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I11. BimomMocTi mpo opranizariiio, e Big0OyBcsl 3aXHCT
Iudp cnenianizoBaHoi BYEHOI pagH (Pa30Boi CleliaJai30BaHOi BYEHOI pazu): [l 64.359.01
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IV. BizomocTi nipo nmiznpueMcTBO, yCTaHOBY, OpraHisalliio, B sIKii 0yJ10
BUKOHaHO JHUCEPTALil0
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V. BimomocTi npo gucepraniio
Moga guceprariii:
Koy TeMaTHYHUX PYOPHK: 68.41.41

Tema guceprauii:
1. Inpukanisg Ta BupoBa gudepeHuianis 30yAHUKIB XJ1aMinio3iB TBAPUH 3a M0JliMepa3Hoi JIaHIIOrOBOI peakiiii

2. Indication and species differentiation of causative agent of Chlamydiosis in animals by polymerase chain
reaction

Pedepar:

1. Incepranis npucss4yeHa po3pobieHHio IIJIP-metonuk ang inentudikanii Ta BumoBoi nudepenunianii 6akrepii
poay Chlamydia. 5151 poro rnposeneHo 6i0iHGOPMaTHYHI AOCTiIyKeHHS MIJIIXOM BUPIBHIOBaHHSI IEPBUHHUX
HYKJIEOTMIHUX IOCJIiJOBHOCTEN I'€HiB, 0 KoayloTh 16S rRNA, RNase P RNA ta MOMP. BuB4eHo piB€Hb rOMOJIOTI]
Ta BapiabeJIbHOCTI HYKJIEOTUIHUX nocainoBHocTeil JHK Tpbox 03HaueHUX reHiB. [IpoBeneHo NOpPiBHANBHUM,
dinoreneTHYHU, 3rPYIIOBAHUI Ta 3arajbHUI aHasi3 reHiB. CKOHCTPYHOBaHO, 1151 KO>KHOTro 3 10 BupiB xmaminii,
IV3aliH OJIIrOHYKJIEOTUIHUX ITpaliMepiB Ha crielniuHi AisIIHKY reHa, mo kogye MOMP. JlocninHO-ITpaKTUYHUM
IIJIIXOM BiiIPallbOBAHO CIiBBiAHOUIEHHS PEAKLiMHOI CyMilli Ta pexXumy aMIutigikanii npailMepHUX CUCTEM [10
OTPMMAaHHS YiTKMX CMYT 33JaHOTO pO3Mipy Ha ejieKTpodoperpamax 3paskiB KoHTposbHUx JJHK 6akrepiit pony
Chlamydia. Po3po6eni Hamu 10 [TJIP-meTonuk inaukanii Ta BuAoBoi audepennianii xaaminiin npoimim



BUIIPOOYBAHHSI HA aHAIITUYHY CIeLUIiYHICTb i YyTIUBICTh, @ TAKOX BaJiJallilo 3 METOJUKAMU, 11O JIEKUTh B OCHOBI
7 inmux [1JIP TecT-crucTem s OiaTHOCTUKY XJaMififiHux indexuii. [Tpu npomy mociimkeHo 35 3paskis
6iosioriyHOro mMarepiainy, a came: 11 3paskiB koutposbHux JHK, 18 3paskis [JHK xnamiziit, BuaineHux 3 6iosorivHoro
Marepiasny Bif cBilicbkux TBapuH, 3 3pasku JHK Big nenTtocmip i 3 3pazku JHK Big 6a6e3siit. PospobieHo nsa
QITOPUTMU 3aCTOCYBaHHS AiarHocTudHMX [1JIP-meTtonuk. [IpoBeeHO eni300TOI0rYHUIN CKPUHIHT XJIaMiZli03HOI
indexuii y rocriogapcTBax pisHuX paiioHis [TosTaBcbkoi 0671aCTi Ta BCTAHOBJIEHO BULIOBY LIMPKYJIALI0 XIaMifiit
cepen BPX ta cBuHeil. TakuM YMHOM, IPOBEAEHI IOCIIiIKEHHSI 1ajld 3MOT'y CKOHCTPYIOBATH LOCUTD YyTJIMBI,

aHamiTUYHO-crneuudiyHi MeToguky ineHTudikaLii koxxkHoro 3 10 BuaiB 6akrepiit pogy Chlamydia y IJIP.

2. The thesis is devoted to the development of diagnostics for identification and species differentiation of bacteria
of the genus Chlamydia. For this we performed, bioinformational studies were carried out by aligning the primary
nucleotide sequences of genes encoding 16S rRNA, RNase P RNA and MOMP of 10 chlamydia species. The level of
homology and variability of the nucleotide sequences of the DNA of these three genes was studied, namely: each of
10 species of bacteria of the genus Chlamydia (species analysis); causative agents of chlamydia of farm animals,
birds, carnivorous family of felines and rodents (grouped analysis) and all kinds of bacteria of the genus Chlamydia
at the genetic level (general analysis). Designed for each of the 10 types of chlamydia, design of oligonucleotide
primers for unique DNA regions of the gene, coding gene of the main membrane protein MOMP. Practically, the
ratio of the reaction mixture and the amplification regime of the primer systems was worked out to obtaining clear
bands of a given size on electrophoregrams of samples of control DNA of bacteria of the genus Chlamydia of all 10
species (C. abortus, C. avium, C. caviae, C. felis, C. gallinacea, C. muridarum, C. pecorum, C. pneumoniae, C.
psittaci, C. suis). Optimal parameters of amplification at the annealing temperature of the primers are determined.
Installed, that 10 pairs of oligonucleotide primers (direct and inverse) were constructed, are specific for the
nucleotide sequences of the DNA fragments of each of the ten species of chlamydia and are not complementary to
DNA sequences of pathogens, as other diseases of infectious etiology, and opportunistic microflora and prion
proteins. The developed 10 PCR-methods for the indication and species differentiation of bacteria were tested for
analytical specificity and sensitivity, as well as validation with the techniques underlying 7 other PCR-test-systems
for the diagnosis of chlamydial infections. Determined analytical significance of developed diagnostics taking into
account indicators specificity, sensitivity, accuracy and reproducibility. 35 samples of biological material were
examined, namely: 11 samples of control DNA, 18 DNA samples of chlamydia from biological material from farm
animals, 3 samples of DNA of leptospira, 3 samples of DNA of babesias. For holding the species differentiation, this
or that chlamydial isolate, have been developed two algorithms for the application of these diagnostic PCR-
methods, which make it possible to clearly identify the causative agents of chlamydia in animals. The aspects of the
time difference are taken into account, labor-consuming PCR-methods of carrying out research on the
identification of chlamydia and the costs of PCR reagents. Epizootic monitoring of chlamydial infection among
cattle and pigs in farms of different regions of the Poltava region was carried out. Taking into account the results
of screening studies, a specific circulation of bacteria of the genus Chlamydia was established. Diagnostic
efficiency and significance of developed PCR-methods of diagnostics of polymerase chain reaction are established.
The predicted value of positive and negative results of diagnostic significance is also determined. The scientific
novelty of the constructed PCR-methods is confirmed by 10 patents of Ukraine on the utility model. The
methodical recommendations for the use of the created system of testing the standard operating procedure have
been developed. The results of the dissertation work were highlighted at scientific and practical conferences of
different levels. Thus, the conducted studies allowed to design sufficiently sensitive, analytically specific methods
for the indication and species differentiation of each of 10 species of bacteria of the genus Chlamydia by PCR.
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