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PE®EPAT

JlutuioMHast paboTa BKJIIOYAET: CTpaHuI] — 65, pucynka — 26, tabmur — 18,
npUIoKeHuH — 2, ncTouHukoB — 40.

KiroueBbie cnoBa: HEXO/UKKMHCKas JjuMm@oma, peapamwxkuponka, JJHK-
BaKIIMHA, MMMYHOTJOOYJIUH, MOJIEKYJSIPHOE KIOHMPOBAHHE, OHOLIECTIOYECYHBIN
BapralOenbHbIN (hparMeHT.

OOBeKT HcCle0BaHUs: OMYXOJIEBbI MAWOTHI, UACHTU(PUIIMPOBAHHBIA U3
BoiienneHHoM PHK manumenTta ¢ moarBep:ka€HHOM B-KIETOYHONW HEXOIKKHMHCKOU
TuM(OMOTA.

[enb: cobparh NUHEHHYIO KOHCTPYKIMIO uauotumna (scFv) nns nomydenus
unuotunuueckort [IHK-Bakuuuel. [lono6pate ¥ npoBepuTh ajuielib-cielu@UIHbIe
OJINTOHYKJICOTU Bl ISl JajbHEWIIero HaOMIOJACHUS 3a TEUCHHEM 3a00JieBaHUs
metonom [P B pexxnme «peasbHOTO BPEMEHI.

Metonsr: 1P, rerepoayIuieKCHBIN aHATN3, CEKBEHUPOBAHUE, PECTPUKIIUS-
JUTUPOBAHUE, IIEKTPONOPALIHs], OAKTepUaIbHbI CKPUHUHT.

3amaun nummomMHoi pabotel: Bbiaenenue PHK u3 martepuana omyxonu u
cunte3 kJIHK; mnposegenue IILP-ckpuHuHra BapuaOenbHBIX PETHOHOB
MMMYHOTJIOOYJIMHOB M CEKBEHHMPOBAaHWE UX IS MACHTU(PUKALUUA OIyXOJEBOrO
uauotuna u mnoadopa ACO-mpaiimepoB; cOopka SCFV-KOHCTpyKIMU; TpPOBEpKa
PaBUILHOCTH COOpaHHOW KOHCTpYyKUuK; nposeaeHue [P B pexxume «peaibHOTO
BpeMeHn» 1t mpoBepku ACO-nipaiiMepoB.

AKTyaabHOCTBh paboOThI: B-KjleTOUHAs] HEXOKKUHCKAs TUM(POMa OTHOCUTCS
K OHKOJIOTUYECKUM 3a00JI€BaHUAM C MEIJEHHOM Mporpeccuedl W 4YacTbIMU
peunauBamu.  Wnmortmnmueckas — JIHK-Bakumuanmss — npuMeHseTcs — Kak
BCIIOMOTAaTEJIbHBIN METOJI TEpANuy MIPH JICHEHUU JaHHOTO 3a00sieBaHus. OCHOBHAs
(GyHKUHS BaKIIUHBI — YCUJIEHUE CTIOCOOHOCTH UIMMYHHOM CUCTEMBI KOHTPOJIMPOBATh
OCTAaBIIHECS OMYyXOJEBbIE KIETKH, COOTBETCBEHHO CTA0MIN3UPOBATh PEMHUCCHIO.

[TonydeHHbIE pe3yJIbTaThl: CKOHCTPYHPOBAaHHASA SCFV KIIOHHpPOBaHA B BEKTOP
PING nns okcmpeccum BMecTe ¢ TeHOM uMMyHoctumynaropom PVXCP,
anekTponoprpoBana B kietku E. coli, urasmuanas JTHK koTopbix B mocneayromem
OyZeT MCIOoNb30BaThCAd B KAUECTBE OCHOBBI ISl IEPCOHAIBHON HMIUOTUIIMYECKOU
JAHK-Bakuunubl. [IpoBeneHa mpoBepka KOHCTpYKUMH M Takxke nposepka ACO-
MpauiMepoB [T JAJIbHEUIIEW BO3MOYKHOCTH OTCJIC)KUBAHUSI MUHHUMAJIbHOM
OCTATOYHOU OOJIE3HH.



PODEPAT

JpimomMHast paboTta yKirodae: ctapoHak — 65, Mamonkay — 26, tadumin — 18,
NpPBIKIaAaHHAY — 2, KpbIHil — 40.

KirouaBbisi  COBBI: HEXOIDKKIHCKash nuMmdoma, plrapamxbipoyka, JHK-
BaKIlblHA, IMyHaryialymiH, MaJeKyJspHae  KJIaHaBaHHE, aJHAJAHI[yTOBBI
BapbIAOEIbHBI (PparMeHT.

AOG'eKT naciieaBaHHS: IMyXIHHBI WBIATHII, 1IPHTHI()IKaBaHbI 3 BBI3CIICHAN
PHK mnarpieHTa 3 nanpepakaHail B-kieTkaBaii HeXOKKIHCKON TuM¢poMai.

Mbra: cabparib JiHEHHYIO KaHCTPYKIIBIIO HiablaThima (SCFv) s aTpeiMaHHS
uaslatbinuyHail JIHK-Bakupiael. IlagaOpais 1 mpaBepbilpb aneinb-CHEbIPIUHbIA
aNIMTraHyKJIeaThIIbl sl Jajieiinara Ha3ipaHHs 3a siraM 3axBopBaHHs metagam [1J1P
Y PIKBIME «plajibHara 4acy».

Mertansr: [1JIP, rerspanayruieKCHBI aHaii3, CEKBEHIpaBaHHE, PICTPHIKIIBIS-
JiripaBaHHE, dJCKTpanapaibis, 0aKTIPBISUIEHBI CKPBIHIHT.

3anaysl AblIoMHAN paboTel: BeutyusHHE PHK 3 MaT3pbIsiiny myXJiiiHbl 1 CIHT?3
k/IHK; npaBsnzenne [1JIP-ckpbiHiHTa BapbisIOEIbHBIX pari€Hay iIMyHaraadysiHay 1
CeKBEHIpaBaHHE iX JUIs 1MPHTHI(IKAIGI MyXJTiHHAra ineiateiny i magdopy ACA-
npaiiMepay; 300pka scFv-kaHCTpykKiibll; TIpaBepka IIpaBUIbHACII ca0OpaHaii
KaHCTpyKUbIi; paBsiazeHne [1JIP § paxbiMe «pranbHara yacyy» s npasepki ACA-
npanmMepay.

AxryanpHacib paboThl: B-KkieTkaBasi HEXOPKKIHCKas TuM¢poMa CTaBiIa 1a
aHKaJlariyHbIX 3aXBOPBAHHSY 3 MaBOJbHAM Mparpacisgii 1 4acThIMI PALbBILABIBAMI.
|nprateimivaas JITHK-BakmprHambIsS TpBIMSHSICNIA K JTallaMOXHBI METaJ TIpartii
IpbI JITYIHHI JaA3€Hara 3aXBOpBaHHsA. ACHOYHas (DyHKIIbIS BAKLIBIHBI — y3MallHEHHE
30JbHACIII IMYHHAl CICTAMBI KaHTpaJsABallb MAKIHYTHIS MyXJIHHBISI KJIETKI,
aJnaBe/iHa cTabiyi3aBallb PIMICIIO.

ATpbIMaHbIs BBIHIKI: CKaHCTpysiBaHas ScFv- KaHCTpyKkubls KilaHaBaHas ¥
Bektap pING s okcmpacii pazam 3 reHam-kacteimyisitapam  PVXCP,
anexTponopupoBana ¥ kietki E. coli, mmasminnas JIHK skix y HacTynHbIM Oyn3e
BBIKAPBICTOYBALILIa ¥ sIKAaclll aCHOBBI JJiA TepcaHanbHail uablaTeinuunaii JITHK-
BakIbIHbL. [IpaBea3ena mnpaBepka KaHCTPYKIbIl 1 Takcama mnpasepka ACA-
npaiiMepay Uisl Jajiedinaili MardbiMaciii aJcouBaHHS MiHIMajdbHaM palITKaBan
XBapoOkI.



ABSTRACT

Thesis includes: pages — 65, figures — 26, tables — 18, applications — 2, sources
—40.

Key words: non-Hodgkin lymphoma, rearrangement, DNA vaccine,
immunoglobulin, molecular cloning, single-chain variable fragment.

Object of study: a tumor idiotype identified from an isolated RNA of a patient
with confirmed B-cell non-Hodgkin lymphoma.

Aim of work: to assemble a linear idiotype construct (scFv) to produce an
idiotypic DNA vaccine. Select and test allele-specific oligonucleotides for further
monitoring the course of the disease by real time PCR.

Methods: PCR, heteroduplex analysis, sequencing, restriction ligation,
electroporation, bacterial screening.

Objectives of the thesis: RNA isolation from tumor material and cDNA
synthesis; PCR screening of variable regions of immunoglobulins and sequencing
them to identify the tumor idiotype and the selection of ASO primers; assembly of
scFv construction; validation of the assembled structure; real-time PCR for testing
ASO primers.

Relevance of work: B-cell non-Hodgkin lymphoma refers to cancer with a
slow progression and frequent relapses. Idiotypic DNA vaccination is used as an
auxiliary method of therapy in the treatment of this disease. The main function of
the vaccine is to enhance the ability of the immune system to control the remaining
tumor cells, respectively, to stabilize remission.

Results: the constructed scFv cloned into a pING vector for expression
together with the PVXCP immunostimulant gene, electroporated into E. coli cells,
the plasmid DNA of which will subsequently be used as the basis for a personal
idiotypic DNA vaccine. Design verification and testing of ASO primers were carried
out to further monitor the minimum residual disease.



