually noroviruses cause acute
diarrhea, often accompanied by vomiting, abdominal cramps, fever, and fatigue. Most of the
diseased recover within 2-3 days, but the illness could be more severe in vulnerable
populations, i.e. the extreme age groups, immunocompromized, etc. About 1/3 of the infected
individuals could be asymptomatic but capable of transmitting the infection. Transmission
occurs primarily through contaminated food or water, through person-to-person contact and
exposure to fomites. Noroviruses are highly contagious, extremely stable in the environment
and resistant to common disinfectants. That is the reason outbreaks to frequently occur in semi-
closed communities such as nursing homes, hospitals, kindergartens, schools, military settings,
cruise ships, etc.

Noroviruses comprise one of the genera in Caliciviridae, which are naked viruses with
icosahedral symmetry of the capsid and a linear non-segmented positive-sense, single-stranded
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RNA genome. Noroviruses are genetically diverse and the genus is subdivided into 5
genogroups (GI, GII, GIII, GIV and GV). Genogroups are further subdivided into >30 distinct
clusters or genotypes. Noroviruses display a wide degree of genetic variability — members
within a genogroup differ by 45-61% in their capsid genes, members within a genotype differ
by 14-44%, and strains within a genotype differ by 0—-14%. The high degree of variability is
undoubtedly one of the factors complicating the protective norovirus immunity which is also
believed to be short-termed.

The Bulgarian experience in detecting and monitoring norovirus infections is in its
initial phase and is still insufficient. Nevertheless, a RT-PCR based method for norovirus
detection and identification is developed and implemented in the routine laboratory practice
using a commercial kit. Approximately 200 fecal specimens from diarrheal patients suffering
from non-bacterial gastroenteritis have been tested and 23.9% of them turned out to be positive
for noroviruses with the prevalence of genogroup GIIL.

1. Epidemiology of Norovirus Infection

Gastroenteritis is a major health problem worldwide caused by a number of infecting
agents, including bacteria, viruses, and parasites. Noroviruses are the key viral pathogens
associated with almost a fifth of all acute cases of gastroenteritis and are now recognized as the
leading cause of viral diarrheal outbreaks both in developed and developing countries [7;8].
Severity of symptoms — diarrhea, often accompanied by vomiting, abdominal cramps, fever,
and fatigue — vary to a great extent. Diarrhea may lead to varying degrees of dehydration, which
in children and in the elderly, as well as in those with other underlying illnesses, may be a life-
threatening event. Most of the diseased recover within 2-3 days. About 1/3 of the infected
individuals could be asymptomatic. Despite the lack of disturbing symptoms asymptomatic
individuals are capale of successful transmission of norovirus infection. Transmission occurs
primarily through contaminated food or water, through person-to-person contact and exposure
to fomites. Noroviruses are highly contagious [19] extremely stable in the environment and
resistant to common disinfectants. There is a prolonged shedding of virus from both
symptomatic and asymptomatic individuals [1]. That is the reason outbreaks to frequently occur
in semi-closed communities such as nursing homes, hospitals, kindergartens, schools, military
settings, cruise ships, etc. What is more, there is a lack of lasting immunity with no cross-
reactivity between different genotypes [11].

2. Molecular biology of Noroviruses

The prototype norovirus, Norwalk virus, was first identified as the cause of a
gastroenteritis outbreak in an elementary school in Norwalk, Ohio, USA in 1972 [13].

Noroviruses comprise one of the genera in Caliciviridae, which are naked viruses with
icosahedral symmetry of the capsid and a linear non-segmented positive-sense, single-stranded
RNA genome, containing three open reading frames. Noroviruses are genetically diverse and
currently the genus is subdivided into 5 genogroups (GI, GII, GIII, GIV and G5) [20] based on
the amino acid sequence of the largest structural protein (VP1) [21]. Genogroups GI, GII and
GIV infect humans, but noroviruses infect other species as well: pigs (GII), cattle and sheep
(GIII), mice (GV). More recently, a novel norovirus identified in domestic dogs with diarrhoea
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has been proposed to represent a new genogroup, GVI [9]. Genogroups are further subdivided
into >30 distinct clusters or genotypes with at least eight genotypes belonging to GI and 21
genotypes belonging to GII [21].

Noroviruses display a wide degree of genetic variability — members within a genogroup
differ by 45-61% in their capsid genes, members within a genotype differ by 14-44%, and
strains within a genotype differ by 0-14% [21]. The high degree of variability is undoubtedly
one of the factors complicating the protective norovirus immunity which is also believed to be
short-termed.

Among all human noroviruses, genogroup GII, genotype 4 is reported as the most
common etiologic agent in gastroenteritis outbreaks (about 70-80%), although both GII and GI

are detected in routine outbreak investigations [16], [7].

The norovirus genome ranges in size from 7.3 to 7.5 kb across the genus [20]. The 5’ end of the
genomic RNA is covalently attached to a virus-encoded protein, VPg, and the 3’ end is
polyadenylated. There are UTRs at either ends, which are typically short [20]. The UTRs
contain evolutionarily conserved structures that are important for viral replication, translation
and pathogenesis [17]. The genome is organized into three conserved open reading frames
(ORFs). ORF1 encodes the nonstructural polyprotein that is cleaved by a viral protease into
probably 6 proteins, one of them being the viral RNA-dependent RNA-polymerase [2]). ORF2
and ORF3 encode the major (VP1) and minor (VP2) capsid proteins, respectively [10]. Most of
the cellular interactions and immune recognition are thought to be located in a sub-domain of
the capsid VPI1 protein that extends above the viral surface and has the most sequence
divergence in the genome [4].

The inability of human noroviruses to be cultured in vitro in cell culture [18] greatly
hampers the characterization of the virus life cycle. The major experimental system for studying
norovirus replication nowadays is the Norwalk virus RNA replicon system, where cells stably
maintain Norwalk virus RNA [5].

Similar to other positive-strand RNA viruses, norovirus replication occurs in close
association with host-derived membrane complexes in the cytoplasm. Genome replication
occurs via a negative-sense RNA intermediate and is performed by the viral RNA-dependent-
RNA-polymerase (RdRp). The processes behind viral assembly, encapsidation and the exit of
noroviruses are largely unknown. [20].

3. Methods of Detection of Noroviruses

The lack of an efficient cell culture system for propagating human noroviruses
significantly hurdles both molecular biology and diagnostics of noroviruses. Another major
reason for the difficulties met is the genetic variability, which complicates RT-PCR-based
detection assays.

Electron microscopy (EM) was the first tool used for identifying noroviruses but this is
an expensive and time-consuming procedure, which is rather insensitive and usually rarely
available outside of research units. EM incapable of differentiating between different norovirus
genogroups and genotypes. The latter disadvantage could be overcome by the use of specific
antisera, i.e. by applying immuno-EM, which significantly increases the specificity and
sensitivity of the technique.

Direct serotyping based on the neutralization assay, is not possible because no cell
culture system has been established for growing human noroviruses yet. Nevertheless
successful immunological methods for detection of noroviruses do exist due to the expression
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of the capsid protein in a baculovirus system. There are commercial kits for norovirus
immunoassay capable of simultaneous detection of noroviruses of both prevalent genogroups.
These kits possess a relatively high sensitivity (83%) and specificity (98-100%), but the
sensitivity is not sufficient in sporadic cases and negtive specimens according this technique
should be checked otherwise.

Antigen-capture ELISA kits are developed in which anti-norovirus antibodies are
immobilized on the bottom of polystyrene plates which would react specifically with the
norovirus antigens if present in the fecal specimen of the patient. These commercial kits are
capble of detecting homologous viruses, but they fail to distinguish antigenic variants. Their
sensitivity is also relatively high (83%) and the specificity is 100%. Enzyme immunoassay
(EIA) offers an attractive alternative to the expensive and technically demanding molecular
detection assays. However, the development of a broadly reactive EIA for noroviruses has been
challenging because of the number of antigenically distinct norovirus strains and the high viral
load required for a positive signal by these assays. In evaluations, the sensitivity of these kits
when compared with RT-PCR has ranged from 36% to 80%, and specificity has ranged from
47% to 100% [6].

Consequently, reverse transcription-polymerase chain reaction (RT-PCR) and genomic
sequencing have become the major means for diagnostics and characterization of viruses, and
nowadays are considered as the "gold standard". Accumulated sequence information has been
especially useful for viral diagnosis and genotyping. Most investigators choose primers from
conserved regions, such as the RdRp gene in ORFI, in order to detect the greatest number of
the diverse norovirus strains [12]. In contrast to EIAs, the extreme sensitivity of RT-PCR
permits the detection of very low titers of virus that might be present in samples from persons
without disease, i.e., this makes asymptomatic infection to be also detected and monitored [15].

For strain identification detection primers should be directed to more variable regions,
i.e. the region encoding the capsid protein. Conventional RT-PCR assays for genotyping have
been already proposed using four different regions of the genome [14].

However, the gold standard for genotyping norovirus strains is full capsid sequencing.
To determine or confirm norovirus genogroup/genotype, as well as proving the existance of
norovirus recombinant forms, the genes encoding RdRp and the major structural protein should
be sequenced and matched.

Today the majority of clinical virology laboratories perform real-time RT-PCR assays
for norovirus detection. Positive samples can be typed subsequently by DNA sequencing of RT-
PCR products, thus genotyping is performed.

4. Our experience in Detecting and Monitoring Norovirus Infections in Bulgaria

Norovirus detection in stool specimens of patients suspected for non-bacterial
gastroenteritis has been performed since several years at The National Reference Laboratory
for Enteroviruses of the National Center of Infectious and Parasitic Diseases in Bulgaria.

For studying norovirus infections in both sporadic cases and outbreaks, modern
molecular biological techniques have been implemented. First, stool specimens undergo the
viral RNA extraction step. This is carried out either by the classical procedure described by
Boom [3] or by using a commercial kit. RNA extraction is followed by a two-step polymerase
chain reaction (the first step being reverse transcription of viral RNA to DNA, followed by a
second step of the conventional PCR). The norovirus detection PCR is directed to the gene
encoding viral RNA-dependent RNA-polymerase, and group identification is carried out by
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primer targeting to the main structural protein VPI.
Among 193 fecal samples tested, 46 were positive for noroviruses as genogroup Il dominated
(91.3%; 42/46), norovirus genogroup I were demonstrated in 8.7% (4/46) and one case was a
mixed infection of both norovirus genogoups (2.17%). This initial results confirm the leading
role of norovirus infections in non-bacterial gastroentirtides.
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Abstract

Over the past several decades, knowledge of the biology and epidemiology of human
papillomavirus (HPV) infection has increased. The virus has been identified as a necessary
causal agent for cervical squamous neoplasia and has been linked to the development of
neoplasia in several other mucosal sites. The viral oncoproteins E5, E6 and E7 were identified
as the major players in HPV induced carcinogenesis. Here we summarise the current
information on HPV proteins and their functions, emphasizing on HPV oncoproteins and their
role in neoplastic transformation.

Introduction

Over the past 30 years, human papillomavirus (HPV) has been shown to play a role in the
development of various cancers. Most notably, HPV has been linked to malignant progression
in neoplasms of the anogenital tract, including cervical, vulvar, vaginal, penil and anal cancers.
However, HPV has also been suggested to play a significant role in the development of cancers
in other anatomic locations, such as the head and neck, lung, breast and bladder [9]. There are
about 200 different types of HPV. HPVs have been found in the Alpha-, Beta-, Gamma-, Mu-
and Nu-genera. Alpha-HPVs are clasificated into two groups termed “high-risk™ (16, 18, 31, 33,
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35, 39, 45, 51, 52, 56, 58, 59, 66, 68, 53, 73, 81, 82) and “low-risk”(6, 11, 42, 43, 44, 40, 61,
54,55,70,57,71, 72, 84, 26) based on the frequency of their association with cervical cancers.

Papillomaviruses have circular double-stranded DNA genomes with sizes close to 8 kb (Fig.1).
In spite of their small size, their molecular biology is very complex. In short, the HPV genome
can be divided into three regions as determined by their functions: the non-coding long control
region (LCR), the early (E) and the late (L) coding regions. The early region encodes for
nonstructural proteins E1, E2, E4, E5, E6, and E7, involved in regulation of replication and
transcription, cell growth and maturation and virus release, as well as malignant transformation.
The late region encodes for the structural proteins L1 and L2 that compose the viral capsid [34].

LCR__ .., _E6

,-”' \\E? Early genes

L1

. Fig.1.The genetic map of HPV16

Late genes

HPYV proteins

L1

The major capsid protein L1 is involved in formation of a 55-60 nanometer capsid, composed
of 72 star-shaped capsomers. Each capsid contains 360 L1 molecules. It plays a key role in viral
entry into the host cell and interacts both with cell receptors and L2. L1 is expressed
exclusively in non-transformed cells and is highly immunogenic. Self-assembled virus-like
particles composed of L1 are the basis of prophylactic HPV vaccines.

L2

The minor capsid protein L2 is less abundant than L1 with around 12 copies per virion. This
protein performs several important functions, including facilitating the packaging of the viral
genome into nascent virions as well as the entry of the virus into new host cells. L2 is of interest
as a possible target for more broadly protective HPV vaccine.

E1l

E1l protein is essential for replication of HPV genome. E1 protein binds to the viral origin of
replication in the long control region of the viral genome. E1 uses ATP to exert a helicase
activity that forces apart the DNA strands, thus preparing the viral genome for replication by
cellular DNA replication factors [5, 27].

E2

E2 protein regulates viral transcription from the early promoter and is essential for viral
replication. E2 facilitates the binding of E1 to the viral origin of replication. E2 also utilizes a
cellular protein known as Bromodomain-4 (Brd4) to tether the viral genome to cellular
chromosomes [29]. This tethering to the cell's nuclear matrix ensures faithful distribution of
viral genomes to each daughter cell after cell division. E2 protein has pro-apoptotic activity [2,
3]. Tt is thought that E2 serves as a negative regulator of expression for the oncogenes E6 and
E7 in latently HPV-infected basal layer keratinocytes. In late stages of carcinogenesis, the
genital HPV genome is integrated into the host chromatin, with the preferential disruption of
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the E2 gene [8, 10] tend to increase the expression of the E6 and E7 oncogenes, resulting in
cellular transformation and possibly further genetic destabilization.

E4

Although E4 proteins are expressed at low levels during the early phase of viral infection,
expression of E4 increases dramatically during the late phase of infection. The E4 protein of
many papillomavirus types is thought to facilitate virion release into the environment by
disrupting intermediate filaments of the keratinocyte cytoskeleton. E4 facilitates DNA
replication. E4 has also been shown to participate in arresting cells in the G2 phase of the cell
cycle. E4 proteins from diverse papillomaviruses interact with the serine-arginine-specific
protein kinase SRPK1, a kinase important in the replication cycles of a diverse range of DNA
and RNA viruses. E4 inhibits SRPKI1 phosphorylation, not only of cellular SR proteins
involved in regulating alternative splicing of RNA but also the viral transcription/replication
regulator E2. There are findings that reveal a potential E4 function in regulation of viral late
gene expression through the inhibition of a host cell kinase [32].

Viral oncoproteins: oncogenic activities of ES, E6, and E7

E5

The ES5 protein induces aberrant cell proliferation by stimulating cell growth through
stabilization of growth factor receptors (EGFR, PDGFR beta and CSF1R), by enhancing EGF
signaling and by inhibiting apoptosis. E5 inhibits transport of major histocompatibility
complexes to the cell surface and thereby helps the virus to evade immune response.

Not all HPV genera code for an E5 protein [1]. For instance aHPV's encode and express ES but
B HPVs do not. ES is a weak transforming protein in vitro and its effects are seen best when in
co-operation with the other viral oncoproteins: 16E5 together with E6 can induce the formation
of koilocytes, a well known morphological marker of HPV infection [26]. The development of
koilocytotic vacuoles may be linked to the ES5-induced relocalization of calpactin I to the
perinuclear region promoting perinuclear membrane fusion [25]. 16E5 oncoprotein binds and
inhibits the activity of the 16 kDa subunit of V-ATPase, altering the endosomal acidification
and degradation of EGF-R [14, 36] thus enhancing its recycling to the plasma membrane. 16E5
can also delay EGF-R degradation by interfering with membrane trafficking and the fusion of
early and late endosomes [37]. The EGF-R signalling pathway can be activated by 16ES5
through either EGF-dependent or EGF-independent processes. 16ES activates mitogen-
activated protein kinase (MAPK) p38 and ERK1/2 in human keratinocytes in an EGF-
independent manner [12]. Two different pathways, a receptor tyrosin kinase-mediated pathway
and a protein kinase C (PKC)-dependent pathway, are involved in the MAPK activation [11,
18] which increases the transcription of c-fos and c-jun [4, 6, 7], forcing the cells through the
cell cycle and stimulating transcription of the viral oncogenes E6 and E7. Due to the integration
of HR HPV genome during malignant progression, the E5 gene is not expressed in cervical
tumours but both 16/18 ES mRNA and protein have been detected in anogenital LSIL [21, 35]
supporting the possibility that ES plays a role in early steps of HPV infection to protect infected
cells from apoptosis. HPV ES5 proteins are not thought to play a role in the later steps of
malignant progression because in high-risk HPV infections that progress to cancer the viral
DNA typically integrates into the host genome often resulting in the loss of the E2 and E5
genes [39]. However, in contrast to other high-risk HPVs, HPV-16 DNA can exist in integrated,
episomal or integrated and episomal form in malignant lesions of the cervix. Nevertheless, the
fact that a substantial proportion of the tumours do not express E5 indicates that the protein is
not essential for HPV-16 mediated tumour progression.
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E6

HR-HPV E6 protein can block apoptosis, promote proliferation, activate telomerase, disrupt
cell differentiation, adhesion and polarity, and reduce immune recognition.

E6 inactivates the main tumor suppressor protein pS3 which role is to monitor the integrity of
the cell genome by the induction of cell cycle arrest or apoptosis. The oncogenic potential of
HPV E6 depends not only on its ability to target p53 for degradation but also on its interaction
with a variety of other cellular factors [17, 23]. E6 in combination with a cellular E6-associated
protein (E6AP) binds and marks p53 tumor suppressor protein, leading to degradation of p53 by
proteasomes, genetic instability and progression to malignancy [28]. E6 has also been shown to
target other cellular proteins, thereby altering several metabolic pathways. One such target is
NFX1-91, which normally represses production of telomerase, a protein that allows cells to
divide an unlimited number of times. When NFX1-91 is degraded by E6, telomerase levels
increase, inactivating a major mechanism keeping cell growth in check [22]. Additionally, E6
can act as a transcriptional cofactor—specifically, a transcription activator - when interacting
with the cellular transcription factor, E2F1/DP1 [19].

Activation of telomerase contributes to immortalization of malignant cells. E6 can activate
telomerase in epithelial cells independent of p53.

All these mechanisms in concert result in genomic instability, accumulation of mutated cells
and development of malignant phenotypes. Moreover, E6 has been shown to help the virus to
avoid the immune defenses by interacting with two proteins that are part of the innate immune
response to viral infection: Interferon regulatory factor-3 (IFR-3) and Toll-like receptor 9
(TLRY).

E7

E7 protein is the major transforming protein needed for maintenance of a transformed
phenotype. E7 induces abnormal cell proliferation, interacts with histone acetyl transferases and
with negative regulators of the cell cycle and tumor suppressors, primarily the retinoblastoma
(RDb) family.

E7 inactivates the main tumor suppressor, retinoblastoma-protein pRb. pRb is important for the
correct transition from G1 phase to S phase of the cell cycle. E7 competes with pRb, binding
and inactivating retinoblastoma protein by proteasomal degradation. As a result, the
transcription factor E2F is released, stimulating the expression of genes involved in cell cycle
progression and DNA synthesis, thus pushing the cell cycle forward.

Under physiological conditions, free E2F leads to induction of p16 ink4, a tumor suppressor
protein inhibiting cyclin-dependent kinase binding to Cyclin D which regulates the G1 cycle
checkpoints and leads to cell cycle arrest in the G1 phase [13]. In cells infected with HPV,
however, E6 blocks the inhibitory effect of p16 ink4 showing a synergistically interaction with
E7, and resulting in altering cell differentiation by maintaining the keratinocytes in a suitable
condition for the replication of the viral genome, reactivation of DNA synthesis, stimulation of
progression of the cell cycle and inhibition of apoptosis [28, 30].

HPYV proteins: mechanisms of neoplastic transformation

The ES, E6, and E7 oncoproteins have proliferative properties and mediate progression to
malignancy. They cause DNA damage as well as chromosome instability during HPV-
associated carcinogenesis. E6 and E7 action is more efficient when the two act in concert. In
addition, E5 might potentiate the transforming activity of E7.
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The mechanism by which HPV infection produces neoplastic transformation has been
progressively elucidated and consists of at least three components [31]. The first is direct
effects of the viral oncoproteins on the cell cycle, mediated via interactions between E6 and E7
oncoproteins of high-risk HPVs and the p53 and Rb proteins respectively. Direct influence of
these oncoproteins on other cell-cycle regulators such as cyclin E has also been demonstrated
[31]. The second effect is also mediated via viral oncoproteins and consists of abnormalities in
centrosome duplication, leading to genomic instability, subsequently reflected in progressive
allelic imbalance [15, 16]. The latter include alterations in 3p and specific amplifications at
3q25-27 [20, 33]. The third component is mediated via E6 and consists of telomerase
upregulation and a disruption of normal replicative senescence [24].

It was recently revealed in lung cancer cases that HPV 16/18 E6 and E7 oncoproteins can
mediate expression of multiple target genes and proteins, such as p53/pRb, VEGF, HIF-1a,
cIAP-2, and hTERT, and contribute to cell proliferation, angiogenesis and cell immortalization
through different signaling pathways [38].

Deregulation of E6 and E7 expression is the critical event in neoplastic dedifferentiation. The
levels of E6 and E7 are regulated by E2. In many tumors, the viral DNA genome is integrated
within the host cell genome, causing a disruption in the E2 gene and leading to increased levels
of E6 and E7 and a more malignant phenotype. It is important to note that the presence of E6
and E7 in a cell is not enough to cause the development of cancer. Additional changes in
cellular genes are needed and this is the reason for the long delay, often several decades,
between HPV infection and the appearance of malignant tumors.

Conclusion

HPV can be regarded as an environmental factor in tumor development. There is a relationship
between HPV infection and some neoplasms of the anogenital tract, including cervical, vulvar,
vaginal, penil and anal cancers but also lung, breast and others. Viral oncproteins are the main
factor for HPV induced carcinogenesis. Although the recently introduced prophylactic HPV
vaccines are effective in preventing initial HPV infections, they have no effect on existing
lesions and cancer. Elucidating the role of HPV ocoproteins in different types of tumors is
important for development and assessing the potential impact of therapeutic HPV vaccines on
HPV-related diseases.
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Abstract

Two novel human respiratory polyomaviruses, KIPyV and WUPyV, were discovered in
respiratory specimens from children with acute respiratory infections. However, so far
definitive evidences of their role in human pathology are lacking. In this review we describe
aspects of virological background and emphasize on current knowledge on potential
etiopathogenicity of these agents.

Introduction

Viral infections associated with respiratory syncytial virus, influenza virus A or B,
parainfluenza virus, rhinovirus, or adenovirus are among the leading causes of respiratory
diseases and are responsible for significant mortality and morbidity worldwide. However,
about 30% of all cases with respiratory diseases cannot be attributed to known agents,
suggesting that additional respiratory pathogens are likely to exist. Advances in molecular
technologies enabled identification of novel human viruses and in 2007 two new human
polyomaviruses (HPyVs), KIPyV and WUPyV, have been identified in patients with respiratory
infections.

Discovery of KIPyV and WUPyV

The first HPyVs, JC polyomavirus (JCPyV) and BK polyomavirus (BKPyV), were discovered
in 1971 in severely immunosuppressed patients. In 2007, two novel viruses, KIPyV and
WUPyV, were identified in Sweden and the USA by screening of human respiratory samples
with large-scale sequencing and bioinformatics [3, 19]. These new viruses were named after the
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institution where the discovery was made: Karolinska Institute polyomavirus (KIPyV) and
Washington University polyomavirus (WUPyV).

Today the human polyomavirus family consists of thirteen members (Table 1): BKPyV,
JCPyV, KIPyV, WUPyV, MCPyV, HPyV6 and HPyV7, TSPyV, HPyV9, MWPyV, STLPyV,
HPyV12 and NJPyV.

KIPyV/WUPYV genomics and phylogeny

All polyomaviruses are small viruses (~45 nm in diameter) containing a single circular double-
stranded DNA genome. HPyVs have a similar genome size (4.5-5.4 kbp), organization, and
share DNA sequence similarity. Polyomavirus virions are non-enveloped, and the capsid
consists of 72 pentamers of the major structural protein VP1, each of which is associated with a
single molecule of VP2 or VP3.

The genome size of KIPyV and WUPyV is within the range of polyomaviruses, 5 040 bp and
5 229 bp, respectively. In genome organization KIPyV and WUPyV are typical polyomaviruses
(Figure 1) [3, 19]. The genome can be divided into three functional regions: the early region,
the late region, and the non-coding control region (NCCR). The early region encodes the
alternatively spliced large T-antigen and small T-antigen, regulatory proteins involved in viral
DNA replication and gene expression. The late region encodes the structural viral proteins VP1,
VP2 and VP3, which form the viral capsid. It was shown that, in its native form, VP1 of KIPyV
and WUPyYV is highly immunoreactive. The early and late regions are separated by NCCR,
containing the early and late promoters and the origin of viral DNA replication. KIPyV and
WUPyV like other novel HPyV genomes do not encode agnoprotein.
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Fig. 1. Genome organization of KIPyV. Putative
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Phylogenetic analysis indicates that KIPyV and WUPyV are closely related and define a novel
branch within the Polyomaviridae family. They share significant homology with BKPyV,
JCPyV and other polyomaviruses with regard to genomic organization. However, the genomes
and proteins of KIPyV and WUPyV display little sequence homology with the previously
known HPyV. While the nonstructural proteins have substantial amino acid sequence similarity
to those of the other primate polyomaviruses, the structural proteins have extremely high
sequence divergence as compared to other known polyomaviruses. So, in amino acid sequence
the WUPYV structural proteins are only 15-28% identical to those of BKV and JCV (Table 2).
At the same time, the late regions of KIPyV and WUPyV genomes show 64—71% amino acid
sequence identity.

Table 1. Human polyomaviruses
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Full name Abbreviatio | Year of | Source of isolation Referenc
n discover e
y

BK polyomavirus BKPyV 1971 Urine 18
JC polyomavirus JCPyV 1971 Urine, brain 36
Karolinska Institute KIPyV 2007 Nasopharyngeal tissue | 3
polyomavirus
Washington University WUPyV 2007 Nasopharyngeal tissue | 19
polyomavirus
Merkel cell polyomavirus | MCPyV 2008 Lesion 17
Human polyomavirus 6 HPyV6 2010 Skin 39
Human polyomavirus 7 HPyV7 2010 Skin 39
Trichodysplasia TSPyV 2010 Lesion 27
spinulosa-associated
polyomavirus
Human polyomavirus 9 HPyV9 2011 Skin, blood, urine 40
Malawi polyomavirus MWPyV 2012 Stool, wart 13, 42,

44
St Louis polyomavirus STLPyV 2013 Stool 25
Human polyomavirus 12 | HPyV12 2013 Metastatic liver tissue | 23
New Jersey polyomavirus | NJPyV-2013 | 2014 Endothelial cells 28

(myositis, cut.
Necrosis)

Table 2. Homology of Predicted WU Proteins [19]

Gene Predicte % Amino Acid Identity to:
? Size KIPyV |JCPyV | BKPyV |SV40 | MuPy
aa

STAg | 194 68 40 41 38 23
LTAg | 648 70 48 49 49 32
VP1 369 65 27 28 28 25
VP2 415 71 16 17 17 12
VP3 272 64 15 15 16 11

Prevalence and etiopathogenicity of KIPyV and WUPyV

The widespread of KIPyV and WUPyV infection in human population has been revealed by
extensive molecular and serological investigations. Seroepidemiological studies showed that
seropositivity varies between 55% and 90% for KIPyV and 64% and 97.5% for WUPyV [29]
and there is a strong increase in KIPyV and WUPyV seroprevalence with age [21]. It was
suggested that primary exposure occurs during childhood, establishing a persistent infection,
after which infection is sustained by close inter-human contacts [2, 22, 34, 37]. KIPyV and
WUPyV were detected throughout the year although seasonal variations were found. There was
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intensive search for these viruses in clinical specimens to determine their natural history and
role in human pathology, but the results have been inconclusive [12].

The genuine host cells for KIPyV and WUPyYV have not been established. Although viral DNA
is predominantly detected in respiratory specimens, it has also been found in tonsils, lungs,
blood, CNS and lymphoid tissue [5-7, 9, 10, 11, 29, 41] and the detection frequency increased
in immunosuppressed individuals [4, 41].

KIPyV and WUPyV were identified first in respiratory specimens from children with acute
respiratory infections, which suggested the respiratory tract as a possible site of infection,
transient or persistent [3, 19]. In a number of subsequent studies respiratory tract diseases have
been associated with the detection of KIPyV and WUPYV in respiratory samples. The viruses
have been detected more frequently in nasopharyngeal secretions [1, 24, 26, 31, 32]. At the
same time, the number of patients with respiratory symptoms who were positive for WUPyV
and/or KIPyV was low. The detection rates of KIPyV and WUPyV range from 1% - 16%, and
0.5%-8%, respectively, in various studies of healthy individuals and patients with respiratory
symptoms [8]. Furthermore, co-infection with one or more respiratory viruses is a common
finding in individuals who are positive for KIPyV or WUPyV. Only in a small number of
children KIPyV or WUPyV was the only virus detected, which suggests that these viruses
might cause respiratory disease independently [2, 16]. So far, however, the etiopathogenicity of
WUPyV and KIPyV in respiratory diseases remains speculative [35]. It is possible KIPyV and
WUPyV could play a role in respiratory diseases only in immunocompromised patients [14].
WUPyV or KIPyV DNA has been found sporadically in fecal specimens from patients with
acute nonbacterial gastroenteritis and in some hospitalized infants [38, 43]. However, no clear
association between virus detection and gastrointestinal symptoms could be shown so far [5, 7,
12, 30, 33].

Little is known about the oncogenicity of KIPyV and WUPyV [5, 15]. To date, KIPyV and
WUPyV have not been associated with a specific malignancy, but viral DNA sequences have
been found in lung cancers and lymphoma [7, 15, 20]. WUPyV and KIPyV DNA was detected
in paraffin-embedded tonsils from adult patients with a wide spectrum of benign and malignant
conditions [5], indicating that these viruses can infect and establish a persistent infection in
tissues that are rich in B cells.

Conclusions

After discovery in 1971 of first human polyomaviruses BKPyV and JCPyV, eleven more
HPyVs, including KIPyV and WUPyV, have been identified in last decade due to the new
techniques for viral detection. Although KIPyV and WUPYV share certain characteristics with
the well-studied BKPyV and JCPyV, they show important differences such as little sequence
homology of genomes and proteins, differences in viral life cycle, pathogenicity and so on.
KIPyV and WUPyV are widespread among human population and have been detected more
often in respiratory specimens worldwide. However, at this time there is no firm evidence for
an etiological role of these viral agents in respiratory or any other disease and their clinical
significance remains to be established. In addition, there are gaps in our understanding of
WUPyV/KIPyV tissue tropism, routes of acquisition, persistency and reactivation etc. It is
expected further studies to shed light on all these issues.
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Free radicals, reactive oxygen species and oxidative stress

A free radical is every particle or a part of it (ion, molecule, group of atoms, etc.) that
has an unpaired electron and is therefore unstable and highly reactive. In normal concentrations,
they play an important role as mediators in the regulation of signaling processes. The paradox
of aerobic life is the vital oxygen is at the same time deadly toxic. The reason is the electronic
structure of the oxygen molecule - biradical which determines its one-electron reduction to
oxygen radicals and other reactive oxygen species. Free radicals and other reactive oxygen
species (ROS) - superoxide radical (O27) nitrogen oxide (NO), hydrogen peroxide (H202) and
hydroxyl radical (OH) exist in living tissues in low but measurable concentrations which are
determined by the balance between the speed of the formation of radicals and speed of their
elimination (1).

Except for anaerobic microorganisms, all living organisms require molecular oxygen as
an electron acceptor for efficient production of energy. However, oxygen is a strong oxidant,
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and it is impossible to avoid secondary oxidations not involved in physiological metabolism.
These random oxidations would have deleterious consequences if they were not neutralised by
an efficient antioxidant system (14). ROS are a necessary evil of aerobic life, being generated
continuously during the process of respiration, but with the potential to cause oxidative
deterioration of protein, lipid and DNA (12).

So called “pro-oxidants” promote oxidative damage in laboratory model systems
whereas antioxidants inhibit (9).

Oxidative stress corresponds to an imbalance between the rate of oxidant production and
that of their degradation. The complete four-electron reduction of molecular oxygen occurs
within mitochondria and produces water, at the end of the respiratory chain (Figure 1).
Sometimes molecular oxygen is partly reduced instead of the proteins of the respiratory chain,
and superoxide and various reactive oxidant intermediates are produced, leading to secondary
oxidations (14).

Defence of the organism

Antioxidants are molecules which can safely interact with free radicals and terminate the
chain reaction before vital molecules are damaged. Some endogenous radical protectors are:
superoxide dismutase (SOD), catalase (CAT), glutathione (GSH), glutathione peroxidase
(GSH-Px), glutathione reductase (GR), etc. Since free radicals have very short live scientists
measure the activities of the antioxidant enzymes and compounds. These are the biochemical
markers of oxidative stress. They are used in order to determine the effect of influenza virus
infection in experimental model in mice.

SOoD Catalase
l Cu (1) Fe (Il)

02_." 02.' — H202 —_— H20 + 02

NADH/NADPH oxidase
Xanthine oxidase

Lipoxygenase NO Fenton reaction
Cycloxygenase

P-450 monooxygenase

Mitochondrial exidative-

ONOO- *OH

Figure 1. Sources of reactive oxygen species (ROS) generated endogenously (Palamara, A.,
2011)

How does Influenza virus cause oxidative stress?

Viruses are parasitic pathogens that replicate in living cells, exploiting multiple
intracellular pathways in their hosts for their own advantage and growth. Numerous studies
have reported that viral infection is often associated with redox changes characteristic of
oxidative stress (12).
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Figure 2. The pathway of influenza virus pathogenesis (Mileva, M. et al., 2012)

Influenza viruses possess RNA as their genome and belong to the family
Orthomyxoviridae. They cause acute respiratory inflammation in humans and symptoms such
as high fever, body aches, and fatigue (7). Intermittently and unpredictably new viruses arise
that are capable of causing pandemics. Pandemics are a regular occurrence. Historical accounts
suggest that there have been more than 20 since the 16th century, typically occurring every 10
to 40 years. The 1918 pandemic (HINT1) is widely regarded as the single biggest natural disaster
documented to have affected our species, resulting in approximately 40 million deaths
worldwide (WHO).

The genome of influenza virus type A (IAV) consists of eight RNA segments, encoding
HA, neuraminidase (NA), nucleoprotein (NP), M1, M2, nonstructural protein (NS)1, NS2,
polymerase acidic protein (PA), polymerase basic (PB) 1, PB1-F2, and PB2. Recently, research
has focused on using reverse genetics to elucidate the role of each viral protein in the
pathogenicity of influenza viruses. The range of severity of diseases caused by genetically
similar IAV in humans is extremely wide, indicating that host conditions play an important role
in determining the pathogenesis of IAV. I IFN is a key molecule in the innate immune
responses to infection with influenza virus and the magnitude of the type I IFN response
influences the pathogenicity of the virus. Thus, the pathogenesis of influenza virus infection in
humans depends on a combination of virus and host factors (7)(Figure 3).

137



Figure 3. Schematic diagram of influenza A virus virion (Palamara, A., 2011)

IAV inhibits cellular respiration (mitochondrial O2 consumption),diminishes cellular
glutathione (GSH) and triggers apoptosis (1). Reactive oxygen species and reactive nitrogen
species play a pivotal role in the regulation of the immune response to infection (10). Many
studies have shown that superoxide anion produced by macrophages infiltrated into the virus-
infected organs is implicated in the development of severe influenza-associated complications.
Selected antioxidants, such as pyrrolidine dithiocarbamate, N-acetyl-L-cysteine, glutathione,
nordihydroguaiaretic acid, thujaplicin, resveratrol, (+)-vitisin A, ambroxol, ascorbic acid, 5,7,4-
trihydroxy-8-methoxyflavone, catechins, quercetin 3-rhamnoside, isoquercetin and oligonol,
inhibit the proliferation of influenza virus (16).

Biological markers of oxidative stress during influenza infection

The ideal biomarker should have the following characteristics:

(1) Sample collection and analysis is simple and reliable;

(i1) The biomarker is specific for a particular type of exposure;

(111) The biomarker only reflects a subclinical and reversible change;

(iv) Relevant intervention or other preventive effort can be considered;

(v) Use of the biomarker is regarded as ethically acceptable.

The purpose of this study was to find the pathologic features caused by influenza virus
infection in the histological structure of different organs in experimental mice model.

Materials and methods
As a material for the present morphological study were used organs from experimental
animals - mice. For the purpose of the investigation were used male mice, line ICR (14-16 g).
Experimental design:
The animals were divided into two groups:
Group I - control group (healthy non-infected animals);
Group II - mice infected with influenza A/Aichi/2/68 H3N2 (2.5 to LD50) by intranasal
inoculation.
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The animals were housed in cages with free access to water and food, at 22-24 °C with a
12 hour light/dark cycle. Experiments were conducted by the standard protocol approved by the
Bulgarian Academy of Sciences. The animals were anesthetized and decapitated on the 5th day
after virus inoculation. Tissues were fixed with 10% formalin solution and prepared for light
microscopy by standard protocol of the Medical University in Sofia. In this study were used
routine methods of stain Nissl. Light microscopic pictures of lungs, liver, small intestine,
kidney were made.

Hematoxylin and eosin (H&E) stains have been used for at least a century and are still
essential for recognizing various tissue types and the morphologic changes. Hematoxylin has a
deep blue-purple color and stains nucleic acids by a complex, incompletely understood reaction.
Eosin is pink and stains proteins nonspecifically. In a typical tissue, nuclei are stained blue,
whereas the cytoplasm and extracellular matrix have varying degrees of pink staining (6). The
first step is removing the wax in which the object is fixed. Xylene is used. After de-waxing the
side is passed through alcohol and after that water to remove the xylene. Then hematoxylin is
applied. After 2-3 min it is rinsed with water. Next eosin is applied for 1-5 min and rinsed with
water. The object is then dehydrated in ascending alcohol solutions (50%,70%,80%,95%,
100%) (13).

Results and discussion

We used experimental mice model to define the histological features of infected lungs,
kidneys, stomach, guts. The non infected animals showed normal structure of lungs, liver, small
intestine, kidney (Fig. 4 A, Fig. 5 A, Fig. 6A, Fig. 7 A). In infected with influenza virus animals
showed pathological changes in the investigated organs, expressed in edema, changes in the
histologic structure, dilatation of blood vessels.

The morphological studies on mouse lungs 5 days after inoculation with influenza virus
A/Aichi/2/68 (H3N2) have suggested that this model of experimental influenza virus infection
causes progressive damage of the alveolar cells, with acute inflammatory reaction and
development of massive bronchitis and probably pneumonia(Fig. 4 B).

Figure 4. Light microscopic picture of lungs. Staining: HE

A. Non infected animal: 1 and 2 - alveolar sacks with normal histology; 3 alveolar canal.

B. Infected animal: 1 and 3 - sacks with impaired alveolar histology, intracellular edema and the presence of red
cell infiltration, 2- alveolar sac with preserved structure

139



Figure S. Light microscopic picture of liver. Staining: HE
A. Liver of non infected animal.
B. Liver of infected animal- the structure is more visible. There is oedema of the heptocytes.

In infected liver there is edema of the hepatocytes. The histological structure is more expressed
(Fig. 5 B).

In the small intestine the histological picture reveals edema, dilatation of the blood vessels and
stasis (Fig. 6 B).

Figure 6. Light microscopic picture of small intestine. Staining: HE
A. Non infected animal. Normal histologic picture of the epithelium covering the mucous membrane of the
small intestine.
B. Infected animal. Many dilated vessels variating in size could be seen. There is venous stasis and
interstitial edema.

Figure 7. Light microscopic picture of kidney. Staining: HE
A. Non infected kidney. Malpighian bodies and canals could be seen.
B. Infected kidney;1- dilatation of vessels in the glomerule; 2- glomeruli with vessel colapse;
3- intracellular edema of the canal system.
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One of the most probable reasons for the histologic changes in the invested organs is the
development of oxidative stress in the course of the influenza virus infection. ROS and reactive
nitrogen species (RNS) modulate the permissiveness of cells to viral replication, regulate host
inflammatory and immune responses, and cause oxidative damage to both host tissue and virus
progeny. ROS and RNS readily enter into reactions with macromolecules into the cells,
particularly with key components of membranes and nucleic acids. A decrease in GSH levels
and general oxidative stress have been demonstrated during influenza virus infection in both in
vivo and in vitro experimental models (12).

Oxidative stress can be defined by measuring the activity of the antioxidant enzymes.

SOD- catalyzes the conversion of superoxide anion radical (O2") to less reactive species.

20, "+ 2H" + SOD - H,0, + O,

To determine the activity of SOD the method of Beauchamp & Fridovich (1971) could
be used. Superoxide radicals generated photochemically reduce nitroblue-tetrazolium salt
(NBT) to insoluble formazan blue. Spectrophotometrically at 560 nm is measured the inhibition
of the reduction of NBT in the presence of the enzyme preparation. The unit of enzyme activity
is the amount of enzyme, performing 50% inhibition of the reduction of NBT (5).

Catalase catalases the reaction of the decomposition of hydrogen peroxide to water and
oxygen. There are two types of catalases: Type A and Type B. The enzyme is localized mainly
in peroxisomes, less in mitochondria and endoplasmic reticulum (2).

For measurement of Cat activity the method of Aebi is (1974) used. The enzyme
catalyzes the following reaction:

2H,0, + Cat - 2H,0 + O,

The decrease of absorbance at 240 nm corresponds to the decomposition of H>O; and serves as
a measure of the activity of the catalase (3).

Glutathione peroxidases are a family of selenium- dependent and-independent
antioxidant enzymes and can be divided into two groups: cellular and extracellular. Glutathione
peroxidase reduces H>0O: to H>O by oxidizing GSH. Re-reduction of GSSG is then catalyzed by
glutathione reductase through the glutathione cycle:

H,O, + 2GSH--GSSG + 2H,0

GSSG + NADPH + H'--2GSH + NADP"

The oxidation of NADPH is measured by the reduction of the absorbance at 340 nm, which
serves as a measure of the activity of glutathione peroxidase. This is the method of Gunzler et
al. (8).

For measurement of total glutathione the method of Tietze (1969) is used. At the
beginning of experience reference standard with oxidized glutathione should be made. The
reaction is started with NADPH, which converts oxidized glutathione into reduced in the
presence of glutathione reductase. GSH reacts with DTNB and colored compound is received
with a peak of absorption at 412 nm. Values are expressed in ng/mg protein (15).

Conclusion

Influenza virus infection starts in the airways and turns into a disease of the whole organism.
The oxidative stress that causes affects not only the lungs but the whole body. Histological
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changes are visible in all investigated organs. The function of the antioxidant enzymes is
upregulated because of the increased production of reactive oxygen species. Using antioxidants
and/or biologic response modifiers in the treatment could help preventing the consequences of
the infection.
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ABSTRACT

OBJECTIVE: To investigate the incidence of acute monotoxic poisonings with psychoactive
substances /PAS/ as well as combined intoxication at the Clinic of Toxicology, Emergency
University Hospital "N.I. Pirogov " during the period 2012 - 2014, to characterize the type of
PAS, to present the distribution of patients by sex and age; to make an analysis of
epidemiological data - distribution, dynamics, trends.

MATERIAL AND METHODS: The records of the Toxicology Clinic, Emergency Hospital
“N.LPirogov” were reviewed retrospectively for all psychoactive substances poisonings during
a 3 years period - from January 1, 2012 to December 31, 2014.

THE RESULTS of the study show the following:

1. A decrease of heroin poisoning was shown, however an increase in marijuana, amphetamines
and methadone poisoning was observed during this 3 years period. .

2. The highest incidence of monotoxic poisoning with psychoactive substances was found in
2013. The men predominate over the women. The largest number of patients was in the age
group - 26-35 years, followed by those in the age group 16-18 years old.

The lowest number of patients was in the age group older than 35 years.

3. The highest incidence of mixed poisoning was found in 2012 and 2014. The men
predominate over the women. The largest number of patients was in the age range - 26-35
years, followed by patients in the age group over 35 years. The lowest number of patients was
in the age group under to 15 years old.
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For a better understanding of the mechanism of cadmium (Cd) toxicity and its chelation
from the living organism different experimental models were designed. To investigate how the
chelation of Cd can be achieved, Cherian M [1] applied the following experimental model.
Experimental animals were divided into 10 groups of 6 rats each. They were injected
intravenously with 1 mg Cd/kg as CdCl,. Each group was injected intraperitoneally with 10
different chelating agents in equimolar amounts (400 umol/kg). Bile and urine samples were
collected after 3 hours. The results showed that all dithiol compounds containing adjacent thiol
groups could mobilize Cd from the hepatic metallothionein (MT) and increase the biliary
excretion of Cd. Because of their high toxicity these chelating agents have poor therapeutic
value [1]. It has been reported that mono- and diesters of DMSA have higher efficacy as
chelating agents. Monomethyl DMSA (MmDMSA) and Monocyclohexyl DMSA (MchDMSA)
have been used by Jones et al in their in vivo study on male albino mice exposed to Cd for
seven days. The administration of MmDMSA and MchDMSA reduced significantly whole
body Cd levels and no redistribution of Cd in the brain was observed [4]. Recent investigations
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indicated that the polyether ionophorous antibiotic monensin was even more effective than the
traditional chelators. An animal model was applied to confirm the ability of the
tetracthylammonium salt of monensic acid to act as an antidote for subacute Cd intoxication.
ICR male mice were divided into three groups — normal control group, toxic control group
(intoxicated with Cd(Il) acetate) and group treated with tetracthylammonium salt of monensic
acid as antidote. The antidote was applied after the Cd-intoxication. [3]. The results
demonstrated that the Cd concentration in the lungs and spleen of the third group animals was
reduced by 80% and by 55% in the testes compared to the Cd-treated controls. A similar
animal model but with a higher dose of Cd(II) acetate was applied to investigate the effect of
the tetraethylammonium salt of monensic acid on Cd-induced toxicity. The histopathological
analyses revealed that the tetracthylammonium salt of monensic acid significantly recovers the
normal structure of the organs [2]. The animal model is suitable for comparative assessment of
the potential application of the polyether ionophores as antidotes for Cd-poisoning.
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Abstract

Guinea pigs (Cavia porcellus, genus Cavia) are rodents, belonging to the family Caviidae,
tamed as early as 5000 BC by South American tribes. They originated in the Andes and were
brought to Europe by the Spanish conquistadors. Biochemical and genetic studies revealed that
guinea pigs are domesticated descendants of a closely related species of cavy such as Cavia
aperea, Cavia fulgida and most likely C. tschudii. Biological experimentation on guinea pigs
has been carried out since the 17th century, but nowadays have been displaced by rats and mice.
However this experimental model is irreplaceable, due to some characteristic features as: life
span, anatomy and size, reproductive specifics, nutritional requirements and habits,
polymorphism, size of gene pool compared to man, friendly temper, state of health, ect.

Guinea pigs are considered to be a suitable model for fundamental and applied biomedical
researches focused on: ulcerative colitis; cholelithiasis; giant cell pneumonia (Cytomegalic
inclusion disease); experimental porphyria, resemble different types of hepatic porphyria in
man; lymphoblastic leukemia; acute-tubular-basement-membrane-antibody tubulointerstitial
nephritis; complement deficiency - C4, associated with systemic lupus erythematosis-like
syndrome; endocrine disorders as diabetes mellitus and Di George Syndrome (Congenital
Thymic Hypoplasia in children); pregnancy toxemia (Preeclampsia); osteoarthritis; nervous
diseases as Demyelinating optic neuritis, seen in multiple sclerosis, Creutzfeldt-Jacob Disease;
musculoskeletal (Achondroplasia); urogenital (Genital herpes simplex infection), allergic and
metabolic diseases. Guinea pigs are extensively used for studies on infectious disease as
tuberculosis, syphilis, brucellosis, diphtheria, anthrax and various parasitic invasions. These
rodents are often used in many toxicological tests.

The present study analyzes some hematological, biochemical, histological and urinalysis
changes in guinea pigs treated with norsesquiterpen glycoside ptaquiloside derived from
Bracken fern (Pteridium aquilinum L. Kuhn). Hematology revealed statistically significant
abnormalities of leukocytes, lymphocytes, erythrocytes, platelets, packed cell volume and mean
levels of hemoglobin in erythrocytes. The tests on the biochemistry profile determined
statistically significant changes in the levels of gamma glutamyl transferase, total protein and
albumin. In urinalysis proteinuria was the most common finding. Ptaquiloside applied in doses
of 5 mg/kg bw inflicted histopathological changes in kidneys and bladder of treated animals.

Key words: guinea pig, experimental model, ptaquiloside toxicity
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The blood-brain barrier (BBB) is a diffusion barrier, which impedes influx of most
compounds from blood to brain. Three cellular elements of the brain microvasculature compose
the BBB—endothelial cells, astrocyte end-feet, and pericytes (PCs). Tight junctions (TJs),
present between the cerebral endothelial cells, form a diffusion barrier, which selectively
excludes most blood-borne substances from entering the brain. Astrocytic end-feet tightly
ensheath the vessel wall and appear to be critical for the induction and maintenance of the TJ
barrier in the mammalian brain.

TNF-[] and proinflammatory substances and specific disease-associated proteins often
mediate BBB dysfunction. Despite seemingly diverse underlying causes of BBB dysfunction,
common intracellular pathways emerge for the regulation of the BBB structural and functional
integrity. Better understanding of tight junction regulation and factors affecting transport
systems will allow the development of therapeutics to improve the BBB function in health and
disease.

The laboratory animals that were used and monitored are preliminary operated and
implanted open cranial window (CW) in order to observe directly microvasculatory bed of the
brain. 30 Male Wister rats (n=30). Twenty of them were treated with glioma tumor cells. Ten
were treated with inhibitor of VEGF (experiment). The other ten were treated with carrageenan
to induce inflammation, and 10 were left as pure control.

Preparation of cranial window. Rats were anesthetized with 40 mg/kg body wt i.p.
ketamine.

A catheter was placed into a tail vein for injection of the intravascular tracer, fluorescein
iso- thiocyanate albumin (FITC-albumin; molecular weight=69,000 Da).

Permeability of the blood-brain barrier was evaluated using two methods. First,
extravasation of FITC-albumin was indicated by measurement of tissue fluorescence through
fluorescent microscopy and by means spectrophotofluorometer (Shimadzu FL-260) for
evaluation of the ratio of FITC-albumin fluorescence between blood plasma and cerebrospinal
fluid-CSF.
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Multiple sclerosis (MS) is the most common chronic immune-mediated inflammatory
disease of the central nervous system in young adults which is characterized by inflammatory
demyelination and neurodegeneration with unpredictable effects lasting for the rest of their
lives. Neurological symptoms include sensory disturbances, optic neuritis, limb weakness,
ataxia, bladder dysfunction, spasticity, cognitive deficits and fatigue.

The new concept of MS as a neurodegenerative disease has important clinical
implications. There are specific treatment strategies that act within the central nervous system
to prevent neurodegeneration and they need to be provided from the earliest stages of the
disease [5].

Currently there is no definitive treatment of MS but the aim of the medication is to
reduce the power of attacks and symptoms to be more rarely. Early diagnosis is crucial as well
as early neuroprotective therapy and preservation of myelin. The most important for early
diagnosis are ophthalmologists, gynecologists and general practitioners. Now there are many
drugs that are able to maintain a good quality of life in a single condition — early diagnosis and
rapid drug intervention. We also have many publications on this topic.

Now I am presenting a publication presented in April at the 67" American Academy of
Neurology (AAN) Annual Meeting in Washington, DC [1]

Compared to healthy controls, women with multiple sclerosis have lower levels of
folate, magnesium, vitamin E, and other nutrients that may have important anti-inflammatory or
antioxidant properties, a new study shows [3]

"It's unclear if deficiencies in these nutrients cause MS or are a consequence of it," said
lead researcher Sandra D. Cassard, research associate, Johns Hopkins School of Medicine,
Baltimore, Maryland. More research is needed to clarify the relationship, she said.

The study included 27 patients with relapsing-remitting MS and 30 healthy controls who
were participants in a vitamin D3 supplementation study. Participants were white women aged
18 to 60 years with 25-hydroxyvitamin D levels of 30 ng/mL or less and body mass index
(BMI) less than 30 kg/m? at screening.

At baseline, participants completed the validated Block 2005 Food Frequency
Questionnaire, which asks about diet and nutrition over the previous year. They then began
taking oral vitamin D3, 5000 IU/day, for 90 days.

This analysis focused on intake of five nutrients:

Folate: This water-soluble vitamin B found naturally in foods such as beans and
lentils helps in formation of red blood cells.

Magnesium: A mineral found in foods such as raw spinach, nuts, seeds, and
mackerel fish, magnesium helps to keep muscles and nerves healthy.

Lutein-zeaxanthin: Found together in green leafy vegetables and other foods, they

are potent antioxidants. Occurring in especially high concentrations in the eye, they are thought
to be crucial for healthy vision.
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Quercetin: A flavonoid phytoestrogen with antioxidant and anti-inflammatory
properties, this nutrient, found in such foods as capers and onions, has potential
immunomodulatory and neuroprotective effects.

a-Tocopherol: The dietary form of vitamin E is found in vegetable oils, wheat
germ, and other foods. This antioxidant has the potential to attenuate demyelination.

The researchers found that compared to controls, participants with MS had a significantly
lower mean intake of all of these nutrients (Table 1).

Table 1. Food intake of nutrients in patients with (with) MS vs controls

Nutrient Patients With MS |Controls [P Value
Food folate (ug) 243.9 321.4 .01
a-Tocopherol (mg) (6.7 8.1 .03
Magnesium (mg) 254.3 321.2 .01
Lutein-zeaxanthin (ug)[3634.7 5384.6 |01
Quercetin (mg) 5.8 11.6 <.001

While the most significant finding was for the comparison of quercetin between the
groups, stressed Dr Cassard.

However, lower levels of these nutrients in the diets of MS patients compared to healthy
controls suggest areas warranting further research.

Not only did patients with MS have lower intakes of certain nutrients than their healthy
counterparts, but they fell below recommended dietary allowances (RDAs) for many of these
nutrients. However, all study participants had lower intakes of folate and a-tocopherol than the
RDAs. Patients with MS also fell below RDA intake of magnesium.

Patients with MS had lower mean percentage of kilocalories from fat than controls
(36.7% vs 40.3%). Dietary sodium intake was similar between the two study groups. Dr
Cassard noted that the results are unadjusted for BMI. Patients had a higher BMI than controls
(25.3 vs 23.6 kg/m?). Dr Cassard speculated on how the lack of certain nutrients might affect
the disease process in MS. "Free radicals are believed to play a role in demyelination and
axonal damage in MS," she explained. "Some of these nutrients have antioxidant properties,
which may interact with free radicals, inhibiting potentially damaging effects." It's possible,
said Dr Cassard, that MS itself depletes the body of nutrients or in some way inhibits their
absorption. However, she pointed out that the differences found in the study were based on self-
reported diet history over the previous year, not on measurement of nutrients from body fluids

[1]
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Results are preliminary and further research is needed before neurologists start
recommending dietary modifications to patients with MS. The larger vitamin D study should
shed more light on the possible link between vitamin D deficiency and MS, said Dr Cassard.
"Those results are being reported separately and the manuscript is currently under review." [2,4]

The National Institute of Neurological Disorders and Stroke supported this study.

It is presented at the 67th American Academy of Neurology (AAN) Annual Meeting, April 18-
25,2015.

Omega-6 fatty acids (11-23 g/day linoleic acid) had no benefit in 75 relapsing remitting
(RR) MS patients (progression at two years or in 69 chronic progressive (CP) MS patients.
Linoleic acid (2.9-3.4 g/day) had no benefit in CPMS (progression at two years.

Slight decreases in relapse rate and relapse severity was associated with omega-6 fatty
acids in some small studies, however these findings are limited by the limited validity of the
endpoints.

Omega-3 fatty acids had no benefit on progression at 12 months in 14 RRMS patients or
at 24 months in 292 RRMS patients [3]

The most common dietary interventions are supplementation with polyunsaturated fatty
acids, allergen (gluten and milk)-free diets, vitamins, and micronutrients and antioxidants such
as selenium, Gingko biloba extracts, coenzyme Q10.

The main conclusion is that nutrients do not affect directly to improve the state of MS
patients. The aim is to help in any way with drugs, with rehabilitation and physical therapy,
through diet and lifestyle. Data from our scientific observations indicate that there is no direct
link between eating habits and the occurrence of seizures in MS patients, but that does not

mean that one does not affect the other (Fig. 1).
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Figure 1. Serum IgG anti-GM1 antibodies in RRMS patients in different phases of treatment
and diets in the case of early beginning of the treatment
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Abstract

Lipid peroxidation in biological membranes is considered to be one of the major
mechanisms of cell damage in aerobic organisms exposed to oxidative stress. Free radicals
which are formed by various mechanisms induced cascade of oxidative processes, thereby they
change arrangement of lipids and proteins in the membranes. As results are changes of hysical
properties and permeability of this membranes, and their function are affected. The efforts of
many scientists are dedicated to understanding the factors that govern the processes of
peroxidation, and relationship with peroxidation inducers. Biological membranes are complex
structures and these processes are difficult to quantify. This requires the use of liposomal
membranes that are simplified models of biological membranes. A liposome is a tiny bubble
(vesicle), consists of the same material as a cell membrane. Structurally, liposomes are vesicles
in which an aqueous volume is entirely enclosed by a membranous lipid bilayer. Membranes
are usually consisting of phospholipids, which are molecules that have a hydrophilic head group
and a hydrophobic tail group. The head is attracted to water, and the tail, which consists of a
long hydrocarbon chain, is repelled by water.

The results obtained from peroxidation of liposomal lipids could be help to explain the
mechanisms of the physico-chemical interaction of liposomal lipid with every one substance,
candidate to be an effective chain-breaking antioxidant.

The kinetics of peroxidation induced by "external" generators of free radicals is
determined by the balance between the effects of membrane properties and rate constant of
propagation (Kp) and termination (Kt) of the free-radical peroxidation in the membrane were
involved oxidizable lipids; peroxidation induced by transition metal ions depends on additional
factors, including the binding of metal ions to the lipid - water - surface and formation of metal
ions-hydroperoxide complex; antioxidants are capable to increase or inhibit lipid peroxidation.
These processes depend on composition of membranes, as well of the properties of the
peroxidation inducer. Although, peroxidation in model systems differs from peroxidation in
biological membranes, results obtained in model membranes may be useful for understanding
the issues that unable tested in biological membranes and gives an opportunity to predict
radical scavenger effect of various new substances.

Introduction

Under normal physiological conditions in the aerobic organisms active oxygen species
(ROS) are generated continuously. Some of them have a radical nature. As radicals these
particles are highly reactive and are capable to oxidize virtually all biomolecules. They are
eliminated by the antioxidant defense system that maintains the pro/antioxidant balance in cell.
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In various pathological conditions, however, their generation could be intensified and the
antioxidant capacity of biological system may be insufficient to eliminate their production. This
could result in attacking and damaging cell structures. Condition associated with abnormal
generation of a free radical and / or reduced antioxidant protection is referred to as oxidative
stress (OS).

There are two important conditions for existence of the cell: its autonomy and the
exchange of substances and energy with environment. The balance between these two
conditions is ensured by properly functioning biological membranes. Because of the presence
of polyunsaturated fatty acids (PUFA) in their structure, they are particularly prone to attacks of
ROS. This could induce chain branching oxidation reactions, resulting in various intermediates
and end products [6; 17]. The process is known as lipid peroxidation (LP) and is considered one
of the main causes of damage to biological membranes [9; 13; 16].

Although the mechanisms of LP are widely studied, the complexity of natural
membranes and complex mechanisms of their oxidation in biological systems, together with the
lack of universal quantitative indices of OS is often linked to serious contradictions between the
results of different studies. Some of these complications can be avoided by using simpler model
systems, such as liposomes, in which structure predominate phospholipids like natural cell
membranes.

Liposomes are described for the first time by the English haematologist Alec D.
Bangham when monitoring negatively stained dried phospholipids [1]. A mixture of
phospholipids and water spontaneously form a suspension of vesicles (liposomes), composed of
a double lipid layer, which is the most advantageous structure in terms of thermodynamics.

In research liposomes are used as a biological membranes model for studying the effect
of different water-soluble and lipid-soluble substances on processes related to cellular activities,
including oxidative stress.

Influence of chemical and physical factors on liposomal lipid peroxidation

The ratio of lipids containing unsaturated and those containing saturated fatty acids (i.e.,
oxidizable and nonoxidizable lipids) in the composition of the liposomes affect their membrane
properties. This affects the mechanisms of LP [4; 10].

The advantage of monolayer liposomes made by synthetic lipids is the possibility their
composition to be determined by the researcher. This feature is important in studying the
relationship between the kinetics of LP, used inductor and physicochemical properties of
liposomes. While lipids, extracted from biological samples, are complex structures, which adds
additional factors of influence and reproducibility of the results is low.

Classification of LP inducers

In designing an LP the most common inducers are copper ions, iron ions (often tested in
the presence of ascorbic acid), hypochlorite (HOCI), which is generated by myeloperoxidase
reactions, as well as "organic" radical generators — water-soluble (e.g. AAPH azo-bis-
aminopropanhydrohlorid) and lipid-soluble (e.g. AMVN-azo-bis dimethylvaleronitrile) [2; 3;
14; 4; 11].
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Fig. 1 Classification of the inducers of lipid peroxidation [15]

The mechanisms responsible for the oxidation induced by different types of inducers (as
shown in Fig. 1) vary considerably: when water-soluble inducers are used to initiate
peroxidation, the free radicals are formed in the solution and attack the liposomes from the
external environment [8]; the lipid-soluble inducers (e.g. AMVN) undergo a thermal
degradation in the liposome bilayer, resulting in generation of free radicals that could induce
chain reactions. The peroxidation of liposomal PUFA by transition metal ions as inductor is
quite different from the above mentioned mechanisms. The transition metals bind to liposome
surface forming free radicals upon reduction from lipid-soluble reducing agents such as
tocopherol [18] or hydroperoxides [12].

The main attributes of an LP study are: inducers of peroxidation; composition and
physical properties of liposomes (ratio of the oxidizable and non-oxidizable lipids); inhibitors
of peroxidation, if present. The evaluation of the effect of each of these factors requires the
comparison of peroxidation in systems which differ only by a single factor studied.

When the kinetics of LP is tested in presence of inhibitors, their effect dependents on the
physical properties of liposomes, the nature of the inducer, and the concentration of
components in the test system [7; 5] These complexities limit the possibility of reaching
generalizations.

Relationship between peroxidation Kinetics, liposomes composition and
peroxidation inducer

Peroxidation of liposomal lipids is a complex function of the liposomal composition. In
particular, the composition influences the susceptibility to oxidation on the respective
mechanisms (Fig. 1). The physical properties of liposomes are determined by their composition
depending on the ratio of the oxidizable and non-oxidizable lipids. In turn, the physical
properties of liposomes may affect their sensitivity to oxidation by various inducers.

The oxidation is carried out by different mechanisms, depending on the oxidant.
Oxidizing lipids affect the peroxidation only through their effect on physical properties. But the
change in the composition of the oxidizing lipids affects the kinetics of peroxidation by
affecting both the physical properties of the liposomes, and the chemical properties of the
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oxidizable lipids - the number of double bonds in PUFA, the number of bis-allylic hydrogen
atoms, the position of the double bonds with respect to the liposomal surface and geometrical
isomerism of the double bonds.

Dependence of the peroxidation on the physical properties of the liposomal lipid
bilayers

The most complicated factor in the preparation of liposomal suspension is the lipid
bilayer packing. This process is driven by thermodynamic forces and defines all experimentally
detectable physical properties. In homogeneous structures, the dense packing increases the
bilayers thickness, order parameter and micro-viscosity. With increasing density of the packing
the viscosity of the lipid bilayer increase, but other measurable parameters such as surface area
per phospholipids’ polar group, fluidity (which is the reciprocal of the micro-viscosity) and the
rate of lateral diffusion decrease.

The LP is a sequence of diverse (monomolecular or bimolecular) reactions. The
monomolecular reactions are much less influenced by the physical properties of the bilayers
than bimolecular reactions.

The rate of oxidation in a homogeneous membrane is experimentally detectable. The
rate constants of bimolecular reactions reflect the rate of lateral diffusion, which is a function of
the packing of the lipids in the bilayers. The later is strongly dependent on the lipid
composition. In particular, the rate constant for bimolecular reaction is an increasing function of
the rate of lateral diffusion of oxidizable lipids in bilayers. This means that the increasing rate
of lateral diffusion (more "fluid" bilayers are less "hard") may favor the increase of both the
speed of propagation of free-radical chain reactions and the rate of outage of free-radical
processes by biradical fighting. These two processes have opposite effects on the overall rate of
peroxidation. Therefore, the total effect of lateral diffusion on the peroxidation speed can hardly
be uniquely predicted.

The PUFA residues in the membrane are susceptible to peroxidation, because their
hydrocarbon chains contain polar-related H (bis-allylic) atoms. They are relatively easy to
attack by exogenous free radicals. In the presence of molecular oxygen, the principal products
of peroxidation are lipid peroxides. These molecules may be subjected to heat-induced and/or
catalyzed by transition metal ions decomposition to produce "secondary" free radicals. Thus,
oxidative chains are further conceived. As a result of hydroperoxides decomposition, complex
mixtures of relatively stable products of peroxidation (unsaturated aldehydes, ketones and
alcohols) are produced.

The mechanism of chain peroxidation of oxidizable lipids (LH), occurring upon the
attack of exogenous radicals (X¢) is developing as follow:

1. extraction of a reactive hydrogen atom from the bis-allylic groups of

PUFA hydrocarbon chain

LH+X* — L*+HX
2. Formation of peroxyl radicals (LO;°®) at extremely fast reaction of lipid
radicals (L*) with dissolved molecular oxygen:
L*+ 0O, — LO,*
3. Formation of lipid hydroperoxides (LOOH), through the rate-limiting
reaction of peroxyl radicals and oxidizable lipids:
LO.*+LH — LOOH + L*

The stoichiometry of the last two reactions of the chain peroxidation is:
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LH + O, — LOOH
4. Termination of the chain peroxidation by the reaction of two peroxyl
radical:
LO2* + LO2* — NRP (non-radical products)

LP can be induced by exogenous free radicals X*® (e.g. radical formation resulting from
either thermal decomposition of organic substances generating free radicals or radiation). LP
may also be induced by free radicals formed within the system (e.g. metal-catalyzed destruction
of preformed hydroperoxides).

The rate constant of LP is given by Halliwell and Gutteridge (1999):

Ri
V=Kp[LH]42KE

Where:

Ri

N2KE refers to the equilibrium concentration of free radicals, which is the square root of
the ratio between the speed of free radicals production (Ri) and speed constant of chain reaction
termination (Kt).

Kp is the rate constant of the free-radical chain reaction propagation.

LH is the concentration of oxidizable lipids in the bilayers or in areas of the double lipid
layer with oxidizable lipids when laterally separation of the phases is carried.

In a kinetically simple case, where Ri is constant (for example in an AAPH induced
peroxidation), and the membrane is homogeneous, the dependence of the peroxidation of
membrane properties is associated with the rate constants Kp and Kt. For a given composition,
the both rate constants refer to bimolecular reactions and, therefore, peroxidation is expected to
increase with an increase in the rate of lateral diffusion of the oxidizing lipids in the bilayers.
This, in turn, leads to an increase in both the rate constant of propagation (that accelerates the
overall peroxidation) and the rate constant of termination, which slows the rate of peroxidation.
Therefore, even in this relatively simple case, it is difficult to predict the overall effect of the
membrane packing (incl. fluidity, viscosity, other parameters and measurable factors) on the LP
speed because both KP and KT change with the same magnitude, but have opposite effects on
the rate of peroxidation.

Conclusion

Peroxidation in liposomes differs from peroxidation in biological membranes, but the
results obtained in such model membranes may be useful for understanding problems that
cannot be tested in natural membranes. Despite the relative simplicity of LP in model systems,
the reactions taking place in them are complex, since they depend in a complex manner on the
composition and physical properties of the liposomes, as well as of the properties of the
inductor and the inhibitor (if present). The results obtained in this model can serve to predict the
peroxidation in biological membranes. The in vitro study of LP inhibitors in liposomal model
systems is only a preliminary step towards the clarification of their antioxidant properties.

156



References

1. Bangham, A. D.; Horne, R. W. (1964) "Negative Staining of Phospholipids and Their
Structural Modification by Surface-Active Agents As Observed in the Electron
Microscope".Journal of Molecular Biology 8 (5): 660—-668. doi:10.1016/S0022-
2836(64)80115-7.PMID 14187392.

2. Cao G, Alessio HM, Cutler RG (1993) Oxygen-radical absorbance capacity assay for
antioxidants. Free Radic Biol Med 14:303-311.

3. Cao G, Prior RL (1998) Comparison of different analytical methods for assessing total
antioxidant capacity of human serum. Clin Chem 44:1309-1313.

4. Chatterjee SN, Aagarwal S (1988) Liposomes as membrane model for study of lipid-
peroxidation. Free Radic Biol Med 4:51-72.

5. Gal S, Pinchuk I, Lichtenberg D (2003) Peroxidation of liposomal Palmitoyl
linoleoylphosphocholine (PLPC), effects of surface charge on the oxidizability and potency
of antioxidants. Chem Phys Lipids 126:95-110.

6. Girotti AW. (1985) Mechanisms of lipid peroxidation. Journal of Free Radicals in
Biology and Medicine 1: 87-95.

7. Gutierrez ME, Garcia AF, de Madariaga MA, Sagrista ML, Casado FJ, Mora M (2003)
Interaction of tocopherols and phenolic compounds with membrane lipid components:
evaluation of their antioxidant activity in a liposomal model system. Life Sci 72:2337—
2360.

8. Halliwell B, Gutteridge JMC (1999) Free radicals in biology and medicine. Oxford
university press, New York.

9. Mattson MP (2004) Metal-catalyzed disruption of membrane protein and lipid signaling
in the pathogenesis of neurodegenerative disorders. Ann NY Acad Sci 1012:37-50.

10. Mowri H, Nojima S, Inoue K (1984) Effect of lipid composition of liposomes on their
sensitivity to peroxidation. J Biochem 95:551-558.

11. Panasenko OM, Arnhold J, Schiller J, Arnold K, Sergienko VI (1994) Peroxidation of
egg yolk phosphatidylcholine liposomes by hypochlorous acid. Biochim Biophys Acta
1215:259-266.

12. Patel RP, Svistunenko D, Wilson MT, DarleyUsmar VM (1997) Reduction of Cu(Il)
by lipid hydroperoxides: implications for the copper-dependent oxidation of low-density
lipoprotein. Biochem J 322:425-433.

13. Poon HF, Calabrese V, Scapagnini G, Butterfield DA (2004) Free radicals: key to
brain aging and heme oxygenase as a cellular response to oxidative stress. J Gerontol A
Biol Sci Med Sci 59:478—493.

14. Prior RL, Cao G (1999) In vivo total antioxidant capacity: comparison of different
analytical methods. Free Radic Biol Med 27:1173-1181.

15. Schnitzer E, Pinchuk I, Lichtenberg D (2007) Peroxidation of liposomal lipids. Eur
Biophys J 36(4-5):499-515.

16. Schroepfer, Schroepfer GJ (2000) Oxysterols: modulators of cholesterol metabolism
and other processes. Physiol Rev 80:361-554.

17. Ursini F., Maiorino M., Hochstein P., Ernster L. (1989) Microsomal lioid peroxidation:
mechanisms of initiation. Journal of Free Radicals in Biology and Medicine 6: 31-36.

18. Yoshida Y, Tsuchiya J, Niki E (1994) Interaction of alpha-tocopherol with copper and
its effect on lipid-peroxidation. Bochim Biophys Acta 1200:85-92.

157



Lipid peroxidation in biological membranes is considered to be one of the major mechanisms of
cell damage in aerobic organisms, exposed to oxidative stress. Free radicals, formed by various
mechanisms, induce peroxidation that consequently alters arrangement of lipids and proteins in
membranes. In turn these alterations change the physical properties and permeability of the
membranes, which affect their function. The efforts of many scientists are dedicated to
understand the factors that govern the processes of peroxidation, to clarify the membrane’s
composition and properties, as well as to reveal the features of peroxidation inducers.
Biological membranes are complex structures and is very difficult to quantify the processes
occur. This requires the use of simplified biological membrane models such as liposomes.
Although the peroxidation in model systems differs from the peroxidation in biological
membranes, the results obtained in model membranes may be useful for understanding the
issues that cannot be tested in biological membranes. Despite the relative simplicity of lipid
peroxidation in liposomes, the reactions occurring in them are complicated because they depend
on the different interactions between the peroxidation inducer, the composition and physical
properties of the liposomes. According to the literature data the liposomal lipid peroxidation
mechanisms could be explain with their physicochemical properties. In particular they involve
the following options: 1) the kinetic of peroxidation induced by "external" generators of free
radicals is determined by the balance between the effects of membrane properties and the rate
constant of propagation (Kp) and termination (Kt) of the free-radical peroxidation in the
relevant membrane area where oxidizable lipids present; 2) the peroxidation, induced by
transition metal ions, depends on additional factors, including binding of metal ions to the lipid-
water surface and formation of metal ions-hydroperoxide complex; 3) the antioxidants are
capable to increase or inhibit the lipid peroxidation, depending on the membrane composition
and the properties of the peroxidation inducer.
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Over the past years dendrimers are of significant scientific interest due to their unique structure
and special chemical and biological properties. They have a three-dimensional structure and
reactive functional groups that allow their design with desired properties. One of the
possibilities is to modify dendrimer periphery with fluorescent units which greatly expands
their application in various scientific fields such as biology, medicine, environmental protection
and in high technology as sensors, biosensors and photochemical molecule devices. In our
laboratory, fluorescent dendrimers modified with 1,8-naphthalimide have been synthesized and
investigated.

& Br 4+ In this study, the synthesis of a new
(NOS); poly(propylenamine)  dendrimer of second
NSO OTNA, Br **  generation  containing  eight  4-bromo-1,8-

o .. . . . .
o L) o { i o % naphthalimide units in the dendrimer periphery
¢ NWN\MAj”W"O and their Zn(I) and Cu(Il) complexes was
° e described. The photophysical characteristics of the
o J/ . \L e dendrimer free of metal ions and the metal
) N:”" — T A OO B complexes in organic solvents of different polarity
B, oun oN<° was investigated. An excimer fluorescence
o) emission has been observed in DMSO and
O Br chloroform and it has been demonstrated than this

emission has been retained after metal ion
complexation. The chemical structure has been
investigated by FT-IR and surface enhanced
Raman spectroscopy (SERS) and basic
vibrational characteristics of the dendrimer as
ligand and metal complex are presented. /n vitro antimicrobial screening of the newly
synthesized metallodendrimers showed promising antibacterial activity against some
pathogenic Gram-positive and Gram-negative bacteria and good antifungal activity against the
yeast strains S. cerevisiae and pathogenic C. lipolytica. The results also indicate that the nature
of the metal ion does not affect the microbiological activity of the complexes. Therefore, the
new metal complexes could find application in designing new antimicrobial preparations to
control the spread of infections caused mainly by Acinetobacter, Micrococcus and Candida
species.

Possible complexation of metal ions with
dendrimer D
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