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The Program of the Workshop

Wednesday, 14 December 2016

9.00-9.30 OPENING CEREMONY

Session A.

Chairpersons:
Prof. Stefka Valcheva-Kuzmanova, MD, PhD, DSc
Medical University, Varna
Assoc. Prof. Radostina Alexandrova, MSc, 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

9.30-10.00
AO1l. HUMAN MICROBIOME AND APPROACHES FOR
INFLUENCING

Tsvetelina Velikova
University Hospital St. Ivan Rilski, Laboratory of Clinical Immunology

10.00 -10.30
AO2. PLANT GENOTYPE DIVERSITY INDUCED BY STRESSED
ENVIRONMENT — A WAY TOWARDS ADAPTATION OR
EXTINCTION?

Borislava Kukurina and George Miloshev

Laboratory of Molecular Genetics, Institute of Molecular Biology,
Bulgarian Academy of Sciences

10.30-11.00
AO3. CYTOTOXIC ACTIVITY OF NON-STEROIDAL ANTI-
INFLAMMATORY AGENTS, BILE ACIDS AND THEIR METAL
COMPLEXES
Lora Dyakova’, Daniela-Cristina Culita, Milena Georgieva®, Tanya Zhivkova®, George

Miloshev3, Gabriela Marinescu 2, Marin Alexandrov4, Luminita Patronz,
Radostina Alexandrova®

YInstitute of Neurobiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
?Institute of Physical Chemistry “Ilie Murgulescu ”, Bucharest, Romania
%Institute of Molecular Biology, Bulgarian Academy of Sciences, Sofia, Bulgaria




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

11.00 — 11.20 Coffee Break

11.20-11.35
A04. MACROSCOPIC EVALUATION OF THE PROTECTIVE EFFECT
OF ARONIA MELANOCARPA FRUIT JUICE IN A MODEL OF
TRINITROBENZENESULFONIC ACID-INDUCED COLITIS IN RATS

A. Kuzmanov?, V. Kuzmanoval, S. Valcheva-Kuzmanova®

!Student, Medical University Prof. Dr. Paraskev Stoyanov, 9002 Varna, 55 M. Drinov Str.,
Bulgaria
’Department of Preclinical and Clinical Pharmacology, Medical University Prof. Dr.
Paraskev Stoyanov, 9002 Varna, 55 M. Drinov Str., Bulgaria

11.35-12.05
AO5. BIOCHEMICAL EVALUATION OF THE EFFECT OF
ARONIA MELANOCARPA FRUIT JUICE IN A MODEL OF
TRINITROBENZENESULFONIC ACID-INDUCED COLITIS IN RATS

A. Kuzmanovl, V. Kuzmanoval, S. Valcheva-Kuzmanova?

'Student, Medical University Prof. Dr. Paraskev Stoyanov, Varna, Bulgaria
’Department of Preclinical and Clinical Pharmacology, Medical University Prof. Dr.
Paraskev Stoyanov, Varna, Bulgaria

12.05-12.20
AO6. STUDY ON THE EFFECTS OF ALKALINE EARTH METALS ON
THE ACTIVITY OF AMINOPEPTIDASE A IN NORMAL AND TUMOR
HUMMAN MAMMARY GLAND-DERIVED CELLS

V. Petroval, V. Pavloval, I. lliev?, V. Lozanov?, I. Ivanov?, M. Dimitrova®

YInstitute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria
Department of Chemistry and Biochemistry, Faculty of Medicine, Medical University —Sofia,
Bulgaria

12.20 — 12.35 Discussion

12.35-12.50 Lunch time



Session B.

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

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

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

13.45-14.00
BO1l. MACROSCOPIC EVALUATION OF THE EFFECT OF
ANETHOLE IN A MODEL OF TRINITROBENZENESULFONIC ACID-
INDUCED COLITIS IN RATS

S. Valcheva-Kuzmanova', M. Zhelyazkova', M. Eftimov?, V. Marinov’, M. Tzaneva®

'Department of Preclinical and Clinical Pharmacology, Medical University Prof. Dr.
Paraskev Stoyanov, Varna, Bulgaria
Department of Preclinical and Clinical Sciences, Medical University Prof. Dr. Paraskev
Stoyanov, Varna, Bulgaria

14.00 - 14.30
BO2. INVESTIGATION OF BIOCHEMICAL MARKERS IN TWO
MODELS OF TRINITROBENZENESULFONIC ACID-INDUCED
COLITIS IN RATS

S. Valcheva-Kuzmanova' , M. Zhelyazkova', M. Eftimov?, V. Marinov', M. Tzaneva®

!Department of Preclinical and Clinical Pharmacology, Medical University Prof. Dr. Paraskev
Stoyanov, Varna, Bulgaria
2Department of Preclinical and Clinical Sciences, Medical University Prof. Dr. Paraskev
Stoyanov, Varna, Bulgaria

14.30-15.00
BO3. BIOACTIVE COMPOUNDS ISOLATED FROM GARDEN SNAILS

Pavlina Dolashka®, Aleksander Dolashki', Lyudmila Velkova®, Stefan Stevanovic?, Laura Molin®,
Pietro Traldi® Radostina Velikova' and Wolfgang Voelter’

! Institute of Organic Chemistry; 2 Institute for Cell Biology, Department of Inmunology,
University of Tibingen, Germany; * R-ISTM, Padova, Italy;
*Interfacultary Institute of Biochemistry, University of Tobingen, Germany



15.00-15.15
BO4. N- LINKED CARBOHYDRATE STRUCTURES OF MOLLUSCAN
HEMOCYANINS FROM SNAILS

Lyudmila Velkova, Aleksandar Dolashki, Pavlina Dolashka

YInstitute of Organic Chemistry with Centre of Phytochemistry,
Bulgarian Academy of Sciences, Sofia, Bulgaria

15.15 — 15.35 Coffee Break

15.35-16.05
B05. MICROBIOLOGICAL ACTIVITY OF Cu(ll) AND Zn(l1)
COMPLEXES OF ANEW BENZANTHRONE TRIPOD

D. Staneva', S. Grabchev?, E. Nikolova?, E. Vasileva-Tonkova®, P. Bosch®, 1. Grabchev®

University of Chemical Technology and Metallurgy, Sofia, Bulgaria
2Soﬁa University “St. Kliment Ohridski”, Faculty of Chemistry and Pharmacy, Sofia,
Bulgaria
%Institute of Microbiology, Bulgarian Academy of Sciences, Sofia, Bulgaria
*Institute of Science and Technology of Polymers, CSIC, Madrid, Spain
>Sofia University “St. Kliment Ohridski”, Faculty of Medicine, Sofia, Bulgaria

16.05-16.20
BOG6. ACTIVITY OF WATER EXTRACT FROM NEPETA NUDA L.
AGAINST ACV-RESISTANT HUMAN HERPES VIRUS TYPE 2

Petia Angelova®, Anton Hinkov?, Venelin Tsvetkov!, Kalina Shishkova® ,Daniela
Dragolova?, Veneta Kapchina-Toteva?, Stoyan Shishkov!

1Laboratory of Virology, Faculty of Biology, University of Sofia “‘St. KI. Ohridski”’,
Sofia, Bulgaria
Department of Plant physiology, Faculty of Biology, University of Sofia “St. KI.
Ohridski”, Sofia, Bulgaria

16.20 — 16.35 Discussion



Thirsday, 15 December 2016

Session C.

Chairpersons:

Assoc. Prof. Julia Radenkova-Saeva, MD, PhD

Clinic of Toxicology, Department for Adult, Emergency University Hospital
“N.I1.Pirogov”

Assoc. Prof. Radostina Alexandrova, MSc, PhD

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

Secretary: Boyka Andonova-Lilova, MSc

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

9.00-9.30
CO1. TRACKING RESISTANCE OF COMBINATIONS OF PROBIOTIC
BACTERIA IN MODEL CONDITIONS OF DIGESTION INCLUDED IN
GEL OF CHITOSAN

Iliana Nacheva, Aleksandar Valchkov, Kamelia Loginovska, Daniela Miteva

Institute of Cryobiology and Food Technologies, Sofia, Bulgaria

9.30-10.00
CO2. USAGE EVALUATION OF ZINC INORGANIC COMPOUNDS
AND ZINC ORGANIC COMPLEXES (CHELATES) IN REGARD TO
THEIR FAVOURABLE PROSPECTS, INVOLVING OVERDOSE
BIOASSAYS ON CHICKENS

Sofiya Ivanova', Katerina Todorova?, Margarita Marinova®, Petar Stamberov®,
Georgi Kalistratov*, Russy Russev?

National Diagnostic and Research Veterinary Medical Institute,
Sofia, Bulgaria
?Institute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria

10.00 -10.30
CO3. LYOPHILISED MEAT FOODS DEVELOPMENT FOR
SPECIALIZED NUTRITION HAVING RADIOPROTECTIVE EFFECT

Daniela Miteva®, Plamen Petrunov?, Iliana Nacheva®, K. Dimov?, A. Valchkov*
Ynstitute of Cryobiology and Food Technologies, Sofia




2Military Medical Academy, Sofia, Bulgaria

10.30-11.00
CO4. "SACRED PLANTS" WITH PSYCHOACTIVE PROPERTIES

Radenkova-Saeva J.
Toxicology Clinic, UMHATEM “N.I.Pirogov”, Sofia, Bulgaria

11.00 — 11.20 Coffee Break

11.20-11.35
CO5. KOHCYMAILIMS HA AJIKOXOJ M OKMCJIMTEJIHO
YBPEKJIAHE HA JTHK

Mapus Munuea u Kars [lonosa

buonocuuecku ¢paxynmem, CY ,, Ce. Kn. Oxpuocku”, Cogpus, bvaeapus

11.35-11.50
CO6. ZINC IN THE ETIOLOGY OF ACRODERMATITIS
ENTEROPATHICA

Liliya Lazova, Vasil Boyanov
Medical University of Sofia

11.50 - 12.05
CO7. TOPICAL IMMUNOTHERAPTY TREATING ALOPECIA
AREATA

Vasil Boyanov, Liliya Lazova
Medical University of Sofia

12.05-12.20
CO8. SILYMARIN AND LIVER

Liliya Lazova, Vasil Boyanov
Medical University of Sofia

12.20 — 12.50 Discussion



Friday, 16 December 2016

Session D.

Chairpersons:
Assoc. Prof. Anna Tolekova, MD, PhD
Medical Faculty, Trakia University, Stara Zagora, Bulgaria

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

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

9.00-9.30
DO1. KOJIOPEKTAJIEH KAPIIMHOM:
JANATHOCTHUYEH U TEPAIIEBTUYEH AJI'OPUTHBM U HOBH
TEXHMKU 3A JIEHEHUE

boiika AngonoBa-JIunoBa, Pagoctuna AsiekcanapoBa

Hucmumym no ekcnepumenmania mopgonozusi, namono2us u aHmponoio2us ¢ mysetl,
bwneapcka Axademus na Hayxume, Cogpus, bvreapus

9.30-10.00
DO2. INFLUENCE OF THE REACTION MEDIUM ON THE
CHEMICAL, PHASE AND MORPHOLOGICAL CHARACTERISTICS
OF DOUBLE-DOPED AMORPHOUS CALCIUM PHOSPHATES

K. Sezanova, R. Gergulova, D. Rabadjieva, S. Tepavitcharova, R. llieva

Institute of General and Inorganic Chemistry, Bulgarian Academy of Sciences,
Sofia, Bulgaria

10.00-10.15
DO3. RAT BLOOD BIOCHEMICAL MARKERS TESTED AFTER
CALVARIA IMPLANTATION WITH ION-MODIFIED CALCIUM
PHOSPHATE BIOMATERIALS

Kostadinka Sazanova?®, Marin Alexandrov?, Veselin Nanev*, Neli Tsocheva-Gaytandzhieva®,
Ivelin Vladov®, Petar Dimitrov', Margarita Gabrashanska®

YInstitute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences, Sofia, Bulgaria
?Institute of General and Inorganic Chemistry, Bulgarian Academy of Sciences, Sofia,
Bulgaria
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10.15-10.30
DO4. SYNTESIS AND CHARACTERIZATION OF NEW DOUBLE
QUATERNARY POLYMERS AND THEIR HYDROGELS AS
BIOMATERIALS WITH POTENTIAL ANTIMICROBIAL
APPLICATIONS

Denitsa Nikolova', Konstans Ruseva', Stephan Metsov?, Elena Vassileva®

!|aboratory on Structure and Properties of Polymers; 2Department of Pharmaceutical and

Applied Organic Chemistry, Faculty of Chemistry and Pharmacy, Sofia University “St. KI.
Ohridski, Sofia Bulgaria

10.30 - 11.00
DO5. Ability of polyether ionophore Monensin to bind La(l1l) metal ions

Veneta Ivanova', Ahmed Nedzhib?, Ivayla Pantcheva®

! aboratory of Biocoordination and Bioanalytical Chemistry,
Faculty of Chemistry and Pharmacy, "St. KI. Ohridski™ University of Sofia, Bulgaria
’Research Laboratory of Military Toxicology, Department of Disaster Medicine and
Toxicology, Military Medical Academy, Sofia, Bulgaria

11.00 — 11.20 Coffee Break

11.20-11.50
DO6. PCR DETECTION OF SIX TRICHINELLA SPECIES

V. Dilcheva, I. Vladov, S.Petkova

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

11.50 -12.05
DO7. ANALYSIS OF SOME LIVER BIOCHEMICAL INDICES AND
PARAMETERS OF THE STATE OF HEALTH IN ASCARIDIA GALLI
INFECTED AND BASIC ZINC-COPPER SALT TREATED CHICKS

Veselin Nanev, Ivelin Vladov, Margarita Gabrashanska, Neli Tsocheva-Gaytandzhieva

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

12.05-12.20
DO8. KPATBK ITPETJVIE/l HA OIIUTA B IIPOTUBOITAPAZUTHOTO
TPETUPAHE HA IUBU ITPACETA

Bacunena /lakoBa, Mapuana [lanaiioroBa-Ilenuesa, Jlenka CankoBa

11



Hucmumym no excnepumenmanna mopgono2us, namono2us u aHmponoio2us ¢ my3sell,
bvreapcka Axaoemusn na Haykume, Coghus, bvacapus
12.20-12.35

DO9. ®OJIMEBA KUCEJIMHA

Hanesxa Crosmosa’, Credann Jumurposa’, Emun Benuncku®

"Meouyuncru yrusepcumem Cogus, Meouyuncku ¢haxyimem
2Knunuka no cv006a xupypeus, Toxyoa bornuya, Coghus

12.35 — 13.45 Lunch time

Session E.

Chairpersons:
Prof. Anna Tolekova, MD, PhD
Medical Faculty, Trakia University, Stara Zagora, Bulgaria
Assoc. Prof. Radostina Alexandrova, MSc, PhD
Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

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

13.45-14.00
EO1. BEIGE CELLS AND DO THEY HAVE A POSSIBLE ROLE IN
THE TREATMENT OF METABOLIC SYNDROME

Angel Todev, Alexander Brunkov, Viktoriya Trendafilova
Medical Faculty, Trakia University, Stara Zagora, Bulgaria

14.00-14.15
EO2. ENDOTELIAL RECEPTORS ANTAGONISTS IN PULMONARY
HYPERTENSION

Yuksel Mekov, Georgi Madjarov
Medical Faculty, Trakia University, Stara Zagora, Bulgaria

14.15-14.30
EOS. EXPERIMENTAL MODEL FOR DIET- INDUCED DIABETES
TYPE 2

Petya Hristova, Vencislava Dimitrova, Daniel Addai, Jacqueline Zarkos
Medical Faculty, Trakia University, Stara Zagora, Bulgaria

12




14.30 - 15.00
EO4. PODOPLANINS AS MARKERS FOR ANGIOSARCOMA

Georgi Madjarov, Yuksel Mekov
Medical Faculty, Trakia University, Stara Zagora, Bulgaria

15.00 — 15.20 Coffee Break

15.20-15.50
EO5. COMPLECATED FACE OF MULTIPLE SCLEROSIS

Sonya Ivanova', Vera Kolyovska2

YUniversity Hospital for Active Treatment in Neurology and Psychiatry; “St. Naum”,
Medical University of Sofia, Bulgaria
?Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences

15.50 -16.20
EOG6. One in six people is at risk for stroke. It could be prevented. Act now.

Vera Kolyovska®, Desislava Drenska?, Dimitar Maslarov?

YInstitute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Sofia, Bulgaria,
*Neurology Clinic, First MHAT-Sofia

16.20-16.35 Discussion

16.35-16.50 Closing Remarks

13



Posters

AP1. TARGETED THERAPY OF BREAST CANCER: THE MAGIC
BULLETS OF MODERN ONCOLOGY

Radostina Alexandrova®, Katerina Petrova?, Tim Vladimirov?, Osama Azmi®

YInstitute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria
2Faculty of Medicine, Sofia Univesrity “St. KI. Ohridski”, Sofia, Bulgaria
*Medical Research Division, Institutes of National Research Centres, Gyza, Egypt

AP2. NANOPARTICLES IN TARGETED CANCER THERAPY

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

YInstitute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Sofia, Bulgaria
“Health Service, Gorna Malina, Bulgaria,
3Institute of Neurobiology, Bulgarian Academy of Sciences,
*Institute of Physiologuy, National emy of Sciences of Belarus, Minsk, Belarus

BP1. SYNTHESIS, CHARACTERIZATION AND ANTIMICROBIAL
ACTIVITY OF 4F COMPLEXES CONTAINING THE ANTI-
INFLAMMATORY DRUGS ISOXICAM AND TENOXICAM

Daniela C. Culita', Gabriela Marinescu®, Luminita Patron®, Nicolae Stanica®, Sultana Nita?, Mariana
C. Chifiriuc®

Y“Ilie Murgulescu” Institute of Physical Chemistry, Bucharest, Romania
National Institute of Chemical-Pharmaceutical Research and Development, Bucharest,
Romania
University of Bucharest, Faculty of Biology, Department of Microbiology, Bucharest,
Romania

BP2. THE MORPHOLOGY AND ANTIBACTERIAL PROPERTIES OF
ELECTROSPUN NONWOVEN MATERIALS WITH SILVER
NANOPARTICLES

........

Kaunas University of Technology, Faculty of Mechanical Engineering and Design,
Department of Materials, Kaunas, Lithuania

14



DP1. INFLUENCE OF BARON DOPPED HYDROXYAPATITE ON THE
STRUCTURE OF ELECTROSPUN FIBRES FOR BIODEGRADABLE
SCAFFOLDS

E. Bolskis®, E. Adomavigiaté', S. Stanys', V. Jankauskaite!, O. Albayrak?

! Kaunas University of Technology, Kaunas, Lithuania
2 Mersin University, Mersin, Turkey

DP2. CELL CULTURES AS MODEL SYSTEMS IN
BIOCOMPATIBILITY EVALUATION OF NEW MATERIALS FOR
BONE IMPLANTS

Radostina Alexandrova®, Orlin Alexandrov?, Abdulkadir Abudalleh®, Virginija Jankauskaité®,
Nabanita Saha’, Milena Fini®, Olafur Sigurjonsson®

Ynstitute of Experimental Morphology, Pathology and Anthropology with Museum, Bulgarian
Academy of Sciences,
’Health Service, Gorna Malina, Bulgaria,
3Kaunas University of Technology, Kaunas, Lithuania
*University , Tomas Bata”, Zlin, Czech Republic
®Instituto Ortopedico Rizzoli, Bilogna, Italy
®Department of Science and Engineering, Reykjavik, University, Oslo, Iceland
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Session A.

Chairpersons:
Prof. Stefka Valcheva-Kuzmanova, MD, PhD, DSc
Medical University, Varna

Assoc. Prof. Radostina Alexandrova, MSc, 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

AO1l. HUMAN MICROBIOME AND APPROACHES FOR
INFLUENCING

Tsvetelina Velikova

University Hospital St. Ivan Rilski, Laboratory of Clinical Immunology
Acad. Ivan Evst. Geshov 15, 1431 Sofia, Bulgaria
e-mail: ts_velikova@abv.bg

Abstract

The human microbiota is an aggregate of microorganisms that reside on the skin and mucosa.
These different colonizing bacteria act as a protective factor against pathogens from adhering
by competition for substrates and places of adhesion, and they simultaneously produce
antibacterial substances and stimulate the production of specific antibodies and mucus. A
dominant flora, representing the 90% of the population, is composed of Bifidobacteria and
Lactobacilli, whereas the residual or fluctuating flora (less than 0.01%) of the population is
more diversified and contains the potentially pathogenic species. Microbiota changes over
time: the gastrointestinal tract of a foetus is usually sterile, then breastfeeding directs
microbiome towards Bifidobacteria whereas bottle-feeding — towards more to Bacteroidetes
and less to Bifidobacteria. In adults, dominant phyla are Firmicutes, Bacteroidetes and
Actinobacteria, and less dominant: Proteobacteria and Verrucomicrobia. Microbiota also
stimulates the development of the immune system by many mechanisms. Furthermore, gut
microbiome may regulate the Treg/Th17 axis in the intestinal mucosa. Studies of the gut
microbiota include traditional techniques for microbial identification based on morphological
and biochemical characterization and the molecular techniques using real-time polymerase
chain reaction, metagenomics, and proteomics approach, which evaluate the expression of
genes of interest or the changes in the host due to the microorganisms impact. Many factors
can influence the human microbiome such as the use of antibiotics, probiotics, and fecal
microbiome transplantation. Application of probiotics can influence the microflora
composition by increasing the number of lactobacilli and other beneficial anaerobes. In
conclusion, the human microbiome is a universe within the human body which requires
further investigations and the influence of microbiome offers many opportunities in healthcare
by providing new approaches for management of numerous diseases.
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1. Introduction

Mucous membranes of the body are in direct contact with the antigens from the
environment. Early colonisation of the gut with living micro-organisms, previously named as
microflora, is important for the development of the gut protection barrier and immune system
function driving postnatal maturation of immune regulation (6).

Human microbiota comprises of over 100 trillion microbial cells harbored by each person,
primarily in the gut (13). Furthermore, this gut microbiota of higher vertebrates is host-
specific (11).

2. The human microbiome

The human microbiota is an aggregate of microorganisms that reside on the skin, in
the saliva and oral mucosa, in the conjunctiva, the urogenital mucosa, to some extent the
respiratory and almost all the gastrointestinal tract (14). Mucous membranes are the unique
environment where different bacterial species are able to survive and to express their
properties. About 1014 bacteria of more than 200 species, 40-50 genera live on these
surfaces. Approximately it is 7 m long, comprising a 300 m? surface area in adults (19). 99%
of the whole bacterial population on mucous membranes occurs in the distal segment of the
small intestine and in the proximal part of the colon (8). Interestingly, the intestinal tract of
adult carries 1-2 kg of microbes (9).

In addition, there is a great diversity of species, some of which have not yet been
identified or cultured, and understanding the dynamics of this population is a challenge due to
its complex ecosystem comprising nearly two million genes. Indeed, the number of bacteria
within the gut is about 10 times that of all of the cells in the human body. At birth, the entire
intestinal tract is sterile; bacteria enter the gut with the first feed. Following infancy, the
composition of the intestinal microbiota remains relatively constant thereafter (19). This will
be covered in the next section.

Microbiota is affected by several factors; some are determined by the interactions
between genetic, environmental or disease factors to which the individual is exposed, the diet,
the secretion of mucus, digestive enzymes, and intestinal peristalsis. As a result, each
individual has a unique characteristic microbiota (3).

Human microbiota includes oral (Streptococcal anaerobes - Streptococcus mutans and
Streptococcus sanguinis, Lactobacilli, Staphylococci, Corynebacteria and Bacteroides,
respiratory (o-and p-hemolytic streptococci, anaerobes, Staphylococci, Neisseriae and
Diphtheroids, Haemophilus, Mycoplasmas and Pneumococci, Bordetella pertussis),
conjunctival (Haemophilus and Staphylococcus, urogenital (S. epidermidis, enterococci,
diphtheroids, E. coli, Proteus, and Neisseria, Lactobacillus spp. - predominantly L.
acidophilus, Corynebacteria, Peptostreptococci, Staphylococci, Streptococci and Bacteroides)
and intestinal microbiota (comprised mainly of anaerobes such as Bacteroides,
Porphyromonas, Eubacterium, Butyrivibrio, Bifidobacterium, Lactobacillus, Fusobacterium
and Clostridium) (14). Enteroccocus and Escherichia coli constitute less than 1% of all
intestine  micro-organisms. Anaerobes dominate upon facultative anaerobes and
microaerophiles at the ratio of 1000:1. A dominant flora, representing the 90% of the
population, is composed of Bifidobacteria and Lactobacilli, whereas the residual or
fluctuating flora (less than 0.01%) of the population is more diversified and contains the
potentially pathogenic species (8).

The largest and earliest source of microbial exposure in human subjects comes from
the intestinal tract. The gut contains a large and diverse population of microbes which
stimulate the immune system (10). When disturbed, the microbiota has a remarkable capacity
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to restore itself and to return to exactly the same state as it was before (10). Because of the
normal motility of the intestine (peristalsis) and the anti-microbial effects of gastric acid, the
stomach and proximal small intestine contain relatively small numbers of bacteria in healthy
subjects. Bacterial colony counts may be as high as 109 CFU/mL in the terminal ileum
immediately proximal to the ileocecal valve, with a predominance of Gram-negative
organisms and anaerobes (19). However, the lower portion of the GI tract, comprising the
lower duodenum and small and large intestines, contains a complex and dynamic microbial
ecosystem, with a high density of live bacteria (3). The predominance of anaerobes in the
colon reflects the fact that oxygen concentrations in the colon are very low. The explanation
for that is: the microbiota has adapted to survive in the hostile environment (19).

The normal enteric bacterial microbiota influences a variety of intestinal functions and
plays a key role in nutrition, in maintaining the integrity of the epithelial barrier and in the
development of mucosal immunity. The microflora in our digestive system takes part in food
digestion, killing of pathogens, and secreting vitamins (e.g. vitamin B) and some essential
amino acids, enzymes help in digesting complicated fibers in the food, acid (e.g. lactic acid)
helps to prevent pathogenic microflora from exceeding their number limit, and to perform
many other vital activities (1). Unabsorbed dietary sugars (lactose), and alcohols are salvaged
by bacterial disaccharidases, converted into short-chain fatty acids and used as an energy
source by the colonic mucosa. Nutrients and vitamins, such as folate and vitamin K, are
produced by enteric bacteria. The relationship between the host’s immune system and
nonpathogenic microbiota is important in protecting the host from colonization by pathogenic
species. For this intestinal bacteria produce a variety of substances, ranging from relatively
nonspecific fatty acids and peroxides to highly specific bacteriocins, which can inhibit or kill
other, potentially pathogenic bacteria. Furthermore, bacterial metabolism of some medications
(such as sulfasalazine) within the intestinal lumen is essential for the release of their active
moieties (19).

Microflora of the gastrointestinal tract plays a crucial role in the anatomical,
physiological, and immunological development of the host. It stimulates the immune system
to respond rapidly to infection with pathogens and through bacterial antagonism it inhibits the
colonisation of the gut by harmful or pathogenic bacteria (8).

Bacterial colonisation of the intestine undergoes changes depending on age. It is
influenced by local immunity, bacterial fixation factors, and the phenomenon of colonisation
resistance. Bacterial strains from the neonatal period are replaced during the life by other
bacterial strains characteristic of particular specimens and hosts (8). This will be covered in
the following section. Conditions such as stress, excessive alcohol use, high fat diets, meat,
sugar, genetic disorders, chlorine and fluoride in drinking water, antibiotics, inadequate food,
exposure to environmental toxins and many others factors could change the balance of our
intestinal flora (1).

3. Development of human microbiome

In human subjects, the gastrointestinal tract is sterile at birth. Multiple factors
determine gut colonization, including bacterial characteristics, mucosal cell characteristics,
mode of delivery, and type of diet (10). The initial neonatal gut colonization is determined
either by maternal flora or bacteria from the immediate environment (i.e., hospital and health
care workers), depending on the mode of delivery. Neonates born by means of vaginal
delivery are exposed to the mother’s vaginal and intestinal flora as they pass through the birth
canal and typically microbiome of newborn resembles those of the mother’s flora (10).
Compared with vaginal delivery, cesarean section is associated with early gut colonization
with Klebsiella species, Clostridium species, and Enterobacteriaceae other than Escherichia

18



coli. Moreover, children born by means of cesarean section are colonized later and less
frequently by Bacteroides species and E. coli (10) and this composition lasts up to at least 6
months of age. Clinically cesarean section results in increased risk for atopy, asthma, and
allergic rhinitis perhaps because of a lack of exposure to the maternal vaginal flora, gut flora,
or both during normal delivery.

The type of feeding early in life also influences the human microbiome.
Hospitalizations and premature birth were also associated with a high prevalence of C.
difficile counts similar to those seen after cesarean delivery, which might be related to
hospital environmental exposure (10). Although bacterial colonization of the gut is completed
approximately 1 week after birth, the numbers and species of bacteria fluctuate markedly
during the first few months of life. During the first days of life, the microorganism population
is unstable and tends to stabilize with breastfeeding or the intake of breast milk substitutes.
The greatest change in this composition, however, occurs through the introduction of solid
foods (3). Significant differences between the gut flora of children in industrialized and
developing nations suggest that the high prevalence of allergic diseases (e.g., atopic asthma)
and obesity in affluent nations might be due to changes in the intestinal flora of young infants
(10).

The maternal microbial environment could possibly influence infant immune
maturation and T effector and T regulatory immunity. Thl, Th2, and Th17 differentiation is
controlled epigenetically, and human T regulatory cell differentiation needs demethylation of
the FOXP3 promoter (6).

After adulthood, the intestinal microorganisms change significantly. The gut
microbiota of aging people is likely to be influenced by close co-habitation making them
more susceptible to microbial imbalance and ultimately infection with pathogens such as C.
difficile (4). The healthiest elderly live in a community setting, have a high-quality diet and
subsequently possess a distinct gut microbiota from those in long-term residential care. There
are a large number of factors that contribute to health decline and composition of the gut
microbiota.

In conclusion, gastrointestinal tract of foetus is usually sterile, then breastfeeding
directs microbiome towards Bifidobacteria whereas bottle-feeding — towards more to
Bacteroidetes and less to Bifidobacteria. During childhood, there is an increase in microbial
diversity following intake of solids. In adults, dominant phyla are Firmicutes, Bacteroidetes
and Actinobacteria, and less dominant: Proteobacteria and Verrucomicrobia. In elderly
persons, compared to healthy adults, there is a reduction in Firmicutes and Bifidobacteria and
an increase in Bacteroidetes and Proteobacteria (13).

4. Interactions of microbiome with the immune system

Commensals are not ignored by the immune system, rather they are tolerated via a
concerted action of epithelial cells and immune cells (12). In some circumstances, the oral
tolerance can be abrogated and an immune response arises. This immune response is mainly
humoral mediated by IgA plasmocytes and secretory IgA, which constitute almost 80% of all
antibodies produced in mucosal associated tissue. These antibodies inhibit the microbial
adherence and also prevent absorption of antigens from mucosal surfaces (18). Certain lactic
acid bacteria are able to induce specific secretory immunity, and others can enhance the gut
inflammatory immune response (18). Microbiota stimulates the proliferation of epithelial cells
and increases the whole intestinal surface and the colonisation of the gut with commensal
microflora affects the development of the immune system (8).

Most recently, gut microbiota has been linked to low-grade inflammation through
activation of innate immunity through the LPS-Toll-like receptor 4 axis (10). Except for
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stimulation of innate immune system, microbiota can sense the adaptive immune system
through transportation via M cells. The viability of the probiotic cells may be crucial for the
uptake of the probiotic antigens through the Peyer's patches, which could be due to the greater
ability of the viable in comparison with non-viable microorganisms to bind to M-cells.
Attachment of a strain to the intestinal mucosa is one of the main selection criteria for
probiotic microorganisms (16). The importance of the gut microbiome in regulating the
Treg/Thl7 axis became widely appreciated when different groups reported that germ-free
mice demonstrate a decreased frequency of colonic Th17 cells and Tregs. One of the most
widely investigated commensal bacteria in the context of Th17 immunity is segmented
filamentous bacteria (15). When the intestinal barrier is disrupted, systemic dissemination of
microbial products occurs, which invokes the IL-23 pathway and initiates barrier repair, as
well as Th17 responses aimed to neutralize invading commensal microbes (15). This circuit
promotes IL-17 expression in RORyt+ T cells, especially in the terminal ileum, which is the
site of attachment of the segmented filamentous bacteria to the epithelium, the essential
condition for Th17 induction (15). In fact, high-fat diet-derived microbiota decreases Th17
cell frequency and the ability of intestinal antigen-presenting cells to generate Th17 cells in
vitro, thus contributing to low-grade inflammation.

There are some studies exploring the association between microbiome disturbances
and many autoimmune diseases, such as diabetes type I, Inflammatory Bowel disease,
systemic sclerosis, lupus, asthma, atopic dermatitis, and some other disorders like Irritable
bowel disease, obesity, constipation, colorectal cancer (1, 10).

5. Investigation of human microbiome

Studies of the gut microbiota, that use traditional techniques for microbial cultivation,
are supported by phenotypic analysis based on morphological and biochemical
characterization. These techniques are laborious, time consuming, subject to misinterpretation
and identify only approximately 40% of the microbiota (3). Thus, for more precise
information on the gut microbial population, appropriate samples should be collected during
endoscopies or surgical procedures and then tested by novel identification techniques (3).

The number of species detected molecularly has exceeded on a large scale the number
of species accessible by cultivation-dependent methods. The molecular techniques ranging
from the identification of intestinal microbiota, particularly probiotic microorganism in
different environments, detection of pathogenicity genes in foods, identification and
quantification using real-time polymerase chain reaction (PCR), also proteomics approach,
which evaluate the expression of genes of interest or the changes in the host due to the
microorganisms impact. These novel methods have provided new perspectives in the
investigation of diversity, abundance and dynamics of the intestinal ecosystem (3). When we
talk about "omics", we have to focus on molecular characterization of specific environments
such as GIT, as well as their interactions with probiotic bacteria (21). In line with this,
metagenomics is the study of genetic material retrieved directly from environmental samples
including the gut, soil, and water. Typically, human gut microbiota behaves like a
multicellular organ, which consists of nearly 200 prevalent bacterial species and
approximately 1000 uncommon species. All their genetic material presented in an
environmental sample, consisting of the genomes of many individual organisms, is called
metagenome. Metagenome could be investigated by metagenomic sequencing: the high-
throughput sequencing of metagenome using next-generation sequencing technology and
descriptive metagenomics is an estimation of microbial relative abundance based on different
physiological and environmental conditions to reveal community structure and variation of
the microbiome. There is also functional metagenomics which is the study of host—-microbe
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and microbe—microbe interactions toward a predictive dynamic ecosystem model to reflect a
connection between the identity of a microbe or a community (11). All mentioned methods
could be employed with a benefit for identification of human microbiome, especially in
clinical context.

6. Ways of influencing the human microbiome
a. Antibiotics
Antibiotics can largely influence the human microbiome. Antibiotic use in the first
month of life was associated with reduced numbers of anaerobes, such as Bifidobacteria and
Bacteroides species. Many studies confirmed that antibiotic use in early life might lead to
alterations in gut microbiota and, ultimately, abnormal development of the immune system
(10).

b. Pro-, pre- and synbiotics

Probiotics, derived from the Greek and meaning “for life”, are defined as live
organisms that, when ingested in adequate amounts, exert a health benefit to the host (19).
Application of probiotics can influence the microflora composition by increasing the number
of lactobacilli and other beneficial anaerobes (8). According to World Health Organisation
‘there is good evidence that specific strains of probiotics are safe for human use and able to
confer some health benefits on the host, but these benefits cannot be extrapolated to other
strains without experimentation’ (12). A probiotic is classically defined by its “local”
beneficial effects in the intestinal tract. For human nutrition, the following definition has been
proposed: “a live microbial food ingredient that is beneficial to health”. Salminen gave this
definition in 1998, and it is still used (7). First reported use of probiotics was in 76 BC when
the Roman historian Plinius recommended the administration of fermented dairy products for
the treatment of gastroenteritis (3).

Ilya Metchnikoff, the Nobel Prize winner in Medicine in 1908, at the Pasteur Institute,
was the first who spotted the effect of what is called now Probiotic. In 1907, he postulated
that bacteria were involved in yogurt fermentation. Lactobacillus bulgaricus and
Streptococcus thermophilus suppress the putrefactive-type fermentations of the intestinal flora
and consumption of yogurt was important in maintaining health. He correlated the long life of
Bulgarian peasants and their good health to yogurt intake which contained the Lactobacillus
species. In Japan, in the early 1930s, Shirota succeeded in isolating strains existing in healthy
individuals’ intestinal bacteria. Such strains are able to survive and to passage through the gut.
He has used such strains to develop fermented milk and test such milk effects on patients (1).

Selection criteria for probiotic microorganism are the following: human origin, if
intended for human use, acid and bile stability, adhesion to mucosal surfaces, safe for food
and clinical use, clinically validated and documented health effects, good technological
properties. The mechanisms of action of probiotics can be quite disparate. Most probably they
are multi-factorial, involving a variety of effector signals, cell types, and receptors, and strains
may differ in their respective ability to trigger these signals considering both
immunocompetent and intestinal epithelial cells (5). The most common bacteria strains used
in probiotic drugs are shown on table 1.
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Table 1. The most common bacteria strains used in probiocs/synbiotics production (18)

Lactobacillus species Bifidobacterium species Others

L. acidophilus B. bifidum Bacillus cereus

L. casei B. longum Eschericia Coli

L. rhamnosus B. breve Saccharomyces cerevisiae
L. reuteri B. infantis Saccharomyces boulardii
L. bulgaricus B. lactis Enterococcus faecalis

L. plantarum B. adolescentis Streptococcus thermophilus
L. johnsonii

L. lactis

L. gasseri

Probiotic bacteria have been shown to modulate the permeability of epithelial barriers,
alter the inflammatory potential of epithelial cells, compete with pathogens for mucosal
colonization, or directly modify the activity of immune cells (12). One of the most important
hypotheses regarding the effect of probiotics on diarrhea might be the competition for binding
sites on the intestinal epithelium. When Lactobacilli are ingested, they will compete for
binding sites, leaving less binding sites open for pathogens. Pathogens will pass through the
gut and leave the body sooner if no binding site is available. Another mechanism concerns
competition for nutrients. This has been discussed shortly in antibiotic-associated diarrhea.
When many harmless bacteria are present in the gut, they take many nutrients, leaving fewer
nutrients for pathogenic bacteria, which may not be able to survive because of starvation. In
addition, the entrance of probiotics in the gut may also stimulate the production of secretory
IgA. In the absence of intestinal microflora, the intestinal immune system is underdeveloped
and intestinal morphology is disrupted. The mice who were kept germ-free after birth have
underdeveloped Peyer’s patches, decreased macrophage chemotaxis, and a lower capacity for
intracellular killing of pathogens compared with macrophages from conventionalised animals.
The number of lymphocytes in germ-free mice in the intestine is also greatly reduced. In most
cases, they have a predominant production of IgM, little 1gG, and no IgA at all. When these
mice are given probiotics or are transferred to a conventional area, the immune system will
develop into a normal regular immune system. They begin to produce a greater diversity of
antibody isotypes, including antibodies specific for resident intestinal bacteria (7).

Probiotics may also produce other chemicals, including neurotransmitters that are
normally found in the bowel that can modify other gut functions, such as motility or
sensation. Other probiotics have been shown to enhance epithelial barrier function through
direct effects on mucin expression, proteins of the cytoskeleton and intercellular tight
junctions and indirect effects emanating from interactions between the bacterium, the mucosa
and the mucosa-associated lymphoid tissue (19). The facilitation of oral tolerance and
innocent bystander suppression by probiotic bacteria support the fact that particular probiotics
not only drive protection against infection throughout the mucosal immune system but also
regulate the effector response (14).

In conclusion, beneficial effects of probiotics include effects on lactose malabsorption,
diarrhea, hypersensitivity reactions, candida-induced vaginitis, cancer, high blood cholesterol,
hypertension, and immunity. Benefits of probiotic use have been reported especially for
certain high-risk groups such as premature infants, travelers, and people receiving antibiotics

(7).

By the same token that probiotics may enhance health due to immunologic
mechanisms, influences on the immune system may also have deleterious effects on health.
Alterations in specific immune parameters cannot be interpreted unidirectionally as beneficial
or deleterious. For instance: an increased Thl response may enhance resistance to an
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infection, yet also increase the expression of autoimmunity. Increased natural killer activity
may enhance the resistance to viral infections, yet through enhanced interferon production
also enhance the severity of inflammatory responses to bacterial infections. Hence, immune
alterations may be indicative of biological effects of exposure to probiotics, they are not
necessarily indicative of the direction of the health effect (7) although probiotics have an
excellent overall safety record, they should be used with caution in certain patient groups—
particularly neonates born prematurely or with immune deficiency. They reviewed case
reports of instances of abscesses and endocarditis in relation to probiotic use (19). Thus,
probiotics could be used with cautious depending on the case.

Probiotics have some common characteristics:
1 — They are useful and friendly microbes.
2 — They are able to compete with the pathogens and colonize our digestive system.
3 — They are able to ferment our food to simpler byproducts and could promote our health by
many different mechanisms.
4 — Their amount could be deteriorated due to many factors, such as incorrect diet, alcohol,
age etc. This is why they should be taken through our regular diet.
5 — In particular cases such as after antibiotic treatments, where they are expected to be
affected severely, they should be taken orally in considerable amounts or with food.
6 — Probiotics promote health while they:

a. Remove the side effect of the pathogens or the harmful microbes.

b. Supply the body with useful byproducts.

c. Reduce the jobs of our digestive system.

d. Reduce the effect of the first attack of harmful compounds, instead of our cells, by
their biofilm, which protects our digestive system.

e. Reduce the amount of food needed by our bodies due to the correct digestion and
metabolism of any amount of food.

f. Probiotics in some cases could complement the deficiency in our genetic materials
by helping us to borrow the products of their genes (such as in the case of the lactose
fermentation deficiency) (1).

In probiotics production, 5 crucial technological and clinical properties must exert:

- Origin: bacteria descending from the human gastrointestinal tract (preferably);

- Safety: probiotic bacteria should be non-pathogenic and sensitive to the most
commonly used antibiotics;

- Resistance: the bacterial strains should be able to survive the action of the stomach
acid, the bile acids, and the protease enzymes;

- Viability: these bacteria must survive the production process, proliferate in the small
and/or large intestine, adhere to the gut epithelium and even colonize the small
intestine and/or the colon for a finite time;

- Positive effect: their intake should be beneficial for the health of the human
macroorganism (14).

Synbiotics, defined as a combination of a probiotic and a prebiotic, aim to increase the
survival and activity of proven probiotics in vivo, as well as stimulating indigenous
bifidobacteria and lactobacilli (19). Prebiotics are food components which encourage the
growth of beneficial bacteria. We have own results regarding the use of probiotics in healthy
persons. Twenty healthy persons were enrolled in our study and they were administered to a
novel synbiotic containing five Lactobacillus strains, arabinogalactan and colostrums. After
21 days we observed that the percentage of activated NK cells was higher than the percentage
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before (p = 0.03), although we did not find significant alteration in total NK cells number.
Two of the investigated cytokines in stool samples — IL-6 and IFNy, showed a significant
decrease after synbiotic application (p < 0.001). Taken together our results demonstrated an
immunomodulating effect of oral administration of synbiotic in direction of increased
percentage of activated NK cells in the peripheral blood, as well as decreased levels of IL-6
and IFNy in stool samples. Thus, the synbiotic could be implemented with beneficial effect in
prophylaxis with its system anti-viral effect but could induce local immune tolerance in the
gut where it is most needed (20).

c. Fecal microbiota transplantation

More recently, transplantation of a human microbiota from a lean donor to obese
subjects induced an improvement of insulin-resistance confirming that microbial imbalance is
not solely a secondary consequence, but can contribute to the aetiology of certain diseases (2).
Fecal microbiota transplantation (FMT) is another approach that can be used in diseases
linked to gut dysbiosis. FMT is a novel technique in which the gut microbiota is transferred
from a healthy donor to the patient with the overall goal to introduce a stable microbial
community in the gut. Until recently, FMT has primarily been utilized to successfully treat
recurrent antibiotic-resistant C. difficile infection. The clinical efficacy of FMT in ulcerative
colitis is promising as FMT has been shown to induce remission in a greater percentage of
patients than placebo and no difference in adverse events were reported. FMT has been
investigated in few other diseases including Crohn’s disease, albeit data are too limited to
determine clinical usefulness. More randomized controlled trials are warranted to evaluate
donor selection and the frequency of FMT administration (2).

7. Conclusion

Investigation of the human microbiome and relevant mechanisms poses a significant
challenge because of the complexity of the relationships between the microbiota with host
genetics and environmental factors. Future microbiome studies should accurately examine
how particular microbial groups are altered in different health conditions. There is an urgent
need for novel approaches toward the gut ecosystem dynamics. Such models may then,
predict the outcome of the influences in the gut microbiota and eventually aid in therapeutic
intervention.
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Technical progress and global industrialization have had a profoundly adverse impact on the
environment. Along with the agricultural practices, species introduction and deforestation
pollution takes a considerable part of the human intervention in the ecosystems. Heavy metal
pollution in particular drives substantial attention. The major harmful effects are executed
through its influence on plants’ fitness and populations’ survival.

As sessile organisms plants are unable to escape unfavorable conditions, therefore to survive
in heavy metal polluted environment plants face a great challenge to keep their cellular
metabolism and functions in norm [4].

Heavy metals are known to trigger changes in plant genomes, and thus can act as mutagens
or genotoxins and directly to damage DNA molecules. Generally, this can lead to two
completely different responses of plant population. On the one hand, heavy metal
genotoxicity raises mutational rates and can decrease the population’s size and threaten the
impacted populations of extinction [1, 3]. On the other hand, being under stress plants can
activate genetic mechanisms which lead to genetic rearrangements. This creates genotype
variability and is seen as a strategy for adaptation [5]. The preservation and the spread of de
novo arisen genotypes in populations under stress are believed to be a step towards speciation
and evolution [2]. Which way will be chosen by a population - towards adaptation or
extinction, is a cross point for the fields of molecular genetics and ecology. It is of utmost
interest to examine the potentiality of a population to restore its original genotype variability
after removing the source of contamination. Our results revealed dramatic changes in the
population genotype diversity due to heavy metal pollution. More intriguing, we did not
detect any return to the normal variability after several years of natural recovery in absence of
source of pollution. Latest understanding of the long-term effects of heavy metal pollution on
populations’ genotype diversity will be presented in order to discuss its role in species’
evolution and extinction.
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Trinitrobenzensulfonic acid (TNBS) is an agent commonly used to induce
experimental colitis in animals.

The aim of this study was to evaluate the effect of Aronia melanocarpa fruit juice
(AMRJ) in a rat colitis model using criteria for macroscopic scoring of colonic damage and to
compare AMFJ effect with that of sulfasalazine.

Male Wistar rats (200-250 g) were divided into 6 experimental groups, each of 12 rats:
Control, TNBS, TNBS+AMFJ,5, TNBS+AMFJs, TNBS+AMFJ;o and TNBS+S. Colitis was
induced by TNBS (10 mg dissolved in 0.25 ml of 50% ethanol) applied in the colon by a soft
cannula at a depth of 10 cm from the anus. Control rats received 0.25 ml of 50% ethanol. The
oral treatment of the animals began on the 2™ day (24 hours after the induction of colitis) and
lasted till the 14" day of the experiment. The animals were treated orally using an orogastric
cannula with distilled water (groups Control and TNBS), AMF]J at doses of 2.5 ml/kg, 5 ml/kg
and 10 ml/kg (groups TNBS+AMFJ,5, TNBS+AMFJs, TNBS+AMFJyg) or sulfasalazine at a
dose of 400 mg/kg (group TNBS+S). On the 15™ experimental day the severity of colitis was
evaluated using macroscopic criteria: colon length, colon weight, colon weight/length ratio,
wall thickening, area of necrosis and adhesions.

The results showed that TNBS caused a significant shortening of the colon (p<0.05), a
tendency to increase colon weight, a significant increase of the weight/length ratio (p<0.05), a
significant thickening of the colon wall (p<0.05), adhesions of the colon to the other organs
(p<0.05) and a significant area of necrosis (p<0.05). AMFJ at all the doses improved the
macroscopic signs of colitis to such an extent that the measured indices did not significantly
differ from those of the controls with the exception of the wall thickness of TNBS+AMFJ;5
group which was significantly higher than the control one (p<0.05). In sulfasalazine treated
rats all macroscopic indices of colon damage were not significantly different from those of the
control animals.

In conclusion, AMFJ decreased the TNBS-induced damage in the experimental model
of colitis. The effect of AMFJ was comparable to that of sulfasalazine. The effect of AMFJ in
this experiment might be the result of its potent antioxidant and anti-inflammatory properties.

Key words: TNBS, colitis, Aronia melanocarpa fruit juice, sulfasalazine, rats
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In inflammatory bowel disease (IBD), experimental models have proven to be
important tools for detecting potential therapeutic agents. Trinitrobenzensulfonic acid (TNBS)
is an agent commonly used to induce experimental colitis in animals. Oxidative stress has
been proposed as a mechanism underlying the pathophysiology of IBD. The condition is
associated with the generation of reactive oxygen species that might be capable of
contributing to the inflammatory response.

The aim of this study was to evaluate the effect of Aronia melanocarpa fruit juice
(AMF)) in a rat colitis model using biochemical markers and to compare AMFJ effect with
that of sulfasalazine.

Male Wistar rats (200-250 g) were divided into 6 experimental groups, each of 12 rats:
Control, TNBS, TNBS+AMFJ,5, TNBS+AMFJ5, TNBS+AMFJ; and TNBS+S. Colitis was
induced by TNBS (10 mg dissolved in 0.25 ml of 50% ethanol) applied in the colon by a soft
cannula at a depth of 10 cm from the anus. Control rats received 0.25 ml of 50% ethanol. The
oral treatment of the animals began on the 2™ day (24 hours after the induction of colitis) and
lasted till the 14" day of the experiment. The animals were treated orally using an orogastric
cannula with distilled water (groups Control and TNBS), AMFJ at doses of 2.5 ml/kg, 5 ml/kg
and 10 ml/kg (groups TNBS+AMFJ,5, TNBS+AMFJs, TNBS+AMFJy0) or sulfasalazine at a
dose of 400 mg/kg (group TNBS+S). On the 15™ experimental day serum, colon, pancreas
and liver were taken for biochemical investigation. Thiobarbituric acid reactive substances
(TBARS) in colon, liver, pancreas and serum were measured as markers of lipid peroxidation.
Serum liver enzymes were used as markers of liver function, creatinine and urea were
measured as markers of kidney function.

The results showed that the concentrations of TBARS in colons of rats belonging to
group TNBS were significantly higher (p<0.05) in comparison with the control level. Colon
TBARS concentration of rats belonging to groups TNBS+AMFJ,5, TNBS+AMFJs,
TNBS+AMFJ;y and TNBS+S did not differ significantly from the control level. The
concentration of TBARS in serum, liver and pancreas were not significantly different in all
experimental groups. There were no statistically significant differences in the liver enzyme
activities as well as creatinine and urea concentrations of rats belonging to the control group,
TNBS group and the groups treated respectively with the three AMFJ doses and sulfasalazine.

In conclusion, TNBS created oxidative stress in colon tissue resulting in a higher level
of lipid peroxidation. AMFJ at the three used doses as well as sulfasalazine prevented the
increase of TBARS in rat colons. That effect might be the result of the pronounced
antioxidant properties of AMFJ and could contribute to its protective effect in the rat colitis
model.

Key words: TNBS, colitis, Aronia melanocarpa fruit juice, biochemical markers, rats
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Aminopeptidase A (APA, EC 3.4.11.7) or glutamyl aminopeptidase is a membrane-
associated Zn-dependant enzyme of M1 family, catalyzing the hydrolysis of aspartate and
glutamate from the N-terminal of peptide substrates. The enzyme is activated by Ca?*-ions
[5]. APA is a part of the central and local renin-angiotensin systems (RASs) where it
hydrolyses angiotensin 1l (Angll) to AnglII thus controlling the tissue levels of these effector
molecules. Additionally, it is well known that Angll participates in the mechanisms of tumor
genesis and progression [3] whereas AnglII is recently recognized as the central effector
peptide in the brain RAS for the control of blood pressure [6]. Nowadays, the participation of
APA in the pathogenic mechanisms of tumor diseases is a subject of increasing scientific
interest [reviewed in 5]. Different studies show that the enzyme participates in the
angiogenesis [4] and growth of solid tumors [2, 4]. In breast cancer, APA activity has been
shown to decrease in comparison to the adjacent healthy tissues [1]. However, the
mechanisms of APA involvement in breast cancer are largely unknown.

The aim of the present study is to follow up the changes in APA activity in three
human cell lines — MCF-10A (non-malignant mammary gland epithelial cells), MCF-7 (low
invasive mammary gland carcinoma) and MDA-MB-231 (highly invasive mammary gland
carcinoma) using the newly developed specific enzyme substrate a -Glu-2-aminoacridone
(Glu-AMAC) in the presence of alkaline earth metal ions — Ca®*, Sr** or Ba** as enzyme
activators.

Using the above substrate in the presence of calcium ions, the specificity constant of
APA (Vma/Kpn) increased in the order MCF-10 < MCF-7 < MDA-MB-231 to show that the
catalytic efficiency of the enzyme increased with increasing the invasiveness of the tumor cell
line. Similar relationship was observed in the presence of barium but not strontium ions. This
result indicates possible changes in the enzyme molecule in breast cancer cells, favoring its
catalytic efficiency. It might represent a cell response to the reduced amount of enzyme
molecules in pathologically altered tissue.

The Michaelis-Menten constant (K, is lowest when using Ca?* as APA activator in
all the three cell lines. The activation of APA in MDA-MB-231 cells by Sr** or Ba®" leads to
an order higher K, than the one obtained when using Ca®*. These results give reason to
conclude that barium and strontium ions deteriorate the binding of Glu-AMAC in the active
center of APA. The values of Km in the cell line MCF-10 are linearly dependent (r = 0.9994)
on the ionic radius of alkaline earth metals whereas this is not the case in tumor cell lines.
This result indicates once again that the enzyme molecule is changed in tumor cells.

Our results show that the observed lower APA activity in mammary gland carcinoma
is not due to a decreased ability of the enzyme to hydrolyze the substrates but to a reduced
synthesis and expression of the enzyme molecule.
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Trinitrobenzensulfonic acid (TNBS)-induced experimental colitis is animals is a
commonly used model to investigate the pathogenesis of inflammatory bowel disease.

The aim of this study was to evaluate the effect of anethole (AN) in a TNBS-induced
rat colitis model using criteria for macroscopic scoring of colonic damage and to compare the
effect of AN with that of sulfasalazine.

Male Wistar rats (200-250 g) were divided into 6 experimental groups, each of 10 rats:
Control, TNBS, TNBS+ANg,5, TNBS+AN;125, TNBS+ANy5, and TNBS+S. Colitis was
induced by TNBS (10 mg dissolved in 0.25 ml of 50% ethanol) applied in the colon by a soft
cannula at a depth of 10 cm from the anus. Control rats received 0.25 ml of 50% ethanol. The
oral treatment of the animals began on the 2™ day (24 hours after the induction of colitis) and
lasted till the 6™ day of the experiment. The animals were treated orally using an orogastric
cannula. Groups Control and TNBS were treated with sunflower oil (10 ml/kg). Groups
TNBS+ANg25, TNBS+AN125, TNBS+AN25, were treated with AN at doses of 62.5 mg/kg,
125 mg/kg and 250 mg/kg dissolved in sunflower oil to a total volume of 10 ml/kg. Group
TNBS+S was treated with sulfasalazine at a dose of 400 mg/kg dissolved in sunflower oil to a
volume of 10 ml/kg. On the 7™ experimental day the severity of colitis was evaluated using
macroscopic criteria: colon length, weight of rectum plus part of the colon (total length 10 cm
from the anus), wall thickening and area of necrosis.

The results showed that TNBS caused a significant shortening of the colon (p<0.001
vs. Control), a significant increase (p<0.001 vs. Control) of weight of rectum plus part of the
colon (10 cm from the anus), a significant thickening of the colon wall (p<0.001 vs. Control)
and a significant area of necrosis (p<0.001 vs. Control). AN at the doses of 125 mg/kg and
250 mg/kg slightly improved the colon shortening and weight increase (p<0.01 vs. Control).
AN at the dose of 250 mg/kg slightly reduced the wall thickening (p<0.01 vs. Control). The
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area of necrosis was also reduced, so it was not significantly different from the Control in rats
treated with AN 6.25 mg/kg, and was reduced but was still significantly different from the
Control in groups TNBS+AN1,5 (p<0.01 vs. Control) and TNBS+ANs0 (p<0.05 vs. Control).
In sulfasalazine treated rats the colon length and area of necrosis were not significantly
different from the control values, the weight and the wall thickening were reduced in
comparison with TNBS group but were still significantly higher than that of the Control
group, respectively p<0.01 vs Control for the weight and p<0.05 vs Control for the wall
thickening.

In conclusion, AN slightly decreased the TNBS-induced damage in the experimental
model of colitis. The effect of AN was lower than that of sulfasalazine. The effect of AN in
this experiment might be the result of its antioxidant and anti-inflammatory properties.

Key words: TNBS, colitis, anethole, sulfasalazine, rats
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Inflammatory bowel disease (IBD) is characterized by a chronic inflammatory process
of the gastrointestinal system. The condition is associated with the generation of reactive
oxygen species that may be capable of contributing to or even initiating an inflammatory
response. Trinitrobenzensulfonic acid (TNBS) is an agent commonly used to induce
experimental colitis.

The aim of this study was to compare some biochemical markers in two colitis models
resulting from administration of two different doses of TNBS dissolved in different volumes
of two ethanol concentrations.

Male Wistar rats (200-250 g) were divided into 3 experimental groups, each of 10 rats:
Control, TNBS,, and TNBS;o. TNBS was applied in the colon by a soft cannula at a depth of
10 cm from the anus. TNBS at a dose of 20 mg dissolved in 0.4 ml of 40% ethanol solution
was administered to group TNBS,,. TNBS at a dose of 10 mg dissolved in 0.25 ml of 50%
ethanol solution was administered to group TNBSj,. Control rats were not treated.
Biochemical investigations were made 24 hours after the induction of colitis. Thiobarbituric
acid reactive substances (TBARS) in colon, liver and serum were measured as markers of
lipid peroxidation. Serum liver enzymes were used as markers of liver function and urea was
measured as a marker of kidney function.

The results showed that the concentrations of TBARS in colons of rats belonging to
groups TNBSy, and TNBS;, were significantly higher (respectively p<0.0001, p<0.001) in
comparison with the control level. Colon TBARS concentration of rats belonging to group
TNBS, was significantly higher (p<0.05) than that of rats from group TNBSio. The
concentration of TBARS in serum and liver were not significantly different between the two
colitis models and the control rats. There were no statistically significant differences in the
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liver enzyme activities as well as urea concentrations between the two colitis groups and the
control group.

In conclusion, TNBS caused a dose-dependent increase of the concentration of
TBARS in rat colons. The higher TNBS dose probably created a higher level of oxidative
stress in colon tissue resulting in higher level of lipid peroxidation.

Key words: TNBS, colitis, doses, biochemical markers, rats
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ABSTRACT

The recent appearance of a growing number of resistant to conventional antibiotics, has become a
serious medical problem. To overcome this resistance, the development of new compounds is
encouraged. Hemolymph and mucus of Helix lucorum and Helix aspersa garden snails and
Rapana venosa marine snail are a complex mixture of biochemically and pharmacologically active
components.

Glycoprotein ‘hemocyanin’ and antimicrobial peptides from the hemolymph and mucus are
important components of the innate immunity. Some isoforms and peptides serve as effector
molecules of the defense system, providing an efficient initial effect against infectious pathogens.
The in vitro antitumor activity of Helix and Rapana hemocyanins and their isoforms with different
oligosaccharide structures was established on the bladder carcinoma permanent cell lines T-24.
This is probably due to the specific oligosaccharide structures of hemocyanins which are exposed
on the surface of the molecule.

Key words: Antibacterial activity, Antitumore activity, Hemocyanins, Helix lucorum, Helix
aspersa, peptides,
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Introduction

The Phylum Mollusca is probably the third most important animal group after the arthropods
and vertebrates, forming a major part of the world fauna. Although most natural medicines are
derived from plants, marine invertebrate phyla, including the Mollusca, are of increasing interest
as a source of novel bioactive compounds [1,2,6,7]. Molluscs are currently used for a range of
therapeutic applications, with purified or synthesised bioactive compounds developed as
pharmaceuticals and crude or semi-purified extracts as nutraceuticals (Dwek et al. 2001; Dolashka-
Angelova et al. 2008).

Snails belong to the class Gastropoda and land snails are one of the most numerous with
almost 35,000 described species of the world. The marine snail Rapana venosa and garden snails
Helix aspersa and Helix lucorum, from the family Helicidae are very well known species of
gastropod mollusk. The hemolymph from snails contain bioactive compounds as glycans, peptides,
glycopeptides, proteins. Many of them have been discovered in recent years [8,9,15,18].

Several glycoproteins as hemocyanins and lectines were isolated from the hemolymph of
marine and garden snails and analysed using different methods and techniques. Recently, we
identified that two structural subunits, RvH1 and RvH2, with molecular masses of 400 - 450 kDa
aggregate into didecamers for R. venosa hemocyanin and three subunits ([1-HIH, a p-HIH and oy-
HIH) for H. lucorum and H. aspersa hemocyanins. Each structural subunit is composed of eight
FUs of masses of ~ 50 kDa, which can be isolated from the structural subunits of RvH, HIH and
HaH [8,9,12,18].

Moreover, we identified several novel proline-rich antimicrobial peptides with molecular
masses between 3000 and 9500 Da from the hemolymph of R. venosa snails and garden snails H.
lucorum showing strong structural subunits antimicrobial activities against the Gram-positive
(Gram+) and the Gram-negative bacteria [10,11]. The antibacterial activity of hemolymph from
Galleria mellonella infected with entomopathogenic strain of Pseudomonas aeruginosa and non-
pathogenic bacterium Escherichia coli was also established [1]. In vivo, the antimicrobial activity
induced by E. coli sustained on the high level until 48 h after infection, while the maximum level
for P. aeruginosa reached the at 18 h postinjection.

Recently, a series of active peptides and glycoproteins with different physiological functions
were also extracted from snail mucus. The amount of mucin isolated from H.pomatia species is
higher than mucin isolated from H. aspersa. However, the amount of mucoproteins isolated from
H. aspersa species after shaken overnight at 4°C is higher than mucuproteins isolated from H.
pomatia [15].

In recent past, people used to eat alive snails to ease heartburn: when snails reach stomach
they produce mucus, contrasting acidity. Considering the role of snail mucus in repairing ulcers
and thinking about the role of human mucus to prevent or fight acidity, it has been
developed syrups against stomach acidity and gastric-esophagus reflux.

Several scientific researches have demonstrated that some of these bioactive compounds-
derivated drugs can be used in a large variety of therapies, as in creams to ease skin abrasions and
scars, to cure respiratory diseases, heartburn and at last scientists discovered unexpected and
previously unknown properties [3,7,16].

The present study dealt with the analysis of the extracts of marine snail R. venosa and two
garden snail H. aspersa and H. lucorum and their putative application.
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Materials and Methods

Isolation of hemocyanins

Helix and R. venosa hemolymphs were isolated from the leg of collected snails, solubilized
in 50 mM sodium acetate buffer, pH 5.8, and the hemocyanin was sedimented as described by
[9,15,18]. After removal of the blue native hemocyanin pellet, the supernatant was lyophilized.

Isolation of peptides from the mucus

Collected mucus from the snails were lyophilized and separated using Milipore filters (3 and
10 kDa). The lyophilized supernatant from the hemolymph was also separated using the same
filters. Three fractions were obtained: Fraction A (masses between 0-3 kDa), Fraction B (masses
between 3-10 kDa), and Fraction C (masses above 10 kDa).

Fraction B was lyophilized and then applied on a Nucleosil C18 column, equilibrated with
0.10% trifluoroacetic acid (TFA, v/v) (solution A). Elution was performed with a linear gradient
formed by solutions A (0.1% TFA/water) and B (80% acetonitrile in 0.1% TFA (v/v)) at a flow
rate of 1.5 ml/min, over 60 min. Ultraviolet absorption was monitored at 214 nm. The eluted
fractions were collected and lyophilized. The fractions were reconstituted in Milli Q water
containing 0.10% TFA (v/v). The molecular masses of isolated fractions were measured by an
Autoflex™III, High-Performance MALDI-TOF & TOF/TOF System (Bruker Daltonics).

Amino acid analisys of mucus

Approx. 1-2 mg of sample B was weighed accurately in a hydrolysis vial, solved in
800uL 6N HCI, closed under vacuum (< 10mbar) and was hydrolysed for 24 hours at 110°C.

The HCI was evaporated and the sample was solved in sample dilution buffer to obtain a
concentration of approx. 1 mg sample per ml buffer.
Antibacterial assays of the hemocyanins and their isoforms

The antimicrobial activities of the isolated fraction from the mucus of H. aspersa, were
tested against two Gram+ strains, Propionibacterium acnes (strain 266 (IA) and
Propionibacterium acnes KPA171202) and two Gram- bacteria (E.coli NBIMCC and
Helicobacter pylori). The samples were qualitatively tested according to the growth inhibition
assay. Antimicrobial assays of isolated Fractions were obtained on agar plates containing the
likewise Gram+ and the Gram- bacteria. Each fraction was spread on agar medium with two
different amounts (5 and 20 pl of the sample solutions). The incubation was for 24-36 h at
37°C.

Antiproliferative activity of the tested hemocyanins

Experiments were carried out with one commercially available permanent human tumor
cell line from different stages of human urinary bladder transitional carcinoma cells (TCC) :

- T-24 cells were established from the primary tumor of an 81-year-old Caucasian woman with
urinary bladder cancer (transitional cell carcinoma (TCC), grade I11) in 1970 producing a variety of
cytokines (e.g. G-CSF, IL-6 and SCF) with a p53 mutation.

The T-24 cells were cultured in Dulbecco Modified Eagle's Medium (DMEM, Lonza,
Austria), supplemented with 10% fetal bovine serum (Gibco, Austria), 100 U/ml penicillin, 0.1
mg/ml streptomycin, and 1% non-essential amino acids in 75 cm?® tissue culture plastic flasks
(Falcon).

The T-24 tumor cells were treated for 24,48, and 72h, respectively, with various
concentrations (0.25 and 1.0 mg/ml) of the test substances, doxorubicin (DOX, 0.1mg/ml positive
control), and cultured medium (negative control). The antiproliferative activity of the tested
hemocyanins on T-24 cell line of native molecule of RvH and HIH and their isoforms, subunits
and functional units, on cell viability were assessed in 50 mM Tris/HCI buffer, pH 8.0, using the
WST-1 and BrdU ELISA assays (Roche Diagnostics, Germany).
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Results

In the recent years, the extracts from marine and garden snails were analysed and was found
that there are very rich sources of bioactive compounds. Several relatively small antimicrobial
peptides and the much larger protein hemocyanins are isolated from the hemolymph of molluscs
[6,14,19]. We investigated the structures and properties of hemocyanins isolated from the marine
snail Rapana venosa (RvH) and the garden snail H. lucorum and H. aspersa, and studied their
structural and functional units (FUs) using different techniques [13-16]. In this study we represent
the properties and antitumore, and antimicrobial activities of bioactive compounds isolated from
hemolymph and mucus of garden snail H. aspersa [9,18].

Purification of bioactive compounds

After collection and purification the mucus from garden snail H. aspersa was subdivide into
three fractions: Fraction A (masses between 0-3 kDa), Fraction B (masses between 3-10 kDa), and
Fraction C (masses above 10 kDa), using Millipore filters with a cut-off of 3 and 10 kDa,
respectively.

Upon testing their antimicrobial activity on an agar medium after incubation for 24-36 h at
37°C, only Fraction B (masses between 3-10 kDa), appeared to generate a zone of inhibition of
bacterial strains of Propionibacterium acnes (strain 266 (1A), and KPA171202), Helicobacter
pylori and Echerishie coli NBIMCC 3486 (not illustrated). Therefore, Fraction B was purified and
the structures of some compounds were analyzed.

Table 1. Amino acid composition of Fraction B from the mucus of garden snail Helix aspersa

Amino acid ug/mg Amino acid Hg/mg
Asp 52.611 Met 7.350
Thr 23.271 lle + allo-lle 21.995
Ser 21.237 Leu 36.921
Glu 63.277 Tyr 14.372
Pro 25.108 Phe 21.396
Gly 38.474 His 15.317
Ala 27.497 Lys 29.882

Cys(O3H ) + Cys
+Cys; 2.758| Trp +deg. prod. Trp 0.000
Val 25.532 Arg 21.915
TOTAL.: 448913

High concentrations of Asp, Glu, Gly, Leu, Pro and Lys were calculated by the amino acid
analyses of Fraction B (Table 1).

Fraction B was applied on a Nucleosil 7 C18 column (Figure 1) and fourteen fractions were
eluted by reversed-phase column chromatoghy.
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Figure 1. HPLC purification of peptides fromFraction B of the mucus of garden snail Helix
aspersa on a Nucleosil 7 C18 column (250x10 mm; Machery—Nagel, Duren, Germany) using
the following conditions: eluent A, 0.1% trifluoroacetic acid; eluent B, 80% acetonitrile in A;
gradient program, 15% B for 5, followed by 15-100% B in 55 min at a flow rate of 1 ml/min.

They were additionally purified on the same column and analysed by orcinol-sulphuric test.
As is shown on figure 2 (spot 3) no brown colour was observed for the hemolymph of crab Eriphia
verrucosa.

1 2 3 4 5 6

7 8 9 10 11 12

Figure 2. Orcinol-sulphuric acid test of peptides eluted by HPLC and applied on to a silica-gel
plate. The spots on positions: 1). Whater; 2). Glucose 3); Eriphia verrucosa Hc < 10 kDa; 4).
Fraction 2 of mucus < 10 kDa; 5). Fraction 3 of mucus < 10 kDa; 6). Fraction 4 < 10 kDa; 7).
Fraction 5 < 10 kDa; 8). Fraction 6 < 10 kDa; 9). Fraction 7 < 10 kDa; 10). Fraction 8 < 10
kDa; >10kDa; 11). Fraction 9 < 10 kDa; 12). Fraction 10 < 10 kDa

However, the acid test shows that peptides eluted as Fraction 5 (spot 7) and Fraction 6 (spot
8) by HPLC change the colour in brown on spots 7 and 8 on a silica-gel plate. No brown colour
was observed for the other fractions isolated by HPLC. Therefore, Fraction 5 was analysed by
MALDI-TOF. A mass spectrum of Fraction 5, containing peptides with masses between 2 and 10
kDa, is shown in Fig. 3.

38



4021.04

5000

4000

Intensity

3000

2000 6403.73

1000

1000 2000 3000 4000 5000 6000 7000 8000 9000 ..

Figure 3. MALDI spectrum of Fraction 5 from the mucus of garden snail Helix aspersa
purification on a Nucleosil RP C18 column (Figure 2). The sample was measured by MALDI-
TOF Ultraflex 11 (Bruker Daltonics, Bremen, Germany).

The molecular masses of the isolated peptides were determined by MALDI/MS. Two main
ions were identified on MS spectrum on Fraction 5, revealed a main ion at m/z 4021.04 (M+H)"
and ion at m/z 6403.73 (M+H)" (Fig. 3).

Antibacterial activity of peptides from the mucus of garden snail Helix aspersa

In vivo, the antimicrobial activity of fractions isolated from the mucus of garden snail H.
aspersa were tested against different species of Gram+ (Propionibacterium acnes strain 266
(1A) and Propionibacterium acnes KPA171202) and two Gram- bacterium (E.coli NBIMCC
and Helicobacter pylori). The organisms were chosen because they are human pathogenic
bacteria and commonly used in antimicrobial tests. The results show that Fraction 2 exhibited
inhibition effect on growth of the bacteria Propionibacterium acnes strain 266 (IA) and
Helicobacter pylori (Fig. 4 A,B).
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Figure 4. Antibacterial effect of different fractions: positionl)Fraction A; position 2.
Fraction B; position 3) Fraction C; position 4) Water) of mucus from the snail Helix aspersa
against: A) Propionibacterium acnes (strain 266 (IA) and B) Helicobacter pylori.
Antibacterial activity of (1) Fraction 5 and (2) Fraction 6 against C) Propionibacterium
acnes KPA171202 and D) E.coli NBIMCC 3486.

To explain the observed effects of the mucus against various bacteria, the peptides and
glycopeptides of mucus were purified by high-performance liquid chromatogram (Fig. 1), and
the antibacterial effect of the resulting pure fractions was also tested against
Propionibacterium acnes KPA171202 and E.coli NBIMCC 3486. Fig. 4 C and D shows the
antibacterial effect of the two peptides with masses of 4021.04 and 6403.73 Da, isolated from
the mucus of the snail, which to varying degrees affect the Propionibacterium acnes
KPA171202 and E.coli NBIMCC 3486.
Antitumore activity of hemocyanins isolated from the hemolymph of snails

After purification of the native hemocyanin from R. venosa, H. aspersa and H. lucorum
hemolymphs and dissociation against 0.13 M Glycine buffer, pH 9.0, three isoforms were
identified by electrophoresis (data not shown). The direct in vitro effect of the isolated
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hemocyanins with concentration of 500 pg/ml on bladder cancer cell lines T-24 were evaluated in
a number of experiments lasting 24h, 48h and 72h. The effects of the native molecule of molluscan
Rapana, Helix and keyhole limpet hemocyanins, structural subunits and functional units on cell
line T-24 are presented in Fig. 4.
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Figure 4. Effect on the human tumor cell lines T-24 after 72h of incubation with native
molecule of RvH, HaH and HIH, structural subunits and functional units with concentration
of 500 wg/ml in the presence of negative control and positive controls (Doxorubicin
hydrochlorid and KLH).

From the Fig.4 it is clearly visible that only HIH showed a cytotoxic effect after 72 h of
incubation compared to the native molecules of others Hcs. Very slight inhibition effect was
observed after 72 h of treatment of T-24 cells with subunits RvH I, RvH Il and HIH I. In the
opposite, the lack of cytotoxic effect, even stimulation was measured with the native molecule
of RvH, HaH and KLH. However, two functional units exhibited very high inhibition effect,
FU RvH-6 and HiH-7. A cytotoxic effect after 72 h of incubation of HIH-7 was similar to
Doxorubicin hydrochlorid (21%).

We have observed an antiproliferative effect of the functional units isolated from RvH
and HIH against bladder cancer cell line T-24. The effect was found to be dose- and time-
dependent and similar to the effects of doxirubicin. Therefore, the effect of this FU was
studied additional.
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Figure 6. Fluorescence of T-24 cancer cells treated with Annexin-V-Fluos Kit and Pl and
incubated for 24 h with 1,5 mg/ml of RvH1 and 1.0 mg/ml of RvH1-c. Cells were
cultured in DMEM and maintained at 370 C and 5% CO2: (A) Fluorescence microscope
photographs of T-24 control cells without treatment. (B) T-24 cells: treated with mg/ml
of doxorubicin, (C) with RvH1, (D) with RvH1-6. Left side micrographs, red filter (PI
fluorescence, red); center: merged images of red and green fluorescence and day light;
right side micrographs, green filter (Annexin-V-FLUQOS fluorescence, green).

To identify, if the subunit RvH1 and FUs of RvH1 induced reduction in viability of T-
24 tumor cells via apoptosis, they were incubated with the cells and stained using Annexin-V-
Fluos Kit and co-stained with PI. Figure 5 shows fluorescent micrographs of T-24 cells after
24 h incubation with the hemocyanins tested. The left side shows micrographs with necrotic
cells (PI fluorescence, red), in the center are merged images of the red and green fluorescence
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and day light and the right panel demonstrates apoptotic cells (Annexin-V-FLUOS
fluorescence, green). The results was compared with the control (non-treated cells) and
doxorubicin-treated cells (Fig. 5A,B).

After treatment of T-24 cells with the structural subunit RvH1 (Fig.5C), both
populations were found in the wells — apoptotic cells fluorescing in green only and bright green
cells with bright red nuclei. These cells could be late apoptotic or necrotic as well. The same
behavior was observed after treatment of the cells only with one FU RvH1-c, identified, as
described below (Fig.5D).

Discussion

Recently, a series of active peptides and glycopeptides with different physiological functions
were extracted from marine molluscs [6,15,17]. Somel peptides/proteins from the hemolymph of
molluscs and arthropods were also found to exhibit a broad-spectrum of microbial activity against
Gram-positive (Gram+) and Gram-negative (Gram-) bacteria and yeast.

We have isolated and analysed several bioactive compounds, peptides, glycopeptides,
hemocyanins, from marine and garden snails [8,9,12,18]. Biochemically and pharmacologically
active peptides in the hemolymph of garden snail Helix lucorum and marine snails R. venosa were
analysed [11,13]. Some of them, rich in Cys, Pro, Ser or Gly residues showed high antimicrobial
activity against S. aureus and low activity against Klebsiella pneumoniae [11].

Here we represent the peptides isolated from the mucus of garden snail H. aspersa. It is
known that mucus has lots of active compounds, many of them have been discovered even in
early history and in recent years scientific researches have demonstrated that mucus-derivated
drugs can be used in a large variety of therapies [4,7].

Here we represent two glycosilated peptides with mass of 4021.04 and 6403.73 Da,
isolated from Fraction B (2-10 kDa) on a Nucleosil column. Antibacterial test on these
peptides and Fraction B against Gram+ (Propionibacterium acnes strain 266 (IA) and
Propionibacterium acnes KPA171202) and two Gram- bacterium (E.coli NBIMCC and
Helicobacter pylori) showed the inhibition activity of Fraction 2 on growth of the bacteria
Propionibacterium acnes strain 266 (IA) and Helicobacter pylori and the activity of two
peptides on Propionibacterium acnes KPA171202 and E.coli NBIMCC 3486.

It is possible that the Gly- and Pro-content in peptides plays a structural role in the activity
against this bacteria [16]. Understanding the function and mechanism of action of the new
antibacterial peptides from the mucus of H. laspersa may contribute to the potential of this
compound in anti-infection therapeutics.

Glycoproteins with antitumore activity

Hemocyanins from mollusks are very well known as immunostimulators, and possess
an antimicrobial, an antifungal, an antiviral and an antitumore activities [5,6,14,17,19].

In vitro experiments were performed to compare the anti-tumor activities of the native
molecules of R. venosa, H. lucorum and H. aspersa and some isoforms, and optimal doses that
arrest T-24 acancer cell and benign urothelial cell growth. Alterations in the cell morphology
of the treated and untreated cells were observed. Comparison of the actions of the structural
and the functional units RvH, HIH and HaH on T-24 tumor lines and benign urothelial cells
show that treatment with the functional unit RvH1-c is most effective after the 72 h application
on tumor cells without disturbing the metabolism and proliferation of normal cells. The potent
inhibiting activity of the functional unit is probably due to its specific oligosaccharide
structures. Functional units, RvH1-c, shows the most significant inhibitory effect against T-24
bladder carcinoma cells, which is comparable to the antitumoral activity of doxorubicin
without disturbing the metabolic activity or proliferation of normal HL 10/29 urothelial cells.
Cells treated with RvH1-c showed mostly apoptotic and less necrotic cell populations, and lots
of cells were observed in the medium which lost adherence. These cells could be late apoptotic
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or necrotic as well, but there is no accurate fluorescence test which could identify the
difference between these two types of cell deaths at this stage.

This exciting efficacy of a natural glycoprotein needs, as next, to be confirmed by animal
trials, and experiments to elucidate the mechanism of action which are in our pipeline.
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Abstract

Molluscan hemocyanins (Hcs) have recently particular interest due to their significant
immunostimulatory properties. This is mainly related to their high carbohydrate content and
specific monosaccharide composition. We present comparative studies in oligosaccharide
structures of structural subunits from Rapana venosa (RvH), Haliotis tuberculate hemocyanin
and Helix lucorum hemocyanin by mass spectrometry.

Two approaches were applied to analyse the isolated glycans. The first approach
included sequencing of the glycans by specific glycosidases and analysis of the fragments via
MALDI-TOF-MS before and after treatment with the enzymes giving only preliminary results
about the structures of the glycans. Therefore, the second approach, tandem mass
spectrometry was applied, and the glycan structure being derived from their MS/MS spectra,
obtained by tandem mass spectrometry, on a hybrid quadrupole-linear ion trap mass
spectrometer - ESI-Q-Trap system.

The characterization of the N-linked glycans found in HIH, RvH and HtH, in this
study, is revealed in part novel structural motifs which might contribute to the pronounced
immunogenicity of this gastropod glycoprotein. It is obvious that gastropods have a wide
capacity to modify the basic biantennary N-glycan structure with many species-specific
peculiar structures. The oligosaccharide moieties found in HIH, RvH and HtH are a potential
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source of novel N-glycans that are important for the stimulation of the immune response
and/or for the production of antibodies used in diagnosis and therapy.

Keywords: molluscan hemocyanins (Hcs), Rapana venosa (RvH), Haliotis tuberculate
hemocyanin (HtH), Helix lucorum hemocyanin (HIH), structural subunit; mass spectrometry;
ESI-Q-Trap; N-glycans.
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A new green fluorescent tripod has been synthesied by reaction of 2-Chloro-N-(7-oxo-7H-
benzo[de]anthracene-3-yl)-acetamide and bnzene-1,3,5,-tricarboxilic acid and its Zn(ll)
complex has been also synthesized [Zn(BT)(NOs3),] (Scheme 1). The chemical structures of
both compounds were confirmed and analyzed by electronic (UV/Vis and fluorescence),
Fourier transform infrared (FTIR), nuclear magnetic resonance (NMR), scanning electron
microscopy (SEM) and by ionization-electrospray mass spectrometry (API-ES-MS).
The inhibitory effect of [Zn(BT)(NOs).] was
evaluated against model yeasts and Gram (+)
and Gram (-) bacterial strains. The compound
was found more effective against Gram-

P positive test cultures in comparison to Gram-
—HNCHZCO—E Q\O‘;zkﬁ? negative, with the lowest MICqy of 450 pg/ml
: /f “*ﬁ ’ determined against B. cereus The textile
OCHCNH sample impregnated with [Zn(BT)(NOa),]
complex was investigated for antimicrobial

Scheme 1

activity against bacterial strains B. cereus, P.
aeruginosa and E. coli (Figure 1).

46



The results demonstrated good antimicrobial
effect of the obtained cotton-based material 100 1
against B. cereus (about 64% growth o]
reduction). The cotton sample caused only o
about 5% reduction of the growth of E. coli, 50 1
and didn’t inhibit the growth of P. o o
aeruginosa. The antimicrobial effect should 20 1
10 A

be due to the release of [Zn(BT)(NOs3).] from 0
the cotton textile by diffusion.

Growth (%)

40 A u control

Bacillus cereus Escherichia coli

Figure 1

The results suggest their potential application in biomedicine in designing new effective
antimicrobial preparations.
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Herpes simplex virus type 2 (HSV-2), a human pathogen, is a member of the large
family of Herpesviridae. HSV-2 infection is usually transmited sexually and can cause
recurrent, painful genital ulcer. In neonate the infection is associated with significant
morbidity and mortality. Moreover, HSV-2 infection increase the risk of human
immunodeficiency virus (HIV) acquisition. For treating of herpesvirus infections there are
about 11 licensed antiherpetic drugs. (2). The most commonly used ones are the nucleoside analog
acyclovir, its derivatives and cidofovir (3). Unfortunately, continuous therapy leads to a selection
of resistant strains (6). Current data indicate the existence of mutant clinical strains, with
cross-resistance and double-crossed resistance against these antiviral drugs (7). This requires
development of new antivirals, which are pointed to other viral targets. Moreover, the toxicity
associated with some antivirals limits their use, and therefore less toxic and more effective
drugs are needed. For these reasons a special attention is focused on compounds with natural
origin. Plant extracts have complex chemical structure, lower cytotoxicity and due to this the
occurrence of resistant strains against their action is delayed.

The genus Nepeta (Lamiaceae), comprises about 250 species distributed in the central
and southern parts of Europe, Asia and the Middle East. Nepeta species are widely used in
folk medicine because of their antispasmodic, expectorant, diuretic, antiseptic, antitussive,
antiasthmatic and febrifuge activities. (1,5,10).
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We are studied the antiviral activity of water extract fom Nepeta nuda L. derived from
in vivo propagated plants. The cytotoxicity was tested on Madin Darby Bovine Kidney
(MDBK) cell line. Maximal nontoxic concentration (MNC) and cytotoxic concentration
(CC50) of the extract was determined by colorimetric method (MTT assays) (4) The results
were measured at 48 hour and 72 hour after adding of the extract. Maximal nontoxic
concentration (MNC) of the extract determined at 48 hour is = 4 mg/ml and cytotoxic
concentration (CC50) is =8 mg/ml. Results obtained for MNC and CC50 at 72 hour after
adding of the extract are 2 mg/ml and 4.96 mg/ml, respectively. To determine the antiviral
activity of the extract against HSV-2 strain DD-RRR we used modification of MTT assays at
low MOI (9) (effect was expressed as % of protection ). As a long term experiment (results
are measured 5-6 days p.i.) we used the values for MNC measured at 72 hour after adding of
the extract. Water extract from Nepeta nuda inhibited significantly the replication of HSV-2,
strain DD-RRR. The percentage of protection is up to 65% (IC50 is = 0.919 mg/ml ). We
conduct also a yield-reduction assay at high MOI (8). As long as this experiment is terminated
at the 24" hour this allowed us to use MNC measured at the second day (effect was expressed
as % of inhibition). Inhibition yield production reached = 92 % at 4.5 mg/ml. There was
almost no activity at 2 mg/ml. Further we tested the direct inactivating effect of the extract
against extracellular form of the HSV-2, strain DD-RRR. The extract did not show any
change in the virus titer.
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BP1. SYNTHESIS, CHARACTERIZATION AND ANTIMICROBIAL
ACTIVITY OF 4F COMPLEXES CONTAINING THE ANTI-
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Six lanthanide(lll) complexes with isoxicam and tenoxicam with general formula
[Ln2(HL)2(CH3CO0),]-xH,0 (H,L = isoxicam, tenoxicam; Ln = Pr, Nd, Gd) have been synthesized
and characterized by elemental analysis, IR, UV-Vis-NIR, thermal analysis, magnetic and conductivity
measurements. The antimicrobial efficiency of the complexes and the free ligands were examined by
in vitro methods against a wide array of planktonic and adherent bacterial and fungal strains,
including four ESKAPE pathogens, namely E. coli, S. aureus, P. aeruginosa and E. faecalis, capable
of “escaping” from the biocidal action of antibiotics due to resistance mechanisms. The tested
compounds were found to possess a more intensive antimicrobial activity against the Gram-
positive bacterial strains as compared to the Gram-negative ones and none of them exhibited
antimicrobial activity against the fungal strain. The investigation of the anti-biofilm activity of
the complexes revealed a different behaviour as compared to their microbicidal properties, the
MBEC values being much higher than the MIC ones, taking into account the increased
resistance of biofilm embedded bacteria to antimicrobial and other limitative factors.

Acknowledgements. Financial support of UEFISCDI (PNII-PCCA 126/2012) is gratefully
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ELECTROSPUN NONWOVEN MATERIALS WITH SILVER
NANOPARTICLES

........

Kaunas University of Technology, Faculty of Mechanical Engineering and Design,
Department of Materials Engineering, Studenty 56 LT-51424, Kaunas, Lithuania,
E-mail: solveiga.pupkeviciute@ktu.edu

Polymer nanocomposites have attracted a great deal of attention due to their properties such
as optical, electrical, catalytic and antimicrobial. These properties allows them to use in
biomedical applications such as sensors, catalysts and antibacterial materials. Silver
nanoparticles (Ag-NPs) represent one of the most extensively studied nanomaterials, due to
their antibacterial activity against bacteria, optical, catalytic and sensing properties.
Electrospinning allows us to form nonwoven material from nano/micro fibres. Nonwoven
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materials from nano/micro fibres are widely used and studied in biomedicine for tissue
engineering scaffolds, wound dressing, and etc.

The aim of this study is to form nonwoven material from nano/micro fibres containing
antibacterial silver nanoparticles (Ag-NPs) by roller type ‘“NanospiderTM” electrospinning
equipment and to estimate the influence of Ag-NPs on antibacterial properties and structure of
electrospun nonwoven material from polyvinyl alcohol (PVA) nano/micro fibres.
Electrospinning solutions of 15 wt% were prepared dissolving PVA polymer in distill water
and stirred by magnetic stirring equipment Yellow Line MSH basic (Germany) with heating.
Two different concentration of Ag-NPs suspensions were mixed with PVA polymer solution.
The viscosity of solutions were estimated by viscometer BROOKFIELD DV-II+Pro
Viscometer. Nonwoven materials from PVA polymer with Ag-NPs were formed by
electrospinning equipment “NanospiderTM” at applied voltage U=70 kV and distance
between electrodes L=13 cm. The structure of nonwoven materials, analysis of Ag-NPs were
determined using SEM S-3400N. Diameter of nano/microfibers were evaluated using SEM
images and software Lucia Image 5.0. Antimicrobial activity of nonwoven materials from
PVA nano/microfibers with Ag-NPs was determined at the Institute of Microbiology and
Virulogy of the Lithuanian University of Health Sciences. The antibacterial and antifungal
activity was tested in vitro using agar diffusion method in Mueller-Hinton Il agar medium
(BBL, Cockeysville, USA). Antimicrobial activity of nonwoven materials from PVA
nano/microfibers with Ag-NPs was tested in vitro in these standard bacterial cultures:
Staphylococcus epidermidis ATCC 12228, Escherichia coli ATCC 25922, Pseudomonas
aeruginosa ATCC 27853.

In this investigation nonwoven materials from PVA polymer with Ag-NPs was successfully
formed using roller type electrospinning equipment “NanospiderTM”. It was observed that
antibacterial Ag-NPs cause the formation of thinner (fibres with diameter up to 200 nm)
nano/micro fibres, however the morphology of different electrospun nonwoven materials were
quite similar. The antibacterial activity test showed, that electrospun nonwoven materials
from PVA nano/micro fibres have antimicrobial activity against bacteria Staphylococcus
epidermidis ATCC 12228, Escherichia coli ATCC 25922, Pseudomonas aeruginosa ATCC
27853. It was also noticed that highest antimicrobial activity was observed for nonwoven
materials from PVA nano/micro fibres with higher concentration of Ag-NPs.

Key words: electrospining, nonwoven material, polyvinyl alcohol, silver nanoparticles,
antibacterial.
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Abstract

The survival rate of three combinations (variants 1, 2 and 3) of probiotic bacteria in
model conditions of digestion has been examined. The strains L.bulgaricus 1381,
Str.thermophilus 1374 participate in all three combinations, the ratio being 1: 3, in the
capacity of a classic yeast for Bulgarian yoghurt with proven synergy in between. In order to
increase the sustainability and probiotic effects of the combinations, L.acidophilus 1379,
B.bifidum 1370 and L.casei 1014 have been added into this association. As a result of the
experiment it was found that variants 2 and 3 demonstrate resistance and close values of
viable cells in model conditions of the gastrointestinal tract, however, they proved to be of a
lower survival rate in comparison with the microorganisms in variant 1. The survival of the
chosen combination of variant 1 model in terms of gastric and intestinal fluid as a free
suspension has been traced and included in polysaccharide gel matrix (chitosan). Studies
show that the inclusion of lactic acid bacteria in chitosan gel results in stabilization of their
resistance in model digestion conditions and provides for a high concentration of viable cells.
Keywords: survival, probiotic bacteria, chitosan

Introduction

Probiotic bacteria improve the microbial balance in the gastrointestinal tract and are
safe to be used in the diet of humans. In the presence of lactic acid bacteria a lactic acid
fermentation takes place, which is characterized by the fermentation of sugars and production
of lactate [1,5].

L.bulgaricus is not a normal inhabitant in the gastrointestinal tract of mammals. Cells
are rod-shaped with dimensions 0,6-0,8 / 4,0-8,0 um and of round edges. L.acidophilus is a
natural inhabitant of the intestinal tract of both humans and animals. Its cells are rod-shaped
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with round corners, of 0,6-0,9 / 1,5-6,0 um dimentions. They occur as single cells, in pairs
and in the form of short chains. L.casei has smaller dimensions than L.bulgaricus. Probiotic
effects are expressed in modulating the activity of gut microflora and an increase of the
amount of immunoglobulin in blood [1,2,3,6].

Str.thermophilus is one of the important bacteria in dairy industry. Along with
L.bulgaricus it is used as a starter for yogurt, white brine cheese, etc. What distinguishes it
from the rest of lactic acid streptococci of the Lactococcus genus is its thermal stability.
Bifidobacteria are typical lactic acid bacteria which are normal inhabitants of the intestinal
tract of humans and animals [1,7].

In recent years, the chitosan polysaccharide provokes scientific interest as a prebiotic
as well as in its composition and physiological effect. It stimulates the growth of intestinal
bacteria thus having the potential to be used as a prebiotic nutritious additive [4]. So far there
exist scant data on the immobilization of lactic acid bacteria in chitosan. Researches in this
direction are of scientific interest not only because of the fact that the chitosan polysaccharide
use has been allowed for nutritious purposes but also because of the favourable impact it has
on human health.

Due to the increased interest worldwide in the production of new probiotic milk-based
products, constant development of new combinations of different strains of probiotic bacteria
is being observed, including lactobacillus, laktococcus, bifidobacteria as starter cultures as
well as different prebiotic supplements to obtain new probiotic nutrients.

The authors pursue the following experimental purposes:

1. Tracing the survival rate of cells of different combinations of probiotic strains both
of lactic acid bacteria and bifidobacteria in model conditions of gastric and intestinal fluids to
establish the highest level of resistance of cells under these conditions.

2. Tracing the survival rate of the selected combination of probiotic strains in model
conditions of gastric and intestinal fluid as a free cellular suspension and included in
polysaccharide gel matrix (chitosan).

Materials and Methods

For the purposes of the experiments freeze-dried strains of L.bulgaricus 1381,
Str.thermophilus 1374, L.acidophilus 1379, L.casei 1014 and B.bifidum 1370 were used. They
were rehydrated with physiological saline in advance and activated in a thermostat for about
30 min. Their development took place in sterile skimmed milk under conditions consistent
with the specifics of cultivation of each strain.

Based on selected lactic acid bacteria strains by mixing in volume ratio of 1:3:1, three
probiotic combinations were created:

* Variant 1. L.bulgaricus 1381, Str.thermophilus 1374, L.acidophilus 1379 - at a ratio
of 1:3:1,

* Variant 2. L.bulgaricus 1381, Str.thermophilus 1374, B.bifidum 1370 - 1:3:1;

* Variant 3. L.bulgaricus 1381, Str.thermophilus 1374, L.casei 1014 - 1:3:1.

L.bulgaricus 1381, Str.thermophilus 1374 strains at a ratio of 1:3 participate in all the
three combinations (variants 1, 2 and 3) as a classic yeast for Bulgarian yoghurt with proven
synergy in between. The positive effect is expressed in the growth rate, acidifying and flavor
formation. The positive effect is expressed in the growth rate, acidifying and flavour
formation. Incorporation of one of the other three strains - L.acidophilus 1379, B.bifidum
1370 and L.casei 1014 into this association aims at increasing the sustainability and probiotic
effect of combinations.
Survival rate determination of selected strains in model conditions of gastric and intestinal

fluid

52



Combinations of strains were enriched to an initial concentration and it is on this basis
that their survival rate in model conditions of gastric and intestinal fluid was determined and
compared. Simulated gastric fluid was prepared by dissolving pepsin (3g/l) in a sterile saline
solution (0,5%) and adjusting to pH 2,0 by addition of 1M HCI. Simulated intestinal fluid was
prepared with pH 7,0 (Phosphate) containing sodium chloride (0,5%) and pancreatin (1g/1).
1ml of the cell suspension underwent incubation with 9 ml of the resulting simulated gastric
and enteric fluid, respectively, for 24 hours at a suitable for the strain analyzed temperature.
At the end of the 0, 4-th and 24-th hour, aliquots were taken to determine the total number of
viable cells (CFU/ml).

Number of viable lactic acid bacteria determination was carried out following a
limited dilution method, the latter comprising subsequent calculations in compliance with
the table of McCrady. A sample of 1g (1ml) was used to prepare dilutions in physiological
saline solution from 10™ to 10™°. The dilution was poured into three (3) tubes of 9 ml of dry,
sterile skimmed cow's milk each and inoculations of 1 ml were made. Cultivation was carried
out at 40-42°C to result in coagulation. From the tubes with coagulated milk preparations
were drawn, and after fixation, coloration and drying, they were observed by means of the
immersion system of microscope "Carl Zeiss- Jena™.

Incorporation of the chosen combination of probiotic strains in polysaccharide gel matrix
(chitosan)

The method of mechanical incorporation in the polymer network of a hydrocolloid gel
was applied. For this purpose "Chitosan" (Deacetylated chitin, Poly (D-glucosamine) of
"SIGMA" company was used.

Results and Discussion
The results of the experiments with the three variants of probiotic bacteria mentioned
above are presented in figures 1 and 2.
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Figure 1. Total number of viable cells (log/CFU/mI) in the studied variants (1, 2 and 3) in
simulated gastric fluid
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Figure 2. Number of viable cells (log/CFU/ml) in the studied variants (1, 2 and 3) in
simulated intestinal fluid

In variant 1 a reduction was observed as to the the number of living cells for a 24
hours period of time in the conditions of gastric and intestinal fluid (Figure 1 and Figure 2),
which is less pronounced in comparison with variants 2 and 3. In the model conditions of
gastric fluid, during the 0-4 hours period of time the number of cells was reduced by 3,58 log
units and during the 24 hours it was reduced to 6,51 log units. In the medium of simulated
intestinal fluid, the number of living cells for 4 hours was reduced by 2,09, while for 24 hours
- by 3,61 log units.

The cellular number of the variant 2 strains was affected more significantly by the
change of pH of the medium and in the conditions of simulated gastric fluid for the period
from 0 to 4 hours it was reduced by 4,01, while for 24 hours it was reduced to 7,1 log units. In
the medium of simulated intestinal fluid (Figure 2), the number of viable cells for 4 hours was
reduced by 3,22, and for 24 hours - by 4,43 log units.

The combination of strains in variant 3 is characterized by the highest overall
sensitivity to the conditions of simulated gastric and intestinal fluid in comparison with
variants 1 and 2.

In the gastric fluid medium, the number of cells in 4 hours was reduced by 4,53, and in
24 hours - by 7,53 log units. In a medium of simulated intestinal fluid, the cellular number at
the fourth hour was reduced by 3,37, and at the 24th hour - by 5 log units. The results of the
experiment demonstrated variants 2 and 3 resistance as well as close values of viable cells in
model conditions of the gastrointestinal tract, but they had a lower survival rate in comparison
with the microorganisms in variant 1.

The comparative results for the survival rate of experimental strains of variant 1,
having been incorporated in a polysaccharide matrix of chitosan in the model conditions of
gastric and intestinal fluid are shown in figures 3 and 4.
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Figure 3. Total number of viable cells (log/CFU/mlI) in variant 1 for simulated gastric fluid
with and without chitosan presence.
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Figure 4. Number of viable cells (log/CFU/mlI) in variant 1 in simulated intestinal fluid with
and without chitosan presence.

When depositing a pure cell suspension under the conditions of simulated gastric fluid
(Figure 3), the number of living cells in 4 hours was reduced with 4,01 log units, and in 24
hours - by 7,53 log units. In the model environment of intestinal fluid (Figure 4) the amount
of living cells at the fourth hour decreased by 3,22 log units, and at the 24th hour - by 4,59 log
units. Chitosan strains included in the solution demonstrated a higher resistance in a simulated
gastrointestinal tract for a period of 24 hours compared to the pure strains. In the medium of
gastric fluid for 4 hours, the number of live cells was reduced by only 2,8 log units, and for 24
hours - by 6,42 log units. In the medium of simulated intestinal fluid, the number of cells for 4
hours was reduced by 2,2 log units, and for 24 hours - by 3,42 log units. The experiments
which were carried out showed that lactic acid bacteria L.bulgaricus 1381, Str.thermophilus
1374 and L.acidophilus 1379 in chitosan gel incorporation leads to a stabilization of their
resistance to model conditions of digestion and an increase of their biological value.
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Conclusion

It was established that variant 1 out of the three tested combinations of probiotic

strains has the highest survival rate in model conditions of gastric and intestinal fluid. The
incorporation of this combination in chitosan gel leads to a stabilization of cells resistance in
the model conditions of digestion and an increase of the biological value. Thus, selected
strains usage in the composition of probiotic products will provide for a high concentration of

viable cells.
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Human and animal health and food safety are top priority in EU policy, leading to

risk assessment associated with the food chain. In this regard started the development and
implementation of organic complexes (chelates) of minerals (zinc, copper, iron, selenium,
chromium, etc.) and protein compounds that are reported to be mastered better from animals
and stimulate their metabolism, immunity and productivity. Widely used zinc inorganic
compounds have been identified as forage component with number of drawbacks, such as
poor absorption, poor bioavailability and high environmental contamination by metals.
In the present study have been investigated the toxicity and effects of inorganic and organic
zinc compounds and evaluated high doses in experimental in vivo conditions, by means of
spectro analytical procedure and histopathological studies, on the basis of which we aimed to
contribute the assessment and to supplement the existing information on health impacts.

Experimental design:

Products used in the studies:

Zinc bis-DL-methionate (Zn-Met) - synthesized by prof. L. Vezenkov in the laboratory of
peptide synthesis of the Department of Organic Chemistry at the University of Chemical
Technology and Metallurgy — Sofia, containing 14.6% zinc, 16.6% H,O and 68.8%
methionine.

Reference medicinal product: Zinc sulphate heptahydrate (ZnSO,.7H,0) - containing 22.7%
Zn.

Methods and treatment:

The content of zinc in prepared crop recepies was tested by atomic absorption
spectroscopy and atomic absorption spectrophotometer "Perkin Elmer" 3030.

Forty two broiler chickens Cobb-500 were treated once p.o. with zinc sulfate and
zinc methionate at doses of 1000 mg / kg m., 1500 mg / kg m. and 2000 mg / kg m and organs
were routinely processed and Hematoxylin and Eosin (H&E) stained for morphological
examination.

Our results showed that high doses of the inorganic zinc ingredient significantly
decreased the general health condition of chickens and led to dose dependent, from mild to
severe histopathological alterations of liver, kidneys and heart. In the groups treated with the
organic zinc methionate lethal dose was not reached, changes of organ morphology were less
pronounced compared to poultry treated with the inorganic zinc sulfate. However
histopathology showed dose dependent variations of organ morphology, compared with
controls.
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As conclusion we admit that the used organic zinc ingredients in chicken forages can
be safely used in appropriate doses, which is cost-effective and less harmful to animals and
environment, than the inorganic such.

Key words: Zinc bis-DL-methionate, Zinc sulphate heptahydrate, acute toxicity.
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Summary
The application of advanced and modern technological approaches with the addition of

oils and food of vegetable origin is described, aiming at creation of fortified meat foods to
optimize the composition of human nutrition. Freeze-dried foods were developed based on
buffalo meat intended for specialized nutrition of people suffering from cancer. The radio-
protective effect of freeze-dried foods was studied on test animals (male white mice BDF),
subjected to whole body external radiation at relatively low doses of radiation. The effect of
biological radio-protection was experimentally proved, as far as nutrition is concerned and its
role as a possible factor for reduction of the level of radiation damage. The established
positive effect of the tested food components will enable their inclusion in diets for complex
treatment.

Keywords: specialized feeding, buffalo meat, biological experiment, lyophilization

Introduction
Dietetic nutrition is a milestone in the complex treatment of patients under stationary

conditions. Targeted use of food products and special additions to them provides a number of
options for lower radiation damage to the body. One of the alternatives to this is the creation
of foods with anti-ray effect. Therefore our efforts were directed towards the study of
biological radioprotection, especially nutrition as a possible factor in reducing the
incorporation of radionuclides and decreasing the extent of radiation damage as well.

Various teams from Bulgaria have conducted experiments on the impact of nutrition
on radiation damage in mammals. It has been found that diets of higher content (up to 60%)
of vegetable fats enhance the radioresistance of the organisms. The good deincorporating
effect of anthocyanic preparations was proved. Preference to deincorporating components of
natural origin was given based on the experiments. Their ability for both multiple application
was proved and for long periods without toxic adverse events in a chronic receipt of
radionuclides in the body [1,2,3].

Clinical testing was carried out of food products (meat, fish and cereal based) with the
addition of anthocyanins, pectins, vitamins A, B1, B6, C and E, Biostar preparation and
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lactobacilli in various combinations. Good tolerability of these products was accounted for by
patients undergoing radiotherapy and cytotoxic therapy [1,5].

The inevitable conclusion is made that the use of various food products in the diet of
radiation affected patients is a complex problem and that the final effect depends on multiple
factors. Purposeful experimental studies and clinical trials are required in accordance with the
complex pathogenesis of radiation damage [4]. External and internal irradiation performed by
radionuclides has damaging effects the basic mechanisms of which have been established
long ago in radiology. Vigorous chemical agents have been created to provide for prevention
from X-ray damages as well as for disincorporation of radioactive isotopes that have been
taken on in various ways. These agents, however, distinguish high degrees of toxicity, which
excludes their massive and repeated administration with humans. Therefore our efforts have
been directed towards the study of biological radioprotection and nutrition in particular, as a
possible factor for reducing incorporation of radionuclides and decreasing the extent of ray
damage.

The main objective of the study was to develop a lyophilised meat foods for
specialized nutrition having radio-protective effect. An attempt was made to find a modern
formula for the prophylaxis of oncological diseases by means of therapeutic feeding and
special nutritional meat-based concentrates in particular. The radio-protective effect was
traced of the freeze-dried foods on experimental animals (male white mice BDF) subjected to
whole body external radiation at relatively low doses of radiation.

Materials and Methods

Prescription formulas have been developed to obtain freeze-dried foods for clinical
meat-based nutrition (buffalo meat). The newly created foods contain growth and energetic
stimulants, also physiologically active substances of different origin, namely, enzymatic lean
buffalo meat, vegetable and cereal components, polysaccharides, ascorbic acid, natural
antioxidants, lecithins, etc.

To obtain lean meat enzyme preparations were used such as papain (Merck) and
bromelain (Merck). Freeze-drying took place in a sublimation installation of the company -
"Hochvakuum-TG -16.50".

The test animals used during the experiments were male white mice BDF weighing
18-23g. Whole body irradiation was applied externally from *’Cs source of experimental
groups a 2,25 Gy gamma rays dose. Dose rate created by the sources was 1,78 Gy / min.

Five experimental groups were used, of five test animals each:

Group 1: Exposed to radiation control group of animals, fed with vivarium food
(tableted yeast and water);

Group 2: Non-irradiated and fed a special food throughout the study period,;

Group 3: Irradiated and treated by means of curative nutrition for four days after
exposure;

Group 4: Irradiated and treated for preventive and curative reasons for four days
before and 12 days after exposure;

Group 5: Non-exposed to radiation control group of mice, fed with vivarium food.

The animals from each group were kept and grown under the same conditions. Access
to food and water was available throughout the day. Food was protruded every morning.
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Preventive treatment with the additive mentioned continued for 4 consecutive days prior to
irradiation at a dose of 2,25 Gy. The curative treatment took place 12 consecutive days post
irradiation at a dose of 2,25 Gy. The chosen model of food provision was applied to account
for possible prophylactic (prior to irradiation) or medical (after irradiation) effect of tested
products. Weight and hematological parameters were investigated. Mice received the
supplement together with their usual food and our calculations showed that each mouse had
consumed 3 g per day. The investigated parameters included: 1) The concentration of
leucocytes in the blood; 2) Weight. Statistical analyzes were performed using Anova program
of Excel for Microsoft Office.

Results and Discussion
Experimental data on the concentration of leucocytes in the blood of mice at different
feeding regimes are presented in Table 1.

Table 1. Hematological parameters - testing the concentration of leucocytes in the blood of
mice at different feeding regimes

Ne | Control group Concentration of leucocytes in the blood
WBC (pcs./mm?)
4 days before Immediately before | On the 6th day On the 12th day
irradiation irradiation after irradiation after irradiation
1. Irradiated mice 10990 11330 9030 8680
fed with yeast
2. Non irradiated mice 10490 12760 11972 12730
fed with special food
3. Mice - irradiated and 12725 9630 6675 6700
curatively treated
4, Mice - irradiated, curative 11840 11130 6860 9630
and preventive treated
5. Non-irradiated mice 12160 11860 11450 11150
fed with yeast

Haematological tests included measurement of the factor of leucocytes concentration
in the blood of the test specimens. What was special with irradiated objects was a sharp drop
in values of the factor immediately after irradiation (Figure 1). The diverse feeding regimes
demonstrated pronounced trends. When fed with normal food we ascertained a steady decline
in the concentration of leucocytes for the entire studied period while with curative nutrition a
slight increase of factor values at the end of the period was found. The effect of special food
nutrition was most noticeable in preventive nutrition, for then significant recovery of the
concentration of leucocytes (over 20%) was observed at the end of the period. The statistic
processing of the results obtained turned out to be statistically insignificant as far as the
differences between the variants are concerned (Table 2). This is probably attributed to the
small amount of studied objects (5 pcs per variant) and the significant intragroup dispersion
between individual specimens in particular.
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Figure 1. WBCs concentration in irradiet mice blood

Studies of leucocytes concentration in the blood of non-irradiated mice, fed with
regular and special food, showed beneficial impact of dietary supplement on the values of this
factor in comparison with the control group. Significantly higher values of the factor were
registered throughout the period (Figure 2). This was certified by the statistically processed
experimental data as well where the beneficial impact of nutrition with special food was
manifested with a reliable rating at P = 0,01 (Table 2).

WRBCs concentration in blood on non irradiated mice
130 —m— usual nutrition
120 —m— special food
\-/ nutrition
110
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Figure 2. WBCs concentration in blood on non-irradiated mice

Table 2. Statistical parameters of study of the concentration of leucocytes in irradiated mice

Study factor Rank of proof

Way of feeding F op F, 0,05 Fy, 0,01 Fi, 0,001 Rank
Irradiated mice 0,49 3,89 6,93 12,97 -
Non-irradiated mice 12,13 5,32 11,25 25,41 *x

P<0,001 - ##%; P<0,01- #* P<0,05- *

The impact of different feeding regimes onto post irradiation weight factor of mice
were studied with the test animals at a dose of 2,25 Gy (Table 3).
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Table 3. Measured values of mice weight at various feeding regimes

Ne Control group Weight in grams by dates of measurement
lday | 3day 5 day 7day | 9day 11 13 15
(Irradiation) day day day
1. Irradiated mice 19,90 | 23,12 | 24,98 23,20 | 25,88 | 25,78 | 25,72 24,70 | 25,68
fed with yeast
2. Non-irradiated mice 19,66 | 22,06 | 21,64 22,46 | 23,00 | 23,94 | 23,72 26,40 | 28,36
fed with special food
3. Mice - irradiated and 20,96 | 23,66 | 23,40 25,34 | 25,06 | 26,90 | 26,46 28,90 | 28,22
curative treated
4. Mice -irrad. and curative | 20,62 | 22,96 | 23,30 24,02 | 23,76 | 23,84 | 25,68 27,36 | 26,76
and prev. treated
5. Non-irradiated mice 19,42 | 23,16 | 23,36 24,48 | 25,94 | 25,74 | 26,38 26,82 | 25,84
fed with yeast

The results of the measurements of the weight factor for irradiated test groups are
shown in Figure 3. There is a more rapid increase in weight of the mice fed with customary
food before irradiation compared to the other embodiments. However after irradiation (on day
5) a significant decrease in weight was observed with mice fed in this manner, followed by a
gradual rise to values higher (5%) than the ones registered before irradiation. The next two
variants manifested a significantly higher degree of adaptation of the organism after stress
factor application. The increase in weight was respectively 23% for curative nutrition and
17% for preventive nutrition. A despersive analysis of the results obtained was performed.
The weight of test animals immediately after irradiation was studied as a basis for comparison
as well as the weight at the end of the feeding period with a special diet (Table 4). The
beneficial impact of curative and preventive nutrition compared to the control group was
demonstrated at reliability rating P = 0,05. Statistically significant differences between
curative and preventive nutrition were not substantiated. Figure 4 shows a graph of change in
weight of non-irradiated mice fed with customary and special food. Initially we ascertain a
faster rise in the weight of mice fed the usual way, after that a gradual levelling of the values
of the factor at the end of the period can be observed.

Weight variation on irradiated mice Weight variation on non irradiated mice
:gg F*-L_- +usu?|. ‘112?_, —e—usual
1% - ) nutiition 140 2= nutrition
A i e e [ 3 == -
120 - 125 —m—special
<115 v ad 1 preventive < 120 - . food
“ 110 V/m nutrition 115 — - nutrition
105 109 T =
105
100 + 100 -
- %
90
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B
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Fig.3. Weight variation on irradiated mice Fig.4. Weight variation on non-irradiated
mice
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Table 4. Statistical differences between feeding regimes in relation to weight factor of
irradiated mice

Factor study Rank of proof

Fop Fy, 0,05 Fy, 0,01 Fi, 0,001 Rank
Between control and curative 9,54 5,32 11,26 25,41 *
nutrition
Between control and preventive 7,15 5,32 11,26 25,41 *
nutrition
Between curative and 0,06 5,32 11,26 25,41
prophylactic nutrition

P<0,001 - % ; P<0Q,01- **%; P<0,05- *

Conclusions

1. A high degree of probability for the beneficial impact of nutrition with special food

was demonstrated onto the leucocytes factor in the blood of mice that were not treated with
gamma-rays.

2. Statistically significant differences of weight index of mice was registered between

the variants depending on whether they had been fed with special food before and after
irradiation compared to the control group fed in the usual way, which demonstrate the
beneficial impact of the dietary supplement used.

3. The effect of biological radioprotection was proved, namely nutrition as a possible

factor for reducing the level of radiation damage.
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Alstract.

Some psychoactive substances are used in religious ceremonies, shamanic and spiritual
rituals since prehistoric times. There is archaeological evidence for the use of psychoactive
substances, dating back at least 10 000 years. Most often these are herbs, plants and fungi,
which are representatives of hallucinogenic and other substances with psychoactive
properties.

The author presents some of the traditional "sacred plants” and active substances with
psychoactive properties: cannabis, coca, kykeon, iboga, soma, peyote, ayahuasca, ergine,
psilocybe mushrooms, opium and others.

Key words: psychoactive substances, sacred plants, hallucinogens

Hskon NCHXOaKTUBHM BEILIECTBAa, OCOOEHO XaNIOLMHOIEHW, ca OWIM M3MOJI3BaHMU 3a
PEJUTHO3HU LIETH OLIE OT MPauCTOPUUYECKH BPEMEHA.

HNma apxeonoruyecku JoKa3zaTelICTBa 3a ymnorpedara Ha IICUXOAaKTHUBHM BEILECTBA,
natupamu ot npeau 10 000 roguHy.

ITpe3 1979 roauna ekun OT M3cleAaBaTeNd Ha IICUXOAKTMBHUTE BeELIECTBA Ipejyiara
TEpMHHA €HTeOreH 32 BEILECTBAaTa, KOUTO MPEAU3BUKBAT IPOMEHU B Ch3HAHUETO U MUCTHUYHU
IIPEXUBSIBaAHUS.

EHTeoreH B TeCHUS CMUCHI Ha JymarTa, € ICUXO0aKTUBHO BEILIECTBO, KOETO CE M3IMOJI3Ba B
PEUTHO3HU LIEPEMOHUM U CIHMPUTYAJIHU pUTyand. TepMHHBT Mpou3iu3a OT JABE JyMH Ha
craporpbiky, (entheos) um (genesthai). BykBamHOTO 3HaueHWe Ha JymMara EHTCOTCH €
IIpEeXUBsIBaHE, CBbP3BAIO YOBEKA C BhTpelIHUs bor.

EnTeorenure ca OuiaM U3MOJI3BaHU B NMPOJBIKEHUE Ha BekoBe. MIMa cBeneHus, ye Te ca
OUJIM M3BECTHU HA MOYTH BCUYKU JPEBHU LIMBUIM3ALINN.

Haii-uecto ToBa ca OwikH, pacTeHus U T'bOM, KOUTO Ca MPEACTABUTENU IMPEAUMHO Ha
XaJIIOLIMHOTEHHUTE BellecTBa. [IpumMepn 3a TpaJlWLIMOHHUTE €HTEOTEHW BKIIIOYBAT: KHKEOH,
coMa, MeHoT, asxyacka, kaHaOWC, €TaHOJ, AJKAJIOMAM HAa MOPABOTO porye, MCUIOLHUOUH,
ornuyMm (13, 14, 18, 22, 23, 31, 39, 40, 49).

[uknuyHUTEe KYJITOBE ca XapakTepHM 3a pa3IMyHU OOIlecTBa, KaTo Hail-paHHU
CBUJCTEICTBA UMa 3a ElleB3MHCKHTE MUCTEPHH.

B I'spuus, B rpan EneB3una, ce € MpoBeXaal M'OAMIIEH PEIUTHMO3€H MPa3HHUK B 4ECT Ha
Hemetpa u Ilepcedona. LleHTpaaHO MACTO B T€3H NMpa3HEHCTBA 3aeMa MOTHBA 3a BEUHOCTTA U
6escmbpTueTo. Kynrer xbpm Jlemerpa Oenexu 3aBpblllaHe KbM XTOHHYHOTO, KbM OOrOBeE,
€CTECTBOTO Ha KOUTO € CBBbP3aHO C TAWHUTE Ha IJIOJJOPOJAUETO, )KUBOTA U CMBPTTA.

EneB3suHCKHUTE MUCTEpUHU C€ Mpa3HyBaJlW BCSKa IOJUHA B MPOIBJDKEHHE Ha OIU30 JBE
XWISAU TOAUHU. BeposTHO Te BB3Mpou3BexIaT BpbllaHeTo Ha Ilepcedona oT moazemHus
CBSIT, KATO CUMBOJ Ha Bb3KpeceHHeTo. ChbBpeMEHHUTE yUYEHU CMATAT, Y€ OCHOBHATA MJIesl HA
LIEPEMOHUUTE € MPOSBICHUE Ha BApaTa B 0€3CMBPTHUETO HA YOBEKA, KOWTO - CHOpE] UAEUTE
Ha JpEBHUTE TBHPIH, Clell CMBPTTAa CE BB3paKIa, KAaKTO CEMEHaTa, 3aceTH B IOYBaTa
IIOHMKBAT U J1aBaT HOB JKUBOT ...

WnTepecHo e, e B rpaq Enes3uHa e pofieH MbpBUAT OT IPBLUKUTE Tparuuu - Ecxut.

Hsaxon yuenu cmsrar, e ,Mucrepusra" Ha EneB3nHa ce oCHOBaBa Ha Bb3JAECHCTBHETO
BbPXY YYAaCTHUIIUTE HA XaJTIOLMUHOTEHHH BELIECTBA, ChABPKALIN CE B céeujeHama HanumKa
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kukeon. KukeoH ce crioMeHaBa B TekcToBere Ha OmupoBara "Mnumaga" u ce ommcBa Kato
ChCTOSIIA C€ OT €UYEMHK, BOJA, OUIIKM U KO3€ CHPEHE.

W3non3BaHeTo Ha OTBapu 3a MAarM4eCcKU WIM PEJUTHMO3HU L€ € OTHOCUTENIHO YECTO B
Enana u npeBHUs CBAT.

[TocBeTeHMTE B MUCTEPUUTE, MOATOTBEHU OT MPEIAXOJHA LIEPEMOHHMS, MOXKE J1a ca OuiH
3aJBM)KBAHU OT €(EeKTUTe Ha MOIIHA IICUXOAaKTUBHA OTBapa C AbJIOOKH JyXOBHM H
MHTEJIEKTYAIIHU TOCIEAUIIN.

B ono3unus Ha Tasu uzpes, APYrd CKENTUYHU y4eHHM OTOENsI3BAT JIMICATa HAa COJMAHU
JI0Ka3aTeJICTBA U OAYEPTABAT KOJIEKTUBHUS, @ HE NHIUBUAYAJIEH XapaKTep Ha IIOCBELEHUE B
Muctepuure.

MHOro NCUX0aKTUBHH BEIIECTBA ca OMIIM MPEIIOKEHN KaTo 3HaYMM €JIEMEHT OT KHKEOH,
Makap U 0e3 KOHCEHCYC WIIH yOeIUTeNIHU J10Ka3aTelICTBA.

EnHo oT npeanosnokeHusTa €, 4e HalMTKaTa ChAbpika ajlKalouau Ha MopaBoTo porde, ¢
edekTu, mogoouu Ha Te3u Ha JICI.

Mopasomo pozue /Claviceps purpurea/ € napasuTHa rp0a, KOSTO c€ Cpella IpH HIKOU
KUTHA U TPEBUCTH pacreHus. Anbepr XopmaH - MIBEHMIAPCKM XUMHK, OTKpPHBa
MICUXO0AaKTUBHUTE CBOWMCTBA Ha ankanonanute Ha Claviceps purpurea u cuatesupa JIC/.
Brrpeku ToBa, CbBPEMEHHHUTE OIIUTH Ja CE IPUTOTBH KMKEOH UpE3 M3I0JI3BaHE HA 3apa3cH C
MopaBo porye eueMuK ca JAajay He3aJ0BOJIUTEIHHU PE3YIITATH.

Xanoyunocennume 2v6u ca Jpyr KaHAMJIAT 3a NCUXOAKTHBHU BELIECTBA B ChCTaBa Ha
HanuTKaTta. TeppbHC MakkeHa crniekynupa, ue ,,TaitHute ca poKycupaHu OKOJIO MarnyecKuTe
reou Psilocybe. Enna cbBpemeHHa Xumoresa Mpearnoliara, 4e JpPeBHUTE ETUNTSHU ca
kynruBupanu Psilocybe cubensis Ha edemMuk U yrnoTpebaTa My € CBbp3aHa ¢ KyJiTa KbM OOT
O3wupuc.

Hpyeu enmeoeennu 2vou, kamo Yepsenama myxomopxa, CbIo ca OUIN 0OCHKIaHH.

Jpyr kanIuaar 3a NICUXO0AKTUBHO BELIECTBO € OIUAT, NOIy4YeH 0T Onuegus mMax.

Cnopen Jpyra Teopus, IICUXOAKTUBHOTO BELIECTBO B KHKEOH e
oumemunmpunmamur (/[MT), Kkoiito ce cpemia B MHOrO JUBH PACTCHUS  OT
Cpenn3eMHOMOPUETO, BKJIFOUUTEIHO PA3IMYHU BUIOBE aKalusl.

AnGepr XodMmaH U Jpyrd yueHH, NOTBBpPXKAAaBaT XHUIIOTe3aTa, ye CBEIICHATa HAalMTKa B
npeBHUTE EneB3nHCKUTE MUCTEPUH € ChIIbprKala €UEMUK WIN PBK, 3apa3€HU ChC CKIEPOLIUU
oT MopaBo porye, NpUYUHABAILY XATIOLUHAIUN B [IOCBETEHUTE B CBELIEHOTO TAWHCTBO.

Penurnosznara u KynaTypHa cTOMHOCT Ha aeiictBurenHarta "TaiiHa" Bce ome e cinabo
pa3bpana. ,,Mucrepusra" Ha EneB3uHa npoabKaBa Ja BBIHYBa BbOOPaKEHHUETO Ha
U3CIEI0BATENINTE.

3aciyxaBa Aa ce oTOeeXH, ye MOKIOHHMIM B EneB3uHckus xpam ca 6unu Ilnaton u
Coxkpar, Codoxbi, Omup, EBpunuj - Haii-Benukute ymoBe Ha apeBHoctTa (9, 30, 45, 51).

XpambT Ha Anos10H B Jlesidu, pasnonoxeH B IOJHOKNAETO HA IaHuHara [lapHac e Haii-
MOMYJISIPHOTO M MPOYYTO MPOpHULANUIIE Npe3 AHTHYHOCTTa B LsU10TO Cpeau3eMHOMOpHE.
ToBa e Haif-100pe TOKyMEHTHPAHUST PEIUTrHo3eH 00eKT Ha kimacuueckus cat. Ot 1400 mp.
H. €. 70 381 r. OT H. €. XWIAIM NOKJIOHHUIM OT BCUYKHM Kpaula Ha JPEBHMS CBST ca ce
ycrpemsiBanu B Enana, B 3HaMEHMTHsA XpaM Ha ATOJOH, 3a Ja 4ysT NpOpodYecTBaTa Ha
Henduiickus opaky.

Jluec HaykaTa pasmojiara ¢ MHOTO JIUTEPaTypHH, €MUIrpapCKd U apXeoJOTHUECKH
cBeaenus 3a Jlenduiickus opakyn. Ho Bbpeku ToBa, He BCHUKO € ChBCEM SICHO U HE BCUUKH
TallHU ca pa3ra/laHu.

[ITbpBoHavyanHo OpakyabT ce € HaMHUpall 0]l TOKPOBUTEJICTBOTO Ha OornHsATa-Maiika ['es
— XTOHMYHO OO0XECTBO, KOETO € HuMallo Bpb3Ka C EBPONEHCKUTE NPaucTOPUUYECKH,
MaTpuapxajiHu Kyntypu. BeameOnust 3meit [Iuton — emanamus Ha 60)kecTBEHATa €HEPIHs €
Oun maszuTesn M TNIaBeH kpel Ha cBerwiuiero B Jlendu. JIaBpoBOTO ABPBO, CBELICHUST
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W3BOp, TPUHOXKHUKA, MpOIENa B CKajlaTa C OMMSIHSABALIUTE M3MAPEHUS] — BEPOSITHO BCUUKHU
Te3u, Tunu4HU 3a [enduiickusa Opaxkyn atpuOyTu ca OUIM CBBbP3aHU U3HAYAIHO C JAPEBHUS
XTOHUYEH KYJIT U PUTYaJIUTE NMOCBETEHU Ha I'ed. BeposTHO omie orroraBa CBETHIMLIETO,
OCBEH BCHYKO JIPYro € OWJIO Ba)K€H CTPATETMYECKH IIEHTHP, B KOWTO ca c€ KOHLEHTPHUPAIH
BIIACT, TIApH U UH(OPMALIUS. . .

MutsT 32 bor AmnosioH, KOHTO pa3kas3Ba 3a OMTKaTa ChC CTpPAIIHUS, CBEIIeH 3Mel [IuTon
MOTBBPKAABa XUIOTE3aTa 3a BOWHA M mobOela Ha HOBUTE KYATOBE HaJ CTapuTe. ATOJIOH
yousa [Iuton u B3ema Opakyia 1oj cBoe MOMEYUTEICTBO U yIPaBICHHE.

JlHec 0coO0eHO MOHYMEHTAJIHM M BHYIIUTEIIHHM Ca OCTAaHKMUTE MMEHHO OT Xpama Ha Oor

ArnonioH. OOGMKHOBEHUTE NMPOCTOCMBPTHU HE Ca UMAJIU JOCTBII /10 BHTPEIIHOCTTa Ha Xpama.
Camo u30paHu ca MOXENW Ja 4ysT IyMUTe Ha mpopouunara. OnrapbT € MpeAcTaBiIsBajl
KOMITO3UIUS OT KUBU JIABPOBU JIbPBETA, CTATyATa Ha 60T ATIOJIOH, TPHHOTO CTOJYE, HA KOETO
€ csijana Kpuiara u omdanoca, CHMBOJIM3UpAI ,,ITblIa Ha cBera™. [IuTHs € uMeTo Ha BesKa
XKpulia Ha 00T ATOJIOH B CBETUIIUIIETO MY B Jlendu.
[Ipenu Bcsko mpopouecTBo, [Iutus ce n3muBana B Kacranckus u3Bop, o6auyana 31aToTbKaHa
npexa, paslyckaja KOCUTE CH, cllaraja JIaBpOB BEHEIl Ha TIJaBaTa CH, MHela BOJa OT
CBEILIEHHs W3BOP, MaJiesia JIABPOBU KJIOHYETA, JAbBYesia NaUHOBU JIMCTA, Csjaja Ha BHCOK
TPUHOXKHUK U TpaBejia CBOUTE MpeCKa3aHus.

Nma xunoresa, ye [Iutunre ca ynorpedsBanu XaltOlUHONCHHHU BEILECTBA, Hail-BEPOSITHO

pPaCTUTETTHH, KOUTO ca MPEIU3BUKBAIMN BUICHUS - KaHabuc, onuym uiu OJisH.
Crnopen apyra XUnoresa, ol TPHHOKHHUKA € UMaJIO 36MHa ITyKHATUHA, OT KOSITO Ca U3JIU3aIH
ONUAHABAWU 2A308€ — emaH, emujieH, KOUTO ca TMPEAU3BUKBAIM CHCTOSHUETO HAa TPAHC.
Crnopen 3namenutus [lmyrapx, KOWTO HSKOra CBIIO € OWJI JKpel B Xpama Ha AIIOJIOH,
MIPOPOYECKOTO MOTBIIECTBO HAa MUTHATA C€ OCHOBABAJ0O HA BJAMIIBAHETO HAa TAaWHCTBEHU
U3MapeHusi, U3TbYBAlIM CE OT HeJIpaTa Ha 3eMsATa. Tol oTOens3Ba B CbUMHEHMSTA CH, Y€ B
neriepaTa Ha MpopoyMIiaTa ce yceual IbXBT Ha CIaAdbK I'a3 U CBbpP3Ba HAIMYMETO HA TO3U
ra3 ¢ NOCTOSIHHUS TPaHC, B KOMTO ce HaMMpasa XKpHulara.

CbBpeMEHHHUTE NMPOYYBAHUSI HAMCTHUHA JIOKA3BaT, Y€ XpaMbT C€ HaMUpa BHPXY IbJIOOKH
MyKHAaTUHU. YYEHUTE aHAJIM3HpaIM CHIIO Taka ChCTaBa Ha BOJaTa B M3BOPUTE HAOKOJIO U
YCTaHOBHWJIM BUCOKA KOHIEHTpAIMsl Ha METaH, €TaH 1 €THJICH.

Cpen Hali-U3BECTHUTE aHTUYHU MHCATENH, KOUTO TOBOPST 3a CBETUJIMILETO Ha ATIOJIOH B
Hendu ca Ilunnap, Xeponot, Ecxun, Codoxsn, EBpunua, [Inaton, Apucroren, Juomop,
Crpabow, [TaB3anuii, [Tnyrapx, Jlusuit, OBuauii, Jlykan, FOmuan, FOctun (24, 35, 18, 21).

EnTeorenure ca urpanu KiIrO4oBa PoJisi B JyXOBHUTE MPAKTUKH HAa AMEPHKAHCKATA
KYJITYpa B IPOABIKEHNE Ha XUJISI0JIETHUS.

Kakrycute Ha HoBusI CBAT UMAT IICUXOAKTUBHU CBOWMCTBA, HO MOXe OU netlomvm € Haii-
m3BecTHUAT cpex Tiax /Lophophora williamsii/. To3u kakTyc, Hapu4aH OT MECTHUTE >KUTEITH
meskal nnu neifor (peyotl) pacte ot nuenTpanHara yact Ha Mekcuko a0 peka Puo I'panne. B
[Mepy cBemienus kakryc e Echinopsis pachanoi - San Pedro.

[TefioTsT € OMM U3MONI3BAaH OT KOPEHHOTO HACeJeHHE B CEBEpHATa 4acT Ha MEKCUKO U OT
pa3IMYHU WHIUAHCKU IJIEMEHHU TPpynu Ha Teputopusita Ha Okiaxoma u Tekcac.

Mma apxeonorudecku J10Ka3aTeicTBa, 4ye TOM € OWl M3BECTEH Ha MECTHUTE JKUTENH Haid-
Manko ot npenu 8000 r. 3apaau crienuUYHUTE My CBOMCTBA B MPOIBIKEHUE HA BEKOBE €
WrpaJl BayKHA POJIsi B PEITUTHO3HUTE BPBAHUS U PUTYAIIH.

OOHMKHOBEHO ce KOHCYMHpa KaTo yail u neictBueTo Tpae Mexay 10 - 12 yaca.

[TefioTsT OBP30 cTaBa U3BeCTeH B EBpoma u MHOTO Y4€HHM U MHTENEKTYallld ca TUICHEHU
OT HeroBaTa CIIOCOOHOCT Jla MOTansl UHAUBUIA B pyra peanHocT. [lefioT oTBOpsi BpaTuTe Ha
BB3NpUATHETO. "/[BepyM Ha BB3NPUATHETO" - TOBA € 3arjaBueTO Ha KHHrara Ha Oube
XBKCIH, TIOCBETEHA Ha ONUTA MY C TO3H €HTEOTEH.

3aeHO ¢ ICUXOJIOTMYECKUTE U3CIIEABAHUS C€ ThPCU aKTUBHOTO HA4YajI0 Ha MEHOT.
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[Tpe3 1900 r. Bede e U3BECTHO, Y€ TOBA € AIKAIOWA, HAPEUCH MeCcKaIuH - OE31BETHO MacIo,
Pa3TBOPUMO BBB BOIA, AJIIKOXOJ U XJIOPOGOpM.

MeckanuHbT MPEeIU3BUKBA CHCTOSHUS HA TBIOOKAa MEAUTAIMS U MPO3PEHHUE OT JyXOBHO
ectecTBO. [loHsIKOTa MOXKE J]a UMa M U3pa3eHH BU3YaTHU U 3BYKOBHU €(DEKTH.

OT meloT ca M30JIMpaHu U APYrH ankaiouau, Hanpumep lofoforin koifTo MMa CTPUXUHMH -
moIo0HM CBOICTBA. B 1mo-maska creneH, Te ChIo JOMPHHACAT 32 00uus eekT Ha rnerora.
Juec meckanus u LSD ca cranmapt 3a xamtorHorensu semecrsa (6, 11, 12, 37, 53).

KopenHnoro nacenenne Ha IOkHa AMepuka H3MO0JI3Ba TOJNSIMO pPa3sHOOOpaswe OT
EHTeOreHH. 3a0eNeXUTeNIeH MpuMep € asxyacka. ToBa e IOKHOaMEpHKaHCKa OTBapa, 3a
KOSITO C€ TBBPOU, Y€ HMMa CHJICH IyXOBEH C(PEKT M yIUBUTCITHH (DHU3MUECKU JIeUeOHH
CBOWCTBA. PuTyanbT npu NpHEeMHE Ha Ha TO3U EHTEOIEH € pPEJIIMTHO3HO TAaWHCTBO, B
CBHOTBETCTBUE C (QmiIocopusITa M KOCMOJOTHATA Ha FOKHO-AMEPHUKAHCKHS IIIaMaHH3bM.
[IpakTukyBa ce cpex MecTHOTO HaceneHue Ha [lepyancka Amaszonus. Ayahuaska e mocouena
KaTo HEKTap Ha OoroBere.

Hanutkara ce npuroTBs Karo 4YacTH OT JwuaHata Banisteriopsis caapi /“Jloza Ha
IyXOBeTe "/, pacTsiia B aMa30HCKaTa JDKYHIVIa CE€ CBapsBAaT CAMOCTOSTEIHO WIIH C JIMCTa OT
ApYrd pacTeHusi, Mexay kouto Psychotria viridis (,,yakpyHa® Ha MECTHHS €3HMK Kedya)
wiu Diplopterys cabrerana (mapuvano cbito ,uakpomanra®). IloiaydeHara HamuTKa
cbabpka MAO-unxubupawu xapmunosu  aikaiouou  u xamoyurnozennus  aixkaiouo N,N
oumemunmpunmamur ([MT) - ICUXeIETUK, KONTO JEHCTBA OPATHO, CAMO KOTaTo € ChYeTaH C
MAO wunxuburop. XapMmMuHOBUTE ankajgouau B Banisteriopsis caapi ciayxar kato MAO
WHXUOUTOPH B asgxyacka.

CBeUIeHOTO NHUTHE CE CIIOMEHaBa B TEKCTOBE Ha HAKOW OT Haii-paHHUTE MHCHOHEPH B
OxHa Amepuka. Ts MOXe J1a ce Hapeue ,,crieliaiHaTa [iaMaHCKa ChCTaBKa™ WIN JOPH Jia Ce
pHUeMe KaTo Isi1a JieueOHa Tpaaulus Ha TEPUTOPHITa HA AMa30HKa.

Aslyacka € U3BEeCTHa ChC CIIOCOOHOCTTa CH Jia MPEIU3BHKBA CHIIHU €()EKTH, BOJCIIH JI0
ycelane 3a MpOMsSHA Ha CHh3HAHMETO M JOCTUTAHE Ha peaHO IO3HaHWE NpUpoaara Ha
Jyliata U OKOJIHUS CBAT. E(eKkThT € CHIIHO WHAMBHIYyaJIeH, HO KaTo ISUI0 ce HaOJroaaBat
M3MEHEHHE Ha BB3MPUATHATA, H30CTPSHE HA CIyXa - MOBHUILIEHA YYBCTBUTEIHOCT KbM 3BYIIH,
0c00€HO YyBCTBO 3a COOCTBEHOTO TsUI0, U3MEHEHHe Ha MucieHero u mp. [locT-epexTsT ce
OTJIMYaBa C U3KIIOYMTEHA OCTPOTA HA BBE3NMPHUATHATA U UHTYHIIUATA, KOUTO CE€ CHIPOBOXKIAT
C 4yBCTBO Ha M3TOIIEHHE, pa3apasHenue, cernuBoct (1, 3, 7, 20, 48, 49).

Koxara /Erythroxylum coca/ e xpact, npousxoxmaaii oT AMa30HuUs, 0OUTaBaIl TOIUTH U
BaaxHu JoiauHu Mexnay 1000 m 2000 merpa Hagmopcka BHcOuMHA. ToBa pacTeHue €
(GbyHIaMEHTATHO 332 MHIUMAHCKHUTE KyATypu Ha AHante n AMazoHus. OT TO3W BUJ KOKa ce
MIPOU3BEXK/1a KOKAUHBT.

OTKakTO € IMO3HAT B YOBEUIKATa WCTOpWs, JIUCTaTa Ha TO3W XPacT c€ IbBYAT 3apaau
TeXHHUsl CTUMYyNnUpal] epekT U 00JeKUYaBaHETO Ha AMXATEITHHUTE MPOOJIEeMH, IBJDKAILIM Ce Ha
’KMBOTA B TOJIKOBA rOJIEMH HAJIMOPCKH BUCOYHHHU.

Criopes IuTaT OT MBPBUTE UCTIAHCKU XPOHUKHU, MH/IMAHIIUTE IIEHEIN PACTEHHETO IOBeYEe OT
37IaTOTO U CpedpOTO, 3aMI0TO YOBEK HE YYBCTBA HUTO TJIAJ, HUTO KaXK/1a, KOTATO JbBUE JINCTA
OT KOKa.

WHKuTE ca M3MOI3BANIM JINCTATA 32 PEIUTHO3HU TIETIH.

B namm aHu 4dasT ot koka e neraieH B Ilepy, bonusus, Konym6us, ExBagop. MHoro ot
KOPEHHUTE KUTEIH Ha AHJIHWTE M3IMOJI3BaT Yas 3a MEAWIMHCKHU Ienu. Yail oT Koka 4ecTo ce
IpernopbuBa Ha TYPUCTUTE IO BHMCOKMTE 4YacTW Ha AHJIUTE 3a IMpeloTBpaTsBaHe
Ha BHCOYMHHATa OoJiecT - copode. Bbmpekn ToBa HeroBata JCHCTBUTETHA €()EKTHBHOCT
HUKOTa He ¢ m31su1o mpoy4sana (10, 38).

»A(PHKAHCKOTO JABPBO Ha No3HaHMero* - Tabernanthe iboga e o0sBeHo ot
Munucrepcku cbBeT Ha Pery6nuka ["'abon 3a HannonanHo 6orarctso npe3 2000 r.
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[Tpn mo-uucku mo3u Iboga mma cTumymnupan] epeKT U ce HM3MON3Ba 3a MOAMbPKaHE Ha
OJMTETHOCTTA 1O BpeMe Ha JioB. Hali-1o0pe mo3HaTUAT €HTEOreH, U3MOJI3BaH B KyJATypara Ha
Adpuka e npenapat Ha ocHoBarta kopH oT Tabernanthe iboga (4).

EnuH oT Hall-MpoKo M3I0I3BaHUTE EHTEOreHU € KaHa0ue, KOMTO ce u3noi3Ba B Kuraii,
EBpomna, unus, B npoab/KEHNE HA XWIAINA TOIUHU.

KanabuchT uma abjira HCTOpHS, KaTo OIIE MPEIr BEKOBE € OMJT M3IOJI3BaH KAaTO CPEICTBO
3a TpEeAU3BUKBAHE CHCTOSHUS Ha TpaHC. Hskowm uCTOpUIIM U €TUMOJIO3U TBBPAAT, Y€
KaHaOKMCHT € OWJI U3I0JI3BaH 110 BpEME Ha PEIMTHO3HHU TAMHCTBA OT JIPEBHUTE €BPEH, PAHHUTE
XPUCTUSHU ¥ MIOCIOIMaHUTE OT opaeHa Cydu.

Haii-yecto HaOmomaBaHUTE egexmu ca: ISIOCTHA TMPOMSHA Ha BB3MPUATHETO, JIEKa
eydopusi, YyBCTBO Ha CIIOKOHCTBHME W HaMalliBaHE HHUBOTO Ha CTPEC, OOIIMTETHOCT,
3acHJIBaHE Ha €MM30MYHATA ITaMeT, TOBUIIICHA YYBCTBUTEIIHOCT, TTAPAHOS WU TPEBOXKHOCT.

Panno rpbiikara uctopusi U ChbBpEMEHHATA apXeoJorus covar, ue Hapoaute ot Llentpanna
Azus ca m3nomsBanu kanabuc npeau 2500 roguHu. Ymorpebara Ha KaHAOUC ce sIBSABA KaTo
9acT OT PEIIMTHHUTE W KyITypUTE HAa WHAYU3MA, CKUTUTE, uciasima. KanaOuc winu raHmpka e
CBBbp3aH C mouyuTaHeTo Ha xuHayuctkus Oor IlluBa. Xepomor mnwume 3a kaHaOuc B
LIEPEMOHHUAITHU TTPAKTUKHU HA CKUTHUTE, 32 KOUTO CE CUYMTA, Y€ Ca Bb3HUKHAIIU OT 5-TH J10 2-pHU
BEK INpeau HOoBaTa epa. PaHHWTE XPUCTUSHM W3IOJI3BAT MAcio OT KaHAOWC 32 MEAMITUMHCKH
LEeTM M KaTO YacT OT pa3jIu4yHU PEeIUTruo3Hu LepeMoHuu. KaHaOuchT ce crioMeHaBa B
pas3IMyHU CBEIICHU eBpeicKku TekcTtoBe, Topa, Ctapus 3aBer. B n1peBHM HEMCKH TEKCTOBE
KaHaOHMCHT € CBBp3aH ¢ HeMcKaTa OormHs Ha Jr000BTa @pesi. Bapsano ce e, ue Dpes xuBee
KaTo IUIOAOPOIHA CHJIa B )KCHCKHMTE ChLBETHUS Ha pacTenueto (2, 23, 27, 28, 34, 41, 43).

ETanoabT € MOIIHO TCUXOAKTHBHO BEHIECTBO W €IHO OT Hail-CTapUTe pPEeKpearmoOHHU
cpenctBa. Toli Bce oIe € Hail-uecTO CPEIaHOTO BEIIECTBO, KOCTO MPUUYMHSABA pelaKcarlus,
BBb30y/1a WM THSB.

ApXeoJornuecky 10KazareiacTBa couyaT, 4e Jio3aTa, € KyJITUBHpaHa OT YoBeka okoio 6000
T. IIp.H.€., ¥ Y€ BCUYKHU IMBHJIM3AIIMU HA JpeBHUs CBAT - Eruner, ['spuust, Pum, ca no3naBanu
QJIIKOXOJIHU HAMUTKU - TIpeJUMHO Oupa u BUHO. J[MOHUC € OOr'bT HAa BUHOTO U CEKCYalTHUTE
opruu. Tol ce n300passiBa, IPUAPYKEH OT MEHAIU M CATUPHU - XOpa C KO3U Kpaka. TexXHHUsT
nunep e Ilan. CeBepHHMTE HApOAM CHUIO MMAJd CBOM AJIKOXOJHM HANUTKU. ['epMaHuu u
CJIaBSIHU THENIM MEJIOBUHA, CTEITHUTE HAPOIH - (DEpMEHTUPATIO MIISIKO - "KYMHUC,, & KHTAHITUTE
- HamuTka oT ¢epMmeHTupan opus. HciaMmbT crporo 3al0paHsiBa amkoxoia, HO BBIPEKU
HETaTUBHOTO OTHOIIEHHE KbM HETO0, MMEHHO apaOCKUTE AJIXUMHIIM Ca TOJYYHJIA CIHPT B
yuct Bu. Te BIpBaiy, 4e upe3 AeCcTUIalMs ce JOCTUra ,,ayliaTa‘” Ha ynonBaIuTe HamuTKY.

AJKOXOIBT MpHUI00MBA MOMYJSPHOCT CPEJ MacUTe e/1Ba rpe3 16-Tu Bek, KoraTo crasa Io-
eBTHH M KPbUMHUTE U3HUKBAT HAaBCAKBIE (42, 45).

I'bOuTe MAT crieraiHa PoJisi B MUTOJIOTUSITA HA TIOYTH BCUYKH HAPO/IH.

YepBenara MyxoMopKa ce cpemia B 1sanoto CeBepHO MONYKBIOO, Hali-Beue B OIU30CT 10
Ope3u, OopoBe, cMbpuoBe u enu. B 3amamen CuOup maMaHuTe H3MOI3BAIM UYepBEHATa
MYXOMOPKA, 32 J1Ja TOCTUTHAT ChCTOSHUS HA TPAHC.

KauecTBara Ha yepBeHaTa MyYXOMOpPKA ca OWJIM M3BECTHU 10 1ENHs CBIT. ['opabH YOCHH
CpaBHsIBa rp0ara ¢ BB3MATATAa B JAPEBHUTE MHAWNWCKM XMMHH HAMWUTKA HA OE3CMBPTHUETO —
coMa, KaTo B TOJKpENa Ha CBOSITa XUIOTe3a MPHUBEXKIa HAKOJIKO aprymMeHTd. Comara €
ompejeneHa KaTo ,,CIbHYEBO pacTeHue O0e3 NUCTa” B WHIUNCKUTE PEIUTHO3HU XUMHHU.
MyxomMopkaTa, OTJIMYaBalia ce Ce€ ChC CBOS SPKOYEPBEH IBAT, CE CUMTA 3a €AHA OT Hail-
KpacuBUTE TI'bOM W HAMBIHO CE€ BMNHCBAa B omucaHueTo. llpagenure Ha WHAOapUiluTe Cca
JIOIIIJTA OT CEBEpP M BEPOSATHO Ca MO3HAIM CBOWCTBAaTa Ha Ta3W I'b0a, UTpaelia ChIIECTBEHA
poJIsl IPU CUOMPCKUTE HAPOJIU U penuruutTe uM. [IcMxoakTUBHOTO BemiecTBO B UepBeHaTa
MYXOMOPKa € MYCITUMOIT.
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MHoro aBTOpu CMSTAaT, Y€ MOMYISIPHUIT B cpeAHOBeKOoBHAa CkaHauHaBus bepcepk nbmku
cinaBata cu Ha UepBeHara myxomopka. bepcepk (doBek-meuka) - Taka OWIM HapuyaHU
X0para, U3Majaiy B 0COOCHO ChCTOSIHUE CIIe]l TOeMaHe Ha IMUTHE OT MyXoMopKa. B moBeuero
Cllydad HallMTKaTa € Ouiia u3Moj3BaHa OT BOMHUTE Mpeau J1a Bis3ar B Outka. [IpenusBukBana
e Bp30yga M SPOCT, M CHOTBETHO CTpax M yxac y mnpoTuBHHKa. Crien OuTkata Ouim
HEOOXOJMMHU HSKOJIKO JIHM 3a Bb3CTaHOBsiBaHe Ha Oomnwmre. [Ipe3 1123 r. ymorpebara Ha
MyXOMOpKara ¢ Ouiia 3a0paHeHa ot HopBexkus kpai (5, 26, 44).

XamonuHorennure ruom — Psilocybe ca Owium wact or kynrypara Ha HIKOH
LMBUJIM3ALMY OIIE OT MPEAH BEKOBE. 3a TAX C€ CIIOMEHAaBa B IIbPBUTE UCMEHU CBEACHUS OT
MHOT'0O paHHaTa uctopus. J[peBHH prCYHKH Ha rpOata, qatupamu ot npeau S000 roguHu mp.
Xp. ca 6unu otkputH B neuiepu B CeBepen Ainkup. B nenrpanna un FOxxna Amepuka ctposiin
xpamoBe 3a ,,borosere reou‘ omre 1000-1500 rogunaa mp. Xp.

XaIoUMHOTeHHUTEe I'bOM OV U3IOJI3BAHU OT allTEKUTE B LIEPEMOHHUU U PUTYAIIH.
Psilocybe ¢ 6uia u3BecTHa Ha MeKCHKaHIUTE Karo teonanacatl - "BoskectBena ru6a". Te ru
MIOJTHACSITH 3a€JTHO C Ml MJTU IIOKOJIa/l Ha HAKOM OT Hali-cBeleHuTe UM chouTus. CepBupaHa
€ ¥ npu KopoHanusata Ha MonTtecyma 11 B 1502.

[TorabuianeTo Ha rbOUTE 3acAra 3peHUETO U CIyXa, IPOMsSHATa B HACTPOCHUETO MOXKE Ja
BapUpa OT MHOTO MPUIIOBAUTHATO O MHOTO METAaHXOJIUYHO.

Cnen wucnanckoto 3aBoeBanne Ha CesepHa u IOxnHa Awmepuka, ymorpebara Ha
XaIIOIIMHOTeHHU PACTeHHsI U I'bOM, KaKTO U JAPYTH MPEAXPUCTUSHCKU TPAJAMIIMU ca OUiu
HacwicTBeHo nmotucHatu (15, 16, 19, 25, 29, 32, 33).

KbM rpymata Ha mpupogHUTE MPOAYKTH NPUHAICKAT U JAeJTUPUAHTHTE, U3IOJI3BAHU
ollle OT 30paTa Ha YOBEUIKaTa LUBUJIM3ALUSA KaTo Je4eOHU U "Maruyecku'" HMHCTPYMEHTHU
(besramona, manaparopa, TatyJ). [10-KbCHO MHOTO XHUMHYHHM ChEIHHEHHS Ca CHHTE3UPAHU
[0 TAXHOTO I0J00ME, HSIKOM OT KOUTO ca Cpell Haill-aKTUBHUTE W3BECTHHM ICUXOAKTUBHU
BemlecTBa. JlekapcTBa, ChIbpKAIlM JEIUPUAHTH OT TO3U BHJ HMAT JbJIra HUCTOpUS Ha
ynotpeoa.

Ha muoro mecra B EBpomna, BxmtountenHo bouarapusi, CeBepHa Amepuka u A3usi, uma
pacTeHHe ChC CcBoicTBa Ha Aenupuant - Datura stramonium - Taryn. MHTOKCHKams ce
MPUYMHSABA OT CBHIBPXKAIIUTE CE€ B PACMEHUEemO aIKAIoOUOU - ampOnUH, XUOCYUUAMUH,
ckononamun. VI3BectHu ca okoso 15-20 Buga Datura, npequ3BUKBaI CUJIHU TICUXOaKTUBHU
edexTu.

[Tpopounniute B xpama Ha AmnojioH B Jlendu wm3nonsBa Manku A03U TaTyl, Npeau Ja
HaMpaBsT CBOUTE Mpefckazanus. OMUp CrioMeHaBa TaTyja B CBOATa eMuYHa ,,Oauces ‘.
XKpeuurte Ha IpeBHUTE TPAKU MO HAIIWUTE 3€MH, U3IOI3BAHU JIEIMPUAHTH B LIEPEMOHUUTE CH.
Cemena u mucta ot Datura ca nobGaBssHu kbM TaHmka B WHous, 3a MOCTHUTaHe Ha
JOMbIHUTENEH eeKT BbpXy ncuxukara. [llamanuTe Ha nepyaHCKUTE MHAWAHIM U3MOI3BAIU
CBEIIICH TaTyJl 3a BbBEXKJAaHE HA MIIAJIUTE XOpa B TAWHUTE HA TyXOBHHS CBAT. AIITEKUTE ca TH
M3M0JI3BAIH 32 puTyasiu B Xxpama Ha CipHiiero (7).

Manaparopara ce € u3MNOJ3Baja KaTo CWJIEH XalouuHoreH. KopeHuTte cbabpxkar
MICUXO0AKTUBHHU allKaJonu. [[peBHUTE I'bpLIM CMSTAIN MaHAparopara 3a paCTeHHETO, OT COKa
Ha koeto [{upues npeBbpHana cnbTHULIUTE HA OQUCE B CBUHE.

Mamngparopata uma OOJIKOYCIIOKOSIBAILO U CHHOTBOPHO JIEHCTBHUE, CIIOpE]l HAauMHA Ha
npurotBsHeTo. biauska e mo neiictBue ¢ GenagoHara. B erumerckure manupycu € omMcaHa
KaTo CpelCcTBO, Bh30yKaallo yyBcTBUTeNHOCTTa. OT IpeBHU BpeMeHa MaHzaparopa ce cMsTa
3a adponusuak. OT TIOAOBETE HA MaHAparopaTa erUNTIHUTE MPUTOTBAT JIFOOOBEH eNEKCHp.
Acupuiiiute ca M3MOJI3Ba]IM MaHAparopara Kato 06e3001sBallo U ChHOTBOPHO CPEACTBO.
XUMOKpaT € CYUTal, 4e B MAJIKH JI03U TS € e(EeKTUBHO CPEJCTBO MPOTUB CTPax M JACTPECUH.
Pumckust nexap ['anen 6mi mouuTaTesl Ha BUHOTO OT MaHAparopa, Karo Habmisraja Ha TOBa,
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4e CHIIOTO MMAl0 CHOCHU YBECEIHWTEITHU KadyecTBa. MaHIparopa 4ecTo ce CIOMEHaBa B
npousBeaenusnTa Ha [llexcnup, Ha Hukoiao Makuasenu (36, 47).

Otrnexnanero Ha CBHOTBOPEH MAaK 32 pHTYaIHH [EIU JaThpa OT HEOJHTa
(HoBOKaMeHHaTa ernoxa). OnuyMbT ce CIOMEHaBa B Hail-Ba)KHUTE MEIAUIIMHCKU TEKCTOBE Ha
JpeBHUS CBAT, BKIounTeHO EbGepc manupyc u tpynosere Ha Jlnockopun, ['anen u ABuieHa.

MaxkoBe ca OWIM HaMEPEHH B €TUIIETCKH T'poOHUIM, natupamu ot npeau 3000 roguHu.
OTkpuTa € u perernra, IPUroTBsHa OT HETOo, C KOSTO Ce CIUpall Ijada Ha jenata. Jlerenna 3a
Maka € cBbp3aHa M c JlemeTpa, KOSTO MOMCKaja Ja 3aclu ciel 3ary0ara Ha JIbIIepsl CU
[lepcedona. [pyru nBama rpbiku O6orose, Aamata Opats Onu3Hauu XunHoc U TaHaroc, ca
MpPe/ICTaBEHU KaTO KOPOHOBAHU C MaKOBE MJIM C MAaKOBE B TEXHUTE PBhIIE.

OdeBHIHO THPIUTE ca OWIIM HAsCHO C (haKTa, uye CHHSAT, MIPEIU3BHKAH OT OMUYM MOXE Ja
nosene o0 cmbpT. IlnuuHuii naBa moapoOHO omMcaHWEe Kak Ja ce chOupa ILBETETO U
MpEeayNnpexaaBa, 4e rojieMd KOJIMYeCTBa OT Hero yOuBaT. JIpeBHHUTE T'bpLH CMSTAT, 4e
MakoBeTe ca 3Hak 3a miogopoaue (8, 50, 51, 52).

3AK/IIOYEHUE

Enrteorenure ca OMIM M3IOJI3BaHU OT XOpara B MPOABIKEHUE Ha BEKOBE. 3a TOBAa MMa
IIOTBBPKJICHHE B I15U1aTA [TIHCAHA UCTOPHUS HAa YOBEYECTBOTO.

Bbnpeku, ue eHreorenure ca Tabdy M MOBEUYETO OT TSIX ca 3a0paHEHH B XPUCTUSHCKUTE U
UCIISIMCKM OOIIECTBA, TAXHOTO NPUCHCTBUE M 3HAUEHUE OT IJIEJHA TOYKA Ha JYXOBHUTE
TPaJULMK Ha pa3IMYHUTE KYIATYpU € Oe3cropHa.

B nyxoBHuTe (pminocodhcku ¥ MUCTUYHU TPAIAMINU: BEIH, OyIU3BM, TAOU3BM, Cy(DU3BM,
THOCTHLIU3BM, XPHUCTUSHCTBO, MMUCTUIM3bM, Kabaja, € ONUCAH ONMT, KOMTO YOBEKBT HE
OCB3HaBA BbB BCEKUIHEBHHUs CH KUBOT. MHOIO OT PEJIMTMO3HUTE CUCTEMHU Ca MPOAYKT HA
BEKOBHO M3CJICBAaHE HA YOBELIKATA ICUXUKA U Ch3HAHUE.
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CO6. ZINC IN THE ETIOLOGY OF ACRODERMATITIS
ENTEROPATHICA

Liliya Lazova, Vasil Boyanov

Medical University of Sofia
e-mail: lili_9204@hotmail.com

Acrodermatitis enteropathica is an autosomal recessive metabolic disorder affecting the
uptake of zink — an essential trace nutrient required for the proper function of more than 100
enzymes and playing a crucial role in nucleic acid metabolism. The main symptoms of the
condition are periorificial and acral dermatitis and diarrhea. Alopecia, nail dystrophy, dry skin
cerebral cortical atrophy, short stature are also common. A mutation of the SLC39A4 gene on
chromosome 8 24.3 is responsible for the disorder. The gene encodes a transmembrane
protein that is part of the zinc/iron-regulated transporter—like protein (ZIP) family required for
zinc uptake. This protein is highly expressed in the enterocytes in the duodenum and jejunum
therefore, affected individuals have a decreased ability to absorb zinc from dietary sources.
Treatment of acrodermatitis enteropathica requires lifelong zinc supplementation. Typically,
1-3 mg/kg of zinc gluconate or sulfate is administered orally each day.
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CO7. TOPICAL IMMUNOTHERAPTY TREATING ALOPECIA
AREATA

Vasil Boyanov, Liliya Lazova

Medical University of Sofia
email: lili_9204@hotmail.com

Topical immunotherapy is defined as the induction and periodic elicitation of allergic contact
dermatitis by applying a potent contact allergen. Such chemicals are dinitrochlorbenzene,
squaric acid dibutyl ester and diphenylcyclopropenone. Contact immunotherapy acts by
varied mechanisms. According to the concept of antigen competition it redirects the
autoimmune attack on the hair follicles. It is noted a decrease in CD4 to CD8 count, decrease
in CD6 lymphocytes and Langerhans cells and increase in suppressor T cells. Another theory
is about a cytokine inhibitor. It proposes possible interference of contact allergens with the
proinflammatory cytokines, simultaneously synthesizing local cytokines.
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Silymarin is a flavonoid complex that is delivered from milk thistle seeds. Its major active
constituent is silibinin. It also contains isosilibinin, silicristin, silidianin and others. It is
hepatoprotector and is available as drug under several trade names. It affects liver in a couple
of ways . It shows membrane stabilising activity, interacts with toxin receptors, upregulates
glutation thus acting as antioxidant. It prevents cirrhosis, helps regeneration of hepatocytes
and improves liver microcirculation. Silymarin is under investigation to see whether it may
have a role in cancer treatment.
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DO2. INFLUENCE OF THE REACTION MEDIUM ON THE CHEMICAL, PHASE
AND MORPHOLOGICAL CHARACTERISTICS OF DOUBLE-DOPED
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Abstract: Double-doped (with Mg?* and Zn?**) amorphous calcium phosphates (ACP)
with molar ratios (Ca?*+Mg**+Zn*")/P = 1.4 - 1.6, Mg®*/(Ca** +Mg**+Zn**) = 0.8 - 0.14 and
Zn**/(Ca**+Mg**+ Zn**) = 0.017 — 0.029 were biomimetically prepared in different reaction
media with the purpose of studying the influence of the chemical composition and rheology of
the reaction medium on the chemical and phase composition, shape, size, pore distribution
and specific surface area of the ACP particles. Two buffer media, ammonia and glycine,
differing in the type of ligands that could participate in the complex formation with Ca, Mg
and Zn ions, were examined. The rheology of the glycine buffer and other initial solutions
was modified by a polysaccharide hydrogel (xanthan gum). Chemical, XRD, TEM and BET
analyses were applied. It was found that the reaction medium does not influence the phase
composition of the precipitate and the specific surface area of the particles, but influences
their shape, size and pore distribution. Incorporation of Zn and Mg depends on the reaction
medium due to the formation of different chemical species in the solution. The presence of
ammonia buffer leads to the formation of spherical particles (sized 50-100 nm), while glycine
buffer (pure or in the presence of xanthan gum) - to folded-sheet particles (sized 100-150 nm).
Introduction
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The chemical and structural similarity between calcium orthophosphate compounds
and “biological apatite” makes the former suitable for developing biomaterials which can be
used for bone regeneration and reconstruction [1-3]. Important structural characteristics of
biological apatite are the equally oriented uniform nanosized building particles. Therefore,
nucleation and crystal growth of the obtained calcium phosphates should be strictly controlled
and all factors which may influence their preparation should be taken into account [4].
Precipitation of calcium phosphates in aqueous-salt systems usually leads to aggregation of
the precipitated particles and makes impossible the preparation of fine nanosized powdered
products. To solve this problem, organic-assisted or polymer-controlled precipitation is
proposed in the literature. The influence of asparagine (Asp), glycine (Gly), lysine (Lys),
alanine (Ala) and arginine (Arg) on the nucleation and growth of hydroxyapatite (HA) at pH
10 was investigated by Palazzo et al. [5] and Yang et al. [6]. All amino acids can either
chelate the Ca?* and PO,* ions in solution or cover the surface of the HA nuclei [7] thus
inhibiting their further growth and reducing the size of the particles. Palazzo et al. [5] showed
that in presence of Asp and Arg needle-shaped crystals are obtained, which are 3 times
smaller in diameter and 5 times longer than those obtained in the presence of Ala. Another
approach is the use of natural polymers as chitosan, cellulose [8, 9], etc., or synthetic
polymers as polyethylene glycol (PEG), polyacrylate (PA) [10], etc., to tailor particle size,
reduce agglomeration and add specific functionalities to the calcium phosphate materials.

The aim of this study was to investigate the influence of chemical composition and
rheology of the reaction medium on the chemical and phase composition, shape, size, pore
distribution and specific surface area of the particles of double-doped (with Mg®* and zZn*")
amorphous calcium phosphates (ACP) precipitated at pH 8. Two buffer media, ammonia and
glycine, differing in the type of ligands that could participate in the complex formation with
the Ca, Mg and Zn ions, were examined. The rheology of the glycine buffer and other initial
solutions was modified by the addition of a polysaccharide hydrogel (xanthan gum).

Materials and methods
Simulated body fluids

The popular conventional simulated body fluid (SBFc) [11] was used to provide an
electrolyte medium for the precursor preparations. Modified calcium-free conventional
simulated body fluid (SBFc-Cam) was used as a solvent for K;HPO,4; modified phosphorus-
free conventional simulated body fluids were used as solvents for CaCl,, MgCl, (SBFc-Pm1)
and ZnCl, (SBFc-Pm2) in order to avoid preliminary precipitation [12,13]. All simulated
body fluids used in the experiments (Table 1) were prepared by successive mixing of
previously prepared solutions of KCI, NaCl, MgCl,.6H,0, CaCl,.2H,0, ZnCl,.1.5H,0,
NaHCO3, Na,SO,4, and K;HPO, salts in distilled water. The pH of the solutions was adjusted
to 8.2 — 8.4 using 0.1M HCI or 0.05M tris (hydroxymethyl) aminomethane. Analytical grade
reagents were used throughout.

Table 1. Composition of blood plasma, SBFc and modified simulated body fluids (SBFc-
Cam, SBFc-Pm1 and SBFc-Pm2 ) (mmol.dm™)

lon Blood plasma SBFc [11] SBFc-Cam SBFc-Pm1 SBFc-Pm2
content (Ca®" + Mg™) (Zn*"

Na* 142.0 142.0 150.4 133.6 133.6

K* 5.0 5.0 505.6 3.0 3.0
Mg 1.5 1.5 1.5 60.2 1.5
Ca’” 2.5 2.5 - 379.6 2.5
Zn"* - 14.9

CI 103.0 147.8 142.8 1019.4 172.7
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S0,% 0.5 0.5 0.5 0.5 0.5

HCO3 27.0 4.2 8.4 - -

HPO,~ 1.0 1.0 251.3 - -

Preparation of double-doped (with Mg?* and Zn®*) amorphous calcium phosphate (ACP)
ACP was prepared by the method of continuous co-precipitation in three different
media keeping pH = 8 by 1 M KOH. The precipitates were stirred in the mother liquid for 1 h
at room temperature, then washed through decantation and lyophilized.
Procedure SP1: All reagents (solutions SBFc-Cam, SBFc-Pm1 and SBFc-Pm2, Table 1) were
added to an ammonia buffer medium (Vsgrc-cam=Vssre-pm1=Vssrc-Pm2=Vamp.) at a rate of 3
ml/min.
Procedure SP2. All reagents (solutions SBFc-Cam, SBFc-Pm1 and SBFc-Pm2, Table 1) were
added to a glycine buffer medium (Vsgrc-cam=Vssre-Pm1=Vsere-pm2=Vgib.) at a rate of 3 ml/min.
Procedure SP3. All reagents (solutions SBFc-Cam, SBFc-Pm1 and SBFc-Pm2, Table 1) and
glycine buffer were first subjected to gelling with xanthan gum (5 g/l). Then the gelled
solutions SBFc-Cam, SBFc-Pm1 and SBFc-Pm2 were added to the gelled glycine buffer
(Vsgrc-cam=VsBre-pm1=Vsere-pm2=Vgib.) at a rate of 3 ml/min.

Characterization_of the precursors
Chemical analysis

The chemical composition of the lyophilized precursors was analyzed as follows: the
concentrations of Mg®*, Zn®*, K* and Na* ions were measured on an inductively coupled
plasma optical emission spectrometer (ICP-OES ULTIMA 2 analyzer, Jobin Yvon, France);
those of PO,* and CI ions - on a NOVA 60 spectrophotometer using Merck and Spectroquant
test kits; Ca®* was determined complexometrically with EDTA at pH 11 with murexid as an
indicator.
X-ray diffraction analysis

The phase composition of the precursors was determined on a D 500 (Germany)
apparatus for XRD analysis, applying CuKa radiation obtained with the monochromator of
the secondary beam, within the 20 range of 10-60°, at a step of 0.02°20 and counting time of
30s/step.
TEM images

The size and shape of the powder particles were determined by transmission electron
microscopy (TEM) on a JEOL JEM-2100 apparatus.
Specific surface area and pore distribution

The specific surface area and pore distribution were determined by low-temperature
(77.4 K) nitrogen adsorption on a Quantachrome Instruments NOVA 1200e (USA) apparatus.
The specific surface areas (Sget) were determined on the basis of the BET equation and the
pore-size distributions were calculated by the BJH method using the desorption branch of the
isotherms.

Results and Discussion

lon-modified calcium phosphates have been developed to simulate the composition of
the mineral component of bone tissues and to strengthen some specific biologically important
parameters. We chose Mg®* and Zn?* ions as composition modifiers because they are essential
for the living organisms. Thus, the biologically active Mg plays an important role in the
formation and initial growth of the bone tissue [14], while Zn is an important element for the
normal growth and development of the skeletal system [15].

It is well known that the reaction conditions strongly influence the size and
morphology of calcium phosphate particles. Three different media were used in our
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experiments in order to study their influence on the chemical and phase composition, shape,
size, pore distribution and specific surface area of the ACP particles. Two buffer media,
ammonia and glycine with different compositions, were examined. Additionally, the rheology
of the system was modified by a polysaccharide hydrogel (xanthan gum).

Series of calcium phosphate compounds can precipitate from solutions depending on
the pH [12, 13]. That is why, a buffer medium is necessary to maintain a constant pH during
the whole precipitation process. The ammonia buffer (NH4CI/NH4OH) is a typical inorganic
buffer whose components can be readily removed from the precipitate. We chose the glycine
buffer (glycine/NaOH/NaCl) as an alternative because Na* and CI™ ions are present in the
SBFs used by us and glycine is an essential amino acid for the biological systems and is also a
representative of organic macromolecules in our experiments. Precipitation of calcium
phosphates in aqueous salt systems usually leads to aggregation of the precipitated particles
and makes impossible the preparation of fine nanosized powdered products. To solve this
problem we additionally modified the rheology of all solutions with xanthan gum. The latter
is a natural polysaccharide able to enhance viscosity and stabilize, over a wide temperature
and pH range, disperse systems with a high salt content.

Our experiments revealed that there are no differences in the phase compositions of
the precipitates in the studied systems. In all cases double-doped (with Mg®* and Zn**) XRD-
amorphous (Fig. 1) calcium-deficient (molar ratios (Ca>*+Mg?*+Zn?")/P = 1.4 — 1.6, Table 2)
phosphates (ACP) were obtained.

The biomimetic approach includes precipitation of a simulated body fluids in a
modified electrolyte medium and provides modification of the precipitated ACP with Na*
(0.03 — 0.04 mmol/g), K* (0 - 0.01 mmol/g) and CI" (below 0.05 mmol/g). These
concentrations are close to those in biological hard tissues [16].

Unlike Zn** ions, the inclusion of Mg®" ions strongly depends on the reaction medium.
In aqueous solutions of ammonia buffer one third of Mg** ions were included in the
precipitates. In the case of glycine buffer only a half of the initial amount of Mg®* ions were
included in the precipitates, while the whole amount of Zn** ions were included (Table 2) in
both cases. In hydrogel media all Mg®* ions and 2/3 of the Zn*" ions were included.
Unfortunately, our studies did not differentiate between the types of inclusion — incorporation
into the crystal lattice or co-precipitation, nor revealed their ratio. The experimentally found
differences were related to the different behavior of the two ions, Zn®* and Mg*, in the
solutions under study. According to Pearson concept of “hard” and “soft” Lewis acids and
bases [17], as well as the Klopman scale of hardness and softness [18], "hard acids"
coordinate to "hard bases" and vice versa, "soft acids" — to "soft bases". Mg** is a "hard acid"
and Zn is a "soft acid". The ligands present in the solutions — glycine zwitterions
*HaNCH,COO, HCO3, SO,% and CI ions are "soft bases" while H,O, OH and HPO,* are
"hard bases". In a medium of ammonia buffer at pH 8 the rapid incorporation of Zn* ions into
the calcium phosphate is accompanied by the precipitation of Zn(OH), owing to the shortage
of "soft acids" which could form stable zinc complexes in the solution. The glycine
zwitterions "HsNCH,COO present in the system could compensate for the lack of "soft bases"
by acting as monodentate or bidentate ligands through their two O atoms and preferentially
coordinate to Zn** ions rather than the hard H,O molecules. This effect is still more
pronounced in the presence of xanthan gum which lowers the activity of water in the solution.
As a result, the possible co-precipitation of basic zinc salts significantly decreases. When
Mg*" is added to a medium of ammonia buffer at pH 8, the stable [Mg(H,0)s]** complexes
dominate. The decrease in water activity after the addition of glycine and xanthan gum to the
solution favors the coordination of the hard OH™ ions to the Mg?* ions and the co-precipitation
of basic magnesium salts (Table 2).
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Fig. 1 XRD powder pattern of ACP

Table 2. Molar ratios and SSA (m2/g) of the precipitated ACP

Synthesis (CatMg+Zn)/P | Zn/(Ca+Mg+Zn) | Mg/(Ca+Mg+2Zn) SSA
Initial ratio 1.80 3.00 14.00

Ammonium 1.59 2.95 4.65 34
buffer (SP1)

Glycine buffer 1.54 2.89 8.50 28
(SP2)

Glycine buffer in 1.40 1.74 13.68 32
the presence of

xanthan gum

(SP3)

The TEM images of the obtained precipitates (Fig. 2) reveal that the presence of
organic molecules has an influence on the morphology of the precipitated precursors. In
ammonia buffer medium the obtained particles are spherically shaped while in glycine buffer
and hydrogel media the particles are shaped as folded sheets. Spherical Posner clusters with a
chemical formula Cag(PO4)s and a size of 0.95 nm are considered to be the energetically most
advantageous calcium phosphate species which are the first ones obtained in the precipitation
process, thus forming the structure of the amorphous calcium phosphate (ACP) [19]. The
chemical formula proposed in the literature presupposes that no other ions but Ca®* and PO,>
participate in the precipitate. We consider that under the conditions of biomimetic
precipitation, other ions like Na*, K*, Mg®* and Zn?* are present in the solution, which
compete with the Ca®" ions, while COs*, HPO,* and OH™ ions compete with the PO, ions
for incorporation into the structure. As a result, the spherical clusters obtained have a
considerably more complex elemental and stoichiometric composition. In the presence of a
glycine buffer the clusters formed are probably restructurized under the effect of the chains of
glycine zwitterions and calcium-glycine complexes. In aqueous solution the glycine molecular
chains exist as zwitter (bipolar) ions. Well known is their ability to form complexes with a
number of inorganic ions by coordinating to the Me®" ion with an O atom from the -COOH
group and forming zigzag shaped chains or complexes.
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Fig. 2. TEM images of the particles obtained in ammonia buffer (a), glycine buffer (b) and

xanthan gum hydrogel (c)

In the xanthan gum hydrogel system the folded-paper shaped particles are with a

significantly smaller size than those formed in an aqueous medium. This is due to the higher
viscosity of the xanthan gum medium which suppresses the growth of the primary nuclei.

The effect of the medium of synthesis on the texture of the obtained powders is shown

on Fig. 3. The adsorption-desorption isotherms are of I1-V type according to the IUPAC
classification [19], which implies domination of meso and macro pores. The porosity of the
powders obtained in glycine buffer (SP2, Fig. 3b) is the lowest one and the pore distribution
shows pores with almost equal volumes in the diameter range of 15-60 nm. Powders with
spherical particles, obtained in an ammonia buffer, display higher porosity and the maximum
of the pore volumes lies in the diameter range of 12 - 22 nm (SP1, Fig. 3b). In xanthan gum
hydrogel medium there are two maxima in the ranges 5 - 12 nm and 15 - 30 nm (SP3, Fig.
3b), which point to an increase in the micro and meso pores.
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Fig. 3. Adsorption-desorption isotherms (a) and pore size distribution (b) of the obtained

powders
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Abstract

The present study was carried out for evaluation of some blood biochemical markers in
rats with artificially created calvarial defects, implanted with modified calcium phosphates
cements. Cements were synthesized on the bases of TTCP/DCPA, carboxylic acids, xanthan
gum and glycerin. Rat blood biochemical parameters alanine aminotransferase (ALT),
aspartate aminotransferase (AST), total protein and total glucose were investigated. No
significant differences in their levels were established between the animals from the both
groups with implants. The obtained data might be useful in future for in vivo experiments with
new biomaterials.
Key words: blood biochemical markers, biomaterials, bone implantation, calvaria, rats

Introduction

Biomaterials are used on a daily basis in the field of medicine. The scientific focus in
engineered scaffold systems is continuously evolving to create natural, functional bone tissues
from synthetic materials. As the biomaterial research is relatively new field of study, animal
studies with biomaterial implantations are needed to obtain adequate data for evaluating
suitable biological and biochemical parameters.

For replacement of damaged bone, the most promising materials are these based on
calcium phosphate (CaP) which are similar in composition to the mineral component of bone
tissues. CaP cements (CaP c) have many favorable properties that support their clinical use in
the repair of bone defects. CaPc are cementing systems consisting of powder and liquid
phases: powders are dicalcium phosphate anhydrous (DCPA) and tetracalcium phosphate
(TTCP); liquid phase are carboxylic acids. They are designed for plastic filling of bone
defects and joining bone fragments [2]. Further investigations are necessary to take advantage
of the excellent biological properties of cements under clinical application. The continuous
long-term exposure of blood to materials initiates various cellular reactions and protein
conformational changes, depending on the physic-chemical nature of materials [6].

More morphological, biochemical, hematological and molecular information, regarding
development of bone implants and their effects in the body, is necessary.
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In the present study we have evaluated the in vivo biocompatibility of new biomaterials
on Wistar rat experimental model. The effects of implanted biomaterials on vital body organs
such as liver, kidney, etc. have been studied by the blood biochemical markers — serum
enzymes alanine aminotransferase (ALT), aspartate aminotransferase (AST), total protein and
total glucose.

Material and methods

Modified cements preparation. DCPA (CaHPQ,, dicalcium phosphate) was prepared
from DCPD (CaHPO4.2H,0, dicalcium phosphate dihydrate) by thermal dehydration at
200°C. It was signed as a material 1. TTCP (Cas(PO4);0, tetracalcium phosphate) was
prepared by sintering of equimolar mixture of DCPA and CaCOj3 at 1500°C for 5 hours. It was
signed as a material 2. The as prepared solid phases were ball milled for 5 hours [7].
Equimolar mixtures of DCPA and TTCP powders with particle size less than 28 um and
activated surfaces (by milling) were continuous mixed with liquid phases in a ratio solid to
liquid 2.6 g/ml to form plastic mass. 18 mass % solutions of tartaric or ascorbic acids were
used as liquid phases, modified by glycerin (5 mass %). Xanthan gum (2 mass %) was added
to the initial solid mixtures to improve their mechanical characteristics [5].

Animal model. Eight-week old male Wistar rats, weighed approximately 350 g, were
used in the experiments. The rats were allocated to three experimental groups. Animals in the
Group 1 are controls. The control group received a critical size skull defect (CSD) with no
scaffold implantation. CSD models are often used to study orthopedic materials. It was been
defined as the smallest in situ bone defect that could not heal spontaneously by bone
formation during the lifespan of the animal. The rat calvarial model offers advantages: the
parietal bone is a large plate that facilitates the operation and the analysis, no implant fixation
is required, and costs are limited in comparison with large animal model [3]. The rest two
groups received implants as follows - material 1 (Group 2) and material 2 (Group 3). General
anesthesia was given. To create a CSD in the skull the head was shaved and cleaned with
antiseptic. A lateral longitudinal incision over the head was made under aseptic conditions.
The skull cortex was drilled and a calvarial bone defect 1.8 mm wide and 6 mm long was
created. The biomaterials were implanted into the defect zone and their position was checked.
The wound was then closed with continuous subcutaneous stitches. The animals had free
access to food and water and were monitored daily in the postoperative period for any
complications or abnormal behavior. The experiments lasted 12 weeks. Blood markers were
evaluated before operation, 1 week post operation and 12 weeks post operation. The blood
biochemical markers (AST, ALT, protein and glucose) were determined by the apparatus
Mindray, BC — 88A.

The experiments were conducted in accordance with the requirements of the European
Convention for the protection of vertebrate animals used for experimental and other scientific
purposes.

Results and Discussion
The results of the activity of the aminotransferases are presented in Figures 1 and 2.
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Fig.1. Serum ALT activity in rats with implantations (U/l)
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The levels of ALT and AST were evaluated as indicators of possible hepatotoxicity by
different types of implants. In all groups, the result of ALT activity remained within the limits
of the average values and did not differ from preoperative values during the testing period.
(Fig.1). AST in all groups was not changed compared to the control values in the studied
period (Fig. 2). The quantitative dynamics of these evaluation criteria of the enzymes in both
groups with implants during the whole time of the experiment remained similar.
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The comparative analysis showed that the next week after the intervention, the glucose
concentration in the blood serum in all groups tended to increase - in the bigger extend in the
group with material 2 (Fig. 3).

Fig. 3. Serum total glucose content in rats with implantations (mg/dl)
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Insignificant changes in glucose level were within physiological range for this type of
animals after a week post operation. At the end of the experiment total glucose level was
statistically significant higher in the rats with implants from the material 2. May be this
hyperglycemia was the consequence of postoperative stress. As a result of an injury, body
tissues produce resistance to the insulin which is in part due to the release of anti-insulin
hormones and anti-inflammatory cytokines (reaction to stress) [8]. Anti-inflammatory
cytokines are of significant importance in the stress induced hyperglycemia after operative
intervention. With the mechanical injury the reason explaining the hyperglycemia can also be
an increase in the production of glucose in the liver, but not the disturbance of its utilization
by tissues.

The absolute values of the total protein during the experiment in the animals from the
control group and group 2 did not exceed the physiological limits. Significant differences
were observed only in the dynamics of the parameter being investigated in the experimental
group 3. The level of total protein from group 3 was significantly lower than that in group 1
and group 2 (Fig. 4).

85



Fig. 4. Serum total protein content in rats with implantations (g/l)
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The levels of ALT and AST were evaluated as indicators of possible hepatotoxicity by
different types of implants. In both groups, the result of ALT and ALT remained within the
limits of the average values and did not differ from preoperative values. The values obtained
for the AST/ ALT activities suggest no post-surgical liver damage in the experimental
animals.

During the whole experiment, we did not observe any essential systemic damage,
neither because of operative intervention, nor used implantation materials. There was no
disruption of glucostatic and protein synthetic function of the liver. The stable level of the
routine enzymatic markers (ALT, AST) excluded any sigh of cytolysis [4]. The study showed
no sign of hepatotoxic effect or liver cells cytolysis.

No adverse reactions such as necrosis or inflammation were noted, indicating good long
term tolerability of the both test compounds. The study showed that no adverse effect they
cause when implanted in the calvarial defect site and can be further optimized for bone
regeneration and repair.

The continuous long-term exposure of blood to materials initiates various cellular
reactions and protein conformational changes, depending on the physic-chemical nature of
materials [1].

The surgical procedure is usually connected with several stress symptoms in the animal
organism. The level of damage and the rate of tissue regeneration can be monitored by the
determination of specific muscle and liver biochemical markers commonly used in clinical
practice.

Among the biomarkers, AST and ALT are commonly determined. It is a known fact that
that increased levels of ALT and AST are generally a result of liver disease with some degree
of hepatic necrosis such as cirrhosis, carcinoma, viral or toxic hepatitis and obstructive
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jaundice. Elevated ALT and AST activities have been also found in extensive trauma and
muscle disease, hypoxia, and hemolytic disease [4]. In our case the biochemical blood
markers were within the normal range after 12 weeks, indicating that the implantation
procedure were devoid of any infection.

Conclusions

Although further work is needed to fully understand the mechanism of the action of
newly implants tested in vivo, this study has opened new avenues of research towards
understanding the in vivo function of the additives xanthan gum, carboxylic acids and glycerin
lengthened the manipulation time due to their hydrophobicity. The study revealed the
potential use of these innovative CaPcs in the healing of bone lesions.
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Electrospinning is a process to produce ultrafine fibers with nanometer or
submicrometer diameter from various nature polymer solutions. Electrospun fibers exibit
several unique characteristics, such as large surface area to mass or volume ratio, small pore
size between depositing fibers, surface functionalization flexibility, etc. Besides, electrospun
synthetic biodegradable polymers have special attention due to the elimination of a secondary
surgery to remove the implanted carrier. Incorporation of hydroxyapatite (HAp) particles can
increase such polymeric mat compatibility with bone tissues. HAp is widely used for
biomedical applications due to chemical and structural similarity to the mineral phase of bone
and tooth. The advantages of HAp can be improved by doping other active elements, such as
boron. Baron shows positive effect on bone formation [1] and potentially has antibacterial
effect [2].

The goal of this study was to evaluate the influence of baron doped hydroxyapatite
particles on the electrospun polyvinyl alcohol fibers geometrical parameters.

In this work boron doped hydroxyapatite (b-HAp) nanoparticles was obtained by acid-
base method using 2 wt.% of baron in the synthesis stage of HAp powders. Another group of
b-HAp particles after precipitation were sintered consecutively at 1000°C for 2 h.
Electrospinning solution (C=12%) was prepared by dissolving of polyvinyl alcohol (PVA,
M,, = 72000 g/mol) in distilled water at 80 °C temperature and then 5 wt.% of b-HAp particles
were dispersed ultrasonically.

SEM investigations show that b-HAp nanoparticles tend to attach to PVA fibres and
form large agglomerates (see Fig.). Baron doped powder sintering at high temperature
influences on the formation of more than twice larger b-HAp particles (from ca. 80-100 nm
up to ca. 200-300 nm).
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Fig. SEM images of electrospun PVA nano/microfibers with incorporated b-HAp (a) and
sintered b-HAp (b) particles

Besides, baron doping in the hydroxyapatite particles influences on the increase of PVA
fibres diameter. The incorporation of b-HAp instead of HAp decreases nanofibers (diameter
less than 100 nm) amount from 60 % down to 13 %. In this case amount of microfibres with
diameter of 100-200 nm arise up to 75 %, while for HAp nanoparticles such dimension fibres
reach less than 40 %. However, such fibre dimensions obtained by electrospinning
successfully may be used for biomedical application [3].

Thus, electrospun polyvinyl alcohol nano/microfibre mats can be modified with
bioactive baron doped hydroxyapatite particles and used as high biocompatibility bone
scaffolds materials.
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Polymers, containing quaternary ammonium salts as pending groups, are well known in
medicine and find substantial commercial use in the household chemical products because of
their antimicrobial and antibacterial properties. Their unique performance is due to and
depend on the number and the distribution of ammonium groups in their macromolecules.
Adding a second quaternary nitrogen atom in their pending chains is expected to increase
their antibacterial properties, as it is known for e.g. surfactants with similar structure. This
double guaternary side chains polymers however are never synthesized until now.

In this study, for the first time, we have synthesized a methacrylic monomer, which contains
in its side chain two quaternary ammonium groups, namely N*-(2-(methacryloyloxy)ethyl)-
N'N'N’N?N2-pentamethylethane-1,2-diaminium  dichloride. ~ Then, via crosslinking
polymerization we have obtained polymer networks from it using two different crosslinking
agents poly(ethylene glycol diacrylate) (PEGDA) and N,N’-methylene bisacrylamide
(MBAA) with different concentrations. The obtained hydrogels were characterized in terms of
their equilibrium swelling ratio, elastic modulus, thermal properties and their biological
activity was also tested.
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The study on the properties of polyether ionophorous antibiotics and their metal
complexes (more specifically Monensin) has become an important reason of research in the
biological chemistry field due to diverse activity of ligands against parasites, Gram-positive
microorganisms, fungi, tumor cells, etc. Knowledge on coordination chemistry of polyether
ionophores and their complexes with monovalent and divalent metal ions was further
extended to the evaluation of ability of Monensin to bind trivalent metal ions of lanthanum
(La(Hty).

The complex formation of Monensin with La** ions was assessed in methanol
solutions for the first time by synchrotron radiation circular dichroism (SRCD spectroscopy).
It was found that depending on metal-to-ligand molar ratio a neutral [La(Mon)3(H20)3] and
two positively charged [La(Mon)»(H20),]* / [La(Mon)(H20)]** complexes were formed.

The neutral complex was successfully isolated in solid state. It was characterized by
various spectroscopies as IR, ESI-MS, FAB-MS, as well as by elemental analysis. It is
assumed that the structure of the complex corresponds to the mononuclear complex species,
containing three deprotonated ligands. Each Monensin monoanion is coordinated to the metal
ion in bidentate mode via carboxylate moiety and hydroxyl function, both located at the
opposite ends of the molecule. The cavity of ligands is occupied by water molecule
coordinated to the metal center and participating in hydrogen bonds of different origin.

Coordination of La** ions in the structure of Monensin improves its bactericidal
activity against B. Subtilis, B. Mycoides and S. Lutea, which could be due to the introduction
of three moles of the ligand in the composition of the neutral complex.

DO6. PCR DETECTION OF SIX TRICHINELLA SPECIES
V. Dilcheva, I. Vladov, S.Petkova

Institute of Experimental Morphology, Pathology and Anthropology with Museum,
Bulgarian Academy of Sciences, Acad. G. Bontchev Str., BI.25, 1113 Sofia, Bulgaria
E-mai: val_dilcheva@yahoo.com

1. Introduction:

Nemathodes of the genus Trichinella are the causative agent of trichinellosis. They are
zoonotic parasites with a cosmopolitan distribution which infect over 2500 people annually
(http://www.who.int). This nematode was discovered 180 years ago [3,4] and the next
hundred years, the large number of human infections due to the consumption of domestic pork
products focused the attention of the veterinarians, physicians and public health authorities on
the important role of some hosts (more than 100 species of mammals, birds and reptiles) in
the natural cycle of this nematode. Since it was discovered, this genus was expended from
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being monospecific to nine species including three other genotypes of undetermined
taxonomic rank. The helminths belonging to the genus are unique among zoonotic nematodes.
They are characterized two generations in the same host and by infective first stage larvae
(L1) rather than infective third stage larvae (L3) which typify most other nematode species.
Inasmuch as discriminating morphological have been scant, our understanding of the genus
Trichinella has been relegated to a compilation of molecular, biochemical, genetic and
biological data. Unfortunately present methods for detection of Trichinella spp.
(compressorium method, artificial digestion) do not always sufficiently recognize Trichinella
larvae and these techniques are labor-intensive, time consuming and do not differentiate
isolate on the species level since there are no distinguishing morphological features.

The aim of this study is to obtain new data on the taxonomy and genetic characteristics of
Trichinella isolates collected from different regions of the world and Bulgaria by using PCR
assay. This is a novel technique for species detection and identification based on the specific
hybridization of a probe designed for a certain species with the DNA in the samples to be
analyzed. Only the DNA complementary to the specific probe will hybridize to it (M. Alonso
et al. 2011). The chosen method is accurate, rapid and highly suitable for specific
identification of the common species of the genus Trichinella.

2. Materials and metods:

2.1 Truchinella isolates

Trichinella reference strains (ISS03- Sus scrofa, Poland; 1SS13-Nyctereutes procyonoides,
Caucasus, Russia; 1SS010- Ursus maritimus, Island; 1SS02-Vulpes vulpes, Italy; 1SS029-
Crocuta crocuta, Kenya, Africa; ISS35- Ursus americanus, Pennsylvania, South America)
used in this study were kindly provided by prof. Edoardo Pozio (European Union Reference
Laboratory for Parasites) and were kept in mice in the vivarium of IEMPAM-BAS. During
the experiments were satisfied all the requirements of Regulation No. 20/2012. (Animal
Protection Act). Larvae of reference strains were isolated from muscle tissue using artificial
digestion at 37 °C and continuous stirring. After several washing steps with distilled H,0,
larvae were stored in 1,5 ml distilled H,O at -20°C prior DNA extraction.

2.2 DNA extraction from larvae

For the DNA- extraction was used NZY Tissue gDNA Isolation kit. All DNA isolation
steps were performed on ice. 180 ul of Digestion solution and 25 ul Proteinase K solution
were added to the samples. All the sample were mixed by Vortex. Mixture was incubated at
56 °C for 60 min. and vortexed occasionally during the incubation. According to the protocol
larvae were homogenized in 200 pl Lysis solution, mixed by Vortex, washed in 400 pl 50%
ethanol and transferred to a column. Each sample was centrifuged for 1 min. at > 11000xg.
The flow was discarded through and the columns were placed in new collection tubes. After
washing with 500 pl Wash buffer 1 and Wash buffer 2 and subsequent centrifugation
respectively 8000x g for 1 min and 12000xg for 3 min, the purified DNA was transferred to a
clean tube, washed twice with Elution solution and centrifuged at 8000x g for 1 min. The thus
obtained DNA was used for PCR.

2.3 Primer design

Based on described in the literature [6] primers corresponding to the specific gene
sequences ITS 1, ITS 2 (Internal Transcribed Spacer) and ESV (expansion segment V), which
represent the DNA regions with a relatively high degree of variation even at closely related
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species located between highly conserved genes of ribosomal subunits was sought match in
the current data in NCBI. The chosen five different PCR primer sets are listed in tabl.1. All
sequences were aligned with sequence data analysis software. When used simultaneously, this
primer mix generates a specific and unique amplificates for each species and genotype.

Species Primer 5'-3' (sense/antisense) ,Sbi\;r(\epllcon
T. spiralis GTTCCATGTGAACAGCAGT (19bp) 173bp
' CGAAAACATACGACAACTGC(20bp)
GTTCCATGTGAACAGCAGT (19bp) 129bp
T britovi CGAAAACATACGACAACTGC(20bp)
' GCTACATCCTTTTGATCTGTT(21bp) 253bp
AGACACAATATCAACCACAGTACA(24bp)
T. GTTCCATGTGAACAGCAGT (19bp) 295-3150p
pseudospiralis | CGAAAACATACGACAACTGC(20bp)
T nelsoni GTTCCATGTGAACAGCAGT (19bp) 155bp
' CGAAAACATACGACAACTGC(20bp)
T nativa GTTCCATGTGAACAGCAGT (19bp) 129bp
' CGAAAACATACGACAACTGC(20bp)
GTTCCATGTGAACAGCAGT (19bp) 127bp
T murrelli CGAAAACATACGACAACTGC(20bp)
' GTGAGCGTAATAAAGGTGCAG(21bp) 315-317b
TTCATCACACATCTTCCACTA(21bp) P

Table 1. The composition of the primers and size of the received non-empirical amplicons.

2.4. Multiplex PCR

The PCR reaction was performed in a volume of 50 pl. We used mix and amplification
primers composed of company Nzytech Lda (Portugal). Primers were optimized by dilution
according to the manufacturer. The reaction mixture contained 10 pl of sample, 25 pl of
amplification mix of 12 pl of the primer mix and 3 pl of nuclease free water. All reactions
were carried out in The Applied Biosystems® Veriti® 96-Well Thermal Cycler under the
following cycle conditions: (initial denaturation) - 10 min. / 95° C, melting (melting) - 1 min. /
95° C, (annealing) - 1 min. / 55° C and (extension) - 1 min. / 68° C for 40 cycles. The last
cycle for a further extension of the DNA strand (final extension) - 10 min. / 68°C.

2.4 Real-time PCR

The PCR reactions were carried out in total volume of 50 pl containing 10 pl of DNA
template, 25 ul gPCR SuperMix SYBR®GreenER TM (Invitogen), 2ul of each primer
(concentration 0,2 uM) and 11 pl nuclease free water. The amplification of the desired
regions had the following mode: A single initial denaturation step of 5 min. at 95°C was
followed by 60 cycles of 94°C for 15sec. (denaturation) and 25 sec. at 55 °C- attaching
primers to single DNA strands (annealing) and polymerization the DNA chain (elongation).
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4. Results and discussion

Primer pairs are connected in three species-specific genetic regions- ESV, ITS1 and ITS2.
Universal primer pair, encoding ESV genes, form with all species of the genus Trichinella
amplified products (amplicons). In those species that have been observed identical weight
products, e.g., T. britovi, T. nativa and T. murrelli, after amplification of the gene were added
ESV species specific primer pairs coding ITS1 for T. britovi and ITS2 for T. murrelli. The
aim was to obtain additional bands characterizing each of the two types, and as a final result,
species specific diagnostic bands for each of the six species. The results of the multiplex PCR
products reported on 1% agarose gel are presented in figure 1, after having the molecular
weights of the resulting peaks measured by software Gene Tools Company Cynoptics Ltd.

|

—_—

Fig.1 Agarose gel separation of multiplex PCR products from: 1. Molecular weight marker
(100-1 000 bp) 2. T. spiralis, 3. T.britovi, 4. T. pseudospiralis, 5. T. nelsoni, 6.T. nativa, 7. T.
murrelli, 8. Molecular weight marker (100-1 000 bp).

Results indicates unique and simple banding patterns for each of the genotypes.
Electroferograms show obtained amplicons as follows: T. spiralis - a band - 173 bp, T. britovi
- two bands - 129 bp and 253 bp, T. pseudospiralis- not noticeable amplification product, T.
nelsoni - a band - 155 bp, T. nativa- a band - 129 bp, T. murrelli - two bands - 127 bp and 315
bp. At least one PCR fragment from each genotypic binding pattern was generated from the
DNA -derived ESV.

Of great significance to us is that the pair of primers corresponding to the large rDNA
ribosomal subunit (ESV) initiates amplification products with different sizes in common
sylvatic species in Bulgaria - T. spiralis, T. pseudospiralis and T. britovi. The specific results
we received and the results described in the literature [1,5,6], also the fact that it is a simple,
one-step assay for the differentiation of all Trichinella genotype define the method as a
modern, credible and easily executable.

Since in multiplex PCR we could not get amplification of a specific product of T.
pseudospiralis (probably due to the insufficient amount of DNA) we decided to examine
samples with real-time PCR method, which gives a clear visual representation of each cycle
of the reaction from the start-up process of hybridization, in contrast to conventional PCR,
which distinguishes products according to their size at the end of the reaction.

Real-time PCR method allows displaying the results at the stage of annealing while it is
running, saving time from secondary visualization or identification techniques of the PCR
products. For each of the six included Trichinella species we were able to establish a species-
specific amplification with primers shown in Table.1l. Using pure Trichinella DNA, all
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reference strains showed Cr values about 30 threshold cycle (when fluorescence signal
increases to a level of reporting), indicating the presence of amplification which allows early
detection and differentiation (Fig.2)

; 10 f ] % ( % [ 8 ) %
Cyce
Fig. 1 Amplification curves of the six Trichinella species analyzed by RotorGene 6000 v
1.7 .softwear.

In contrast to other typing methods (trichinoscopy, artificial digestion) the PCR is rapid and
reliable method enables the accurate identification of Trichinella infections. C+ values allow a
distinct species identification which was confirmed by the results obtained in Multiplex PCR.
Real-time PCR has become important technique in many fields of food industry, it is a
powerful tool in the food quality and security control. The developed methodology allows the
adequate meat control for prevention of trichinellosis in human, in mode fast and effective,
easing the routine inspection by statement agencies, and increasing the confidence of the
consumer [2].

It can be concluded that the Multiplex PCR can be routine one-step assay profiling multiple
geographical isolates and genotypes. Real-time PCR is acquiring more importance because of
its high speed and sensitivity. The results of this study provide an additional information,
generate new datasets and re-evaluate the existing data which could help us for developing a
new approach for treatment, control and prevention of trichinelosis.
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Abstract

Contents of some liver trace elements, antioxidants and quantitative parameters of the
state of body health were investigated in chicks after experimental Ascaridia galli infection
and basic zinc-copper (Zn-Cu) salt application. The levels of trace elements Zn and Cu and
antioxidants vitamin C and vitamin E were decreased in the livers of A. galli infected chicks.
The contents of liver Zn and Cu were significantly increased and the concentrations of
vitamins E and C were slightly elevated after the salt application on healthy or A. galli
infected chicks. The treatment with the basic Zn-Cu salt showed a trend for normalization of
the decreased from the parasitic infection chick liver antioxidant and trace element status.
Quantitative parameters of the chicks’ state of health: parasite burden, body weight and
mortality were detected in the experimental birds. The parasite burden was reduced in A. galli
infected chicks, received the basic Zn-Cu salt. The salt application increased the body weight
in the salt treated chicks (healthy or infected). The mortality of the birds from the treated with
the basic Zn-Cu salt groups was decreased. The treatment with the basic Zn-Cu salt on
experimentally A. galli infected chicks had beneficial effect on all investigated body indices.
Key words: Antioxidants, trace elements, liver, parasite burden, body weight, mortality,
experimental Ascaridia galli infection, basic zinc-copper salt, chicks.

Introduction

Ascaridia galli is a common parasite of poultry and has been reported in chickens,
turkeys, guinea fowls, pigeons, ducks and geese. It is the largest internal parasitic nematode
causing helminthiasis in poultry. Increased feed intake, blood loss, anaemia, reduced body
weight, and increased mortality may occur during the parasitic disease [18]. The most
important clinical symptom of natural and experimental A. galli infections is loss of body
weight, which increases parallelly to worm load. A. galli infection is known to alter some
biochemical parameters and to cause disturbance in the host mineral balance [11, 12, 22].

In poultry, trace elements copper (Cu), zinc (Zn), manganese (Mn) and cobalt (Co) are
essential for the health, growth, production and reproduction of the birds [14]. Salts of these
trace elements are used to correct mineral deficiencies arising during different parasite
infections. Data exist, that the treatment of mineral disbalance with basic salts of certain
transitional elements is better tolerated by the animal organism than the application of normal
salts. Benefits, associated with the application of basic salts, persiste even after more
prolonged treatment of different hosts. Application of basic salts of different metals leads to
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effects of improvement of growth, survival and trace element balance in the infected host
organisms in comparison with the normal salts [1, 13]. Examinations also exist on the effects
of organically complexed metal chelates of Cu, Mn and Zn on broilers or laying hens’ growth
performance and body quality in comparison with the respective inorganic trace mineral
compounds [5, 24].

Antioxidant defence system of the body is very important in protecting tissues from
oxidative destruction during different pathological processes. It has a cellular protective effect
against oxidative stress, which resulted in cells, organs and tissues damages during different
parasitic infections [13]. Vitamins C and E are very important antioxidants. Vitamin E has
been reported as an excellent biological chainbreaking antioxidant that protects cells and
tissues from lipoperoxidative damage induced by free radicals [16]. Vitamin C has been
demonstrated to enhance antioxidant activity of vitamin E by reducing the tocopheroxyl
radicals back to their active form of vitamin E or by sparing available vitamin E [17, 23].

The aim of the present study is to be investigated liver trace element (Zn and Cu) status,
antioxidant (vitamins E and C) status and some quantitative parameters of the state of body
health (parasite burden, body weight and mortality) in chicks after experimental A. galli
infection and basic Zn-Cu salt application.

Material and methods

Eighty in number, one-day-old male chicks, belonging to the Hisex breed (a crossbreed
of the Dutch Leghorn), were divided in 4 groups of 20 animals: Group 1 - controls (healthy
birds); Group 2 — chicks treated with the basic Zn-Cu salt; Group 3 — A. galli infected birds
and Group 4 - infected with A. galli and treated with the basic Zn-Cu salt chicks.

The chicks were placed on pine shavings in 1.2 X 3.6 m pens and were maintained on a
24 h constant light schedule in heated, thermostatically controlled, stainless starter batteries
with raised wire floors. Feeders and water cointainers were also of stainless steel construction
to minimize environmental metal contamination. All chicks were fed on a corn-soybean meal
diet formulated to meet the nutrient requirements of the growing chicks [19]. Chicks’ accesses
to food and water were ad libitum. The chicks from Groups 3 and 4 were experimentally
infected per os with 450 embryonated eggs at 20 days posthatching per chick [21]. The chicks
from Groups 2 and 4 were treated with 0.170 g basic Zn-Cu salt per 1 kg food per day. The
salt was given orally with the food for twenty days, starting on the 5™ day post infection (p.i.).

The experiments 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.

The body weights and mortality were studied on the 60" day p.i. in the chicks from all
investigated groups.

Chicks were euthanized by CO, inhalation on the 60™ day p.i. Alimentary tracts of the
experimentally infected birds were opened and the intestinal contents were examined for
presence of immature and mature parasites A. galli, which were counted.

The chick livers were collected and were investigated for contents of vitamins E and C
and trace elements Zn and Cu. Vitamin E concentration was determined by modified
fluorimetric method [4]. Vitamin C level was determined spectrofotometrically by modified
method of Omaye et al. [20]. For detecting the trace elements contents, the liver samples were
dried at 100°C for 24 h, weighted, ground and then burned slowly in muffle furnace at up to
480°C for 48 h. The ashes obtained were treated with a mixture of concentrated H,S0, and
HNO;3 (1:5) in a sand bath and the wet residues were dissolved in 1M HCI. The determination
of Cu and Zn levels was made using an atomic absorption spectrophotometer PU-900 (Pye
Unicam, Madrid) [2].
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The received results were statistically processed using variation analysis and Student’s
t-test. P < 0.05 was considered statistically significant.

Results

The results from the investigations of liver trace elements, antioxidant status and
quantitative parameters parasite burden, body weight and mortality are presented in Fig. 1 — 7.

The liver contents of Zn and Cu are reduced with 37% and 24% respectively in A. galli
infected chicks (P<0.001). The addition of the basic Zn-Cu salt leads to increasing of the
levels of Zn and Cu in the healthy and A. galli infected chicks. The increasing of these
elements in the only basic salt treated chicks is 22% and 32% respectively compared to the
controls (P<0.001). The elevation of Zn and Cu levels in A. galli infected and the basic Zn-Cu
salt treated chicks is 51% and 40% compared to the amounts in only infected chicks
(P<0.001). The contents of these trace elements in the livers of combined influenced with the
A. galli infection and salt treatment chicks are similar to the control levels. So the losses of
chick liver trace elements Zn and Cu, caused by the parasitic infection are restored by the
application of the basic Zn-Cu salt (Fig. 1, 2).

Fig. 1. Zinc (Zn) concentrations in the livers of Ascaridia galli infected and basic Zn-Cu salt
treated chicks (ug/g)
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Fig. 2. Copper (Cu) concentrations in the livers of Ascaridia galli infected and basic Zn-Cu
salt treated chicks (ug/g)
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The levels of liver vitamins E and C are reduced in A. galli infected chicks with 34%
and 15% respectively compared to the healthy chicks (P<0.001). The addition of Zn-Cu salt
leads to increasing of the levels of vitamin E in healthy and A. galli infected chicks, with 14%
and 21 % respectively (P<0.001). The vitamin C amount is increased with 9% in the healthy
birds and with 10% in infected chicks after the treatment with the basic Zn-Cu salt (P<0.01)
(Fig. 3, 4).

Fig. 3. Vitamin E contents in the livers of Ascaridia galli infected and basic Zn-Cu salt treated
chicks (mg %)
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Fig. 4. Vitamin C contents in the livers of Ascaridia galli infected and basic Zn-Cu
salt treated chicks (mg %)
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The body weights of the experimental birds are taken on the 60" day p.i. Reduction of
the body weight is detected in A. galli infected chicks compared to the controls (P<0.001).
The body weight is increased both in the healthy and A. galli infected chicks after application
of the basic Zn-Cu salt (P<0.001) (Fig. 5). It is established that the applied basic Zn-Cu salt
influences positively the decreased from A. galli infection chick body weights.
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Fig. 5. Parasite burdens in Ascaridia galli infected and basic Zn-Cu salt treated
chicks (numbers of parasites)
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Quantitative analysis of the parasite burdens, body weights and mortality are carried out
in the experimental chicks from all investigated groups.

The parasite burden in only infected with A. galli chicks is higher than in A. galli
infected and basic Zn-Cu salt treated experimental birds (Fig. 6). It is shown that the applied
basic Zn-Cu salt has an anthelminthic effect on the parasites A. galli.

Fig. 6. Body weights of Ascaridia galli infected and basic Zn-Cu salt treated
chicks (grams)
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The mortality of A. galli infected chicks, find on the 60" day p.i. is 35%, which is with
10% higher than that in the healthy controls (20%). The chicks’ mortality after single basic
Zn-Cu salt treatment is 10% and after the combined influence of parasite infection and basic
Zn-Cu salt is 25%. It is clear that the basic Zn-Cu salt addition decreases mortality in the
groups of the salt treated healthy or A. galli infected chicks similarly (Fig. 7).
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Fig. 7. Mortality of Ascaridia galli infected and basic Zn-Cu salt treated chicks (percents)
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Discussion

The parasites A. galli cause alterations in various biochemical parameters of the infected
birds, including disturbance in the trace element balance. It may be due to the various toxic
substances secreting by the parasite via its excretions and secretion into lumen of the
gastrointestinal tract of the host. These toxic substances affect the metabolism and all activity
of the host. Liver and kidney are the targeting organs which accumulate toxic substance [26].
Trace elements are essential for health, growth, production and reproduction of the organisms.
Different metal compounds were applied for treatment of the mineral deficiency of different
organisms caused by various pathogenic factors, including helminth infections [12, 14].

In poultry, trace elements Cu, Zn, Mn and Co are essential for optimal bird performance
[6]. The ordinary diet in poultry is frequently supplemented with excess of Cu, Zn, Co and
Mn in an effort to meet their nutritional requirements [13]. Investigations exist on the effects
of single Cu or Zn basic salts or triple mixed basic salts on the liver trace elements balance in
chicks with experimental ascaridiasis [10, 12, 14, 15].

In the present study, the levels of liver trace elements Zn and Cu are found to be
significantly decreased in A. galli infected chicks than in controls. After the basic Zn-Cu salt
application, it is established that liver contents of Zn and Cu are increased in the healthy
chicks and the losses of these liver trace elements in A. galli infected chicks are restored.

In the present study, the liver levels of antioxidants vitamins E and C are found to be
significantly lower in A. galli infected chicks than in controls. Probably it is consequently to
post infection oxidative stress. The oxidative stress is manifested via reduction of some
antioxidants such as vitamins C, A and E [9, 13]. It is established that liver vitamin A
concentration is also decreased in experimentally A. galli infected chicks at the 40™ day p.i.
[3]. The authors suggest that this finding attributes to the damage of the chick intestinal wall
and thus has decreased absorption of vitamins and electrolytes under ascaridiasis.

Dede et al. [8] find out that the concentration of vitamin E is decreased in hosts infected
with different parasites in comparison to healthy controls. These data support the findings of
the present study.

It has been reported that vitamin C levels decline in sheep infected with Fasciola
hepatica and Trichostrongylidae spp. while infections with Plasmodium spp. result in
opposite situation. These findings indicate that the concentration of vitamin C is affected by
the types of parasites and the hosts they infected [13].

In the present study, it is established that the antioxidant defence system is enhanced
after addition of the basic Zn-Cu salt, by increasing of the liver contents of vitamins E and A
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and trace elements Zn and Cu both in healthy and as well as in A. galli infected chicks. It may
be connected to their synergic interactions in the host body [17].

The early stage of A. galli infection leads to retarding of the growth and body weight
loss. The body weight of infected chick is much lower than that of uninfected ones. A galli
leads to malnutrition and lowering of products derived from poultry [26]. It is also found that
the experimentally A. galli infected chicks with different parasite egg doses, show variable
decreases in body weight compared to the controls [22]. The authors conclude that the body
weight loss is due to reducing or lack of absorption of nutrients, electrolytes and vitamins in
damaged intestinal wall in the infected chicks. Considerably decreased body weight and
increased mortality in A. galli infected chicks in comparison with these of healthy control
birds are established in our previous investigations [11].

In the present study it is established that the parasite burdens, body weights and
mortality are influenced positively from the application of the basic Zn-Cu salt in
experimentally A. galli infected chicks. The treatment with the investigated salt increases
body weights, decreases mortality in the groups with infected and healthy chicks and reduces
parasite burdens in the infected birds. It is in a good agreement with the results of other
authors about the beneficial effects of single neutral and basic Cu salts on these parameters
[10, 25]. Cu salts show anthelminthic effect on A. galli in chicks. The applied in the present
study basic Zn-Cu salt also has an anthelminthic effect on A. galli.

It is well known that the nutritional status of the infected host exerts influence on both
the host susceptibility to parasitic disease, and the severity of the pathological processes. Our
investigations are in a good agreement with the results from other studies, where the positive
roles of trace element supplementations are proved at the background of different parasitoses
[7]. The presently investigated basic salt of combined metals Zn and Cu influences positively
the liver trace element status, antioxidant status and some quantitative parameters of the state
of health in chicks under experimental ascaridiasis. The antioxidant nutrients Zn and Cu,
combined together in a basic compound, can be useful for protecting chick tissues from the
oxidative destructions, arising during the parasitic disease ascaridiasis.
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Abstract

A literary survey has been made about the use of anthelmintics in the European wild boar.
The most frequently used anthelmintics have been from the Benzimidazole group
(Albendazole, Mebendazole, Febantel, Fenbendazole, Flubendazole). They have been used
against gastrointestinal and lung nematodes. Their effect has been strongest against
gastrointestinal strongylids, it has been less effective against lungworms and Capillaria have
been least affected species. Another popular group is that of tetrahydropyrimidine (Pyrantel,
Morantel). They have been very efficient against intestinal nematodes. The efficiency against
lung nematodes has been also good, with the egg output being stopped, although their
adulticid effect has been smaller. Imidazotiazoles (Levamisol, Tetramisol) are a third
anthelmintic group that is used in wild boars. The effectiveness of the Imidazotiazole group
has been very good against gastrointestinal and lung nematodes, but the risk of drug overdose
and intoxication has been higher than the other groups. Studies about the Ivermectin from the
Avermectin group have shown that this drug is suitable for treatment of gastrointestinal and
lung nematodes and mites, but the effect against Capillaria spp. and Trichuris spp. has been
insufficient.
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Pe3ome

W3pbpiieH e nuTeparypeH 0030p IO OTHOIICHHE Ha W3IMOJI3BAHWUTE IPH JMBAaTa CBUHS
NPOTUBOINAPA3UTHU cpeacTBa. Haif-4ecTo H3MON3BaHUTE AHTHXCIMHHTHIM ca OWIM OT
rpynata Ha OeH3uMmmpazoinute (anbeHmazon, webOeHmazon, d¢ebanTen, GerndbeHmasol,
¢bayoennazon). Te ca M3MON3BaHU CpeElly CTOMAITHOYPEBHH M OEIOIPOOHU HEMATOIIH.
JlelicTBUETO MM € OWJIO Hal-CHITHO CpEIly CTOMAITHOYPEBHUTE CTPOHTHIIUIHN, IT0-CIab0 MpH
6enoapoOHUTE HEMATOIH, a Hali-C1abo ca ce MOBIUSABANIM Kanujapuurte. [lpyra rpymna, KosTo
¢ Omiia M3MOJI3BaHa € Ha TeTPaxHIPONUPUMHUAMHUTE (MUpaHTeN, MopaHTen). Te ca Owmu ¢
n00bp edekr mpu upeBHHTE Hemartoau. JleWicTBanm ca moOpe u cpenry OenoapoOHHUTE
HeMaroau. Makap 4Ye aaylITHIUAHUAT ePEeKT MpH TIX € Ol mo-ciad, Te ca CHupaiu
OTACISHETO Ha sina. Vmupaszoruasonute (JI€BaMH30J M TETPAMHU30J) ca TpeTa TIpymna
MPOTHBOIIAPA3UTHHU CPEIICTBA, U3MPOOBaHA BhPXY IUBUTE CBUHE. Te ca MMaiu MHOTO J00pO
JICUCTBHE CpEIly CTOMAIIHOYPEBHUTE U OEJIOAPOOHUTE HEMATOJHM, HO € YCTaHOBEHO, ue
OMAacHOCTTa OT TPEJO3UpPaHE W OTpaBsiHE MpH TAX ¢ To-Bucoka. OT Tpynara Ha
ABEPMCKTUHHUTE Ca IPAaBEHH OINUTH C WBEPMEKTHHA, KOWTO C€ € OKa3aJ MOJXOJSI 3a
TpeTupaHe Ha 0eloAPOOHUTE U CTOMAIIHOYPCBHUTE HEMATOJIU U KPACTHUTE KBPIJICKH, HO €
OWJI C 1M0-cJ1abo NEHCTBHE CPEIly KaMIAPUUTE U TPUXYPUCHUTE.

YBoa

JluBaTa CBHHS € MOBCEMECTHO Pa3MpOCTPAaHEH BUJ M € IMOMYJSpPEeH JIOBEH OOEKT B
bearapus. Beska roguHa OT eHa Maika ce paxkaar cpemaHo 5-6 manku. OuensBaHeTO Ha
BB3pACTHHUTE, OPOAT Ha MPUILUIOANTE U TSIXHATA MPEKUBIAEMOCT Ca CBBP3aHH C TEKECTTa Ha
napasutHoTo Opeme. [lapazuture OTHEMAT XpAHUTEIHM BEIIECTBA U BUTAMHHHU (PUCK OT
HEJOUMBYHH 3a00JsIBaHUS), MPEAU3BUKBAT BB3MAJICHUS TaM, KBAETO ca JOKAIU3UPAHHU,
oTcllabBaT UMyHHATa CUCTEMA M IIEJIUsI OPTaHU3bM, KOETO € MPEANOCTaBKa 3a MH(EKIIMO3HU
3abonsaBanus. Ilapasuture OMxa MOriAM TMPSKO JAa JOBeJaT JO CMBpPTTa Ha CBOS
roctonpueMHuk [12]. 3a mnpemaxBaHe Ha Te3M HEXedaHW eQEKTH ce Mpuiarar
MPOTUBOMNAPA3UTHU CPENCTBA. TAXHOTO MpujiaraHe Mpu JUBUTE KUBOTHH 00aue MMa CBOUTE
cnenuduku. Hanmpumep WHAWBUIYAIHOTO TPETHpPAaHE HA JUBUTE XKUBOTHU € HEBBH3MOXKHO,
M3MO0J3BaHUTE JIEKAPCTBEHUW CpEACTBA ca TECTBAaHM CaMO NPU JOMAalIHU HKUBOTHH,
CBIIIECTBYBAa PHUCK OT IMOMIBIIAHE Ha TMO-TOJSMO KOJIMYECTBO OT JIEKAPCTBOTO, KOTATO
KUBOTHHUTE C€ TPETUPAT TPYIOBO C XpaHaTa U T.H. B Ta3u Bpb3ka Oellie MocTaBeHa IIeNTa Ha
Hacrosiata paboTa, a MMEHHO Ja W3BBPIIUM JIMTEPATypeH 0030p MO OTHOIICHHE Ha
MIPOTOBOIIAPA3UTHOTO TPETUPAHE HA JIMBH MpaceTa, KaTo MO TO3M HA4YMH NpPEIOCTaBUM Ha
eKCIepTuTe B OOJlacTTa HMH(pOpMANMs, KOSATO OW TH YIECHWIA TpHU TMpEarpueMaHe Ha
JEHUCTBUS 3a KOHTPOJ M MPEBEHITNS HA TTapa3uTO3UTE TP TUBTA CBUHSI.

Marepuaiu u MeTOAH

Hacrosimmara pabota npencrasisiBa JUTepaTypeH 0030p MO OTHOILIEHHWE Ha ONHWTA B
MIPOTUBONAPA3UTHOTO TPETUPAHE HA JIMBU CBUHE B IOJIEBH U €KCIIEPUMEHTAIIHN yCIOBUA. 3a
yI00CTBO TaHHHUTE ca MOJAPEIEH! M0 XPOHOJOTHYEH PeJl U criopes dapMalleBTUYHATA IPyTIa,
KBbM KOSITO IIPUHAJUIEKAT JIEKAPCTBEHUTE CPECTBA.
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Pesyaratu
HN3nosBane HA 0eH3MMHIA30IH

MeOenma3omn aaBaH JABYKpaTHO opaiHo B 103a 15 mg/kg skuBo Teryio e man g00wp
edexT cpemry 6enoapoOHUTE HHBA3HK y JoMalHata u auBara cBuus [7]. IIpu mosa 3 mg/kg
3a 5 mopennu aHUM MeOeHma3oja ycremHo ¢ Hamamua Ascaris suum, Globocephalus
urosubulatus u Trichuris suis, Ho ¢ 6u 6e3monesen cperry Metastrongylus sp.

Zajicek et al. [15] ca mpoBenu u3cienBaHe BbpXy 24 JWBH CBHHE OT JBaTa I0Jia Ha
BB3pacT 1-2 roJauHU, HAMUPAIIK CE B pE3epBAaT U €CTECTBCHO MHBA3HpaHH C OenoapoOHH,
CTOMAalTHOYPEBHH HEMATOMU WM C KOKIUAWW. V3nmuTanm ca Owim TUpaHTen Taprapar +
aueTHikapOoaMasuH Taptapar (B mo3u ot 25 + 50 mg/kg xuBO Tersio), mebenmazon 5%
npeMuke U Mebenaazon 50% mnpemukc (mo3u ot 10 mg/kg u 40 mg/kg kuUBO TEryo), Karo
BCHYKHM Ca JaBaHW B MPOJB/DKEHHWE Ha TpU JHU. [lOCTMOPTAIHOTO Mapa3HTOIOTHYHO
W3CIie/IBaHEe € TOoKa3ao, ue Haii-edektuBeH € O6un mebenmazon 50% mpemukce ¢ 85.4% mo
100% ocBoOOXkIaBaHe OT Tapa3uTHTE, CJell ToBa € Owia KOMOWHAIMATA OT IHPAHTEN
Taprapar + auerwikapO6amazun Taprapar ¢ 58.1%-100% wu mebenmazon 5% mnpeMHKC C
47.8%-100% ocBoboxaaBane oT mapazuture. [IpoleHTHT € Bapupal copsMo BUAa Ha
HemaroauTe. M3cieaBaneTo Ha KOMPONpoOH € MoKa3auno CICIHUTE Pe3YyITaTh: MPH MHUPAHTET
tTaprapar + aueTWwikapOaMasMH TapTapar Ha 6-us W 15-us JeH cliel TpUIaraHeTo UM
HaMaJsIBAHETO Ha OTAEJIeHUTe sina € Omino cbc choTBETHO 99.2% wu 70.65%. Ilpu
Mebennazon 5% npemukc Ha 10-us u 20-ust AeH cnen npuinaraieto My € 94.4% u 79.41%, a
npu mebenmazon 50% mnpemukc e mocturHano 96% u 100% wHa 10-us u 20-us neH cuen
MPUJIATaHETO MY.

B HfKONKO aBCTpHWIICKM pe3epBara 3aelHO C XpaHaTa Ha JIMBU CBHHE Ca JIaBaHH
¢benbennazon B qo3a 30 wiu 35 mg/kg u dhaydennazon npu nededeH Kype 3a 6-10 nuu B 1032
150 mg/kg B emna Tpera ot naxOara [4]. Ilpunaranero Ha ¢eHOEHIA30JI € HAMAaIHIO
oTaestHeTo Ha stidiia ot Metastrongylus spp. ¢ 9,3% 1o 100%, ot Ascaris suum ¢ 99%, ot
Globocephalus urosubulatus c¢sc 70% mo 100% wu ot Trichuris suis ¢ 0 g0 100%.
daydeH1a30bT € HaMaJHII OTACSHETO Ha sifia ot Metastrongylus spp. ¢ 58% a0 100%, ot
G. urosubulatus ¢ 67% mo 100%, ot T. suis ¢ 83% mo0 98% u ot Capillaria spp. ¢ 25% no
86%. MenukaMmeHTHTE ca OMIIU pHeMaHu 100pe, 63 CTpaHuYHU eEeKTH.

Kutzer & Prosl [6] ca u3cnenBanu BnusiHueTo Ha GeHOCHIa30/1a BPXY Mapa3uTO3UTE
MpU JUBaTa CBUHA. ABTOPHTE Ca YCTaHOBWJIM, 4Ye Haii-moOpaTa JO3MpOBKA Ha Mpemapara e
Oowra mnerkpateH mpuem 1o | mg/kg, xosto ce e okazama 100% eduxacHa cpenry
Globocephalus urosubulatus, Oesophagostomum dentatum, Ascarops strongylina wu
Physocephalus sexalatus u ot 91.2 1o 100% 3a metacTpoHTrWIHIUTEe. MaaKOTO KHBOTHH,
uHBazupaHu ¢ Trichuris suis, cwimo ca Owim HanbiIHO oOe3mapasuTeHd. JIeKapCcTBOTO €
JIaBaHO C TEJIETHPaHa XpaHa U € MPHUEMaHo ¢ 0X0Ta 0e3 CTpaHHUYHHU ePEeKTH, TOPaaN KOETO TO
ce MpenopbyuBa OT aBTOPHUTE 32 TPETHPAHE HA KUBOTHHUTE, OOEKT Ha JIOB.

Kutzer [5] e u3cnenBan neiicTBUETO Ha pa3iuyHU 703U (pebdaHTen cpelly pa3iudyHu
nematoau (Metastrongylus, Globocephalus urosubulatus, Oesophagostomum dentatum,
Ascaris  suum, Trichuris suis wu Capillaria). Haii-mobpu pesynratu  cpemnry
METaCTPOHTHIIHANTE ca Oun moiydenu npu 60 ppm/kg xpana 3a 5 nuu. Enuauyna 103a ot 5
mg/kg ce ¢ okaszanma HemoctaThbuyHa cpemry Metastrongylus u T. suis, a 10 mg/kg e Ouna
HenmocrarpyHa cpemry 1. suis u Capilaria (npu S-mHeBen kypc). Cnopen aBTopa
MUHUMATHATE U3UCKBAHUS TIPH TPYIIOBO TpeTupaHe ca 60 ppm 3a 5 qHM, a STUHUIHHUTE JIO3U
TpsibBa na ca 15-20 mg/kg.

Munro et al. [8] ca uscnensanu dexamuure 3a mapasuTd Ha 10 MBKKH B 8 KCHCKH
0abupy3u (nmuBa cBuHs B Mumonesus). Otkputu ca Metastrongylus spp., Ascarops sp. u
roisim 6poit Oesophagostomum sp. He ca Owinu HaOnrogaBaHW KIMHUYHK TPHU3HAIM Ha
XeIMHUHTO3a. [leT KMBOTHM ¢ TejecHa Maca okojio 60 Kg ca Ownm TpeTHpaHu OpajHO ¢
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anmoengazon B go3a 4 mg/kg. Iler mHM ciex ToBa BBB (PEKAIMUTE € MPEYCTAHOBEHO
OTKPUBAHETO HA Mapa3UTHU AHLIA.

Nesterov & Milla [9] ca u3cnenBanu excreH3uBHOCTTa Ha WHBa3us ¢ Metastrongylus
IpU JMBU CBUHE B PyMbHUSA. YcTaHOBWIM ca, ye Ts € Ouna 89.47% B IIIaHUHCKH MOMYyIaIl[uu
u 77.58% mnpu Te3u ot xpamuctute oodnactu. Jledenne ¢ 10% Punran (pedbanren), naBaH B
no3a 500 mg Ha nuBa cBHHSA 3a 3 1HH, € nocturHaiio 100% ycneBaemocT.

N3non3BaHe HAa UMUAA30THA30U

Kutzer [4] e Tpetupain muBH mpaceTa ¢ jeBamu3oi. I[lpenaparbT € mpuiaral 3aeiHo ¢
XpaHara B 7103a 7,5 mg/kg >xuBo teruo, [Ipunaranero My € HaMalIWIO OTAEISHETO HA SHIA OT
Metastrongylus spp. ¢ 9,3% no 100%, ot Ascaris suum c¢ 99%, or Globocephalus
urosubulatus csc 70% mo 100% wu ot Trichuris suis ¢ 0 o 100%. ABTopbT moco4YBa, ue
JIEBAMHU30JIBT € MPEIU3BUKAI KPATKOTPaeH MPHUCTHI HA KalUIMIA MPU KUBOTHHUTE, KOSTO
obaue He e Outa ornacHa.

Veselova et al. [13] ca Tperupaaum MiIagd JUBH IIpaceTa C €CTECTBEHA
METaCTPOHTWIIM/IHA UHBA3Hs C JIEBAMHU30JI, IPHJIAra ¢ XpaHata B 703a 15 mg/kg sxuBo Terio.
[Tonydyenure pe3ynTaTu cliel ayTolcus Ha S>KUBOTHUTE ca IOKa3aJld HaMmajsBaHE Ha
napasuTHoTo Opeme ¢ 99,8%.

Pen'kevich et al. [10] ca wu3crmeaBaau €KCTEH3UBHOCTTa HAa METACTPOHTHIIMIHATA
MHBa3Ms Mo JUBU cBUHE B benapyc B nepuona 1974-1978 r., npu KoeTo ca yCTaHOBUIJIM, Y€ TS
ce e nokaymia ot 71,4% npe3 1974 no 100% npe3 1978 r. Ipyru oTKpUTH XEIMUHTHU ca OUITN
Trichuris suis, Ascaris suum, Physocephalus sexalatus u Heobocephalus urosubulatus.
[IpoBeneHo € neyeHue ¢ IeBaMU301 U TeTpamMu3oi. JleBaMu30IbT, 1aBaH ¢ xpaHara B 03a 10
mg/kg xxuBo Terno 3a 3 mopeauu auu, € Omn 100% edukacen cpemry Hemartoaute B 938
MJIQM Taurandera. TerpamMu3onbT, npuiarad kato 20% rpanynu B go3a 80 mg/kg xuBo
TErJyio, IBYKpaTHO mpe3 mHTepBand oT 3 auu e 6un 100% edukacen. Ilpodunakrukara c
TeTpaMu30il ¢ exeaHeBHa go3a 12 mg/kg 3a 30 aHu ce e okaszajga Mapa3sMTOJOIMYHO U
MKOHOMHYECKH U3TOJIHA.

Goreglyad et al. [2] ca ycranoBuiy, de B ropara benasexa, beropycka CCP, auBute
cBuHe ca Ownm muBasupanu ¢ Metastrongylus (38,3%), Oesophagostomum (15,4%), Ascaris
(14,2) u Trichuris (11,5%). IlpodunaktuuHoTO TpeTHpaHe ¢ TeTpamuson-rpanymm (20%) B
no3a 12 mg/kg >xuBo Terio, 100aBsH KbM XpaHaTa 3a eMH Mecell € OUII0 e(hUKaCHO.
N3non3BaHe Ha TeTpaxuIpPONUPUMHIUHI

Kutzer [3] e onucan usnona3BaHeTo Ha OAHMHUHT (TMPAHTEN) K MOPAHTEN 32 KOHTPOJI
Ha/l XeIMHUHTUTE (IJIaBHO HA CTOMALIHOYPEBHHUTE U O€lN0ApOOHHTE HEMAaTolu) B JUBHUTE
MIPEeXUBHY U TUBaTa CBUHS B ABcTpus. [Ipy nuBUTE CBUHE HAli-3aI0BOJIMTEIIHN PE3YNITATH Ca
nonydyenu ot 25 mg/kg Oammunt m 10 mg/kg mopaHTen, kKaTo W JBaTa ca JaBaHU B
MPOBJKEHUE Ha JBa IHU. Bcuuku 103UpoBKYU ca Oniu 100pe MoHacsSHU.

JluBuTe cBUHE B 300J0TMYecka rpamuHa B WHams ca Ownm mHBazupanu c Ascaris
suum. Tlpunoxen e mupaHten mamoat B no3a 15mg/kg [12]. Toit e 6un 100% edekruseH,
KOETO € OWIo J0Ka3aHo OT wu3clieBaHe Ha Kkompompodbu. He e Ouno HabmromaBaHo
peuHBa3upaHe 55 qHM Clle]l TPETUPAHETO.

M3non3Bane Ha aBePMEKTHHU

Fernandez-De-Mera et al. [1] ca u3cnenBann eh)eKTUBHOCTTA Ha JIaBaH ¢ XpaHaTa HBEPMEKTHH
BbPXY €CTECTBEHO OMNAapa3UTeHH C MHOXKECTBO XEJIMHUHTH €BpPOMNEWCKH JHBH CBUHE.
WBepMeKTUHBT € npuiiarad B 103a 2.4 ppm. [ToctMopTanHo € ycraHOBEHO, 4e eeKTUBHOCTTA
Ha MBEpMEKTHWHa cpemry 3penute Gopmu Ha Metastrongylus sp., Ascaris suum, Ascarops
strongylina, Physocephalus sexalatus u Simondsia paradoxa e 6una 100%, a epukacHocTTa
cpemry Oesophagostomum dentatum e Owmma 85,1%. Pesynrature mpu Globocephalus
urosubulatus, Trichuris suis u Capillaria garfiai ca Ounm He3agoBONMHUTENIHH. ABTOpHTE
NpernopbyUBaT MpHU MPOTUBOMAPA3UTHO TPETUpPAaHE Ha JMBAaTa CBHUHS, UBEPMEKTUHBT Ja Ce
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KOMOMHHUpA ¢ BTOPH Mpemapar C MO-ChIICCTBEHO JCUCTBUEC BBPXY TPUXYPHUCHUTE U IPYTHU
XEIIMHUHTH.

Rajkovi¢-Janje [11] e uscaenBan et €CTECTBEHO 3arMHANN MIPACEHIIA B JIOBEH pailoH B
XbpBaTCKa, IPH KOETO € yCTaHOBWJI Hanmmuuero Ha Metastrongylus apri u Metastrongylus
pudendotectus B Oemute mpo6ose u_Ascarops strongylina, Physocephalus sexalatus u
Globocephalus urosubulatusin B ctomamnoupeBHHUAT TpakT. OTKPUTH €a CHIINO KOKIMIUK U
CapKONTHUIHH KBPJIEKHU. BUIIO € MpoBeeHO JISYCHUETO Ha TPH Pa3IUdHU 00eKTa B pe3epBara
¢ 0,6% wuBepMmekTHH B XpaHaTa 3a 7 nHu. llpemu Tperupanero ca OWUIM YCTAaHOBEHH
crpourmwmanu siina B 70-100% ot ¢ekannute npodbu u siina Ha Strongyloides ransomi,
Trichuris suis, Ascaris suum, A. strongylina u Ph. sexalatus B 10-50% ot npo6ure. Ha 14 nen
OT HAYaJI0TO HA JICYUEHHETO ca OMJIM YCTAaHOBEHM CTPOHTHIIMIHU SHIA CaMO B €HH OT TPHUTE
obekta B 10% ot (ekannuTe npodu, a B HUTO €IUH OOEKT HE ca OMIIM YCTAaHOBEHHU sila Ha
JPYTH BUIOBE XCIMUHTH.

OO6001IeHNTe IUTEPATYPHH JaHHU MTOKa3BaT CICAHOTO:

e [IpoTuBOmMapa3suTHUTE CPEICTBA NMPH JUBUTE CBUHE ca OWIM MpPUJIAraHd MEPOPATHO
ciiel 100aBsIHETO UM KbM (pypax 3a MpruMaMKa.

e [loBeueTo MPOTUBOMAPA3UTHU CPEJACTBA Ca MPHJIAraHd MHOTOKPATHO, B MIPOJIBIDKCHHE
Ha 2-3 mo 5-7 pHu. JIeWcTBHETO HAa EIHOKPATHUS IPHUEM € W3CJICABAHO IPH
anbenazona, pendbennazona, ¢yoeHna3ona, JeBaMu3ona u nupanrena. EQekrst ot
€IHOKPAaTHOTO TpUJIaraHe Ce € OKa3aJl B IMOBEUETO CIydaW HEJIOCTAThUEH 3a IBIHOTO
CIIMMUHHUPAHE Ha METACTPOHTHIIMIHHA ¥ TPUXYpUCHHU WHBa3uu. CamMo anOeHaa30dbT U
B I0-BUCOKAa JI03a JIGBaMU30JIbT ca TI0Ka3adu JoOpH pPEayJITaTd  Cperry
METAaCTPOHTUITH/TUTE.

e Haii-yecTo M3MOJI3BaHUTE MPOTUBONAPA3UTHH CPEACTBA MPU TUBUTE CBHUHE Ca OMIIU
OeHsumugazonure. Te ca Owin mo-eUKACHM Cpelly CTOMAIIHOYPEBHUTE
CTPOHTHIIUAM, OTKOJIKOTO Cpelly OeJoapOOHHUTE HEMAaTOJH, TPHUXYPHCUTE W
KaluiapuuTe. 3a eJIMMUHUPAHE Ha T0-yCTOWYMBHUTE XEIMUHTH OOMKHOBEHO € MMAJIO
HYXK/1a OT TI0-BUCOKA JIO3UPOBKA.

e  OT UMHIIA30TPHA30IUTE HAl-CPECKTHUBHH ca OWMJIM JIEBaMU30JIBT B j03a 15 mg/kg xk.T.
U TETPaMU30JbT, TNPWIAraH JBYKpAaTHO Tpe3 Tpu JHH B no3a 80 mg/kg x.T.
TerpaMu30IbT € U3MOA3BAaH U KAaTO MPOPHIAKTHYHO CPEJACTBO, KATO B MPOABIKEHHE
Ha Mecell e mpwiarad B jgo3a 12 mg/kg xk.T.. JIByKpaTHOTO NMPUIIOKEHUE HA MTUPAHTEI
M MOpaHTEN € TI0Ka3ajJo JOoOpW pe3ylTaTH Cpenly CTOMAaIlHOYPEBHHUTE H
0enoIpoOHUTE HEMATO/IH.

e [lo-psaKo Mpu IUBUTE CBHHE € MpHIarad uBepMeKTuH. [Ipu ToBa 1Mo-100Bp pe3yJIrar,
nocturaig 70 100% eheKTUBHOCT Cpelly XeIMUHTH U KPACTHU KbPJICKH, € IOCTUTHAT
MIPH U3MOJI3BaHe HA TI0-BUCOKA JO3UPOBKA 33 TIEPUOJ] OT 7 JIHU.

e [Ilpu cpaBHsBaHE JO3UPOBKUTE HA JIEKAPCTBEHUTE CPEICTBA, MPUIIATAHU MPH TUBUTE
mpacera, CHOpsSMO TE3W, MPWIAraHW IPU JIOMAIIHUTE CE YCTAaHOBSBA CIIEIHOTO:
a0CHIa30IbT U MEOCHIA30bT Ca TMpHJIAraHH B TO-HUCKU [I03H, THPAHTEIBT €
npujarad MpH JUBUTE Tpacera B J103a, MPENopbuyBaHa M 3a JAOMAIIHUTE, HO C
JBYKpaTeH IMPHEM, OCTAHAJIUTE JICKAPCTBEHU CPEICTBA ca MpHUJIaraHd B IMO-BHCOKH
JI031 WJIM ca OWJTU C TIO-TTBJTBT JieueOeH KypcC.
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QdonueBara KMCeJIMHA € BOAOPA3TBOPUM BUTAMHMH, KOMTO HE C€ HATPyIBa U CHHTE3HMpPA OT
opranusma. 3aToBa € MHOTO Ba)KHO Jia CH s HaOaBsiME€ €XEJIHEBHO Ype3 XpaHaTa WIIU IOJ
(dbopMara Ha XpaHUTETHHU J0OABKH.

Ts 3aeMa HeHTpaIHa poJis B YMHOKEHUETO U pacTeka Ha KJIETKUTE, ydacTBa B 00pa3yBaHETO
Ha IUIAlIEHTaTa U M3rPaXJaHETO Ha KOCTHHMS MO3bK Ha eMOpuoHa. Ts e oTroBopHa 3a
npon3BocTBOTO Ha JIHK B HauanHus crtaauii Ha OpeMEHHOCTTa U yd9acTBa BB (POPMUPAHETO
Ha ThKaHute. [IpuemMbT Ha (onmeBa KucenrHa O BpeMe Ha OPEeMEHHOCT HaMallsiBa PUCKa OT
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BpoJieHU yBpexaanus Ha 6e6eto mo 70% u crmomara cunreza Ha JJHK u PHK. Butamunst
BIIUSIC TIOJIOKUTEIIHO BBPXY OpraHu3Ma Ha ObjeliaTa Maiika — KaTo MOTHCKa 00pa3yBaHETO Ha
cTpecoBu XopMoHH. DonmeBaTa KMCEIMHA €€ ChABPKa B MOBEUETO THMHO3EICHU 3€JICHUYIIH,
B HSIKOU Meca, YepHUS Jp0o0 U 3bPHEHUTE MTPOTYKTH.

Opranu3mMbT € 0COOSHO YS3BUM MPU HEJOCTHT Ha (ojreBa KuceauHa u ButamMmunu Bl, B6 u
B12. Tlo Bpeme Ha OpeMEHHOCT HEAOCTUI'BT Ha (ojiMeBa KUCEIMHA MOXeE Ja IOBeIe [0
nedexTu Ha HeBpasHaTa TpbhOa Wi T. Hap. Spina bifida.

Spina bifida e BpoaeH aedekr, KOMTO ce MpOsBSIBa Mpe3 IBPBUTE UYETUPH CEIMHUIIM HA
Oopemennocrra. CrnmHa Ouduga mnpencraBisiBa BpOACHA aHOMAIMsS B PAa3BUTHETO Ha
rpbOHAYHUS CTHJIO M rPbOHAYHMS MO3BK, IIPH KOSITO UMa OTBOP B IPbOHAYHMS KaHAJ, Mpe3
KOWTO € Bb3MOXKHO J1a C€ M0/IaBa 4acT OT IPbOHAUYHMS MO3bBK.

Nma paznuynu TtunoBe cnuHa Ouduia Hali-yecT, OT KOUTO € MeHUHrouenasT. [lpu Hero
MEXIy MpenuieHuTe ce (GopMupa JOCTATHYHO TOJISIM OTBOP, Taka Y€ IPbOHAYHUSAT MO3BK U
rpbOHAYHOMO3BYHUTE OOBHMBKM C€ TIOJaBaT HW3BBH TIpbOHAYHUSA CTHIO, (GOpMHUpAUKH
cBoeoOpa3Ha ,,ropba” moa KokaTa Ha rpbpbda Ha HOBOPOJACHOTO. TOBa NpaBU I'pbOHAYHMS
CTBJIO CUITHO YSI3BHM Ha MEXaHUYHU BB3JIEHCTBUS U MHPEKIUU. Makap 4ye neeKThbT MOXKe Ja
ObJic KOPUTHPAH 10 XUPYpPTHYEeH BT, HEPBHATA CUCTEMA YECTO IMOHACS MOPAKEHUS MPeIn
TOBa Ja ce ciydd. ToBa Moke Aa JOBeA€ 1O IMbJIHA WM YacTH4YHA Mapajin3a Ha JIOJIHUTE
KpailHHUIM, ypUHHA WK (eKaTHa KOHTUHEHIIUS WK 3ary0a Ha CeTHBHOCT.

CuMInToMHUTE U YCIOKHEHMSITa HA cliHa OMduaa ce pa3aenar B TpU OCHOBHU KaTerOpUU —
KOTHUTHBHH, ABUTATECITHH U CHMIITOMAaTHKA OT CTpaHa Ha BTPEIIHUTE OIPaHH.

JleueHueTo € onmepaTUBHO, KaTO HEroBaTa IeJl € PElOHUPAaHETO BbB BepTeOpalHUs KaHal U
MOKPUBAaHETO C HOpPMallHA KOXKa Ha XEPHUUPAHUTE HEPBHU THKAHM C IUIACTHKA Ha
BepTeOpaliHus KaHaT.
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Abstract: Multiple sclerosis is an increasingly complex disease in terms of its
pathogenesis, comorbidities and prognosis. It is progressive neurodegenerative disease
typically affect young adults. There are different pathways to tissue injury in multiple
sclerosis. Inflammation, demyelination, and axonal degeneration are the major pathologic
mechanisms that cause the clinical manifestations. However, the cause of multiple sclerosis
remains unknown. Although traditionally considered a disease of focal white matter lesions,
the spectrum of multiple sclerosis pathology is now understood to encompass a broader array
of abnormalities, including diffuse damage of so-called normal-appearing white matter and
normal-appearing grey matter on magnetic resonance imaging, both of which are associated
with a progressive loss of brain volume. Multiple sclerosis affects more women than men.
There are no clinical findings that are unique to multiple sclerosis, but some are highly
characteristic. The core multiple sclerosis phenotypes are those of relapsing and progressive
disease. In addition, these phenotypes are modified by assessments of disease activity and
disease progression. Recognition of an inflammatory and neurodegenerative phase of multiple
sclerosis has allowed the targeting of therapies for various phase of disease. The treatment
consists of acute relapse management, symptomatic treatment, rehabilitation and disease
modifying therapy. Nowadays clear treatment goals are defined: maximize neurological
reserve, cognitive function and physical function by reducing disease activity. Preventing
disability for patients with progressive disease is still unmet need. That is why truly achieving
new concept of “no evidence of disease activity” will require the development of new agents
that directly target mechanisms of disease progression.

Key words: multiple sclerosis, multiple sclerosis treatment, disease-modifying
therapies, relapsing-remitting multiple sclerosis, magnetic resonance imaging

Multiple sclerosis (MS) is an increasingly complex disease in terms of its
pathogenesis, comorbidities and prognosis. It is progressive neurodegenerative disease that
typically affects young adults, causing irreversible physical and mental disability. During its
course, a range of problems, impacting on activities of daily living and on social and/or
occupational functioning can occur. The disease thus negatively affects the lives of people
with multiple sclerosis and their families, and lead to large, long-term health and economic
burdens.

There are different pathways to tissue injury in multiple sclerosis [30]. Inflammation,
demyelination, and axonal degeneration are the major pathologic mechanisms that cause the
clinical manifestations [5, 6]. However, the cause of multiple sclerosis remains unknown [13,
20]. The most widely accepted theory is that multiple sclerosis begins as an inflammatory
immune-mediated disorder characterized by autoreactive lymphocytes [27, 30]. Later, the
disease is dominated by microglial activation and chronic neurodegeneration [5]. Typical
neuropathologic feature of multiple sclerosis is the presence of focal demyelinated plaques
within the central nervous system, accompanied by variable degrees of inflammation and
gliosis, with partial preservation of axons [12, 24]. These lesions tend to be located in the
optic nerves, spinal cord, brainstem, cerebellum, and the juxtacortical and periventricular
white matter [23]. In addition, demyelinated lesions can also be found in the corpus callosum
and cortical grey matter [4, 19]. Axonal injury can be a prominent pathologic feature of the
MS plaque, though not in the acute phase [3, 29]. Although traditionally considered a disease
of focal white matter lesions, the spectrum of MS pathology is now understood to encompass
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a broader array of abnormalities, including diffuse damage of so-called normal-appearing
white matter (NAWM) and normal-appearing gray matter (NAGM) on magnetic resonance
imaging (MRI), both of which are associated with a progressive loss of brain volume [17].

Multiple sclerosis affects more women than men; the estimated female-to-male ratio
of MS incidence is approximately 2:1, with some data suggesting the ratio is even higher. The
median and mean ages of MS onset are 23.5 and 30 years of age, respectively [25]. The peak
age of onset is about five years earlier for women than for men. Onset of MS can rarely occur
as late as the seventh decade. Genetic factors appear to contribute to the risk of MS, especially
variation involving the HLA-DRB1 locus. Although many viruses, and particularly the
Epstein-Barr virus, have been associated with MS, there is no specific evidence linking
viruses directly to the development of MS. The incidence and prevalence of MS vary
geographically. There is an inverse relationship between sun exposure, ultraviolet radiation
exposure, or serum vitamin D levels, and the risk or prevalence of MS [8].

There are no clinical findings that are unique to MS, but some are highly characteristic
of the disease. Common symptoms and signs of MS include sensory symptoms in limbs or
face, unilateral visual loss, acute or subacute motor weakness, diplopia, gait disturbance and
balance problems, Lhermitte sign (electric shock-like sensations that run down the back
and/or limbs upon flexion of the neck), vertigo, bladder problems, limb ataxia, acute
transverse myelitis, and pain. The onset is often polysymptomatic. The typical patient presents
as a young adult with two or more clinically distinct episodes of central nervous system
dysfunction with at least partial resolution. The first presentation of MS is often a clinically
isolated syndrome (CIS).

The core MS phenotypes are those of relapsing and progressive disease [18]. The
pattern and course of MS is further categorized into several clinical subtypes as follows:
Clinically isolated syndromes; Relapsing-remitting MS; Secondary progressive MS; Primary
progressive MS. In addition, these phenotypes are modified by assessments of disease activity
and disease progression [18]. Disease activity is determined by clinical relapses or magnetic
resonance imaging (MRI) evidence of inflammation- contrast enhancing lesions and/or new or
enlarging lesions. Disease progression is a process that is independently quantified from
relapses, and is characteristic of primary and secondary progressive MS. Secondary
progressive MS is preceded by relapsing-remitting MS, hence the designation of "secondary."
Worsening of disability due to MS is highly variable. The impact of MS varies according to a
number of measures, including severity of signs and symptoms, frequency of relapses, rate of
worsening, and residual disability. Accumulating evidence suggests that, in most patients,
worsening is slow. At the extreme ends of the severity spectrum, there are benign and
malignant forms of MS, but the determination of these is always retrospective and must be
made cautiously [2]. There are a variety of possible prognostic indicators in MS [7]. With
better prognosis are associated relapsing form of MS (not progressive disease); early
symptoms as sensory compliance and optic neuritis (not bowel-bladder and brainstem
syndromes); monosymptomatic onset of MS (not polysymptomatic); less extent of MRI
abnormalities as well as demographics, cigarette smoking, vitamin D intake and other
characteristics. However, none are established as reliable. Ability to predict individual
patient’s outcomes with MS precisely is quite limited. The development of a progressive
course of MS may be the single most adverse factor influencing prognosis.

Multiple sclerosis is primarily diagnosed clinically. The diagnosis is relatively
straightforward for patients who present with symptoms and MRI findings that are typical for
MS and have a relapsing-remitting course [15]. The typical patient presents as a young adult
with one or more clinically distinct episodes of central nervous system dysfunction such as
optic neuritis, long tract symptoms/signs, a brainstem syndrome, or a spinal cord syndrome,
followed by at least partial resolution. The core requirement for the diagnosis is the
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demonstration of central nervous system lesion dissemination in time and space, based upon
either clinical findings alone or a combination of clinical and MRI findings. The history and
physical examination are most important for diagnostic purposes. Nowadays MRI is the test
of choice to support the clinical diagnosis of MS [9]. The recent McDonald diagnostic criteria
include specific MRI criteria for the demonstration of lesions dissemination in time and space
[22]. Future revisions of diagnostic criteria are likely [10]. Diagnostic difficulties arise in
patients who have atypical presentations, monophasic episodes, or progressive illness from
onset.

Recognition of an inflammatory and neurodegenerative phase of MS has allowed the
targeting of therapies for various phase of disease. The treatment of MS consists of acute
relapse management, symptomatic treatment, rehabilitation and disease modifying therapy.
Nowadays clear treatment goals are defined as maximize neurological reserve, cognitive
function and physical function by reducing disease activity.

Although nowadays have seen significant advances in the treatment of multiple
sclerosis, with an increasing number of disease-modifying therapies (DMTs) becoming
available, it remains a potentially serious and debilitating condition as none of the current
treatments halts or cures the disease. A number of immunomodulatory agents have important
beneficial effects for patients with relapsing-remitting multiple sclerosis (RRMS) - decreased
relapse rate and slower accumulation of brain lesions on MRI. At present, it is common
practice for patients to receive several first-line therapies, such as interferon (IFN)-B,
glatiramer acetate, teriflunomide or dimethyl fumarate (DMF), before therapies with greater
efficacy, such as fingolimod, natalizumab or alemtuzumab, are tried [26]. It is recommended
both early treatment rapidly after diagnosis, and early treatment changes in the event of
insufficient response to initial treatment choice [31]. Monitoring MS disease activity is a key
to achieving optimal outcomes. Initiation of new agent should be done as quickly as deemed
safely possible to minimize the period of time in which a patient is not receiving the personal
potential benefit of disease — modifying therapy. However, the heterogeneity of the disease,
and the complexity of the underlying biological mechanisms, can render this challenging. The
two pathology hallmarks - inflammation and progressive neuroaxonal damage [14] may be
suspected from clinical point of view. Inflammation is infrequently associated with the
subacute onset of clinical signs and symptoms and focal lesions on magnetic resonance
imaging (MRI) that usually show temporary permeability of the blood-brain barrier, reflected
by contrast enhancement at sites of acute inflammation. By contrast, axonal degeneration and
loss of neurons are associated with sustained disability and evidence of brain or spinal cord
atrophy on MRI over time. Axonal transection is a consistent pathological feature of acute MS
lesions, and the incidence of neuronal damage correlates with the extent of inflammation
within the lesion [29]. Importantly, such damage may be present in the early stages of MS
[16]. In early stage it can be masked by mechanisms such as recruitment of other neuronal
pathway. Such brain plasticity compensates functional loss for some period of time. That is
why progressive damage may go disingenuous and unrecognized until it is too late for update
the treatment as to be beneficial [28]. Clinical disease monitoring in MS should consist of
measuring disease activity as manifested in relapses (reflecting inflammation), disability
(reflecting neuroaxonal loss) and functionality (reflecting the degree of compensation or
cerebral reserve). The grow body of evidences that there is limited window of opportunity for
effective intervention in MS with currently available drugs. Prompt interventions in cases of
suboptimal response are essential to prevent long-term disability. Nowadays potential
strategies for the management of MS can be defined, depending on the level of disease
activity. In patients with little evidence of disease activity at baseline, treatment can be started
with conventional first-line therapies such as IFN-B, glatiramer acetate, DMF or
teriflunomide. Treatment should be monitored at 6 month intervals. If signs of disease activity
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such as frequent relapses, increasing disability, or worsening MRI lesion burden are observed
treatment switch to more affective agent as fingolimod, natalizumab or alemtuzumab should
be recommended. For patients with highly active disease at baseline or rapidly evolving
severe disease, newer agents can be used as first-line therapy. In recent years understanding of
treatment goas has been changed. The concept of “no evidence of disease activity” (NEDA)
has become attractive, not only in the assessment of clinical trial data, but also as a treatment
target in clinical practice. This concept focus on clinical and MRI measures of disease activity
but also on patient-reported outcomes - progression of symptoms, adverse effects of
treatment, and an inability to tolerate injections may also constitute grounds for switching
treatments. The increasing number of highly active treatments becoming available raises the
possibility of treatment election when necessary [32].

The specific treatment of the symptoms is an essential component of the overall
management of multiple sclerosis. Treatment of mobility impairment is essential and
including weakness, spasticity, ambulatory imbalance. Fatigue is a characteristic finding and
primary fatigue felt to be part of the disease process itself. Possible pathophysiologic
mechanisms include brain inflammation, cytokine effects, neuroendocrine abnormalities, or
autonomic dysfunction [1]. Cognitive decline may be caused by the lesions, but may also be
secondary to other factors. When evaluated with neuropsychological tests, up to 70 percent of
patients have some cognitive impairment. There are no proven therapies for the treatment of
cognitive impairment related to multiple sclerosis, although some disease-modifying agents
have a beneficial impact [21]. Cross-sectional studies have shown some degree of affective
disturbance in up to two-thirds of patients with multiple sclerosis. Depression is the most
common manifestation. Paroxysmal attacks of motor or sensory phenomena can occur also.
They are likely caused by ephaptic transmission of nerve impulses at sites of previous disease
activity. Although troublesome to the patient, these symptoms do not indicate a true
exacerbation of the disease. Seizures associated with multiple sclerosis are generally benign
and transient and respond well to antiepileptic drugs or require no therapy. Several different
pain conditions can be expected-central neuropathic pain, pain associated with multiple
sclerosis complications or with injectable therapies. Sexual dysfunction is common in men
and women and can be the result of multiple problems, including the direct effects of lesions
in spinal cord, psychological factors, mechanical problems created by spasticity, paraparesis.
The prevalence of lower urinary tract dysfunction is 32-97 percent. Bowel issues commonly
coexist with urinary symptoms in multiple sclerosis patients and can be extremely distressing
[11]. Physical activity in multiple sclerosis may be of value in alleviating some symptoms,
preventing complications and possibly being neuroprotective. One possible mechanism of
neuroprotective effect is by reducing obesty, as adipose tissue has been shown to be a source
of inflammatory cytokines and adipokines. Recent data suggest that exercises can promote
increase in neurotrophins and anti-inflammatory cytokines and increase synaptic density.
Symptomatic treatment is aimed at the elimination or reduction of symptoms impairing the
functional abilities and quality of life of the affected patients.

Management of multiple sclerosis has improved in the present days. Although the past
decade has numerous successful clinical trials yielding the approval of new agents and the
diagnostic criteria have been honed, MS remains a heterogeneous and unpredictable disease.
New conception of disease course has delineated disease activity and progression as parallel
processes to better individuate disease description. In light of enhanced vigilance for disease
activity, the treatment approach to relapsing disease is much more proactive. The extent to
which success in preventing relapses and the accumulation of lesions preserves of long term
progression relapsing-remitting MS remains uncertain. Preventing disability for patients with
progressive disease is still unmet need. That is why truly achieving NEDA will require the
development of agents that directly target mechanisms of disease progression. Furthermore,
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the next revolution in MS therapeutics is remyelination. Such remyelination strategies will
likely warrant rationally designed combination therapy approaches to both prevent further
disease activity and push central nervous system repair. The application of new prognostic
biomarkers will provide new progress of multiple sclerosis management.
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PREVENTED. ACT NOW
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""The big question is how much we can modify the risk factors and, by doing this,
how much of the stroke burden can we eliminate?"'
Dr Martin O'Donnell

World stroke campaign: "1 in 6". Not many people are aware of that fact how
widespread stroke is. The lifetime risk of stroke is 1 in 5 for women, 1 in 6 for men and
women have a higher risk because of longer life expectancy. Cardiovascular disease (CVD)
includes coronary heart disease, stroke, and other diseases of the circulatory system. CVD is
linked to risk factors associated with the metabolic system.

Stroke is defined as an acute onset focal neurological deficit of vascular etiology,
persisting for > 24 hours. Stroke is a leading cause of death and disability, especially in low-
income and middle-income countries. The potentially modifiable risk factors for stroke in
different regions of the world are different and in key populations and primary pathological
subtypes of stroke.

Ten potentially modifiable risk factors are collectively associated with about 90% of
the population associated risk of stroke in each major region of the world, among ethnic
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groups, in men and women, and in all ages. Previous history of hypertension or blood
pressure of 140/90 mm Hg or higher, regular physical activity, apolipoprotein ApoB/ApoAl
ratio, diet, waist-to-hip ratio, psychosocial factors, current smoking, cardiac causes, alcohol
consumption, diabetes mellitus were associated with all stroke subtypes. Collectively, these
risk factors accounted for 90,7% of the population associated risk for all stroke worldwide
(91,5% for ischaemic stroke, 87,1% for intracerebral haemorrhage), and were consistent
across regions, sex, diet, and age groups. Hypertension was more associated with intracerebral
haemorrhage than with ischaemic stroke, whereas current smoking, diabetes, apolipoproteins,
and cardiac diseases were more associated with ischaemic stroke.

Atrial fibrillation (AF) is the most prevalent sustained arrhythmia, impacting 30
million people worldwide, with 3 million people in the United States alone. Notably, this
number is expected to increase to >10 million Americans by 2050. AF results in an increased
risk for morbidity, as well as mortality, with patients having a 5-fold increase in risk of stroke
and a 1.5- to 1.9-fold overall increase risk of mortality, after adjusting for other risk factors.

AF risk is multifactorial, with a common risk factor for AF being increased age. For
example, the prevalence of AF increases from 4% in individuals > 60 years of age to 10% in
individuals over 80 years. In addition to age, other risk factors for AF include cardiac (sinus
node dysfunction, valvular heart disease, cardiomyopathy) and noncardiac (diabetes)
phenotypes, as well as environmental factors. Furthermore, while not generally considered an
inherited arrhythmia, there are now significant data to support the role of genetics in AF.
Considering the broad interplay between various risk factors and genetic tendencies that
contribute to AF, as well as heterogeneity of disease pathways (electrical, inflammation, and
fibrosis), it is not surprising that the efficacy of AF treatment strategies is variable.

Stroke Riskometer™ is a unique and easy to use mobile app tool for assessing your
individual risk of a stroke in the next five or ten years and what you can do to reduce the risk.

Telestroke is one of the most frequently used and rapidly expanding applications of
telemedicine, delivering much-needed stroke expertise to hospitals and patients. This
document reviews the current status of telestroke and suggests measures for ongoing quality
and outcome monitoring to improve performance and to enhance delivery of care.
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