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H KOINTE B bLJIIAPHA
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sanoveH Aokropadt ke BM®, Tp¥ — Crapa Jaropa

Om. npod. a-p Hawa Hauen,aBmun
wilen Na HOVYRG VP BeTepitrapromenmimackn gasyiarer
cwe Janesed 642 om 22-02-2024 2, Tpakuiickn vaueepcrreT, CTapa 3aropa
Hayura oneylatioc; ~ENHI00TOIONA, HHPCKUHOIAN

funecTH M NpodMABKTHEA HA  3apaIuHTe 3ab0a9BAHMA
MO WHBOTHHTE

1. WUupopmauus 3a THCEpPTAHTY,

Useromup I'enosenos Erctarues e poaen npes 1991 r. 3aewpiipa cpeaHoTo CH
obpasosanue B rpas Jlom - COY-YEMM ¢ npodumn undopmanmorin texuosorun, [pes 2017
r. cc aunaomupa B Tpakuiickud yuusepeuteT B Crapa 3aropa karo seteputaped nexap. Ilo
BpeMe Ha 00VHeHHETD CH NpoBesk a npakrnyecku ctam B Stiftung Tierarztliche Hochschule B
rpan Xanoeep ['epmanun. Ot 2017 r. 10 cera e npakTHKYBALL BETEPHHAPEH A€Kap B C.
Craamiicka Maxaia, odaact MoxTaHa # paboTi ¢ NPOAYKTHEHH M WUBOTHH 33 KOMIAHUA,

Ipes 2018 r. Liperomup EBcrarues ¢ npuer 3a 3aJ04eH JOKTOPAHT 110 IOKTOPCKA
nporpama L Enwsootonords, urdexkunosnw Gonecrw W NpodMiIAKTHKA WA 3apa3HMTe
3adonABaHUA No KUBOTHHTE" Bbe BeTcpuuapuomenmumnuckua dakyirer Ha Tpakuiickna
yuupepcuter B Crapa 3aropa - karenpa ..Berepuuapna MukpoGuonorng, WHHCKIHOGHH W
napasutii Goslectd” ¢ Hayvew pobrosoauten foueHT Baaaumup [letpos. TMo Bpeme wHa
0DYUCHHETO € YHACTBAT B 1BA HAYYHH (DOPYMA ¢ MEKIYHAPOAHO VyacTHe, M3NLiHng € BCHUKH
NEHHOCTH MPEABHISHH B WHAYBHIYAIHHA YUeDeH NAaH H e YCMEIHO NOM0KHA H3lHTa N0
KaHIRAATCKAS MHHUMYM. OTUHCTEH € ¢ npaRo Ha 3aumkTa npes 2023 r,



2. Ofma xapaK TepHCcTHKA HA NPe/ICTABCHHS 1HCEPTALIHOHEH TPYIL.
Jlncepraumosnust TPy e HanvcaH ra |49 crpanuum U ¢ CTPYKTYPHPEH TPALHUHOHND!
VROJL - IMTEPATYPEH HPErie - N W 38/1a9¥ - MATEPHA!L H METOIM - pe3yararu - obcuRIane
- WIBOAM - OPEenopbKH 33 NPAKTHKATAE - NPHHOCH - My0JIMKanwy BhE BpL3KA C
NMCEPTALUMATA/ VYACTHS B HAYYHH HOPYMU M HAYHHH IIPOCKTH - IMTEPATYPEH YKa3aTe/L
% Cmanosiie. TIpeicTaBeHHAT IHCEPTANHOHCH TPY1 € CTPYKTYPAH MHOI'O
aobpe, KATO ABTOPA W HETOBHA HAY4YEH PLKOBOINTE ca ce ¢hobpasnan ¢
HAKOH 0T HANpaseHyTe GeJekKH 0T NpeanmHu o0CLRIANNHS.

3. AKTVanHoCT.

Japasnara AIAIKCHA MO OBLETE W KoiuTe € 0co0eHO aKTyanHo W [podneMHO
3ab0ARAHE 30 MHOTD CTPaHH, BETIOUWTENHO # 33 buarapus. To ¢ MO3HATO OT Npeiy HoBeYe
or 200 r. — ot 1816 r, 8 Mranus kato disease of the place. Ero 3aumio u3idophT 32 HErosBoTo
NpOyUBAHE € CHONYALIHE H ¢ MOMYEPTaH Npaxkruyed W HaydeH wurtepec. Owe moseye w
J0OCETAIIHATE JAHHH 33 Hero B OBATapcKara TuTeparypa ¢a oT 7U-Te rOIMHA HA MUHAINHA BEK
H Ca OCKB/HH. 34 OrpoMHa M3IHEHAZa M npe: NOcNeIHWTE TOAMHH B8 bLirapua JIHncear
OMUIMATHH AaHHH ¥ HAYYHH CLODWeHHA 338 Hamwiuero My. He ¢ Taiina, ye u roasm Opo#
BeTePHHAPHY JeKapH W depmepu 0T usiaTa cTpala choDNlaBaT 3a 3ad0isBale MNpH OBLE H
KO3H C MPH3HALM Ha 3apassa arajlaxcud. B HHKakeB coyuaii He Ouea ja ce N0IUCHABA H
HEIOBATA 3HAYMMA HKOHOMPYECKA IHaYMMOocT. Taka Hatnpumep “uenara’” Ha eHo OCHMILE B
eMecenH epMH 3a 0BIE/KO3H Mowke 1a sapupa ot 7 000 ao 130 000 € (Loria et al.. 2018).

% Cmanoeunge. lonbpanaTta 3a paspaboTea”e Tema o1 Jokropanta liseToMup
Escrarues H Hay4uus My pbroBoanTen don. Baammwvmp Tlerpos
TEPEHHH H JABOPATOPHH [MTPOYUYBAHHA HA 3APATHATA
ATATARCHA MO OBIIETEH KO3INTE B BBJATIAPHA €
HIKAMYHTEAHO AKT¥AIHA H HABPEMCOHHA.

4. InTeparypen obzop.

B amTcparyphara chpagka ca pasriejaHM TNoApo0HO: MCTOPHYECKHTE JaHHM 3a
3a0019BAHETO, MHONO JIETAHIHO Ca OCBETICHH eTHONOTHYHHTE XapakTePHCTHRH, odbplHaTo ¢
CNEHATHD BHHMAHHE HA COHICMHOIOIHATA, orhenssada e o NaTmdreHeS3aTa, KIMTHHHYHHTE
MPH3HALIH €3 O0YCPTAHH pejedHo, CnoMeHaT ca TaTOANOToaHaTOMHYNHTE HAXOIKH,
H3KTHOUHTETHO M0APelHO M AHANMTHYHO €3 MPEACTABCHH IHATHOCTHYHWTE [IOXBATH,
HATHYHHTE TECTOBE M MHTEPNPETALHATa OT IIOAVHEHUTE PEIVATATH, JEHEHHETO € OTIMCAHO
MHOTO J€TaiIno, KOHTPO/IA Ha 3ad0/19BAHETO M BAKCHHALIHHTC CA NPLACTABEHH C HOCIE/IHUTE
HOBOCTH 3a TAX. B Kpas ua o63opa Llperomup EBcTaties aHatHTHYHO npasy obodlieHue Ha
MPeaCTABCHHA IUTePaTYPEH Nperie.

Hanonssamum ca 202 nurepaTypHH HITO4HMUM, OT KouTo 8 HA KMpHIHUa # 194 ua
naruuuua. Ot nocaeanute 10-roguuu ca npeactasenn 435 nosw sarnasus (o1 2013 r.). koeto
e 22% ot obmua OGpoii. 3a muoro 1odpaTa IMTEPaTVpHA OCBEAOMEHOCT Ha AWCEpPTAaHTA
FOBOPAT W LIMTHPAHH H3TOUHHLM OT Tasu roauHa (Shookouh-Zangeneh et al,, 2024).

]



[logueprano 106po BreYaTIeHHe NPABKH MO3HABAHETO HA IPOYHBAHHATA HA POIINHTE
asTops Maapakos, Tomxos. [laGanos, Tonopor u rTexHuTe MyOaukauiu ot bearapus
CRBP3AHM ¢ TEMATa Ha JucepTaiuaTa. BCHUKM TE ca 0TpaseHun B IHTCPATYPHATA CITPABKA.

& Cmanesuuie. TnrepaTypHuAT of30p 32 3apaINATA AraI9KCH 10 OBIETE H KO3HTE
€ CLBPEMEHHO OCRETIEH, TBOPUECKH NpPeiciaBen i H3HCKAHO
Hayuso uurepnpeTnpad. Coolpaien e ¢ HanpapeHHTE DeTeRKH 01
npeniHg 00CLARIANNNA B KaTelpaTa.

5. Hen/3anaun/Meroau.

| locTareneta Lel B IHCSPTAIMATA @ HCHO 3aABena M To4HO (opMynHpaxa:

“Ila ce npoeesar KIHHHYHN NTPOYH4BAHAMA [IPH TEPSHHH BIPHBORE HA 38pa3Ha Al aNakcHs
B Craja OBLUE W Ko3n u nocpeacteom gPCR ua ce vetaHopsew renoM Ha Mycoplusma
agalactiae B MagdHM Npo0d, KAKTO W Ad ce NPOYUM JMHAMHKATA B H3IPANIINCTO HA
BAKCHHAIHMA XYMODATEH MMYHEH OTFOBOP CPelty T03H MATOreH NpH IpeOHM NpewuBiH
AHBOTHH'.

3a pellaBaHeTo Ha MOCTAREHATA Le Ca MOCTABEHN ¥ HIMBAHESHH 5 KOHKPETHH 381844
karo: 1. Jla ce onMwar ¥ CPAaBHST MO 4eCTOTa Ha MPOABJEHHE VCTAHOBEHWTE KAHIHIHH
MpH3HAUM croped GHOTOTHYHWA BH BbLIPACTTA, MOJA W (HIHONOIMHIOTO ChCTORHHE Ha
sacernaruTe xueoTHU. 2. Jla ce M3caenBaT MJIEMHM NPODH - MONYYEHH OT TPH KaTeropuH
WHBOTHH: |) KauHruno Goaii; 2) BAKCHHHPaHH ¥ 3) IIMHHYHO 31pasu  Apefuun LpCKHBHH,
OTrIeIaH B 3apa3eHH cTand - 3a vanuuue va JIHK na M agalactiae upes qPCR. 3. Tlpu
TEpPEHHH YCIOBHS A4 CE NPOCTeIN THHAMHKATA B UMYHHHA OTTOBOP CE/ BAKCHHALINA CPeILY
3apasia arafaKkcHs B HAKOAKO [10CNeJ0BATCIHH MEPHOaa, NPH pasiindii BHIOBC H Bh3pacTH
ApeBHN  TPEKHBHH AHBOTHH, KATO C€ [IPOYHAT Pa3IHKHTE, 00VCI0REHH OT  OHONOTHINHA
gua. 4, JIa ce CpaBHH BAKCHHATHMA XYMOPaJeH HMVHEH OTI'0BOp el BaKCHHAUMA cpely
3apa3Ha ara/lakcHs NpY eIHH W CBIUH BHI IpeOHM NPSKHBHH JKHBOTHH, OTINEWIAHH B
pa3zNHYHH CTOTIAHCTBA, €3 KIMHMYHA M3ABA HA 3apazHa aranakcus. 5. Jla ce cpaBHAT JaHITNTC
38 BAKCHHAIHMA XYMOpAlleH HMYHEH OTTOBOP ¢lel BaKCHHALIMA CPELIY 3apasHa aranakcus
NpH NOIPACcTBAILN JKHBOTHH, OTIISKIAHH B Pa3THUHH CTONAHCTRA, DBe3 KIMHHUHA W3ABA HA
JapatHa rANAKCHA BAKCHHHPAHK €AHOKPATHO H TAKMEA C PeBAKCHHALHA.

Tepennute u3ciieBanis ca NpoOBEICHH B 8 CTONAHCTBA 33 ApeOHH NPeXKUBHH KHBOTHH
OT PA3IM4HH MECTA B CTPAHATE, KOUTO Ca ONHCaHH noapodHo. OrdelsiaHu ¢a sieTHTe npodn
33 M3C/e/IBaHE OT BCAKO €IHO OT TAX: 00wo 67 MIeuHH ca H3MO3BAHH 32 MOJEKYJIAPHO-
reHeTHyHa anardoctika 1 | 028 kpsesn npolin 33 npocieIsBaHe HA HMYHHHA BAKCHHAIHHA
orrosop. [lpoyyeda e KiMHH4YHATA M3nBa Ha Oosecrra B 1p ot depmute (2, 3 0 4),
BKTIOUHTENHO M 3abonseMoctra. [loapoduo ¢ onncana metoaukara 3a yeranosapae JIHK na
M. agalactiae ® magunn npodwn upes qPCR ¢ Helinata waTepnpeTaumns. OTpaseHn ca ACHO
METOAHYHUTE TEPEHHH NPOYYBAHHS BLPXY NOCTBAKCHHAIIHMA MMYHEH O1T0B0P, BKIYHTEIHO
BAKCHHALMHUTE, ONWTHHUTE MOCTAHOBKH, CCcpoforWdmHTe w#icncaBanHa (ELISA) wu
CTATHCTHY2CKHA AHANHA. .

% Cmanosue. llogGpanaTe MeTOIHYHH NOCTAHOBKH |
AHATHOCTHYHHE HHCTPYMEHTAPHYM ¢4 ChODPAICHH ¢ uenra
H 3aJa4HTe Ha NPoy4YBaHeTo.

T



6. PesyaraTu.

ToayyexnTe pe3viATaTH OT NPOYMBAHMATA Ca OTpaieHu B JucepTaumsta na 28

cTpaHuuy, Busyanuivpadu B |5 tadauum u 18 durypu.

- Tlocnenomatenso w  nodpofHo ca  ONMCAHH  KIHHWYHMTE  PE3yITATH M
sabolimemMocTTa 0T cTonadeTeo 2. 3 1 4.

- MHoro nobpe ca nanenn u euzyanusupanu JIHK peayirrature Ha M. agalactiae B
Mieqni npodu upes gPCR o1 cronanctea 1,2,3 n 4.

- Haii-muoroGpolinn  ca pesyirardTe OT TEpPEeHHMTe T[IPOYYBAHHA  BLPXY
MOCTBAKCHHAMHWA MMYHEH OTTOBOP B cTonadcTea 5.6.7 w 8. Hanpasenw ca n
HEODXOAHMHTE CPABHHTEIHH AHAIIN3H HA NOJYYEHHTE PE3VITaTH.

% Cmanosuwie. MocrasennTe 0T MEH B NPEIBAPATEIHHTE OOCLKIANAT
BLIPOCH, KOMEHNTAPH, GeIKKH H TPenophKH ¢ B3eTH 101
BHHMAHHE B Pa3leila H €3 NpeacTaseil KOPeKTHO.

7. Obenaane.

B obcuaaanero Llgetomup Escrarues cnonyuinso W vOeIMTeNHO CLOOCTaBs M
AHAIWIHPA MOTVUSHHTE Pe3VATATH C H3BSCTHHUTE OT JIMTCPATYPaTYPATA ¥ Hac H B UViKkDHUHA.
Ha HAkoM MECTa JOPH IMCKYCHATA C& HACOYBA M3BLH €174 M MOCOYSHMTE 34/1d4H, KaTo
aBTOPA, MaKAp W HE YHUBEPCHTETCKHM CNEUHAINCT, @ NPaKTHKYRALL BeTepHHApeH Nexap.
HACTORYHBO H YOSIMTEIHO M3paiaBa NPOCCHOHATHO BETEPHHAPHOMCAMLHHCKO MHEHHE W
CTAHOBMILE, TAKAa HEOOXOIMMH [HEC 33 HAYKATA M eXeJHCBHATA BETEPHHAPHOMEIHUHICKA
npaktuka. Toea ve omanosamapa obcwkaaneTo, szamoro OHC e ue camo HayuHa, a M
obpasosatenHa cTenell, CTHABT € CTPOTo HayHeH # npodiecHoHaNeH.

% Cmanosmge. H TyK roamma 4acy 01 N0CTABEHHTE B
HpeiBapHTEINHTE THCKYCHH BBIIPOCH, KOMCHTAPH,
DeaeKKH M NPenopLKY €4 BIETH N0J BHHMaHKHe,

8. M3roan / Hpenopsks /Ipuuocn.
Lseromup EscraTues B cBOATA IMCCpTaUMs (OpMYIHPA JERET MIROAM M LT
MPENOPBEH, KOWTO TIpHEMaM.
B aucepraumounns TpyI ca oTOCIA3AHH MW OCEM TPHHOCH, TPH OT KOMTO €4
OpPHTHHAMHH.
< Betexcra. CmATam, e GOpMyTHPOKATa HA MHPRHA:
- 3a mbpeu 0uT B buarapua upes qPCR e nokasano npucketrreto va M. agalactiae
NpH ApetHH MPEeRHBHN AHBOTHH,
GH MOr70 Ja ce peJakTHpa Taka
- 3a mepBu 0uT B bearapus upes qPCR e nokaszana M, agalactiae npw apeGun
MPEKHBHH KHEOTHH
% Momus. “TipucseTieTo” He € NoXoaall TEpMHUH 3a ynotpeba B HaVUHATA
HH(CKUHOINA NATONOTHA,
% Cmanosuwe. Tlpnemam hopmyanpaHnTe HIBOIH, NPHHOCH H NPEHOPbKH
34 NPAKTHKATA.



9, OncHka Ha NYOAHKIUHATE 10 IHCEPTANHATA.
BB Bph3Ka ¢ AHCEPTAUHATA ca ny0AHKYBAHH TPH CTATHH, YHHTO PesyiItaTh ca uacr
OT IHCEPTAUMATA.
1. Evstatiev, C., Gospodinova, K. Petrov, V. (2020). Comparative analysis of immune response in
goats and sheep after vaccination against contagious agalactia - a field study. Tradition and Modernity
in Veterinary Medicine, 5, 2(9), 3-9. .
2. Evstatiev, C., Gospodinova, K., Petrov, V. (2021). Comparative analysis of the postvaceinal
immune respanse in sheeps in two farms afler vaceination against infectious agalacia — a field study.
Trakia Journal of Sciences, 191), 29-34.
1. Evstatiev, C., Urumova V., Ivanoy, L.. Petrov, V. (2023). Molecular detection of Mycoplasma
asalacriae by gPCR in sheeps and goats from Bulgaria. Under
BiaHo e, 4e TpeTaTa craTHs. oTkputa B Bulgarian Journal of Veterinary Medicine e
[MTHPaHa HETIPaBUIHO (HENBIHO) B JIMCEPTALHATA H KOPEKTHO B arTopediepara - Evslatiev.
C.. V. Urumova. L. Ivanov & V. Petrov. 2023. Molecular detection of Mycoplasma agalactiae
by gPCR in sheep and goats from Bulgaria. Bulg. J. Ver. Med. (online first). Tlpn suuMaTeHHA
IPOYHT Ha ChIUATA CTATHA YCTOBABAM PEIIKE B PEIIOMETO, BEPOSTHO TEXHHHECKA 110 ACHO
RHIHMA,
¢ Ilpeonowcenue. Heka ce nonpaBH nocoYEHaTa CPCHikd Ha CTanMWilaTa B
ARTOPHTETHOTO HK DBJATAPCKO BeTEPHHAPHOMENMIMHCKD CTIHCAHHE Bulgarian

Journal of Veterinary Medicine, xoeto e 8 kBapTia 3 (Q3)

10. Apropedepar.
MpexcTapenusr apropedepar ¢ Hamucad Ha 48 CTPaHMIM W 0TPa3MBA OGEKTHEHO
CTPYKTVPATA M CLALPKAIHETO HA QHCEPTULMOHHHA TPY .
< Berexwra. CMATAM, U aHITHACKHA TEKCT Ha pe3toMeTo Tpaleawe aa 0BIe
CHITPOROAEH U ¢ AHITHHCKH NPEBO Ha 3arNaBMeTo HA JHCCPTALMATAE.

JakawueHnue

AupceprammorHuatT Tpyal TEPEHHH H JIABOPATOPHH TPOVUBAHHA HA
JAPAGHATA ATANMAKCHA NO OBUETEH  KOINTE BELIATAPHA € aKTYANCH, HABPEMEHEH
u jgodpe peanwzupan. Hayuennte u npunoxenute ot Ilsetomup lNenoseaos Escrarues
PAIMHHM METOAM HA WiICHELBaHe, M3IBEACHHTE CKCMNCPHMCHTH, MOIVYCHHTE Pe3VITaTH,
HANPABEHUTE 1IPEIIOPBLKH M LUEHHM IIPUHOCH., MH [1aBal OCHOBaHME 1a CcMATaM. ue
MPEeICTABSHHA JHCEPTALIMOHHEH TPYA € 3allHTHM Mpel HaYYHO JKypH. 0110Baps Ha
winckeanusTa Ha 3SPACPD u [TPACTY. 4 ro ouenasam MNOJTONRHUTE.THO.

Jaswprugam c60emo cManostiye ¢ "Npasuao om Iodum yuumen'';
No single test is sufficient for diagnosing an infectious disease in a sick patient. EB
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REWIEW
On the dissertation by Cvetomir Genovelov Evstatiev on:

FIELD AND LABORATORY STUDIES OF CONTAGIOUS AGALACTIA IN SHEEP AND GOATS
IN BULGARIA

submitted for awarding PhD scientific and educational degree in the science specialty
~Eplzooticlogy, infectious diseases and prevention in animals”, professional area 6.4 "Veterinary
medicine”, field of higher education 6.0. "Agricultural science and veterinary medicine”.

Statement prepared by: prof. llia Tsachev, D5c
Faculty of Veterinary Medicine at Trakia University, Stara Zagora

1. Brief biographical data about the candidate.
Tsvetomir Genovelov Evstatiev was born in 1991. He completed his secondary education

in the city of Lom. In 2017, he graduated from the Trakia University in Stara Zagora as a
veterinarian. During his studies, he took part a practical internship at the Stiftung Tierarztliche
Hochschule in Hannover, Germany. From 2017 until now, he is a practicing veterinarian in the
village of Staliyska Mahala, Montana region and practices with productive and companion
animals.

In 2018, Tsvetomir Evstatiev was accepted as a part-time PhD student in the program
"Epizootiology, infectious diseases and prevention in animals" at the Faculty of Veterinary
Medicine of the Trakia University in Stara Zagora, Department "Veterinary Microbiology,
Infectious and Parasitic Diseases" with a scientific supervisor associate professor Vladimir Petrov.
During his studies, he participated in two scientific forums with international participation. He
completed all the activities provided for in the individual study plan and successfully passed the
minimum candidate exam. He is eligible for PhD defense (2023).

2. General characteristics of the submitted dissertation.

The dissertation is written on 149 pages and is structured traditionally: introduction -
literature review - aim and tasks - material and methods - results - discussion - conclusions -
recommendations for practice - contributions - publications related to the
dissertation/participation in scientific forums and scientific projects - bibliography.

** Opinion. The presented PhD dissertation is structured very well, and the

author and his supervisor have complied with some of the notes made from
previous discussions.



3. Relevance of the problem.

Contagious agalactia in sheep and goats is a particularly topical and problematic
disease for many countries, including Bulgaria. It has been known for more than 200 years
- since 1816 in Italy as the “Disease of the place”. That is why the choice for research is
successful and of marked practical and scientific interest. Moreover, the current data
about contagious agalactia in sheep and goats in Bulgarian literature are from the 70s of
the last century and are scarce. To a huge surprise, official data and scientific
announcements about its presence are missing in Bulgaria in recent years as well. It is no
secret that a large number of veterinarians and farmers around the country are reporting
illness in sheep and goats with signs of contagious agalactia. In no case should its
significant economic importance be underestimated. For example, the “cost” of an
outbreak in mixed sheep/goat farms can vary from €7 000 to €130 000 (Loria et al., 2018).

<+ Opinion. The topic selected for study by the PhD student Tsvetomir Evstatiev
and his scientific supervisor Assoc. prof. Vladimir Petrov FIELD AND
LABORATORY STUDIES OF CONTAGIOUS AGALACTIA IN SHEEP AND GOATS
IN BULGARIA is extremely relevant and timely.

4. Literature awareness.

The literature review discusses in detail: the historical data on the disease, the
etiological characteristics are illuminated in great detail, special attention is paid to the
epidemiology, the pathogenesis is also noted, the clinical signs are outlined in relief, the
pathological findings are mentioned, the diagnostic concepts are presented in extremely
detailed and analytical fashion, the tests available and the interpretation of the results
obtained: treatment is described in great details, disease control and vaccinations are
presented with the latest news. At the end of the review, Tsvetomir Evstatiev analytically
summarizes the presented literature review.

Two hundred and two literary sources were used, of which 8 in Cyrillic and 194 in
Latin, In the last 10 years, 45 new titles have been noted (since 2013), which is 22% of the
total. Cited sources from this year (Shookouh-Zangeneh et 2., 2024) also speak for the
PhD dissertation student’s very good literary awareness.

A very good impression is made by the knowledge of the studies of native authors
Majdrakov, Toshkav, Shabanov, Todorav and their publications from Bulgaria related to
the topic of the dissertation. All of them are reflected in the literature reference.

%+ Opinion. The literature review on contagious agalactia in sheep and goats is
modernly illuminated, creatively presented and sophisticatedly scientifically



interpreted. It is consistent with the notes made from previous discussions in
the department.

Aim/Objectives/Methods.
The aim set in the PhD dissertation is clearly stated and precisely formulated:

"To conduct clinical trials in field outbreaks of infectious agalactia in sheep and goat herds
and to detect the genome of Mycoplasma agalactiae in milk samples by gPCR, as well as
to study the dynamics of the vaccine humoral immune response against this pathogen in
small ruminants”.

To solve the set goal, 5 specific tasks were set and fulfilled, such as: 1. To describe
and compare the established clinical signs according to the frequency of manifestation
according to the biological species, age, sex and physiological state of the affected
animals. 2. To examine milk samples - obtained from three categories of animals: 1)
clinically ill; 2) vaccinated and 3) clinically healthy small ruminants raised in infected herds
- for the presence of M. agalactiae DNA by qPCR. 3. Under field conditions, to follow the
dynamics in the immune response after vaccination against infectious agalactia in several
consecutive periods, in different species and ages of small ruminants, studying the
differences determined by the biological species. 4. To compare the vaccine humoral
immune response after vaccination against contagious agalactia in the same species of
small ruminants raised on different farms without clinical manifestation of contagious
agalaxia. 5. To compare the data on the vaccine humoral immune response after
vaccination against infectious agalactia in adolescent animals raised in different farms,
without clinical manifestation of infectious agalactia, vaccinated once and those with
revaccination.

Field research was conducted in 8 small ruminant farms from different locations
in the country, which are described in detail. The samples taken from each of them were
noted: a total of 67 milk samples were used for molecular genetic diagnosis and 1 028
blood sampies for monitoring the immune/vaccine response. The clinical manifestation
of the disease in three of the farms (2, 3 and 4) was studied, including morbidity rate. The
methodology for detecting M.ogalactioe DNA in milk samples by gPCR with its
interpretation is described in detail. Methodological field studies on the post-vaccination
immune response, including vaccinations, experimental setups, serological tests (ELISA)
and statistical analysis, are clearly reflected.

<+ Opinion, The selected methodological approaches and the diagnostic toolkit
are tailored to the purpose and tasks of the study.

Results.

The obtained results of the studies are reflected in the dissertation on 28 pages,
visualized in 15 tables and 18 figures.

- The clinical results and morbidity from farms 2, 3 and 4 are described consistently and
in detail.



- DNA results of M, agalactiae in milk samples from farms 1,2,3 and 4 are very well given
and visualized.

- The most numerous are the results of the field studies on the post-vaccination immune
response in farms 5, 6, 7 and 8. The necessary comparative analyzes of the obtained
results were also made.

% Opinion. The questions, comments, notes and recommendations raised by me
in the preliminary discussions have been taken into account in the section and
presented correctly.

Discussion.

In the discussion, Tsvetomir Evstatiev successfully and convincingly analyzes and
compares the obtained results with those known from the literature at home and abroad.
In some places, the discussion even goes beyond the purpose and stated tasks, as the
author, although not a university specialist, but a practicing veterinarian, persistently and
convincingly expresses a professional veterinary medical opinion, so necessary today for
science and daily veterinary medical practice. This does not detract from the discussion
because the PhD degree is not only a scientific degree, but also an educational ane. The
style is strictly scholarly and professional.

<+ Opinion. And here a large part of the placed in preliminary discussions
guestions, comments, notes and recommendations are taken into account.

Conclusions / Recommendations/ Contributions.

In his dissertation, Tsvetomir Evstatiev formulates nine conclusions and five
recommendations, which | accept.

Eight contributions are also noted in the dissertation, three of which are original.
%+ Note. | believe that the wording of the first:

- For the first time in Bulgaria, the presence of M. agalactiae in small ruminants was
proven by qPCR, it could be edited like this

- For the first time in Bulgaria, M. agalactioe was detected by gPCR in small ruminants

% Opinion. | accept the formulated conclusions, contributions and
recommendations for practice.

Evaluation of publications on the dissertation.

In connection with the dissertation, three articles were published, the results of
which are part of the dissertation.



1. Evstatiev, C., Gospodinova, K., Petrav, V. (2020). Comparative analysis of immune response in
goats and sheep after vaccination against contagious agalactia - a field study. Tradition and
Modernity in Veterinary Medicine, 5, 2{9}, 3-9.

2. Evstatiev, C., Gospodinova, K., Petrov, V. (2021). Comparative analysis of the postvaccinal
immune response in sheep in two farms after vaccination against infectious agalacia — a field
study. Thrace Journal of Sciences, 19(1), 29-34.

3. Evstatiev, C., Urumova, V., lvanov, L., Petrov, V. (2023), Molecular detection of Mycoplasma
agalactiae by gPCR in sheep and goats from Bulgaria. Under

It can be seen that the third article found in the Bulgarian Journal of Veterinary
Medicine is cited incorrectly {incompletely) in the PhD dissertation and correctly in the
abstract - Evstatiev, C., V. Urumova, L. Ivanov & V, Petrov, 2023. Molecular detection of
Mycoplasma agalactiae by qPCR in sheep and goats from Bulgaria. Bulgaria J. Vet. Med.
(online first). On careful reading of the same article | find an error in the abstract, probably
technical but clearly visible.

%+ Proposal. Let the stated error in our authoritative Bulgarian Journal of
Veterinary Medicine be corrected, which is in quartile 3 (Q3)

10. Dissertation abstract.

The presented abstract is written on 48 pages and objectively reflects the
structure and content of the dissertation.

“* Note. | believe that the English text of the abstract should have been
accompanied by an English translation of the title of the dissertation.

CONCLUSIONS

The PhD dissertation FIELD AND LABORATORY STUDIES OF INFECTIOUS AGALACTIA IN
SHEEP AND GOATS IN BULGARIA is up-to-date, timely and well implemented. The various
research methods learned and applied by Tsvetomir Genovelov Evstatiev, the experiments
carried out, the results obtained, the recommendations made and valuable contributions, give
me reason to believe that the presented dissertation is defensible before a scientific jury; meets
the requirements of the Low on development of academic staff in the Republic of Bulgaria and
the Rules of Trakia University, and | rate it POSITIVELY.

| conclude my statement with a "rule from a favorite teacher”:
No single test is sufficient for diagnosing an infectious disease in a sick patient. EB

12-03-2024

Stara Zagora
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