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[IpenocraBeHata MU JOKYMEHTAlusi OTroBapsi HAa M3UCKBAaHMATA Ha 3aKOHa 3a
pa3BUTHE Ha akaJeMU4YHUs chcTaB B PemyOnuka bwiarapus, [IpaBunHuka 3a MpUIOKEHUETO
My u llpaBuiHHMKa 3a pa3BUTHE HAa aKaJEMHUYHUS CHhCTaB B MEIUIIMHCKH YHUBEPCUTET —
[IneBen. Jlexknmapupam, ve HsMaMm OO0IIM HayyHH TpyaoBe c aucepranta [[-p Ilpecnas
[TnamenoB Bacunes. [IpenocTaBeHUST MU TUCEPTAMOHHUAT TPYA Chabpka 120 cranmapTHU
MAIIMHONUCHU CTPaHMLM, OT KouTo: ChIbpikaHUE U ChKpamieHus — 5 ctp. BeBeaenue — 2
cTp, Jluteparypen o630p — 29 ctp., llen u 3amaun Ha mpoydBaHeTo — 2 cTp., MaTepuan u
MeTtomu — S5 cTp., Pesynratm or cobctBeHm mnpoyuBanus — 43 crp., OOChXkIaHe Ha
pesynratute — 9 crp., U3Boau u npunocu — 8 ctp., Kauromuc — 15 crp. ¢ 228 3arnaBus ot
KouTo 3 Ha KupuiHma u 225 Ha narununa, [punoxenus — 35 crp., Hayuynu nmybnukanuu no
TemaTa Ha aucepTarusaTa — 1 ctp.

HemenaHOIMTHATE KOXHU KApIMHOMH Ca €IHH OT Hai-4ecTO CpellaHuTe
HEOIUTACTUYHU 3a00JIIBaHUST B UYOBEIMIKOTO TsUlo. [JlaBeH TeXeH TpPEACTaBUTEN ¢
bazonenynapuust kapuuHom Ha koxkarta (BIIK), mnocnensan ot CrouHOIETYTapHUST
kapuuHoM (CLK). OcHoBHu etnonornunu ¢axtopu 3a passuthe Ha CLIK ca xponuunata
doroekcmo3uius, Hal-Beue yaTpaBuoiieTroBata B cernmaa (UVB), wusmnosssaHeTo Ha

COJlapuyMH, TpUEMBT Ha ONpeAeNieHd TIpynu MeIUKaMEeHTH (MMYHOCYNpPEecopH,



(bOTOCEeHCHOMTM3ATOPH), XPOHWYHUTE BB3MAJIMTEIHA 3a0ossBaHus Ha Koskata (Lupus
erythematosus chronicus discoides), BpoaeHu reHeTHyHH 3a00JsiBaHMs KaTto Xeroderma
pigmentosum wu Epidermolysis bullosa hereditaria. CLIK e mo-uecto cpeman cpen
nonynanusTa ¢ mno-ceerbid KokeH (otorun (I-III) m moxke ma ce pa3BHBa KakTO BBPXY
(dhoToekcroHupana, Taka U BbpXy GoToHeeKcroHupana koxa. Haii-uecto CLIK ce cpermia BbB
Bb3pacTTa cien 65 TOAMHM, HO TOCIEIHUTE MPOYYBAHHMS TIOKa3BaT TEHACHIUS 32
HSnoamiansasane Ha mnauuenture. JleranmurersT or CLIK € HHUCBK, HO JICUEHHETO MY
Mpe/ICTaBIsiBa MPEIU3BUKATEICTBO. Malkure Mo pasMep TYMOpPH MO3BOJISIBAT ITBIHO
U3JIEKyBaHE Ype3 XUPypruuHa eKCIHM3Us, 33 pa3iiuKka OT Te3H C MO-TOJIEMU pa3MepH, JIOKaJTHO
aBaHcupainute u Meracratuyure CLK. IMeHHo Te mnpencraBigBar TepaneBTUYHO
MPEIU3BUKATEIICTBO 32 JEPMATONIO3U, JOEPMATOXHPYP3HU, JTHUYETEPANIEBTH U MEIUIIMHCKH
onkono3u. Ilpu nokanuno aBancupanute u Heonepadbminu CLIK ce mpuiara mpuetepanus c
no0bwp pesyatar. Metacraruunute CLIK ce HacouBar 3a CHCTEMHO JIeUeHHeE.

Jlo ckopo B  MEAMIMHCKAaTa OHKOJIOTHS C€  H3MO0J3Baxa  KJIACHYECKU
XMMHOTEPANEBTUIIM C HEJOCTaThueH 10 ymepeH edekt. CbhbBpeMEeHHaTa UMYHOTEpaIus, B
aunero Ha PD-1/PD-L1 uHXuOuTOpHTE, € CpEACTBO 3a JICYEHHWE Ha MeTacTasMpaid Hu
neonepabunnu CLK.

o cera y Hac He ca IPOBEXIaHU MpoyuBaHUs BbpxXy enujaemuonorusita Ha CLIK. He
€ Hu3CcieqBaHa BpPB3KATa MEXKIY XHCTOIATOJOTHYHUTE XaPAKTEPUCTUKH Ha IThPBUYHUTE
TYMOpPU W pHCKa 3a TIXHOTO pEUUIMBHpaHEe U MeracTasupaHe. He ca wu3BbpLIBaHM
NpOy4YBaHUs BHPXY MMYyHOXHCTOXMMHU4YHaTa ekcrpecus Ha PD-1, PD-L1, CD8, CD4, Ki67,
kakTo U choTHomeHuero CD4:CD8 B TymopHa Thkan ot CIIK u He e mpoydeHa Bpb3KaTa ¢
BB3MOKHUTE PEIHIMBU Ha Tymopa. Te3n (akTu ca mamu OCHOBaHWE Ja OBbJE MPOBEACHO
HAaCTOSIIOTO OOMIMPHO M 3abJ004YeHO NpoyuBaHe. TemaTa € chbBpeMEHHa M OTroBaps Ha
aKTyaJHUTE Hay4yHH ThpceHus cBbp3aHu cbe CLIK.

[lenta Ha nucepTallMOHHUS TPYHA € SICHO U KOHKPETHO (opMyiaupaHa. 3a HEHMHOTO
W3ITBJIHEHUE Ca TOCTaBEHW 7 3aJayll C SICCH M KOHKPETeH XapakTep M (OpPMYITHPOBKA.
[Ipoyyena e 3aboneBaeMocTTa OT HEMEIAHOMHHU KOXKHU KapLUHOMH 32 24-TOJUILEH MepHoJ]
(or 2000 r. mo 2023 rox.), kaTo ca mpoydyeHH 5748 mamuMeHTa, PETHCTPUPAHU KbM
Onxonoruuen aucnancep kbM YMBAJI JI-p I'. Crpancku — IlneBen. OOcnenBanu ca
neMorpadcku qaHHU (IO U Bb3pact) Ha nanueHtute, Tun Ha CIIK, maromorundyno craaupane,
3a0osieBaeMocCT mpe3 roaunure. 3a nepuoga 2016 - 2023 roauHa ca IpoydeHu MO-ToIPOOHO
355 manumenra pa3zsuiau CLIK. B Ta3u oOcnensana rpyna ca npoy4eHH MOJBT U Bb3pacTTa Ha

NaUCHTUTC, TAXHATa HpO(I)CCI/IOHaJ'IHa 3a€ToOCT, XO6I/I, MECTOXHUBECHC, CBHIIBbTCTBAIIH
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3a00NABaHMsI M HANMYMETO WJIM JIUIcCaTa HAa HMMYHOCYIpecupaliia Tepamnus. YTOYHEH €
NEepUOIbT OT BpeMe, HeoOXOAUM ManueHTuTe jna Obpaar auarHoctunupanud. OOciensana e
cneun(uYHaTa JIOKAIM3alKs HA TYyMOpAa, HETOBHsS JAWAMEThP, XHUCTONATOJOTUYHU
XapaKTepUCTHKHU, MATOJOTUYHO CTaJupaHe. B mpocrnekTuBeH IjiaH € U3BBPUICHO MOAPOOHO
xucronarojgoruydo micneaBane Ha 100 mepBuunn naBazuBHu CLIK, pazaenenu B aBe rpymnu
CIOpeJ MAaKpOCKOICKMSI auamersp Ha Tymopa - <20 MM u >20 mm. Ilpoydenu ca
JIOKaNMM3alMsITa, MHUKPOCKOIICKAaTa Ae0elnHa Ha TyMmMoOpa, KIeThYHAaTa AuQepeHInuanus Ha
TYMOpDHHUTE KIJIETKH, IepUHeBpadHaTa M JuMOBacKylapHaTa HHBa3us, NEpPUTYMOpHATa
nuMQOIMTHATA CTPOMHA peakius. YCTaHOBEHAa € CTaTHUCTUYECKU 3HAYMMa BPb3KA MEXKIY
TyMopHUs quaMeTbp Ha mbpBUuHUSA CLIK 1 yecToTara Ha mosiBa Ha pEIMIMBU U METACTa3u B
TUM(HHA BB3JH U BBTPEIIHU OpPraHW. Y CTAaHOBEHA € CTATHCTUYECKU 3HAYMMa BPb3Ka MEXIY
MaKpOCKOIICKHS JHaMeThp, JIOKAlW3allusATa, XHCTOJorMuHarta necbenura 1o Breslow,
TyMOpHaTa audepeHuanus, HaTuuueTo Ha TepruHeBpaliHa U JUMQOBaCcKylapHa WHBA3US U
9YecToTaTa Ha TYMOpHA MEPCUCTCHIUS, PEIUIUBUPAHE U METaCcTa3upaHe.

W3BBpIIIEHO € MMYHOXUCTOXMMUYHO HM3cieaBaHe Ha ekcrnpecusta Ha PD-L1, PD-1 u
CD8 mapkepu Ha BCHYKH TyMOpU OOCJEIBAHM B XHCTOIATOJIOTMYHOTO MpoyuBaHe. He e
yCTaHOBEHA CTAaTHCTUYECKU 3HaumMa Bpb3ka mexay PD-1, PD-L1 u CD8 — ekcnpecusra u
BHUCOKO-PUCKOBUTE XucTomarosornuHu xapakrepuctuku npu CLK. Bb3 ocHoBa Ha
pe3yaTatuTe W JaHHWUTE OT JUTeparypaTa JOKTOPAHTHT CTHTa JO 3aKIIOUEHHETO, dYe
UMYHOXHCTOXUMHYHOTO wu3cnenBane Ha PD-1, PD-L1 u CD8 e mno-mone3no u JaBa
uHpopMalMsg OTHOCHO MPEXHUBAEMOCT Ha MAaIlMeHTa W OTrOBOP KbM HMYHOTEpamus ¢
,,checkpoint* ”HXUOUTOpPH, KOraTo Ce U3BBPIIBA BEPXY METACTATHYHH THKAHHU.

[Tpu 70 OoT TymMOpHUTE € W3BHPIICHO UMYHOXHCTOXUMHYHO M3CJIEIBAaHE HA MApKEPUTE
CD4, Ki67, xakto u cpotHomenruero CD4:CD8. VcranoBeHa € CTaTUCTUYECKH 3HAYMMAa
paznuka B excripecusta Ha CD4 u Ki67 mexay rpynara Ha HUCKO-PUCKOBUTE W TpylaTa Ha
Bucoko-puckoBute CLIK. Cratuctuyecku ¢ ycraHoBeH e Cut-off ot 1,3 3a choTHOMmICHHETO
CD4:CD8. TymopuTe ¢ TI0-BUCOKA CTOHHOCT ca C MO-0JIarONpHUsATHO MPOTHYaHE, TOKATO II0-
arpecuBHUTE ce Xapakrepusupar ¢ HuBo Ha CD4:CD8 nop 1,3.

Pesynratute 1 aHanU3bT HA JAHHUTE Cca U3JI0KEHU BBPXY 52 CTpaHUIHU, 00paboTeHU U
oHarJesieHu ¢ 57 tabauuu u 45 ¢purypu. B npunoskenue 6 ca npeacTaBeHn KIMHUYHH CIydan
Ha CIK, aconmmmpan ¢ XpOHWYHH BB3MAIMUTETHU 3a00JIBaHMsI Ha KOXaTa, KaKTO |
MEIMKAaMEHTO3HO MHIYIMPAHA TyMOpH. 3a IIbPBH ITBT y HAC € OINMCAH CIy4yail Ha JIOKAJTHO
aBarcupan CIIK nHa koxara mpu manueHTt, crpagam; ot Epidermolysis bullosa hereditaria

dystrophica, ycnemso nexysas c ,,checkpoint™ uaxuourop Cemiplimab. M3Boaure, Ha Opoit
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11, noruyHO MNpPENCTaBAT PE3YIATATUTE OT OCBIIECTBEHUTE mpoyuBaHus. IIpuHocure oT
aUcepTauoHHus Tpya ca 17, a mmenHo 8 Opos - ¢ opuruHaiieH, 5 Oposi ¢ MOTBBPAUTEIHO-
TeopeTndeH U 4 Opos ¢ HAyYHONPWIOXKEH Xxapakrep. Yact oT pesyinraTure OT
JIUCEPTALlMOHHUS TpyJ ca NyOJUMKyBaHM B IPUIOKEHUTE KbM HAy4dHMsI TPYA Hay4dHH
nyOJIMKanuu, oT KOUTo 2 Op. ca B bbarapcku nepuoinyHu u3faHus U 2 Op. - B U3/aHUS OT
pedepupanute 6a3a nanuu - Web of Science.

Kputnuau Genexxku u npenopbku - Himam chiecTBeHH 3a0€1eKKN KbM JAUIIIIOMHATa
pabota. J[-p Bacunes ce cbo0pa3u ¢ HanmpaBEeHUTE KPUTUYHM 3a0€JIEKKU U NMPEHOPBKU MPU
pelieH3uATa Ha JUIJIOMHAaTa padoTa M ChOTBETHO HSAMaM JONBJIHUTEIHM 3a0€NIeKKH U
MIPENOPBKHU.

B 3axiroueHue, HaCTOALUAT AUCEPTALMOHEH TPYJ MPEACTABIIABA CEPUO3EH NPUHOC
KBbM €/1Ha U3KIIOYUTEIHO aKTyallHa MpoOjeMaTHKa Ha Hall-4ecTo CpellaHUTe HeMEJIaHOMHH
KO’KHU KapLMHOMHU. B MHOro OTHOLIEHMS TOW € HOBAaTOPCKH 3a JI€pMaTOJIOrMYHATa U OHKO-
JepMaTojiornyHara npaktuka B bbarapus. IloctaBenara nen v 3agauu ca M3INBJIHEHU U
HaIlpaBeHUTE H3BOJM Ca HANbJIHO MOTUBUpAHM M JIoTWYHU. C OpUTMHAJIEH XapakTep ca
JAHHUTE, HOJY4YEeHU OTHOCHO €M IEeMHOJIOTUATA, XHUCTONATOJIOTMYHUTE U
UMYHOXUCTOXUMUYHU XapakrtepucTuku Ha CLIK Ha kokaTta. 3a bbirapus ToBa € IbpBUST
JMCEPTALMOHEH TPY/l, IOCBETEH Ha MpoljemMa Ha eNHIeMUOJIOTUATA, XUCTONATOJIOTUSIHUTE U
MMYHOXHCTOXUMH ocoOeHocTr Ha koxxkHus CLIK.

Cuuram, 4ye NpenocTaBeHUs MM JucepTauuoHeH Tpyx Ha I-p Ilpecnas Ilnamenos
Bacunes, oTroBaps Ha M3MCKBaHUATAa HAa 3aKOHA 3a pa3BUTHE HA aKaJEMHYHUS CHCTaB B
PenyOnuka bearapus, IlpaBunnuka 3a npunoxenuero my u [lpaBuiHuka 3a pa3BuTHE Ha
aKkaJeMH4YHUs cbhCcTaB B MeaunMHCKU yHUBepcUTeT — IlneBeH, mopaaum KoeTro mpenopbyBam
Ha yBa)Ka€MHUTE WICHOBE Ha HAYYHOTO >KYPH J1a JaAaT CBOS MOJIOXKUTENIECH BOT U Ja MPUCHAAT

Ha a-p IIpecnas IliiamenoB BacuiieB HaydHarta u oOpa3oBarenHa cTemneH ,,Jlokrop®.

Codus, 14 anpun 2025
NsrorBun peneHsusara: Ha ocHosanue un. 59 or 33114

[Ipod. a-p Cuexuna ['eopruesa Bacunesa, 1.m.



STATEMENT EVALUATION
by
Prof. Dr. Snejina Gueorguieva Vassileva, MD, Ph.D.
Department of Dermatology and Venereology
Medical Faculty, Medical University - Sofia

Re: On the Dissertation for awarding the educational and scientific degree **Physical Doctor /
PhD"

entitled “Modern epidemiological, histological and immunohistochemical characteristics
of the squamous cell carcinoma of the skin”

To Dr. Preslav Plamenov Vasilev — PhD Fellow at the Department of "Dermatology,

Venereology and Allergology" at the Faculty of Medicine, Medical University - Pleven

Scientific supervisors:
Prof. Dr. Dobromir Dimitrov, MD
Prof. Dr. Petranka Troyanova, MD

The documentation provided to me meets the requirements of the Act on the
Development of Academic Staff in the Republic of Bulgaria, the Regulations for its
implementation and the Regulations for the Development of Academic Staff at the Medical
University - Pleven. | declare that | have no common scientific works with the dissertation
candidate Dr. Preslav Plamenov Vasilev. The dissertation work provided contains 120
standard typewritten pages, of which: Table of Contents and Abbreviations - 5 pages.
Introduction - 2 pages, Literature Review - 29 pages, Aim and Objectives of the Study - 2
pages, Material and Methods - 5 pages, Results of Own Research - 43 pages, Discussion of
the Results - 9 pages, Conclusions and Contributions - 8 pages, Bibliography - 15 pages with
228 titles, of which 3 in Cyrillic and 225 in Latin, Appendices - 35 pages, Scientific
Publications on the Topic of the Dissertation - 1 page.

Non-melanocytic skin cancers are one of the most common neoplastic diseases in the
human body. Their main representative is Basal Cell Carcinoma of the Skin (BCC), followed
by Squamous Cell Carcinoma (SCC). The main etiological factors for the development of
SCC are chronic photoexposure, especially ultraviolet B light (UVB), the use of tanning beds,
the intake of certain groups of medications (immunosuppressants, photosensitizers), chronic

inflammatory skin diseases (Lupus erythematosus chronicus discoides), congenital genetic



diseases such as Xeroderma pigmentosum, and Hereditary Epidermolysis bullosa. SCC is
more common among the population with a lighter skin phototype (I-111) and can develop on
both photoexposed and photounexposed skin. SCC most often occurs in people over 65 years
of age, but recent studies show a tendency for "rejuvenation” of patients. Mortality from SCC
is low, but its treatment is challenging. Small tumors allow complete cure by surgical
excision, unlike larger tumors, locally advanced and metastatic SCC. They represent a
therapeutic challenge for dermatologists, dermatosurgeons, radiation therapists and medical
oncologists. Locally advanced and inoperable SCC is treated with radiotherapy with good
results. Metastatic SCC is referred for systemic treatment.

Until recently, classical chemotherapeutic agents with insufficient to moderate effect
were used in medical oncology. Modern immunotherapy, in the form of PD-1/PD-L1
inhibitors, is a means of treating metastatic and inoperable SCC.

Until now, no studies have been conducted in our country on the epidemiology of
SCC. The relationship between the histopathological characteristics of primary tumors and the
risk of their recurrence and metastasis has not been studied. No studies have been conducted
on the immunohistochemical expression of PD-1, PD-L1, CD8, CD4, Ki67, as well as the
CD4:CDa8 ratio in tumor tissue from SCC, and the relationship with possible tumor recurrence
has not been studied. These facts have given rise to the conduct of the present extensive and
in-depth study. The topic is contemporary and corresponds to current scientific research
related to SCC.

The aim of the dissertation is clearly and specifically formulated. For its
implementation, 7 tasks with a clear and specific nature and formulation have been set. The
incidence of non-melanoma skin cancers has been studied for a 24-year period (from 2000 to
2023), and 5748 patients registered at the Oncology Dispensary at the University Hospital Dr.
G. Stranski - Pleven have been studied. Demographic data (gender and age) of the patients,
type of SCC, pathological staging, incidence over the years have been studied. For the period
2016 - 2023, 355 patients who developed SCC have been studied in more detail. In this
studied group, the gender and age of the patients, their professional employment, hobbies,
place of residence, concomitant diseases and the presence or absence of immunosuppressive
therapy have been studied. The period of time required for the patients to be diagnosed has
been specified. The specific localization of the tumor, its diameter, histopathological
characteristics, pathological staging were investigated. In a prospective plan, a detailed
histopathological examination of 100 primary invasive SCCs was performed, divided into two

groups according to the macroscopic diameter of the tumor - <20 mm and >20 mm. The
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localization, microscopic thickness of the tumor, cellular differentiation of tumor cells,
perineural, and lymphovascular invasion, peritumoral lymphocytic stromal reaction were
studied. A statistically significant relationship was established between the tumor diameter of
the primary SCC and the frequency of recurrence and metastasis in lymph nodes and internal
organs. A statistically significant relationship was established between the macroscopic
diameter, localization, histological thickness according to Breslow, tumor differentiation, the
presence of perineural and lymphovascular invasion and the frequency of tumor persistence,
recurrence, and metastasis.

Immunohistochemical examination of the expression of PD-L1, PD-1 and CDS8
markers was performed on all tumors examined in the histopathological study. No statistically
significant association was found between PD-1, PD-L1 and CD8 expression and high-risk
histopathological features in SCC. Based on the results and data from the literature, the
doctoral student concluded that immunohistochemical examination of PD-1, PD-L1 and CD8
is more useful and provides information about patient survival and response to
immunotherapy with checkpoint inhibitors when performed on metastatic tissues.

Immunohistochemical examination of the markers CD4, Ki67, and the CD4:CD8 ratio
was performed in 70 of the tumors. A statistically significant difference in the expression of
CD4 and Ki67 was found between the low-risk and high-risk SCC groups. A cut-off of 1.3
was statistically established for the CD4:CD8 ratio. Tumors with a higher value have a more
favorable course, while more aggressive ones are characterized by a CD4:CD8 level below
1.3.

The results and analysis of the data are presented on 52 pages, processed and illustrated with
57 tables and 45 figures. Clinical cases of SCC associated with chronic inflammatory skin
diseases, as well as drug-induced tumors, are presented in Appendix 6. For the first time in
our country, a case of locally advanced SCC of the skin has been described in a patient
suffering from Epidermolysis bullosa hereditaria dystrophica, successfully treated with the
"checkpoint” inhibitor Cemiplimab. The conclusions, numbering 11, logically present the
results of the studies carried out. The contributions of the dissertation work are 17, namely 8
of an original nature, 5 of a confirmatory-theoretical nature and 4 of a scientifically applied
nature. Part of the results of the dissertation work have been published in the scientific
publications attached to the scientific work, of which 2 are in Bulgarian periodicals and 2 in
publications from the referenced database - Web of Science.

Critical remarks and recommendations - | have no substantial comments on the thesis.
Dr. Vasilev has complied with the critical comments and recommendations made in
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the review of the project-thesis and accordingly, | have no additional comments and
recommendations.

In conclusion, this dissertation represents a serious contribution to an extremely topical issue
of the most common non-melanoma skin carcinomas. In many respects, it is innovative for
dermatological and onco-dermatological practice in Bulgaria. The set goal and tasks have
been fulfilled and the conclusions drawn are fully motivated and logical. The data obtained
regarding the epidemiology, histopathological and immunohistochemical characteristics of
skin SCC are of an original nature. For Bulgaria, this is the first dissertation dedicated to the
problem of the epidemiology, histopathological and immunohistochemical features of skin
SCC.

| believe that the dissertation work submitted to me by Dr. Preslav Plamenov Vassilev
meets the requirements of the Act on the Development of the Academic Staff in the Republic
of Bulgaria, the Regulations for its implementation and the Regulations for the Development
of the Academic Staff at the Medical University - Pleven, therefore I recommend to the
esteemed members of the scientific jury to give their positive vote and award Dr. Preslav

Plamenov Vasilev the scientific and educational degree ""Doctor"".

Sofia, 14 April 2025

Reviewer: Ha ocHoBaHue un. 59 or 331

Prof. Snejina Vassileva, MD, PhD



