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I11. BimomMocTi mpo opranizariiio, e Big0OyBcsl 3aXHCT
Iudp cnenianizoBaHoi BYEHOI pagH (Pa30Boi CleliaJai30BaHOi BYEHOI pazu): [l 64.359.01

IToBHe HaliMeHYBaHHSI IOPHUAUYHOI 0COOM: HauioHanbHMil HAYKOBUIA LEHTP "[HCTUTYT

€KCIIEPUMEHTAJILHOI i KJIIHIYHOI BETEPMHAPHOI MeAULIMHN"
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dopma BaacHOCTI:
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InenTugikarop ROR: He zacrocosyerscs

IV. BizomocTi nipo nmiznpueMcTBO, yCTaHOBY, OpraHisalliio, B sIKii 0yJ10
BUKOHaHO JHUCEPTALil0
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arpapHuX HayK YKpaiHnu
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V. BimomocTi npo gucepraniio
Moga guceprariii:
Koy TeMaTHYHHX PYOPHK: 68.41.32

Tema guceprauii:

1. EnizooTosoriuHnii MOHITOPUHT apPUKAHCHKO] i KIIAaCUYHOI YyMU CBUHEN, pO3p0OOKa MOJIEKYJISIPHO-T€HETUYHOTO
3acoby audepeHLiiiHOi IiarHOCTUKY iX 30yIHUKIB

2. Epidemiological monitoring of African and Classical swine fever, development of molecular genetic tool for
differential diagnosis of their pathogens

Pedepar:

1. lucepranist npucBsYeHa eri300ToJI0rYHOMY MOHITOPUHTY adppukaHcbkoi (AUC) i knacuuHoi yymu csuHelt (KUC)
y CBiTi Ta B YKpaiHi Ta BIOCKOHaJIEHHIO CUCTEMU MOHITOPUHIY LIUX 3aXBOPIOBaHb 32 PaXyHOK PO3POOKU
BITUM3HSIHOTO JiarHOCTUYHOIO HabOPY Ha OCHOBi 3BOPOTHO-TPAHCKPUIITAa3HOI I0J1iMEePa3HO] JIAHLIOTOBOI peakiii
(3T-ILJIP) y pexxumi peasbHOro 4acy. [IposeneHo enizootosoriynuit moHiTopuHr AUC i KUC y cBiTi Ta B YKpaiHi 3a
2012-2018 pp. Pospobseno cnoci6 gudepenuitHoi niarnoctuku AYC i KYC Ha ocHoBi MynbtumiekcHoi 3T-I1JIP y
PEeXMMI peasbHOTO 4acy, o Nepedayae NIpoBeAeHHs OAHOYaCHOI aMmIlipikauii UinboBux AisHOK reHa B646L
Bipycy AYC, BucokokoHcepBaTuBHOI AinsiHku S0UTR Bipycy KUC, a Takoxx reHa PRP (BHyTpillHiI KOHTPOJIbHUI

3pa30K) B OJHil Npobiplii 3 BAKOPUCTAHHSM TPhOX Iap creuudivHux npaiimepis. Po3pobeHnii criocié nokaafeHo B



OCHOBY 3ap€e€eCTpOBaHOro B YkpaiHi «Habopy miarnoctuynoro «AYC/KUC nyo ITJIP-PY» nns nudepenniinnoi
IiarHOCTHKY aPUKAHCHKOI Ta KJIaCUYHOI yyMu cBuHel metonom [1JIP y pesxxumi peasnbHoro yacy» (PIT N2 BB-
00871-06-18 Bin 27.04.2018 p.) 3anponoHoBaHO KOMILJIEKCHY cTpareriio MoHiTopuHry AUC i KYC, sika nepenbaydae
SIK OCHOBHUM 3aci6 /114 BUSIBJIEHHS iH(PIKOBAaHMX TBAPUH BUKOPUCTAHHSI PO3POOJIEHO] TECT-CUCTEMH, LI0 AO3BOJIUTD

3a0MIAJATH YaC Ta KOUITH.

2. The thesis is devoted to the of African (ASF) and Classical swine fever (CSF) epidemiological monitoring in the
world and in Ukraine as well as the improvement of laboratory diagnostics of these diseases through the
development of a national test kit based on quantitative reverse transcription polymerase chain reaction (RT-
gPCR). The results of the epidemiological monitoring have shown that in 2012-2018 ASF spread into Europe (14)
and Asia countries (1). ASF is considered endemic in most African countries (25). Over ten years ASF epidemic in
Eastern Europe indicates the potential formation of a new stable East-European nosoarea of ASF with the risk of
further disease spreading into all continents. It has been found that the ASF epidemic situation in Ukraine is
complex and tense. It is proved that in Ukraine, unlike most European countries, anthropogenic factor, not wild
boars, plays significant role in ASF spreading. In 2012-2018 most outbreaks of CSF were registered in Asia (16
countries), sporadic outbreaks — in Central and South America (9), Eastern Europe (3) and Africa (1). The North
America, most part of Europe (22), Australia, New Zealand, New Caledonia are officially free from CSF according to
OIE. In Ukraine, the current situation of CSF is relatively stable. Over the past 7 years, only one outbreak was
reported in wild boars, but there is still a risk of CSF virus (CSFV) introduction into the country and its spreading.
The main factors that could lead to CSF spreading in our country are wild boar’s migration and their contacts with
domestic pigs, total vaccination against CSF and international trade as well. The RT-qPCR kit for ASF and CSF
differential diagnosis has been developed. The proposed test kit allows simultaneous detection of three targets:
ASFV DNA, CSFV RNA and an internal control (ITC). For the ASFV DNA detection specific primers and a TagMan
probe recommend by OIE (King et al., 2003) have been used. Primers and ROX-labeled TagMan-probe specific for
CSFV selected from 5o untranslated region (50UTR) as well as primers and R6G-labeled TagMan-probe specific for
ITC selected from conserved regions of PRP gene have been designed using Primer Express Software. Conditions
for both reverse transcription and amplification steps in one tube were optimized to decrease the risk of
contamination. For evaluation of the RT-qPCR kit intralaboratory validation, international validation and
interdepartmental evaluation studies have been performed in compliance with OIE Validation Guidelines
according to analytical and diagnostic sensitivity, specificity and repeatability and reproducibility. The RT-qPCR kit
sensitivity was determined by testing 10-fold serial dilutions of the ASFV DNA and CSFV RNA. For specificity
determination reference samples of ASFV DNA different genotypes, ASF and CSF positive and negative field
samples, as well as pathogens which cause similar to ASF and CSF clinical syndromes were used. As a result of
accomplished evaluation high sensitivity, specificity and reproducibility of RT-qPCR kit were confirmed. In
particular, it was determined that the limit of detection of the RT-qPCR kit was five copies of the ASFV and CSFV
genomes per one reaction. High accuracy and reproducibility of the RT-qPCR assay (CV ranging from 0.9% to
1.89%) were demonstrated both within and between laboratories using different real-time PCR thermocyclers. The
100% specificity of the assay to ASFV (I, 11, V, VIII, IX and X genotypes) and CSFV was confirmed. It was shown no
cross-reactions with pathogens which cause similar to ASF and CSF clinical syndromes (porcine circoviruses (type
1and 2), porcine reproductive and respiratory syndrome virus, virus of Aujeszky’s disease, Teschen virus, porcine
epidemic diarrhea virus, porcine parvovirus, bovine viral diarrhea virus, Erysipelothrix rhusiopathiae, M. hyorhinis,
M. gallisepticum, P. multocida, spirochetes of the genus Leptospira and E. coli). Test results on 121 ASF and 76 CSF
positive samples have been shown 97.5% and 100% diagnostic sensitivity for ASFV and CSFV, respectively. In
conclusion, all investigated analytical performance criteria of the RT-qPCR kit for differential diagnosis of ASF and
CSF are in compliance with international standards, which ensures accurate and definite results. The combined
ASF and CSF monitoring strategy have been suggested. It is based on using of the developed test kit ‘ASF /CSF duo
gPCR for the differential diagnosis of African and Classical swine fever by qPCR (N2 BB-00871-06-18 of 27.04.2018)
as a main tool for detection of infected animals.
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VIII. 3aKkJII04Hi BiZoMOCTi

BiiacHe IIpi3Buine Im'sa ITo-6aTbKOBI

TOJIOBH paju

BsiacHe IIpi3Buie Im'sa ITo-6aTbKOBI

rOJIOBYIOYOTO Ha 3acigaHHi

BigmoBigasbHUH 32 MiATOTOBKY

00JIIKOBHX JJOKYMEHTIB

PeecTpartop

Crerniit bopuc TumodiitoBuy

I'epinoBud AuTOH [1aBnoBUY



KepiBuuk Bigginy YKpIHTEI wo e
BiZITIOBiZaIBHUM 3a peecTpallilo HayKoBoi IOpuenko T.A.

JisiIbHOCTI




