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THE BULGARIAN ACADEMY OF SCIENCES

ORGANIZING COMMITTEE
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THE PROGRAM OF THE WORKSHOP

Monday, 16 May 2015

9.00-9.20 OPENING CEREMONY

Session A

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

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

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

9.20-10.05
AO1. EXPERIMENTAL GENETIC MODELS FOR ELUCIDATION THE KEY ROLE OF TESTICULAR
SOMATIC CELLS FOR MALE REPRODUCTION AND FERTILITY
Nina Atanassova
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences

10.05-10.20
AO2. SPERM CHROMATIN ORGANIZATION GOVERNS SPERM QUALITY
Stefanova V', Georgieva M', Staneva D', Todorov P2 and Miloshev G*
"Laboratory of Yeast Molecular Genetics, Institute of Molecular Biology “R. Tsanev”,
Bulgarian Academy of Sciences
2Department of Reproductive Biotechnologies and Cryobiology of Gametes, Institute of Immunology and
Reproduction “Acad. K. Bratanov”, Bulgarian Academy of Sciences,

10.20 - 10.35
AO3. CHROMATIN MODULATES CELLULAR RESISTANCE TO ULTRAVIOLET LIGHT
Bela Vasileva', Milena Georgieva', Desislava Staneva', Plamen Zagorchev2 and George Miloshev'*
Yeast Molecular Genetics Lab, Institute of Molecular Biology “Acad. R. Tsanev”, BAS, Sofia, Bulgaria
2Faculty of Pharmacy, Department of Medical Physics, Biophysics and Mathematics, Medical University,
Plovdiv, Bulgaria

10.35-10.50
AO4. TARGETED ELIMINATION OF Der p1-SPECIFIC B CELLS IN HUMANIZED SCID MOUSE
MODEL OF HDM ALLERGY
Kiril Kolev'!, Nikola Kerekov', Antoaneta Michova?, Maria Nikolova2, Andrey Tchorbanov'
" Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of Sciences
2 National Center of Infectious and Parasitic Diseases, Sofia, Bulgaria



10.50 - 11.10 Coffee Break

11.10 - 11.25
AO5. SELECTIVE ALTERATION OF ASELF-REACTIVE B AND T CELLS BY CHIMAERIC
MOLECULES IN A HUMANIZED MOUSE MODEL OF TYPE 1 DIABETES (T1D)
Gabriela Boneva, lliyan Manoylov, Andrey Tchorbanov
Department of Immunology, The Stephan Angeloff Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria

11.25-11.40
AO6. SUPPRESSION OF LUPUS SYMPTOMS BY ANTI-C1Q scFv ANTIBODY THERAPY IN
MRL/Ipr MURINE MODEL OF SYSTEMIC LUPUS ERYTHEMATOSUS
Violeta Kostadinova', Silviya Bradyanova', Ventsislav Tcholakov2, Nadezhda Todorova?, Ivanka
Tsacheva?, Andrey Tchorbanov!
'Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Sofia, Bulgaria
2Sofia University "St. Kliment Ohridski", Faculty of Biology, Department of Biochemistry, Sofia,
Bulgaria

11.40 -12.10
AO7. NEW APPROACHES FOR IMMUNOLOGICAL TESTING OF PATIENTS WITH SYSTEMIC
SCLEROSIS
E. Krasimirova', D. Kalinova?, Ts. Velikova', K. Tumangelova-Yuzeir', E. lvanova-Todorova', V.
Reshkova?, A.Kopchev, R. Rashkov2, D. Kyurkchiev?
"University Hospital St. Ivan Rilski, Medical University of Sofia, Sofia, Bulgaria
2Clinic of Rheumatology, St Ivan Rilski Hospital, Medical University of Sofia, Sofia, Bulgaria

12.10 - 12.40
Poster Viewing and Discussion



Session B

Chairpersons:

Assoc. Prof. Dobroslav Kyurkchiev, MD, PhD
Laboratory of Clinical Immunology, University hospital “St. Ivan Rilski’

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

Secretary: Boika Andonova-Lilova, MSc
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences

13.30 - 14.00
BO1. CULTURING AND CHRACTERISTICS OF CELLS ISOLATED FROM GLIOBLASTOMA
MULTIFORME
Dobroslav Kyurkchiev
Laboratory of clinical immunology, University hospital “St. Ivan Rilski”,
Sofia, Bulgaria

14.00 - 14.30
BO2. BLOOD-CSF-BARRIER CHANGES IN EXPERIMENTAL HAMSTER GRAFFI TUMOR MODEL
V. Ormandzhieva, R. Toshkova
Institute if Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences, Sofia, Bulgaria

14.30 - 15.00
B03. THE CHALLENGES OF TUMOR ANGIOGENESIS
Radostina Alexandrova', Tanya Zhivkova', Lora Dyakova?, Abedulkadir Abudalleh!, Boyka
Andonova-Lilova', Desislav Dinev', Milena Glavcheva'!, Osama Azmi3
'Institute if Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences, Sofia, Bulgaria
2|nstitute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
3National Research Centre, Medical Research Division, Giza, Egypt

15.00 — 15.20 Coffee Break

15.20 - 15.35
BO4. LUNG CANCER
Stephanie Dimitrova', Nadezhda Stoyanova', Emil Belinski2, Ivoslav lvanov?
TFaculty of Medicine, Medical University Sofia, Bulgaria
2Department of Vascular Surgery, Tokuda Hospital Sofia, Bulgaria
3Fourth General Surgery Department, UMHATEM “N.1. Pirogov”, Sofia, Bulgaria




15.35 - 15.50
BO5. GLYCOSYLATION CHANGES IN ASCITE HEPATOMA CELL LINES
J. Stoyloff
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences

15.50 - 16.05
BO6. AMYGDALYN (VITAMIN B17) AND TUMOR CELLS
Vasil Boyanov!, Liliya Lazova', Kiril Lazov?
"Medical University of Sofia, 2 Institute of Biology and Immunology of Reproduction "Acad. Kiril
Bratanov", Bulgarian Academy of Sciences

16.05 - 16.35
BO7. REVIEW OF BALKAN ENDEMIC NEPHROPATHY HYPOTHESES
A. Damianova , Z. Tsolova
Institute for Nuclear Research and Nuclear Energy, Bulgarian Academy of Sciences

16.35-17.00
Poster Viewing and Discussion



Tuesday, 17 May 2016

Session C

Chairpersons:
Prof. Ivo Grabchev, PhD
Faculty of Medicine, Sofia University “St. Kliment Ohridski”

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

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

9.00-9.15
CO1. ANTINEOPLASTIC AND ANTIMETASTATIC POTENTIAL OF THE NOVEL
ALKILPHOSPHOHOLINE ERUFOSINE IN GRAFFI MYELOID TUMOR CELLS.
CYTOMORPHOLOGICAL STUDY
Ani Georgieva', Reneta Toshkova', Veselina Uzunova?, Martin Berger3, Rumiana Tsoneva?
'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Sofia, Bulgaria
2|nstitute of Biophysics and Biomedical Engineering, Bulgarian Academy of Sciences, Sofia, Bulgaria
3German Cancer Research Center, Heidelberg, Germany

9.15-9.45
CO2. SCHIFF BASES
Katya Popova'2, Milena Glavcheva', Lora Dyakova3, Desislav Dinev', Tanya Zhivkova', , Boyka
Andonova-Lilova', Abedulkadir Abudalleh?, Gabriela Marinescu4, Daniela-Cristina Culita?,
Luminita Patron4, Radostina Alexandrova'

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, 2Faculty of Biology, Sofia University “St “Kliment Ohridski”, 3Institute of Neurobiology,
Bulgarian Academy of Sciences,  “Institute of Physical Chemistry “llie Murgulescu”, Bucharest,
Romania

9.45-10.00
CO03. DO Cu(ll) AND Co(ll) COMPLEXES WITH SCHIFF BASES AFFECT VIABILITY AND
PROLIFERATION OF CULTURED CANCER CELLS?

Desislav Dinev!, Tanya Zhivkova', Lora Dyakova?, Katya Popova':3, Boyka Andonova-Lilova',
Abedulkadir Abudalleh?, Gabriela Marinescu4, Daniela-Cristina Culita4, Luminita Patron?,
Radostina Alexandrova'

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, 2Institute of Neurobiology, Bulgarian Academy of Sciences, 3Faculty of Biology, Sofia
University “St “Kliment Ohridski”,  “Institute of Physical Chemistry “llie Murgulescu”, Bucharest,
Romania




10.00 - 10.15
CO4. Zn(Il) COMPLEXES WITH SCHIFF BASES: INFLUENCE ON VIABILITY AND
PROLIFERATION OF CANCER CELLS
Milena Glavcheva', Lora Dyakova?, Desislav Dinev?, Tanya Zhivkova', Katya Popova'=3, Boyka
Andonova-Lilova', Abedulkadir Abudalleh?, Gabriela Marinescu?, Daniela-Cristina Culita4, Luminita
Patron4, Radostina Alexandrova'

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, 2Institute of Neurobiology, Bulgarian Academy of Sciences, 3Faculty of Biology, Sofia
University “St “Kliment Ohridski”,  4Institute of Physical Chemistry “llie Murgulescu”, Bucharest,
Romania

10.15-10.30
CO5. BIMIUAHUE HA BOJIEH EKCTPAKT OT
MELISSA OFFICINALIS L. BbPXY BUTAITHOCTTA HA MULLUX EMBEPUOHANHHU
®UBPOBJIACTHU
M. OepmenpxmeBa’, E. CtosHoBa?, T. MBaHoBa®, A. Anekcangposa*, M. YepBeHkoB?
Tbuonoeuyecku akynmem, CY ,Ce. KnumeHm Oxpudcku
2MHcmumym no buonoeusi u myHonoeusi Ha PasmHoxaeaHemo, bAH
3Hcmumym no buopasHoobpasue u EkocucmemHu U3cnedsaHusi, BAH
“UHcmumym no Hespobuonoeus, BAH

10.30-10.45
CO6. CHRONIC EXPOSURE TO COBALT(ll) COMPOUNDS AND MURINE SPLEEN
Y. Gluhcheva!, Ju. lvanova?
'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Sofia, Bulgaria
2Faculty of Medicine, Sofia University “St. KI. Ohridski”, Sofia, Bulgaria

10.35 - 11.00 Discussion

11.00 - 11.20 Coffee Break



Session D

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

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

Secretary: Tanya Zhivkova, MSc

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

11.20 - 11.50

DO1. ANTIMICROBIAL ACTIVITY OF FLUORESCENT BENZANTHRONE DERIVATIVES

D. Staneva', S. Grabchev?, E. Vasileva-Tonkova?®, P. Bosch?, |. Grabchev®
"University of Chemical Technology and Metallurgy, Sofia, Bulgaria

2Sofia University “St. Kliment Ohridski”, Faculty of Chemistry and Pharmacy, Sofia, Bulgaria

3 Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
4Institute of Science and Technology of Polymers, CSIC, Madrid, Spain

5Sofia University “St. Kliment Ohridski”, Faculty of Medicine, Sofia, Bulgaria

11.50 — 12.05
DO2. INDUCED BY GLUCOSE FORMATION OF BIOFIMS BY Bacillus subtilis AND Escherichia
coli STRAINS
/Bo Topopos aH4eB
MHemumym no mukpobuonoeus ,CmeghaH AHeenos”, bbreapcka akademusi Ha Haykume

12.05-12.20
DO3. INTERSPECIES RELATIONSHIPS IN THE STRUCTURE OF BIOFILMS
/Bo Topopos aH4eB
MHemumym no mukpobuonoeus ,CmeghaH AHeenos”, bbreapcka akademusi Ha Haykume

12.20-12.35
DO4. DETECTION OF BIOACTIVE PEPTIDES WITH IMMUNOMODULATORY PROPERTIES IN
BULGARIAN CHEESE, RELEASED BY LAB DURING RIPENING
|.Gotova'-2, Zh.Dimitrov!, Hr.Naidenski?
1.LB Bulgaricum” Plc, 14 Malashevska Str.,Sofia, Bulgaria
2The Stephan Angeloff Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria

12.35-13.30 Lunch time
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13.30 - 13.45

DO5. USAGE OF ELECTRON MICROSCOPY IMAGING FOR HHV-6 INFECTION DIAGNOSIS IN
PATIENTS WITH AUTOIMMUNE THYROIDITIS IN HELP OF STANDARD CLINICAL PROCEDURES

Katerina Todorova', Alina Sultanova?, Maksims Cistjakovs?, Egils Cunskis2, Boycho Nikolov*,

Rositsa Milcheva', Russy Russev!, Modra Murovska?
'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Sofia, Bulgaria
2Riga Stradin$ University, Riga, Latvia

13.45-14.15
DO6. HALWWECTBUETO HA KOPOHABUPYCUTE: CoV-SARS
Papoctuna AnekcaHaposa
MHcmumym no ekcnepumermarHa Mopghosio2usi, namosoausi U aHmponosnoausi ¢ mysell — BAH

14.15-14.45
DO7. HALLECTBMETO HA KOPOHABUPYCUTE: CoV-MERS
PapoctuHa AnekcaHaposa
MHcmumym no ekcnepumeHmarHa Mopghosio2usi, namosnoausi U aHmponosnoausi ¢ mysell — BAH

14.45-15.05 Coffee Break

15.05-15.20
DO8. ALGORITHM FOR INVESTIGATION OF PREGNANT WOMEN EXPOSED TO THE VIRUSES
THAT CAUSE NON-VESICULAR (MACULOPAPULAR) RASH
Stefka Ivanova!', Silvia Voleva?, Borislav Marinov3, Stoian Shishkov4
'National Centre of Infectious and Parasitic Diseases, Department of Virology, Sofia, Bulgaria

2lind UMHAT Sofia, Clinical Laboratory, Sofia, Bulgaria
3University Obstetrics and Gynecology Hospital “Maichin Dom”, Sofia, Bulgaria
4Sofia University “St. Kliment Ohridski”, Faculty of Biology, Sofia, Bulgaria

15.20 - 15.35
DO9. A POSSIBLE ASSOCIATION BETWEEN HPV16/18 AND LUNG CANCER?
Z. lvanova', D. Metodiev?, D. Alexandrova3, M. Shindov4, E. Shikova'
National Center of Infectious and Parasitic Diseases, Sofia, Bulgaria;
25th MBAL - Sofia, Bulgaria;
3The National Specialized Hospital for Active Treatment in Haematological Diseases, Sofia, Bulgaria;
4Specialized Hospital for Active Treatment in Oncology, Sofia, Bulgaria

15.35 - 15.50
DO10. HIV-1 GENETIC DIVERSITY AMONG HETEROSEXUALS IN BULGARIA
Reneta Dimitrova!, Asya Kostadinova', Anna Gancheva', lvaylo Elenkov2, Mariyana Stoychevas,
Daniela Nikolova“ and Ivailo Alexiev’
National Reference Laboratory of HIV, National Center of Infectious and Parasitic
Diseases, Sofia, Bulgaria.
2Hospital for Infectious and Parasitic Diseases, Sofia, Bulgaria.
SMedical University, Plovdiv, Bulgaria.
“Medical University, Clinic of Infectious Diseases, Varna, Bulgaria

15.50 — 16.05 Discussion
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Session E

Chairpersons:
Prof. Margarita Gabrashanska, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of Sciences

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

Secretary: Lora Dyakova, MSc
Institute of Neurobiology Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

16.05 - 16.35
EO1. NEUROMARKETING. BUY-OLOGY IS A MASTERPIECE
Vera Kolyovska', Jane Maslarova?, Dimitar Maslarov?
'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Sofia, Bulgaria
2University of Greenwich, London, UK
SMedical University of Sofia, Neurology Clinic, First MHAT-Sofia

16.35 - 17.05
EO2. MEXAHWU3BbM HA Bb3AEWCTBUE HA AKYNYHKTYPHUTE UMK NMPU BOJKA
Mon Dxypos
MeauumHckn yHueepeuteT Codoust, kategpa dapmakonorus

Wednesday, 18 May 2016

9.00-9.15
EO3. OPTIMIZED PCR METHODS FOR THE DETECTION OF INFECTIOUS AGENTS CAUSING
FEVER AND RASH SYNDROME
Adelina Pavlova', Stefka Ivanova?, Petia Genova-Kalou?
1Sofia University “St. Kliment Ohridski”, Faculty of Biology, Sofia, Bulgaria;
2National Centre of Infectious and Parasitic Diseases, Department of Virology, Sofia, Bulgaria

9.15-9.30
EO4. BUPYC 3UKA: MOJNIEKYNAPHOBUONOIrMYHU XAPAKTEPUCTUKU, KTMHUYHA KAPTUHA,
OWATHOCTUKA U NEYEHUE
l'eopru Towwes, Xionus Haun
MeouyuHcku gpakynmem, CY ,Ce. Kn. Oxpudcku”, Copus, bbreapusi
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9.30-10.00
EO5, CPABHUTENEH AHANU3 MEXOY TEPEHHA U NTABOPATOPHA OIUWATHOCTUKA HA
HO3EMATO3ATA U BAPOATO3ATA MO NYENUTE
[O. Cankosa', K. l'yprynosa?, C. Takosa?, M. MaHarnoToBa-eHyeBa’
TMHCcmumym no ekcnepumeHmasHa Mophoioeus, namosioaus U aHmponosnoaus ¢ My3el —bAH,
2HayuoHaneH OuazHoCMuYeH Hay4Hou3crnedogamescku emepuHapHOMEeAUUUHCKU UHcmumym
,npogp.0-p . [Masnos”, Copus

10.00-10.30
EO6. ANTIPARASITE REMEDIES APPLIED IN MOUFLONS (OVIS MUSIMON) AND OTHER WILD
SHEEP
Mariana Panayotova-Pencheva, Vasilena Dakova, Delka Salkova
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciencies

10.30-10.45
EO7. ANTIOXIDANTS IN THE LIVER OF FASCIOLA HEPATICA INFECTED RABBITS AFTER
MIXED BASIC SALTS APPLICATION
M. Gabrashanska, N. Tsocheva-Gaytandzhieva, V. Naneyv, |. Vladov
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciencies, Sofia, Bulgari,

10.45-11.00 Poster viewing and Discussion
11.00-11.20 Coffee-Break
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Session F

Chairpersons:

Prof. Anna Tolekova. MD, PhD
Faculty of Medicine, Trakia University, Stara Zagora, Bulgaria

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

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

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

11.20 - 11.50
FO1. CLINICAL CASE OF TOXIC EPIDERMAL NECROLYSIS
J. Radenkova-Saeva
Toxicology Clinic, UMHATEM “N.I.Pirogov”, Sofia, Bulgaria

11.50-12.05
FO2. STUDY ON ACUTE POISONING WITH ANTIHYPERTENSIVE AND ANTIARRHYTHMIC
MEDICINES
R. Stoyanova, J.Radenkova-Saeva
Toxicology Clinic, UMHATEM “N.I.Pirogov”, Sofia, Bulgaria

12.05-12.35
FO3. ATOMIC ABSORPTION SPECTROMETRY — METHOD FOR ANALYSIS OF CD-INDUCED
TOXICITY
K. Kamenova', Y. Gluhcheva?, S. Arpadjan’, Ju. lvanova3
TFaculty of Chemistry and Pharmacy, Sofia University "St. KI. Ohridski”, Sofia, Bulgaria
2|nstitute of Experimental Morphology, Pathology and Anthropology with Museum, BAS, Sofia, Bulgaria
3Faculty of Medicine, Sofia University "St. Kliment Ohridski”, Sofia, Bulgaria

12.35-13.30 Lunch Time

13.30 - 14.00
FO4. HAZARD AND IMMEDIATE MEASURES AGAINS THE PRODUCTION AND APPLICATION OF
THE HERBICIDE GLYPHOSATE (ROUNDUP)
Yulia Karaivanova, Institute of Biology and Immunology of Reproduction “Acad. K. Bratanov”, Bulgarian
Academy of Sciences
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14.00 - 14.15
FO5. VITAMIN D AS A PREVENTION FOR DIABETES
Daniel Addai, Jacqueline Zarkos, Petya Hristova, Ventsislava Dimitrova
Department of Physiology, Faculty of Medicine, Trakia University, Stara Zagora, Bulgaria

14.15-14.30
FO6. GHRELIN AND ITS IMPLICATION ON DIABETES
Angel Todev, Niamh O’Donoghue, Aliza Fatima, Mohammed Channa
Department of Physiology, Faculty of Medicine, Trakia University, , Stara Zagora, Bulgaria

14.30-14.45
FO7. EFFECT OF MELATONIN ON TYPE 2 DIABETES
Abdurahman Moalin, Yaseen Hussain, Arsalan Bangash
Department of Physiology, Faculty of Medicine, Trakia University, Stara Zagora, Bulgaria

14.45 - 15.00
FO8. TREATMENT OF DIABETES USING MORINGA OLEIFERA (LEAF)
Mustafa Mohammed
Department of Physiology, Faculty of Medicine, Trakia University, Stara Zagora, Bulgaria

15.00 - 15.20 Coffee Break

15.20-15.50
FO9. MAXIMAL AEROBIC TEST AS A TOOL FOR ASSESSMENT OF FUNCTIONAL CAPACITY OF
ATHLETES
Almira Georgieva', Elina Tzvetanova®, Lubomir Petrov2, Rasho Makaveev?, Albena Alexandrova'2
1 Institute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
2Department of Physiology and Biochemistry, National Sports Academy, Sofia, Bulgaria
3Department of Wrestling and Judo, Coaches faculty, National Sports

15.50 - 16.20
FO10. HOME DIAGNOSTIC AND SCREENING BY MEANS OF SMARTPHONES AND MEDICAL
DEVICES - CLINICAL APPLICATIONS
Vera Kolyovska', Ivan Georgiev, Jane Maslarova 3, Dimitar. Maslarov#

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy
of Sciences, Acad. G. Bontchev Str., Bl.25, 1113 Sofia, e-mail: verakol@abv.bg
2NPHSPTO “M.V. Lomonosov”, Xl z, Sofia
3University of Greenwich, London, UK
“Medical University of Sofia, Neurology Clinic, First MHAT-Sofia

16.20 - 16.50
FO10. UAHOUBUOYANU3UPAHATA TAPFETHA TEPANKUA - HOBU U3UCKBAHUA KbM
TbKAHHATA OBPABOTKA HA BUOIMCUYHUTE MATEPUAIN
3ppaska MeTposa
Military Medical Academy; Faculty of Biology, Sofia University “St. KI. Ohridski’; Institute of
Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of Sciences

16.50- 17.20 General Discussion and Final Remarks
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CP2. THE METHOD OF NEUROTROPHIC EFFECT MODULATION AND ANTI-INFLAMMATORY
EFFECT ACTIVATION IN BONE TISSUE AFTER IMPLANTATION OF DEVICES WITH DIAMOND-
LIKE COATINGS

Vladimir Kazbanov' 2, Arcady Vishnevsky!, Murad Batalov!, Nikolai Chekan?, Irina Kuznetsova?,
Tatiana Vinogradova', Marina Derevyanko?, Olga Manicheva', Vladimir Kulchitsky?

1St. Petersburg Research Institute of Phthisiopulmonology, Ministry of Health of the Russian Federation
2Institute of Physiology, National Academy of Sciences, Minsk, Belarus
3 Physical Technical Institute, National Academy of Sciences, Minsk, Belarus
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EP1. EFFECTS OF NEMATODE INFECTIONS ON TUMORS IN ANIMALS AND ON TUMOR CELL
CULTURES
N. Tsocheva-Gaytandzhieva
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

EP2. THE ROLE OF THE PARASITE VARROA DESTRUCTOR AS VECTOR OF VIRUSES ON
HONEY BEE APIS MELLIFERA
Delka Salkova Salkova
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria
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"Laboratory of Pharmacology and GIGA Neurosciences, University of Liége, Sart Tilman/Liége, Belgium
2| aboratory of Neurophysiology, Institute of Physiology,
National Academy of Sciences, Minsk, Republic of Belarus
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AO1. EXPERIMENTAL GENETIC MODELS FOR ELUCIDATION THE KEY ROLE OF TESTICULAR
SOMATIC CELLS FOR MALE REPRODUCTION AND FERTILITY

Nina Atanassova

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

AO2. SPERM CHROMATIN ORGANIZATION GOVERNS SPERM QUALITY

Stefanova V.1, Georgieva M.!, Staneva D.!, Todorov P.2 and Miloshev G."

TLaboratory of Yeast Molecular Genetics, Institute of Molecular Biology “R. Tsanev’,
Bulgarian Academy of Sciences, 1113 Sofia, Bulgaria
2Department of Reproductive Biotechnologies and Cryobiology of Gametes, Institute of Immunology and
Reproduction “Acad. K. Bratanov”, Bulgarian Academy of Sciences, Sofia, Bulgaria
"Corresponding author: gmlab@chromatinepigenetics.com

Infertility is one of the major problems of family planning in recent years. The causes of infertility can be
identified as such caused by female or male factor. And though generally the problems related to the
female reproductive system are far well-known than the male, according to recent studies in 20% of the
infertility cases the dominant factor tends to be the male one. Therefore, it is of high priority the factors
that lead to male infertility to be diagnosed promptly in order to be correctly and quickly treated.
Evidence is accumulating suggesting a strong link between sperm DNA integrity and fertility.
Spermatogenesis is a very complicated process. It lasts about 75 days and has to be finished properly
to obtain a healthy and fertile sperm. The process itself is distinct from somatic cell differentiation.
During it the majority of histone proteins are replaced sequentially, first by transition proteins, and then
by protamines, facilitating chromatin hyper-compaction.

Here, we present the application of an innovative approach for assessment of sperm chromatin
organization and its impact on male fertility. We have used a powerful technique for sperm higher-order
chromatin structure organization studies, namely the method of Chromatin Comet Assay (ChCA)
combined with the advantages of the Fluorescent Activated Cell Sorting (FACS). The application of both
methods allowed a complex and exact evaluation of sperm chromatin compaction and sperm DNA
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damage. Our results unambiguously show that chromatin compaction of sperm nucleus together with
DNA damage index are parameters with utmost importance for the quality of sperm, and thus with a
major impact on male fertility.

AO3. CHROMATIN MODULATES CELLULAR RESISTANCE TO
ULTRAVIOLET LIGHT

Bela Vasileva', Milena Georgieva', Desislava Staneva', Plamen Zagorchev2 and George Miloshev'*

"Yeast Molecular Genetics Lab, Institute of Molecular Biology“Acad. R. Tsanev”, BAS, Sofia, Bulgaria
2Faculty of Pharmacy, Department of Medical Physics, Biophysics and Mathematics, Medical University, Plovdiv,
Bulgaria

*Person for contacts and correspondence e-mail: gmlab@chromatinepigenetics.com

Chromatin-remodelling complexes (CRC) restructure chromatin in order to open/close it and
thus finely regulate access to the densely packed DNA. CRCs play important roles in different cellular
processes like transcription, chromosome segregation and DNA repair. Homologues of the human
chromatin-remodelling complexes are found in yeast Saccharomyces cerevisiae, which is a perfect
model organism for genetic and epigenetic studies. Actin-related proteins (Arps) serve as integral
components of the chromatin-remodelling complexes providing scaffold but also managing CRCs
functions. Recently, it was shown that the actin-related protein 4 (Arp4p) interacts with the builders of
the higher-order chromatin structures — the linker histones.

This study was conducted using four different yeast strains - wild type, and three chromatin
mutants. Our aim was to examine the role of the chromatin-remodelling complexes, and in particular
Arpdp, in regard to the cellular response triggered by UV irradiation during cellular ageing. The results of
our experiments unambiguously show that the preservation of genome stability during the process of
cellular ageing, and the cellular response to stress caused by UV irradiation, are strictly regulated by the
dynamics of the chromatin structure.

AO4. TARGETED ELIMINATION OF Der p1-SPECIFIC B CELLS IN HUMANIZED SCID MOUSE
MODEL OF HDM ALLERGY

Kiril Kolev!, Nikola Kerekov', Antoaneta Michova?, Maria Nikolova2, Andrey Tchorbanov'

" Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of Sciences,
Sofia, Bulgaria
2 National Center of Infectious and Parasitic Diseases, Sofia, Bulgaria
E-mail: kiril.kolev@outlook.com, tel. (02) 979 6357

Objectives: Der p1 is allergenic molecule of Dermatophagoides pteronyssinus (Dpt) which causes
house dust allergy. The pathological Der p1-specific B cells produce allergen-specific IgE antibodies
that mediate most of the hypersensitivity allergic reactions.

Aim: It may be possible to influence Der p1-specific B cells by administrating to them a chimeric
molecule, containing a monoclonal antibody against the inhibitory B-cell receptor CR1 coupled to a B
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and a T cell epitopes from the Der p1 allergen. Co-crosslinking of the immunoglobulin receptors and
CR1 by this molecule is expected to deliver suppressive signal selectively silencing these B cells only.

Methods: A synthetic peptide, Der p1 p52-71, and anti-CD35 monoclonal antibody 3D9 were used for
the construction of Der p1 chimera. We analysed the effects of the chimeric molecule in vitro and in vivo
using PBMCs from allergy patients. We measured Der p1-specific IgE and IgG antibody production by
ELISA and determined the B-cell proliferation by ELISpot. We studied the effect of the constructed
chimeric molecules on apoptosis by flow cytometry using AnnexinV-FITC/PI staining. We traced Tyr-
phosphorylation of B-cell signaling molecules by chemiluminescent method.

We generated humanized SCID murine model of HDM allergy. Isolated PBMCs obtained from untreated
allergic patients, sensitive to Dpt, or from healthy donors were transferred to female SCID mice. The
successfully engrafted SCID mice were treated either with Allergen-peptide chimera or PBS, to assess
in vivo the Dpt-specific B cell suppression. Eosinophil lung infiltration differences between chimera
treated and untreated animals were examined by haematoxylin/eosin staining technique.

Results: We observed significant inhibition of allergen-specific cell proliferation and reduction of specific
IgE antibody-production cells. Expression of phosphatidylserine on the outer layer of the cell membrane
was changed in CD19+ and CD3+ cells from patients. We found that binding of the chimeric molecule to
tonsillar B cells triggers the tyrosine phosphorylation of a protein of 30-32 kDa, which is most probably
involved in the inhibitory process.

We demonstrate that administering the chimeric molecule to immunodeficient SCID mice transferred
with PBMC derived from allergic patients results in reduction of allergen-specific IgE antibodies in the
sera of the humanized SCID mice, and the lack of eosinophilic infiltration into the lung of the animals.

AO5. SELECTIVE ALTERATION OF ASELF-REACTIVE B AND T CELLS BY CHIMAERIC
MOLECULES IN A HUMANIZED MOUSE MODEL OF TYPE 1 DIABETES (T1D)

Gabriela Boneva, lliyan Manoylov, Andrey Tchorbanov

Department of Immunology, The Stephan Angeloff Institute of Microbiology, Bulgarian Academy of
Sciences, Acad. G. Bontchev Str.26, 1113 Sofia, Bulgaria
E-mail: gabriela.v.boneva@gmail.com

Type 1 diabetes (T1D) is an autoimmune organ-specific disease, in which autoreactive immune
cells target different autoantigens related to the blood sugar control. As a result hyperglycemia and
destruction of pancreatic B cells are observed. Self-reactive B lymphocytes play an important role in the
pathogenesis of T1D - they produce autoantibodies against several autoantigens. B cells act as antigen
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presenting cells and activators of the T cells and can modulate the immune response via cytokine
production. Therefore, B cells can be considered as a target for the potential treatment of T1D.

One of the main autoantigens in T1D is GAD65 (glutamic acid decarboxylase) - an enzyme,
found in the pancreatic 8 cells that catalyzes the formation of y-aminobutyric acid. CR1 (complement
receptor 1) is a negative regulator on the surface of many cells in the blood. It is well known, that it can
cause alteration of the cellular proliferation of several cell types, including B cells.

Based on this, we constructed chimaeric molecules, that consist of an antibody against CR1,
conjugated to GADG65 B/T epitopes. Hence, we induce a selective suppression of disease-associated B
cells by cross-linking their BCR and the negative receptor on their surface.

The results show that the chimaeric molecules predominantly target autoreactive B cells
obtained from patients with T1D. We observed that the chimaeric molecules trigger a negative signal
cascade and increase the percentage of apoptotic disease-associated, B lymphocytes.

AO6. SUPPRESSION OF LUPUS SYMPTOMS BY ANTI-C1Q scFv ANTIBODY THERAPY IN
MRL/lpr MURINE MODEL OF SYSTEMIC LUPUS ERYTHEMATOSUS

Violeta Kostadinova', Silviya Bradyanova', Ventsislav TcholakovZ, Nadezhda Todorova?, Ivanka
Tsacheva?, Andrey Tchorbanov!

'Laboratory of Experimental Immunology, Institute of Microbiology, Bulgarian Academy of
Sciences, Acad. G. Bonchev Str. 26, 1113 Sofia, Bulgaria
2Sofia University "St. Kliment Ohridski", Faculty of Biology, Department of Biochemistry, Sofia,
Bulgaria
E-mail: violetakostadinova9@abv.bg

Systemic Lupus Erythematosus (SLE) is a heterogeneous autoimmune syndrome characterized by
chronic inflammation, B- and T-cell hyperactivity and generation of autoantibodies against self-nuclear
antigens. One possible way of C1q contribution to onset of autoimmune disorder like SLE could be by
the impairment of C1q mediated apoptotic clearance as part of human homeostasis. The capacity of
C1q to bind early apoptotic cells could be decreased or even lost in the presence of anti-C1q antibodies
which are specific for epitopes within gC1q.

An important tool for understanding human autoimmune diseases and specifically SLE is the use of
different mouse models such as (NZBxNZW)F1and MRL/Ipr mice. MRL/MpJ-Tnfrsf6'r/J (MRL/Ipr) mice
develop autoimmune symptoms closely resembling human SLE with multiple organ involvement. These
include glomerulonephritis, vasculitis, splenomegaly, hypergammaglobulinemia, and the production of
anti-dsDNA antibodies and autoantibodies to other nuclear components.

Material and Methods: A phage-displayed library expressing single-chain recombinant antibodies was
screened to select scFv specific for anti-C1q autoantibodies from different groups of lupus sera.
Selection of high affinity anti-idiotipic scFv was carried out using immunosorbent techniques. The
selected clones were expressed in their soluble form and purified by affinity chromatography on
Ni2*matrix.

Seven-week old female lupus-prone MRL/Ipr mice raised in controlled environment were used for in vivo
experiments. At this age the animals show no clinical signs of autoimmunity, including autoantibodies
and proteinuria. The MRL/Ipr mice were treated weekly with 20 pg/mouse of scFv. A control group of
mice was injected with PBS only. Blood samples were collected weekly and the sera were stored at -70
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°C for subsequent analyses. The levels of IL-4, IL-10, IFN-y, anti-double stranded (ds)DNA and anti-C1q
antibodies in the sera were quantified by ELISA.

Results: In the present study we have investigated in vivo the possibility to modulate autoimmune
response in MRL/Ipr mouse model of SLE using a neutralizing scFv, specific for anti-C1q antibodies.
The data show that the scFv treatment decrease the levels of anti-dsDNA and anti-C1q antibodies in
sera and appearance of proteinuria.

Conclusion: The generated scFv antibody could be used to down-regulate the auto-reactivity in MRL/Ipr
mice.

AO7. NEW APPROACHES FOR IMMUNOLOGICAL TESTING OF PATIENTS WITH SYSTEMIC
SCLEROSIS

E. Krasimirova', D. Kalinova?, Ts. Velikova', K. Tumangelova-Yuzeir', E. lvanova-Todorova', V.
Reshkova?, A.Kopchev?, R. Rashkovz, D. Kyurkchiev'

"University Hospital St. Ivan Rilski, Medical University of Sofia, 15 Acad. Ivan Geshov Blvd., Sofia,
Bulgaria
2Clinic of Rheumatology, St Ivan Rilski Hospital, Medical University of Sofia Urvich 13, 1612 Sofia,
Bulgaria
E-mail: katrinkrasimirova@gmail.com

Introduction: Systemic sclerosis (SSc, scleroderma) is a complex connective tissue disease of unknown
etiology with multiorgan involvement and heterogeneous clinical manifestations. Three subsets of SSc
can be discerned, i.e., limited cutaneous SSc, diffuse cutaneous SSc, and SSc without skin
involvement.

The detection of autoantibodies against cell nuclei (ANA) is an important diagnostic indicator in many
autoimmune diseases, including SSc. The ANA prevalence in progressive SSc is 85%-95%. According
to ACR/EULAR 2013 Classification criteria for systemic sclerosis considerable advances are made in
the diagnosis of SSc. It includes the detection of specific serum autoantibodies such as anti—
topoisomerase | (Scl-70), anticentromere (CENP A, CENP B), and anti-RNA polymerase Il (RP 11, RP
155). The possibility to test patients for additional SSc autoantibodies, such as anti-Th/To, anti—-U3 RNP,
NOR90, Ku exists, but they are still not widely available in the clinical practice.

Materials and methods: selection of patients, ANA HEp-2 indirect immunofluorescence test, Systemic
Sclerosis (Nucleoli) Profile (IgG) dot blot test

Aim: Until now, in Bulgaria, for immunological diagnostics of SSc, only ANA HEp-2 indirect
immunofluorescence test, and detection of Scl-70, CENP B, nRNP/Sm, PM-Scl are used.

The aim of our study was to optimize the immunological testing of SSc using a large profile of
autoantibodies and to establish their frequency distribution and diagnostic value.

Results: We collected the sera of 40 SSc patients and performed a qualitative and quantitative
evaluation of the ANA fluorescence images using HEp-2 indirect immunofluorescence test. We also
made a quantitative in vitro assay for human autoantibodies of the IgG class to 13 different antigens:
Scl-70, CENP A, CENP B, RP11 and RP155 (RNA Polymerase Il subunits), Fibrillarin (Fib), NOR90,
Th/To, PM-Scl100, PM-Scl75, Ku, PDGFR (platelet-derived growth factor receptor) and Ro-52 in the
sera. 5 patients were negative for all the 13 antigens and the remaining 35 were found positive for at
least one antigen. 22 patients’ tests were positive for Scl-70, CENP A, CENP B, Ro-52 or combination
of these antigens. Respectively, 13 patients (37% of the 35 positive SSc profiles) were positive for RP
11, RP155, Fib, NOR90, Th/To, PM75, Ku (separately or in combination), missing the routinely
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evaluated centromere and Scl-70. Some of these additional antibodies demonstrated a staining pattern
neither specific for Scl-70 nor for centromere autoantibodies. Accordingly, in 37% of the patients miss a
routinely performed diagnostic test proving the absence or presence of SSc.

Conclusion: The resulting data indicate the necessity of establishment of a large profile of antibodies

against SSc-specific antigens in the routine clinical practice, which would facilitate the diagnostics of
SSc patients.
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Dobroslav Kyurkchiev
Laboratory of clinical immunology, University hospital “St. Ivan Rilski”
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Email : dsk666@gmail.com

Glioblastoma multiforme (GBM) is the most malignant tumor of the central nervous system (CNS) which
causes the death of the patient shortly after the diagnosis. A lot of data has been published that gives a
ground to accept that the major event in tumor development is the transformation of the normal neural
stem cells located in their specific niches in CNS into cancer stem cells. Both neural stem cells and
cancer stem cells express markers such as Nestin, Sox-2, CD133, CD44 and occasionally glial fibrillary
acidic protein (GFAP). Both cell types have similar signal transduction pathways and a number of
common properties as self-renewal, differentiation and proliferation capacity.

In vitro cultures of cells isolated from glioblastoma multiforme is one of the basic approaches to study
the properties of the cancer stem cells. Cells isolated from GBM can be cultured in serum-free media
containing epidermal growth factor (EGF) and beta fibroblast growth factor (bFGF) and in these
conditions cells grow as neurosheres.

Alternatively, the glioblastoma cells can be cultured in media without EGF and FGF but in presence of
fetal bovine serum (FBS) and they formed adherent cells. It is also possible to culture the cells in media
combining these basic approaches. According to the concept that is predominant in the literature
neurospheres represent the best in vitro model of cancer stem cels. Cells in neurospheres express
Nestin, Sox-2, CD133, CD44; they have tumorigenicity and genetic alterations similar to the tumor in
vivo. In contrast, adherent glioblastoma cells seem to lose the expression of Nestin and CD133 and
start to express GFAP; they have disputable tumorigenicity and in the most cases possess have genetic
changes different from those in the primary tumor. However, there are a lot of data which report that this
concept is not absolutely true.

Moreover, culturing of adherent cells demonstrate that these cells have features of cancer stem cells but
features of mesenchymal stem cells as well. Adherent cells isolated from glioblastoma multiforme share
the same morphology, phenotype, self-renewal and differentiation capacity, and possibility to suppress
the T cellular activation as mesenchymal stem cells.
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However it is very important to be mentioned that there are a lot of factors which can influence the
properties of the adherent cells in the course of their in vitro culturing.

The purpose of the present report is to describe the different models of culturing of cells isolated from
GBM and their most important characteristics using data from the literature and our own experience as
well.

BP1. GLIOBLASTOMA CELL CULTURES

Radostina Alexandrova’, Abedulkadir Abudalleh’, Orlin Alexandrov?, Tanya Zhivkova', Lora Dyakova?,
Boyka Andonova-Lilova®, Vladimir Kulchitsky*

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences, Sofia, Bulgaria; 2Health Service, Gorna Malina, Bulgaria; 3Institute of Neurobiology, Bulgarian
Academy of Sciences, Sofia, Bulgaria; *Institute of Physiology, National Academy of Sciences of
Belarus, Minsk, Belarus

BO2. BLOOD-CSF-BARRIER CHANGES IN EXPERIMENTAL HAMSTER GRAFFI TUMOR MODEL

V. Ormandzhieva, R. Toshkova

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences, Acad. G. Bonchev Str., Bl. 25, 1113 Sofia, Bulgaria

E-mail: vormandzhieva@yahoo.com
Abstract

Plexus choroideus is considered as a selective barrier between the blood and cerebrospinal fluid (CSF).
It consists of epithelial cells, fenestrated blood vessels, and stroma, dependent on various physiological
or pathological conditions.

In the present study were provided morphological investigations of the plexus choroideus in the
experimental hamster Graffi tumor model. There are significant changes in the choroid plexus blood
vessels on the 10t and 30t day after tumor implantation. The structural and morphometric changes in
the plexus choroideus are evidence for alteration of the blood-CSF-barrier after tumor metastases in the
brain.

Key words: blood-CSF-barrier, choroid plexus morphological and morphometric investigations,
experimental hamster Graffi tumor model

INTRODUCTION

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. Secondary brain tumors are more common than primary ones and
are the most common cause of tumors in the intracranial cavity.

The cerebrospinal fluid circulatory system is involved in the neuroimmune regulation, cerebral
detoxification, and delivery of various endogenous and exogenous substances (2). 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
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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 structure in the brain ventricles. It produces CSF 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 aim of the present investigation is to study morphological changes of the B-CSF-B in 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 (2x108/ml
PBS) in the interscapular area of hamsters, for keeping the tumor’s survival. The tumor is 100%
cancerous, and the animals die usually up to the 30" 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.

Morphometric analysis: We obtained morphometric data from the light microscope Carl Zeiss Jena at
1000x magnification using a square grid system. The luminal diameter was measured as perpendicular
distance across the maximum chord axis of each vessels of control and TBH.

Statistical analysis: Results are reported as mean values £ SEM and statistically analyzed by Student’s
t-test using statistical package (STATISTICA, ver.6, Stat-Soft Inc., 2001), and differences were regarded
as significant at p<0.05.

All studies were performed in accordance with 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

The histopathological and morphometric studies of the brain were carried out on the 10t and the 30t
day after tumor implantation. At the same time samples were taken from control hamsters. The changes
in luminal diameter (um), cross-sectional area (Sd in um2) and numbers (relative part in %) of the
choroid plexus blood vessels divided in four subgroups in control and TBH are studied and shown on
Fig. 1, 2 and 3. Significant changes were observed in the number of the blood vessels with luminal
diameter of the 3.75-7.5 um (reduction) and 8.0-15.0 um (increase) in TBH on the 10t and 30% day of
examination in comparison with control hamsters. The number of the blood vessels with luminal
diameter of the 15.5-30.0 ym and > 30.0 ym was not statistically changed in TBH in comparison with
control.  Significant increase were observed in the luminal diameter and cross-sectional area of
capillaries (vessels <15.0 ym in diameter) and large vessels (>30.0 um in diameter) in TBH on the 10t
and 30t day of examination.

The choroid plexus lies in the brain ventricles and consists of single layer of large cuboidal light and
dark epithelial cells, connective tissue elements and fenestrated capillaries (Fig. 4). It is known that
tumor cells spread to other parts of the body in the lymphatic and blood transfer. In the present
investigation the remarkable histopathological changes of the brain on the 10t and the 30t day after

26



tumor implantation are presented in Figure 5 and 6. In some of the blood vessels near by the lateral
ventricles as well as the choroid plexus blood vessels are observed destructive changes and damaged
endothelial cells.There were many macrophages in the apical part of the choroid plexus epithelial cells
and CSF and many dark epithelial cells. The observed morphological changes are due to violations in
functional activity of the plexus choroideus and represent a compensatory reaction as a result of tumor
metastasis in the brain. Similar changes we observed in previous our investigation after low doses
ionizing iradiation (3, 4). 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 in
metastatic lesions have a similar morphological characteristic to that described in the primary tumor,
reported in our previous studies (8, 9). The histopathological and morphometric changes of the brain are
in support of our previous investigation in which we found metastatic lesions in the brain ventricles and
brain tissue (5, 6). Experimental study of the TBH revealed that the tumor appearance and development
led to the morphological damages of the choroid plexus and violation of the permeability of the B-CSF-
B.
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Fig. 4. Light microscopic micrograph of the

plexus choroideus of control hamster in the
lateral ventricle. H&E stain. X 10

Fig.6. Light microscopic micrograph of the plexus choroideus of tumor bearing hamster (30 days after tumor implantation).
H&E stain. A X5; B X20

Conclusion:
The obtained structural and morphometric changes in the plexus choroideus in the experimental
hamster Graffi tumor model are evidence for alteration of the blood-CSF-barrier.
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Lung cancer which is a worldwide malignant disease is a leading cause of high mortality in both men
and women. Its prevalence is estimated at 25/100000 people a year. The disease occurs between the
age of 55 and '60, but there are cases diagnosed before the age of 40. As with all malignancies specific
cause of the degeneration of malignant cells has not been established. Recognized and proven risk
factors are:

* Smoking / passive smoking;

* ionizing radiation - radon, uranium;

* Nickel;

* A family history of lung cancer;

* Emphysema and other inflammatory - destructive diseases of lungs
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As in the beginning there are not any specific visible symptoms, when they become apparent, the
disease is already advanced. The most common symptoms include: persistent cough refractory to
treatment, blood in sputum, wheezing, pain, chest tightness, shortness of breath, change in normal
voice, headache, fever, weight loss, pleural effusion, pneumonia.

Scientists have found that perhaps a gene is associated with the development of lung cancer. The
discovery of the gene dmp1 is an important step to better clarify the issues that arise at the cellular
level, leading ultimately to cancer. Scientists at the University of Medicine Wake Forest analyzed 51
samples of non-small cell cancer and found that the gene dmp1, which normally suppresses tumor
formation is dysfunctional in 35% of cases. Previous studies with mice have established that dmp1
activates tumor suppressors called p53 and Arf. When the dmp1 does not function, these suppressors
are not produced and are not able to destroy cancer cells.

According to its location lung cancer is divided into:

* Central (krayhilusen) cancer - usually small or squamous;

* Peripheral kartsinom- particular form is a tumor of Pancoast-Tobias - a top location;

* Diffuse Lung Cancer

Lung cancer is divided into four main histological types that have a large number of varieties: small- cell
carcinoma, squamous, large-cell and adenocarcinoma.

Lung cancer has bad prognosis. It quickly metastasizes to the brain, liver, bones and adrenal glands,
blood and lymph path.

The conducted studies are radiography, CT scans, biopsy, laboratory tests, examination of tumor
markers and etc. The treatment is surgery, radiotherapy and chemotherapy, immunotherapy,
symptomatic treatment.
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Abstract:
Tumor cells can undergo rapid growth, adhere to a variety of other cell types and invade tissues. In
contrast to normal cells tumor ones have unique glycosylation pattern. Changes range from loss of
expression or excessive expression of certain structures, the persistence of incomplete structures or
appearance of new structures. Most commonly we observe altered branching of N-glycans, changes in
the amount and acetylation of sialic acids and appearance of sialylated Lewis structures. Tumor growth,
invasion, and metastasis is connected with survival of the fittest cells. Tumor cells glycotype, reflecting
the highly selective changes seen in tumor cell glycosylation, have great functional consequences in
tumor survival and metastases.
The aim of this paper is to review glycosylation changes in ascite hepatoma cell lines.
Introduction:

Malignant tumors arise from normal cells in a multi-step process of progressive accumulation of
genetic and epigenetic DNA alterations. Tumor cells have disturbed cellular signaling pathways and
regulatory circuits leading to growth advantages. In this process the micro-environment of the tumor
cells change under chemical signals emitted from developing tumor. In further stages of tumor
development new blood vessels are formed, inflammatory cells are recruited, and fibroblasts are
activated in the surrounding tumor stroma.
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Development of some tumors includes formation of malignant ascites, which are cancer-associated
accumulation of fluids in the peritoneal cavity. The neoplasms most frequently associated with ascites
are these of ovarian, breast, colon, pancreas and liver. In general, the prognosis of patients with
malignant ascites is poor. Most cases have mean survival time between 20 to 58 weeks, depending on
the type of malignancy. Ascites typically develops in the setting of advanced cancer. Patients may have
a history of metastases to the peritoneum and enlarged abdominal lymph nodes prior to the
development of ascites. In people with ovarian and liver cancer, the fluid contains cancer cells that have
disrupted the normal absorption and production of fluid in the abdomen. The origin of the primary tumor
has an impact on the sites of abdominal metastases and the etiology of subsequent ascites [1]. Some
diagnostic tests are developed distinguishing malignant ascites caused by hepatocellular carcinoma
from ascites associated with cirrhosis [2].

Models of cancer come in a variety of forms, from cancer cell lines in culture to genetically modified
mice. Ascite cancer cells can be grown and experimented with in vitro in cell culture conditions. Same
cancer cells can be grown in vivo in host animals. In vivo model of ascite tumor cell lines is a better
choice as we may obtain information on host response to developing tumor.

Ascite tumor cell lines are established from different tumor types, such as: Ehrlich ascite cell line,
Krebs ascites cells, ovarian cancer ascite model, Dalton’s ascites lymphoma, ascites sarcoma 180,
L1210 ascitic tumor. Hepatoma ascites cell lines are one of the most studies ascite cell lines, most
notably murine H 22-F 25/L, P388 cell lines, mouse Hca-F, Hca-P cell lines and rat AH-13, AH-34, AH-
41B, AH 44, AH-60C, AH-64B, A66, AH66F, AH-109A, AH 130, AH 130FN, AH130 W1, AH136B,
AH7974, AH 7974F, AS-30D, L-1210, LC-AH, MM1, P230, Zajdela and Novikoff hepatoma.

Key words: cancer, ascite tumor cell lines, glycosylation, ascite hepatoma.

Glycosylation of hepatoma ascite cell lines

Glycosylation of O-linked glycoproteins is not complete as shown from investigations on UDP-
GalNAc: polypeptide N-acetylgalactosamine transferase in AH -66 hepatoma ascite tumor line. The
transfer reaction terminates at the level of glycosylation of from only a few to at most about 40% of the
serine plus threonine residues from which mucin-type oligosaccharides had been removed [3]. INnAH-66
hepatoma the liver enzyme has asparagine-linked sugar chains with complete outer chain, NeuAc a
1Gal B 104GlcNAc, while hepatoma enzyme has sugar chains incomplete in their outer chain moieties.
On the other hand Gal § 1014GIcNAc B 104GIcNAc group is found in the sugar chains of liver enzyme, but
not in those of hepatoma enzyme. A third feature is that more than 40% of the sugar chains of
hepatoma enzyme contain bisecting N-acetylglucosamine which is not found in those of liver enzyme
[4].

In AH-109A hepatoma sialyltransferase is more active than liver enzyme, due to an increased
activity of Gal (314) GIcNAc (a 216) sialyltransferase. Gal (B 103, 4) GlcNAc (a 213) sialyltransferase and
the sialyltransferase acting on asialo-bovine submaxillary mucin are decreased in the hepatoma. A
similar pattern of sialyltransferase alterations is observed in regenerating liver. AH-109A hepatoma is
higher in lactosylceramide- and lower in GM3-sialyltransferase activity [5]. In rats bearing a solid form of
AH-109A hepatoma, serum asialofetuin sialyltransferase activity is significantly increased, but this
serum sialyltransferase originate mainly from the liver of host animals. This result indicates host
response to tumor growth [6].

Electrophoretic analysis of A 130 hepatoma Golgi membranes show 23 protein bands, which
are different from the electrophoretic profile of Golgi membranes from rat liver [7].

AH7974 hepatoma have reduced production of extracellular matrix proteins, decreased
expression of cell surface integrins, or lack of heparan sulfate proteoglycans on its cell surface. These
cells express also 56 and 62 kDa laminin-like substances, containing Griffonia Bandeirea simplicifolia
isolectin B4-binding carbohydrates [8]. Expression of 62 and 56kDa laminin-like substances with a-
galactose residues on tumor cell surface is one of the determinants associated with the lung-colonizing
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potential of these cells. Carbohydrate antigen expressions in cancer cells are related to metastatic
spread and the organ distribution pattern of metastasis. Lymphatic metastasis is related to the
expression of mucin core type carbohydrates (Tn antigen and Tn-like antigens). These results suggest
that carbohydrates are one of the determinants of cancer metastasis [9]. Asialo GM1 is found to be
widely distributed in rat ascites hepatomas AH7974. Treatment of host animals with anti-asialo GM1
antiserum is found to be effective for prolonging their survival [10]. AH7974F also expresses asialo-GM2
[11].

In motility assay of MM1 hepatoma cells on glass coated with fibronectin, lysophosphatidic acid
could induce phagokinetic motility which is accompanied by transformation of these cells to fusiform-
shape. Fibronectin is glycoprotein from the extracellular matrix, mediating adhesion through its
carbohydrate part [12].

Rat Zajdela ascite hepatoma (ZAH) is a malignant cell type with some properties in common
with rat hepatocytes. ZAH have the presence of highly sialylated O-linked glycosylation, absent in
normal liver cells [13]. The electrophoretic profile of serum glycoproteins from ZAH is significantly
altered. There is approximately a 2.5 times increase of [3H] fucose incorporation into serum
glycoproteins from rats with an ascitic form of hepatoma, compared with serum from normal rats and
serum from animals bearing the solid form of the tumor [14]. A glycoprotein carrying lactosaminoglycan
(GPII) is identified in hepatoma by its affinity for Datura stramonium lectin. This glycoprotein is absent
from normal hepatocytes. The fact that this lactosaminoglycan-carrying glycoprotein is not expressed in
hepatocytes suggests its expression to be linked to the malignant state of this hepatoma [15].
Comparison of Asn-linked glycans between ZAH and normal liver show that: 1. Zajdela hepatoma cells
express tri- and tetra-antennary complex N-linked glycan chains, whereas hepatocytes display large
amounts of bi-antennary N-linked structures; 2. 20% of the glycan chains in hepatoma cells contain a
bisecting GIcNAc residue which is B (1, 4)-linked to the B-mannosyl residue of the core and is not
detected in the hepatocytes; 3. Hepatoma cells express a high proportion of the fucosylated GINAc
(1, 6) Man a -1branch, whereas hepatocytes contain a little of this branch; 4. Hepatoma cells have a
repeating (Gal B (1, 4) GIcNAc 8 (1, 3)) sequence characteristic of poly-N-acetyllactosaminoglycans; 5.
Alpha (2, 3)/a (2, 6)-linkage ratio of sialic acid is significantly higher in hepatoma cells [16]. In serum of
Zajdela bearing rats, host liver and Zajdela ascitic cells, galactosyltransferase activity towards
ovomucoid is elevated, compared to control serum and liver. In ZAH cells a(1-3) galactosyltransferase
activity is 3 times higher than that in liver [17]. There are differences in expression of f-galactoside a2,
6-sialyltransferase in Zajdela hepatoma cells, compared to normal liver cells [18]. It was shown that
activities of a -2, 3- and a -2, 6-sialyltransferases are higher in hepatocytes, compared to Zajdela
hepatoma [19]. Serum from rats with acute or chronic experimental fascioliasis show specific *H-fucose
labeled glycoproteins [20]. Still in a model of acute and chronic experimental fascioliasis in rats bearing
Zajdela hepatoma a new and specific 3H-fucose labeled glycoproteins were found in sera from these
animals [21] and [22].

New glycosylated structures may appear in host animals directly from tumor cells, as in case of
shedding of cell surface molecules. Thus glycopeptides present on the surface of Novikoff hepatoma
cells are shed into the ascitic fluid and may be distinguished from components in normal serum by their
Con A receptor activity [23]. Rats bearing Novikoff hepatomas exhibit elevated serum levels of fetuin: N-
acetylneuraminic acid transferase activity. The serum transferase activity could be correlated with the
growth rate of the tumor. These results suggest that tumor-bearing animals release large quantities of
this enzyme into the serum of host animals [24].
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Amygdalin (vitamin B17) is natural cyanide-containing substance abundant in the seeds of rosaceous
plants such as apricots, almonds, peaches, apples and others.

Since early 1950s it have been promoted as alternative cancer treatment. At this stage amygdalin is not
improved by European Medicines Agency, nor Food and Drug Administration for use and the
anticancer effect has admitted controversy.

However there are studies that concluded it has selective and dose dependent cytotoxic effect. It
upregulates pro-apoptotic Bax protein and downregulates anti-apoptitic Bcl-2 protein. It also
downregulates cell-cycle related genes such as EXO1, APCF2, MRE11A, TOP1 and FRAP1.

This information reveals vitamin B17 as a substance which can be used as auxiliary therapy of patients
with cancer.

Key words: amygdalin, vitamin, B17, apoptosis, cancer
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Introduction

Balkan Endemic Nephropathy (BEN) is non-inflammatory, slowly progressing, tubulo-interstitial
kidney disease (Tanchev, Y. et al., 1956) citated by [14]. It occurs with a high rate of prevalence in
Serbia, Bulgaria, Romania, Bosnia and Herzegovina, and Croatia. The geographical distribution of the
disease has not changed significantly since it was first described. BEN was almost simultaneously
recognized in the three countries involved as well as each major affected region of these countries by
Tanchev at al., in Bulgaria (1956), by Danailovic and others in 1957 in Yugoslavia, and by Fortza and
Negoescu in Romania in 1961 [19].
The most prominent features of the disease are its endemic nature, long incubation period, the familial
clustering of the disease and, remarkably, an unusually high incidence of upper urothelial tumour (UUT)
associated with BEN or in the population [15].
The etiology of BEN has been the topic of many studies producing the publication of several
hypotheses.

Characteristics of BEN

Epidemiology

Balkan Endemic Nephropathy is observed most frequently between the ages of 40 and 60. It
has been diagnosed only among people living (or those who used to live) in more or less well defined
areas of the Balkans. Affected areas are in Bulgaria, Romania, Serbia, Bosnia and Herzegovina, and
Croatia (Fig. 1).
As, recently summarized [7], the affected territory has a shape of a rhomboid. Its longer diameter
spreads over 500 km (from the Vratza municipality in Bulgaria to villages west of Slavonski Brod in
Croatia), while its transversal diameter has about 300 km (from endemic foci in eastern Romania to
Vitina municipality in Kosovo). The disease affects individuals who live (or used to live) in rural
environment. There are some spared households even in the most affected areas, leading to frequently
cited remarks on mosaic distribution of the disease.
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Fig. 1 Distribution Of Balkan Endemic Nephropathy

Clinical features

The first clinical classification of Balkan endemic nephropathy was elaborated by A. Puhlev et
al. in 1960, according to the stages of the disease. During, the past more than fifty years, the clinical
course of BEN has extended and has moved towards the older age in all endemic foci. The clinical
symptoms and signs of BEN are characterized by the initial long-lasting asymptomatic period. There is
no fever, severe dysuria or other diseases preceding the onset of symptoms [15].

Balkan Endemic Nephropathy develops with a normal arterial pressure and thus does not affect
the cardio-vascular system. The disease is always combined with aneamia. Renal function is disturbed
at an early stage of the disease because the proximal and distal tubules are affected as well as the
collecting ducts. The glomeruli are affected in the late stage of the disease. The amino-acid metabolism
of the patients suffering from BEN is disturbed and the liver function is also affected [8].

Pathology

The pathological picture of the kidney, shows a bilateral, mostly smooth nephrocirrosis, with
strongly reduced dimensions — the weight being between 30 and 40 g at the terminal stage. Very
specific is the reduction in thickness of the cortex. This is sharp contrast to the relatively well preserved
renal pyramids [8]. Tubular and interstitial changes without any inflammatory cellular infiltration have
been histologically established, and characterized BEN as tubulo-interstitial nephropathy of a non-
inflammatory nature.

Many factors (ecological and genetic) have been accused as a starting point of BEN. The
possibilities of the etiology include genetic or environment only, environmentally in induced disease with
genetics playing role, and genetically induced disease, with the environment playing role. For the
purposes of this article, we will look at popular hypothesis for the etiology of the disease.
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Overview of the hypotheses

Lead Intoxication

In the first paper on BEN by Danilovic et al. (1957) lead was considered to be responsible for
BEN, being found in flour in affected settlements. At the time lead was used to repair cracks in the mill
wheels, contaminating the flour. However, this hypothesis was not substantiated by further studies. In
patients with BEN lead excretion was not found different from urinary excretion in control population.
Gaon et al. (1962) performed CaNa, EDTA lead mobilization tests in 31 patients with BEN. The
maximum daily leadchelate excretion was 530 ug and the mean three-day lead-chelate excretion was
192 g, being in the limits of normal [9]. Urine and blood concentrations may be inadequate measures
of low-level environmental exposure. However, BEN and lead nephropathy have several different
features. Similar to BEN lead nephropathy is characterized by a latency of 3-30 years, however marked
hypertension, gout and neurobehavioral disturbances are characteristic for lead nephropathy, and not
observed in BEN. The absence of familial occurrence, low-molecular weight (LMW) proteinuria or
association with urinary tract tumours in lead poisoning further distinguishes these two nephropathies

3],

Multi-element impact

There are, however, sufficient reasons for accepting the idea that Balkan Endemic Nephropathy
is caused by the impact of one or a group of metals. These reasons are: the endemic character of the
disease; the presence of lead, copper, uranium, chromium and other metals in the vicinity of endemic
villages; The frequent combination of BEN with tumors of the urinary ducts; The spectrographic
determination of a higher content of chromium, nickel, tin and aluminum in organs of patients who have
died the disease; The tubule-interstitial disorders in the kidneys of deceased patients without the
presence of inflammatory cellular infiltration; The presence of anemia and affected liver function [8].
Donev et al., investigated blood, nails and hair samples form patients with Balkan endemic nephropathy
in District Hospital of Vratsa and from out-patients form Montana (former name Mikhailovgrad), villages
of Belotintsi and Nikolovo. They also analysed organs from patients who had died from the disease.

They obtained, that the amount of chromium in the blood of patients is twice that of the control
group, besides, chronic intoxication does not fit in with the clinical picture of the Balkan endemic
nephropathy.

Cadmium content increment is reported to be possible reason for the disease, as well. Other
investigations shows that cadmium was found increased in soil, water and food from endemic regions.
Cadmium produced a chronic Fanconi Syndrome, characterized by LMW, proteinuria, and urinary
calcium wasting. Renal failure is uncommon but severe osteomalacia characterized by painful bone

lesions/pseudofractures and renal stone diseases develop [16]. Cadmium has affinity for the kidney
[10]. The increased concentrations of Cd in kidneys are the result of industrial development and
increased application of this element, as well as of smoking.

As known, the half-period for the elimination of cadmium from the blood is approximately 10
years [10]. One can assume that such a period is sufficient even for minimal increases in concentration
in the heart and kidneys to give rise to alterations similar to those of endemic nephropathy. Besides its
affinity for the kidney, cadmium also accumulated in the gonads, a fact which could explain the
importance of the family factor for this disease [8].

Chronic Intoxication with Aristolochia Clematitis

Aristolochia clematitis, (European) Birthwort, is a twining herbaceous plant in the
Aristolochiaceae family, which is native to Europe (Fig.2). The leaves are heart shaped and the flowers
are pale yellow and tubular in form. The plant seeks light by ascending the stems of surrounding plants.
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Fig. 2 Aristolochia Clematitis

It was formerly used as a medicinal plant, though it is posonous and is now occasionally found
established outside of its native range as a relic of cultivation. It is now thought to be the cause of
thousands of kidney failures in Romania, Bulgaria, Serbia, Bosnia and Herzegovina, and Croatia where
the plant is thought to be unintentionally consumed through contaminated flour. Urinary tract
malignancies among those who have consumed the plant are also reported. The link between renal
failure and aristolochic acid (AA) (Fig. 3), which the plant contains, was discovered after a clinic for
obesity in Belgium used herbal products based on another plant of the same genus as a diuretic. After a
few months, some of the patients experienced kidney failure.
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Fig. 3 Aristolochic acid (AA)

AA is a family of carcinogenic, mutagenic, and nephrotoxic compounds commonly found in the
Birthworth (Aristolochiaceae) family of plants. These plants are widely associated with kidney problems
and urothlial cancers. Since AA is a mutagen, it does damage over time. However, urothelial cancer is
only observed long after consumption. A study estimates that it takes on average ten years from the
start of daily AA consumption for detectable cancer to develop [2].

The exact mechanism of action of AA is not known, especially in regards of nephropathy. It is
thought that the carcinogenic effects of AA are a result of mutation of the tumor supressor gene TP53,
which seems to be unique to AA associated carcinogenesis [11]. Nephropathy caused by AA
consumption is not mechanistically understood, however DNA adducts characteristic of AA induced
mutations are found in the kidneys of AA nephropathy patients, indication that these might play a role
[11].

Historically Aristolochia clematitis was a well known as a healing plant and used by the ancient
Egyptians and Greeks [14].
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Peters and Hedwall in 1962 indicated that AA was known to be nephrotoxic in the rabbit as
early as in 1892, in the horse in 1893 and in the rabbit and the mouse in 1958 (Peters, G. et al, 1963)
citated by [14].

Later, in 1969, Ivic proposed that the aetiology of BEN could be related to this plant. He
concluded that on the basis of geographical, epidemiological and laboratory investigations (lvic M.,
1969) citated by [14].

Ochratoxin A

Ochratoxin A, (Fig.4) a toxin produced by Aspergillus ochraceus, Aspergillus carbonarius and
Penicillium verrucosum (Fig. 5, 6) is one of the most-abundant food-contaminating mycotoxins [1]. It is
also a frequent contaminant of water-damaged houses and of heating ducts [15].
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Fig. 4 Ochratoxin A

Fig. 6 Aspergllls ochraceus

Human exposure can occur through consumption of contaminated food products, particularly
contaminated grain and pork products, as well as coffee, wine grapes and dried grapes. The toxin has
been found in the tissues and organs of animals, including human blood and breast milk [3].

A number of descriptive studies have suggested a correlation between exposure to ochratoxin A
and BEN, and have found a correlation between its geographical distribution and a high incidence of,
and mortality from, urothelial urinary tracy tumours [4]. However, insufficient information is currently
available to conclusively link ochratoxin A to BEN [12].
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Pliocene Lignite

This hypothesis was proposed in 1991 [13] based on the geographical overlapping between the
location of Pliocene lignite deposits in the Balkans and the location of endemic areas, as well as
analyses of well water from endemic villages in former Yugoslavia, which showed the presence of
organic compounds in higher concentrations than in well water from nonendemic villages (Feder G.L., et
al., 2001) citated by [15].

The lignite hypothesis, is based on the assumption, that toxic organic compounds in lignite or in
weathered lignite, may be leached, by groundwater and thus, contaminate drinking water wells, supplied
by this groundwater. Although the concentrations of these organic molecules in the well water may be
low, long exposure and/or accumulation in body tissues over time may lead to kidney lesions. The
development of urothelial carcinomas in some individuals can also be explained by this hypothesis
because most of these toxic organics are well known carcinogenic factors (Orem, W., et al., 2007)
citated by [15].

Conclusion

Based on the examined hypotheses, the hallmark of the disease is its multifactorial nature, both
genetic and environmental. Genetic predisposition is more or less proven in numerous studies, and it is
presumably responsible for providing the circumstances for the action of environmental endogenous
etiology factors.
Of all hypotheses, that associated with Aristolochic acid, stand out. Chronic poisoning with AA, provide
evidences related to BEN etiology, distribution and clinical characteristics.
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Abstract

Alkylphosphocholines (APCs) are phosphocholine esters of long-chain aliphatic alcohols with a
pronounced antineoplastic activity. The class of APCs comprises of various compounds, one of which,
the hexadecylphosphocholine (miltefosine) has found application in medical oncology practice. Other
APCs are currently at different stages of preclinical and clinical studies.

The purpose of the present study is to assess the in vitro antineoplastic and antimetastatic effects of the
novel alkilphosphoholine erufosine (EPC3) on cells from Graffi myeloid tumor in hamsters (GMTH) by
cytomorphological methods.

Our results indicate that EPC3 significantly reduces the viability and proliferative activity of the GMTH
cells after 24 hours of exposure. Fluorescent microscopy of EPC3- treated cells, double stained with
acridine orange/propidium iodide revealed typical morphological features of apoptotic cell death —
membrane blebbing, chromatin margination, nuclear fragmentation and formation of apoptotic bodies.
The proapoptotic activity of erufosine was confirmed by annexin V/propidium iodide and 4',6-diamidino-
2-phenylindole (DAPI) staining. The effect of erufosine on the tumor cell cytoskeletal organization were
examined by immunofluorescent visualization of the of the actin, tubulin and vimentin microfilaments.
The migratory activity of EPC3- treated GMTH cells was evaluated by wound healing assay (scratch
assay). The results indicate that EPC3 induces reorganization of the cytoskeleton and reduces the
migration activity of the tumor cells.
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The results presented confirm the previously reported data about apoptogenic potential of EPC3 in
leukemic tumor cell lines and point it out as a promising drug candidate for treatment of hematological
malignancies.
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Pestome

Melissa officinalis L. (maTouMHa) e neyebHO pacTeHue, NpUHAAnexawo KbM CEMENCTBO
Lamiaceae. To e C [okasaHM aHTUCMACTWYHU, CEAATMBHW, AHTWOKCWAAHTHM, aHTUOaKTEpuanHw,
aHTUMBOHM N aHTUBMPYCHY CBOCTBA.

B HayyHaTa nuTepaTtypa umMa orpaHUYeHN AaHHV 3a LEACTBUETO Ha BOLEH EKCTPAKT OT MaTOuMHA
BbPXY MbPBUYHM KNeTbYHM KynTypu. LlenTa Ha HacTosiwata paboTta belle uscnegsaHe Ha eNCTBUETO
Ha BOAEH EKCTPaKT OT MaToOuMHA, BbpXY BUTAIHOCTTA HA MbPBUYHU KIETBYHWU KyNTYpWU OT MMLLK
embpuoHanHm gubpobnacti. Knetknte bsixa TpeTMpaHM C pasnnyHn paspexgaHns Ha ekctpakta (1:4;
1:8; 1:16; 1:32; 1:64). TaxHaTa BuTanHoCT Oelle onpeneneHa Ha 24, 48 n 72 vac cnep TpeTupaHeTo,
ype3 npunaraHe Ha 3-(4,5-gumeTunTtuason-2-un)-2,5-gudennn-tetpasonuym 6pommg (MTT) aHanus.
fopata Ha kneTkute Bsxa ouseteHn ¢ Hoechst 33258. MpomeHnTe B KneTbyHaTa Mopdosnorus bsxa
NpocneaeHn Ypes CBETNNHHA M (hryOpeCLeHTHa MUKPOCKOMKS.

YcTaHoBeHO Oelle, Ye paspexaaHns Ha ekcTpakTa B CbOTHOWeHue 1:64 u 1:32 He BnmsasaT
HeraTMBHO BbpXy BWUTANMHOCTTA Ha MuwwmTe Gubpobnacti. Mpn NOBULLEHWE HA KOHLEHTpauusiTa Ha
ekcTpakTta (paspexganus 1:16; 1:8; 1:4) Gele OTYETEHO MOHWMXKABAHE HA KMETbyYHATa XW3HEHOCT. B
KNeTKUTE TPETUPaHW C KOHLEHTpaUMM Ha ekcTpakTa, no-sucokn ot 1:32, Gewe HabntogasaHa
KOHAEH3aLUMs Ha AAPOTO M HaMansiBaHe Ha KNeTb4HKs 0bem.

OT nonyyeHuTe pe3yntatn MOXe Aa ce 3aknwoun, ye 1:32 € Hal-BMCOKOTO paspexpaHe Ha
eKCTpakTa OT MaTOuYMHa, KOETO He BMMSE HEraTMBHO BbPXY BWUTANHOCTTA Ha MbPBWYHM KYNTypu OT
MUK emBpuoHanHu ubpobnactu. KoHueHTpauum Ha ekctpakta Hag 1:32, BogaT [0 NOHWkKaBaHe Ha
KM3HEHOCTTA Ha KNETKUTE W O anONTOTUYHI U3MEHEHWS B TAX.

KniouoBu gymu: Melissa officinalis L., muum emBpuoHantu prubpobnacty, BUTanHocT.
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Spleen is very sensitive to metal treatment. It is also a place for storage of iron, erythrocytes
and platelets, therefore alterations in spleen morphology and functions will affect iron metabolism and
hematopoiesis.

The aim of the study was to determine the effect of chronic exposure to Co(ll) compounds —
cobalt chloride (CoClz) and Co-EDTA on the spleen of mice from different age groups. Pregnant ICR
mice (placed in individual cages) were treated with daily doses of 75 mg/kg b.w. or 125 mg/kg b.w.
CoCl or Co-EDTA. On day 25 pn the newborn mice were placed in individual cages and treatment
continued until day 90. At different ages — days 25, 30, 45, 60 and 90 the experimental animals were
sacrificed, their spleens excised and processed for histological studies. The number of megakaryocytes
was determined under a light microscope. The results showed diverse and dose-dependent effects of
both compounds. Exposure to CoCl, increased the number of megakaryocytes (except for d90 mice)
while treatment with Co-EDTA reduced it compared to age-matched untreated controls. Comparative
assessment of the effects of both compounds revealed ~1,2 to 5,7-fold increase of the number of
megakaryocytes in the spleen of mice treated with the low dose CoCl, compared to those obtaining the
same dose Co-EDTA. Analyses of the high doses showed the same tendency — the number of the cells
was increased ~1,3 to 1,6-fold after treatment with 125 mg/kg CoCls.

The results indicate that the effects of chronic exposure of cobalt on murine spleen depend on
the type of compound as well as on the applied dose. Applied as chloride, cobalt stimulated
megakaryocyte formation.

CP1. THE METHOD OF COMPATIBILITY ASSESSMENT OF MESENCHYMAL STEM CELLS WITH
TITANIUM IMPLANTS WITH DIAMOND-LIKE OR HYDROXYAPATITE COATINGS

Svetlana Alexandrova', Vladimir Kazbanov? 3, Murad Batalov2, Nikolai Chekan*, Tatiana Vinogradova?,
Olga Manicheva?, Arcady Vishnevsky?2
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Abstract

Objective: to assess in vitro compatibility of mesenchymal (stromal) stem cells of rabbit bone marrow
with titanium implants.

Methods: Mesenchymal stem cells of bone marrow of newborn rabbits (n=5) were cultivated in aMEM
medium using 24- or 96-well plate. Formation of monolayer was observed during 2-7 days outside and
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at the surface of small implant fragments placed in wells. Scanning electron microscopy was used for
3D shooting besides visual control and light microscopy.

Results: The peculiarities of adhesion of bone marrow mesenchymal stem cells at the surface of
titanium implants with different coatings were established. The best formation of stem cells monolayer
was observed at the surface of titanium implants with diamond-like and hydroxyapatite coatings.
Conclusion: Obtained results indicate high level of biocompatibility of titanium implants with
hydroxyapatite or diamond-like coatings.

Key words: titanium implants, hydroxyapatite, diamond-like coating, mesenchymal stem cells, adhesion

Introduction

The problem of compatibility of heterogenous implants with biological tissues still remains unsolved [1,
2]. The process of “foreign” material rejection is observed after inflammatory processes development,
which sometimes transform from local to system processes followed by failure of different functional
systems of the organism [3, 4]. Another one task is the use of implants in patients with local and system
inflammatory processes, for example tuberculous etiology [5]. In this regard the search of methods for
experimental substantiation of ability of titanium implants with different coatings use in patients with
infectious inflammation of bone tissue is one of the primary tasks.

Methods

Mesenchymal (stromal) stem cells (MSCs) of bone marrow of newborn rabbits (n=5) were cultivated
using 24- or 96-well plate with cell density of 40 thousand cells per 1 well, in 1 ml of medium (aMEM
(Sigma), 10% fetal calf serum (HyClone, USA), 1% antibiotics solution (PEN-STREP additive, Lonza,
Belgium), and 2 mM of glutamine (Ultraglutamine 1 additive, Lonza, Belgium). Implant samples 1.5x1.5
mm in size were placed in wells. The fraction of viable MSCs was determined by colorimetric method
using MTT assay. Osteogenic medium was added to wells for assessment of osteogenic differentiation
of cells, and alizarin red was used for staining. Scanning electron microscopy was used for detection of
cells monolayer at implant surface at different periods of observation.

Results and Discussion

Fixation of certain cells at the surface of titanium samples without special coatings was established in 1
and 7 days of observation (Fig. 1). Figure 1 shows how MSCs acquire elongated form and do not form
monolayer at the surface of titanium.

20KV X600 5508 19.0U JEOLS

Fig.1. Distribution of bone marrow mesenchymal stem cells of newborn rabbits at the surface of titanium
samples (scanning electron microscopy).
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Scanning electron microscopy revealed increase of MSCs density at the surface of titanium samples
with diamond-like coatings (Fig. 2) compared to Figure 1. Figure 2 shows formation of original network
of MSCs.

20KU X600 5513 19.06U JEOLS

Fig. 2. Distribution of bone marrow mesenchymal stem cells of newborn rabbits at the surface of
titanium samples with diamond-like coatings (scanning electron microscopy).

The most effective picture of adhesion and MSCs network formation is shown at Figures 3A and 3B.
Density of cells distribution far exceeds two previous series of observations (Fig. 1 and Fig. 2).

o e
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20KV X608 595295 16.0U JEOLS 20KV X15060 5527 18.8U JEOLS

Fig. 3. Distribution of bone marrow mesenchymal stem cells of newborn rabbits at the surface of
titanium samples with hydroxyapatite coatings: horizontal (A) and side (B) surfaces (scanning electron
microscopy).

Conclusion

Obtained results indicate high level of biocompatibility of titanium implants with hydroxyapatite or
diamond-like coatings.

Acknowledgments: We express our highest esteem and thank Scientific Enterprise “Medbiotech”
(Minsk, Republic of Belarus) for cooperation and sampling of standardized titanium screws BT-16.
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Abstract

Objective: to perform comparative analysis of bone tissue nociceptive reactions state in male Chinchilla
rabbits after fixation of titanium implant with diamond-like coating in femoral bone.

Methods: 18 anesthetized rabbits underwent fixation of 1-2 titanium screws into distal metepiphysis of
femoral bone. First group of rabbits (n=9) had titanium screws’ surface covered with diamond-like
coating, and the second one (n=9) had uncoated screws. All the animals were sacrificed at 4, 12 n 24
weeks. Structural features of bone tissue were studied after hematoxylin-eosin staining.

Results: All the animals had no signs of surgical wound infection after the implantation procedure.
Histological examination of the 1st group (implants with diamond-like coating) revealed preservation of
femoral bone periosteum at the site of implantation and normal state of bone marrow in 4, 12 and 24
weeks. Histological examination of the 2m group (uncoated implants) revealed signs of local
inflammation in bone marrow, multiple sequestrate in bone tissue and destruction of periosteum in 12
and 24 weeks.

Conclusion: Diamond-like coatings on titanium implants provide leveling of adverse effects in bone
tissue in post-operative period. Preservation of periosteum with nerve endings at the sites of
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implantation is one of the key conditions of protective (nociceptive) reactions realization because of
adverse effects leveling and retention of bone tissue structure.

Key words: implant, diamond-like coating, bone, inflammation, rabbit

Introduction

Destruction of bone tissue is accompanied with violation of bone single structure. Different implants are
used to restore destroyed structure of bone tissue. Any implant is foreign substrate that is why
protective (nociceptive) reactions are a priori initiated in the living organism in order to eliminate
negative effects of implantation. What are the consequences of modern implants use in the comparative
aspect? How effective is modern techniques of implantation? Two variants of titanium implants —
diamond-like coated and uncoated — were chosen to answer these questions in the experimental study.
Fixation of implants is always accompanied with additional injury of bone tissue. First of all structure and
functions of periosteum are violated. Periosteum is a thin layer of connective tissue covering external
surface of all bones except articulations. There are many nociceptive nerve endings in periosteum [1]. It
also provides bone perfusion. Periosteum is fixed with Sharpey fibers to the bone. Cambial layer of
periosteum contains progenitor cells becoming osteoblasts and chondroblasts. Neurotrophic role of
periosteum manifests due to presence of such involved in nociceptive reactions neuropeptides as
substance P (SP), calcitonin gen-related peptide (CGRP) [2], vasoactive intestinal polypeptide (VIP),
neuropeptide Y (NPY) and tyrosine hydroxylase (TH). Large amount of nerve endings are found near
epiphyseal plate and in periosteum, i.e. in the regions with high osteogenic activity. The role of bone
tissue in the calcium level control in the organism and the presence of systems of intra- and extracellular
calcium level control give the evidence of important neuroendocrine [3, 4] and nociceptive significance
of bone tissue. The task of the study was to perform comparative analysis of nociceptive reactions state
bone tissue of male Chinchilla rabbits after fixation of titanium implant with diamond-like coating in
femoral bone.

Methods

All procedures involving experimental animals (18 rabbits) were conducted using a Protocol approved
by the Ethics Committee of St. Petersburg Research Institute of Phthisiopulmonology, Ministry of Health
of the Russian Federation. All steps of investigation were carried out in accordance with International
guidelines to minimize animal suffering. Animal experiments were conducted at the St. Petersburg
Research Institute of Phthisiopulmonology. Surgical procedures were performed under aseptic
conditions with the rabbits under intravenous (into ear marginal vein) anesthesia with Zoletil («Virbac
Sante Animale», France) (6.6 mg/kg of body mass). Operation was performed without endotracheal
intubation and did not exceed 20 minutes. Premedication was made with intravenous injection of
Diazepam (1.0 mg/kg, Sigma). 18 anaesthetized rabbits underwent skin and soft tissues dissection in
femoral area in distal metaepiphysis of femoral bone. Then fixation of 1-2 titanium screws 2 mm in
diameter and 6 mm in length was performed. Eighteen adult male rabbits weighing 2.10+ 0.14 kg were
randomly divided into two groups. First group of rabbits (n=9) had titanium screws’ surface covered with
diamond-like coating [5], and the second one (n=9) had uncoated screws. All incisions were closed
using interrupted silk sutures after the operation. Rabbits postoperatively received 1 g of amoxicillin
once per day for 5 days. Sutures were removed in 10 days after surgery.

Every animal underwent X-ray examination in 1 week after the implantation and at the last day of the
experiment in order to control the state of bone tissue around the implant. Animals were euthanized
using intravenous injection of Pentobarbital (100 mg/kg, Sigma). Titanium screws were carefully
extracted after the euthanasia. Then the bone fragment with the site of implantation was retrieved. 18
bone blocks with bone fragments were immersed in a solution of 4 % formaldehyde, dehydrated in
graded ethanol and acetone. Nondecalcified bone specimens were infiltrated and embedded in glycol
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methacrylate resin. For each sample, 7-um serial sections were cut and fixed in buffered isotonic
formaldehyde and embedded in paraffin. After 24 h, samples were immersed in 70 % alcohol, stained
with hematoxylin-eosin and examined using a light microscope (Leica DM-RBE) equipped with a high-
resolution video camera (Q-500 MC; Leica). Analogue image was converted into digital one with x40
zoom. The region of “bone-implant” border was shot.

Results and Discussion

All the animals had no signs of surgical wound infection after the implantation procedure. Cicatrix was
formed and hair coat partially restored against 7 days of antibacterial treatment. Histological
examination of the 1st group (implants with diamond-like coating) revealed preservation of femoral bone
periosteum at the site of implantation and normal state of bone marrow in 4, 12 and 24 weeks. The
region of normal bone tissue structure near bone marrow with lipocytes is marked with arrow at Figure
1.

Fig.1. Histological specimen of “implant-bone” division border fragment in 6 months after implantation of
titanium implant with diamond-like coating into distal metaepyphisis of rabbit femoral bone (hematoxylin-
eosin staining, slice thickness 7 micron, x40 zoom). The region of bone tissue around bone marrow is
marked with arrow.

Figure 2 shows the absence of local inflammation signs in bone marrow and preserved canicular
structure of bone tissue (central part of the Figure 2).

Fig. 2. Histological specimen of “implant-bone” division border fragment in 6 months after implantation
of titanium implant with diamond-like coating into distal metaepyphisis of rabbit femoral bone
(hematoxylin-eosin staining, slice thickness 7 micron, x40 zoom). The bone marrow is marked with
arrow.
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Histological examination of the 2nd group (uncoated implants) revealed signs of local inflammation in
bone marrow, multiple sequesters in bone tissue and destruction of periosteum in 12 and 24 weeks
(Figures 3 and 4).

Fig. 3. Histological specimen of “implant-bone” division border fragment in 6 months after implantation
of uncoated titanium implant into distal metaepyphisis of rabbit femoral bone (hematoxylin-eosin
staining, slice thickness 7 micron, x40 zoom). The zone of bone tissue infiltration with leukocytes is
marked with arrow 1. Arrow 2 is near the damaged periosteum.

The region of bone tissue with multiple leukocytes and destructive processes is marked with arrow 1 at
Figure 3. Bone tissue sequesters heavily infiltrated with leukocytes (neutrophils, mononuclear) at the
‘implant-bone” division border is also shown at Figure 3. Damaged periosteum is shown with arrow 2 at
Figure 3. Figure 4 shows multiple necrotic bone and tightly packed trabecular bone. Figure 4 shows
severe destruction of bone tissue in 6 months after uncoated titanium implants fixation in femoral bone.

Fig. 4. Histological specimen of “implant-bone” division border fragment in 6 months after implantation
of uncoated titanium implant into distal metaepyphisis of rabbit femoral bone (hematoxylin-eosin
staining, slice thickness 7 micron, x40 zoom).

Conclusion

Performed experimental studies showed significance of different moments of constructions implantation
into bone tissue. The choice of implantable material was the key point in implantation technology [5].
Diamond-like coatings on titanium implants provide leveling of adverse effects in bone tissue in post-
operative period. Preservation of periosteum with nerve endings at the sites of implantation is one of the
key conditions of protective (nociceptive) reactions realization because of adverse effects leveling and
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retention of bone tissue structure. The high importance of nerve tissue in the development of systemic
and local protective (nociceptive) reactions accompanied with inflammation was shown [6]. This process
is of high relevance in age aspect [7], when the incidence of bone fractures increases. Due to actuality
of bone tissue functions preservation in any age [6], it is necessary to focus full attention on the choice
of devices and techniques of implantation [8, 9], because this issue aspect may become critical in the
treatment outcome.

Acknowledgments: We express our highest esteem and thank Scientific Enterprise “Medbiotech”
(Minsk, Republic of Belarus) for cooperation and sampling of standardized titanium screws BT-16.
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The antimicrobial activity of newly synthesized benzanthrone
derivatives with biocide quaternary ammonium group has
been investigated in vitro against various Gram-positive and
Gram-negative indicator bacteria and yeasts. The results
revealed good inhibitory activity of the novel benzanthrone
compounds against the tested microbial cultures. Thin
polylactide film

(PLA) with compound B into the polymer matrix has been prepared and its antimicrobial ability in
aqueous solution has also been evaluated. The gradual release of the substance with antimicrobial
activity has been investigated. The results showed that the compound B may be released slowly into the
water solution and the polymer film exhibits a prolonged antibacterial activity which guaranties the very
good activity against P. aeruginosa, E. coli and B. subtilis.

Benzanthrone (B)
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Abstract

The immunomodulatory properties of bioactive peptides released during the cheese ripening were
studied. The main object of the present study was the evaluation of cytotoxic immunomodulatory
potential of bioactive peptides in cheese produced with a new starter, in comparison to the control
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cheese produced with traditional starter containing L. bulgaricus and S. thermophilus only. Lactic acid
bacteria with strong proteolytic abilities were selected in order to obtain higher quantity of low- molecular
weight peptides in Bulgarian white brained cheese. The bioactive peptides were separated and purified
to single peptides so they can be evaluated for their immunomodulatory properties. Interferon-gamma
was used as the main marker of cytotoxic effect, induced by LAB in mouse splenocyte model. It was
proven that the low-molecular weight peptides from cheese produced with the new developed starter
induce the production of Interferon-gamma. Such production was not detected by the peptides in
cheese produced with regular starter. The mean value of Interferon-gamma in splenocyte model,
induced by certain peptides in cheese with the new starter, was 12,5 pg/ml. The developed starter can
increase the beneficial properties of Bulgarian white brined cheese.

Key words: bioactive peptides, immunomodulatory properties, splenocyte model

BbBepeHue

C nomolTa Ha GoraTs Cv MPOTEONMTYEH KOMMIEKC OMpeaernieHn LLaMoBe Mpu YCroBKSTa Ha 3peeHe Ha
CMpeHaTa Morat Aia 0cBoboXaaBaT GyOaKTVBHI NEMTMAW, pasrparktaiiki MPOTENHOBUTE (PpaKLM Ha KaseyHa U Ha
cypoBaTbyHuTe npotenHn [1, 4]. OcHoBHa Lien B ToBa m3creasaHe be [a ce OTKpUAT TakvBa LLAMOBE U da ce
[OKaXe TsXHaTa CrocobHOCT 3a MpodyuypaHe Ha GMOaKTMBHM MenTuau ¢ MMyHOMOZYnMpaLlo Aeicteve. 3a
BCUYKUTE M3CTIeaBaHW M3onat o1 MrieuHokucenm Baktepun (50 Ha Gpoi) ce KomexUyoHMpaxa W uacneaeaxa
CynepHaTaHTV 3a OLeHKa Ha IMYHOMOZYMpaLLMTe aKTUBHOCTHA, U3MOM3Balku CririeHoLmTHa cucTeMa. 3a pasninka
OT LenuTe GakTepuarnHu KneTk OLeHKaTa Ha MMYHOMOZYIMPaHETO OT GMOAKTVBHM MEMTUOM HEe MOXe Ja ce
MpoBede [MPEKTHO Ype3 M3MOMsBaHeTO Ha aHTUMEH-NPEACTaBsALM  VMYHOKOMMETEHTHU KMETBYHA  [IVHIAM
(Makpocharv 1 SeHapUTHM KreTku) [2]. ToBa e Taka, MOHeXe aHTUreH-NPeLCTaBALLMTE KNETKM Cred CTUMYTpaHe ot
onpeneneHn Nenmmam U3Tb4eat cnabu CurHan KeM T-XennepHm KieTk oT 1-B1 Uk 2-11 Knacose. VIMEHHo Tesn
CTUMYNMpaH1 T- KIMETKM eKCTPECUpaT CUTHanHW MenTuayW, CTUMYMMpALM LMTOTOKCMMHUS (CTUMyrMpaHe Ha
LIMTOTOKCUYHIS ePEKT YPEe3 MHOYKLINS Ha KIETKMATE HaTypanHv yOuiLm, LUTOTOKCUYHITE T-KMETKM 1 T.H. C NOMOLLTA
Ha uuTokuHuTe [Fy 1 p.) uin XymopanHus (CTumynupaHe npormdepaunsta Ha B-kneTku ypes excripecust Ha
uutokuHute IL4, IL5 n ap.) umyHootrosopu [3, 5]. Tesn uptokunm IFy, IL4, ILS Beye morar fa ce usmepsat
[OCTaTbYHO TOMHO. V13061L0, SICHO € Ye TpsibBa fa ce pasrnonara CbC CucTeMa OT UMyHOKOMIMETEHTHI KNETKU 3a
obXBallgHe Ha KOMMIEKCHOCTTa Ha pasniyHUTE MMYHOOTTOBOPW. TakaBa nogxogslla 3a M3nUTBaHe Ha
MMyHOMOAYNMpaLLaTa nocoBHOCT Ha BMOaKTMBHUTE MEMTMON CACTEMA € CbBKYMHOCTTA OT CTTIEHOLMTHI KIETKA.
Kato msipka 3a IMyHOCTUMYNMPaHETO 6e M3Momn3BaHO KONMHECTBEHOTO OMpeaensHe Ha eKCipecusiTa Ha CUTHAITHS
nenmug IFy oT c1cTema npeumcTeHm crneHouuTy. Toa e MbPBOTO M3CneaBaHe Ha MMyHOMOZYSMpaLLO AenCTBie
Ha BroaKTVBHM nenTuay, 0BpasyBaHW Npu 3pEeeHETO Ha Gbrrapcko 65Mo canamypeHo CYpeHe, NPOK3BELEHO CbC
crieLmarnHo paspaboTeHa 3aksacka.

Marepuanu n metoam

1. MonyyaBaHe M nogAbpXKaHe Ha CNIEHOLMTHATA CUCTEMA.

CnneHounTUTe Ce nonyyasaT ¥ NPeyncTBaT ¢ NOMOLLTa Ha CreLmarniu aHanuTiHU KOMNIEeKT no
nHCTpyKumn Ha npomssogutens (R&D SYSTEMS Inc.). MoaabpxaHeTo Ha crneHouMTHaTa cuctema ot
WMYHOKOMMNETEHTHN KneTkn ce u3sbpLusa npu 37°C n 5% CO2 Ha cpega RPMI 1640 (ATCC 30-2001),
cbabpkawa 10% detaneH rosexan cepym (ATCC 30-2020), 4.5 g/l rmioko3a, 10mM HEPES, 1mM
HaTpueB nupysart, 2mM L-rnytamuu, 1.5 g/l Hatpues Bukapbonat, 100 U/ml nennuymnuu, 100 ug/ml
cTpenToMuuymH. CnneHoUMTHUTE KNeTKW ¢ KoHUeHTpauwms 108 kneTku Ha knageHew, 6sxa KynTueupaHn B
96 sAmMKoBa nnaTka B NPUCHCTBME HA NENTUAHW EKCTPAKTK (MonyyYeHu cried hepMeHTaLMs Ha MSIKO) OT
Pa3fMYHM LLAMOBE, KOMTO Ce MPUroTBAT MO CneaHus HauwH: ot 10-Te wWwama ¢ Hail-Bucoka
NpOTEONUTMYHA CMOCOBHOCT Bsixa ynTpadunTpupaHn CynepHaTaHTM nNpe3  MaKPOLEHTPOGYKHM
natpoHu (50 mn, 5000 Da cut-off). Yntpacuntpatute 6sxa fosnpaHu Ha 06paTHOGa3oBn MUHUKOSIOHM
3a eHokpatHa ynotpeba Chromabond HLB 1g. Cneg npomusaHe ¢ Boaa, nentuaunte 6sixa enyupamu ¢
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0.1% TpudpnyopoueTtHa kucenuHa B 60% auetoHutpun. Cnep wsnapsisaHe B POTALMOHEH BaKyym-
n3naputen npobute 6sxa pekoHcTuTympanm ¢ 1 mn 0.1% conHa kucenuHa.

Taka npuroTBeHUTE NENTUOHU EKCTPaKTW Ce WHKYBUpaT 3a 24 Yaca B KnafeHUMUTe CbC CMIEHOLMUTY.
CnepBa LEHTPOYKHO OTAENSHE Ha KNeTKUTe W NonyyeHarta cynepHaTaHTa ce 13nosaea 3a OLeHKa Ha
nHaykumsTa Ha IFy.

2. OueHKa Ha HAYKuMATa Ha curHanHua nentug IFy oT nenTuaHKu dpakumm ypes caHaBMYOBa
ELISA

Cnep duHana Ha MHKybupaHeTo cynepHaTaHTaTa ce cbbupa 1 ce LeHTpodyripa 3a enyumMuHupaHe
Ha cnneHoumTHUTe KneTku. 200l OT nonyyYeHuTe cynepHaTaHTU ce 13non3eart 3a onpegensHe Ha IFy
ype3 cneumaneH komnnekt Ha R&D Systems (IFy Immunoassay), cnefBaniku WHCTPYKUMMTE Ha
npou3BoauTens. HakpaTko: MMyHoONNaTK1TE Ca NOKPUTM C MOHOKMOHAMHO aHTUTANO cpely IFy, koeTo
3agbpxa cneuuduyHo IFy v cned npoMuBaHe KnafeHuuTe ce TpeTupat C MOMMKIOHANHO aHTUTAMO
cpewly IFy, cBbp3aHo ¢ eHsuma Horseradish Peroxidase; cneg npommusaHe ce pobasar cyberpatute
BOAOPOAEH NepoKeua 1 TeTpameTunbeHsnanH v cnel NpoBexXaaHe Ha eH3WMHaTa peakuus Ha TbMHO
npu cTtanmHa Temnepatypa 3a 20 min cnegsa cronupaHe Ha peakuusta ¢ 2N csipHa KucenuHa w
namepsaHe abcopbumsara npu 450 nm. 3a usuucnsBaHe KoHUeHTpauusta Ha IFy ce usnonsear
CTaHOapTV M NOCTPOEHa CTaH4apTHa KpuBa.

3. ®paKuMoHMpaHe Ha NenTMAHaTa MaTepus.

MpeyncTBaHe 1 cekBeHMpaHe

HoBn cynepHaTtaHTu, cnep depMeHTaums Ha noabpaHuTe LWamoBe B MAsKO, 6sixa 4acTUYHO
npeyncteHn upes obpatHo-cpasosu natpoHn (C18ec, Waters) u nognoxeHn Ha LeHTpobBexHa
yntpaduntpaums ¢ membpana 5000 Da. TFA ce no6ass kbm npobute go 0,1% KoHueHTpaums u 1 mn
ce uHxektmpa B RP-HPLC konoHa Nucleosil C18. MpagneHTsT Ha aueToHutpun B 0.1% TFA e ot 0%
10 80% B npogbixeHue Ha 45 munyTu. Mentugute ce aetektupat npu 210 HaHOMETPa € NOMOLLTA Ha
UV-getekTop (Shimadzu) u enyatsbT ce KONeKUMOHMpa BbB (PPaKUMOHEH KONekTop no 1 Mn 3a BCska
(pakums. Tean pakuum ce 04ncTBaT OT ALETOHWUTPUN (YPE3 POTALMOHHO BaKyyM M3napeHve) u
PEKOHCTUTYMPaHK, Ce OLEHSBAT 3a MMYHOMOAYNMpaLLa aKTUBHOCT. Ppakuuute LEeMOHCTPUpaLLW Hail-
BMCOKA aKTUBHOCT ce dhpakumoHmpaT oTHoBO Ha HPLC konoHa Nucleodur Sphinx B crneuuduyHm
YCNOBWS Ha rpagneHT 3a CboTBeTHaTa dpakums. MocneaHuaT cTaguii Ha NPeYMCTBaHE Ce U3BBbPLUBA C
nomowTa Ha WoHoobmeHHa HPLC «konoHa SCX Shimadzu cbabpxaw, 6eH3eH-CyndoHoBK
KaTMOHOBMEHHW rpynu B NUTHeBa popma. EnynpaHeTo ce n3sbpLuBa Ypes rpagueHT Ha pH 3.0 40 9.0 B
untpatHu Oycbepu. B Kpasi Ha NPeyYncTBaHETO Ce AOCTUra A0 eANHWUYHM NENTUAM C UMYHOMOAYNMpaLla
aKTUBHOCT. [peyncTeHnTe NenTUaM Ce CEKBEHUPAT cred (UKCMPaHeTo UM Ype3 CBbP3BaHe Ha TEXHUS
C-kpai kbM arylamine-PVDF membpaHa. CekBeHupaHeTo Ha nentuante oTkbM N-kpas e no Metoga Ha
Edman.

Pesyntatu n o06cbxpaHe

Ha curypa 1 e npefcraBeHa CHUMKa OT 96-siMKOBaTa nnaTtka, Cbabpalla NentuaHn dpakuymm,
HAKOM OT KOWUTO MHAyumpawwm IFy. OctaHanuTe uacredBaHn NENTUAHW PpakUMM Ha OPYrv naaTku He
BOAAT A0 MHAyKumMs Ha IFy. KOnmKOTO MO-MHTEH3WBHO € OLBETSBAHETO, TOMKOBA MO-3HAYMMO €
nHayumpareTo Ha IFy. Ha BCeku aBe CbCeAHM KOMOHM OTrope- Hafomny ca NOBTOPEHU aHanu3uTe Ha
onpefeneHa nentugHa dpakuMs OT CbOTBETHUTE LWamoBe. Taka B [Ba CbCedHM KrageHeua no
rnocoyeHata BepTWKana Ha BCEKM LiaM, Ce HaMmmpaT efHaKBUM NenTuaHU gpakumv. 3a npernegHocT e
OCTaBeHa Mo efiHa NpasHa KofoHa MeXy 3Ha4eLLnTe KOSOHM.

hVv28 cas 3 h Al b J24
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due. 1. CHUMKa Ha oyeHkama Ha IFy npu cmumynupaxe ¢ pasnuyHuU nenmudHu ¢hpakyuu.

VIHTEH3MTETBT Ha OLUBETABAHETO € NPaBONPONOPLMOHaneH Ha ekcnpecusiTa Ha IFy.

Pesyntatute coyar OTKpMBAHETO Ha 3 NENTUAHM (PPaKLMK CbC 3HAYMMa MHAYKUMA Ha IFy (nosuumm:
A7/8, B10/11, C4/5), owwe 2 nentuaHW dpakuymum ¢ uHTEpMeamepHa nHayktusHa cuna (F7/8, G10/11), n
owe 4-5 nentuaHn pakuum cbe cnaba MHAYKTMBHA cuna. Beuukm octaHanu nentugHu gpakumm,
HamupalLLm ce B KnageHum 6es oupeTsBaHe, He NpuTexaBaT HAOYKTUBHA Cina no OTHoLeHKe Ha IFy.

Ha kononu 4/5 Ha cpurypa 1 ca HaHeceHu NenTuaHM pakumm OT wama L. casei 3, kato eanH oT
3HaYMMUTE NPOTEONUTULM W €AWH OT KaHauaaTuTe 3a paspaboTka Ha 3akBacka 3a CUPEeHU NpoayKTU C
BuoakTuBHM yHKUMM. Ha konoHu 7/8 ca oueHeHw nenTugHu dpakumn Ha wama L. helveticus A1,
OTKPOMN Ce KaTo HaW-CUIMHUS  NpOTeonuTWMK. To3M Wam ocobeHO cnep aHanusa  Ha
WMYHOCTUMYNUPALLMTE NeNTUaM ce NpeBpbLua BbB (haBOPUT 3a BKIOYBAHE B CbCTaBa Ha CMPEHapCKM
3akBacku. [MpaBu BneyatneHue, Ye npu L. helveticus A1 akTUBHUTE MMYHOMOZYNMpALLM NENTUAHM
chpakumm ca gge, a npu L. casei 3 — egHa. Ha kononn 10/11 oT nnatkata Ha urypa 1 ca HaHeceHm
nenTuaHn pakuymm ot wama L. bulgaricus J24. TentugHute hpakumm OT TO3M Wam nposiBsBat
3HauuTenHa cuna. [onsMo NpeaMMcTBO Ha TO3M HOBOOTKPUT LaM e HeroBaTa BU4OBa NPUHAANEXHOCT
- L. bulgaricus, noHexe noHayano cpeg TO3W BUO MHOMO PSAKO Ce cpewlaT LamoBe cnocobHu aa
obpasysat GuoaktusHu nentuau. Llamose ot Buga L. bulgaricus ce w3nonssaT 3aegHO cbC Str.
thermophilus npu NPOM3BOATBOTO Ha WOrypTOBM MPOAYKTW, BKMKYUTENHO M Ha BbarapckoTo kuceno
Mnsiko. ToecT, wambT L. bulgaricus J24 € MHOro noaxoasly kaHauaat 3a pa3paboTka Ha 3akBacka He
CaMO 3a CUPeHW NPOAYKTK, HO 1 3a KucenomneyHn Takmea. OT dourypa 1 ce Buxda M cnocobHoCTTa Ha
L. bulgaricus J24, nogobHo Ha L. helveticus A1, aa obpasyeaT noseye OT edHa aKTMBHA NENTUOHA
pakumm.

BaxHo e fa ce otbenexu gobparta NOBTOPSEMOCT Ha pesynTaTuTte, KOSTO € BUAHA NPU CPaBHEHWE
Ha WHTEH3UTETUTE Ha OLBETSBaHE Ha BCEeKM [Be NOCNeJOBaTeNHU KnageHyetTa OT ABE CbCefHu
KOMOHW, Ha KOWTO Ca HaHECeHW [OBe efHaKBM NenTuaHW pakuuu. ToecT, Bb3npoM3BOAMMOCTTA Ha
aHanusa e MHoro gobpa.
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Que. 2. WHOyKkyua Ha IFN-gamma om nenmudeH u3eflek Ha CuUpeHa, npou3gedeHu C
KOHBEHUUOHa/THa U Hogopa3pabomeHa 3akeacka.

Ha dmrypa 2 ca npeacraseHu pesyntatute OT MHAYKUMS Ha IF-gamma OT nentuaeH M3Bnek Ha
CVpeHa, NPOM3BEAEHM C KOHBEHLMOHAMHA 1 HOBOpa3paboTeHa 3akBacka. KOHBeHUMOHanHaTa 3akBacka
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e 189, koATO OT ObArM roguHU ce M3nonasa npuU NPOWU3BOACTBO Ha OAN0 canamypeHo CupeHe.
HoBopa3spaboTeHaTa 3akBacka Cbabpka ABaTa Lijama C [JokasaHa cnocoBHOCT fga ocBoboxadasat
OuoakTUBHM NenTuaM C WUMyHoMoaynupalm cBoictBa - L. bulgaricus J24 w L.helveticus A1,
OcraHanuTe fBa Wama B 3akBackata ca S.thermophilus tN1 wn Lc.lactis 310. Pasnukata B uHOyKumsTa
Ha IF-gamma, ToecT W Ha uMMyHOMoOAynupawms edekT, Mexagy HosopaspaboTeHata W
KOHBEHL|MOHarHaTa 3aKkBacka e MHOr0 BUCOKa B Nonaa Ha HoBopa3paboTeHata 3aksacka. pu 45-9 feH
OT 3pPEEHETO Ha MOAENHUTE cupeHa obWmMAT nenTugeH m3enek whayuupa 12,5 pg/ml IF-gamma B
cnneHoyuTHaTa cuctema.

3aknioyeHune

Pesynratute nokassar, ye e pa3paboTeHa 3akBacka 3a 6Sn0 canamypeHo cupeHe, BoAella [0
obpasyBaHeTo Ha G1OAKTUBHM NENTMAM CbC 3HAYMMa MMyHOMOAYNMpaLLa crnocobHocT. 3akBackaTa ce
cbCTOM OT WamoBeTe L. bulgaricus J24, S.thermophilus tN1, Lc.lactis 310, n L.helveticus A1.
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Abstract

Human herpesvirus-6 (HHV-6) infection is very common and has a worldwide distribution. HHV-6 is a
betaherpesvirus related to several chronic autoimmune inflammatory processes including Hashimoto's
Thyroiditis (HT) - the most frequent of all autoimmune thyroid disorders. According to available literature
data and our own researches, HHV-6 increased viral loads were often exhibited in HT biopsies,
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compared to controls (benign follicular epithelial lesions), which indicates the virus participation and
facilitator role in the development of immunologic attack to thyroid gland and inflammation.

The aim of this study was to examine and evaluate the particular involvment of HHV-6 presence as
predisposing factor for autoimmune thyroiditis and to evaluate its relation to thyrocytes injury by electron
microscopy, based on the visualization and morphological identification of virus particles.

Seven female patients in age between 28 and 65 years, with histologically confirmed autoimmune
thyroiditis and positive HHV-6 genomic sequence detection (nPCR), were involved in this research. BD
FACSAria Il flow cytometer and BD FACSDiva software were used for sorting and analysing of
peripheral blood mononuclear cells (PBMC). DNA from the main lymphocyte subpopulations was also
examined for HHV-6 load by RT-PCR.

Our results showed that in two of the patients enrolled in the study, HHV-6 genomic sequence was
detected using RT-PCR in thyroid gland tissue (355 copies/1x108cells) and in whole blood (46
copies/1x108cells). HHV-6 loads were detected in two of the patients — in NK and CD95* cells (24 and
100 viral copies/1x106cells, respectively for the first patient) and in CD95* cells - (40 copies/1x108cells
for the second patient).

The light microscopic examination of thyroid glands showed different stages of follicular damage,
expressed in alteration of follicular shape and cell appearance, decreased intensity of colloid staining,
extensive lymphoid cell infiltration, coalescence of adjacent follicles and atrophy, and slight to moderate
fibrosis of the interstitial tissues. At ultrasrtuctural level, the thyroid follicular cell damage was manifested in
moderate margination of the condensed chromatin and changed shape of nuclei (differ from typically round),
swollen mitochondria and vacuolization in the cell cytoplasm. Virus-like particles, morphologically identical to
HHV-6 nonenveloped nucleocapsids and multivesicular bodies (MVB), associated with HHV-6 infection,
were observed predominantly in the cytoplasm and membranous organelles of thyrocytes by means of
electron microscopy.

All presented data show that thyrocytes act as target cells for HHV-6 amid the progression of an
autoimmune inflammatory process.

Key words: Human herpesvirus-6, Hashimoto’s Thyroiditis, electron microscopy
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Abstract

Introduction:

Viral infections during pregnancy, along with some form of accompanying pregnancy diseases such as
diabetes, cardiovascular, gastrointestinal, kidney and others, are a major cause of arising complications
and mortality of mother and fetus.

This study aims analysis of samples from immunocompetent pregnant women exposed to non-vesicular
(maculopapular) rash, and can be used to study the possible contact (search for the etiological agent)
with the following viral agents: measles, rubella and parvovirus B19.

Materials and methods: The total 53 serum samples collected January 2015 - April 2016 from
pregnant women were tested in NRL Measles, Mumps, Rubella, NCIPD. The serological (indirect ELISA
IlgM and IgG test) and molecular methods (PCR and RT-PCR test) were used.

The study included the pre-analytical (clinical syndrome) stage, the analytical (laboratory testing) and
post analytical (result interpretation and reporting) stages.

Results: The algorithms assume that immunization status for measles and rubella has been determined
from the vaccination record and/or serological results (ELISA IgG). A person is considered immune if
they are immunocompetent and either have had two doses of a vaccine (MMR) that protects against
rubella and measles or have laboratory evidence of prior immunity. Where immunization history or prior
tests suggest no immunity, or immune status is unknown, proceed to testing algorithms (ELISA 1gG).
The positive ELISA IgM results and evidence of viral DNA/RNA are indicator for acute viral infection.
About parvovirus B19 they were detected in 6/53 (11.32%) pregnant women. About measles and rubella
markers for recent infection were not found. Monitoring of pregnancy and the requirement to provide
tracking serum samples (1-3-6 months) were recommended.

Conclusions: A specific cause for maculopapular rash illness is rarely investigated or confirmed.
Therefore, for pregnant contacts of maculopapular rash illness, investigation of parvovirus B19, rubella
and measles immunity may be considered in parallel if clinically indicated and especially when
epidemiological linked were detected. For detected congenital infection a stored antenatal booking
sample may be used for convenience.

Key words: pregnant women, maculopapular rash, measles, rubella, parvovirus B19, ELISA, PCR
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Introduction: The role of human papillomavirus (HPV) in the development of lung cancer is still unclear.
One of the reasons for this is the wide variation (0 to 100 %) of reported HPV infection rates in these
cancers. This may be explained by the geographic differences in HPV prevalence or/and by the different
detection techniques employed. There are no data about the link between HPV and lung cancer for
Bulgaria. The objective of our study is to investigate the prevalence of HPV16/18 in specimens from
lung cancer cases from Bulgaria using two detection systems.

Materials and Methods: We analyzed a total of 142 biopsy materials from patients with lung cancer
and other chronic pulmonary diseases. Of all materials 119 were from patients with histologically proven
lung cancer - cases with squamous cell carcinomas, adenocarcinomas, adenosquamous carcinomas,
small cell carcinomas. The biopsy materials from patients with other lung diseases were used as
negative controls.

Detection of HPV was based on two PCR systems: consensus PCR system GP5+/6+ and type-specific
(TS) PCR system. Each sample was subjected to three parallel PCRs using broad spectrum GP5+/6+
primers and TS primers for HPV types 16 and 18.

Results: Of the 102 B-globin positive lung carcinoma samples 33 (32.4 %) were positive for HPV16
and/or HPV18 DNA by TS PCR and only 4 (3.9%) samples were HPV positive by consensus GP5+/6+
PCR system. HPV 18 was more prevalent, found in 15 (14.7%) of B-globin positive samples. HPV16
was detected in 12 (11.8%) of B-globin-positive samples. 5.9% of -globin-positive lung cancer samples
were positive for both, HPV16 and HPV18. All patients with other lung diseases were HPV negative.
The correlation of HPV status with histopathological diagnosis revealed the highest rate of HPV16/18
positivity in adenocarcinoma samples.

Conclusions: Our study shows a high HPV16/18 prevalence in lung carcinoma samples from Bulgarian
patients when TS PCR as detection method is used. There is significant difference in sensitivity
between the two PCR systems used in this study for detection of HPV16/18 in lung cancer samples.
HPV18 was more prevalent than HPV16, contrary to the cervical cancer, where HPV16 is more
common.
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Background

From 1986 until 2012, 1606 HIV/AIDS cases were registered in Bulgaria, 911 (56.7%) of them were
heterosexuals (HET). The aim of the present study was to determine HIV-1 diversity and among HET
individuals in Bulgaria.

Materials & Methods

322/911 (35.3%) HIV-1 pol gene sequences from HET individuals were analyzed. HIV-1 subtypes were
classified using internet based tools COMET v1.0, REGA v3, manual phylogenetic analysis with ML in
FastTree 2 program and recombinant analysis using bootscan with SimPlot.

Results

47/322 (14.6%) of HET were migrants, including 5 foreigners diagnosed with HIV-1 in Bulgaria and 42
Bulgarian citizens infected abroad. 40.7% from studied HET were from the capital city of Sofia, the
mean age was 33.4. The most common subtype was B 38.8%, followed by CRF01_AE 19.6%, subtype
C 6.8%, CRF02_AG 6.5% and a big variety of 29 HIV-1 subtypes, CRFs and unique recombinant forms.

Conclusions
We found high genetic diversity among HET with domination of non-B subtypes. Non-B subtypes were
more common in HET individuals compared to non-HET transmission groups. Our study indicated that

providing of molecular epidemiological surveillance of HIV-1 diversity and resistance mutations is of
importance to better control HIV-1 epidemic in Bulgaria.
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FEEHETUYHO PA3HOOBPA3UE HA HIV-1 CPE[l XETEPOCEKCYAJTHU NTULIA B BBJIFTAPUA
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LUenu

Ot 1986 po 2012 r. 1606 cnyyas Ha HIV/CIWH ca pernctpupann B Bbnrapus, ot tax 911 (56.7%) ca
xeTepocekcyanHu nuua (XET). Llenta Ha HacTosLeTo npoyyBaHe € Aa 6bae YCTaHOBEHO reHeTUYHOTO
pasHoobpasve Ha BbBegeHuTe cybTunose cpeq XET B bbnrapus.

Marepuanu n Metoau

HIV-1 cybtunosete 6sxa aHanusupanun npu 322/911 (35.3%) HIV-1 pol cekBeHumn u 6sxa
knacuduumpann ¢ uHTepHeT 6asupanute wHcTpymeHtn COMET v1.0, REGA v3, MmaHyaneH
cunoreHeTyeH aHanma ¢ ML BB FastTree 2 n aHanu3 3a Hanuuue Ha pekombuHauum ypes bootscan
cbe coptyep SimPlot.

Pesynratu

47/322 (14.6%) ot XET ca MurpaHTut, BKIIOYUTENHO 5 YyXAeHUW anarHocTuumpann B bbnrapus u 42
Obnrapcku rpaxgaHn uHgekTMpaHum B YyxbuHa, 40.7% ot wscnepsanute XET ca ot Codwms, a
cpepHata Bb3pacT e 33.4 roguun. Han-yecto cpewanus cy6tvn e B 38.8%, cnegsan ot CRF01_AE
19.6%, cybtun C 22 6.8% v owe Hag 29 pasnuyHu HIV-1 cy6TunoBe, LMpKynMpawiy pekoMOUHaHTHM
(opmu (CRFS) 1 yHUKanH1 pekoMOUHaHTHN hopMM.

3aknioyeHus

Belue ycTaHOBEHO ronsaMo reHeT4Ho pasHoobpasue cpeg XET ¢ gomuHupalum He-B cybtunose. He-B
cybTunoBetTe ca MO-4eCTO CpelaHn B TasW TPAHCMUCUMOHHA T[pyna B CpaBHEHWe C Apyru
TPAHCMUCMOHHU  rpynu. Pe3ynTatute OT HaleTO W3cnefBaHW MokassBaT Heobxogumoctta oT
NPOBEXZAHETO Ha MOMNeKyNApHO-eNMaEMMNONONMYHN NpoyyBaHMa Ha HIV-1 enupemusita B cTpaHata
CpeA pasnMyHnTe TPAHCMCUBHM FpyNK, 3a NO-40BPOTO KOHTPONMPaHe Ha MHgekuusTa B Bbirapus.

63



NuTepatypa:

1.

2.

Hamelaar, J., Implications of HIV diversity for the HIV-1 pandemic, Journal of Infection, 2013,
66, 391-400.

Hemelaar, J.The origin and diversity of the HIV-1 pandemic. Trends in Molecular medicine
2012; Volume 18,182-192.

Alexiev, I., A. Shankar, A. M. J. Wensing, D. Beshkov, I. Elenkov, M. Stoycheva, D. Nikolova,
M. Nikolova, W.M. Switzer, Low HIV-1 transmitted drug resistance in Bulgaria against a
background of high clade diversity, J. Antimicrob. Chemother, 2015, 70(6), 1874-1880,
doi:10.1093/jac/dkv011

Ivanov, I.A., D. Beshkov, A. Shankar, D.L. Hanson, D. Paraskevis, V. Georgieva, et al. Detailed
Molecular Epidemiologic Characterization of HIV-1 Infection in Bulgaria Reveals Broad Diversity
and Evolving Phylodynamics, 2013, PLoS ONE 8(3): €59666.
doi:10.1371/journal.pone.0059666

Stanojevic, M., I. Alexiev, D. Beshkov, D. Gokengin, M. Mezei, et al. HIV1 Molecular
Epidemiology in the Balkans — A Melting Pot for High Genetic Diversity. AIDS Rev., 2012, 14,
28-36.

64



Session E

Chairpersons:
Prof. Margarita Gabrashanska, DVM, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of Sciences

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

Secretary: Lora Dyakova, MSc
Institute of Neurobiology Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

EO1. NEUROMARKETING. BUY-OLOGY IS A MASTERPIECE.

Vera Kolyovska', Jane Maslarova2, Dimitar Maslarov3

'Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciences, Acad. G. Bontchev Str., Bl.25, 1113 Sofia, e-mail: verakol@abv.bg
2University of Greenwich, London, UK
3Medical University of Sofia, Neurology Clinic, First MHAT-Sofia

“Products are made in the factory, but brands are created in the mind”
Walter Landon
(Martinez 2012, p. 115)

Abstract

Neuromarketing is an important development in the field of understanding how the
subconscious mind helps the consumer to make decisions. This article investigates the literature
regarding the neuromarketing tools, methods and specific techniques. In recent years, long-standing
science, advanced technology, and complex management have come to a common ground that
researchers and marketers are able to map science to marketing. Marketers sublimely attract the
customer towards their product. For this ground-breaking research has taken place in various areas of
studying the human brain. Innovation in techniques is taking place by neuroscientists, and the field of
neuroscience is being tapped into extensively. Neuromarketing is expected to be used broadly by
marketers. Neuromarketing is believed to provide more accurate insight into people’s psychological
reactions to stimuli and, hence, their actions in buying situations because people cannot always
verbalize their feelings and thoughts in accurate, unambiguous ways.

This encouraged marketers to use the neuro-imaging techniques to identify decision making
actions among shoppers to help companies directly click the “buy button” on the customer’s brain to
boost sales. Given that neuromarketing has borrowed a series of neuroscience-specific methods and
techniques, the neuromarketing or consumer's neuroscience represents a passing from marketing
specific instruments, such as the focus group, the observation, the direct enquiry, the interview to a
series of instruments, which record both the brain’s electrical activity and the metabolic activity. There
are several ways to measure physiological responses to advertising. Still, there are currently three main
well-established and non-invasive methods for measuring and mapping brain activity in this relation:
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functional  magnetic  resonance  imaging  (MRI), electroencephalography ~ (EEG) and
magnetoencephalography (MEG). The other methods are: positron emission tomography (PET), eye-
tracking (ET), facial recognition (or electromyography), galvanic skin response (GSR), cardiovascular
parameters, transcranial magnetic stimulation (TMS). Due to their non-invasive nature, these methods
represent the majority of studies conducted within the field of neuromarketing.

Key words: neuromarketing, brain mapping, consumer behaviour, marketing, neuroscience,
advertising, decision making, body language

What is Neuromarketing?

Where brain science meets brand architecture, where neurons meet new products-that is where you will
find neuromarketing. However, names can be deceiving: it is not a new type of marketing, but it is rather
a measurable, empirical way to study the impact of marketing and advertising on consumers. The
techniques that fall under the umbrella of neuromarketing are based on scientific principles about how
humans really think and decide, which relies on a host of brain processes of which we are mostly
unaware. Marry these principles with smartly designed experiments and you have an unparalleled peek
into the mind of the modern consumer [1].

What are the tools of the trade?

Measuring consumer response and behaviour in a Neuromarketing experiment might include any of the
following:
o Eye tracking experiments (measuring eye gaze patterns, say, on a landing page)
Analysing facial expressions
o Behavioural experiments (for example, seeing how changes in the color of a product
impact a customer’s opinion of it)
o Biometrics (body signal measures) that measure perspiration, respiration, heart rate,
and facial muscle movement (electromyography [EMG])
o Neuromeric (brain  signal measures) that measure electrical activity
(electroencephalography [EEG]), and blood flow (functional magnetic resonance
imaging [fMRI]) in the brain [6].

The application of neuroscience to marketing has gained popularity over the last decade. The
birth of the nascent field of consumer neuroscience generated wide—ranging, ongoing debates what
benefits they take. A primary and critical distinction is between “consumer neuroscience” should be
understood as the scientific study of biological bases of cognitive and affective processes underlying
consumer behaviour.

Ale Smidts first coined the word neuromarketing in 2002. He studied consumers' sensorimotor,
cognitive, and affective response to marketing stimuli [1].

Author and marketing guru Martin Lindstorm’s bestselling book “Buyology - Truth and Lies
About Why We Buy” (2010) [6] claims from his experimental studies that subconscious mind plays a
major role in people’s buying decisions. The author seem to be mystified while the marketers still try to
unravel the gap between the consumer intention and action. Neuromarketing is not a new kind of
marketing - it is a new way to study marketing, so it is part of the field of market research. Here are six
major areas where neuromarketing is used today: Branding, Product design and innovation,
Advertising effectiveness, Shopper decision making, On-line experiences, Entertainment
effectiveness.

Neuromarketing involves application of cognitive neurosciences in the field of marketing and
marketing research. It uses a brain mapping medical technology known as fMRI to study blood flow and
blood oxygenation in the neuron activity of consumers at the time of selecting and buying a product.
Though it started with the application of neurosciences, over the years it gained entry into the traditional
methods of doing marketing research. As research proceeded, it was applied to promote sales and
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research organizations such as Bright House Institute was set up to serve corporations eager to reap
the nascent developments in the field.

Branding expert Dr. Peter Steidl says neuromarketing will change the face of marketing, and
without it, campaigns will lag behind competitors that have embraced this new way of thinking about
consumer behavior and branding.

He is not talking about lab tests that deliver reliable but limited information about how
consumers process marketing stimuli such as ads, logos or package designs. Rather, he is referring to
the application of neuroscience concepts in a strategic context. In other words, how marketers can
benefit from the latest insights into how consumers think, feel and, and most importantly, make
purchase decisions.

The application of neuroscience lifts the effectiveness of marketing, brand, communications,
and shopper marketing, pricing and innovation strategies — including, of course, social and other digital
media strategies.

Brief overviews on three important neuroscience insights, highlighting a number of important
marketing implications are as follows:

Insight 1: Consumers have two parallel circuits in their mind, one for thinking and one
for doing - Nobel Prize Laureate Daniel Kahneman simply called them System 1 and System 2,
although marketers may want to think about these circuits as the consumer’s ‘doing’ and ‘thinking’
minds, respectively. Harvard professor Gerald Zaltman suggests that 95% of purchase decisions are
made by the non-conscious ‘doing” mind.

Insight 2: The brain is designed to avoid thinking by using shortcuts to make purchase
decisions - The ‘doing’ mind influence extends even further. Having been designed to help us survive
in a hostile natural environment, the ‘doing’ mind has developed energy preservation strategies. In
addition, as the brain — which accounts for only some 3% of body weight — accounts for approximately
20% of all energy consumed, the ‘doing’ mind seems to have focused on finding ingenious decision
shortcuts that eliminate the need for thinking.

Insight 3: the marketer’s challenge is to shape the consumer’'s brand memory - a
marketer needs to invest into developing a positive, emotionally strong brand memory that is linked to
one or more of the consumer’s goals. However, current practice is often not aligned with this principle. It
is important to ensure at all touch points that the brand plays a central, emotionally engaging role. If that
is not the case, you may get consumers involved but they will not end up buying your brand. Adopting a
neuroscience perspective, it can be said that the principle task is not marketing management, but
memory management. The good news is that applying neuroscience insights in marketing is neither
complicated nor difficult. It is just a matter of integrating our understanding of how consumers think, feel
and make decisions with well-established marketing concepts and tactics to lift their effectiveness.

Neuromarketing Techniques

This bridge between several lines of neuroscience and marketing allows each of these
techniques to have enhanced or reduced applicability to respond to different problems that traditional
marketing techniques cannot respond to, or respond to only partially. Among all of the techniques, new
and old, the ones that drew the most attention were the techniques that used brain imaging, and the
results of these studies had great impact in both academia and business. One of the first studies that
demonstrated this potential was conducted in Harvard in the late 1990s using some invasive equipment
called PET-SCAN (Zaltman, 1997). Another important milestone project used another technique that
also draws considerable attention, functional magnetic resonance, which is costly but not invasive
equipment (McClure et. al, 2004).

If no area of the brain underwent changes after having been exposed to an advertising
stimulus, then this stimulus was not successful. However, if the stimulus caused organic
modifications in a region, it can be inferred that there is a correlation between advertising and the
activated emotion (Fugate, 2007). It is flippant, though, to say that a specific area of the brain that lights
up during the investigations does so because an image triggered certain emotions and patterns of
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consumption, as different emotions depend on different combinations of activations of neural substrates
(Marcus, 2012). Each of the techniques has advantages and disadvantages, often measuring variables
that are complementary to better understand a marketing problem. Therefore, to obtain an effective
result with Neuromarketing technologies, it is advisable and productive to use combined techniques
whenever possible. There are three types of Neuromarketing techniques: those that measure the
metabolic activity in the brain or related to it, those that measure electrical activity in the brain and those
that do not measure brain activity. The main Neuromarketing techniques are, currently, the following:

* Functional magnetic resonance imaging (fMRI) is a technology which uses basic Physics
and Biology. The advantage of this technique is its ability to measure deeper and smaller structures of
the brain, i.e., with high spatial resolution. Along with the technique of electroencephalography, it is the
most employed technique to measure brain activity in the field of neural science. However, the use of
this technique is expensive, the equipment is not portable, and the environment makes it difficult to
conduct the experiment. This technique requires a delay of 6 to 10 seconds to record the processing of
neurons, which represents a great disadvantage with respect to several marketing stimuli because
these numbers constitute low temporal resolution (Ariely & Berns, 2011).

It uses a powerful magnet and radio waves to create high-resolution image of the living brain. It
draws on the fact that the Red Blood Cells(RBC) in the blood contain iron in the oxygen- carrying- part
of the hemoglobin and these atoms create distortions in the magnetic field around them. While any part
of the brain becomes active, the blood vessels in the specific region dilate causing more blood to flow in
that region to supply the additional oxygen and glucose required by the more active brain cells to do
their work. This large amount of freshly oxygenated blood in to the region causes a small change in the
magnetic field.

The result is displayed as a patchy area of colour, amidst the high-resolution grey background
of the brain. The coloured area represents the active region as opposed to the grey background, which
represents the inactive region of the brain. Armed with such high-resolution 3D images of the brain on a
real time basis, one can pinpoint exactly which part of the brain is active.

This area-specific knowledge plays a significant role in the utility of fMRI. Several parts of our
brain work together. Even as you read this article, the connectomes related to your visual sense along
with the ones responsible for reading and understanding the material are working. Each region with a
rich intermesh of neurons is responsible for a certain activity. The more you stress on any activity, the
more the work done by that part of the brain and more the blood flow in that region. The interesting part
is, the region responsible for each activity is well demarcated in the human brain. While the whole brain
is yet to be mapped by scientists, yet various centres of the brain are already known for various though
processes such as reward centre, face-recognition centre, self-referencing centre, liking centre,
anticipation centre etc.

* Electroencephalography (EEG): in this technique, electrodes that measure the brain waves
associated with different states of stimuli are placed on an individual’s scalp through bands or helmets,
and these waves can be measured at small intervals up to 10,000 times per second [7]. In addition to
having the advantages of being more widely available, being less invasive and cheaper, EEG presents
greater validity in the measurement of emotional styles and the detection of psychopathologies (Kline,
2004). This technique features the possibility of synchronization with the stimuli, and the equipment is
portable. The weakness of this technique concerns the measurement of deeper brain structures; it can
only record more superficial electrical signals. Therefore, in contrast to fMRI, EEG features high
temporal resolution and low spatial resolution.

* Positron emission tomography (PET): a technique with validity and spatial resolution similar
to those of fMRI. However, radioactive particles (positrons) must pass through the participant for the
collection of results, making this technique highly invasive and difficult to use in neuromarketing (Lin,
Tuan & Chiu, 2010).

+ Magnetoencephalography (MEG): this technique is based on the expansion and mapping of
the magnetic field created through neural activities, electrochemical signals between neurons. Similarly,

68



to electroencephalography, magnetoencephalography has excellent temporal resolution; however, its
spatial resolution, while not ideal for measuring subcortical areas and deeper areas in the brain, is
superior to that of EEG [7]. In contrast to EEG, when conducting MEG research, individuals use
hypersensitive sensors to measure the electromagnetic field without contact with the scalp. The cost of
the acquisition of the necessary equipment and of the magnetoencephalography session is very high,
which contributes to the greater popularity of EEG than MEG (Crease & Robert, 1991).

* Eye tracking (ET): increasingly used along with other techniques such as EEG and fMRI.
Advantages, this method is able to measure the focus of consumers’ attention, the pattern of visual
behavior of fixations of the gaze, dilation of the pupils, focus, and microfocus; in addition, the equipment
is portable. Among the main disadvantages is the fact that it is not possible to understand what
emotions are associated with the areas that were the focus of attention, and not deducting,
automatically, that focus necessarily represents higher visual attention. Some of the data of interest to
marketing in relation to this technique are the time that the subject spends focusing on the object of
study, the measurement of the pupils, the areas and the frequency of observation of users in the stimuli
presented (Nenad, 2011).

ET measures where the person is looking (gaze or fixation point), the time that this person
looked at this certain point, the movement of his eyes in relation to his head, pupil dilation, and the
number of blinks (Zurawicki, 2010). In addition to the fixation, the sequence in which his or her eyes shift
from one location to another (saccade) can also be evaluated (Chae & Lee, 2013). There are different
ET technologies to measure eye movement and the most common are those that measure the
observation of controlled stimuli at fixed points in videos, photos, and user’s interaction with a computer
screen. There are more advanced devices that also automatically track the head position in three-
dimensional space in relation to the camera (Zurawicki, 2010).

This makes the measurement process more subtle, with very little or no interaction between the
researchers and their subjects. Studies with ET equipment, although not new, have offered new
perspective within neuromarketing. These studies, and the potential of ET, have gained relevance in
today’s world of the visual pollution that is vying for consumers’ attention. Understanding the
mechanisms that guide consumers to select certain points of interest in an image (attention standards
and forecasting the places of greatest interest) have many applications for the business world.
Therefore, ET can provide information on what is more relevant to the involvement of attention, as it is
related to patterns of visual fixations, in many different marketing issues. In addition, ET can also be
used with other equipment to measure cognitive responses, lead synergy for new insights, particularly in
relation to consumer behaviour and marketing communications. When connected to facial coding, the
results show the precise amount of visual activity (exactly where people are looking) associating specific
emotional responses to different elements of a stimulus (how people felt about what they saw). The
synchronisation between emotional response and visual focus provides a reliable method for
understanding what is driving the reactions to a given stimulus. This is of inestimable value, especially
for TV advertisements, in which lots of information is generated every millisecond, possibly hindering the
identification of what the viewer really liked, or what actually called his attention in a positive or negative
way. The typical model of eye movements applied to the use of eye-tracking consists of two concepts:
fixations and saccades (Velasquez, 2013) [8].

* Facial recognition (or electromyography): a technique still not largely used in
Neuromarketing that consists of measuring facial muscle movements that are imperceptible to the
human eye through electrodes placed on the muscles of the mouth (zygomaticus minor and major) and
on the occipitofrontal and orbicularis muscles to check the type of emotion (happiness, sadness,
indifference, pain, etc.) (Melillo, 2006). Following can be emphasised: high spatial resolution, growing
credibility for use in the analysis of different affective reactions to visual stimuli, reactions of taste, smell
and hearing, human interactions and behaviors. One disadvantage is that the electrodes fixed on the
face may inhibit some facial movements. Another important disadvantage for use in Neuromarketing is
the double meaning of certain expressions, which invalidates a standardisation of single expressions
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correlated with specific emotions, restricting studies of some more specific emotional reactions (Jones &
Beer, 2009).

* Cardiovascular parameters: this approach records the heart rate and its variability, blood
pressure, interaction between heartbeats and pulse transition time to infer emotional and attention
states of the research subjects [7].

* The galvanic skin response (GSR): Founded in 2006 by neuroscientist Dr. Carl Marci and
MIT alum Brian Levine, Innerscope uses biometrics such as brain scans and galvanic skin response to
measure subconscious emotional responses to media and marketing. This technique measures the
objective excitation caused by an emotionally relevant stimulus. The central nervous system is directly
connected to the reactions recorded on individuals” hands, and this method is able to identify the neural
responses that precede certain emotions, such as happiness, sadness, fear, anger, disgust and
indifference (Banks et al., 2012) [3]. Galvanic skins response is a method of measuring the electrical
conductance of the skin, which varies with its moisture level. This is of interest because the sweat
glands are controlled by the sympathetic nervous system so skin conductance is used as an indication
of psychological or physiological arousal. Therefore, if the sympathetic branch of the autonomic nervous
system is highly aroused, then sweat gland activity will also increase, which in turn increases skin
conductance. In this way, skin conductance can be used as a measure of emotional and sympathetic
responses.

It should be noted that neuromarketing is not exactly the same as subliminal marketing. The
latter is only a subset of the former and focussed on the application part as implemented by the
marketers. Neuromarketing involves much more such as involving the test subjects, using the biometric
and physiological sensors to carry out experiments, studying the brain’s reaction (sometimes also heart
rate, breathing, and skin response) to the social triggers and so on. Application in the real world to boost
sales or acceptability (say, of presidential speech) is the end result of neuromarketing. An important part
of neuromarketing which is more related to subliminal messaging is “priming” which refers to subtle
suggestions made deliberately to the subconscious mind, without the subject’s knowing, which could
influence his/her subsequent behaviour.

So how is Neuromarketing implemented in real life? Starting with, say the fMRI scanners
(other technologies are used too), the consumer’s brain is scanned which help the marketers to find out
how consumers react subconsciously to advertising, brand and products. This will tell the marketers
what the consumer reacts to, whether it was the shape of the packaging, the color of the packet, the
sound the box makes when shaken, and so on [6]. This rare ability to watch inside the mind of
consumers and noting how sensory inputs like image, smell and touch culminate to reach decisions
enables the advertisers and marketers to optimise their advertisement, campaigns and product or
service features to make them more acceptable. fMRI is not the only technology that is used. While
fMRI is chiefly used for refining the product attributes, Electroencephalography (EEG) measures
fluctuations in response to advertisements, Magnetoencephalography (MEG) measures the fluctuations
but with greater accuracy than EEG and Transcranial magnetic stimulation (TMS) is used to measure
causal roles [4].

Neuromarketing World Companies: Brighthouse, NeuroFocus, Millward, Brown, Neurosense,
Neuro-Insight [2]. In a bid to further hack its way into the consumer psyche, Nielsen has completed its
acquisition of the Boston-based neuroscience firm Innerscope Research [3].

Neuromarketing and Advertising Research. Neuromarketing research can predict the effect
of TV ads, even before the commercial is made. Effective TV commercials evoke a unique pattern of
brain activity, the scientists from Neurosense concluded after studying over 150 commercials, including
award-winning ads like Effies, humorous and even irritating ads. Functional magnetic resonance
imaging makes it possible to read what is going on in people’s brains while seeing certain stimuli. By
measuring emotions in the brain of the consumer with an MRI-scanner, the researchers discovered a
‘neural signature’ that predicts how effective a commercial is with a stunning accuracy up to 82% [4]. If
you know how an effective commercial evokes activity in the brain, you can also determine how
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effective a storyboard is to the final production. This was the goal of a recently completed follow-up
study, which showed that indeed the same brain pattern is activated when seeing storyboards and the
final production [1].

The results are amazing! With a correlation of 80% between the storyboard and final
production, the researchers could see whether the concepts had the effect promised by the creators.
The study additionally revealed something beneficial for advertisers: even simple storyboards, where
the imagination of the consumer is put to the test, gave the same high correlation rate with the final
production. For the first time in history, companies are able to test propositions and concepts in
advertising with Neuromarketing techniques [1]. Considering this new form of marketing research was
only really started in 2004, most opponents are worried about where the industry might be in a few more
years. Scientists have already mapped the entirety of the brain and know exactly what parts light up
when we make the decision to buy a product in certain industries. The field of Neuromarketing is still in
its embryonic stage, but is developing with more and more new studies being conducted each year [5].

The utility of Neuromarketing is of course dependent on the development of Neuroscience. Our
present day knowledge of the functioning of the ‘neuronal geography’ in the brain is very similar to the
late eighteenth century map of the world, hand-drawn by cartographers [3]. However, with more and
more studies and the development of sophisticated technologies like Brainbow, which can map
individual neurons with 90 odd fluorescent colours, we might soon have the ‘Google Earth’ of our brain.
The analogy shows that the implications are tremendous. If a better knowledge of the world geography
was instrumental in colonizing half the planet, imagine the immense possibility that Neuromarketing has
for the marketers in influencing the consumers’ psyche [7].

The effect that certain publicity campaigns, brands and products have upon us, from a
cognitive and emotional point of view, is being assessed, by measuring the attention, the encoding and
the emotional engagement [9].
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EO2. MEXAHU3BbM HA Bb3[AENCTBUE HA AKYNYHKTYPATA MPU BOJTKA

M. Dxypos
Kamedpa ®apmakonoausi, MeduyuHcku yHusepcumem, Copus, bbreapusi

EavH oT ocHoBHUTE mpobnemn npen akynyHKTypaTa e M3SCHSBAHETO Ha BBbMPOCHT 3@ HayMHa Ha
Bb3LENCTBIE BbPXY YOBELLKNS OPraHU3bM.

3a nNpbB MbT TO3M BLMPOC CE NOCTaBsA Cref MOCELEHWETO Ha npeauaeHTa HukcbH B Kutai
npe3 1971 r , K0eTo OTBApA MbTA Ha akynyHKTypaTa KbM 3anagHus cBaT. [TbpBOHaYanHo ce e
npuemano kato metadusuka uanata genHoct ( St Louis Post Dispatch, August 4, 1974 —call it
“‘quackery” ). OBsicHeHneTO, KOETO ce e npeanarano e buno “oriental hypnosis”.

Cnep npoyyBaHusTa Ha Parwaiticar at al 1979, Ulett at al 1979, Ulett 1983 e ycTaHoBEHO Cbe
CUIYPHOCT, Ye TOBa He e xunHo3a. [MybnukaumuTe B TOBa HanpaBneHune npogbixasaTt u Pomeranz and
Stux 1979 Hamupat ¢uamonormyHo obsicHeHme. Han-nogpobHo uaMonornyHuTe W3cneaBaHus Ha
MexaHu3Ma Ha akynyHkTypa ca HanpaseHnu ot prof. Ji Sheng Han (Beijing Medical University), koito
npe3 1990 geMoHcTpupa AucepeHLManHoTO OTAENSHE Ha cneunuduyH HeBPONenTUaM B 3aBUCUMOCT
OT pa3nuyHaTa YecToTa Ha eNeKTPUYECKOTO CTUMYMMpaHe.

HanpaeeH e onuT BbpXy CTYAEeHTM AOOPOBONLM B MEAULIMHCKIS YHUBEPCUTET KaTo Ca NOCTaBSHE UIMn
BbB [B8e To4kM — Hegu and Zusanli kaTo MaHyanHo ce e ocblyectsaBano twistling - twitling stimulation .
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TOKa B To4kaTa Hegu nokassa Tesn pesyntatt — dur. 1. AHanreTUYHUAT edoekT e Bun nogTucHaT npu
WHXEKTUPaHe Ha HOBOKaWH.
3a fja Ce JOKaXe HEBPOXMMWYHUS MEXaHW3bM Ha aHamnresusita € 6un HanpaBeH MHOMO MHTEpEeCeH
onuT. B Mo3bka Ha Nibx € NocTaBeHa MUKpOKaHona v cnep npean3BuKBaHe Ha aHecTe3us, 4acTo oT
LepebpocnuHanHata TEYHOCT e MpexBbpfistHa B MO3bKa Ha ApYyr MibX, KaTo [JoKasaHo e
npeau3sukeana aHectesus. (Rerearch group of Peking Medical College 1974)
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3a [a ce ycTaHOBM KOW HEBpOMEenTUAM Ca OTFOBOPHW 3a aHanreswsta ce € BbPBANO MO MbTH Ha
[0Ka3BaHe Ha pasfuka ¢ MOp(uHOBa aHamnresns. [oCTaBAHETO HA MUKPOMHXEKLMS Ha HANOKCOH —
npenapar, KOWTO € aHTaroHUCT Ha MOpP(MHA e Npean3BMKBaNO HamanseaHe Ha MopduHOBaTa M Ha
aKynyHkTypHaTa aHanresus.(®ur. 3). 3a ga ce OTAENM HOCWUTENAT Ha akynyHKTypHaTa aHanresus e
HanpaBeHO MUKPOUHXEKTUPAHE Ha CepPYM B MO3bKa Ha NiTbX U € YCTAHOBEHO, Ye aHTUCepyM cpelly B
— endorphin B nepuakBegyKTanHOTO MPOCTPAHCTBO Ha CMBATa 4acT Ha MO3bka MNpeau3BUKBa
HaMansiBaHe Ha akynyHKTypHaTa aHanresusi, Ho He Ha MopduHoBaTa aHanresus - Xie at all 1984. (owr.
4 ). Pasnukata mexay [BeTe 4acTu Ha Tasn durypa — A u B ce Ob/mkaT Ha WM3Non3BaHeTo Ha
aHTucepym cpeuwly B — endorphin. Ako aHTucepymbT pasnosHaBa (HO) wnu He pasnosHasa (UA)
nnbxosms B — endorphin npu noctaesHe B f03a 4 | | B NOCTOSHHO 3aKpeneHa KaHiona B Mo3bka, cnep
enektpoakynyHktypa B Zusanli(ST 36) u Qunlun UB60 3a 10 muH (A) 1 creg WHTPaBEHO3HOTO
noctaBsHe Ha MopduH (B). Tosn pesynTar roBopy 3a AMPEKTHO aKTUBMPaAHe Ha OnUoWUaHWUTE
peLenTopu B CMBOTO MPOCTPAHCTBO HAa MO3bKa, JOKATO MpK akynyHKTypaTa edekTa ce nosyyasa Ypes
OTAENSHETO Ha [ — endorphin.

3a Jia ce yCTaHoBW NO-TOYHO KaKbB BUA NENTUL Ca MPOBEAEHW ONUTU C pasfinyHa YecToTa Ha
enektpoctumynauus — (Fei et all 1986) , npu kouTO € OOKa3aHO, Ye MOXe Aa ce cneuudmumpa
OTOENsHeTo Ha BuA eHOopduH Ge3 Ja ce CTUMynMpa OTAENSHETO Ha Apyrute Buaose. 3a LenTa
CMUHANHOTO cybapaxHomaanHo NPOCTPAHCTBO Ha NITbX e 6uno nepdyanpaHo Che LepebpanHa

Morphine analgesia

Acup analgesia

74



(n=7)

A o0—O Control
o—® B-EPAS (UA) (n=7)

@—e pEPAS (HO) (n=T7)

96 Change ot ARL

g

n=7

O—O NS

96 Change of ARL
g

®—o DPEPAS(HO).n=7

g

. s . i
10 o 0 20 30 a0 50 min

cnyuaHa TEYHOCT NpPean v cnep enekTpoakynyHkTypa Ha Zusanli ST 36 and Sp. 6 Sanyinjiao,
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Kbae v kak ce npunarat Te3u pe3yntati. TpaguumMoHHO akynyHKTypaTa ce M3ronasa npu TpeTupaqe
Ha 0CTpa W XpoHWyHa Bonka ¢ ycnex npu okono 70 % ot GonHuTe ¢ Gonku B KpbCTa M rbpba, apTpuT,
MYCKyIHUM cnasmu v 6onku, murpeHa v gpyrv ( Ulett 1989, Ng et al 1992, Thomas and Lundberg 1994,
Anderson et al 1976).

[enpecus
ToBa e geMoHcTpupaHo B Kutai npu major depression, KoeTo e buno npaBeHo no 4sa MbTU CEAMUYHO

3a 30 muH ¢ enektpoctumynaums (Han 1986, Lou et al 1990).
HacokuTe Ha Hawwata paboTa ca npean BCUYKO YCTAHOBSIBAHE HA MPOMEHWTE B XOPMOHamHMs GanaHc

Ha OpraHn3mMa 4pes3 B3MaHe Ha KPbB npeau 1 cnen 3aBbpliBaHe Ha KypcC Ha fnevyeHne U U3cneaBaHeTo
ncHPLC.
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Abstract

Introduction: Many infections agents can cause a rash and fever in addition to other
symptoms. Diseases that present with fever and rash are usually classified according to the morphology
of the primary lesion. Rashes can be categorized as maculopapular (centrally and peripherally
distributed), petechial, diffusely erythematous, vesiculosis and nodular. Potential causes include viruses,
bacteria, spirochetes, rickettsiae etc.

The objective of this study was to optimized protocols of amplification methods for detection of the
infectious agents (measles, rubella, parvovirus B19, Rickettsia conorii, Mycoplasma pneumoniae and
Coxiella burnetij).

Materials and Methods: 36 serum samples collected from ill individuals during acute and/or recent
infection were tested. The following molecular methods were used: extraction of infectious DNA/RNA
from started material serum sample; amplification methods (conventional PCR/RT-PCR techniques) by
consensus primers for detection of specific DNA/RNA regions; electrophoretic analysis in 2% agarose
gel to visualize the PCR products.

Results: Positive PCR signals were detected in 10/36 (27.8%) serum samples. The frequency of
proving infectious nucleic acid in the tested pathogens (measles, rubella, parvovirus B19, Rickettsia
conorii, Mycoplasma pneumoniae and Coxiella burnetii) were 1/36, 0/36, 9/36, 0/36, 0/36 and 0/36,
respectively. Our protocols were optimized only for detection B19V-NS1 region (103 nt) and measles
(454 nt).

Conclusions: The timely and specific diagnosis with molecular methods in children and adult with fever
and rash can be extremely important. An accurate characterization of the skin lesions and a thorough
history can help narrow the differential diagnosis for a specific patient. The laboratory studies can be
useful in confirming the diagnosis.

Key words: measles, rubella, parvovirus B19, Rickettsia conorii, Mycoplasma pneumoniae, Coxiella
burnetii, PCR/RT-PCR, electrophoresis
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In 2015 and 2016 were conducted laboratory tests for parasites of 163 samples of bees of 105 apiaries
from different regions of the country. Among 76 beekeepers were carried out survey for observed signs
characteristic of these diseases. Results of laboratory tests were compared with the manifested
symptoms of the field. The purpose of this study was to compare the clinical signs observed by
beekeepers, and the results of laboratory analysis. Laboratory tests on samples of bees show a high
degree of infestation with spores of Nosema spp. (52.8%) and the mite Varroa destructor (12,9%) alone
and 18.4% in mixed invasion of both parasite. Negative are 15.9% of the samples. In many cases the
anamnestic data is not confirmed by laboratory results. Comparing survey results on the field and
laboratory studies conclude that nosemosis prevails while beekeepers indicate varroosis as a major
problem. According to data from surveyed beekeepers on signs of parasitic diseases of the apiary at
39.6% it comes to varroosis, but only 2.6% - for nosemosis. Mixed invasion of the two parasites indicate
28.9 percent surveyed beekeepers and the same percentage (28.9%) of them have not observed signs
of parasitic diseases. This study confirms the necessity of laboratory testing for accurate diagnosis.
Keywords: honeybees, nosemosis, varroosis, clinical signs, laboratory analyzes

INTRODUCTION

Nosemosis is a disease on bees of global proportions detected in many parts of the world,
including Europe, Africa, Asia, America and Oceania [3, 7, 9, 11, 14, 16]. The causative agents of
nosemosis are Nosema apis Zander and Nosema ceranae Fries which are included in genus Nosema,
belongs to the class Microsporidia. Recent studies have shown that N. ceranae has changed its feeding
habits and is no longer unique to the eastern bee, but has also become a very efficient parasite of
European honeybee Apis millifera [4, 5, 6, 12]. The Nosema ceranae is perhaps the most recent and
virulent [10, 18]. The credibility of this theory is based on the fact that all parasites are dependent on the
energy from their hosts to reproduce, causing them significant nutritional stress and eventually, death
[19]. According to Paxton [22], N. ceranae is an emerging, potentially virulent pathogen which has
spread throughout the world in the past 10 years, which explains why researchers have detected it in
both healthy and weak honey bee colonies. Unfortunately, there is no reliable field diagnostic symptom
enabling a diseased worker bee to be identified without killing it, nor can the beekeeper recognize an
infected queen. The clinical symptoms associated with Nosema spp. infection can be seen with other
types of colony conditions, so cannot be used to provide reliable diagnosis. Only a method to detect
Nosema spp. under a light microscope can be used to confirm presence of spores [1, 4, 13, 18].

Today the parasite Varroa destructor is found throughout the world, except for Australia [8]
causing serious damage in A. melllfera. The number of parasites steadily increases with increasing
brood activity and the growth of the bee population, especially late in the season when clinical signs of
infestation can first be recognized. In addition to its direct action as pathogen, the Varroa mite has been
proven to be an effective vector in transmitting and activating viruses [20].

The purpose of this study was to compare the clinical signs observed by beekeepers, and the results of
laboratory analysis in period of two years (2015-2016).
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MATERIAL AND METHODS

The investigation was conducted on 163 samples of bees of 105 apiaries from 19 different
regions of the country in period of two years (2015-2016). Among 76 beekeepers were carried out
survey for observed signs characteristic of these diseases. Results of laboratory tests were compared
with the manifested symptoms of the field.

Sample collection

The bee samples were collected from the hive bottom of died colonies in 19 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 [17].

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 [2]. 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 [21].

RESULTS
The laboratory results of the percentage of positive samples infected with parasites and negative
samples were shown in Figure 1.
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Results of laboratory tests of samples of bees to varroosis and nosemosis
during the years 2015-2016

18%

16%

M Negative
13% B Nosema spp.
mV. destructor

B Mixed infection

53%

Fig.1. Results of the laboratory tests of samples of bees (2015-2016)

It appears that from 163 investigated samples the higher percentage of positive were for
Nosema spp. spores — 86 (52,8%). The second place took the samples with mixed invasion — 30
(18,4%) and the lowest percentage of the positive samples were infested with Varroa mite — 21 (12,9%).
The negative samples were 26 (15,9%).

The results of the percentage of negative and infected with parasites colonies giving by
beekeepers were shown in Figure 2.

Results according to the data of beekeepers for varroosis and nosemosis
during the years 2015-2016

3% M Negative
m Nosemaspp.

W V. destructor

B Mixed infection

Fig.2. Results from the data of parasitic diseases observed by beekeepers (2015-2016)

Data given by 76 beekeepers showed that the most common disease was varroosis — 30 of the
surveyed (39,6%). In second place were reported mixed infections varroosis with nosemosis and
negative cases in 22 (28,9%) of the surveyed. The lowest percentage of the reported diseases was
nosemosis — 2 (2,6%).

The level of Nosema spp. spores invasion in laboratory tested bee samples is given on Fig.3.
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Level of invasion with Nosema spp. of laboratory tested bee samples
during the years 2015-2016

38%
40% T

29%
30% A 22%

20% -/
/

10% -

11%

<1million  1-10millions >10 millions Negative

0%

Fig.3. Level of Nosema spp. invasion in laboratory tested bee samples (2015-2016)

In our studies we found that the highest percentage (fig.3) of positive samples with spores of
Nosema spp. had a level of invasion between 1 and 10 million - 62 (38%) of the samples. A degree
under 1 million showed 36 (22,1%) of the investigated samples and the highest invasion (>10 million
spores per bee) was established in 18 (11% )of the infected samples, respectively (fig.3). Negative
samples occupied approximately one-third of all tested — 47 (28,9%).

The level of Varroa destructor invasion in laboratory tested bee samples is given on Fig.4.

Level of invasion with Varroa destructor of laboratory tested bee samples
during the years 2015-2016

70% -

60% -

50% -

40% -

30% -

20% - 11% 10% 10%
) )
0% T T T 1
<5% 5-20% >20% Negative

Fig.4. Level of V. destructor invasion in laboratory tested bee samples (2015-2016)

The percentage of the infected with Varroa mite bees were comparable in all the positive
samples with a different levels of invasion. Level of invasion < 5% we found in 18 (11%) of samples,
level between 5 and 20% - in 17 (10,5%) and the degree of invasion (> 20%) in 16 (9,8%) of samples,
respectively. The highest percentage of the samples were negative — 112 (68,7%).
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CONCLUSION

Comparing the results from laboratory studies and data from questionnaires found that they are radically
contradictory.

Laboratory studies indicate that the nosemosis is most common in the country, while beekeepers
indicate varroosis as a major problem.

The main reason for this contradiction is that beekeepers do not send samples for laboratory
examination, which is the most reliable method for diagnosis of bee diseases, especially nosemosis.
Signs of diseases and poisoning of bees have very similar symptoms and it is difficult to recognize only
on the apiary.

Our studies on the project will continue in other regions of the country to establish the prevalence of
Nosema spp. and Varroa destructor.

Acknowledgements: This work is related to a project between IEMPAM- BAS and NDRVMI - 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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EO6. ANTIPARASITE REMEDIES APPLIED IN MOUFLONS (OVIS MUSIMON) AND OTHER WILD
SHEEP
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Summary

The selection and use of antiparasitic remedies in wild sheep present one of the challenges to
the wildlife managers and veterinarians. The present study represents a review of the literature on the
experience accumulated in this respect. The summarized literature data show the following: The
benzimidazoles most often have been applied for treatment of parasites in wild sheep. Their
effectiveness varies according to the parasite species. It has been high against gastrointestinal
nematodes and relatively lower against lungworms. Some drugs, for example oxfendazole has been
100% effective against Moniezia spp. It has been established that albendazole is readily accepted even
by fastidious animals. Two-day treatment has been recommended during the treatment with
mebendazole. For long-term control of protostrongylids free-choice availability of fenbendazole-
medicated salt has been recommended as a potentially effective management tool. Ivermectin is other
medicine tested for treatment of wild sheep. Applied parenterally it has been effective in control of the
lung nematodes of Protostrongylus genus and mites Psoroptes ovis. The dosage of 600 ug/kg body
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weight is recommended for parenteral use. The results of orally administrated ivermectin are
contradictory — in some cases the drug has been ineffective against lungworms, in others it has had
good effect. Most probably this depends on the dosage and scheme of treatment. The parasites more
difficult for cure, independently of kind of remedies, have been protostrongylids and Trichuris spp.
Experiments have shown that repeated administration of some anthelminthics may contribute to the
development of parasite resistance. Other ones have demonstrated positive effect of biological control
on the gastrointestinal nematodes in animals in captivity.

Key words: mouflon, bighorn sheep, parasite treatment, benzimidazoles, ivermectin

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. In this connection, lately it becomes
increasingly clear that parasites can have significant impacts on the dynamics of wildlife populations
[17]. 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 has however, its specifics. For example, the individual
animal treatment in wild nature is impossible, the used drugs are tested only in domestic animals, there
is a risk of swallowing of bigger quantity of the drug substance when the animals are treated in a group
with the food, etc. In this connection the goal of the present study was to carry out a review of the
literature of the experience with regard to the anti-parasitic treatment of wild sheep 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.

Results and Discussion

Six desert bighorn ewes naturally infected with Psoroptes ovis have been supplied by the New
Mexico Department of Game and Fish aiming to evaluate ivermectin for control of the parasite in these
animals [6]. Two ewes in one pen have been injected with ivermectin (10 mg/ml, Lot Number L-646,
471-46B OZ) at the rate of 500 pg/kg. Two ewes in a second pen have been injected at 1000 pg/kg.
The ewes in the third pen have remained untreated to serve as controls. The effectiveness of the
treatments has been established at 7, 14 and 35 day post-treatment intervals by determining the
number of living mites in scrapings taken from the animals. All the sheep have been infected with P.
ovis at the time of the pretreatment evaluation. Mite populations on the two control ewes have increased
in both ear and body locations after that time, indicating that the treatments have been administered at a
time when mite populations have been naturally increasing on the animals. At 7 days post-treatment no
live mites have been found in ear samples taken from either 500 on 1000 pg/kg treated animals.
However, live mites have been found on the poll and withers on one sheep examined at this interval,
suggesting that mites may not be killed as readily on body locations as in the ears. No live mites have
been found on either ear on body location at 14 or 35 days post-treatment on any of the treated animals.
According to the authors the failure to achieve complete control until after the 7 day post-treatment
interval suggests that ivermectin is rather slow acting against P. ovis in desert bighorn sheep. They
have concluded that ivermectin injected intramuscularly at either 500 on 1000 ug/kg appeared to be
extremely effective and perhaps completely effective in controlling P. ovis in desert bighorn sheep.

Kozakiewicz and Maszewska [8] have established that 100% of mouflons in a hunting centre in
the Wielkopolska district, maintained under semi-free conditions, have been infected with
gastrointestinal and lung nematodes. The efficacy of Systamex (containing oxfendazole) given in a daily
dose of 1.7 mg per kg for 3 consecutive days has been 88.9% against gastro-intestinal nematodes,
75.0% against lung nematodes and 100% against Moniezia sp.
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Regular weekly faecal examinations for various gastrointestinal nematodes of 23 types of
ruminants at a Bern zoo, Switzerland, has helped to identify the high risk groups, which have included
elk, mouflon and most of the deer and goats [18]. In most groups, increases in egg counts have
coincided with parturition. Albendazole at 5 or 7.5 mg/kg body weight in food at 2.5 g/kg for high risk
groups has been readily accepted even by fastidious animals and when given at high peak periods, has
resulted in drops of infection.

Four faecal examinations annually have been performed on mouflon and deer at the Le$na zoo,
Czechoslovakia, between 1979 and 1984 [4]. Some other ruminants kept in adjoining runs have been
also examined. Muellerius capillaris (in 55.6%) and Trichostrongylus spp. (in 51.9%) have been the
most frequent of the 12 nematodes present. Fasciola hepatica has been found in 3.7% and Eimeria spp.
in 44.4%. The principal infection peak has been occurred in April-June, with a second in Sept.-Nov. and
for this reason the animals have been regularly dewormed in spring and autumn with Mebenvet
(mebendazole) and, occasionally, with Nilverm.

Miller and Hobbs [15] have performed experiments with bighorn sheep. They have established
that a single s.c. injection of ivermectin (0.2 mg/kg) has eliminated L1 of Protostrongylus from faeces of
animals 4 weeks after treatment under laboratory conditions. Bighorns treated with a single injection of
ivermectin (0.5 mg/kg) have showed similar results that have lasted over 4 months post-treated period,
although some larvae have been recovered from 5 of 23 faecal samples. From these observations the
authors have inferred that ivermectin has showed high efficacy against adult Protostrongylus, an
inference based on observation of L1 disappearance in treated animals relative to no change in L1
levels in untreated controls.

The rafoxanide (salicylanilide) and mebendazole preparation Rafendazol premix has been
added to feed for mouflons in hunting areas for 2 or 4 consecutive days in 1988-90 [9]. Faecal
examinations have shown high efficacies against gastrointestinal nematodes and lungworms. The 2-day
treatment has recommended.

Dlwel [2] has studied the efficacy of a single dose of luxabendazole (Fluxacur, Luxacur) of 10
mg/kg (5% suspension), and of a split dose of 2 mg/kg daily on 5 consecutive days (pellets in feed) in
sheep experimentally infected with Fasciola hepatica, Haemonchus contortus, Ostertagia circumcincta,
Trichostrongylus colubriformis and Cooperia oncophora. Naturally infected game animals (fallow deer,
mouflon and wild boar) have been treated with pellets in feed (2 mg/kg/day for 5 days). The drug has
been 97 to 100% effective against immature and adult gastro-intestinal nematodes in sheep. The split
dose and the single dose have had similar efficacies. The split dose has been more effective (about
70%) against 4-week-old flukes than the single dose (about 20%), but against older flukes (6 to 12
weeks) both dosage regimens have been similarly effective (=80%). Based on post mortem
examinations, the drug has been >90% effective against intestinal nematodes in fallow deer, >95%
effective in wild boars, and highly effective in mouflon.

Protostrongylus sp. may lead to the development of pneumonia and increased levels of adult
and juvenile mortality. Though proven effective over the short term, injection of ivermectin requires
capturing and handling individual animals, which is difficult with wild animals. Furthermore, frequent
reappearance of lungworm following treatment with anthelminthic drugs indicates that repeated
administration may be necessary for long-term control of Protostrongylus sp. in free ranging populations
of bighorn sheep [3]. That is way the authors have evaluated influences of oral administration of
ivermectin on lungworm infection levels in 3 free-ranging ewe groups of bighorn sheep. Base of these
studies they have concluded that broad-scale oral administration of ivermectin has not been an effective
tool for managing lungworm infections in a free ranging population of bighorn sheep.

Lamka et al. [10] have studied the efficacy of ivermectin against lung and gastrointestinal
nematodes in the mouflons. The pharmaceutical has been administered orally on 6 consecutive days at
a dose of 415 ug/kg per day to each of 19 mouflons infected naturally with Mullerius capillaris,
Chabertia ovina and Nematodirus spp. Their fecal samples collected before, during and after ivermectin
administration have been examined. On days 14, 21 and 28 after the finish of the treatment, 2 animals
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have been shot, respectively. Their lungs, duodena, colon and ceaca have been necropsied for the
parasites. Parasitological examination of the organs has proved a good helminthicidal efficacy of the
preparation including that against the adult M. capillaris. Based on examination of pooled fecal samples
it has been shown that ivermectin rapidly has stopped also the elimination of infective forms (eggs and
larvae) of the helminths. The drug has been readily consumed and well tolerated. The animals have not
shown signs of side effects.

According to Lamka et al. [11] adulticide effect of the drug in verminous lung foci should be the
aim of anthelminthic administrations infected with lungworms. This collective has tested anthelmintic
efficacy of flubendazole (FBZ) against M. capiollaris in mouflon. The study has been conducted in 16
mouflons in a small game preserve. An FBZ dose of 3 x 15 mg/kg live weight has been chosen to be
tested. Samples of mixed droppings have been collected before treatment, during it and after its
termination. LPG values have been determined by larvoscopic examinations. Four (2 x 2) mouflons
have been shot on day 7 and 14 after treatment termination and they have been subjected to detailed
helminthologic examinations (macroscopic description of pulmonary verminous lesions, larvoscopy of
verminous foci and mucus smears from the respiratory tract, larvoscopy of individual droppings). The
animals have been extremely willing to ingest the drug applied with feed, the dosing schedule being
confirmed. Pre-treatment LPG values of mixed droppings have fallen rapidly after the treatment started,
and the excretion of M. capillaris larvae completely has terminated beginning on day 7 after treatment
termination. Pulmonary and coprological LPG findings in the shot mouflons have been minimum, in one
animal only, in the others the findings have been zero. Macroscopic findings have shown that all shot
mouflons have suffered from the infection to a large extent before treatment. The authors have
concluded that the therapeutic efficacy of FBZ administered at a dose of 3 x 15 mg/kg of body weight
can be in general evaluated highly positively. According them the drug administration quickly has
stopped larvae excretion in the mouflon droppings due to adulticide effect in the verminous foci of the
lungs.

Gastrointestinal and bronchopulmonary nematode infections and the efficacy of netobimin
(Hapasil®) have been analyzed by way of fecal examination in 10 female mouflons in Spain [14]. Before
treatment all 10 mouflons have had Trichostrongylus axei, Teladorsagia circumcincta and Marshallagia
spp.; six have had Nematodirus spp., two - Trichuris sp., one - Capillaria sp., seven - bronchopulmonary
Dictyocaulus filaria and 10 mouflons have had protostrongylid lungworms (M. capillaris, Protostrongylus
rufescens, Cystocaulus ocreatus or Neostrongylus linearis). Netobimin (7.5 mg/kg) has been 100%
effective against T. axei, T. circumcincta, Marshallagia spp., and D. filaria infections whereas one animal
has continued eliminating Nematodirus spp. eggs. The drug also has been effective against Capillaria
spp. but not against Trichuris spp. or protostrongylid infections.

Lamka et al. [12] have studied anthelmintic efficacy of ivermectin administered in mouflons in
different doses aiming to select the optimum dose. The study has been realized during winter season in
game herd in 23 mouflons of 10-11 months old. Before treatment larvae of M. capillaris (strong infection)
and eggs of Nematodirus spp. and Oesophagostomum spp. (mild infection) in common faecal samples
have been found. The mouflons have been randomly divided in four groups: control group (3 head) and
3 experimental groups (6-8 animals in group). Before experimental treatment each animal in
experimental groups has been weighted and marked. The doses of ivermectin 0.20, 0.60, and 100
mg/kg of body weight have been used. The drug has been administered s.c. All mouflons have been
placed into enclosured area of 4 hectare. 28-60 days after treatment mouflon have been hunted and
detail helminthological examinations (lung macroscopical evaluation, larvoscopy of lung verminous
spots, larvoscopy and ovoscopy of individual faeces, necropsy of gastrointestinal organs and
quantification of nematode adults) have been carried out, LPG and EPG values have been determined.
The study has been realized as a simple blind experiment--all helminthological examinations have been
done without knowledge of the used therapy (control x experimental animals) or ivermectin dose
(experimental animals). Macroscopical examinations of lungs have shown symptoms of strong M.
capillaris infection (numerous verminous spots) in all 23 mouflons. Larvoscopical examinations (lung
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tissue, individual faeces) after treatment have become negative in 19 treated animals, in the rest of
animals the mild larvoscopical finding has been determined. Pretreatment common LPG values (2100-
2230) in control animals have been confirmed, findings in verminous spots of these animals have been
highly positive (massive presence of live larvae, eggs, and rests of nematode adults). The qualitative
findings (quantitatively were findings under the detection limit for the used method) were minimum in 4
mouflons of all treated groups. Pretreatment ovoscopical findings in control animals have been
confirmed, too. Necropsy examinations of gastrointestinal organs have been highly positive in all control
animals (mean finding of 95 adults of determined nematodes), in treated animals the findings have been
positive in 3 animals of different groups (up to 2 adults only). In respect to reached results, pathogenicity
of found nematodes, age of experimental mouflons, and economy of treatment, a dose of 0.60 mg/kg of
body weight ivermectin dose as optimum for parenteral treatment of mouflon nematodoses has been
recommended.

In an effort to control Protostrongylus spp. in a Rocky Mountain bighorn sheep herd of
approximately 30 animals, fenbendazole-medicated salt has been placed on the Stillwater bighorn
winter range in Montana (USA) for four consecutive winters, 1990 to 1993 [5]. Sheep of all age and sex
classes have been observed using the medicated salt throughout the study period. Prevalence and
average number of lungworm larvae per gram of bighorn feces have declined significantly (P < 0.05)
from pretreatment levels (1987 to 1989), and have remained low throughout the study period. The
authors have concluded that free-choice availability of fenbendazole-medicated salt is a potentially
effective management tool for long-term control of protostrongylid lungworms.

Two groups of 6 mouflons infected with M. capillaris have been treated daily with mebendazole
or flubendazole at 7.5 mg/kg body weight for 3 consecutive days in the period January-March 1998 and
1999 [13]. Faecal excretion of L1 larvae have decreased in both groups after treatment, but the
decrease has been more rapid in flubendazole-treated animals. Prevalence of L1 larvae and worm eggs
in lung lesions have been higher in mebendazole-treated animals.

Velik et al. [19] have treated repeatedly adult mouflon ewes with therapeutic doses of
albendazole (ABZ, p.o. 7.5 mg/kg of body weight/day, for five consecutive days). Animals (treated or
control) have been sacrificed 24 h after the fifth dose of ABZ and liver and small intestine have been
collected to prepare microsomes. The activities of several biotransformation enzymes have been
measured in both hepatic and intestinal microsomes. A significant increase in the activity and amount of
cytochromes P4501A (CYP1A) has been observed in both tissues of ABZ treated mouflons compared to
control animals. No other biotransformation enzymes tested have been affected by five ABZ doses. The
in vitro biotransformation of ABZ has been studied in hepatic and intestinal microsomes from ABZ
treated and control mouflons. Concentrations of two main ABZ metabolites — pharmacologically active
ABZ sulfoxide and pharmacologically inactive ABZ sulfone have been analysed. A significant increase in
rate of formation of ABZ sulfone (which is catalysed by CYP1A) has been observed in hepatic as well as
in intestinal microsomes from ABZ treated animals. According to the authors the enhancement of ABZ
deactivation by its repeated administration may affect the anthelmintic efficacy of this drug and may
contribute to the development of parasite resistance.

Konjevi¢ et al. [7] have examined two live and one dead mouflon (Ovis ammon musimon) with
a history of weakness, tremors, and paralysis. After a detailed gross and histologic examination and a
bacteriologic, parasitologic, and rabies evaluation, a preliminary diagnosis of tick paralysis has been
established. A thorough field search has revealed 13 affected mouflons found in the open hunting
ground “Sveti Juraj” near the town of Senj (Croatia), along with an additional 35 mouflon carcasses. All
13 mouflons have been placed in a quiet, semi-dark stable. All detectable ticks have been removed
manually, and the animals have been topically treated with 250 ppm of Amitraz (N,N*-
[(Methylimino)dimethylidyne]di-2,4-xylidine) water emulsion (Taktic 12.5% EC, Intervet International,
5830 Boxmeer, Netherlands). The collected ticks have been identified as Ixodes ricinus, Dermacentor
marginatus, and Haemaphysalis punctata. In the following 24 hr, all treated animals have been
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recovered fully. This report describes a naturally occurring outbreak of tick paralysis in free-ranging
mouflons from a karst habitat.

Cazapal-Monteiro et al. [1] have described their experience with control of parasites in Marcelle
Natureza, a zoological park located in San Martin de Guillar (Outeiro de Rei, Lugo) where a large
number of wild animals living in an area of ca. 20 hectares divided into large parcels. Continuous
grazing has enhanced infection of animals by gastrointestinal nematodes, which sometimes has
provoked severe diarrhea. Control of parasites has been based on anthelmintic administration 2 times /
year. Despite the efficacy of the deworming, animals have become quickly reinfected since
contamination of parcels with infective stages (L3 larvae of nematodes). After the observation of high
values of eggs per gram of feces of gastrointestinal nematodes (= 500 epg) one month following the
deworming of mouflon (Ovis musimon), one study has been conducted to establish the effect of the
incorporation of a mixture of spores of ovicidal and nematophagous fungi (Mucor circinelloides + D.
flagrans, respectively,) to the feed concentrate, on the risk of animal challenge. By means of the
addition of 2x106 parasiticides fungi spores per kg of feed concentrate, and providing this mixture every
2 weeks, the animals have been able to maintain a rate of elimination of 50-150 eggs per gram (epg).
After one year of using this biological therapy, deworming has not been necessary among wild animals,
so this procedure is recommended by the authors in grazing wild herbivores in captivity.

In their study on the diseases in zoo animals from Lahore zoo, Pakistan, Nemat et al. [16] have
pointed that Mouflon sheep are the most affected animals among ungulates in the period 2009-2013.
The authors show the drugs which animals have been treated. Against the parasitic diseases ivomec
injectable has been used.

We have summarized the bigger part of the above given data in the Table 1.

Parasites, Medicine Dosage and Results and
Animals Scheme of Conclusions
Treatment
Psoroptes ovis Ivermectin 500 or 1000 Effective in
. Mg/kg i.m. controlling P. ovis in
Eﬁ:eert bighorn desert bighorn
p
sheep.
GIN and LN Oxfendazole A daily dose of It has been effective
- 1.7 mg per kg 88.9% against
Woniezia sp. for 3 gastro-intestinal
consecutive nematodes, 75.0%
Mouflons days against lung
nematodes and
100% against
Moniezia sp.
GIN Albendazole 5 or 7.5 mg/kg It has been readily
body weight in accepted even by
Mouflons food at 2.5 g/kg fastidious animals
and when given at
high peak periods,
has resulted in
drops of infection.
M. capillaris, Mebendazole Animals have
Trichostrongylu and, been regularly

88



http://parasitipedia.net/index.php?option=com_content&view=article&id=2517&Itemid=2790

s spp., Fasciola occasionally, dewormed in
hepatica, Nilverm spring and
Eimeria spp. autumn.
Mouflons
Protostrongylus Ivermectin Single s.c. It has shown high
spp. injection (0,2 or efficacy against
0,5 mglkg) adult
Protostrongylus. It
Bighorn sheep has eliminated L1 of
Protostrongylus
from faeces of
animals 4 weeks
after treatment.
Bighorns treated
with a 0,5 mg/kg
have showed similar
results that have
lasted over 4 months
post-treated period.
GIN and LN Premix from Premix has High efficacies
salicylanilide been added to against these
and feed for 2 or 4 parasites. The 2-day
Mouflons mebendazole consecutive treatment has been
days. recommended.
GIN Luxabendazole Split dose of 2 Based on post
mg/kg daily on mortem examinations,
5 consecutive the drug has been
Mouflons days (pellets in | highly effective
feed) against intestinal
nematodes in
mouflons.
Table 1. Literature data of antiparasite treatment in some wild sheep.
GIN - gastrointestinal nematodes; LN — lung nematodes
Parasites, Medicine Dosage and Results and Conclusions
Animals Scheme of
Treatment
LN Oral It has not been an effective
Ivermectin administration Fool fgr ma.naging Iunng_lorm
infections in a free ranging
Bighorn sheep population of bighorn sheep.
GIN and LN Ivermectin Orally on 6 Good efficacy including
consecutive days | against the adult Mullerius
at a dose of 415 capillaris. It rapidly has stopped
Mouflons pg/kg per dayto | also the elimination of infective

89



https://en.wikipedia.org/wiki/Salicylanilide

each of mouflons

forms (eggs and larvae) of the
helminths.

No side effects.

M. capillaris

Flubendazole

3 x 15 mglkg live
weight

Efficacy can be in general
evaluated highly positively. The
drug quickly has stopped larvae

Mouflons excretion in the mouflon
droppings due to adulticide effect
in the verminous foci of the lungs.

GIN and LN Netobimin 7.5 mglkg 100% effective against most of the

Mouflons parasite, without Trichuris spp.
and protostrongylids

M. capillaries Ivermectin 0.20, 0.60, A dose of 0.60 mg/kg of body

Nematodirus and 1.00 mg/kg of | weight IVM dose as optimum for

spp. body weight, s.c. | parenteral treatment of mouflon

Oesophagosto nematodoses has been

mum spp. recommended.

Mouflons

Protostrongylu | Fenbendazol For four free-choice availability of

s spp. Rocky e-medicated consecutive fenbendazole-medicated salt is a

Mountain salt winters potentially effective management

bighorn sheep tool for long-term control of

protostrongylid lungworm

M. capillaries Mebendazole 7.5 mglkg body

or weight for 3

flubendazole

consecutive days

Better effectiveness with
flubendazole.

Mouflons

Ixodidae Amitraz Topically treated In the following 24 hr, all treated

Mouflons with water with 250 ppm animals have been recovered
emulsion fully.

tick paralysis

Table 1: Continued. Literature data of antiparasite treatment in some wild sheep.

The summing-up and analyses of all of the literature data give us grounds for drawing the

following conclusions:

The benzimidazoles most often have been applied for treatment of parasites in wild sheep.

Their effectiveness varies according to the parasite species. It has been high against gastrointestinal
nematodes and relatively lower against lungworms. Some drugs, for example oxfendazole has been
100% effective against Moniezia spp. It has been established that albendazole is readily accepted even
by fastidious animals. Two-day treatment has been recommended during the treatment with
mebendazole. For long-term control of protostrongylids free-choice availability of fenbendazole-
medicated salt has been recommended as a potentially effective management tool.
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Ivermectin is other medicine tested for treatment of wild sheep. Applied parenterally it has been
effective in control of the lung nematodes of Protostrongylus genus and mites Psoroptes ovis. The
dosage of 600 ug/kg body weight is recommended for parenteral use. The results of orally
administrated ivermectin are contradictory — in some cases the drug has been ineffective against
lungworms, in others it has had good effect. Most probably this depends on the dosage and scheme of
treatment.

The parasites more difficult for cure, independently of kind of remedies, have been
protostrongylids and Trichuris spp.

Experiments have indicated that repeated administration of some anthelminthics may contribute
to the development of parasite resistance. Other ones have demonstrated positive effect of biological
control on the gastrointestinal nematodes in animals in captivity.
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EO7. ANTIOXIDANTS IN THE LIVER OF FASCIOLA HEPATICA INFECTED RABBITS AFTER
MIXED BASIC SALTS APPLICATION

M. Gabrashanska, N. Tsocheva-Gaytandzhieva, V. Naneyv, |. Vladov

Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian Academy of
Sciencies, Acad. G. Bonchev Str., Bl. 25, 1113 Sofia, Bulgaria,
E-mail: m_gabrashanska@abv. bg

Abstract

The effect of new synthesized mixed crystals of hydroxy sulfates of Zn, Co, Cu and Mn on the
liver antioxidant status in experimentally Fasciola hepatica infected rabbits was studied. Two kinds of
triple basic salts (ZnxCoyCu1x.y)4(0H)eS042H20 (29,89 mass % Cu?* ; 64 mass % Co?* ; 19,99 mass %
Zn2*); (ZnxCoyMn1.xy)a(OH)sS04.2H20 (33,05 mass % Zn?*; 10,70 mass % Co?*; 9,02 mass % Mn2*)
were synthesized and applied in F. hepatica infected rabbits in acute stage of the helminthosis.
Antioxidant balance comprising quantity of the vitamins C, A and E, SOD and CAT activities and Zn, Cu,
Co and Mn content was investigated in the livers of the infected and treated with the salts rabbits.

Antioxidant imbalance in the livers of F. hepatica infected rabbits was developed. It was
expressed via reduced vitamines C, A and E content, changed enzyme activities and lower Zn, Co, Cu
and Mn contents. Only Zn-Co-Mn salt has restored the developed hypovitaminosis E and C. Both triple
salts administration normalized trace element losses and SOD-activity. They did not effect CAT activity
and hypovitaminosis A. Zn-Co-Mn compound could be used for an effective control of fasciolosis in
rabbits by the enhance of their antioxidant defense system. The results clearly showed the presence of
antioxidant imbalance in the rabbits in acute stage of fasciolosis.

Key words: triple basic salts, antioxidants, liver, rabbits, fasciolosis
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Introduction

The hosts defensive reaction in many parasitic diseases is manifested by an increased
production of reactive oxygen species (ROS). Intensified action of ROS coincides with disturbances of
the antioxidant system, responsible for their inactivation.

The susceptibility of rabbits to various parasitic diseases and high mortality of the young animals
are hindering the development of rabbit meat industry.

Up to now, only neutral salts of trace elements are generally applied to correct mineral
deficiencies in farm animals and rarely they have been applied to restore the normal mineral balance
under parasitic infections. During the last years basic (hydroxy) salts and their mixed crystals are
applied to restore the elemental deficiencies in experimentally infected with helminthes animals (6, 13).

The aim of our study is estimation of antioxidant abilities (levels of vitamins A, C and E, trace
elements zinc (Zn), manganese (Mn), cobalt (Co) and copper (Cu), enzymes superoxide dismutase
(SOD) and CAT activity) in the livers of rabbits in acute phase of fasciolosis after treatment with different
triple hydroxy salts of Zn, Co, Mn and Cu.

Material and methods

The experiment was carried out on 32-days old male Chinchilla rabbits. Twenty rabbits were
divided into six groups: group 1- control (healthy animals), group 2 - healthy and treated with
(ZnxCoyMni1x.y)4(OH)sS04.2H20 rabbits, group 3 - healthy and treated with (ZnxCoyCu1-xy)4(0H)sS042H,0
animals, group 4 - experimentally infected with Fasciola hepatica rabbits, group 5 - experimentally
infected with F. hepatica and treated with (ZnxCoyMn1xy)4(OH)eS04.2H20 animals, and group 6 -
experimentally infected with F. hepatica and treated with (ZnxCoyCu1.xy)4(0H)sS042H20 rabbits. The
animals from groups 4, 5 and 6 were orally infected with 60 metacercariae of F. hepatica per rabbit. Two
weeks later the animals from groups 2, 3, 5 and 6 were treated with the triple basic salts respectively
per 0s. The dose of Zn-Co-Mn salt was 0.029 g/per rabbit and that of Zn-Co-Cu salt was 0.021 g/per
rabbit. The animals were kept in individual stainless steel cages. They were fed with a basal
semisynthetic diet for young rabbits. The experiment was lasted on the 60" day post infection. The
rabbit livers were collected for further investigations.

All of the procedures with the animals were 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.

Rabbit livers were investigated for vitamins A, C and E levels, trace elements Zn, Mn, Co and Cu
content and enzymes CAT and SOD activities. Liver vitamins levels were determined by HPLC
methods, using a fluorescence detector (4). Trace element levels were established by Atomic
Absorption Spectroscopy using Varian Techtran, Model 220 (2). SOD activity was determined according
to the method of Beauchamp and Fridovich (3), and CAT activity - according to Aebi (1) method.
Statistical analysis of the results was done by variation analysis and Student’s t-test.

Results

Vitamin A, C and E levels in the livers of the infected with F. hepatica rabbits were reduced
compared with controls. Vitamin A level was decreased with 25%, vitamin C level - with 40% and
vitamin E level - with 51% in the infected animals. Liver vitamin A content in the infected and healthy
rabbits was not changed after the treatment with the both triple salts (Fig. 1). Reduced vitamin C level in
the liver of the infected host was slightly increased as a result of Zn-Co-Mn salt application. The vitamin
C level was not affected after treatment with Zn-Co-Cu salt (Fig. I). The level of vitamin E in the infected
rabbits was increased after the application of Zn-Co-Mn salt but not to the value of the control (P<0.01).
Zn-Co-Cu was not had any effect on the reduced vitamin E level in the livers of F. hepatica infected
rabbits (Fig. 2).
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Fig. 1: Vitamin A and C level in rabbits (un)infected with F. hepatica and (un)treated with
triple basic salts.
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Fig. 2: Vitamin E level in rabbits (un)infected with F.hepatica and (un)treated with triple
basic salts.
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The levels of the investigated trace elements in the livers of F. hepatica infected rabbits were
reduced compared to the controls. The Cu content was reduced with 19%. The application of Zn-Co-Mn
salt was not changed it. The Cu level in livers of the infected rabbits was significantly increased after the
application of Zn-Co-Cu salt (Fig. 3). Co and Zn levels were reduced with 36 % in the livers of rabbits
with acute fasciolosis. Both applied salts increased the Co and Zn levels in the infected animals
(P<0.05) (Fig. 4). The reduction of Mn content in the infected livers was with 22 %. The level of this
trace element was influenced positively only after the treatment with Zn-Co-Mn salt (Fig. 4).
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Fig. 3: Cu and Zn content in rabbits (un)infected with F.hepatica and (un)treated with triple
basic salts.
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SOD activity was reduced in the livers in the F. hepatica infected rabbits compared to the controls

(P<0.01) (Fig. 5). The application of triple basic salts increased the SOD activity in the infected (P<0.01)
and healthy animals (P<0.05).

CAT activity was increased in the livers of the infected rabbits compared to the control (P<0.01).
Both salts were not had any effect on the CAT activity (P<0.01) (Fig. 5).
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Fig. 5: SOD and CAT activity in rabbits (un)infected with F.hepatica and (un)treated with
triple basic salts.
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Discussion

Developed hypovitaminoses A, C and E, trace element imbalance and alterations of enzymes
activities are resulted in oxidative stress due to the acute fasciolosis. Vitamin E depletion is much better
expressed than that of vitamin C and A. Vitamin E is an excellent biological chain-breaking antioxidant
that protects cells and tissues from lipoperoxidative damage induced by free radicals which are
increased during parasitoses (7). Vitamin C content is reduced because as a water soluble compound
the vitamin is in the front-line of defense against free radicals created by the metabolism of infected
host. Vitamin C has been demonstrated to enhance antioxidant ability of vitamin E by reducing the
tocopheroxyl radicals back to their active form of vitamin E (9) or sparing available vitamin E (10).
Regarding their antioxidant properties there is a synergistic effect of vitamin E and C on the immune
response. Vitamin A deficiency in the livers of F. hepatica infected rabbits is developed as both the
conversion of beta-carotene into vitamin A in the epithelial cells of the intestines and the storing of
vitamin A in the livers are disturbed. If vitamin C and E contents are reduced, it means that there is a
considerable loss of the vitamin A precursors.

The reduced SOD activity in the livers of F. hepatica infected rabbits may be due to the
inactivation of the enzyme by interaction with oxygen radicals. Some authors have been reported for the
fall of SOD activity by the action of hydroxyl radicals and H20> (12). It may be a result of injury of the
enzyme by the superoxide radical.

The increased CAT activity indicates the highly enhanced capacity to scavenge hydrogen
peroxide, produced in the liver cells in response to oxidative stress due to the infection. It may be a
compensatory mechanism of the body to get rid of excess peroxides (8).

Antioxidant imbalance due to different parasitic infections is established by some authors (5, 7).
Reduced vitamin A and C, carotene and retinal levels are determined in rats or sheep infected with
Fasciola spp. or Trychostrongylidae spp. Significant changes in activity/concentration of antioxidant
parameters in acute phase of fasciolosis in rats are observed by Kolodziejczyk et al. (11). Decreased
activity of some liver enzymes (SOD, GSH-Px, GSSG-R and CAT) as well as a reduction of vitamins C,
E, A and glutathione levels are established.

Well expressed decrease of the levels of the trace elements Zn and Cu and vitamins C, E and A
in the livers of rabbits with acute fasciolosis is described in the present study. Our results are in a good
agreement with the literature data. The compound containing Zn, Co and Mn showes positive effect on
the vitamin E level, SOD activity and Mn, Zn and Co content in the livers of the infected rabbits. The
applied biogenic trace elements Zn, Co and Mn almost normalize the antioxidant imbalance due to F.
hepatica infection.
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The presented results clearly show imbalances in levels/concentrations of nonenzymatic and
enzymatic antioxidants investigated in the livers of rabbits in acute stage of fasciolosis. Antioxidant-
oxidant imbalance is developed in the infected host. Applied in the study Zn-Co-Mn salt can be used to
correct the antioxidant imbalance due to fasciolosis.
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Abstract

Literature data are summarized in the present review article about the combination of some
nematode infections and malignant tumors in vivo on animals and in vitro on tumor cell cultures. More of
the results show a relation between some nematode infections like Spirocerca lupi and Strongyloides
stercoralis and malignant tumors development in pat animals. However, there are investigations
revealing tumor growth inhibition in experimental animals under Trichinella spiralis, Nippostrongylus
brasiliensis and Ascaris lumbricoides infections. Data exist about cell growth inhibition of tumor cell
cultures under the effect of protein products isolated from the last nematodes and the infected host
tissues.

Key words: nematodoses, tumors, animals, cell cultures

Introduction

Literature data are available about the influence of some helminth infections on the host cell
proliferation: stimulation of the malignant tumor growth under the effect of schistosomosis,
opisthorchosis and clononrchosis [9, 10, 11, 16, 29, 30, 36] and inhibition of the cell proliferation under
in vivo and in vitro combined experiments with trichinellosis, fasciolosis, nippostrongyloidosis,
ascaridosis and tumors [12, 15, 21, 22, 33, 34, 35, 36, 37, 39].

Some nematode infections like Spirocerca lupi and Strongyloides stercoralis have been
recognized as a causative factor for the development of cancer. Suggested mechanisms include chronic
inflammation elicited by the parasite, changed immune response and a possible tumorigenic effect from
certain parasitic secretions. Furthermore, some investigations in experimental animals exist which
reveal inhibition of the development of transplanted malignant tumors under infections with the
nematodes Trichinella spiralis, Nippostrongylus brasiliensis and Ascaris lumbricoides and on the growth
of tumor cell cultures after treatment with protein products isolated from some nematodes and infected
host tissues.

Nematode infected pat and farm animals and tumors

An investigation related to the frequency and pathology of infection with the nematodes Heterakis
gallinarum and Heterakis isolonche in golden pheasants was conducted. Under light microscopy,
leiomyomas in the muscular and submucosa of the cecal wall associated with immature H. gallinarum
worms were observed. The authors considered that the probable causes for the appearance of
granulomatous nodules, which could evolve to neoplasias, would be continuous reinfections with H.
gallinarum provoking a tissue phase of the disease [19].

Spinal B-cell lymphoma and concurrent pulmonary filariasis were diagnosticated in a pet rabbit.
The rabbit was presented for investigation for pelvic limb paralysis resulting from extradural spinal
lymphoma, presumably rising from the body of the sixth lumbar vertebra. The neoplasm was
subsequently immunophenotyped as a B-cell lymphoma. Pulmonary filariasis was an incidental finding
at necropsy of the euthanased animal [27].

A rare case of the combination of trichinellosis and oral squamous cell carcinoma in a domestic
cat was reported. The animal had been missing from its home for approximately 1 month. After that it
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was returned ill and died after few weeks. A small mass was found in the subcutaneous tissue at the
rostroventral surface of the left part of mandible. Histopathologic examination revealed mild to moderate
chronic-active inflammation associated with helminth fragments and subsequantly larvae of Trichinella
spp. were detected. In the tissue sections from the oral cavity, there was invasion of the submucosa and
connective tissues by a poorly encapsulated and densely cellular squamous cell carcinoma [20].

Spirocerca lupi is a nematode infesting the canine esophagus, where it induces the formation of
granulomas and nodules that may transform into sarcomas. Neoplastic transformation of these
granulomas to osteosarcoma or fibrosarcoma was described in three dogs infected with S. lupi. On the
basis of this investigation the authors developed a xenograft murine model of S. lupi - associated
sarcoma, using tumor material from the infected dogs. Tumor lines of S. lupi-associated sarcomas were
created in all investigated groups of mice after the tumor inoculation. According to the researchers, this
resource would facilitate studies on the malignant transformation of the granulomas, establishment of
efficient chemotherapy and radiotherapy, and identification of diagnostic molecular markers for the
disease [32].

The objectives of another study were to identify clinical ante-mortem differences between
malignant and benign spirocercosis cases in dogs. Medical records of 297 dogs diagnosed with
spirocercosis in a Veterinary Academic Hospital were used. Two groups of cases were selected from
these records: confirmed benign cases and confirmed malignant esophageal nodule cases. The
received results showed that the dogs with spirocercosis-induced sarcoma were significantly older than
the benign cases. The difference in age between the two groups of animals may be partially explained
by the time taken for the malignant neoplasm to develop and be diagnosed, but may also indicate an
increased predisposition to malignant transformation with advanced of the age [8].

Spirocerca lupi infection and tumors of the spinal cord, the esophagus and the skeletal muscle
were diagnosed histologically in a pet dog after euthanasia. Caudal esophageal mass was found at post
mortem examination. This was diagnosed as a S. lupi nodule. S. lupi — induced esophageal
chondrosarcoma and was believed to be the primary site from which the other, presumably metastatic,
lesions originated [17].

Computed tomography imaging, necropsy and histopathological investigations made in a pet dog
proved Spirocerca lupi induced esophageal neoplastic transformation (extraskeletal osteosarcoma). It
was believed to be the primary lesion, and the majority of secondary metastasis to the brain, spine,
heart, multiple muscular groups and abdominal organs were observed. Extraskeletal osteosarcomas are generally
more aggressive than skeletal osteosarcomas and this may explain the widespread metastasis in the dog body [25].

Data existed that malignant transformation of esophageal lesions to sarcomas, which may
metastasize to the lungs, under spirocercosis in dogs, occurred in 8-26% of the cases, and carried a
grave prognosis. It was reported about a biochemical study, which was provided to characterize the
acute phase response in pat dogs with benign and suspected malignant spirocercosis at the time of
diagnosis, and during anti-helminthic treatment. The concentrations of all positive serum acute phase
proteins were significantly higher in suspected neoplastic cases compared to benign ones [23].

Clinical, blood, serum biochemistry and parasitological assessments were performed on four
hospitalized dogs which were indicated to be infected with Dirofilaria immitis. In the histopathological
examinations, pulmonary adenocarcinoma deriving from bronchial epithelium was identified in one of
the dogs, and nematodes D. immitis were encountered in bronchial and bronchiolar lumens, interstitium
of the lungs, and bile ducts [31].

A case of esophageal Gongylonema pulchrum infection and esophageal squamous cell
carcinoma in adult female vari (Lemur macaco variegates) was observed. The lemur had lived in a zoo
and had a clinical history of dyspnea, vomiting, and anorexia. At necropsy, a whitish, soft, nodular,
centrally necrotic mass was found in the caudal third of the esophagus. In addition, numerous
intraepithelial nematodes G. pulchrum were observed in the entire esophagus. A relation between the
infection with G. pulchrum in the host esophagus and the development of esophageal squamous cell
carcinoma was suggested [4].
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Nematode infected experimental animals, tumors and tumor cell cultures

It was observed that the growth of Walker sarcoma was entirely suppressed or greatly enhanced
in Nippostrongylus brasiliensis infected rats depending on the timing of the tumor-cell inoculum in
relation to the parasitic infection. Early, before arising of the immune response to the parasite, the tumor
did not grow, but, once the immune response had developed, tumor growth was enhanced. The growth
of a syngeneic adenocarcinoma in mice was suppressed in N. brasiliensis infected mice whether the
infection was given before, with, or after the tumor inoculum. The authors suggested that this effect
could be prevented by antilymphocyte serum [15].

Stimulation of the tumor growth was found out in rats, under combined effect of Trichinella spiralis
infection and nickel sulfide (NisS3) induced sarcoma. Rats first were infected with 3000 T. spiralis larvae
and 5 days later they were injected with nickel sulfide into the gastrocnemius muscles [14].

More data were published about observed antineoplastic effect under experimental trichinellosis.

It was established that Trichinella spiralis infection in mice carried out 28 days prior to sarcoma-
180 intraperitoneal transplantation, produced small but statistically significant increases in the length of
both the incubation period and survival time, but did not affect the clinical phase of the tumor
development. Administration of tumor cells 56 days following the helminthic infection had no detectable
effect on any parameter of tumor development studied. The results were consistent with the hypothesis
that T. spiralis infection temporarily altered the host reaction to sarcoma-180, possibly at the level of
non-specific macrophage activity [18].

The antineoplastic effect of long-term Trichinella spiralis infection was assessed by daily
observation of the development and progression of neoplastic nodules in mice. For this purpose the
experimental animals were orally infected with 200 T. spiralis larvae 176 days preceding subcutaneous
administration of solid B-16 melanoma cells. Control mice developed tumors by day 28 following tumor
challenge, while none of the corresponding T. spiralis-infected animals demonstrated any signs of
neoplasia. All control mice died within 60 days, while none of the nematode-infected animals developed
detectable neoplasms. This phenomenon suggested that the presence of well-established larval cysts
was capable of stimulating host antineoplastic activity [21].

It was reported for protection from intraperitoneally applied ascites neoplasia sarcoma-180, which
was found to be statistically significant, under different larval doses of Trichinella spiralis infection and
challenge intervals in mice. Mice infected with 100 or 200 larvae were more resistant to ascites
sarcoma-180 progression than uninfected controls or infected with 300 or 400 T. spiralis larvae animals.
Protection was observed in the mice challenged with the tumor 2 weeks after nematode infection but not
at 6, 8 or 34 weeks [22].

It was established that solid tumor B-16 melanoma development was inhibited in mice with
chronic trichinellosis. In the infected tumor-bearing animals, the tumor induction intervals were longer
and the tumor size was subsequently smaller than in the control mice. When the number of tumor cells
in the inoculum was less than that required to produce 100% tumor incidence in the uninfected mice,
significantly more of the animals with Trichinella spiralis infection of 2 months duration remained tumor-
free [26].

The possibility of the involvement of histamine in the anti-neoplastic effect of Trichinella spiralis
on the growth of a murine fibrosarcoma was tested using an Ho-receptor antagonist (cimetidine) and an
Ho-receptor agonist (tolazoline). The tumor fibrosarcoma was originally induced by 3-
methylcholanthrene in mice. Mice were orally infected with 200 T. spiralis larvae, 8 days before
subcutaneous inoculation of the tumor cells. Cimetidine or tolazoline were administered
intraperitoneally. The antitumor effect of T. spiralis was detected to be the strongest during intestinal
stage of the disease when higher production of mastocytes and T-suppressor lymphocytes was
established. The authors assumed that Ho-receptor-bearing cells (e.g. suppressor T-cells) partially
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suppressed the anti-neoplastic effect of T. spiralis. The effect of enhanced from the helminth infection
suppressor T-cells, known to possess Ho-receptors, was blocked by the Ha-receptor antagonist
cimetidine, which increased the parasite induced anti-neoplastic effect [28].

The effect of Trichinella spiralis infection was studied as a modulator of intradermally applied
oncogen Shopes’s fibroma virus, causing benign adenoma in rabbits. Thirty-five days after the
nematode infection and 9 days after the virus injections tumor lesions were noticed. The rabbits
pretreated with T. spiralis exhibited much lower virus titres than the untreated controls, which was
evidently related to a certain degree of aspecific immunity conferred by the parasite. The results
indicated that T. spiralis produces, in rabbits, resistance to Shope's fibroma virus and its neoplastic
effect [3].

Cross antitumor resistance was detected under experimental trichinellosis and chemically induced
carcinogenesis in rats. An insignificant decrease in the numbers of 3,4-benzpyrene induced malignant
fibrous hystiocytoma and inhibition of the development of 7,12-methylbenzoanthracene induced breast
fibroadenoma were established after prophylactic infection with Trichinella spiralis in rats [2].

Murine forestomach carcinoma (cell line MFC), ascitic hepatoma (cell line H22) and sarcoma (cell
line S180) tumor models were used to test the anti-tumor effect of Trichinella spiralis in vivo in mice.
Groups of tumor-bearing mice were given caudal vein injection of crude extracts of adult worms and
newborn larvae of T. spiralis. These treatments inhibited tumor growth and were dose-dependent.
Furthermore, the anti-proliferative activity of crude T. spiralis extract was examined in vitro using tumor
lines MFC, H22, S180, human chronic myeloid leukemia cell line (K562) and hepatoma cell line
(H7402). Tumor cell proliferation in vitro was measured by methyl thiazolium stain and was inhibited in
dose-dependent manner. Cell cycle analysis indicated that the application of crude T. spiralis extracts
arrested the cell cycle of lines K562 and H7402 in G1 or S phase. The authors concluded that the
nematodes T. spiralis contain anti-tumor active agent [38].

The ability of Trichinella spiralis and Trichinella britovi infections to develop a protection against
Walker 256 carcinosarcoma in host body was studied in rats by macro- and microscopical methods. The
rats were initially infected with different doses of T. spiralis and T. britovi larvae. Three weeks p.i. the
animals were subcutaneous grafted with cells of Walker 256 solid tumor. Three months later, after
clinical examination, the rats were sacrificed and investigated. According to the received results, the
authors concluded that both T. spiralis and T. britovi infections protected the host against the tumor
invasion, but T. spiralis developed more powerful effect [24].

A study was provided for investigating the effect of Trichinella spiralis infection on tumor growth
and metastasis of B16-F10 melanoma in mice. After oral infection with T. spiralis larvae, B16-F10 cells
were injected subcutaneously and intravenously into experimental mice to evaluate tumor growth and
metastatic potential, respectively. It was established that tumor growth and lung metastases in T.
spiralis infected mice were significantly reduced compared with control mice. In order to elucidate the
mechanism of this action, cytokine arrays were conducted using mouse serum. On the basis of these
results the authors suggested that T. spiralis infection reduced tumor growth and metastasis through a
complex transition in cytokine regulation profiles in the host [13].

It was described that Trichinella spiralis infection conferred effective resistance to tumor cell
expansion. Latter, a T7 phage cDNA display library was constructed to express genes encoded by T.
spiralis. Organic phase multi-cell screening was used to sort through candidate anti-tumor proteins from
T. spiralis in a transfected human chronic myeloid leukemia cell line (K562) and a human hepatoma cell
line (H7402) using the display library. The protein encoded by the A200711 gene of T. spiralis was
identified and analyzed using protein analysis software. To test the antitumor effects of A200711,
variations in cell proliferation and apoptosis were monitored after recombinant pEGFP-N1-A200711 was
transfected into H7402 tumor cells. The results showed that the expressed target gene successfully
induced apoptosis in H7402 hepatoma cells [39].

A study was provided for investigating the effect of excretory/secretory proteins from Trichinella
spiralis on apoptosis of NCI-H446 small-cell lung cancer cells in vitro. The expression of Bcl-2, Fas and
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Fasl mMRNA was detected by RT-PCR. C-myc protein expression level was examined by Western
blotting and immunofluorescence assay. It was proved that T. spiralis excretory/secretory proteins may
inhibit apoptosis of NCI-H446 small-cell lung cancer cells by reducing the apoptosis protein C-myc and
Bcl-2 mRNA levels, and causing the increase of Fas/Fasl mRNA ratio [5].

Thermostable biologically active substances (BASes), inhibitors of cell proliferation, were isolated
from the livers of healthy and Trichinella spiralis infected rats. Their effects were investigated in vitro on
the cell viability of primary Graffi myeloid tumor cell cultures and human permanent tumor cell lines
HelLa and T-24. The inhibiting effect of BAS isolated from the livers of T. spiralis infected rats on Graffi
myeloid tumor cells viability was the strongest compared to the effects of BASes on the other cell
cultures and to the effect of BAS isolated from livers of healthy rats [37].

In different articles it was supposed that the infection with nematodes Trichinella spiralis may
provoke anti-tumor effect by activating macrophages or stimulating cell-mediated immune response in
the host, and/or possessing tumor-associated antigens and anti-tumor active substances of the parasite
[7, 14, 18, 40].

The antitumor effects of helminthes Toxoplasma gondii and Toxocara canis egg antigens were
investigated in comparison with Bacillus Calmette Guerin (BCG) (known to have anticancer distinctive)
in vivo on solid WEHI-164 fibosarcoma transplanted to mice. Tumor size was measured. It was
established that T. gondii parasites and T. canis egg antigens induced inhibition of the tumor growth like
BCG in the tumor fibrosarcoma mouse model [6].

The effect of whole worm extract of Ascaris lumbricoides was investigated on solid Lewis lung
carcinoma, transplanted to mice. The animals were intraperitoneally injected with worm extract of A.
lumbricoides, and subcutaneously injected with Lewis lung carcinoma cells at right axillary region, in
different successions. The results indicated that the tumor formation was affected by the whole worm
extract of A. lumbricoides which had an inhibitory effect on tumor growth [41].

A study was carried out to investigate the effect of different doses of crude antigens of Ascaris
lumbricoides on the secretion of IL-6 and TGF-B of human lung adenocarcinoma cell cultures (A549
cells), and the apoptosis of A549 cells. It was established that the cell cycle of A549 cells was blocked in
G0/G1 phase induced by crude antigens of A. lumbricoides. The increased apoptosis rate of A549 cells
induced by crude antigens might be related to the reported in the investigation changes in the levels of
TGF-B and IL-6 [12].

The effects of the antifilarial drug diethylcarbamazine citrate (DEC), excretory-secretory (ES)
material from the filarial parasite Setaria equina or a combination of both were examined on the status
of oxidative stress and pathogenesis of hepatocellular carcinoma (HCC) induced by diethylnitrosamine
and 2-acetylaminofluorene in rats. Pathogenesis of liver cancer and ES treatment were evaluated using
histological investigation, level of antioxidant and liver function enzymes. Repeated ES doses increased
the activity of antioxidant enzymes and showed a protective effect on liver architecture. DEC could
modulate the later effects when combined with ES. This study could indicate the effect of S. equina ES
as antioxidant against rat HCC, while DEC could modulate such effect when combined with it [1].
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ABSTRACT:

Varroa destructor (Anderson and Truman, 2000) previously described as Varroa jacobsoni
(Oudemans, 1904) (a closely related mite) is a parasitic mite of honey bees. According to results of
scientific research projects, the main cause of honey bee colony loss is this mite, which can be found in
almost every apiary in Europe. This mite is an external parasite that attaches to the body of Apis
species, and breeds within the colony by laying its eggs within capped brood and feeding on Apis
larvae. Varroa is present on all continents with the exception of Australia. Depending on climatic
conditions, the damage caused by V. destructor appears from autumn to early spring during the
overwintering phase, leading to general weakening and often complete losses of colonies. High level
infestations can be a direct cause of colony loss, but the mite is also a vector of a number of viruses.
The ectoparasitic mite Varroa destructor and honey bee pathogenic viruses have been implicated in the
recent demise of honey bee colonies. Several studies have shown that the combination of V. destructor
and deformed wing virus (DWV) poses an especially serious threat to honey bee health. Nowadays the
bees viruses like as Sacbrood Virus (SBV), Acute Bee Paralysis Virus (ABPV), Chronic Paralysis Virus
(CPV), Izraeli Acute Paralysis Virus (IAPV), Kashmir bee virus — (KBV), Deformed Wing Virus (DWV),
Cloudy wing virus (CWV), Varroa destructor virus-1 (VDV-1) are associated with mite.  Although bee
viruses usually persist as unapparent infections and cause no overt signs of disease, they can
dramatically affect honey bee health and shorten the lives of infected bees under certain conditions.
Even with proper management it is impossible to keep apiaries 100% free from V. destructor mites. This
pathology causes commonly called varroasis (also known as varroatosis or varrosis).

Key words: varroa destructor, bee viruses, vector
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INTRODUCTION:

Honeybees form an integral part of the human food chain. In addition to producing both honey
and beeswax, honeybees provide essential pollination services for hundreds of crops, including apples,
almonds, avocados, beets, berries, cabbage, canola seeds, carrots, cherries, cotton, cucumbers, kiwi,
melons, peaches, pears, plums, soybeans, squash, and tomatoes. It is estimated that 1/3 of the human
diet comes from insect-pollinated plants, and honeybees provide 80% of that pollination. Various studies
have suggested that bees pollinate over $15 billion in crops in the United States every year.

Unfortunately, honeybee colonies have also suffered much devastation in recent years. Repeated
parasitic infestations, bacterial, viral, and fungal infections, and increased environmental stresses on the
honeybee population have contributed to huge losses. Mite infestations in the late 1980s and 1990s
practically have eliminated wild honeybee colonies and have caused the loss of 50-70% of managed
bee colonies (Peterson, 2009). More recently, in late 2006 and early 2007, large numbers of bee
colonies have been lost for no apparent reason. This phenomenon is known as Colony Collapse
Disorder and represents a great threat to the honeybee population and their essential agricultural
functions in the USA.

VARROA DESTRUCTOR

The mite Varroa destructor is an obligatory ectoparasite of the honey bee (Apis mellifera) and is
one of the major threats to apiculture worldwide. For thousands of years, Varroa mites have been
parasites on the Asian honey bees Apis cerana, giving this species the opportunity to learn to live with
the mites. The first honey bee colony losses attributed to the Varroa mite have been reported in the Far
East during the 1960's; the mites have since spread to most areas of the world where Apis mellifera are
kept. Unfortunately, the European honey bee (Apis mellifera) did not have any time to adapt to this pest,
which was accidentally introduced in Europe by international trade in 1977 and then later in North Africa,
America and New Zealand as well. Scientists have intensively studied this parasite. They have
researched the biology of the mites, its potential as a vector for disease and specific approaches to
control. This, in turn, has led to the development of effective, safe medicines the strategic use of which
has helped to prevent even greater damage to honey bee populations. In the beekeeping industry, at
least 18 (Sammataro and Yoder, 2012) virus types and strains have been recorded as disease
pathogens of adult bees and brood. Almost all are RNA viruses.

Bees are well protected against viral infection with their chitin body shell and gut coating; therefore, a
virus particle existing on the outside body or cuticle is unlikely to infect the cells of the bee. However,
parasitic mites can penetrate the exoskeleton and leave the bee vulnerable to infection from bacteria
and viruses.

Varroa is especially harmful because it is an important vector in the spread of bee viruses (Martin et al.,
2012). When the varroa mite pierces both the body of pupae and adult bees with its mouthparts, in
addition to creating a site for the entry of infections, the mite can also introduce viral infection directly
into the bloodstream. If viruses can enter the bee’s cell structure via the bloodstream (haemolymph) or
broken internal tissue (in the mid-gut), major damage can be done. The damage caused to colonies by
viral infection varies according to a number of factors including the type and strain of virus involved, the
strength and health of the colony (including the infestation levels of both varroa mites and Nosema sp.),
weather conditions, the season and food availability.

Di Prisco et al., 2011 have provided the first evidence that Varroa destructor is IAPV replication-
competent and capable of vectoring IAPV in honeybees. The honeybees became infected with IAPV
after exposure to Varroa mites that carried the virus. The Israeli acute paralysis virus (IAPV) is a
significant marker of honeybee colony collapse disorder (CCD). The copy number of IAPV in bees has
positively correlated with the density of Varroa mites and time period of exposure to Varroa mites. This
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study has showed an active role of Varroa mites in IAPV transmission and has sheds light on the
epidemiology of IAPV infection in honeybees.

According to (Genersch, 2006) honey bees (Apis mellifera) productively infected with deformed wing
virus (DWV) through Varroa destructor (V. destructor) during pupal stages develop into adults showing
wing and other morphological deformities. Deformed wing virus (DWV) is a honey bee pathogen which,
like other honey bee viruses, generally persists as an inapparent infection. Outbreaks of clinical DWV
infections have been characterized by the occurrence of morphologically abnormal bees and have been
invariably associated with infestation by the parasitic mite Varroa destructor (Ball and Allen, 1988;
Martin, 2001; Nordstrom, 2003). In accordance with (Gisder et al., 2009) deformed wing virus (DWV)
normally causes covert infections but can have devastating effects on bees by inducing morphological
deformity or even death when transmitted by the ectoparasitic mite Varroa destructor. In order to
determine the role of V. destructor in the development of crippled wings, they have analyzed individual
mites for the presence and replication of DWV. Their results have supported the correlation between
viral replication in mites and morphologically deformed bees. Locke et al. (2012) have also confirmed in
their experiments that Varroa mite infestation may be important to the development and maintenance of
damaging DWV titers in colonies.

Nordstrém (2003) has investigated the distribution of deformed wing virus (DWV) in adult females
Varroa destructor and in their progeny in relation to the pupal host. Bees have been investigated to
evaluate acquisition and transfer of DWV by the mites. The results clearly have shown that adult female
mites regularly act as competent vectors of DWV, however, they do not acquire or transfer virus on all
possible occasions. Mother mites may contain DWV while the pupal host remains free from overt
infection and both mother mites and mite progeny may not acquire detectable amounts of DWV from an
infected host bee. However, a majority of mites feeding on pupae that emerge with deformed wings
have to contain DWV. Their data have also demonstrated that both adult and immature mite progeny
most likely acquire DWV from DWV-infected host bees and not from their mother mites. Several studies
have shown that the combination of V. destructor and deformed wing virus (DWV) poses an especially
serious threat to honey bee health. Mites transmitting virulent forms of DWV may cause fatal DWV
infections in the developing bee. Pupae parasitised by mites not inducing or activating overt DWV
infections and may develop normally (Schoning, 2012).

According to Martin et al. (2012) the mite increases the prevalence of a single viral species, deformed
wing virus (DWV), from ~10 to 100%) within honey bee populations, which accompanied by a
millionfold increase in viral titer and a massive reduction in DWV diversity and predominance of a single
DWV strain. Therefore, the global spread of Varroa has selected DWV variants that have emerged to
allow it to become one of the most widely distributed and contagious insect viruses on the planet.

Francis et al. (2013) have been investigated the viral titres (Acute-Kashmir-Israeli complex and
deformed wing virus) in honey bees and varroa mites from 23 colonies (15 apiaries) under three
treatment conditions. The experiment has been provided in the next variants: 1. Organic acids (11
colonies); 2. pyrethroid (9 colonies) and 3. untreated (3 colonies). They have found that in colonies
where varroa treatment reduced the mite load, colonies overwintered successfully, allowing the mites
and viruses to be carried over with the bees into the next season. In general, AKl and DWV titres have
not shown any notable reaction to the treatment and steadily have increased over the season from April
to October. In the untreated (control group), titres have increased dramatically. Viral copies have
correlated to number of varroa mites. Most colonies that collapsed over the winter have had significantly
higher AKI and DWV titres in October compared to survivors. Only treated colonies have been survived
the winter.
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The ability of the parasitic mite Varroa destructor to transmit Kashmir bee virus (KBV) to the Western
honey bee (Apis mellifera) has been investigated by exposing pupae from a KBV-negative colony to
varying numbers of adult female mites from KBV-positive colonies (Chen et al., 2004). The virus status
of pupae and the mites have been determined after five days by RT-PCR. They have found a significant
relationship between KBV-positive pupae and exposure to KBV-positive mites. No pupae have been
virus-positive when all the mites introduced into a given cell subsequently have been tested negative.
Mites testing positive for KBV have transmitted virus about 70% of the time. The percentage of KBV-
positive V. destructor in a given cell also has increased significantly.Virus-free mites have become virus-
positive by cohabiting in the same cell with virus-positive mites, and they have calculated the mite-to-
mite transmission rate as 51%.

In accordance with (Sumpter and Martin, 2004) the feeding activities of Varroa mite provides a new
route of transmission for some bee viruses, earlier found only in inapparent form. It has been shown that
APV, DWV, slow paralysis virus (SPV) and Kashmir bee virus (KBV) can all be successfully transmitted
between honey bees during mite feeding activities. These four viruses are also known to multiply rapidly
when artificially injected into bee pupae. Mites only carry viruses so long as they are attached to an
overtly infected bee. According to the investigations (Nordstrom 2000) when a virus-free phoretic mite
moves from an uninfected to an infected adult bee, it will begin carrying the virus.

Tentcheva et al. (2004) have investigated in Varroa samples, the following four viruses: DWV (100% of
the apiaries), SBV (45% of the apiaries), ABPV (36% of the apiaries), and KBV (5% of the apiaries).
Their latter findings have supported the putative role of mites in transmitting these viruses. Taken
together, these data indicate that bee virus infections occur persistently in bee populations despite the
lack of clinical signs, suggesting that colony disease outbreaks might result from environmental factors
that lead to activation of viral replication in bees.

Shen et al. (2005) have studied the role of varroa mites in infections of Kashmir bee virus (KBV) and
deformed wing virus (DWV) in honey bees. They have performed quantitative comparison of viral
infections between bees with and without mites by dot blot analysis and enzyme-linked immunosorbent
assay (ELISA). Under natural and artificial mite infestations, bee pupae contained significantly higher
levels of Kashmir bee virus (KBV) and deformed wing virus (DWV) RNAs and KBV structural proteins
than mite-free pupae. Moreover, in mite-infested bee pupae, DWV had amplified to extremely high titers
with viral genomic RNA being clearly visible after separation of total bee RNA in agarose gels. Linear
regression analysis has shown a positive correlation between the number of mites introduced and the
levels of viral RNAs. The detection of viral RNAs in the nymph and adult mites underline the possible
role of varroa in virus transmission. However, most groups of virus-free adult mites (9/12) were
associated with bee pupae heavily infected by viruses, suggesting that the elevated viral titers in mite-
infested pupae more likely resulted from activated viral replication. Based on these observations and
their concurrent research demonstrating suppressed immune responses in bees infested with mites.
They propose that parasitization by varroa suppresses the immunity of honey bees, leading to activation
of persistent, latent viral infection.

CONCLUSION

Varroa mites not only cause significant damage to the bees by feeding on their hemolymph, but
also act as a vector for viral diseases. The wounds inflicted by mites may also be contaminated with
bacterial or fungal organisms. These secondary infections can be recognized based on typical
symptoms associated with them and often lead to severe damage to the colony. In order to prevent this,
itis crucial that colonies have to be monitored for Varroa infestation regularly. Control the infestation has
been taken when necessary.
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Toxic epidermal necrolysis or Lyell's syndrome is severe life-threatening adverse drug reactions, with
a high mortality rate. The drugs most commonly involved are: antibiotics; anticonvulsants; antiretroviral
drugs; nonsteroidal anti-inflammatory drugs, allopurinol. Case report: A 68-year-old female, presented
with complaints of fever and extensive rashes on the skin of the face, the neck and the trunk, severe
itching of the skin, ulcerations and erythema of the conjunctiva and the oral cavity and difficulty in
swallowing. She has a period of two or three days of general discomfort and fatigue, rash, fever up to
38°C, sore throat, arthralgia, myalgia, loss of appetite and have been treated with antipyretics, antibiotic
- ampicillin, antihistamines, vitamins. Her state worsened during the next 3 days, so she was
hospitalized in the Toxicology clinic. UMHATEM *N.l.Pirogov”. Multiple maculopapular and bullous
eruptions, plaques were present all over the body, blisters that cover a substantial portion of the body.
The entire skin covering the body surface was denuded and peeled off with minor manipulation -
Nikolsky's sign. Intraorally, multiple oral ulcers of the buccal mucosa, tongue, palate, labial mucosa, soft
palate were seen. Hemorrhagic erosions were also seen on both the upper and lower lips. Conjunctivitis
and ulceration of genitalia was also noted. The lesions got slowly better with serum therapy, fluid and
electrolyte replacement, systemic corticosteroids, antihistamines, antibiotic, vitamins, H2 blockers,
topical care of mucosal changes. Evolution was satisfactory with epidermization and she was
discharged from the hospital after 1 months.

Key words: Toxic epidermal necrolysis, Lyell's syndrome

Introduction
Toxic epidermal necrolysis (TEN) or Lyell's syndrome is severe life-threatening adverse drug
reactions, characterized by bullous and erosive lesions involve oral, ocular, and genital mucosa and

vast areas of the skin with extensive dermo-epidermal detachments.
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Various etiologies have been proposed, but drugs have been chiefly characterized as the offending
agents. The drugs most commonly involved are: antibiotics; anticonvulsants; antiretroviral drugs;
nonsteroidal anti-inflammatory drugs, allopurinol. An immunologic response to immunocomplexes
formed by metabolites of the causal drug and the common tissue antigens is thought to be responsible
for this disorder. Recovery is usually slow and may take 3-6 weeks. As a rule, skin lesions heal without
scarring, whereas mucosal scarring and strictures are frequent late complications (1, 2, 11).

Worldwide incidence is 1-2 cases per million population per year (4). It can affect all age groups but
is more common in elderly people, perhaps due to the increased numbers of drugs that they are
prescribed. Mortality due to TEN is most often cited as 30-50% (1, 3-5). Sepsis and multi-organ failure
are the main causes of death.

A case of TEN, treated in the Toxicology clinic and Burn Centre, Emergency University Hospital
“Pirogov” was presented.

Case report: A 68-year-old female, presented with complaints of fever and extensive rashes on the
skin of the face, the neck and the trunk, severe itching of the skin, ulcerations and erythema of the
conjunctiva and the oral cavity and difficulty in swallowing. She has a period of two or three days of
general discomfort and fatigue, rash, fever up to 38°C, sore throat, arthralgia, myalgia, loss of appetite
and have been treated with antipyretics, antibiotic - ampicillin, antihistamines, vitamins.

There was no history of previous hypersensitivity reaction to drugs.

Her state worsened during the next 3 days, so she was hospitalized in the Toxicology clinic. On general
examination, she was well-oriented and conscious. Initial vital signs were: heart rate 88 beats per
minute, blood pressure 145/89 mmHg, respiratory rate 26 breaths per minute Multiple maculopapular
and bullous eruptions, plaques were present all over the body, blisters that cover a substantial portion of
the body. The entire skin covering the body surface was denuded and peeled off with minor
manipulation - Nikolsky's sign. Intraorally, multiple oral ulcers of the buccal mucosa, tongue, palate,
labial mucosa, soft palate were seen. Hemorrhagic erosions were also seen on both the upper and
lower lips. Conjunctivitis and ulceration of genitalia was also noted.

Based on the history and clinical presentation, a diagnosis of TEN was given.

The routine laboratory investigations were within normal limits.

A chest radiograph of the patient did not show any active lesion.

Immunoassays revealed an expressed lymphopenia affecting all lymphocyte subpopulations, with the
exception of NK cells, high levels of IgG. The patient was positioned in air-fluidised beds in burn unit
and managed symptomatically by administering intravenous fluid and electrolyte replacement, systemic
cortico-steroids, antihistamines, antibiotic - klacid, human plasma, vitamins, H2 blockers, topical wound
care with chlorhexidine acetate (Bactigras), topical treatment of mucosal changes - vaginal globules,
ophthalmic preparations. Evolution was satisfactory with epidermization and she was discharged from
the hospital after 1 months (Fig. 1, 2, 3).
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Fig. 3

Discussion

Toxic epidermal necrolysis is a severe acute skin disorder, described for the first time in 1956 by
Alan Lyell. TEN is thought to be an immunological disorder and to be one of a family of three skin
disorders. TEN is considered to be the more serious, followed by Stevens-Johnson syndrome and
erythema multiforme, in order of severity of disease.

Definitions vary and another classification system works on the fact that SIS and TEN are related
conditions which can be differentiated by the degree of skin involvement. Less of the epidermis sloughs
off in SJS, whereas TEN may be defined as involving >30% of the total body surface area. (4, 5)

An allergic reaction to a drug is most often the cause among adults. The exact cause of the violent
skin reaction is unknown. There appears to be an immune response leading to the rejection of the skin
and mucous membrane. There is thought to be an immune complex-mediated hypersensitivity reaction
to the presence of toxic drug metabolites which accumulate in the skin. This reaction results in the
destruction of keratinocytes. Specifically, cytotoxic T lymphocytes cause keratinocyte damage and
subsequent necrosis, mediated by granzyme B. Cytotoxic molecules including FasL and granulysin
have been implicated as causing the widespread keratinocyte apoptosis (8, 11).

Most cases involve the use of medications such as antibacterial sulfonamides, non-steroidal, anti-
inflammatory drugs, anticonvulsants, some antibiotics. However, other etiologies, including infection,
malignancy, and vaccinations, may exist (11).

Onset can occur at any age. TEN affects many parts of the body, but it most severely affects the
mucous membranes, such as the mouth, eyes, and vagina. The severe findings of TEN are often
preceded by 1 to 2 weeks of flu-like symptoms.

These symptoms may mimic those of a common upper respiratory tract infection.
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The disease consists of a prodrome of malaise, lethargy, and fever, followed by erythema and massive
bullae formation.

Pathologically, there is epidermal necrosis and vesication at the dermal-epidermal junction, but the
dermis is relatively normal. The mucous membranes are usually included in the destructive process.
Mucous membrane involvement occurs early in 90% of cases and commonly precedes other
symptoms. (8). The conjunctivae, buccal, nasal, pharyngeal, tracheobronchial, perineal, vaginal, urethral
and anal mucosae may all be involved.

When the rash appears it may be over large and varied parts of the body, and it is usually warm and
appears red. In hours, the skin becomes painful and the epidermis can be easily peeled away from the
underlying dermis. Bullous and erosive lesions involve oral, ocular, and genital mucosae; and vast
areas of the skin with extensive dermoepidermal detachments (3, 6, 9).

The patients have to be seen by a multidisciplinary team and must to received intensive supportive
care. This included early fluid and electrolyte replacement, aggressive nutritional supplementation,
systemic corticosteroids, antihistamines, intravenous antibiotherapy, oxygen therapy through a canula,
or assisted ventilation according to the patient's clinical condition and blood gas analysis administration
of inactivated human plasma, intravenous immunoglobulin, prevention of stress ulcers with H2 blockers,
hydrotherapy under intravenous sedation and with the application of a chlorhexidine solution, local
treatment of mucosal changes, prevention of ocular problems through daily observation by an
ophthalmologist, who will prescribe appropriate ophthalmic medication (antiseptic solutions, topical
antibiotics) and monitoring of vital functions (4, 7, 12).

As a rule, skin lesions heal without scarring, whereas mucosal scarring and strictures are frequent
late complications. Late eye complications, potentially leading to blindness, occur in up to 50% of cases.
Sepsis and multi-organ failure are the main causes of death. Hospital stay was between 13 and 30 days
without mortality. Recovery is usually slow and may take 3—6 weeks (10).

In our patient the cutaneous tissue and the oral mucosa showed a sustained and relatively quick re-
epithelialization, which allowed the patient to be discharged home after 30 days of hospitalization.

Conclusion: Severe adverse drug reactions as toxic epidermal necrolysis, is a rare, but very
serious dermatological lesions, characterized by the sudden onset of high fever, with signs of systemic
toxicity and intense muco-cutaneous lesions.

The main treatment is the immediate suspension of the culprit drug and the patient's hospitalization
in a service that can provide intensive care and minimize the risk of infection.

Key words: Toxic epidermal necrolysis, Lyell's syndrome
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e-mail: : drstoianova123@abv.bg / jrsaeva2@yahoo.co.uk

Objective: To study the characteristics of acute poisoning with antihypertensive and antiarrhythmic
medicines. Methods: In a retrospective epidemiological study, all cases of antihypertensive and
antiarrhythmic medicines (AAM) poisoning were analyzed for 3 years period. Demographic data,
previous illness were obtained retrospectively. The cases of poisonings were evaluated with respect to
clinical course, therapy and outcome. Results: In the period from January 2011 to December 2013, a
total 896 patients with acute exogenous intoxications were treated in the Toxicology Clinic, Department
for adults, UMHATEM “N.I.Pirogov”, Sofia, Bulgaria. 136 cases (15.2%)of them were poisoning with
AAM - beta-blockers, calcium channel blockers, angiotensin converting enzyme inhibitors, etc. 95
(69.9%) were female and 41 (30.1%) male, between the ages of 18 and 98. 61 individuals (44.9%) were
poisoned by only one drug. In 75 (55.1%) remaining cases, intoxications were mixed, including other
different medications or psychoactive substances. 112 cases (86,8 %) were intentional — a result of a
suicide attempt. The severity of poisonings varied from moderate to extremely severe. In 17 patients
poisoning occurs with the signs of exotoxic shock, 3 of them — with fatal outcome. In the examined
group three patients died of cardiogenic shock and secondary acute respiratory failure resistant to
therapy. Conclusion: Patients with acute poisoning from AAM were a large proportion of all patients,
received acute poisoning and represent a serious challenge for the physician - toxicologist.

Key words: acute poisoning, antihypertensive, antiarrhythmics medicines.
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Introduction

Modernizing of contemporary style of living — sedentary way of life, unhealthy nutrition, low health
culture of the population and some other factors have led to rise of rhythm disturbances and progression
of arterial hypertension (AH) more often at young age as well. Such are the results of Framingham
study, which included 3900 healthy people, observed for a 10-year period (3, 10). At the
recommendations of the European hypertension association, respectively the European cardiology
society, there has been emphasized that monotherapy lowers effectively arterial pressure with a small
number of patients. There must be a combination of at least two types of medicines to be achieved
control under heightened pressure. For more comfort at the market there are fixed in one tablet
antihypertensive combinations (FC) of two, (more rarely of three) medicines, most often one of them is a
diuretic (1, 2, 4, 6, 8).

Modern antihypertensive FC contain different but mutually complementing one another in the
mechanism of action of the medicaments which leads to a bigger effectiveness and lower prices of
them. They are recommended as very good for treatment of AH with certain proofs from several large
studies for the biggest benefit in reduction of undesirable extreme cardiovascular events. Nowadays
medical practice has at its disposal unimaginable great number of antihypertensive and diuretic means,
allowing refinement at combining of single representatives. In this way is reached not only maximum
antihypertensive effect but also favourable outcome of all complications, connected with the disease (5,
7,9).

Antihypertensive medicines are a mixed group, including diuretics, blockers and beta-adrenergic
receptors /beta-blockers/, blockers of alpha-adrenergic receptors, calcium antagonists, inhibitors of
angiotensin converting enzyme (ACE inhibitors) sartans, centrally effecting sympatholytics,
vasodilatating medicines, ganglioblocking means.

At the market there appeared a lot of various commercial names of most of the generic
antihypertensive medicaments. Most of them are at acceptable prices, widely used in medical practice
and same are well known to patients. They often become means for self-poisoning, used by both
healing patients as well as their relatives. The various commercial names of one and the same generic
medicament lead to unintentional mistakes. Prolongation of patients’ lives and progress of
atherosclerotic processes are also prerequisites for overdosage and intoxications.

Objective: To study the characteristics of acute poisoning with antihypertensive and antiarrhythmic
medicines.

Methods: In a retrospective epidemiological study, all cases of antihypertensive and antiarrhythmic
medicines (AAM) poisoning were analyzed for 3 years period. Demographic data, previous illness were
obtained retrospectively. The cases of poisonings were evaluated with respect to clinical course,
therapy and outcome.

Criteria for inclusion of the cases

Patients over 18 years old with confirmed diagnosis, treated in the Toxicology Clinic of UMHATEM
“N.I.Pirogov” in the period from 2011 to 2013. Monitoring of blood pressure and heart rate were
performed. There has to be at least one ECG record.

Results and discussion

In the period from January 1st , 2011 to December 31st 2013, totally 896 patients with acute
exogenous intoxications were treated in the Toxicology Clinic, Department for adults, UMHATEM
“N.|.Pirogov”, Sofia, Bulgaria. 136 cases (15.2%) of them were poisoning with AAM - beta-blockers,
calcium channel blockers, angiotensin converting enzyme inhibitors, etc. (Fig. 1).
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. B Poisoning with
diuretics,
antihypertensive and
antiarthythmics
medicines (15.2%)
® Poisoning with other
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Fig. 1 Distribution of poisoning according to type of xenobiotics (relative share)

95 people (69.9%) were female and 41 (30.1%) male, between the ages of 18 and 98 (Fig. 2, Fig. 3).

B Male
(30.1%)

B Female
(69.9%)

Fig. 2 Distribution by gender

18 to 30 30to 40 40to 50 50 to 60 60 to 70 70 to 80 over 80
years  years years years years years
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Fig. 3 Distribution according to the age (N)

61 individuals (44.9) were poisoned by only one drug. In 75 (55.1%) cases, intoxications were
mixed, including other different medications or psychoactive substances. 18 patients had taken also
antidepressants, 10 — bensodiasepins, 12 — alcohol, 7 — antibiotics, 8 — antipyretics, 7 — nonsteroid
resolvents, 5 — antidiabetes medicaments, 4 — cardiac glycosides, 7 — nitrates, 6 — statins, ahistamins,
protectors of the gastric mucosa, mucolytics, immunomodulators and other medicaments (Fig. 4).

Mixed poisoning (55.1%)

Monotoxic poisoning
(44.9%)

0 20 40 60 80

Fig. 4 Distribution according to type of intoxication

23 patients had taken four and more than four medicaments. In 112 cases (86.8%) poisonings were
intentional — as a result of a suicide attempt. 11 patients had taken a higher dose of drugs on alcohol
background. 5 patients with atherosclerotic changes had used repeatedly the daily dose of the
prescribed medicaments. 4 patients had taken antihypertensive medicaments from one and the same
group but with different commercial names. Four patients had been taking medication by mistake (Fig.
5).

Accidental poisoning (13,2 %) J

Intentional poisoning (86,8 %)

0 50 100 150

Fig. 5 Distribution according to the reason for poisoning

The severity of poisonings varied from moderate to extremely severe.

In 17 patients (12.6%), poisoning occurred with signs of exotoxic shock, three of them with fatal
outcome. Two of the dead patients until the 12t hour after their receipt in hospital, and the third one (a
female) — on the sixth day of entrance. Mortality rate was 2.2%.

The patients, admitted to the hospital a short time after the incident, are most often with not
completely manifested clinical picture. In patients, entering at hospital later after the incident, the clinic
picture is manifested to the fullest extent.

66 people were admitted in the hospital with normal indices of arterial pressure. ECG data show the
following: 52 patients were with bradycardia, 18 — with tachycardia, 4 — with AV block | degree. There
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were 12 patients with paroxysmal atrial fibrillation and 7 people were with extrasystoles. 43 patients
were with normal ECG records (Fig. 6).

O sinus bradycardia

@ sinus tachycardia
32%
38% O AV block

O paroxysmal atrial
fibrillation

9% 3% 13% B extrasystoles

5%

O normal
electrocardiogram

Fig. 6 Changes in electrocardiograms

The patients were treated in the hospital from several hours to 14 days. Prolonged hospitalization is
often determined by complications. Seven patients were with imflammatory pulmonary changes, two
others were with pulmonary edema.

The treatment of AAM patients starts with depuration of the gastrointestinal tract. Replacing
corrective therapy include electrolyte and glucose solutions, HAES steril 10% or 15%, according to the
values of blood pressure and central venous pressure (CVP).

In patients with tachycardia, non-selective beta blocker is administered (most often propranolol
hidrochlorid with the lowest possible dose, achieving therapeutical effect).

When it is impossible to normalize the arterial pressure applying infusion solutions, there must be
used catecholamine support. In patients with bradycardia parasympaticolytics (atropine sulphate) is
administered.

If necessary, it can be administered oxygen ventilation, antibiotics, anticoagulants, gastric mucosa
protectors and other symptomatic medication. In cases of extreme bradycardia should be placed a
temporary cardiostimulator.

Conclusion

Patients with acute poisoning from AAM were a large proportion of all patients, received acute
poisoning and represent a serious challenge for the physician - toxicologist.
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According to the World Health Organization cadmium (Cd) is one of the most dangerous
environmental pollutants. Sources of Cd pollution are cadmium-nickel batteries and accumulators, PVC
products, pigments for ink and paints (cadmium yellow) and alloys. The International Agency for
Research on Cancer has classified Cd as a proven human carcinogen. Chronic intoxications with Cd in
humans occur as a consequence of consumption of contaminated food and water, and as a result of
smoking. It is assumed that one of the mechanisms by which Cd induces toxic effect is a disruption of
biometal ions homeostasis [1]. Cd?* is a steric mimic of calcium (Ca). Both divalent cations have the
same overall charge and very close ionic radii. Studies on experimental animals exposed to chronic Cd
intoxication demonstrate that the toxic metal ion causes a decrease in the Ca concentration in kidneys.
The observed effect is due to altered function of protein kinase C, which is important in the activation of
metal-regulatory transcription factor (MTF-1). Lower Ca concentrations are determined in the liver of Cd-
intoxicated animals compared to the control group. Most likely, Cd inhibits the absorption of Ca from the
duodenum. The toxic metal ion also decreases iron (Fe) concentration in the liver of Cd-treated mice.
Cd displaces Fe from ferritin and increases the content of free Fe ions in the kidneys. In addition, the
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toxic metal ion greatly reduces the absorption of Fe from the gastrointestinal tract. Significantly higher
levels of zinc (Zn) are measured in the livers of animals exposed to the toxic metal ion to the control
group. It has been shown that Cd intoxication stimulates the synthesis of metallothionein, which may be
the cause of Cd- induced increase of Zn in the liver. To the best of our knowledge there is a lack of
systematic information about the effect of the toxic metal ion on biometal homeostasis in other organs.

Herein we present detailed novel information about the effects of Cd on biodistribution of Ca,
Fe, copper (Cu) and Zn. The accumulation of the toxic metal ions in the organs of Cd-intoxicated mice
and its effects on homeostasis of the biometal ions were studied by atomic absorption spectrometry.
The results revealed that Cd is accumulated in all organs of Cd-intoxicated animals. No significant effect
on the Zn homeostasis was observed. Exposure of the animals to Cd induced a significant alteration of
Ca, Cu and Fe biodistribution. The results demonstrated that Cd exerts toxic effects by disturbance of
biometal ions homeostasis. The advantages of the atomic absorption spectrometry as a method for
analysis of Cd-induced toxicity are discussed.
Acknowledgement: The authors are grateful to University fund for Science Research for the financial
support of this work (grant 5/2016 projects leader: J. Ivanova).
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FO4. HAZARD AND IMMEDIATE MEASURES AGAINS THE PRODUCTION AND APPLICATION OF
THE HERBICIDE GLYPHOSATE (ROUNDUP)

Yulia Karaivanova
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Today, the Earth's population increases and natural resources diminish. The global food crisis is escalating
poverty, hunger and social tensions have growing GM crops last more than 30 years. Over 80% of the land
dedicated to GM crops has at least one genetic element of tolerance to herbicides. Corporate "Monsanto" create
a group of GM crops "as a solution to the crisis" and benefit, misinformed government agencies, farmers and the
general public about the "safety" of the herbicide "Roundup". Glyphosate - the active ingredient, however it is
classified as "probably carcinogenic to humans", according to the WHO, leading to disturbances in ecosystems.
The primary breakdown product of glyphosate in plants, soil and water aminomethylphosphonic acid (AMPA) is
toxic to humans and animals by the herbicide. Glyphosate and AMPA have been shown to have "genotoxic" -
they interfere with the ability of cells to replicate DNA and reproduce, leading to potential genetic mutations,
increased risk of cancer, many chronic diseases related to reproduction and aging. So it needed immediate action
by governments of all countries to restrict or prohibit GMO foods.
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PEAITHA OMACHOCT 3A 3APABETO U HE3BABHU MEPKW CPELLYY NMPOU3BOACTBOTO U
NPUNOXEHWETO HA XEPBULINAA TNTU®O3AT(ROUNDUP)

Ac. nHx. KOnus KapansaHoBa

WHcTUTYT No Guonorns n uMyHonorus Ha pasmMHoxasaHeTo ,Akaj. K. bpataHos”

[lHec HaceneHneTo Ha nnaHetata 3ems CTPEMINABO HapacTBa, a NPUPOAHNTE PECYPCU APaCcTUYHO
HamansBaTt. [nobanHata XpaHuTenHa Kpusa, KOSTO W30CTPS KpaiHute 6GedHOCT W rnag u
HapacTBaLLOTO COUManHO HanpexeHue, Hanoxu otrnexgaHeto Ha MO  kyntypute npes
nocnegHute noseve ot 30 roguHu. Cera noseye oT 80% oOT 3emsaTta otgageHa 3a I'M kynTypu
NpuTEXaBa MOHE efuH reHeTUYEH efleMEHT Ha TOMepaHTHOCT KbM xepbuuuaun. KopnopaTusHWST
rvraHT ,MoHCaHTO” Cb3aaae rpyna reHeTUYHO MOANMULMPaHM KynTYpK, KaTo PELLEHNE Ha Kpu3aTa
n ce obnarogetencTsa, BOAEWKN NPOABIDKUTENHA KaMnaHus Ha AesnHgopmauus, 3a ga ybeam
NPaBUTENICTBEHUTE areHuun, 3eMefenckute NPOW3BOAMTENM U HACeNeHUETO Kato LAno, Ye
xepbuumant PayHabn” e "Besonacen”. HacbpyaBa depmepute ga npbekat konkoto Roundup e
Heobxoaum, 3a da ce npebopat ¢ nnesenute. MMOYTW BCUYKM Tesn KynTypu ca nocageHn C
Roundup-ready cemeHa n xpaHuTe OT Te3W KynTypu nonagat B OpraHW3ma HU exefHeBHO. Tosa
Kpue orpoMeH puck 3a 3gpaseTo! [Mndo3aThT — akTUBHATA CbCTaBKa Ha MOMynspHUS xepbuuma
,PayHOBN” M MHOrO Apyrn xepbuumnam — e knacuuumpaH Kato ,Bb3MOXEH KaHLEpOoreH 3a 4yoBeka”,
cnopeg C30. Mugo3atsT € 0TpoBa, pascTpoiBa CNOCOBHOCTTA Ha TAMOTO Aa Ce MPOYUCTBA,
BOAM [0 aucbanaHC M € B OCHOBaTa Ha MHOMO XPOHMYHW 3abonsBaHus, CBbP3BaHW C
penpoaykumusTa n cbe cTapeeHeTo. 3aToBa ca Heobxoanmn He3abaBHM MepkM 3a 3abpaHaTta Mmy.

KntowoBu gymu: rnuchosart, xepbuunan, nectuuman, Roundup, MoHcaHTo, 3apaBse, penpoaykums,
FeHHO MoAMULMPaHM KynTypu

BbuBepeHue

XepbuunanTe ca efHa TpeTa OT CBETOBHWS Nasap 3a necTuuuan.

[Mngo3aTbT e Hal-npodaBaHnaT xepbuump B CBETa M €OMH OT Hal-LMPOKO W3MON3BaHWUTE
npenapatu 3a ybusaHe Ha nnesenu B EBpona. Toit ce M3non3ea LUMPOKO B 3eMenenveTo, B
napkoBeTe ¥ 0BLIECTBEHUTE MPOCTPAHCTBA, OKOSIO Xene3ombTHUTE NIMHUM U B rpagnHuTe. Cbluo
Taka e OT peLaBallo 3HayeHe 3a oTrnexnaHe Ha reHeTuyHo moguduumrpany (M) kynTypu, MHoro
OT KOUTO Ca MoAM(ULMPaHK, 3a ja ca Pe3UCTEHTHM Ha rndosar.

U3noxeHue

KakBo npeacraBnsBa rnugo3atbT?

ImugposatsT (N-(phosphonomethyl)glycine) e cuctemeH, WMPOKOCNEKTbPEH Xxepbuuud, KOMTo
[EencTBa, kato B6rokMpa eHsuM, OTFOBOPEH 3a Cb3AaBaHETO Ha MPOTEMHW B pacTeHwsTa. Tosa
03HayaBa, Ye TOW € TOKCUYEH 3a BCSKO PACTEHME, KOETO HE € MeHeTUYHO MoaMcMLMpaHo, 3a aa
N3ObPKM Ha BELECTBOTO. MMo3aTHUTE Xxepbuuman CbabpkaT U ApYru CbCTaBKM, BKIKYNTENHO
MOBBPXHOCTHO aKTWBHM BELLECTBA 3a NOJobpsiBaHe Ha YCBOSIBAHETO UM OT pacTeHusTa.

TbpBMYEH MPOAYKT OT pasrpaxgaHeTo Ha rMugosaT B pacTeHusTa, noyeata M Bogata €
aminomethylphosphonic acid (AMPA), kucennHa YMsTo XMMUYHa CTPyKTypa € MHOro 6nuska Ao
Ta3n Ha rudosat (durypa 1). Camata AMPA HsMa TbproBCKo 13non3asaHe. [28]
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Figure 1. Structural formulae of glyphosate and AMPA
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YacT oT rnugo3ara, nonagHan B YOBELKUS OpraHu3bm, MOXe Aa ce pasrpagu A0 KUCenuHa —
aminomethyphosphonic acid (AMPA). YctaHoseHo e, 4e AMPA e gopw no-ToKCuyHa 3a xopata u
XMBOTHUTE OT onacHus xepbuuma. EanH npoueHT oT rnudosata ocTaBa B TANOTO egHa cegmuua
cneg ekcnosuums. Mnucposat n AMPA ca nokasanu, 4Ye ca "reHOTOKCMYHM" - Te npeyar Ha
cnocobHocTTa Ha knetkute aa kommpat TouHo [HK u ga ce Bb3npowssexaat, koeto Boau [0
NOTEHLMANHM FeHeTUYHN MyTaLWW 1 MOBULLEH PUCK OT paK .

Mpunoxexne

Kbae ce usnonssa?

Ynotpebata Ha rnngosat 3a yousaHe Ha nnesenu e 6una nateHtoBaHa ot MoHcaHTo npes 1970 .
W TbproBckata Mapka Roundup Ha komnaHusiTa cTaBa Hail-npoAaBaHaTta, BbIMPEKW, Ye MbpBUTe
BroTEXHONOMMYHM NPOAyKTU Ha MOHCAHTO He ca reHHOMOAMMULMPaH KynTypu, @ NPOTMBOPEYMBM
reHHOMOAMMUMLMpaH NekapcTBa 3a KpaBu, XOPMOH 3a pacTex 3a efpus porat OOUTBK, HapeyeH
rBGH unn rBST. CemeHata Ha MoHcaHTO, pe3ucTeHTHM kbM rnudosat (PayHabn Peaw) ca Ha
BbpXa Ha GMOTEXHOMOrMYHaTa CLeHa OT NoBeYe OT JeceTurneThe — CbagaBaikii NoYT MOHOMON 3a
PayHobn xepbuumga Ha komnaHusaTa. PayHaobn € Han-npoAaBaHWAT necTuumg B CBeTa U e
CNOMOrHanm 3a MpeBpblUaHeTO Ha MoHcaHTO B neTata B CBeTa arpoXMMWUYEcKa KOMMaHWS.
MoHCaHTO B MOMEHTa € Haii-ronmMaTa KoMnaHus 3a CeMeHa B CBeTa, OTroBapsLla 3a MoyTu egHa
YeTBBPT OT CBETOBHUS YacCTeH nasap. 3HauMTeneH Aan OT nasapa Ha MoHcaHTo ugBa oOT
3eMefienckuTe Npou3BOANUTENN, KOUTO Ca 3aabikeHn Aa usnonssat Roundup Ready xepbuumaa
BbpXy Roundup Ready reHeTnuHo mogudmumpanm (TM) kyntypu.

[MMdOo3aThbT € WMPOKO M3MOoN3BaH OT 3eMeerNiCKUTE NPOU3BOANTENM, 3a Aa U3YUCTAT NnneBenuTe
OT nonetarta Npeaum 3acaxaaHe Unu npeay CemMeHaTa Ha 3acafeHarta KynTypa fa ca MoKbSHamu.
Coblo Taka, MoHsKora rIudgo3aT ce HanpbCKBa BbPXY 3bPHEHU KyNTypu, MacnojanHa panuua,
LapeBuua W cibHYorne npeau npubupaHe Ha pekonTata, 3a fa U3cbxHe T. Tasu ynotpeba e
n3BecTHa kato desiccation - gecukaumsa (u3cylwasaHe). [nudgosaTsbT ce u3nons3sa 3a Gopba ¢
nneBenuTe Npu OTIAEXAAHETO Ha 1035, MAaCNMHOBW AbpBETa 1 APYrv OBOLLHW rPaguHA 1 YECTO Ce
n3nonsea, B napkose, OOLIECTBEHM MeCTa U MOKpail XenesombTHM pencu U maructpanu. B
ceeToBeH Mawab npe3 2011 r. ca 6unu nanonasaxm okono 650 000 ToHa OT NPOAYKTH, ChAbPKALLM
rmuco3at, a NporHo3uTte couart, ye ynotpebara we ce yasou o 2017 roguHa. Ako noseye M
KynTypu ce opobpat B EC, HUBOTO Ha M3non3saHeTo UM Moxe Aa ce ysenuum ¢ o 800%[11]. B
MmomeHTa B EC vma nogapequn 14 3asBnenns 3a otrnexgaHeto Ha MM kyntypu, yCTONYMBY KbM
rnudo3aT KouTo ovakBaT ogobpeHue. MNogageHun ca 3aseneHns 3a owe 58 MO, 3a 17 ot kouTo
EOBX e usagan nonoXuTenHo CTaHoBMLLE.

[MMdo3aTbT € Han-4ecTo M3Mon3BaHWAT xepbuuug OT 3emegenuute BbB Benukobpurtanus,
n3nonsea ce 1 Bbpxy 39% OT 3emeaenckarta 3ems B FepmaHus. [JOKOMKOTO HU € U3BECTHO, HAMa
HanuMyHa MHGopMauMs 3a KONMYEeCTBOTO W MAOWMTe, BbPXY KOMTO Ce u3nonasa rnudosar B
Bwnrapus. Mpes 2012r. B CbeanHeHnTe WaTi NOYTM MOMOBMHATA OT LsAnaTa 3eMefesncka 3ems €
3acageHa ¢ Roundup Ready kyntypu Ha MoHcaHTo. [lo-ronsimMaTa 4act OT cosiTa, BHacsHa B
EBpona ot JlatuHcka Amepuka 3a dypax e Roundup yctomumsa. [laHHWTe nokassaT, 4e
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W3MoN3BaHETO Ha rnno3at, KakTo U Ha Apyrv xepbuumam ce ysennyasa ApacTUYHO, KOrato ce
oTrnexgar ycronumeun Ha Roundup 'M kyntypu.

Metoau

3a HanuuueTo Ha rnudgosat e HeobX0AMMO TeCTBaHe B YpPUHA, KPbB, MIISIKO.

B MOMeHTa ce npaBAT MHOMO Manko W3credBaHWs 3a Hanuune Ha rmudgosat oT nybruyHuTe
BNacTh, BbMpEKM LWMPOKOTO My u3nonseaHe. Brnactute B EBpona He nposexgar TecToBe 3a
Hanuuue Ha rmuco3aT npu xopata, a TECTOBE 3a XpaHa He ca YecTu. [JOKONKOTO HU e U3BECTHO B
Bbnrapus He ce npoBexaa HUKaKbB MOHUTOPUHT B Ta3n NOCOKa.

Mopaau nuncata Ha ny6nnyHu aaHHK Mpustenu Ha 3emsta EBpona u3BbpLIM TECTOBE Ha Npobu
OT ypuHa Ha pobposonuy ot 18 cTpauu B EBpona. PesynTatute nokassat creaum oT rmudosat B
npobute oT Beuukm cTpaHu. Okasea ce, Ye B Bbnrapus Bcska geceta npoba e otyena HanuumeTo
Ha rnudosar.

ToBa NoBAMrHa CepUO3HN OMaceHNs OTHOCHO HaIMYMETO Ha rMho3aT B YOBELLKOTO TS0, KaKTO !
BBMNPOCH, CBbP3aHN C U3faraHe Ha Bb3AeNCTBUETO Ha APYrv XUMUKaW, U3Mon3Baxu ¢ rnugosara.
Mpustenu Ha 3emsaTta EBpona anapmupaTt fa 3Haem OT KbAe € npousxoda Ha To3n rmudosar u
KaKBO MpUYMHSABA TOM Ha TenaTta HW, KaKTO U Ha OKONHaTa cpeda kato usno. Heobxogumo e aa
3HaeM, 3allo npaBuUTENCTBaTa He W3BBLPLUBAT MOHUTOPUHI 3@ eKCnosuums Ha rnugosar. 3awlo
XpaHaTa HW He e TeCTBaHa PYTUHHO, 3a [a Ce rapaHTupa, Yye TA He Cbabpxa rmudosat? Kaksu
CTBIKW, @Ko MMa TakuBa, ce NpeanpuemMar 3a HamansBaHe Ha U3naraHeTo HU Ha Bb3[eNCTBMETO Ha
rnucosar?

3apaBHU acnekTy

[laHHW OT ONWUTW C XMBOTHW NOKa3BaT, Ye KOraTo ce KOHCymupa rnudo3art, okono 23% OT Hero ce
abcopbupa B Tanoto [17]. Toi moxe Aa Obae HamepeH B KPbBTA M TenecHuTe Tbkauu [1] n e
nokasaHo, Ye MOXe Aa NpeMmuHe npe3 nnaueHTata no speme Ha GpemenHoct [18]. EgHa manka
yact mMoxe Aa ce pasrpagu 4o aminomethylphosphonic acid (AMPA). AKTUBHWAT XWMWKan
rmucposat B Roundup, € Henpuemnueo CbeanHeHue, 3awwoTo yepexaa AHK-To, npuunHaea pak w
[eNCTBa KaTo eHOOKPUHEH (XOPMOHaneH) aucpyntop (BELeCTBO, pasCcTpOMBaLLO (PYHKUMUSATA) Ha
TenecHuTe Krnetkn. Tbil Kato rnudgo3aT e TOSKOBa LUMPOKO M3MOM3BaH, NOBEYETO Xxopa ca
N3NOKEHW Ha TOBA PEAOBHO.

MndosaT-6asmpanute xepbuuman umat pasnuyHM HWBA Ha TOKCWYHOCT, HO moraTt ga 6wbaar
(hatanHu npu xoparta [11]. Mpu no-HUCKK 03K Ca Nokasanu, Ye ca TOKCMYHM 3a HYOBELLKUTE KNeTKH,
BKIMIOYMTENTHO 3@ NnaLeHTHUTE 1 eMbpuoHanHuTe kneTku [3]. YctaHoeHo e, ye AMPA e gopu no-
TOKCUYHA 3a XopaTa oT rnudosara [4].

CoblecTByBaT ¥ [JoKa3aTencTsa, Ye rnugosaTbT MOXe Aa Hapyln (yHKUMUTE Ha YoBeLLKaTa
€HOOKPUHHA cuCTEMA, KOeTO MOXe da npeamssuka HeobpaTumm edoekTi Ha onpegeneHun eTanu ot
XMBOTA, HanpuMep no Bpeme Ha GpemeHHocT. MpoyyBaHMs BbPXY NbXOBE MOKA3BaT yBpeXOaHe
Ha HMBAaTa Ha TECTOCTEPOH B MbXKUTE ek3emnnapu [14], a uscnegBaHWs Ha KNETbYHW KynTypw,
nokasear, Ye rmudo3aTbT 6MokMpa PeLEnTopy 3a MbXKUTE NONOBK XOPMOHHK [14] 1 ye nHxmbupa
npou3BoAcTBOTO Ha ecTporeH [19]. Ako rmuos3aTbT Oka3Ba BIMSHME BbPXY YOBeELIKaTa
XOPMOHasHa cucTeMa, u3naraHe Ha KakBoTO M [1a € HUBO MOXe [a NpeacTaBnsBaT noTeHuuanHa
3annaxa 3a 3gpaBeTo.

B paioHute Ha KOxHa Amepuka, B KOMTO Ce OTrNexXda Cost MMa CbOoOLEHMS 38 NOBULIEHNE Ha
BpoaeHn aedpektn. EaHo npoyysaHe B Maparsait yctaHOBK, Ye BebeTaTa Ha XEeHU, KOUTO KUBEAT B
paMKWUTe Ha eauH KUNOMeTBbp OT noseTa, NpbCKanu ¢ rMudgo3ar, e ABa MbTi N0-BEepOsATHO Aa uMat
BpoadeHn aedbektn [7]. JlabopaTopHM n3cnedBaHus ca mokasanu mandgopmauun B Xabewkn w
NUNELLKN eMOPUOHN, U3NOXEHN Ha Xxepbuuman, 6asupanun Ha rnudgo3sar [20].

Imundosat n AMPA ca nokasanu, Ye ca "reHOTOKCUYHK" - Te npeyaT Ha CnocoBHOCTTa Ha KneTkuTe
Aa konupat TouHo AHK 1 ga ce Bb3npoussexagart, KOeTo BOAM 40 NOTEHUMANHN FTEeHETUYHI MyTaLum
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W NoBULIEH puck OT pak [21]. B ExkBagop v Konymbus, kbaeto rmundo3athu xepbuunay ca Gunm
W3NOM3BaHW 3a KOHTPOS Ha MPOM3BOACTBOTO HA KOKaWH, MPOYYBaHUS Ca OTKPUIU TEHETUYHM
YBPEXOAHWNS 1 yBENWYEHUe B KOMMYeCTBaTa Ha CMOHTaHHM abopTu Mo Bpeme Ha nepuopa Ha
npbekaHusaTa [22] [9]. B panoHa Yako B ApxeHTWHa, KbAETO Ce OTrMexda cosl, 4ectoTaTa Ha
paKoBK 3abonsBaHWA Ce € yBennyuna YeTupu MmbTU Npe3 nocnegHoTo Aaecetunetve [23].
[MpoyyBaHe Ha aMepuKaHCKUAT VIHCTUTYT 3a OTFOBOPHA TEXHOMOMS Nokasga, Ye HoBuTe bonectu,
efHa OT KOUTO e CBbp3aHa C HEMOHOCUMOCT KbM [FflyTeHa ca npeanssukaHu ot M xpaHute w
xepbuumaa PayHbn, € KOMTO ce npbekar Te.

CveaunHeHneTo rmundo3aT 4eicTBa ChLO Taka KaTo CUHO XENUpaLLo BewlecTBo. ToBa 03HavaBa,
Ye TO Ce CBbP3Ba C OCHOBHUTE MUHEPANN, OT KOUTO Ce HyXAae TANOTO HU KaTo Xens3o, MarHesuin,
UMHK 1 KoBanT — MUHepanu, BaXHW 3a (DyHKUMSATA Ha MYCKyNUTe, HepBHaTa TPaHCMUCUS U
WMYHHOTO 3[paBe.

[MndosatsbT 3acara 1 GMOHANMYHOCTTa Ha B BUTaMUHWTE M Ha aMMHOKMCENWHaTa TpunTodaH.
ToBa MOXe [ja Npean3Buka BCSKaKbB BUL HEBPOMOMMYHM 3ab0nsBaHus.

[Mndo3aTbT — aKTMBHAaTa CbCTaBka Ha nonynsapHus xepbuung ,PayHabn® n MHOro apyru
xepbuuman — e knacuduumpaH kato ,Bb3MOXeEH KaHLEPOreH 3a YoBeka”,

OkasBa ce, 4e M 1 xpaHWTe C BUCOKO CbbpKaHWe Ha rnugo3aT ca MHOTO CUIHO CBbp3aHu C:
BMCOKOTO KPBBHO HansraHe, WHcynTtute, [auabeta u  MeTabonuTHUTE  pa3CTPOWCTBA,
3aTibCTABAHETO, Anuxanmep, aeMeHumns 1 MNapkuHcoH, MHOXeCTBeHa ckneposa, Bb3nanuTesTHoTo
3abonsBaHe Ha YepBata v YpeBHUTE MHPEKLMM, HAKOMKO pasfinyHW BuUaa pak..

ExkonornyHu acnektu

[MoHexe rnmdo3aThT € npegHasHaveH ga ybuea pacTeHusTa, TOW Moxe Aa MMa narybeH edekt
BbPXYy AvBaTa Npupoaa, Aa AoBeae 40 HamanseaHe Ha 6uopasHoobpasneto Ha obpaboTBaemuTe
3eMM M [a YHULOXM W3TOYHULMTE Ha XpaHW 3a NTMUM W Hacekomu. [lpoyyBaHus BbB
BenukobputaHus, pasrnexgaliy Bb3OelCTBUETO Ha PEe3NCTEHTHU Ha Xxepbuumau M kynTypm
BbpXy B1opazHo0bpa3neTo yCTaHOBABAT, Ye KyNnTypu, TpeTupaHu ¢ xepbuumaa rmudosat morat ga
okaxaT HebnaronpusaTHO Bb3AeNCTBIUE BbPXY NTULMTE, XXMBEELLM Ha 3eMefenckuTe 3emu [23].
Hapeq ¢ npskoTo Bb3AENCTBUE BBPXY pacTEHUsTa € YCTAaHOBEHO, Ye rmugo3aThT ce 0TMUBA OT
noysara B peku, NOTOLM M NoanoyBeHn Boam [24]. BogHoTo 3aMbpcsiBaHe NpeacTaBnssa 3annaxa
3a BOOHWTE OpraHusMu M MMa JaHHuM oT npoyuysaHus B CesepHa Amepuka, ye xepbuumaw,
cbabpxalm rnudgo3at morat ga 6baaT TOKCUYHM 3a xabwu [25]. ToBa e 0T 0coBeHO 3HayeHue, T.k
e[IMH OT TPUTe BMAA 3EMHOBOAHM Ca 3acTpaLleHm OT u3ve3BaHe. YCTaHOBEHO €, Ye YepHoapobHuTe
KNeTKM Ha WwapaH ca NoBpedeHn OT u3naraHe Ha xepbuumpa rmudosat [26]. Monynauyuute Ha
NONAPHUTE MEYKM U AenduHUTE CbLLO ca 3acerHati. KoHCTaTupa ce HanuuueTo My v Npu NYenure.
[Mno3aThbT CbLUO OKa3Ba BNWSIHUE BbPXY MOYBEHWUAT XUMUYEH CbCTaB. [JOKaTo B HAKOW MOYBH,
rmno3aThT ce CBBbP3Ba C NOYBEHWUTE YaCTULW, KOETO 0 MpaBW UHEPTEH, B APYrM BULOBE MOYBM
TO OCTaBa aKTWBEH W Ce pasrpaxga OT NOYBEHWUTE MUKPOOPraHM3MK, 3acsrawy GronormyHn u
XMMWUYHM NPOLLECH OKOSIO KOPEHUTE Ha pacTeHUsTa, BKIIOYMTENHO CNOCOBHOCTTa Ha pacTeHusTa ga
dukenpat asoT [27], koeTo BoAM OO0 HeobxoaMMOCTTa OT MOBWLWABAHE HAa HMBATa Ha a30THM
TOpOBe.

EkonornynmaTt edpekt ot ynotpebata Ha KOHBEHLMOHANHW XUIMEHHU CPeacTBa CblO He € 3a
npHebepraaHe!

OTHOCHO npoueca Ha ogobpeHme

Mndo3atsT e ogobpeH 3a u3nonssaHe B uenus EC npes 2002 r., HO eBPONENCKUTe perynaTopHu
areHUMn He N3BBLPLLBAT CBOW CODCTBEHM U3NUTBAHWSA 3a BE30MAcHOCT, @ BMECTO TOBA, pasymnTaT Ha
AaHHMTe, NPeaocTaBeH OT nponasoauTenuTe. MoBeYeTO OT Te3N AaHHM UABAT OT U3CNEeABaHNS Ha
WHOYCTPUSTA, @ HE OT PEeLEH3NpaHN Hay4HU M3CNeaBaHus, a MbpBOHAYANHWTE [JaHHKW HE Ca Ha
Pas3roroXKeHNe 3a HE3aBUCKUM KOHTPOM M OueHKa. lNpouechkT Ha ogobpeHne Ha rmudosata npes
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2002 r. He npeLieHun, fanu TOM MOXe Aia HapyLLK YOBELIKTE XOPMOHW U PENpOAYKTUBHA CUCTEMA.
[MpouecsT onpeaens HABOTO 3a "HonycTUMa AHeBHa Jo3a" - “acceptable daily intake” (ADI), kosito
3a rnugosar B momeHta € 0,3 mg Ha kunorpam TenlecHo Tersio. ToBa e MO-BUCOKO OT HMBATa,
npenopbyaHmn oT Hsakou npoussoauteny mexay 0.05 mg n 0.15mg/kg. HesaBncuma HayyHa oueHka
npe3 2012 r. npeanoxu H1BO Ha 0.025mg/kg [2].

Mpe3 2010 r., repmaHckaTa heaepanHa cnyxba 3a 3awuta Ha notpebutennte n 6e3onacHoOCT Ha
xpaHute (BVL) monycHa nogHoBsiBsiBaHe Ha paspelueHneTto Ha MoHcaHTo 3a ynoTpebaTa Ha
rnugosara.

EBponeickata KOMMCKS Ce Cbracu Aa YObMKU CbLUeCTBYBALLOTO 0J00OpeHne C TpW roauHN [0
2015 r., 3a Oa gage Ha KOMMaHusiTa MoBeve BPeMe 3a MOArOTOBKA Ha 3asBneHuneTo. Ha 28
oktomBpn 2015 r. EBponenckuaT naprameHT OTXBBbPSIM C OPOMHO MHO3MHCTBO MPeanoXeHUeTo
ObpXaBuTE YNEHKM Aa MoraT CamocToATENnHO Aa 3abpaHsBaT BHoca W npogaxbata Ha
paspeLennte B EC reHHO MoandmLmpanmn xpaHn 1 dypaxu Ha cBosi Teputopusi. Motueute —ve e
OTCTBbMMIEHNe OT efWHHUA nasap W MUTHUYECKUS Cbl03 U MPOTUBOPEYM Ha MpUHLMNKTE 3a
cBODOHOTO ABWXEHME HA CTOKM.

C usymnexve pasbupam, ye NP3 cbabpkawm rnugosat Ha Moncanto Opbn C.A. — benrus
OTHOBO Ca paspeLleHn 3a naparernHa Tbprosus B bbrnrapus ¢ pelleHWe BAM3awWo B cuna oOT
26.01.2016r. no 18.02.2023 r.

MpouecbT no opobpeHne Ha EC pasrnexga camo npoyyBaHus Ha rnudosat, a He Ha
AencTBuUTENHaTa hopmyna Ha xepbuumaa, T.e. TOBa, KOETO Ce U3ron3ea oT pepMepy 1 rpaguHapu.
Hsikou u3cnensaHns nokasear, Ye Apyri KOMMNOHEHTW MoraT Aa ce KoMOuHMpaT ¢ rnudgosata 1 aa
ce nosuwK Heroeata TokcuyHocT [13]. M3cneposatenute npegynpexzasar, Ye (POKYCbT camo
BbPXY rnudosata nogueHssa noTeHumanHuTe onacHocTu [5]. Tosa Tpsiba ga nonagHe B obxeara
Ha u3cnefBaHusATa B CBETNMHATA Ha HOBWTE MpaBWna. EHOOKPUMHHUTE eKcrepTu ka3gaT, 4ye e
HeobxoauM no-npeanasnue nogxod. Hama apyr nogxod ocBeH MbfiHa 3abpaHa Ha TMO xpaHuTe.
‘He Tpsbea ga ce 3abnyxgaBame, Ye C HAKAKBI 3aKOHM U rpaHMLM MOXKEM [a KOHTPOnMpame Hewlo,
KOETO B CBLIHOCTTAa CW € HenpeackasyemMo W aBTOMATUYHO Heyabpxumo.”- kassa [-p Mankbn
AHTOHWY, [MaBeH NeKTop MO MOMeKyNsipHa NaTomnorus.

Hanuue ca goctaTbyHO JoKasaTesicTea 3a eKONOrMYHUTE U 3apaBHUTE Nocneaunum ot rmundosara,
KOMTO Npeam3BukBaT Be3nokoincTso. ,Kato ce nma npeasuma, Ye pe3yntatute OT HalwuTe TeCToBe
nokaseaT NPUCHCTBKE Ha rMno3aT B Tenarta Ha xopaTta, HWe 1ckaMe [Ja 3HaeM Kak rmudgo3aTsT,
HamepeH B NpobuTe YoBeLLKa ypuHa € B3I B TANOTO M Kakeu MoraT Aa 6baaT nocneguuute ot
NOCTOSIHHATa eKCNo3uLMS Ha HUCKM HMBa Ha rnudosat. Kakso ce cnyysa ¢ rmudosata, KOUTO
ocraBa B Tn0T10?"- MNpusitenu Ha 3emata EBpona.

He3abaBHu Mepku:

EC n HaunoHanHuTe NpaBuTENCTBa Aa 3anoyHat nporpama 3a MOHUTOPUHT Ha rKng03aT B XpaHuTe
n pypaxuTe, BKIKOYUTENHO BHOCHW CYPOBMHM 3a U3XpaHBaHE Ha XMBOTHW, kaTo M cos. HuBaTta Ha
rmucosat (kakto M Ha pasrpageHuss npogykt AMPA) B okonHata cpega Tpsbsa ga 6bpart
HabnogaBaHwu, kato ce obxBaHaT BOAHUTE CUCTEMM W MOYBaTa. Te3n Nporpamit 3a MOHUTOPUHT
TpsibBa na 6bgat BceobxBaTHM M pe3yntaTute Tpsbea ga 6bgaT HanpaBeHu Ny6nnYHO AOCTOSHUE
He3abaBHo.

HauuoHanHute npasutencrea Tpsbsa fa BbBeAaT nporpaMa 3a HamanseaHe Ha ynoTtpebata Ha
rmucho3aT, a M3CyLlaBaHeTo Ype3 rundgo3aTt (MpbCkaHe Ha KynTypuTe Manko npean npubupaHeTto
Ha pekonTata) TpsibBa Aa 6bae 3abpaHeHo HeszabaBHO. BCWYkM Opyrit HAUMHK 3a U3NON3BaHE Ha
rmucposat Tpsbsawe Aa Obaar oueHenn go 2015 r., KaToO CblieCTByBaWMUTE MaKCUMAmNHO
AONyCTUMM rpaHuum Ha ocTaTbyHK BewecTBa (MRLS) cnegga Aa ce npepasrnegar.

He Tpsbea ga 6waat paspewasann B EC ( M He camo Tam) yCTOMYMBK KbM MNG03aT reHeTUYHO
MOANULMPAHN KyNTYpU.
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Bcuuku npepaboTBaTtenu Ha XpaHu U TbproBLm Ha ApebHo TpsbBa fa MUHUMU3MPAT u3naraHeTo Ha
CBOWTE KNWEHTU Ha OCTaTbuUM OT rnudo3aTt, Ypes onpedensHe Ha npogykTu ,6e3 rnudosar” ot
TEXHUTE A0CTaBuMun. Te TpsabBa Aa pasLUMpAT CBOSTA BbTPELHA Nporpama 3a MOHUTOPUHI Ha
necTuuMan 1 aa BKNKYBAT rMKdo3ata B peAOBHOTO TECTBAHE.

B cbcraBa Ha NpoayKTW 3a pacTUTenHa 3aluTa fa Ce BKITOYBAT CaMO BeLlecTBa, 3a KOWUTO e
rnokasaHo, Ye onpefeneHo ca OT Mon3a 3a PacTEHNEBBACTBOTO U KOUTO He Ce OYakBa [a okaxar
BPEAHO Bb3AEMCTBME BbPXY 3APABETO HAa XOpaTa UMM Ha JKMBOTHUTE, HWUTO MbK HEMPUEMWBO
Bb3[eNCTBIe BbpXY OKONHaTa cpefa. 3a [Ja ce NOCTUTHE efjHaKBa CTENEH Ha 3alluTa BbB BCUYKM
ObpXaBu, peLLeHNeTo 3a JOMyCTUMOCT MM HeJonyCTUMOCT Ha TakiBa BellecTBa criefpa [fa ce
B3eMa Ha 0BLHOCTHO paBHMLLE Bb3 OCHOBA Ha XapMOHU3MPaHW Kputepun. Tean Kputepum crnegga
[a Ce npunarat nNpu MbpeOTO 040OpeHMe Ha aKTMBHO BellecTBO. 3a Beve 0J0DpeHN aKTMBHU
BELLECTBa, KpUTEPUNUTE CreaBa Aa ce npunarat nNpu NOSHOBSBAHETO WM NpepasrnexaaHeTo Ha
onobpexneto um. [32]

Cnega pa 6bae HacbpyaBaHO pas3pabOTBAHETO Ha METOAM, NPU KOMTO HEe Ce W3BbpLUBa
W3NUTBaHe BbPXY KMBOTHW, C LieN 4a ce nonyyaT AaHHW, KOWTO ca OT 3HayeHue 3a YoBeka, U fa
Ce 3aMeHST M3NOJI3BaHNTE NOHACTOALLEM U3CNEABAHNSA Ha XUBOTHU. [32]

OT eTYHM CbOOPaKEHNS OLEHKAaTa Ha akTUBHO BELLECTBO UMK Ha NPOLYKT 3a pacTUTeNHa 3almTa
He cneaBa 4a Ce OCHOBABA Ha M3NWUTBAHWUS NN W3CIeABaHMS, NPY KOUTO aKTMBHOTO BELLECTBO UMK
NPOAYKTLT 3a pacTUTenHa 3awuTa YMULLNEHO Ce [aBa Ha Xopa C Len Aa ce onpegdenv 3a
aKTUBHOTO BELLECTBO ,HMBOTO", NPW KOETO He ce Habrogasa Bb3feicTBme BbpXy YoBeka. [32]

Mo CXOA€H HayMH TOKCMKONOTMYHWTE WM3CNEABaHWS, NMPOBEAEHM BbPXY XOpa, He creasa Aa ce
ynoTpebsBaT 3a NoHWxaBaHe Ha rpaHuuuTe Ha 6e3onacHOCT 3a akTUBHU BELLeCTBA UK NPOAYKTH
3a pacTutenHa sawura. [32]

3akntoyeHue

[Munco3aTbT — € onaceH 3a 4osewkoTo 3apase. Cnopeg C30 ,ca Hanuue [OCTaTbYHO
[iokasaTencTea, 3a Aa knacuduumpa rnugo3arsbT, KaTo BEPOSATHO KaHLEpOreHeH 3a 4oBeka“.
[eHETUYHO MoAMdMLMpaHUTE KyNTYpu W npbCkaHuTe ¢ Roundup nnesenu, KakTo U XMBOTHUTE
XPaHEHN CbC 3bPHEHWN XpaHK, OTrnedaHmn kato Roundup-ready KynTypu n XpaHuTe OT Tean KynTypw,
nonagat B YMHMATA HU BCEkW OeH. ToBa 03HayaBa, Ye B TANOTO HWU Ce HaTpynBa TOKCUYEH TOBAp
BbB BPEMETO. 3aToBa ca Heobxoaymu He3abaBHY MEepKM OT NMPaBMTENCTBaTa Ha BCUYKM ObpKasy,
TokcnyHuTe MO XpaHu 4a He nonagat B XPaHUTENMHUS HU PEXWUM, 3a [a KUBEEM C NO-MabK prck
0T 3abonsBaHWs ¥ NO-AbITHIO.
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Drawing up of a suitable training program for athletes is essential for reaching high sport
achievements. There are various tests to assess the functional status of athletes. One of the most
common tests used to define an appropriate training program is the maximum aerobic test (VO2max
test). It provides objective data on the functional capabilities of the athletes as the parameter maximum
rate of oxygen consumption (VO2max) gives a reliable information about the state of the cardiovascular
system, lung capacity and condition of skeletal muscle. This test has good reproducibility and is
considered the "gold standard" in the coaching practice. In this test the oxygen consumption is
increased many times when compared to the consumption at rest, which could induce oxidative stress
(OS). In this study the effect of VO,max test on oxidative status of athletes was assessed. Our results
indicated that the test performance leads to OS development, as the degree of oxidative changes
depends on the training level of the respondents. In well trained athletes the changes in OS biomarkers
are hardly to be established because of regular training that improves the functioning of endogenous
antioxidant systems and in this way prevent the induction and development of OS. So change or lack of
change in pro/antioxidant status of athletes can serve as an indicator of adaptation processes occurring
in the body as a result of the training process.
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Abstract

Nowadays, electronic devices are entering boldly even the lives of ordinary people. Along with
other amenities, the applications related to health are also extremely important. Fortunately, the life-
threatening indicators may be tracked online and transmitted to physician in real time. Parameters are
tracked during rest, work or sport. Under control are also devices in the body - pacemakers, insulin
pumps and others. Companies producing electronic devices compete in the creation of new applications
related to health. Physicians will be able to prescribe these devices to track diabetes and wellness, or
optimize a patient's diet. Some of these are available as consumer versions today, but we'll eventually
use them to diagnose psychiatric or neurologic conditions early. Health monitoring system aims to treat
symptoms before they could even come to the surface and hence prevent iliness. The idea is to provide
monitoring system in case the patient is not in clinical environment. The analyses showed that the
proposed system is convenient and reliable and ensures data security at low cost. In addition, the
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developed system is equipped to generate warning messages to the doctor and patient under critical
circumstances.

Key words: delivery of health care, health monitoring system, smartphone apps, mobile health,
self-diagnostic, telemedicine, electronic health files, Apple, Android

Advances in technology have contributed to many changes in human daily life, for example
mobile phone has become more than a tool for communication. The new generation of mobile phones
known as smartphones, support many functions such as Internet Browser, Java application, GPS,
Bluetooth/infrared and other future functions. These powerful functions make the smartphones suitable
for use in the health monitoring field. Portable health systems can comprise various types of small
physiological sensors, which enable continuous monitoring of a variety of human vital signs and other
physiological parameters such as heart rate, respiration rate, body temperature, blood pressure,
perspiration, oxygen saturation, electrocardiogram (ECG), body posture and activity etc. Furthermore,
due to embedded transmission modules and processing capabilities portable health monitoring systems
can facilitate portable wearable unobtrusive solutions for continuous all-day and any-place health,
mental and activity status monitoring [6].

Smartphone based activity recognition has recently received remarkable attention in various
applications of mobile health such as safety monitoring, fithess tracking, and disease prediction. To
achieve more accurate and simplified medical monitoring, the authors propose a self-learning scheme
for patients' activity recognition, in which a patient only needs to carry an ordinary smartphone that
contains common motion sensors. After the real-time data collection though this smartphone, we
preprocess the data using coordinate system transformation to eliminate phone orientation influence [4].

The idea is to provide the monitoring system even if the patient is not in clinical environment. In
general practice, apps could play an important future role in supporting medical education and practice.
Another objective is to explore medical students' perceptions regarding the potential of these apps for
training and subsequent work as a physician. [9].

Basically, the existing system is used for health monitoring only available in hospital and
outside. Monitoring can be done when the patient is on the bed. From that, monitoring and recording of
physiological parameters of patients outside the clinical environment is becoming increasingly important
in research as well as in applied physiology and medicine in general. As a result, patient still can be
continuously monitored even if he had been discharged or can be used as personal health monitoring.
In order to provide the health monitoring system when the patients are out of clinical environment many
things needs to be considered. The first thing is mobility. The system need to be unobtrusive for the
daily life of users, easy to use (user- friendly) and easy to set up. Secondly, the low cost system is more
prefered. Last but not least, reliable data transmissions everywhere and at anytime should be provided
[3].

The ubiquitous use and advancement in built-in smartphone sensors and the development in
big data processing have been beneficial in several fields including healthcare. Among the basic
vitals monitoring, pulse rate monitoring is the most important healthcare necessity. A multimedia video
stream data acquired by built-in smartphone camera can be used to estimate it. In this paper, an
algorithm that uses only smartphone camera as a sensor to estimate pulse rate using
Photoplethysmograph (PPG) signals is proposed. The results obtained by the proposed algorithm are
compared with the actual pulse rate and the maximum error found is 3 beats per minute. The standard
deviation in percentage error and percentage accuracy is found to be 0.68 % whereas the average
percentage error and percentage accuracy is found to be 1.98 % and 98.02 % respectively [10].

The delivery of psychiatric care is changing with a new emphasis on integrated care,
preventative measures, population health, and the biological basis of disease. Fundamental to this
transformation are big data and advances in the ability to analyze these data. The impact of big data on
the routine treatment of bipolar disorder today and in the near future is discussed, with examples that
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relate to health policy, the discovery of new associations, and the study of rare events. The primary
sources of big data today are electronic medical records (EMR), claims, and registry data from providers
and payers. In the near future, data created by patients from active monitoring, passive monitoring of
Internet and smartphone activities, and from sensors may be integrated with the EMR [7].

It has been developed a patient-centered, smartphone-based, diabetes care system (PSDCS).
This study aims to test the feasibility of glycosylated hemoglobin (HbA1c) reduction with the PSDCS.
That study was a single-arm pilot study. The participants with type 2 diabetes mellitus were instructed to
use the PSDCS, which integrates a Bluetooth-connected glucometer, digital food diary, and wearable
physical activity monitoring device. The primary end point was the change in HbA1c from baseline after
a 12-week intervention [6].

Cardiovascular disease (CVD) is the leading cause of morbidity and mortality in the US.
Emerging employer-sponsored work health programs (WHP) and Digital health intervention (DHI)
provide monitoring and guidance based on participants' health risk assessments, but with uncertain
success. DHI-mobile technology including online and smartphone interventions-has previously been
found to be beneficial in reducing CVD outcomes and risk factors, however its use and efficacy in a
large, multisite, primary prevention cohort has not been described to date. We analyzed usage of DHI
and change in intermediate markers of CVD over the course of one year in 30,974 participants of a
WHP across 81 organizations in 42 states between 2011 and 2014, stratified by participation log-ins
categorized as no (n = 14,173), very low (<12/yr, n = 12,260), monthly (n = 3,360), weekly (n = 651), or
semi-weekly (at least twice per week). We assessed changes in weight, waist circumference, body
mass index (BMI), blood pressure, lipids, and glucose at one year, as a function of participation level.
We utilized a Poisson regression model to analyze variables associated with increased participation.
Furthermore, participants previously underrepresented in WHPs (females and Hispanics) and those with
an increased number of CVD risk factors including age and elevated BMI show increased adherence to
DHI, supporting the use of this low-cost intervention to improve CVD health [11].

The telemedical system focuses on the measurement and evaluation of vital parameters, e.g.
ECG, heart rate, heart rate variability, Body Temperature, plethysmography. Based on design of a
(Wireless) Body Area Network connected to an Android smartphone the Real-Time system features
several capabilities: Data acquisition in the (W)BAN plus the use of the smartphone sensors, patient
localization, data storage, analysis and visualization on the smartphone, data transmission and
emergency communication with first responders and a clinical server. Smart and energy efficient sensor
nodes acquire physiological parameters, perform signal processing and data analysis and transmit
measurement values to a coordinator node. In the second design sensors are connected via cable to an
embedded system. Data are transferred via Bluetooth to an Android based smartphone.

Health monitoring system (HMS) has gained attention of many researchers & has created new
health and wellness dimensions with a holistic approach to life. Modern medicine, being the most
prevalent and widely practiced and are limited only to primary, secondary and tertiary preventions only.
However, HMS aims to treat symptoms before they could even surface and hence prevent illness. For
an illness to develop the first thing which occurs is a change in cell energy levels. If this change is
ignored, a change in bio-chemicals occur, if this too is ignored the blood test would show an abnormality
and if this is also ignored, structural changes occur and the person falls ill [4].

Online telemedicine systems are useful due to the possibility of timely and efficient healthcare
services. The system is conceptualized to provide an interface between the doctor and the patients for
two-way communication. The main purpose is to facilitate the remote cardiac patients in getting latest
healthcare services which might not be possible otherwise due to low doctor-to-patient ratio. The
developed monitoring system is then evaluated for 40 individuals (aged between 18 and 66 years) using
wearable sensors while holding an Android device (i.e., smartphone under supervision of the experts).
The performance analysis shows that the proposed system is reliable and helpful due to high speed.
The analyses showed that the proposed system is convenient and reliable and ensures data security at
low cost. In addition, the developed system is equipped to generate warning messages to the doctor
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and patient under critical circumstances [5]. For example: cardiovascular diseases are the most
common cause of death worldwide and are characterized by arrhythmia (i.e. irregular rhythm of
heartbeat). Arrhythmia occasionally happens under certain conditions, such as stress. Therefore, it is
difficult to be diagnosed using electrocardiogram (ECG) devices available in hospitals for just a few
minutes. Constant diagnosis and monitoring of heartbeat is required to reduce death caused by
cardiovascular diseases.

Mobile healthcare system has emerged as a potential solution to assist patients
in monitoring their own heart condition, especially those who are isolated from the reference hospital.
This paper proposes a self-diagnostic electrocardiogram system for mobile healthcare that has the
capability to perform a real-time ECG diagnostic. The self-diagnostic capability of a real-time ECG signal
is achieved by implementing a detrended fluctuation analysis (DFA) method. The result obtained from
DFA is used to display the patient's health condition on a smartphoneanytime and anywhere. If
the health condition is critical, the system will alert the patient and his medical practitioner for further
diagnosis. Experimental results verified the validity of the developed ECG diagnostic application on
a smartphone. The proposed system can potentially reduce death caused by cardiovascular diseases
by alerting the patient possibly undergoing a heart attack [2].

In a project [8], the authors sought to design, develop, and evaluate a prototype mobile cloud-
based mHealth app, "PD Dr", which collects quantitative and objective information about Parkinson's
disease (PD) and would enable home-based assessment and monitoring of major PD symptoms. The
authors designed and developed a mobile app on the Android platform to collect PD-related motion data
using the smartphone 3D accelerometer and to send the data to a cloud service for storage, data
processing, and PD symptoms severity estimation. To evaluate this system, data from the system were
collected from 40 patients with PD and compared with experts' rating on standardized rating scales.

The evaluation showed that PD Dr could effectively capture important motion features that
differentiate PD severity and identify critical symptoms. For hand resting tremor detection, the sensitivity
was 0.77 and accuracy was 0.82. For gait difficulty detection, the sensitivity was 0.89 and accuracy was
0.81. In PD severity estimation, the captured motion features also demonstrated strong correlation with
PD severity stage, hand resting tremor severity, and gait difficulty. The system is simple to use, user
friendly, and economically affordable. The key contribution of this study was building a mobile PD
assessment and monitoring system to extend current PD assessment based in the clinic setting to the
home-based environment. The results of this study proved feasibility and a promising future for utilizing
mobile technology in PD management [8].

Interesting application is the so-called stroke riskmeter (displayed as a blue icon) - making
survey of patient’s indicators and calculating the risk of stroke.

These devices will send real-time ECG information, temperature, position, heart rate, stress
level, or caloric burn through the Web to any clinician or pediatrician in the world. That's a lot of data.
We're going to be able to use those in the inpatient and outpatient.

Another example is dermatology. The patient can take a standard camera or a dermatoscope
and take a picture of a skin lesion. Instead of making a dermatology consultation and possibly wait for
months, you can send the image directly to dermatologists, and they can tell whether it is a melanoma
or a mole. Soon, new applications with machine learning will be able to tell whether the lesion is
dangerous and track the lesion over time. Such fields as dermatology, pathology, and radiology, which
are all based on pattern recognition, are going to be shaped, and in some cases disrupted, by
technology. Parents of children with ear infections can use a smartphone case with an otoscope [1].

The app can even tell the difference between arterial fibrillation (AF) and a normal rhythm,
which is useful for triage or screening, or for a patient with a particular condition. This can be used for
gastroenteritis, tracking peak flow in asthma, picking up diseases - even lung cancer can be detected
through breath assessment. We're in an era of quantified self-help, using patches and other devices that
can track your breath to determine your blood alcohol level, or the quality of your breath. These also can
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track your hydration level, and we will use these to pick up disease early. Devices can track your voice.
Smartphones can be used as a sensor for detecting mental health [1].

Some of the tools and technologies we have on the table are already here and will reshape
health and medicine. One of them is a medical "tricorder." Almost every consumer and parent will have
this kind of technology in their home in a couple of years. You hold it to your forehead, and it tracks your
temperature, heart rate, and oxygen saturation, and calculates your blood pressure. These are currently
in clinical trials, but will eventually replace the digital thermometer. We're going to see the integration of
these technologies at home, which provide data that will upload through your smartphone to your
clinician [1]. This will be tele-doctor. Nurse going home visits and send images and data in the doctor's
office and he would not waste time.

We will have smart point-of-care lab tests, which require you to spit in a tube or dip a strip in
your urine. An app on your phone will analyze the data and send the influenza screen or urine analysis
results to your clinician or pediatrician. There will be many ways for consumers to be empowered to use
these at home.

A simple skype conversation may diagnose autism. For example: children with autism change
eye contact throughout conversation; now researchers can track and measure eye movements [1]. Soin
the next 5 or 10 years, the patients and the doctors are going to get more reliable information from these
devices and apps, which can make our lives better and increase the convenience of consulting with
patients. Moreover, patients' lives will be improved.
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FO11. UHAMBUAOYANU3SUPAHATA TAPTETHA TEPAMNUA - HOBU U3NCKBAHUA KbM
TbKAHHATA OBPABOTKA HA BUOTNCUYHUTE MATEPUAIN

3apaska MeTposa

Mazucmbp no obwecmeseHo 30pase u 30pageH MeHUOXMBbHM, Cmapuwiu MeOUYUHCKU flabopaHm,
Kamedpa no obwa u knuHuyHa namonoeusi, BMA , yn.“Teopau Cocputicku” Ne3, Cogpusi, bvneapus

BbBedeHuwe — WHavBuayanusupaHa TapreTHa Tepanusi € CbBpPEMEHeH MOAXOL B NEYEHUETO Ha
OHKOMornyHUTE 3abonsBaHus, OCHOBaBal, Ce Ha W3bopa Ha MeduKaMeHT, Bb3 OCHOHOBA Ha
[0Ka3BaHETO B TyMOpHaTa TbkaH Ha Guomapkepun /OHK, PHK, npotemHu/ ¢ yctaHoBeHa npeauKTUBHa
InpeAckasBalla pesynrata OT NevyeHWeTo/ CTOMHOCT. MI3TOYHMK Ha MHGOpMaLMa 3a HanWyveTo Uru
0TCbCTBMETO Ha npeaukTueHuTe daktopn /[EGFR, KRAS, BRCA1, BRCA2, HER2/ moxe aa 6bae camo
(hUKCMpaHNAT BbB (hopManiH 1 BKoYeH B napacuH /FFPE/ GruoncuyeH TbkaHeH maTepuan oT Tymopa
Ha KOHKPETHWS NaLWeHT.

Llen - [la ce oueHM 3HAa4eHMETO Ha KayecTBeHaTa TbkaHHa 0bpaboTka Ha BuoncuyHUTE MaTepuanu
KaTo KIIOYOBO YCNOBME 3a MPWUrOAHOCTTa UM NMpW W3CneaBaHe Ha MpeaukTUBHU Guomapkepn W
OnpefensiHeTo Ha MHAMBMOYanM3apaHa TapreTHa Tepanus.

Matepuan u metogn — CpaBHsBaT Ce pesyntatute OT TEHETUYHW U3CMefBaHUs Ha NPeayKTUBHM
Buomapkepu BbB hopManiH-huKCMpaHm, BKIKYEHN B napaduH TbkaHHW npobu /FFPE/, nognoxexn Ha
pasNYHK YCroBUS Ha (huKcaums 1 TbkaHHa obpaboTka.

Pesyntatu — PelwaBal ¢haktopu 3a 3anas3saHe Ha AuMarHoCTMYHaTa NpUrogHOCT Ha ThKaHHUTE Npobu
npu n3creaBaHe Ha NPeauKTUBHUTE Bromapkepy UMaT MUHUMANHOTO BpeMe MeXAy npekpaTsBaHeTo
Ha TbKaHHOTO KpbBOCHabasBaHe [0 MOCTABSHETO BBbB (PUKCATOP, WU3MOS3BAHETO M3KMOYUTENHO Ha
10% HeyTpaneH bycepupaH dopmanuH B cboTHoweHne 10:1 cnpsaMo TbkaHTa, CTPOro IMMUTUPaHO
BpeMe 3a cukcaums — oT 6 go 72 yaca. HageuiwaeaHeTo Ha TemnepatypaTta Hag 58°C B npoueca Ha
TbkaHHa obpaboTka BoaM OO0 Heobpatumo dedparmeHtupaHe Ha [OHK, xugponusa Ha PHK u
NPEKOMEPHO OMpEXBaHe Ha NMPOTEMHUTE CbC Cb3AaBaHe Ha KPbCTOCAHW Bpb3kW. Bb3HMKBAHETO Ha
TE€3M W3MEHEHWs e MpuyMHa 3a MonyvyaBaHe Ha HEWHTeprpeTMpyemu pesyntaté OT reHeTUYHUTE
n3cnenBaHus 1 HEBb3MOXHOCT 3a U30OP Ha TapreTHW TepaneBTUYHN MeaVKaMEHTH.

MU3Bogn - CBoeBpemeHHaTa W afekBaTHa (ukcauus ¥ LWapsdwara TbkaHHa obpaboTka Ha
BuoncuyHUTe MaTepuanu ca peluaBallo YCoBWME 3a YCMELHOTO MpunaraHe Ha AWarHOCTUYHWUTE
MeToaw 3a u3bop Ha MHAMBUAYANHO cneyudmyiHa cTpaTerns Ha NPOTUBOTYMOpPHATa Tepanus.
KnioyoBun pymu - WHaouBuoyanusupaHa TapreTHa Tepanusi, NpeaukTuBeH (hakTop, afekBaTHa
dukcaums, TbkaHHa npoba, HER2, KRAS, BRCA1/2, FFPE.
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INDIVIDUALIZED TARGETED THERAPY - NEW REQUIREMENTS FOR PROCESSING TISSUE
BIOPSY

Zdravka Petrova

Magister of Health management, Head Laboratory technician
MILITARY MEDICAL ACADEMY , Department of General and Clinical Pathology,
Georgy Sofiisky Str. 3, 1606, Sofia, BULGARIA

Introduction - Individually targeted therapy is a modern approach in the treatment of oncological
diseases, based on the choice of drug, depending on evidence in tumor tissue biomarkers /DNA, RNA,
proteins/ identified predictive /predictive of treatment outcome/ value. Source of information on the
presence or absence of predictive factors /EGFR,KRAS, BRCA1, BRCA2, HER2/ can only be fixed in
formalin and embedded in paraffin / FFPE/ biopsy tissue from the tumor material of the patient.
Objective - To assess the importance of quality tissue processing biopsy as a key condition for their
suitability in the study of predictive biomarkers and defining individualized targeted therapy.
Material and methods - Compare the results of genetic studies of predictive biomarkers in formalin-
fixed, paraffin-embedded tissue samples / FFPE /, subject to various conditions of fixation and tissue
processing.

Results — A determinant factors for maintaining the diagnostic capability of tissue samples in the study
of predictive biomarkers have the minimum time between the termination of tissue blood supply to
putting in fixative used exclusively in 10% neutral buffered formalin at a ratio of 10:1 relative to tissue
strictly limited time fixation - from 6 to 72 hours. Exceeding the temperature above 58°C in the course of
tissue treatment leads to irreversible defragmentation of DNA, RNA, and hydrolysis of excessive cross
linking of proteins by creating crossed links. The occurrence of these changes is the reason for getting
subject of interpretation results of genetic research and inability to choice of target therapeutic drugs.
Conclusions - Timely and adequate fixation and gentle tissue handling biopsy materials are
determinant for the successful implementation of diagnostic methods for the selection of individual
specific strategy of anti-tumor therapy.
Keywords - Individually targeted therapy, predictive factor, adequate fixation, tissue sample, EGFR,
HER2, KRAS, BRCA1/ 2, FFPE.
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FP1. BATAMWH E - CTUMYJIATOP U UHXUBUTOP

[ecucnasa Abapgxuesa
MHemumym no 6uosnoeausi U UMyHOMo2US Ha pa3MHoxasaHemo ,akad. K. bpamaHog®,
BAH, Cogpus, byn. ,Llapuepadcko woce” 73

Ab6cTpakT: Butammn E ce Hamupa B roniemmn Konuyectsa B pacTUTENHM Macna, SveH XbaTbK, YepeH
Apob, 3eneHn M NUCTHU pacTeHus. Bbnpekn ye BuTamuH E vMa MHOXECTBO (DYHKLMM Npu xopa U
XMBOTHW, KIKOMOBaTa My pOSis € Ha aHTUOKCWOAHT, KaTo 3alMTaBa KMeTkUTe OT OKCUAATUBHO
yBpexgaHe. OT OTKpMBAHETO My, HSKOMKO NpOyYBaHUsi Ca nokasanu, Ye HegocTur Ha ButamuH E
NPUYMHSABA YBpEXOAHE Ha Bb3NPOM3BOAMTENHATA (DYHKUMS Mpu xopa U NabopaToOpHM KMBOTHM.
Bbnpekn TOBa, eektuTe Ha BUTaMUH E oeduumt unu HEroBoTo JOMbfiBaHE KbM (hepTunuTeTa ca
PA3HOMOCOYHM, Tbil KATO MPU XEHCKUTE UMa CTUMyNUpaly edeKkT Hag penpopyKTUBHUS TpakT U
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donukynoreHesaTa; [OKaToO NPy MbXKWTE, MOCMEeJHUTE OaHHW 0 MperopbyBaT KaTto MHXMGMTOP,
cTonupall TYMOPHO TbKaHHM paspacTBaHus. ETO 3awo, UANOCTEH npernieq OTHOCHO edekTa Ha
BuTaMuH E e Heobxoamm, 3a aa ce pasbepe NpaBUNHO ponsiTa My C Lien NoaabpxaHe 1 3anasBaHe Ha
KayecTBaTa Ha rameTuTe.

Knroyosu ymu: sumamuH E, pepmunHu goyHKyuu

Abstract: Vitamin E is found in vegetable oils, egg yolks, liver, green and leafy plants. Although vitamin
E has many functions in humans and animals, its key role as an antioxidant, protecting cells from
oxidative damage. Several studies have shown that vitamin E deficiency causes impaired fertility in
humans and animals. However, the effects of vitamin E deficiency or supplementing to fertility are
different, since the female has a stimulating effect on the reproductive tract and folliculogenesis; while in
males, the latest data recommend it as an inhibitor, stopping tumor tissue growths. Therefore, a
comprehensive review on the effect of vitamin E is the need to properly understand its role in order to
maintain and preserve the quality of gametes.

Key words: vitamin E, fertility functions

ButamnH E e eauH OT YeTupuTe MacTHO pasTBOPUMM BUTaMUHK, HEOOXOOMMM 33 BCUYKM
BosanHuum. MpupogHute My POpMKU Ce CUHTE3NPAT B pacTeHWsiTa U Ce CbCTOAT OT rpyna CBbp3aHu
CbeduHeHUs, TOKO(eponu U TOKOTPUEHOMW, KOUTO MOKasBaT pasfnyHa cTeneH Ha 6GuornorumyHa
aKTMBHOCT. B CTPYKTYpHO OTHOWEHWE, CbeauHeHWsTa CbObpXaT XUOPOXMHOHOBO AP0 M
W30MpeHonaHa Bepura, HO ce pasnuyasat No OTHOLIEHWE Ha Pa3nofiOXEHUETO Ha MeTunoBaTa rpyna
Ha CTpaHWYHaTa Bepura Ha apoMaTHWS NPbCTeH. CTPYKTYPHUTE pasfivku KOHTPONMPAT aKTUBHOCTTA Ha
BUTaMWH E B pasnunyHuTe CbeduHeHWs. a-TOKO(EPOn e Ham-pas3npoCcTpaHeH U nokas3Ba Hal-BUCOKA
CcTeneH Ha BronornyHa akTMBHOCT OT ECTECTBEHO CpeLLaLy ce dopmmu Ha BUTammnHa [23].

ButamuH E ce Hamupa B 1306unue B pacTUTENHWN Macna, SNYeH XbATbK, YepeH apob, 3eneHun
n nuctin pactenns [30]. lNpepnaraHuTe Ha nasapa W3TOYHULWM Ca CUHTE3MpaHU OT AecTunatu,
BTOPUYHW MPOAYKTM OT PacTUTENHOTO NPOW3BOACTBO, KOWUTO CbAbPXAT CMeC OT TOKOGeponu, no-
YCTOMYMBMW Ca Ha OKUCTIEHWE W CriefoBaTerNHO No-CTabunHu no Bpeme Ha 0bpaboTka 1 CbXpaHeHue.
OkucnUTENHO paspyllaBaHe Ha BUTaMUH E ce nosullaBa OT u3naraHe Ha KUCMOpoA, TONUHa, Brara,
UV ceetnuHa [9].

WUcTopuyecka nicpopmauus

Butamue E Oun otkput npe3 1922 r. ot Evans and Bishop u HapeueH Tokodepon. Te
NOEHTUDULMPAnW HEU3BECTHU Jocera CbeANHEHNS B MWEHUYEH 3apOauLL, Mapyns v niouepHa. Teau
OpraHWYHU CbeAMHEHMS ca ONpeaeneHn OT CbLIECTBEHO 3HAYEHME 3a HOPMArHOTO Bb3NPOU3BOACTBO
Ha xeHcku nbxose [14]. "Tokocepon" npouanusa oOT rpbukata gyma "fokos" (paxgaHe Ha gete unu
NOTOMCTBO), rpbUKaTa gyma "pherein” (ga npoussexaam), ¥ OKOHYaHUETO "011", KOETO CTPYKTYPHO rO
onpegens kato alcohol [11]. Hain-paHHuTe npoyyBaHus ¢ BUTaMUH E ca pokycupaHu BbpXy pasiinyHu
acnekTy Ha penpoLyKTUBHUTE CNOCOBHOCTM Ha CENCKOCTOMAHCKM KUBOTHM, KAaTo Ce npeanonarat HIKou
OMOXMMWNYHM (DYHKLMM HA BUTAMMHA B pe3ynTaT Ha aHTUOKCMAAHTHaTa My akTuBHOCT [22]. Mpes 1957r.
€ [I0Ka3aHo, Ye HeKpo3a Ha YepHus Apob Npu NTbXoBE M eKCydaTWBHA AuaTtesa npu nuneTa Moxe ha
Obae nNpefoTBPATEHO, YpPe3 BKMNKOYBAHE HA KOMMOHEHTU, Chabpxawy BuTaMuH E (Hanp. 6upeHa mas)
[35].

AGcop6ums n TpaHcnopT

MpueTnaT ButammH E acouuvpa ¢ nunuauTe B CTOMALUHO-YPEBHWS TPaKT, nopagu CBOSIT
xmapodobeH xapaktep. lMbpBOHAYanHO HaBnM3a B YPEBHMS JIYMEH BbB BPb3Ka C TPUIMMLEPUAN, HO
HeroBaTa abcopbums He ce cryyBa, AOKATO Te3N CbeaNHEHUS Ce pasrpadsT, Ypes nunasa-meaumpaHa
XMaponu3a B He ecTeputuLmMpaHn MacTHU KUCEMWHU WU [B-MOHOMIMLEPUAN - CTPYKTYPU AOCTATbYHO
Manku 3a Aa npemuHaT npe3 membpaHata Ha TbHKMTE YepBa. He ectepudmumpaHnte MacTHu
KACESMHM U B-MOHOMMULEPUANTE B3aUMOAENCTBAT C XITbYHU CONM M 0Bpa3yBaT CMECEHU MULENMN.
Mopagun M3KNYUTENHO ManKus CY pa3mep, CMECEHUTE MULENW ca PaBHOMEPHO AMCMEPrMpaHn BbB
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BoAHaTa (ha3a Ha uyepBHWS NymeH [12]. Mo-cneumanHo, sutamud E ce abcopbupa, nocpeactsom
obpasyBaHe Ha ankoxon npu obukHoBeHa audpysus [3]. Camo 20-30% ot npuetws BuTamuH E ce
abcopbupa, obave, edekTMBHOCTTA Ha YCBOSIBAHETO € 0BpaTHO NpOMOpLUMOHArHa Ha HanW4yHOTO
Konu4ecTBO B xpaHaTta [27]. Cnepn ToBa, BUTaMUH E HaBnu3a B KNETbYHUTE OpraHenu umu TeXHUTe
MeMbpaHu, Unn ocTaBa B LWTO30Ma. Te3n pakuuu, NpeMnHaBaT npe3 eHAONNa3MEHNs PETUKYNYM,
cnep ToBa B amaparta Ha lonmku, kboeto um ce fobass MpOTEMHOBA YacT U Ce nakeTupar B
CEKPETOPHUTE BE3WKyNM KaTo XMNOMWKPOHW. [lopagu CBOS JUMOMPOTEMHOB KOMMOHEHT CTaBa
CpaBHWTENHO pasTBOPUM U ce ocBObOXaBa, Ype3 eksouuTo3a B NMMHaTa umpkynauus. Kato
XMNOMUKPOHEH KOMMOHEHT HaBMU3a B KPbBTA C NMMEHO BNUBaHE Npe3 ASCHOTO Npeachpane.

MofobHO Ha ApyrM MacTHOPa3TBOPUMM BUTaMWHMW, BUTaMMH E ce TpaHcnopTupa 4O KpbBTa,
CBBbP3aH C Mosiekyna Hocuten. Bbnpeku ToBa, 3a pasnuka OT BUTaMWUH A, KOWTO 13nonsea cneuuduyeH
HOCUTEN - MpOTewH, BUTaMUH E ce TpaHcnopTupa ypes LMpKynauus KaTo KOMMOHEHT Ha CepyMeH
nunonpoTenH [2]. VIHTepecHo e, 4Ye NWUNONPOTEMHUTE Ca BWAOBO cneuuduyHn. Taka Hanpumep,
roBeaara, NoAAbLPXaT Mo-rongmara YacT OT TEXHWUS BUTaMWH E B nunonpoTenHuTe ¢ BUCOKA NITbTHOCT
(HDL) [20]. ObpaTHo, npu 4oBeka Mo-roniiMata YacT OT LMpKynmMpawuTe nunuam u ButamuH E ca ¢
Hucka nnbTHOCT (LDL) [8].

O0wa hyHKLUMOHANHOCT Ha BUTaMuH E

B GuonornyHute cuctemu BUTaMMH E €AMH OT Han-CUSHUTE eCTECTBEHW aHTUOKCUAAHTW. Toi
npegoTBpaTaBa obpa3yBaHETO Ha MepokcMau M CBOBOAHM pagukanu OT KMNeTbYHU nunugu, Kkato no
TO3M HAYWH Ce 3anasBa LienocTTa Ha KneTbyHaTa MembpaHa unu noHataTbliHa KneTb4Ha AeCTPYKUMS.
Butamui E yHKUMOHMPA B CUHXPOH CbC Se /ceneH/, MbpBUYEH aHTUOKCUZAHT. Se e 3HauuMm
KOMMOHEHT Ha rMyTaTUOH nepokcuaasa U ¢oconunug XMApONepoKeua rMyTaTMoH Mepokcuaasa,
€H3MMK, KOUTO (PYHKUMOHMPAT B XMAPOMUIHK cpeam (Hanp. KNeTbYHMA LMTO30M, WHTepCcTULManHara
TEYHOCT) U KneTbyHu Membpann [16], (Purypa). VH BUTPO uM3cnedBaHusi AokaseaT, 4e BCska O-
TOKODEPOST MONeKyna Mma NOBEAEHYECKM CBOWCTBA 3a HeyTpanuaupaHe Ha [Ba NEpPOKCUOHM
pagukana, kato Taka npefoTBpaTsABa MO-HATATbLIHO OKCMAATMBHO yBpexaaHe [5]. [obassHeTo Ha
BUTaMWHa, NoAobpsiBa KNETbYHMS U XymopaneH WMyHuTeT [29], HeyTpodunHaTa aKTUBHOCT,
(DYHKUMATA Ha T-KNeTkuTe, aKTMBHOCTTA Ha Makpodharute, npogyuupaHeTo Ha aHtutena [32; 38],
WHXxMbMpa arperauusTa Ha TpOMOOUMTUTE, 4pe3 MOTUCKaHe NepoKcUhauusTa Ha apaxugoHoBa
kncenuHa [28]. Toi Moxe CblO Aa PYHKUMOHMPA KAaTO KOAKTOP B KMNETHYHOTO AWLIAHE, Tbid KaTo
OrpaHuy4aBa akTUBHOCTTa Ha LmuToxpom C pepykrasara [12].

B-Kapgruu
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poxcuaomu @ \

ButamuH E

Mn+SOD+ Gluthation
peroxidase+GSH

GSH

Butamun C

nunupgHa 6apuepa -
Knerb4yHa mem6paHa

durypa. AHTUOKCUOAHTHA CUCTEMa NoKanu3npaHa B KreTkara

Hepgoctur Ha BuTamuH E

MyckynHo 3abonsiBaHe e Hail-4ecTo cbobLyaBaHaTa NposiBa Ha HEQOCTUM HA BUTAMUH E 1 /unn
HeJOCTUr Ha Se B KMBOTHOBBACTBOTO [34]. CMNTOMUTE W PA3CTPONCTBA HA HEAOCTMr Ha BUTaMuH E ca
pa3nNyHK, B 3aBWCMMOCT OT 3acerHaTsi BuA. Te BKMKOYBAT Pa3CTPOMNCTBA HA HepBHaTa CUCTEMA,
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KpbBOHOCHATa CHUCTEMA, MYCKynHaTa CUCTEMa, CbpAeYHO-CboBaTa CUCTEMA, UMYHHATa cuUCTEMA, W
penpoaykTueHata cuctema [39] OcseH ToBa, Aeduunt Ha BUTaMuH E Moxe fa fosede [0 peawvua
3abonseaHus Ha YepHus apob, 6bOpek 1 6an gpob, u B MacTHaTta TbkaH [21]. O6xBaTbT Ha y4acTmeTo
Ha BUTaMUH E B pasnnyHm cuctemm Ha opraHuama e Moxe 6u Hait-gobpe onucan ot Blaxter and Brown,
KOMTO 3asBsBaT, Ye AeduunTa Ha HUKOM ApYyr BUTAMUH He BOAW [0 TakoBa ronsiMo pasHoobpasue oT
KNMWHWUYHW NpWU3HaUM W natonornyHu npomenn [4]. OT gpyra CTpaHa, XpaHUTESHW M3UCKBAHWA 3a
onTUMariHa gosa OT BUTaMuH E nunceat npu peauua BuoBe, T KaTO MHOXECTBO MPOMEHMMBY
noBMUsSBaT HeobXxoauMuTe [OMETUYHM KOHLUEHTpauuw. MeTabonuMTHOTO W EeHepruiHO TbpCeHe,
HanMWYMETO Ha OPYrY XPaHWUTENHU KOMMOHEHTW, Takuea kato Fe, Cu [17] BuTamuH A, kapoTeHouaw,
HWUTPaTK, MOXE Aa YBenu4aT XpaHuTesnHuTe Hyxau 3a ButamuH E. [lokato npuckbCcTBMETO Ha Se, cspa-
CbabpXKally amMUHOKMCENWHW, BuTaMuH C, 1 / Unu HAKOM MacTHO Pa3TBOPUMW aHTUOKCUAAHTU Lie
HaMansT usncksaHeTo my [9].

ButamuH E kaTo noTteHumaneH ctumynarop

Butamni E nogabpka KeHCkus  (hepTUnMTET MpU  LOMALIHU  NTUUM,  BKITHOYMTENHO
NPOM3BOACTBOTO Ha AnLa, epTUnHOCTTa M ntonumocTtta UM [33]. XpaHeHe Ha cBuHe manku ¢ 50 [U
ponbnHuTenHo ButamuH E/Kg gaxba Cyxo BewecTBO YyBenMyaBa MISKOTO U KONAcTpoBOTO
CbObpXaHWe, e€BEHTyanHO 3acurnBa WMyHUTETa NpW HOBOPOAEHM npaceHua. MogobHO Ha CBUHE W
rosega, npu BpeMeHHM OBLE MUHMMANMHW KONW4YecTBa BUTaMWH E npemuHaBaT B nnaueHTaTta 3a
pasBUTWETO Ha Nroja, a konactpaTa € OCHOBEH M3TOYHWK Ha BUTaMUHA 3a HOBOpoaeHuTe. 1o Bpeme
Ha nocnegHuTe 28 gHM 0T BpemeHHOCTTa Tokodepona Boau 40 3aBUCUMO OT Jo3aTa NOBULIEHWE Ha
KOHLiEHTpaLunTe My B KoracTpaTa U CepyMHWUTE HuBa Ha TpuaHeBHW arHeTa [31]. OBLUE, AOMbAHEHM C
330 |U utamuH E/geH, B nocnegHute Tpu cegmuum o1 GpeMeHHOCTTa UM, He Nokasanu pasnuka B
TErnoTo, PU3NYECKOTO CbCTOSHWE, NNOAOBUTOCTTA B CPaBHEHWE C KOHTPOMHA rpyna. Bbnpeku ToBa,
HWBaTa Ha CMBbPTHOCT B ONUTHWUTE arHeTa e No-Hucka [26].

ObpaTtHo, Segerson n Ganapathy Hamupat TeHAeHUMs KbM nogobpsiBaHe epTunuteta Ha
ANLEKNETKMTE NpU OBLE, TPETUPaAHK C MYCKYMHM uHxekumn ot 136 |U Butammu E n 10 mr Se [36].
[MpUNOXeHNETO Ha BUTaMMHA MOXe Aa nogobpu eHOOMETpUyMa Mpu XKEHU C HEU3SCHEH CTEPUIUTET,
BEPOSATHO C aHTUOKCUAAHTHUS U aHTUKoarynaHTHUs edoekT [6]. MpunaraHe Ha BuTamMuH E, koMneHcupa
HamansBaHe TernoTo 1 obema Ha AMYHKK, KOETO MOXEe Aa Ce Ab/IKM Ha CTUMYNUpaHe CekpeuusiTa Ha
roHagoTponuHu [25]. ButammH E Kato CuneH aHTUOKCMAAHT MOXe fa npefotBpatit (honukynsipHa
[ereHepauus 1 aTpesusi, CnefcTBue OT OKCWMAATWMBEH CTPEC M Taka KOMMEHCUpa HamarnsBaHeTO Ha
Bpos Ha donukynute. Hanpumep, BuTamuH E 1 BuTaMmH C NpunoxeHU Kato aHTUOKCUAAHTU Creq
IieYyeHue C BELLEeCTBO, KOETO BOAM A0 UNKUAHA NepoKCUaaumns B S4HUKA U yBenyaBaHe Ha aTpe3vBHU
ONMKyNK Manu nonoxuteneH egekt [19].

ButamuH E kaTo noTeHuuaneH UHXMouTop

Peauua nutepaTtypHM N3TOYHUUM NokassaT, Ye fobaBkaTta BUTaMUH E 3HauuMTenHo noaabpxa
MBXKUTE (DYHKLMM, BKMIOYUTENHO 06eMa Ha cnepma, KOHLEHTpaLus, KIU3HECMOCOBHOCT N NOABMXHOCT
Ha cnepmaTtosonante. CbBpeMEHHN NpoyyBaHMs obaye, HacoyBaT BHUMAHMETO B MHXMbMpaLlaTa pons
Ha BWTaMUH E Hap pactexa Ha MpoOCTaTHUS TYMOP, MPOYYeHO WH BUTPO [24] v wH BuBO [15].
V3cneaBaHe Ha 2974 naumeHTu ¢ 17-roguwHo npocreasiBaHe nocoyBa, Ye HACKUTE HWUBA O-TOKOGepos
ce CBbp3BaT C MOBMILEH PUCK OT pak Ha npocrtatata [13]. ApomaTasata npeBpbllia aHAPOreHuTe B
eCTPOreHn 1 ce CMATa 3a NOoKaneH U3TOYHWK Ha eCTPOreHW, KOUTO YNECHSBAT pacTexa Ha XOPMOH-
YyBCTBMTENHW TYMOPHM KneTku. CriegosaTtenHo, MHXMOMpaHETO Ha apomaTtasa € BaxeH XMMMO-
npocunaktnyeH metod. CwvoblieHo e, ye BuTammuH E noTucka ekcnpecusita Ha apomatasa B [Be
YOBELLKN KapUMHOMHW KMETBYHW JIMHUM WH BUTPO, MO 3aBUCUM OT KOHLEHTpauusta HauuH [7].
lMpeanonara ce, Ye apomarasHaTa aKTMBHOCT W EKCMpecust ca MOMeKynHa MULEHa Ha BUTaMuH E,
KOETO MOXE [a € OCHOBaHO OT4acTU Ha WHXMOUTOPHWS e(EKT BbpXy XOPMOHAMHO 3aBMCUM pak.
TpeTpaHe C BUTaMMHA He e MOBMUSANA CTepoMaHaTa pedyktasa B TYMOPW Ha npocTaTata, Ho,
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3HaYMTENHO HamansBa apoMaTtasHaTa ekcnpecusi. Toa npeanonara, HamarnsBaHe Ha aHAPOreHHOTO
aKkTUBMpaHe 1 MO TO3W Ha4YMH W Ha CTepouaHaTa CUrHanusauus B npocrata Ha nibxose [37]. OcBeH
TOBA, MPOMEHUTE B reHHaTa eKCrpecus B TpeTUpaHa ¢ BUTaMUH E rpyna nokassar HamansiBaHe Ha
OKCMAQTUBHMS CTPEC M MOXe fa ce 0b6sCcHM ¢ no-cnab Temn Ha Hekpo3a B TbkaHTa. B 3apaBaTta TbkaH,
HamansiBaHe Ha OKCWATUBEH CTPeC Ce Xernae no OTHOWeHWe Ha npeseHuusTa [18]. JocTtaTbyHO
[oKas3aTencTea, OT NPEeaKNMHUYHM nNpoyyBaHust [24], enugemuonornyHn HabniogeHus [13], w
KOHTpONuMpaHW npoyyBaHus [1] nokassat, 4e BWTaMMH E npegoTBpaTsBa pasBUTUETO WU
NpOrpecupaHeTo Ha pak Ha npocTatata, Kato [deicTBa 4pe3 noTucKkaHe Ha MeTabonmusama Ha
€CTPOreH1Te M aHApOreHHaTa CUrHanuansaums.

3aknoyeHue

B 3akntoueHne, HactoAwmaT 0630p nokasBa BaxHOCTTa Ha BWTaMuH E 3a Guonormynute
CUCTEMU W BBMPEKN TOBA PA3HOMOCOYHOTO My [eWCTBME, MPOSIBEHO B [030-3aBUCUM HAuYWH UMK
TbKaHHO cneumgunyHo. ButammnH E oT efHa cTpaHa AencTBa fokanHo, Kato MHXMBWUTOP Ha TymopHaTa
TbKaH, @ OT Apyra npoTekTMpa M OnaronpusTCTBa KEHckaTa PenpodykTMBHA cucTema. Bbnpeku
HanM4MeTo Ha u3cneaeaHns B obnacTTa, TO Te Aasar MHopmauus 3a edekta oT pobaskara.
HeobxoaumocTTa 0T 3agbnbovaBaHeTo LeACTBNETO Ha BUTaMuH E e HensbexHa ¢ Len ussicHsBaHe Ha
KOHKPETHW MEXaHW3MW, reHHa 3aBUCUMOCT, NIOKanM3aums Ha NPOTEMHOBO HUBO.
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Abstract

Objective: to develop technique of stem cells migration to the brain along trunks of cranial nerves
during brain injury modeling.

Methods: 40 anesthetized white rats were fixed in stereotaxis and subjected to craniotomy (20 rats at
anterior cranial fossa (group 1) and 20 rats at posterior cranial fossa (group 2). 100 ul of brain tissue
were bilaterally aspirated from somatosensory zone and cerebellar cortex in 1st and 2n groups,
respectively. Mesenchymal stem cells (labeled with PKH67 green fluorescent linker) were injected in 10
minutes: intranasally (10 animals) and to Meckel cavity (10 animals) in both groups. Animals were
observed and sacrificed at certain periods of time after the operation during three weeks.

Results: Appearance of small groups of mesenchymal stem cells in cranial cavity was established in 30
minutes after the operation. The highest fluorescence was observed at the damaged zone from 14 till 21
day after labeled stem cells implantation. Mesenchymal stem cells were predominantly distributed at the
damaged zone in anterior cranial fossa after intranasal injection, and injection of stem cells to Meckel
cavity resulted in their pronounced accumulation in the zone of cerebellar cortex injury (posterior cranial
fossa).

Conclusion: The fact of somatotopic arrangement of mesenchymal stem cells in cranial cavity
according to application zone near cranial nerve endings was established. Intranasal injection of
mesenchymal stem cells is followed by their distribution in damaged zone in anterior cranial fossa.
Injection of mesenchymal stem cells to Meckel cavity leads to accumulation of labeled cells in damaged
zone in posterior cranial fossa.

Key words: brain damage, stem cells, somatotopic migration, intranasal, Meckel cavity
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Introduction

Brain tissue regeneration with stem cells is a viable new strategy attracting close attention. This is
evident from the articles in highly ranked scientific journals [1, 2]. However, major obstacles remain for
systemic and intracerebral routes of stem cells delivery into the brain [3]. Intranasal delivery represents
an alternative, allowing to bypass the blood-brain barrier, and to avoid trepanation procedures [3]. We
compared the migration routes of the mesenchymal stem cells after the microinjections into the
intranasal submucosa, and into the Meckel's cave in the rat brain trauma model.

Methods

In rats under ketamine-xylazine-acepromazine anesthesia (55.6 6.6 and 1.1 mg/kg, respectively,
intraperitoneally) 100 l of brain tissue was removed by aspiration with micropipette. Two groups of rats
received bilateral destructions in the somatosensory (n = 20) and in the cerebellar (n = 20) cortices.
Mesenchylmal cell suspension (30000 cells labelled by PKH67 green fluorescent linker, in 50 pl of
phosphate-buffered saline) was microinjected 10 min after the surgery. In each group 10 rats received
microinjection into submucosa of the nasal cavity, and 10 rats received microinjection into Meckel's
space. The details of the methods are described elsewhere [3, 4, 5]. Animals were sacrificed in 0.5, 1.0,
4.0, 8.0, 24.0, 72.0 hours and 7, 14, 21 days after procedures. Brains were extracted, frozen and sliced
for the confocal laser microscopy.

Results and Discussion

After the intranasal application in the rats with somatosensory cortex lesion, PKH67 signal was
observed in the olfactory bulb at 0.5 hour, and in the somatosensory zone at 24.0 hours, where it
peaked at the 141h-21st day (Figure 1A). In the rats with cerebellar cortex lesion the signal was vague
(Figure 1B).

cerebellar
cortex

somatosensory
cortex

cerebellar
cortex

somatosensory
cortex

Figure 1. Fluorescent photographs showing the PKH67 labelled cells at 21st day after the surgery in the
lesioned brain areas contralateral to the microinjection site. A, B following the intranasal microinjection.
C, D following the microinjection into the Meckel's cavity.
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Conversely, after the microinjection into the Meckel's cave, the signal was detected in the rats with the
cerebellar cortex lesion — in the caudal brainstem at 4.0 and 8.0 hours, and in the cerebellar cortex at
24.0 hours. In the damaged area the signal peaked at 21st day (Figure 1D). In the animals with
somatosensory cortex lesion, Meckel's cavity microinjection was followed by a weak signal in the
damaged area (Figure 1C).

Conclusion

Our data demonstrate the targeted migration of the mesenchymal stem cells towards the brain tissue of
anterior or posterior cranial fossa depending on their delivery into the olfactory or trigeminal routes,
respectively.

Acknowledgments: The authors are grateful to Dr. Margarita Dosina, and Dr. Olga Tichonovich for
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Abstract

Escherichia coli lipopolysaccharide (3 zg/kg) injection intravenously to rats (n=23) is accompanied with
development of polyphasic fever and shift of nociceptive reactions threshold to hypo- or hyperalgesia
according to fever phase. The blockade of afferent and efferent signals after vagotomy disturbs formation
of fever and nociceptive reactions pattern. Therefore, obtained data allow explaining the phenomenon of
nociceptive reactions and fever threshold shift after imperative change of signals flow through vagus
nerve (for example, during gigong practicing).

Key words: fever model, brainstem, vagotomy, control, nociceptive reactions
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Introduction

Some years ago a hypothesis has been actively developed on the role of vagal fibres in the initiation of a
complex of systemic responses (“non-specific symptoms of sickness” or “acute phase reaction”) [1, 2]
upon invasion of microorganisms or administration of lipopolysaccharide (LPS) and cytokines to
experimental animals [2, 3]. According to the hypothesis, the acute phase reaction is triggered by
information coming through afferent fibres of the vagus [3, 4, 5], although there are different views on the
involvement of efferent fibres of the nerve in these processes [4]. It is well-known, however, that after
subdiaphragmatic truncal or selective vagotomy (this being the main technique at the preparatory stage,
used by the supporters of the “vagus” hypothesis) the bulbar nucleus of the vagus showed degenerative
alterations [6], which hypothetically may be one of the causes of changed neuroimmune relations during
endotoxemia. We focused our attention just on this aspect of the problem. In the present work we
attempted to compare the development of the acute phase reaction after systemic application of
Escherichia coli LPS in rats with preliminary subdiaphragmatic truncal vagotomy and in those with pre-
destroyed, by neurotoxin (kainic acid), neurons of the primary projection area of abdominal vagal fibres in
the medulla (caudal area of the nucleus of the solitary tract, NST [6, 7]). In this work, in particular, accent
is given to the characters of the nociceptive responses during the action of the endotoxin in the organism.
The adequacy of the purpose is grounded on the well-known data on the modulatory effect of the vagus
nerve and some bulbar nuclei on pain perception and nociceptive transmission [6]. We also collated the
physiological findings with the results of an electron microscopic visualization of the caudal NST in rats
after subdiaphragmatic truncal vagotomy.

Material and Methods

Experiments were performed in male Wistar rats weighing 230-280 g. The animals were housed four per
box. The room was on a 12/12 h light/dark cycle; ambient temperature was maintained at 22 °C. Food
and water were available ad libitum. The animals were daily handled and habituated to the experimental
boxes to minimize stress effects during experimentation for seven days prior to the beginning. A special
care was given to post-operative animals (for details see [5]).

One group of animals were subjected to subdiaphragmatic truncal vagotomy (n=7) or sham surgery (n=4)
four weeks prior to the experiment. The other group received 0.5 xg kainic acid in 100 nl saline (n=7) or
100 nl of the pyrogen-free saline (PFS; n=5) to the caudal part of the commissural NST (4.5 mm posterior
to the interaural line; 0 mm lateral to the midline; and 8 mm down from the skull surface) 29-32 days
before the experiment.

Three days before the experiment, a silicon catheter was implanted into the jugular vein to each rat. Al
operations were conducted under ketamine-xylazine-acepromazine (55.6, 5.5, and 1.1 mg/kg,
respectively, i.p.) anesthesia. Intrabulbar injections of the solutions were made with a nanolitre pump
(WPI, Inc.-1400, Sarasota, FL, U.S.A)) in accordance with the stereotaxic atlas coordinates
(http://labs.gaidi.ca/rat-brain-atlas/).

The nociceptive and febrile responsiveness to intravenous LPS or PFS were tested 29-32 days after the
subdiaphragmatic truncal vagotomy or intrabulbar injection of kainic acid. On the day of the experiment
the rats were placed in restraining boxes put into a thermostat at 29 °C and 50% humidity. These
temperature and humidity levels are optimal for rats in terms of realization of thermoeffector mechanisms
[6]. After a 1 h adaptation to the experimental conditions, measurements were started. All parameters
(pain sensitivity threshold, deep and surface body temperature) were monitored from 0.5 h before until 5 h
after the i.v. injection of LPS or PFS (control). The experiments were started around 9:00 A.M. Each rat
was tested twice. One-half of the animals received LPS during the first test and 3 days later and were
used in control experiments; the other half was studied in reverse order, i.e., control followed by the LPS
test 3 days later.

The pain sensitivity threshold was evaluated during measurements of the tail-flick latency (TFL) to an
infrared stimulus of standard intensity. The stimulus intensity was adjusted so that under normal
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conditions TFL was ~7 s. The value of TFL corresponded to ~50 °C of the skin temperature in the focus
of the light beam (measured in separate experiments). To prevent burns, cut-off time was set at 20 s; if
the tail flick response did not occur within this time, measuring was terminated, and the TFL was assigned
a value of 20 s (for details of the method see [6]).

Each animal was instrumented with rectal and tail-skin copper-constantan thermocouples (Physitemp,
Clifton, NJ, U.S.A.) for deep body (T¢) and skin (Ts) temperature measurements. A colonic thermocouple
was inserted 8 cm deep to the anus. A skin thermocouple was attached to the ventral surface of the tail,
on the border of its proximal and middle thirds. The Tsx was recorded in order to exclude its potential side
effect on the results of the tail-flick test [5, 7, 8]. The reference junction of each thermocouple was kept at
0 °C.

Endotoxin 3 g/kg (LPS, Escherichia coli, 0111:B4, List Biological Laboratories, Campbell, CA, U.S.A., lot
No LPS-25E) or pyrogen-free saline (PFS, Abbott Laboratories, North Chicago, IL, U.S.A., lot No 18-379-
DK) were applied intravenously through a silicon catheter in a volume not exceeding 0.5 ml.

Two and four weeks after subdiaphragmatic truncal vagotomy two and three rats, respectively, (and two
sham operated animals, by one for each time of observation) were deeply anesthetized with a lethal dose
of pentobarbital, given 0.2 ml of heparin (1000 Units/ml) into the left ventricle, and perfused with 150 ml of
0.9% saline at 40 °C, followed by 0.5 liter of 2.5% glutaraldehyde in 0.1 M sodium phosphate buffer, pH
7.4 at 4 °C. The brain was then removed and fixed first in 2.5% glutaraldehyde and then in 1% osmium
tetroxide. After fixation the material was washed with buffer, dehydrated in alcohol’s of graded strength,
and embedded in Araldite. Sections were obtained by the use of a LKB-III Ultratome and scanned with a
JEM-IOOB electron microscope (Japan).

Thirty minutes and four weeks after microinjections into the caudal part of the commissural nucleus of the
solitary tract the same procedures were made with two and three rats, respectively received kainic acid,
and two rats (one for each time of observation), received saline.

The data were statistically treated using the Student’s t-test. In this study, we also applied one-way and
two-way ANOVA test. All data are presented as means + SE.

Results and Discussion

Intravenous injection of 3 xg/kg lipopolisaccharide induced a significant decrease in TFL (P<0.05) in
sham-operated animals (Fig. 1), and in rats with intrabulbar vehicle (Fig. 2). Simultaneously, at 45-55 min
after the injection T increased from 37.940.1 °C by 0.7+0.1 °C (P<0.01) in sham-vagotomized rats and
from 37.8+£0.1 °C by 0.8+£0.1 °C (P<0.01) in rats with the vehicle injection to the NST, while T
decreased from 35.6+0.2 °C and 35.8+0.2 °C, respectively, by 3-4 °C in both groups. Administration of
PFS did not induce significant changes in TFL, T; and T«
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Fig. 1. Nociceptive effect of i.v. injection (arrow) of lipopolysaccharide (3 rg/kg, LPS) in vagotomized
(n=T) and sham-operated (n=4) rats. Tail flick latency is shown as mean + SE.

Injection of LPS to rats whose caudal part of the commissural NST was pretreated with neurotoxin led to
a wave-like increase in TFL (Fig. 2), whereas T and Ts remained unchanged.
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Fig. 2. Nociceptive effect of i.v. injection (arrow) of lipopolysaccharide (3 zg/kg, LPS) in rats preinjected
with kainic acid (n=7) or vehicle (n=5) to the caudal part of the commissural nucleus of the solitary tract.
Tail flick latency is shown as mean + SE.

In vagotomized animals the endotoxin also induced a wave-like increase in TFL (Fig. 1) and failed to elicit
significant changes in Tc. At the same time, there was some increase in Ts at 45-60 min after the LPS
injection.

Two and four weeks after subdiaphragmatic truncal vagotomy the caudal NST exhibited signs of
structural alterations both in neuronal processes and cell bodies, visualized by electron microscopy (Fig.
3 a, b). Two weeks after, accumulation of lysosomes and lipofuscin granules in the perikaryon, were
observed (Fig. 3a). The outlines of the postsynaptic formations and adjacent glia became less distinct by
the second week after vagotomy.
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Fig. 3. Electron micrograph of the caudal nucleus of the solitary tract of rats two (a; x26000) or four (b;
x25000) weeks after subdiaphragmatic vagotomy, and two (c; x75000) or four weeks (d; x16000) after
microinjection of 100 nl kainic acid (0.5 £g) into the commissural part of the solitary tract.

a - endoplasmic reticulum canals (asterisks), lysosome and lipofuscin granules (arrows); b —
axodendritic synapse (arrow); ¢ — cytoplasmic vacuolization, vacuole (asterisk); d — degenerated texture
of nervous tissue (arrow).

Four weeks after the surgery, the endoplasmic reticulum canals appeared deformed and lipofuscin
granules were present beyond neuronal soma. There were some synaptic contacts of an axon with a
dendrite invaginated to its cytoplasm, accumulation of synaptic vesicles (Fig. 3b). We observed widened
endoplasmic reticulum canals from 0.05-0.07 zm (the second week of observation after vagotomy) to
0.18-0.19 um (the fourth week of observation after vagotomy), as compared to 0.02-0.03 zm in sham
operated animals.

The axonal hillock in small neurons was found to be lysed. “Dark’type degenerating thin myelinated
neuronal processes were detected both beyond and among the fragments of destroyed cells within the
glial cytoplasm.

In animals, which received a microinjection of neurotoxin to the caudal part of the commissural NST, the
region showed destruction of the brain tissue. In adjacent tissues, the naked nuclei, swelled mitochondria
and disturbance of cellular metabolism were found. A degenerating terminal, consolidation of pre- and
postsynaptic membranes, a synaptic contact is discernible (Fig. 3 ¢, d). No such-like gross structural
alterations were observed in saline-treated animals.

In subdiaphragmatically vagotomized rats and in animals who received neurotoxin to the caudal part of
the commissural NST, intravenous LPS failed to induce hyperalgesia (Fig. 1, 2), a rise in T, and a fall in
Tsk. It should be noted that TFL depends on Ts: an increase in Tsk per se results in a decrease in TFL,
and vice versa [6]. Therefore, the changes in TFL observed in the present study following LPS or PFS
administration did not correlate with the changes in Ts. So, the observed changes in TFL were not due to
the changes in Ts, but rather developed in spite of them.

The two groups of animals exhibited not only a single-type pattern of TFL changes but also destructive
events (caused by neurotoxic kainic acid or vagotomy) in the same portion of the central nerve system,
namely in the primary projection zone of abdominal vagal fibres (in the caudal NST). Thus, the structural
alterations, following vagotomy, both in the motor vagal nuclei and in the NST are an established fact. In
the text, we give the results of our own electron microscopic investigations, which as a matter of fact, are
not inconsistent with the available literature data pertinent to vagotomy [2, 3, 5, 9].

In one more series of experiments we simulated structural changes in the NST with local intrabulbar
injections of neurotoxin. Four weeks after subdiaphragmatic vagotomy or after kainic acid destruction of
neurons in the commissural nucleus of the NST the nociceptive (and temperature) responses to
intravenous endotoxin were attenuated, distorted, or blocked. These facts are not surprising and, in
principle, do not contradict the accepted view of the NST role in modulation of nociception [6]. Importantly,
the modulating role of NST in nociceptive processes is found in endotoxemic rats, too. Since both groups
of animals have in common the structural alterations in the NST (after vagotomy or neurotoxin) and the
same hyporeactivity to lipopolysaccharide, why isn’t it possible to suggest an important role of the central
nerve system post-vagotomy structural changes in the acute phase reaction to the endotoxin?
Hypothetically, after endotoxin invasion and production of endogenous pyrogens, the latter may interact
with neuroglial elements of the NST not via the abdominal vagal fibres but, e.g., circumventricular organs
or various messengers (nitric oxide) released from the vascular endothelium and penetrating to the brain,
e.g., in the area postrema.

It follows that disturbances of the brain-immune interaction and nociception during experimentally
simulated acute phase reaction are underlain by a disordered functioning of neuronal populations in the
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NST, the primary projection area of the vagus, rather than by changed conditions for vagally transmitted
signals after vagotomy, as it has been thought [2, 5, 7, 10]. Developing the inferences drawn from the
functional changes and structural alterations in the medulla after vagotomy, observed in the present work,
it may be suggested that such destructive processes in the nuclei of other cranial nerves after their
trauma or injury might negatively affect the various body functions (including nociception).

Conclusion\

Escherichia coli lipopolysaccharide injection into internal milieu is accompanied with development of
polyphasic fever and shift of nociceptive reactions threshold to hypo- or hyperalgesia according to fever
phase. The blockade of afferent and efferent signals after vagotomy disturbs formation of fever and
nociceptive reactions pattern. Therefore, obtained data allow explaining the phenomenon of nociceptive
reactions and fever threshold shift after imperative change of signals flow through vagus nerve (for
example, during gigong practicing).
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Abstract

In the brain, contains a variety of signaling molecules (neurotransmitters, neuromodulators, growth
factors, cytokines, free radicals, and fast genes). Functional level shift some signaling molecules
associated with activation of protective systems to restore homeostasis signaling molecules in the brain.
With the development of pathological processes in the brain (e.g. hypoxia) homeostatic processes are
being violated. Prescribing dysfunction of the nervous system may be accompanied by increased
imbalance signalling molecules in the brain. In this connection it is expedient to carefully control the
neurotrophic effects of drugs for the leveling of side effects in the brain and body.

Key words: brain, signaling molecules, drugs, side effects, dielectrics

Introduction

Regulatory systems were formed in living organisms during the evolution to control various functions.
Molecules of different origin interact with receptors and act as signal transducers in the systems of
functions control. Derivate of lipids, proteins, carbohydrates and nucleic acids and their complexes are
the most common signal molecules. Proteins and their complexes are the most common signal
acceptors.

Endogenous ligands interact with receptors for split ms or few ms [1, 2]. Approximately the same time is
needed to generate electrical signal in neuron’ soma and expand it by axon to effectors (other nerve
cells, nerve, muscle, gland and other cells). Neural networks were formed in nerve tissue to “discuss”
the importance of input signals and make a decision that will be transferred to effectors (output) in the
form of chemical and electrical signals. The use of synthetic pharmacological substances for impaired
functions correction is accompanied with imbalance in the interaction between synthetic and
endogenous regulatory molecules in the brain. So far, little is known about molecular background of the
pharmacoresistance [3]. Adverse effects occur, for example after synthetic cannabinoids intake [4], and
the real problem of information processing in the brain is formed.

There is another fundamental and applied problem. The question of regulatory processes in hypoxia still
remains unsolved. There are lots of antihypoxants, but their effectiveness is illusive. Special attention in
the paper is paid on the solution containing amber based dielectric nanoparticles (ABDN). Hypothetically
a number of nanoparticles are able to accept hydrogen ions and free radicals excess. Nanoparticles are
polarized and obtain ability to attract charged particles from polar solvent. If that is so, then side effects
of oxygen lack will be leveled by ABDN in hypoxia experimental modeling. Therefore the effectiveness
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of regulatory processes should increase in hypoxia. The answer to these questions was the main
purpose of the study.
Methods

The hypothesis was verified in vitro on hippocampal slices. Electrophysiological experiments were
performed using transverse sections (slices) of the hippocampus of 450 microns thickness from 4-week-
old male rats (n=11) as described earlier [5]. This study was approved by the Animal Care and Use
Review Board at the Institute of Physiology of National Academy of Sciences of Belarus. Before test, the
slices were preincubated for 1 hour in preincubator (BSC-PT, Harvard Apparatus, USA) in carbogen-
saturated artificial cerebrospinal fluid (ACSF) at 20°C. The composition of ACSF comprised (in mmol/l):
124.0 NaCl; 3.0 KCI; 1.25 KH2POq4; 1.2 MgClp; 2.0 CaCl; 26.0 NaHCOs3; 10.0 Glucose, pH 7.3-7.4.
During tests, the slices were placed in a temperature-controlled chamber (BSC-ZT, Harward Apparatus,
USA) at 29 °C and perfused with hypoxic gas mixture (21% Ox) or carbogen-saturated ACSF at a flow
rate 4 mL/min. Recording tungsten microelectrodes (WPI Inc., USA) were placed at the stratum
radiatum and stratum pyramidale of hippocampal CA1 region to monitor excitatory postsynaptic
potentials (EPSP) and population spikes respectively. Neuronal response was evoked by electrical
stimulation of presynaptic Schaffer collaterals by stimulating microelectrode.

Results and Discussion

After preincubation period the subsequent infusion of ACSF saturated with carbogen (first minutes of
observation are shown in Figure 1A) revealed a gradual stabilization of EPSP. Neuron populations
stayed responsive to liminal stimuli during bolus injection of 30 ul of ABDN alcohol solution into
incubation camera and subsequent 5-minute hypoxia. Amplitude of EPSP increased a little for the first
two minutes (Figure 1B). Then rapid downfall of evoked responses amplitude was observed. Preliminary
bolus injection of 30 pl of 95% alcohol into perfusion solution with hippocampal slice and following
hypoxia resulted in complete blockade of evoked responses (Figure 1C). EPSP blockade (as in the
Figure 1C) was also observed during hippocampal slices perfusion with hypoxic solution of artificial
cerebrospinal fluid. EPSP amplitude was restored after hypoxic test (Figure 1D).
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Figure 1. Excitatory postsynaptic potentials evoked by the first and second paired pulses during
perfusion of slices of rat hippocampus with artificial cerebrospinal fluid containing 30 pl of alcohol
solution of amber based dielectric nanoparticles (ABDN).
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A - before perfusion of ABDN ; B — in 60 sec after the start perfusion of ABDN and hypoxia; C - in 90
sec after the start perfusion of 30 mcl spirits and hypoxia; D — in 2 min after subsequent perfusion with
artificial cerebrospinal fluid without any substances.

Another problem is determined by the wrong interpretation of non-clinical and clinical studies of psycho-
and neurotropic drugs. Adverse effects of synthetic substances were mentioned above. This chapter
concentrates on the impairment of natural neurochemical balance in the brain after exogenous ligands
of neurotransmitter receptors getting into internal milieu. Millenary evolution stages were accompanied
with the development of complicated balanced system of regulatory molecules interaction, for example
of nerve cells inhibitors and activators. It is impossible to imagine the harmony of information processing
in the brain, comparison of information with previously accumulated experience and decision making
without interaction between chemical signal transducers in time and space [1, 2, 6]. Naturally, a variety
of regulatory systems and signal molecules takes part in the control of any function. This provides, on
the one hand, reliability of any function control and, on the other hand, complicates experimental
analysis of concrete role of each regulatory system and corresponding signal molecules. It can be
illustrated with several examples. The effectiveness of erect posture maintaining (Homo erectus) is
firstly determined by intensity and speed of skeletal muscles contraction. This important factor is usually
taken into account alone, without brain and skeletal muscles blood supply. The importance of brain
blood supply is well demonstrated in case of orthostatic collapse, when contractile and properly
developed skeletal muscles become unable to maintain erect posture due to blood flow redistribution
and insufficient blood supply of brain. The functioning of neurons, responsible for postural and stretch
reflexes, is impaired due to attenuation of brain blood supply.

There is another well-known demonstrative method: single switching off (blockade) of receptor in any
regulatory system. Blockade of one subtype of receptors is accompanied with reorganization of all other
regulatory systems activity, which are involved in concrete function control along with the blocked one.
Such functional and dysfunctional reorganizations in the brain should be taken into account in clinical
practice. For example, single blockade of NMDA-receptors in order to lower excitotoxicity of excitatory
amino acids leads to disinhibition of other subtypes of glutamate receptors and increasing of glutamate
toxicity. The clinician should know the mechanisms and causes of dysfunction and excitotoxicity
development in order to disturb the balance of brain regulatory system preventing at the same time
adverse effects of drugs, which act selectively on one of the elements of regulatory system.

Using this line of reasoning the one may draw contrary conclusions. Pessimist may conclude that the
clinician provides facilities for disturbance of information processing by nerve cells due to imbalance in
neurochemical brain homeostasis as the result of medicinal substance intake. But he does not consider
high brain plasticity. Optimist will take into account adaptive capacities of the brain. He will also consider
dose-dependent and adverse effects of psycho- and neurotropic drugs intake. In any case, traditional
crush into psycho- and neurotropic drugs use should be limited by reasonable physiological bounds.
Higher use of synthetic ligands and antagonists of nerve tissue receptors is accompanied with increased
frequency of neurodegenerative and neurodestructive processes [3, 4, 7]. It is necessary to consider the
fact of neurotransmitter imbalance intensification during the modeling of various pathological conditions
and study the role of signal molecules. Effective correction protocols should be developed to manage
this imbalance at the experimental and non-clinical stages.

The problem of impairment of signal molecules interaction in nerve tissue after synthetic medicinal
drugs intake is discussed [4, 8] Due to significance of organ, tissue, cellular and subcellular levels of
regulation in living organisms, it is necessary to take stock of this issue in other functional systems
besides central nervous one.

Thus, carried experiments showed role of dielectrics in neutralization of free radicals in hypoxia. Carbon
in organic molecules is natural dielectric [8]. Therefore, regulatory role of transmitters in the brain will
manifest in different ways under conditions of normoxia and hypoxia according to dielectric features of
natural or synthetic dielectrics.
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Conclusion

Understanding the mechanisms involved in the role of dielectrics in neutralization of free radicals in
hypoxia in the brain will require the attention and cooperation of scientists in the theoretical and applied
areas of expertise. Resolving this issue will restore conditions of interneuron communication in the

brain.
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FP6. HAKPATKO 3A CPEBPOTO U HETOBATA BUOJNIOrMYHA AKTUBHOCT
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Pestome

B npeactasenns 063op ca 06obuieHn aHHM 3a GuonornyHaTta akTMBHOCT Ha cpebpoTo M
HEroBuTe CbeAMHEHNS. BHUMAHMETO € HAaCOYeHO KbM MPUNOXeHWsTa Ha cpebpoTo B MeauumHaTa,
aHTUMUKPOBHUTE M @HTUTYMOPHUTE My CBOMCTBA, HErOBaTa TOKCUYHOCT.

XMMWYHU 1 PU3MYHM CBOMCTBA

Cpebporo (Ag, OT naTuHckaTa gyma argentum, KOETO 03Ha4aBa TbCkaB Mnn BnecTsLy) e metan
c 6sn uBsT u kpacue Gnsacuk. Hamupa ce B 1 b rpyna, V nepuog, Ha nepuoanyHata cuctema. To e ¢
atomeH Homep 47, atomHa maca 107.86 g/mol, nnbTHOCT 10.5 g/cm3, TemnepaTypa Ha ToneHe
961.78°C n Temnepatypa Ha kuneHe 2162 °C. CpebpoTo uma MHOro gobpa TepMUYHa W enekTupyecka
(Ha MbpBO MACTO Cpef MeTanuTe) NPOBOAMMOCT. TO € J0CTa MEKO W KOBKO U MOXe Aa ce obpaboTtea
MexaHnyecku. pu 06MKHOBEHM YCMOBKS He Ce OKMCMSIBA M CMaja KbM rpynata Ha ,6rnaropogHute
MeTann”. B xuMmyHuTe cheanHeHns e oT +1 cTeneH Ha okucnexve [1, 44].

PasnpocTpaHeHue

CpebpoTo ce cpewa B npupogaTta Kakto B CamopodHO, Taka M (M0-4ecTo) B CBbP3aHO
cbeTosiHne. OTKpKBA Ce KaTo CnnaB CbC 31aToTO, MHOTO YECTO € MpuMec Ha cyndmanu pyan (Ha Fe,
Cu 1 Ni) [1,44]. OcHoBHa cypoBMHa 3a nonyyaBaHe Ha cpebpo ca MeaHW, MeAHO-HWUKENOBM, OIOBHU U
onoBHo-UuHkoBw pyam [33]. B Mepy n Mekcuko cpebpoTo ce gobusa ot 1546 r. Hacam 1 Te3un CTpaHwm,
3aeaHo ¢ Monwa, Asctpanus, KaHaga n Pycus, u gHec ca cpep Hait-ronemute npou3BoauTeNn B CBETA
[12].

KoHueHTpauusita Ha cpebpo B Mopcka Boda cbe coneHocT 3.5% Bbanusa Ha okono 0.00028
ppm [17]. CbabpxaHMeTO My B peku, e3epa u yctus Ha peku e okono 0.01 ug /L B HezambpceHw
paionn 1 0.01-0.1 ug /L B rpagcku v uHAyCTpUanHm 3oHu [36].

B 40BELLKOTO TANO ChABPXKAHUETO HA TO3M MeTan € HUCKo (< 2.3 Jg). CpebpoTo ce abcopbupa
upe3 b6ennte apoboBe, CTOMALLHO-YPEBHUA TPaKT, nuraBuumute 1 koxata [80]. ®duamonornyHata my
(YHKLMS HE € HAMbITHO U3SICHEHa.

WUcTopuuecku aaHHu

MeTanbT e gobut 3a mbpeu MbT okono 2500 r.n.H.e. B Mana Asus [1]. [lokasatencteara 3a
npunaraHeTo My ¢ gekopatueHu Lenu gatupat ot 4000 np.H.e., a cnnaB Ha cpebpo u 3nato e Guna
n3nonasaHa 3a Hanpasa Ha MoHeTu 800 roguHu np.H.e. [6]. B opeBHocTTa cpebpoTo e Buno cmsTaHo
3a No-LieHHO Jopu OT 3naToTo.

MpunoxeHue Ha cpebpoTo B MeaMLMHATA

Xunokpat Bsipan B LenebHUTe CBOWCTBA Ha TO3M MeTan M o npenopbysan nNpy pasfinyHmu
CTpagaHus. AnxumuuuTte cBbp3Bani cpebpoTo C fiyHaTa 1 CMATanm, Ye TO € NOAXOAALIO 3a NeyeHue
Ha MO3byHM 3abonssaHus [6]. PastBopumu cpebbpHM CbeanHeHus (cpebbpHu conm) ca Bunu
BKIMIOYBAHWN B TepanusaTa Ha HAKOM NCUXWMYHKU 3abonsiBaHUs, enunencus, 3aBUCUMOCT OT HUKOTMH,
racTpoeHTeput, ctomaTuT [4, 73] 1 NpeaaBaHu No NomoB MbT 3ab60NsBaHUS, BKIYUTENHO CUCUANC 1
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roHopes [28]. B npoabmkeHne Ha abnrv roguHu cpebbpHuaT Hutpat (AgNOs) e HakanBaH B 0unTe Ha
HOBOPOZEHN HENOCPEACTBEHO Crefd paxaaHeTO B Clyvau Ha Malki C rOHOKOKOBA MHMPEKUMs C Len
npeaoTBpaTsBaHe Ha 3apas3sBaHETO B xoda Ha pogosus akT [37]. [obpe w3BecTHO e, 4ye T.Hap.
ophthalmia neonatorum, npuyuHsiBaHa ot Neisseria gonorrheae, Moxe fa foBefe Ao crenota. [Hec
TO3M NOAX0Z BCE NO-YECTO Ce NOCTaBsA Nog BbMPOC, KaTo MPUYMHATE 3a TOBA ca NoHe Tpu: 1) AokasaHa
e crnocobHocTTa 1 Ha Apyru natoreHn (Hanp. Chlamidia trachomatis) pa npuyMHsaBaT TO3M 34paBeH
npobnem;  2) npunaraHeto Ha AgNOs ce CBbp3Ba C PasBUTMETO HA XUMMYECKU-MHOYLMpaHW
koHtoHKTMBKUTK; 3) AgNO3 61 mMorbn aa npefcrasnsea npobnem 3a knumarta, CO6EHO B TPOMMYECKUTE
30HM [21, 59].

AHTUMUKPOOHA aKTUBHOCT Ha cpedpo

AHTUMUKPOBHMTE CBOMCTBA Ha CPeBpOTO Ca M3BECTHM OT BekoBe. 3a TAX Ca  3Haenm u
(OUHUKMALMTE, KOWUTO Ca CbXpaHsBanM XpaHUTENHU npogykth B cpebbpHu cbgoBe. To e 6Guno
npunaraHo B peBHa bpumus U PuM kaTo AesnHMEKTaHT, a MakedoHUUTe ca ro U3nonssanu ¢ Len
noanomaraHe 3apacTBaHeTo Ha paHu. [bpuuTe NOKpUBaNM YHUKTE 1 YawuTe cbe cpebpo, 3a Aa cnpat
pasnpocTpaHeHneTo Ha bonecTute, a B kodute ¢ BoAa NocTassnm cpebbpHU MOHETH, 3a Aa A 3anassT
no-4b/r0 BpEME TOAHA 3a nMueHe. Ha mankute deua AaBamu Aa cMmyyaT cpebbpHa Mbxuyka, kato
BApBanM, Ye no TO3W HauMH LLe M NpeanassT oT 3apasu. [peam epata Ha aHTUBMOTULMTE, CPEOBPHM
CbeanHeHus ca bunu npunaraHu 3a npegoTBpaTaBaHe Ha MHEKLMM No BpeMe Ha BTopaTa cBeToBHa
BOMHa [3, 6, 44].

C nosiBaTa Ha CbBpPEMEHHUTE aHTMOMOTUUM Npe3 20" Bek, ,no3uummMTe” Ha cpebpoTo B
MeauuMHaTa 3anouyBaTt MocTeneHHO fJa ,oTcnabear’. [lpe3 nocnegHuTe rOAWMHW, 3aegHO C
HapacTBaHeTO Ha npobnemuTe, NPOM3NM3ALLM OT YCTOMYMBOCTTA Ha MMKPOOPraHU3MUTE KbM
W3MOMN3BaHNTe B KIIMHUYHATA MpaKTUKa aHTUBMOTWLM, MHTEPECHT KbM CPeBpoTO OTHOBO 3arnouyBa Aa
HapacTBa. lopaau BMUCOKaTa Cu aHTUMUKPOOHa akTUBHOCT 1 Jobpa MOHOCUMOCT, TO BfK3a B ChCTaBa
Ha peaumua MeAMLMHCKM 1 ApYr NPOAYKTH, KaTo Masusa, NPeBbP30YHN MaTepuani, HO CbLLO B ThKaHW,
MOBUNHKM TenedoHu, neparnHu mMawwunHu, 6om 1 JopK B CnpeiioBe cpeLly u3noTssaHe. K3non3ea ce B
CUCTEMUTE 3a CTepUnu3MpaHe Ha nuTeMHa Boda B opbuTanHUTE KOCMMYECKM CTaHUMM (pyckaTta
craHums ,Mup®, nonetute Ha Anono Ha HACA). Tonnata Boga B rofnsMa 4acT OT CbBpPEMEHHUTe
BonHMLM NpeMuHaBa npes MegHo-CpebbpHU PUATPK, 3a 4a Ce OCUrypu 3alyuTa cpelly YCTOnuMBKUTE
Ha MeTuumMnuH Wwamose Staphylococcus aureus (MRSA) [2, 3, 13].

Cpebporto (noa chopmata Ha Ag+ 110HM, KaKTO 1 Cb3AaAEHN Ha OCHOBaTa Ha Ag CbeanHeHus)
nMa GakTepULUMaHO AENCTBME MO OTHOLIEHWE Ha WMPOK KpbI [pam-nonoxuTenHu 1 pam-oTpuLaTenHm
MUKpOOpraHnamMn. Hewo noBeye, YCTAHOBEHO €, Ye TO € eIeKTMBHO M ChpsMO YCTOMYMBU KbM
[ENCTBMETO Ha aHTMOMOTULM LLAMOBE, KaKBUTO Ca METULMIH - PE3UCTEHTHM LamoBe Staphylococcus
aureus (MRSA), MYNTUPE3UCTEHTHN LiamoBe Pseudomonas
aeruginosa, yCTON4YMBM Ha amnuunInH LiamoBe Escherichia coli 0157:
H7 v pe3ncTeHTHM KbM OENCTBMETO HA EPUTPOMULIMH LWamoBe Ha Streptococcus pyogenes [50, 70, 72].
OcobeHo nonesHn B ToBa OTHOLLEHWe ce ovakBa fa ObhaT cpebbpHute HaHovactuun (AgHY) [64],
YMUTO MEXaHM3bM Ha JENCTBUE NPUBMMYA MHTEPECA Ha BCE NoBeYe YuyeHw [24, 27]. YcTaHOBEHO e, Ye
MexaHu3MbT Ha gencteue Ha AgHY e nopobeH Ha To3n Ha Ag+ MOHWM [22], HO edeKTUBHUTE
KOHLIEHTpaLun Ca 3HAYUTESTHO MO-HUCKN.

MeTanbT ce 13non3ea npy NPeYUCTBaHe Ha BOAW, NeYeHNe Ha paHu, u3paboTka Ha yCTpoicTBa
(Hanp. KOCTHW MPOTE3M) 3a HYXAUTE HA OPTOMEAMYHATa PEKOHCTPYKTUBHA XMPYPris, KapamonorusTa,
YponorusiTa, Kakto M npu Cb3daBaHETO Ha Xupyprvecku uHCTpymeHTn. Cbe cpebpo ce nokpueat
W3KYCTBEHW CbPAEYHW Knanu, KakTo M CbPAEYHM U MUKOYHWM KaTeTpu, 3a Aa Obae HamaneHa wnu
npenoTBpaTeHa OnacHOCTTa OT WMHMEKUMM, NPeau3BUKaHW OT PasfMyHM  MUKpoopraHuamu [11].
MeTanmbT Hamupa MPUNOXEHUE W KaTO anTepHaTUBEH [Ee3VH(EKTAHT B CryyauTe, MpU KOUTO
W3NON3BAHETO Ha TPaOMUMOHHUTE [Ee3VH(EKTaHTW, Hanp. XIopuauTe, MOXe [fa Aosede [0
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0BpasyBaHeTO Ha TOKCWYHU MPOLYKTU UMK Aa MPUYMHAT KOpPO3Us Ha MOBBbPXHOCTU. [lokasaHo e, ye
cpebpoTo UMa CuHepruyeH eekT B KOMOMHALMS C HAKOM LE3UH(EKTaHTH.

CpebbpHuAT cyndagnasi e Ham-LUMpOKO W3MNOM3BaHWAT NeKapCTBEH MPOAYKT, ChAbpxaly
cpebpo. Ha dhapmaueBTMYHMS nasap ce npeanara nog HaumeHosawusita Silvadene u Flamazine.
W3non3Ba ce npu neyeHWe Ha W3rapsHus, kato ocBoboxgaBa CpebbpHM OHM B MACTOTO Ha
HapaHsBaHeTo. [loka3aHo e, ye B paHata ce abcopbupat okono 10% ot otaeneHoTo cpebpo, kato
NPOLEHTLT € NO-BUCOK Mpy no-aobpe kpbBocHabaeHWTe paxm [47].

MeXaHu3MbT Ha aHTUMUKPOOHOTO OeicTBME Ha CpebpoTo He e HanbiHO u3scHeH. CvsTa ce,
ye BaxHa pons wurpae ocsoboxgaBaHeTo Ha  Ag(l) MoHu [46, 65]. [okasaHo e, ye Ag+ WOHM
npeawnssukeat npoMenn B AHK n PHK monekynute, B MUTOXOHAPUANHOTO OULIAHE W B LIMTO30MHUTE
BenTbuK, KOETO BOAM [0 CMbPTTa Ha bakTepuanHaTta knetka [46)].

Mpegnonara ce, Ye 3apsabT Ha Ag+ IOHKM UMA BaXHO 3HAYEHME 3a aHTUMUKPODHaTa akTUBHOCT
nopagu Bb3HWUKBAHETO Ha eNEeKTPOCTATUYHO MPUBAMYAHE MEXY TAX M OTpULATENHO 3apedeHata
KneTb4yHa CTeHa Ha MukpoopraHuamute [43. Crnopef Apyrv aBTopu OGaKTEpUUMAHOTO AeiCTBME Ha
CpebbpHUTE HAHOYACTMLM NO OTHOLLEHME Ha rpaM-0TpuLaTenHu 6akTepun ce CBbp3Ba C U3MEHEHMS B
KneTbyHaTa CTeHa Ha GakTepuute W HapylleHus B MPOMYCKNMBOCTTA W, KOETO B KpalHa CMeTka
npeanssukea rmbenta Ha knetkute [5, 72]. Mpu Candida albicans Ag(l) noTucka AEeNCTBMETO Ha
eH3uma hocgomaHo3a 13oMepasa, kato ce CBbp3Ba C TUOMOBUTE TPYNM B LIUCTEMHOBUTE OCTaTbLM
[57, 82]. Toau eH3num e abCconTHO HEOBXOAMM 3a M3rpaXaaHEeTO Ha KNeTbYHaTa CTEHa W B pe3ynTar Ha
AedekTuTe B Hero ce rybsT Xu3HeHOBaxHM BellecTsa (Hanp. docdatv u rnytamuH). He 6usa pa ce
nogueHsBa 1 cnocobHocTTa Ha cpebbpHUTE HaHOYacTUUM fa reHepupat obpasyBaHeTo Ha CBOOOAHM
pagukanu [20]. [MpoBegeHu ot Lara u cbTp. m3cneasaHus [50] nokaseat, ye GakTepuUMaHOTO
[ENCTBME MOXE [a Ce AbIIKN 1 Ha Bb3NPensTCTBaHe M3rpakaaHeTo Ha KneTbyHaTa CTeHa 1 NoTMCKaHe
CMHTe3a Ha Gentbum (ocobeHo Ha npouecuTe, CBbp3aHK C yyactneto Ha 30S-cybeauHuuyata Ha
pnbO30MUTE) U HYKNEWHOBU KUCENWHW. PesynTatute OT ApyrM NpoyyBaHMs codat, Ye cpebbpHuTe
HaHOYacTULUM MoraT Aa Aectabunuanpar BbHIWHATa MeMbpaHa, Aa AoBesaT 40 NPOMEH B Na3MeHus
noTeHUMan v fa MOBMWSST BbpXy HMBaTa Ha BbTpekneTbuyHus ATO [22, 54]. CvobuweHo e 3a
aHTUMUKPOOHOTO fecteue Ha komnnekek Ha Ag(l) ¢ kymapuun [18, 19]. Te HapywaBaT guwaHeTo K
BriokMpaT CUHTE3MPaHETO Ha LMTOXpoMH [74].

Cpebpo u Bupycu

Mpegnonara ce, Ye cpebbpHUTE HaHOYACTULM MOraT Aa B3aMMOAEMCTBAT CbC cynepkancuia
Ha T.Hap. ,06re4eHn” BMPYCU M MO TO3M HauWH fa npegnassat KneTkute oT uHdekums [51]. Taka
Hanpumep, CpebbpHN HaHOYacTMUM Ce CBbp3BaT C yvacTbka OT rnukonpoTemH (gp120) BbpXY
cynepkancuga Ha 4yoBelwkus umyHogeduumuteH supyc (HIV-1), koinTo € 0TroBOpeH 3a CBbP3BAHETO C
CD4 peuenTopa Ha KneTtkaTa-roctonpueMHuk [25, 51, 52]. CbobuyeHo Gelle 3a cb3gaBaHe Ha MOKPUT
cbc AgHY nonuypeTaHoB koHZoM. MaTepuambT, OT KOMTO € M3pboTeH, He NposiBsABa TOKCMYHOCT 3a
KynTMBMPAHU B HEroBO MPUCHLCTBME B MPOABLIDKEHME Ha 3 Yaca KneTku OT nuHuM Hela (YoeLuku
KapuMHOM Ha wWwitkata Ha wmatkata), 293T (kneTkn OT yoBewkn embpuoHaneH ObOpex,
TpaHcGopmupaHu ¢ ronemust aHtured Ha upyc SV40) n C8166 T (yosewku CD4+ T-numcbonaHm
kneTku). B CbLOTO Bpeme TOM e(MEKTMBHO WHaKTUBMpa WHekuymnosHoctta Ha HIV-1 u HSV-1/2
(YoBeLLKM xepnecHu Bupycy Tin 1 1 Tun 2). Han-BeposiTHO aHTUBMPYCHOTO LEACTBME CE ObIKU Ha
AgHUY. 3acnyxaBa ga ce otbenexwu akTbT, Ye KbM nokputna ¢ AgHY nonnypeTaH ca YyBCTBUTENHM
wawmose HIV-1, KouTo NposiBABaT TPOMM3BM KaKTO MO OTHOLLUEHWE Ha Makpodparute (T.Hap. M-TpomnHu
LiamoBe), Taka 1 kbM T-numouutute (T-TponHw Wwamose) [58].

WAma paHHM 1 3a anTuBupyceH edekt Ha AgHY no oTHoweHne Ha xenatut B Bupyca (HBV).
YCTaHOBEHO €, Ye HaHoYacTMuuTe ce cBbp3BaT ¢ BUCOK aduHuTeT ¢ AHK Ha HBV 1 n3BbHKNeTbYHNUTE
BMPUOHW. B kynTuBMpaHu B nabopatopHn ycnosus knetkn AgHY notuckar cuHtesa Ha BupycHata PHK
W nosiBaTa Ha U3BBHKNETHbYHM BUPMOHM [55]. MpoyyBaHe, npoBeaeHo oT Xiang 1 cbTp. [83] nokassa, Ye
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AgHY nposiBsiBaT aHTUBMPYCHA aKTMBHOCT MPW KynTuBUpaHu B knetku oT nuHus MDCK (kydeLuku
6b6pek) rpunHm Bupycwn (H1N1).

Mpegnonara ce, Ye aHTUBMPYCHUAT edoekT Ha CpebpoTo (B pasnuyHuTe My OPMM) Ce AbMKM
Ha CNoCcOBHOCTTa My Aa AeHaTypupa eH3UMM, B3aMOZENCTBANKM C TEXHUTE CYNAXUOPUIHN-, aMUHO-,
kap6oKCMnHK-, pocthaThi- n uMmugasonosm rpynu [7, 9, 13, 63, 67]. Tasn HeroBa cnocobHOCT obave
nopaxaa u HeobxoaMMocTTa OT 3a4bNO0YEHO U3yYaBaHE Ha EBEHTYamNHUTE CTPAHUYHW eDEKTI HA TO3M
meTarn.

Cpebpo v neyeHune Ha paHu

Mpe3 nocnegHuTe roguHu Bsxa cb3gadeHn peauua npeBpb3KM 3a PaHu, KOUTO MOCTENEHHO
ocBoboxaasat cpebpo 3a NpoAbIKMTENEH nepuof OT Bpeme. Llenta e ¢ TsixHa nomow, Aa 6bae
nopao6peH KOHTPONTBT BbPXY BakTepuantm, oudHM n BUpYCHM MHpekumn. CmsTa ce, Ye BbBEXLAHETO
WM B KNMHUYHATa NpaKT1Ka Le nognomorHe 6opbata ¢ BbTPeO6ONHUYHNUTE MHGEKLWK, Lie NpeaoTBpaTh
HAKOM OT YCINOXHeHusTa npu AnabeTHo BonHWTe, e Bb3NpensaTcTBa MHMEKTUPAHETO U Le obrekyu
3apacTBaHETO Ha paHW (Hanpumep OT TEXKU u3rapsHust). Hakou OT npoBedeHUTe Npe3 nocnegHute
roauHN npoyyBaHns obaye nokasear, Ye CbabpxawuTe cpebpo NPeBpb3KN He NPEBB3XOXAAT W LOpK
OTCTBbMBAT B HSKOW OTHOLIEHUS Ha W3MON3BaHUTE 3a CPaBHEHWE MPEBPBL3KWM, HECHObPXKALLM TO3M
enemeHt [8, 15, 26]. EgHa OT npuumHuTe €, Ye B ompederieHn KOHUEeHTpauun cpebpoto notucka
KneTbyHaTa nponudepauns 1 no To3u HaumH 3abass enutenusaumsaTa [14, 60]. Poon u Burd [62]
yCTaHoBMXa, Ye Cpebpo OT pa3TBOp Ha CpebbpeH HUTpaT UNM KoMepcuanHa npeBpb3ka 3a paHu
NposiBsiBa M3pa3eH TOKCUYEeH eeKT BbpXy OTIMEXAaHn B MOHOCMOMHWM KYNTYpU KepaTUHOUUTUA K
(unbpobnactu. lMpegnonara ce, Ye ToBa Ce Ab/MKW Ha MPEKbCBAHE Ha AWXaTeNlHUTE BEpUrM B
MUTOXOHAPWMTE C MoCneBallo NPOW3BOACTBO HAa PEAKTUBHW KUCIOPOLHU BWMAOBE M MOTUCKAHE Ha
cuHTe3a Ha AT®, Bogewm 40 Bb3HMKBaHe Ha yepexaaHus B [HK monekynute. [poyysaHusTa
rnokas3saT, 4Ye LMTOTOKCUMYHMAT edekT Ha cpebpoto 3a 603alHMYeckuTe KNeTkn 3aBUCAT OT
KOHLEeHTpauusaTa Ha CpebbpHM WOHW K noka3ea Bapualuu B 3aBUCUMOCT OT Pa3TBOPUMOCTTA Ha
cpebbpHK conu, cpeaaTta Ha ocBoboxaaBaHe, TUNa Ha npespb3kata [14, 79].

AHTUTYMOpPHa aKTUBHOCT Ha cpebpo

KbMm OHelwHa AaTta JaHHWTe 3a aHTUTYMOPHA aKTWBHOCT Ha cpebpoTo ca JOocTa OrpaHUuYeHM.
Peguua uscnegosatencku rpynu cbobliaBat 3a obelyaBali aHTUHEONNIacTUYHKM CBOWCTBA Ha
cbabpkawy Ag(l) CbeauHeHWs Npu pasnnyHM eKcrepUMeHTanHW TympHu mogenu. Cpeg Tax ca
CpebbpHM KOMMMEKCU C PasnuyHM NUraHau - KyMapuHOBM MPOM3BOLHM, KapOOKCMMOBU KUCENWHM,
AMUHOKWCENWHK, JOHOPM Ha a30T, docdop mnum capa [10, 75, 76]; cpebbpHM kapbokcunaTH gumepw
[85] w pgp. [Hdo MomeHTa ponsiTa Ha  KOOPAWHALUMOHHOTO  YMCMO, Kakto M Ha
XMAPOMUIHOCTT/MNOPUIHOCTTA Ha KOMMAEKCUTE He € HambiHO u3scHeHa [10].

Mpe3 2013 1. e CbOBLLEHO 3a LUTOTOKCUYEH ehekT Ha CPeOBPHN HAHOYaCTULM NPU KIETKM OT
pak Ha rbpaata y yosek (nuHusa MCF-7) [40]. [lokasaHa e cnocobHocTTa Ha AgHY ga npeamssukeat
anonTosa B KneTku oT ks Hela (kapuMHOM Ha LuMikaTa Ha maTkaTa npw vosek) [78] u fa Hamanssart
NPEXMBAEMOCTTA Ha KNETbYHW NWHWK OT ocTpa MuenonaHa neskemms (SHI-1, THP-1, DAMI) [29]. B
noCreaHNs Crydail LWMTOTOKCUYHUAT eqbekT Ha HaHoYacTUUMTE € MHOr0 Nno-cnabo u3paseH npu
HOPManHUTE XEMOMOETUYHM KNneTkh. CpebbpHM HaHoyacTuy ybuBaT OCTEOCAPKOMHU  KNeTKu
HE3aBMCUMO OT CbCTOSHMETO Ha npoTenHa p53 B Tax [45]. CmbpTra HacTbnBa 4pe3 anontosa
BCNEACTBME Ha MUTOXOHAManeH ctpec. Komnneken Ha cpebpo ¢ XWHOMMH noTuckaT nponudepauusta
Ha KneTku oT nuHua HepG2 (pak Ha YepHus Apob y YoBek), kaTo BriokupaTt KneTkuTe BbB hasm G1u S
[84]. KombuHauusita ot cpebbpHi HaHouacTvum u Alisertib (cenekTnseH HxubuTop Ha kuHasata Aurora
A) notucka pactexa Ha rmuobnactomMHu knetkn ot nmHus US7MG [53]. HatoBapenu ¢ Imatinib
(Gleevek — TMpPO3MHKMHA3EH MHXMOMTOP, NpUnaraH B NEYEHMETO Ha PasfMyHK pakoBu 3abonsBaHus)
HaHoYacTUU¥ Npeau3BuKBaT anontosa B knetkn MCF-7 [68].
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CneuwnaneH UHTEpec NpeAcTaBnsBa Bb3MOXHOCTTA 3a NornyyaBaHe Ha CpebbpHU HaHOYaCTULM
C @aHTUTYMOpPHA aKTUBHOCT Ype3 M3MnonaBaHe Ha pacTuTenHu ekctpaktu [16, 39, 42, 56, 69]. MogobHw,
NoJTy4YeHM C NOMOLLTA Ha 3erieHaTta XUMUS HaHoYacTULM, NOTUCKAT pacTexa Ha KneTku oT nuHus H1299
(pak Ha 6enus apob y YOBEK), KAKTO in Vivo - B MULLKW, XapakTepusmpallym ce C TeXbK KOMOMHMpaH
umyHopeduunt (SCID), Taka 1 B KynTypa. YCTaHOBEHO €, Ye Te MHXMBMpAT akTUBHOCTTa Ha SApeHUs
taktop NF-kB, HamanssaT ekcnpecusita Ha reHa bcl-2 n ycunsat akTMBHOCTTa Ha kacnasa-3 [34].

YcToiumBocT KbM cpebpo

YCTONYMBOCTTA HA MMKPOOPraHM3MWUTE KbM Texkute MeTanum e pobpe wussectHa [71].
CpebpoTo He npaBM W3KMIOYEHWE OT Tas3n TEHOEHUMS, HO Ce CMsTa, 4Ye YCTOMYMBOCTTA Ha
MWUKPOOPraHn3mMmnTe KbM HETO KbM MOMEHTA He € CEPUO3EH KNUHIYEH npobnem [77]. [JokasatencTsa 3a
YCTOMYMBOCTTA Ha MUKPOOPraHu3mMuTe KbM cpebpo 1 Apyry MeTanu ca nonyyYeHu C nomolura Ha
MOMNEKyNSPHOOMONOrMYHN METOAMN W CEKBEHLMOHEH aHanu3. Han-4ecTo TS ce ObMKM Ha OCbLUECTBSABaH
ypes aKTMBEH TPaHCMOPT W3HOC Ha TOKCWMYHWM WOHM (C MMOLTA Ha T.Hap. edrykCc MOMMu) WK Ha
Hanu4neTo Ha nnasmmam [49]. W aBaTa mMexaHuama NpeaoTBpaTsBaT HATPYNBAHETO Ha HEXenaHu
MONEKYNW/AOHM B KneTkaTa. YCTOMYMBOCTTa KbM CPebpo e M3BeCTHa 0T MHOro roanHn. OBMKHOBEHO T4
ce OTKpVBA B Cpefa, B KOSITO MMa BMCOKO ChAbpxaHue Ha cpebpo unu B 0bnactu, KbaeTo YectoTata
Ha 13non3BaHe Ha Cbabpxalm cpebpo npoaykTn e ronama. MNpes 1984 r. B cpebbpHa MuHa B LaTa
tOta, CALL, e un3onupaH wam Pseudomonas, KOWTO HOCK nnasmug, obycraBsLy YCTOMYMBOCT KbM
cpebpo [31, 32]. MexaHn3Mu Ha YCTOMYMBOCT, XapakeTpHU 3a CpebpoTo, ca OTKPUTM MpW aHanu3 Ha
YCTOMYMB KbM TO3K MeTan wam Salmonella typhimurium, u3onmpaH OT NauneHT ¢ usrapsHe B 6onHuua
B warta Macauysetc, CALL. Tosu wam ce e npegan KbM NauuMeHTUTE B CbCEOHM MOMELLEHNS U €
MPUYMHWN  TEeXKA CenTULEMMS M CMBPT, KaKTO W MocneaBallo 3aTBapsiHe Ha oThena 3a TeXKu
narapsHus. LLambT cbabpka kogupaH ot nnasmug Ag-cebpaealy 6entok (SIlE), konTo ce cBbp3Ba CbC
cpebpoTo  BbpXy MOBBPXHOCTA Ha KfeTkata M MO TO3W HauuH S npegnassa. [okasaHo € M
npucbeTBrETO Ha Aapyru renu (SilA, SilB, SilC, SilP, SiIR, SilS), kouto kogupat ase edryke nomnu - Te
OTCTpaHsBaT CpebbpHUTE 11OHKM, yCnenu Aa ce uanmb3Hanmu oT  Ag-cebps3sawmst bentbk [30, 31].
MosHaTi ca u apyrv 6akTepuanHn LaMoBe, KOUTO Ca YCTOMYMBM KbM Cpebpo — BKMHOUMTENHO Ha E.
Coli, Enterobacter cloacae, Klebsiella pneumonia, Acinetobacter buamannii [35, 47, 61]. Tean wamose
Ce 130nmpart B peakut criyyaum 1 ce CMsTa, Ye PUCKBT OT PasnpoCTpaHsiBaHe Ha reHuTe 3a YCTOMYNBOCT
KbM Cpebpo e HUCHK.

TokcuyHocT

WHTEpECHT KbM aHTUMMKPOBHATa M aHTUTYMOpHaTa aKTUBHOCTW Ha CPebpoTo € HambiHO
3acnyxeH, Tbil KaTo AocerawHUTe HabogeHUs ca nokasanu, Ye MeTambT NposiBsBa cnaba TOKCUYHOCT
W Ce noHacs cpaBHWUTENHO Jobpe JopW BbB BUCOKM KOHLEHTpauuu, 6e3 aa nposissBa KymynaTuBHa
TokenyHocT [80]. PastBopumute cpebbpHW cbeauHeHns ce abcopbupaT no-necHO B CpaBHEHWE C
Hepa3sTBopumuTe hopmn [38, 66] M 3atoBa MMeHHO Te Owxa npeacTaBnsBamM OMACHOCT KaTo
NPUYUHUTENM Ha CTpaHWYHU edekT [81]. CBPBXBUCOKMAT NpUeM Ha cpebbpeH HUTpaT ce CBbp3Ba C
MOHWKEHO KPBBHO HansraHe, AMapusi, pasgpasHeH CToMax 1 3aTpyaHEHo auwaxe. MNpoabmKUTenHuaT
MPUEM Ha HWUCKM AO3K cpebbpHM CONM MOXe fa AoBede A0 MacTHa AereHepauus Ha YepHus Apob u
Ovbpeunte M U3MEHEHUS B KPbBHWUTE KNETKU. [MpOObMXUTENHOTO BAMLUIBAHE WM MOrMbLiaHe Ha
PasTBOPUMK CPEOBPHN CbedMHEHWUS WNKW KONOMOHO Cpebpo MOXe Aa NpUYMHK aprvpus u/vnu
apruposuc. PastBopumu cpebbpHN CheayHeHUs MOXe Aa Ce HaTpynaT B Manku KOMYecBa B MO3bka
unu B Myckynute. Cmsita ce, Ye cpebpoTo BbB BCUYKUTE CU (DOPMU HE € TOKCUYHO 3a UMYHHaTa,
CbpeYHOCHO0BATA, HepBHATa U PENPOAYKTUBHATA CUCTEMU U HE € KaHLeporeHHo [23, 48].

YcTaHOBEHO €, Ye B opraHu3ma ce abcopbupat He noseye 0T 10% OT norbnHaTUTEe CPeOBPHM
CbeduHeHus:, kato camo 2-4% ce 3agbpxaT B TbkaHute. Cpebpo ce OTkpuBa B ypuHaTa, KpbBTa W
n3npaxHeHusTa. EnMMuMHMpaHeTo Ha MeTana cTaBa OCHOBHO upe3 dreleca [23, 80].
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Mo-BucokaTa ycosieMocT (abcopbuusi) Ha pasTBOpUMIUTE CPEDBPHM ChbEAUHEHUS CE ABITKM Ha
cnocobHocTtTa UM aa ce cebp3eat ¢ 6entbun, AHK n PHK. Te 6bp3o noctbneat B KpbBHUS TOK [41],
oTnaraT ce B pasnnYHM TbKaHW W Ce peayumpaTt OT CBETNMHAaTa A0 MeTanHo cpebpo. Brnocneactave
akymynupaHoTo cpebpo Moxe Aa ce okucnm go cpebbpeH cyndma unn cpebbpeH ceneHng, KoeTo
MOXe Aa AoBefe [0 CMHbO-CMBa NUrMeHTauus. MeTanHoTo cpebpo He ce pa3Taps BbB BOAA U Apyru
(h13MONOrMYHM TEYHOCTK, 3aToBa ce abcopbupa MHOro cnabo v ce ekckpeTupa OT OpraHM3Ma MHOro
Nno-NecHo B CpaBHeHWe ¢ pa3TBOpUMOTo cpebpo [38, 47].

Aprupus

Hait-n3BeCTHOTO NOCneAcTBMe OT MPOABLIKMTENHO M3NaraHe Ha Bb3AencTBue Cbe Cpebpo e
nosiBaTa Ha xapakTepHa, HeobpaTMa CWHS UK CUHBO-CMBA MUTMEHTALMSA Ha KoXaTa (aprapusi) unm
ouute (apruposuc). ONUCHUTE NPOMEHN Ca MO-MHTEH3NBHM B 0BMacTUTe, U3NOXEHN HA BRWSHUETO Ha
CITbHYEBMTE bYW, Hal-CUnHO 3acerHaTuTe 30HM OOMKHOBEHO Ca pblLeTe, 04nTe M MYKO3HWTE
Membpanu [23, 47]. CbCTOSHUETO He NpeacTaBIsBa ChbLECTBEH 3APABOCNOBEH Npobnem u ce npuema
3a NpeanMHO KO3METUYEH Npobnem.
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