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1. BuorpaduyHM gaHHW 3a KaHaugaTa:

PosanuHa [umutposa MopgaHoBa e pogeHa npes 1984r., 3aBbpLuMaa CPeAHOTO c1 06pa3oBaHme
B cpeAaHo ob6uioobpasoBaTenHo yuunuule ,Meopru MNamupnues* rp. opHa Opsaxosuua. B
nepuoda ot 2003-2009r. wm3yyaBa M npugobmea MarucTbpcka cTeneH no MeguuymHa B
MeanumHcKkn (hakynTeT, Tpakuinckn YHusepcuTeT, rp. Ctapa 3aropa. MNpe3 2015r. npugobusa
cneyuanHoct no Mukpobuonorua. Ot 2016r. e 3ayncneHa B AOKTOpaHTypa Ha caMOCTOATe/HA
NnoAroToBKa Mo Hay4yHa creumanHocT ,,Mukpobuonorua®; MNMpogecnoHanHo HanpasneHne 4.3.
,bronornyeckn Haykm“ O6Gnact Ha Buelle obpasoBaHue 4. ,.[pUPOAHN HayKKu, maTemaTuka u
nHopmaTka“ KoM MeguumnHckn takynTeT Ha Tpakuilcku yHuBepcuTeT, rp. Ctapa 3aropa. B
kpast Ha 2019r. Po3anuHa JumnTpoBa lopaaHoBa e oTuKCieHa C MpaBo Ha 3aliMTa Chec 3anoBef,
Ne 3527/20.12.2020r. Ha PekTopa Ha Tpakuiicku yHusepcuTeT, rp. CTapa 3aropa.

2. CTpYKTypa, aKTya/THOCT M CbAbPXKaHWEe Ha ANCEPTALNOHHUS TPYA:

[lncepTaLunoHHUAT TPy C aBTop PosannHa oppaHoBa e npeacTaseH BbLB BUA W 06eM,
cboTBeTcBall, Ha u3nckeaHuata Ha 3PACPE u TPACTpPY v cbabpka: 3arnasHa CcTpaHuua,
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M3M0MI3BaHN CbKpaLleHUs, CbAbpXaHue, BbBEAeHWE, fuTepaTtypeH 0630p, Uen W 3ajadw,
maTepuan n MeTofm, pesyntatun, o6cwxaaHe, U3BO4U, NPUHOCK K Bubanorpadgms.
LuncepTaunoHHnaT Tpya obxBawa 151 cTpaHuum u e oHarnegeH ¢ 1 cxema, 15 durypm mn 40
Tabnmuun. MsnonssaHu ca 420 nuTepaTypHM WU3TOYHUKA, OT KOUTO 1 Ha Obarapcku esuk,
OCTaHa/INTe - Ha aHIIMINCKN e3uK.

NutepaTypHUAT 0630p € HanucaH NOAPO6GHO W M34epraTesiHO, Kato e M3Mo/3BaH MHOro Jo6bp
HayyeH cTun. B pasgena ca npeactaBeHU 0606WEHM AaHHM  OTHOCHO TaKCOHOMUSATA,
mopdonorusTa u pusnonornsa u enngemmonorms Ha Enterococcus spp. MogpobHo npeactaBeHn ca
(hakKTOpM Ha BUPYNIEHTHOCT M MATOreHHOCT npu Enterococcus spp. M KAMHUYEH CMEKTbP Ha
WH(eKuunTe, npuuuHeHn ot TAX. OO6bPHATO e CcheuuasHO BHMMaHME Ha MeToau 3a
naeHTUMKaumsa Ha Enterococcus spp., KakTo Ha TakvBa 6asvpaHn Ha (PEHOTUMHU XapaKTePUCTUKU
Ha EHTEpPOKOKMTE, Taka W Ha MONIEKYNAPHO-TEHETUYHN MeToau. PasrnefaHn ca nofpo6Ho
MexaHM3MM Ha Pe3VCTEHTHOCT Ha Enterococcus spp. KbM rofsmMm Habop OT aHTUMUKPOOHWU cpeAacTBa.
NutepatypHuAT 0630p 3aBbpluBa C 0600LIEHME OTHOCHO HEMb/HOTU B HayyHaTa fiMtepaTtypa o
Temarta, KOMTO Ca M3Mo/3BaHN KaTo MOTMB 3a (hOpMy/nMpaHe Ha LenTa Ha AUcepTauuMoHHMS Tpya, a
MMEHHO MpoyyBaHe (haKTOopUTe Ha BUPYNEHTHOCT, BKIOUMTENHO QuUOrum-sensing perynupatym
reHy, feTepMuHupalLn 6uodunm-gopmupala akTYBHOCT M OLEHKa npoduia Ha aHTubnoTUYHa
Pe3UCTEHTHOCT Ha KIMHWUYHO 3HAYMMU M KOMEHCATHU LiamoBe Enterococcus spp., U30iupaHu OT
KMHWUYHW MaTepuasiv 0T XOCMUTasIM3MpaHn naumeHTW. 3a MOCTUraHeToO Ha LenTa, ca onpeaeneHu
0610 8 3aa4n, KOUTO AICHO OYepTaBaT OCHOBHUTE CTHMKWU 3a peann3npaHe Ha nocTaBeHaTa Len.
3a uenuTe Ha nMpoyysaHeTo ca M3cnenBaHu 06wWo 188 HenoBTapAwm ce usonata Enterococcus
Spp., oT KomTo 110 n3onupaHn oT amOynaTopHU M XOCMUTaIN3NPaHU NauMeHTU U 78 OT (PeKanHu
npobu Ha XocnuTanu3vpaHu naumeHTU. 3a UAEHTUPUKALUA Ha EHTEPOKOKWUTE ca WM3MOM3BaHu
CTaHAAPTHN Y XPOMOTeHeH KYNType/iHU MeTOAM KakTo M aBToMaTusmpaHa cuctema Vitek MS. 3a
NOEHTUMMKALMA Ype3 MOJEKYNIAPHO-TEHETUYHM METOAM € MPUIoXKeH MyntunnekceH PCR aHanus
3a fgokaseaHe sodA reHuTe Ha BugoseTe E. faecalis u E. faecium. AHTMOMOTMYHATA
4yBCTBUTENIHOCT Ha K/MHWYHWTE n3onatn Enterococcus spp., e onpeaeneHa ypes AUCK AUY3NOHEH
meTof Ha Kirby-Bauer Bbpxy Muller Hinton arap. B gonbnHeHue, ype3 PCR-6a3upaHn mMeToam ca
TbPCEHW TEHW 3a PEe3NCTEHTHOCT KbM Pa3/IMyHU  rpynn  aHTUMWUKPOOHW  fIeKapCTBEeHU
nsnonseavikn o6wo 4 reHa - TEM, aac(6)/aph(2"), vanA, vanB. M3nonssaHu ca MeToaM 3a
onpefensHe Ha 6uouaM-opmupallata aKTUBHOCT, 6MOXMUYHM N PCR-6a3mpaHn metoam 3a
fokasBaHe Ha reHn cylA, gelE, asal n esp 3a oueHKa Ha (DakTopy¥ Ha BUPY/IEHTHOCT Mpw
Enterococcus spp., Kato ca npegsioxeHn myntunnekcHn PCR-noaxonu.

Pesyntatute OT AucCepTauMOHHUA TPy ca NpefcTaBeHVM WMH(OPMAaTMBHO, M34eprnaTesiHO M ca
fJobpe oHarfnefeHW CbC CHMMKOBWM Matepuanu, ¢urypu w Tabnuuu. B pasgen , Auckycms”
AMCEPTaHTBT YMEN0 KOMEHTMpPaA MolyYeHWUTe pe3ynTaTu U M CbMocTaBs C U3BECTHUTE AaHHW OT
HayyHaTa fiTepatyparta. Bb3 OCHOBa Ha aHa/M3 Ha JaHHUTE ca u3BefeHW obwo 11 mn3BoAa,
KOMTO CbOTBETCTBAT Ha MOJIyYeHUTE eKCNepUMEHTa/IHN pe3ynTaTy.

[ OKTOpaHTbLT u3Bexaa 4 NPUHOCU Ha CBOA [AMCEPTaLMOHEH TPy, OT KOMTO 3 OLEHsiBaM KaTo
MPUHOCK C OPUTUHANIEH M HAYYHO-NMPUIOXKEH XapakKTep U 1e ¢ NOTBbPAMTENEH XapaKTep.

3. HayKoMeTpuUuHUTE KpUTepum

KbMm maTepuanuTe no 3awuraTa ca MpeacTtaBeHM 5 HayyHM ny6avkKaumMm no Temata Ha
AncepTaunaTa, Kato BbB BCMYKM AOKTOpaHTa PosannHa WoppaHoBa e nbpeu aBTop. EgHa oT
ny6nukaunnte e nybnukyeaHa B cnucaHue ¢ mmnakT gaktop (1F202i=2.838), paHKupaHo B



Q2. Opyra ny6nukauus B cnucaHue Trakia Journal of Science e uMTMpaHa OT 4yXKAecTpaHeH
HayyeH KOMeKTUB B pedepupaHo m3gaHue. lMpefcTaBeHM ca M 4 yyacTus B HayuyHU dopymu u
yyacTusi B KONIEKTUBUTE Ha 2 Hay4YHO-M3C/1ef0BaTe/ICKM MPOEKTa.

4. ABTopedepar

MpefctaBeHUAT aBTOpedepaT OT 46 CTp. e 0GOpMeH cnopes W3NCKBAHMATA U KOPEKTHO
oTpassBa OCHOBHWTE pe3ynTaTu, TAXHOTO O0O6CHXKAaHe, W3BOAM W HAyYHUTE MNPUHOCU Ha
aucepTaumoHHUA TPYL.

5. 3aksnroyeHue

Cuntam, ye AUCEPTALMOHHNAT TPyA Ha PosannHa [umntposa VopjaHoBa e 3aBbpLUeH HayueH
TPyA, NPeAcTaBsl, OPUTMHANHW Hay4yHW [aHHW OT M3BbpLUeHaTa OT [AOKTOpaHTa Hay4Ho-
eKcnepuMeHTanHa paboTa M nokasBa HeWHMTE 3aAbn00YeHN TEOPETUYHM U MPaKTUYECKU
Nno3HaHWs B 06/1aCTTa Ha HayyHaTa cneuuasHocT Mukpobuonorus. OT u3BbpLUEHaTa Hay4Ho-
n3cnegoBaresicka paborta ca NOCTUTHATU OPUTMHANHW HayYHWU Pe3ynTaTh CbC 3HAYUM MOTeHLMa
3a MPUIOXKEHNE B MefMLMHCKATa NPaKTUKa.

OueHsBaM MOMOXWUTENHO HACTOAWMS AUCEPTaLMOHEH WM CYMTam, 4Ye OTroBaps Hanb/HO Ha
nsmckeaHusaTa Ha 3PACPE 3a npngobusaHe Ha 06pa3oBaTenHaTa U Hay4Ha cTeneH ,,JJokKTop”.

Bcuuko ToBa MM faBa OCHOBaHMe ybefeHO [a r/iacyBaM MOJIOKUTE/IHO, KaTo YsieH Ha
HayuHo ypu, fa ce npucban Ha PosanuHa [umuTtpoBa MoppaHosa o6pasoBaTesiHaTa U
HayyHa cTeneH ,,JJOKTOpP” B 06n1acT 4. NMpUpPogHN HayKKn, mMaTemMaTuka U UHpopMaTuKa,;
MpodecuoHanHo HanpasneHne 4.3. buonornvyeckn Hayku Mo [OKTOpaHTCKa nporpama
»MuKpobnonorus

rp Crapa 3aropa
07.12.2022 .
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From: assoc, prof Lyuba Dineva Miteva, PhD
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A member of the Scientific Jury defined by Order No. 3738/17.11.2022 of the Rector of the
Trakia University, Stara Zagora

Of PhD thesis in Professional area 4.3. “Biological Sciences"
Higher Education Area 4. "Natural Sciences, Mathematics and Computer Science"
PhD program in Microbiology

Author of PhD thesis: Rozalina Dimitrova Yordanova
Title of PhD thesis: Phenotypic and genetic methods for detection of virulence factors and
resistance among Enterococcus spp. clinical isolates
Scientific Supervisor: Assoc, prof. Georgi Georgiev Beev, PhD
Prof. Spaska Angelova Stanilova, PhD, DSc

1. Author’s personal data:

Rozalina Dimitrova Yordanova was born in 1984 and graduated from the Secondary Education
School "Georgi Izmirliev", Gorna Oryahovitsa. In the period from 2003-2009, she studied and
obtained a master's degree in Medicine at the Faculty of Medicine, Trakia University, Stara
Zagora. In 2015, she acquired a degree in the medical specialty of Microbiology. Since 2016 she
has been enrolled in a self-study doctoral program in the scientific specialty "Microbiology™;
Professional direction 4.3. "Biological Sciences" Higher Education Area 4. "Natural Sciences,
Mathematics and Informatics” at the Faculty of Medicine, Trakia University, Stara Zagora
Bulgaria. At the end of 2019, Rozalina Dimitrova Yordanova acquires the right of defence by
Order No. 3527/20.12.2020 of the Rector of Trakia University, Stara Zagora.

2. Organization of the PhD thesis and General comments

The PhD thesis by Rozalina Yordanova is presented in a form and volume that meets the
requirements of ZRASRB and PRASTrU. It contains a title page, a list of used abbreviations,
content, an introduction, a literature review, aim and tasks, material and methods, results,
discussion, conclusions, contributions and a bibliography. The PhD thesis comprises 151 pages
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and is illustrated with 1 diagram, 15 figures and 40 tables. A total of 420 references were used,
one of which is in Bulgarian, and the rest are in English.

The literature review is comprehensive, written in detail, using a very good scientific style. The
section presents summary data on the taxonomy, morphology and physiology and epidemiology
of Enterococcus spp. Virulence and pathogenicity factors in Enterococcus spp. and the clinical
spectrum of infections caused by them are presented in detail. Special attention was paid to
methods for the identification of Enterococcus spp., both based on phenotypic characteristics of
enterococci and molecular genetic methods. Mechanisms of resistance of Enterococcus spp. to a
wide range of antimicrobial agents are clearly presented. The literature review ends with a
summary of gaps in the scientific literature on the subject, which were used as a motive for
formulating the aim of the PhD thesis, namely “The study of virulence factors, including
qguorum-sensing regulatory genes, determining biofilm-forming activity and evaluating the
profile of antibiotic resistance of clinically relevant and commensal Enterococcus spp. strains
isolated from clinical materials from hospitalized patients™. To achieve the goal, a total of 8
tasks have been defined, which clearly outline the main steps for realizing.

For the purposes of the study, a total of 188 non-repetitive isolates of Enterococcus spp. were
examined. Of these 110 were isolated from ambulatory and hospitalized patients and 78 from
faecal samples of hospitalized patients. Standard and chromogenic cultural methods as well as
the Vitek MS automated system were used for the identification of enterococci. In addition, the
identification by molecular genetic methods was applied. A multiplex PCR analysis targeting the
sodA genes of E. faecalis and E. faecium species was used. The antibiotic sensitivity of clinical
isolates of Enterococcus spp. was determined by the Kirby-Bauer disk diffusion method on
Muller Hinton agar. In addition, PCR-based methods targeting genes for resistance to different
groups of antimicrobial drugs such as TEM, aac(6')/aph(2"), vanA, and vanB were applied.
Methods for determining biofilm-forming activity, biochemical and PCR-based methods were
used to prove genes cylA, gelE, asal and esp for evaluation of virulence factors in Enterococcus
spp. A multiplex PCR approaches have been proposed.

The results of the PhD thesis are presented informatively, comprehensively and are well
illustrated with photographic materials, figures and tables. In the "Discussion™ section, the PhD
student showed her skills to comment on the obtained results and compares them with the known
data from the scientific literature. On the basis of the logical analysis of the obtained results, 11
conclusions were drawn. In addition, the PhD student presents 4 contributions to her thesis, of
which 3 | assess as original and scientifically applied contributions and 1 as confirmatory
contribution.

3. Scientific criteria

The PhD candidate presents 5 scientific publications on the subject of the PhD thesis. Rozalina
Yordanova is the first author of all of them. One of the publications is published in ajournal with



an impact factor (IF202i=2.838) ranked in Q2. Another publication by Rozalina Yordanova
published in the Trakia Journal of Science was cited by a foreign scientific team in a refereed
journal. The PhD candidate presents also 4 participations in scientific congresses and
participation in the working team of 2 research projects.

4. The abstract

The presented abstract contains 46 pages and is formatted according to the requirements. The
abstract correctly reflects the main results, their discussion, conclusions and scientific
contributions of the PhD thesis.

5. Conclusion:

Rozalina Dimitrova Yordanova's PhD thesis is a complete scientific work, presenting original
scientific data from the performed research work and showing her in-depth theoretical and
practical knowledge in the field of the scientific specialty Microbiology. Original scientific
results with significant potential for application in medical practice have been achieved.

I positively appraise this PhD thesis and consider that it fully complies with the requirements of
the ZRASRB for the acquisition of the PhD degree.

All of this gives me a reason to vote positively as a member of the Scientific Jury to be
awarded Rozalina Dimitrova Yordanova a PhD degree in science in field 4. Natural
sciences, mathematics and informatics; Professional area 4.3. Biological Sciences under the
Doctoral Program in Microbiology.

Stara Zagora
07.12.2022
Signature:

fassoc, prof Lyuba Miteva, PhD/



