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Pedepar:

1. Inceprauiiina po60Ta IpUCBSIY€Ha BUBYEHHIO OCOOIMBOCTEN BIIJIMBY KPIOKOHCEPBYBaHHS 32 Pi3HUMHU peXUMaMU
Ha CTPYKTYPHI i QyHKIiOHa/IbHI XapakTepuCcTUKU MOHOHYKIeapiB (MHK) KicTKOBOro Mo3Ky Ta AEHAPUTHUX KIITUH
(OK) orpumaHux 3 Hux in vitro. CyTTeBa yBara B po0OTi IPUIiSE€ThCS OLiHIi TOJIEPOT€HHOr0 NOTEHIiaNy
OTpUMaHuX 3 KpiokoHcepBoBaHux MHK [IK, a came, 31aTHOCTI MiHIMi3yBaTy IIPOSIBM Y MULIEN aJ] IOBAHTHOT'O
apTpuTy (AA) sIK eKcllepuMeHTabHOI MoJiesli peBMaToifHoro aptpury (PA) y moguHu. B po6oTi 6ys10 BUKOPUCTAHO
HACTYIIHI Cy4aCHi METOAM IOCJiIKEHb: KPDIOKOHCEPBYBAHHS, KyJIbTUBYBAHHA in vitro, IpOTOYHA
uurodyopumerpis, I1JIP B peasibHOMY 4aci, iMyHOMAarHiTHE COPTYBaHHS KJITVH, iHBEPTOBaHa Ta CBITJIOBA

MiKkpockormis. BignpanpoBaHo MeTo, BUAijIeHHs 3 KicTKoBoro Mo3ky muteil CBA /H 20-trkHeBoro Biky MHK y



rpafieHTi Tpasorpady, SKui 103BoJIsie OTPUMATHU 6inbill HXK 40 % Ki1iTHH, cepep sakux 12 % ctanoBunu CD14+-
MoOHOLMTH - nonepenHuku JJK. Busnayeni ymoBu orpumaHHs 3 MHK KicTkoBoro mo3ky JIK 3 TosieporeHHMMU
BJIACTMBOCTSIMU METOJZIOM KYyJIbTUBYBaHHS in vitro B npucyrHocti IM-KC® (20 ur/mn), 171-4 (5 ur/mi) Ta
IexkcameTo3ony (0,4 Mxr/mi). Lle mo3Bonnio ogepkatu 96% KiiTuH - KaHgunaTiB y 1K 3 BUCOKUM piBHEM
JKUTTE3HATHOCTI (92%). [l minTBepaKeHHs He3pinoro TojaeporeHHoro ¢penoruny JK, oTpumMaHuX B KyJbTYypi, 6yJ10
nifibpaHo naHesb MapKepiB AJ1s1 LUTO(IIyOPUMEHTPUYHOIO aHasi3y. BcTaHoBIeHO, 10 AudepeHLil0BaHHS
MOHOUMTIB y He3pisi JJK cylpoBOAXYy€eThCSI IOSIBOIO XapaKTEPHOro AJ1s1 LUX KIiTHH Mapkepa — CD11b, Brparoro
CD14-anTureHa i MiHimizanjier piBHS eKCIIpecii KocTUMyIsITOpHUX MoJiekysl CD80, CD86. [IpoeMOHCTpOBaHO, o
BaKJIMBOIO CKJIAJIOBOIO NaTtoreHesy AA e gucperyssiis GyHKIii iMyHHOI cucTeMu Ha TJ1i po36ajlaHCyBaHHS
LJMUTOKiHOBOTrO NMPpOQisio 3 IepeBaKHMUM 3POCTAaHHSIM BMICTy I1po3anajbHUX UUTOKIHIB (1JI-6, ®HII-0, IOH-0) i
nucdyHkuii T- peryastopHoi (Tper) n1aHku imyHiTeTy. Taki 3MiHM CyIPOBOIKYBaIMCh MiIBUILIEHHSIM KIIiHIKO-
J1a60PaTOPHUX [TOKA3HUKIB: PiBHS CiaJIOBUX KiCJIOT, CEPOMYKOIiiB, Ta inAeKkcy apTputy (IA). BuBueHo BIIMB pi3HUX
peskuMiB (P) kpiokoHcepByBaHHS 1if 3axuctom 10% IMCO 3 1oBisIbHOIO MIBUAKICTIO OXOJIOIKEHHS: 1 rpaf, /XB 10 -
80°C (P1); mo - 40°C (P2); mo — 25°C (P3) 3 HacCTyIHUM 3aHYPEHHSIM Y KO)KHOMY BUIAIKY y pinkuii a3oT (-196 °C) Ha
CTPYKTYPHI Ta pyHKUioHaIbHi BracTuBocTi MHK KicTkoBOro Mo3ky. [1okasaHo, 10 3MiHIOIOYY YMOBU
KpPiOKOHCEPBYBaHHS MO>XKHA 301IbIIMTY TOJIEPOT€HHUM [TOTEeHLial OTpUMaHuX 1Jis imyHoTepanii [JK. Bnepiue
IIOBEeJEHO, 0 KpiokoHcepByBaHHs MHK 3a po3pob6sienum pexxumom (P2) y nopiBHsIHHI i3 3aranpHonpuitHATUM (P1)
3a0e3ne4yBaB MaKCUMaJlbHi NOKa3HUKH iX )KUTTE3ATHOCTI, METab0JIiYHOI aKTMBHOCTI, Ta BMicTy CD14+ -
nonepenHuKiB JIK, pa3oM 3 BUCOKOIO €KCIIpecielo 6iKiB TernnoBoro moky Hsp70 - iHAyKTOpiB ix ToseporeHHoi
akTuBHOCTI. OnjiHKa ¢yHKIioHanbHOrO noTeHujiany JK orpuManux in vitro 3 kpiokoHcepBoBanux MHK 3a P2
IIPOJIEMOHCTPYBaja 6i/bll BUCOKY iX TOJIEPOr€HHY aKTUBHOCTD. [lifTBEepIKeHO, 10 NifBuileHHs BMmicty Hsp70 B
HUX CIPUSLIIO 36iblIeHHI0 GpopmyBaHHS T-perynsatopHux kit (CD4+CD25+ ta FOXP3+) i ix ¢pyHKiOHa/IBHOTO
IOTeHIijasly 3a paxyHOK akTuBaljii reHa foxp3. Lle npu3BoauIo 10 3HKEHHS KJIiHiYHOI MaHidecTalii ayToiMyHHOI
naToJiorii y TBapyH. BCTaHOBJIEHO MTPOJIOHrOBaHUH edeKT iMyHoTepanii AeHAPUTHUMY KIIITUHAMU, OTPUMaHUMU 3
KpiokoHcepBoBaHux 3a P2 MHK. Anani3 BmicTy CD4+CD25+- Ta FOXP3+-kiTuH, piBHs ekcrnpecii reHa foxp3 i IA Ha
7114 o6y nicsisg 3acTocyBaHHS pisHOro Buny Tos/IK nokasas, 10 MOKpaIleHHs KIIiHIYHOTO CTaTyCy TBapyuH 3 AA
6inbI0I0 Mipolo Kopestoe 3 BMicToM FOXP3+ T-perynsaTpHuUx KiliTHH, HDK piBHeM excrpecii reHa foxp3.
[IpomemMoHcTpoBaHa 31aTHICTh TONK oTprMaHux 3 KpiokoHcepBoBaHuX MHK koperyBatu nopyumeHun
LMTOKIHOBUI NPO(Pi/b 3 NEPEBAKHUM CTUMYJIIOBAHHSIM MIPOAYKLii IPOTU3ananbHUX UATOKIHIB (1J1-4, 171-10) i
HOpMaJIi3ali€lo KIiHIYHOTo CTaHy TBapyuH 3 AA. 3icTaBJieHHS CTyIeHs iHribilii mpo3ananbHuX i CTUMYJIALIT
[IPOTU3aNaJIbHUX [IUTOKIHIB IiciIg pi3HOro BUAYy ToyJIK-Tepamnii CBiIYMTh IIPO iXHIO 30aTHICTb peai3yBaTu
Pi3HOCIIPSMOBAHY i 3 PI3HUM CTYIIEHEM aKTMBHICTb 10 BilHOLMIEHHIO 4O LIMX LUTOKIHIB. Briepiie BCTaHOBJIEH]
nepesaru JIK 3 KpiOKOHCEpBOBaHUX NOINEPEHUKIB, 0COOJIMBO 32 PEXXUMOM 2 B ITPOSIBi iMyHOKOpEryto4oi fii B
nopiBHsHHI 3 [IK oTpuMmanumu 3 HaTuBHUX MHK. OTpuMaHi B po6OTi pe3ysibTaTu MOXKYTh OYTH BUKOPUCTAaHI
JIiKapsIMU-KJIHIMCTaMU SIKi ONTAHOBYIOTb 1 BIIPOBAJKYIOTh METOLM KIIITUHHO-TKAaHVWHHOI Teparlii B IPaKTUKY
JikyBaHHA Al3, B ToMmy uncii PA. TIpencrasienuil MaTepian IeMOHCTPY€E MOKJIUBICTE BUKOPUCTAHHS
YJIbTPAHU3bKUX TEMIIEPATYP SIK «IHCTPYMEHTA», IO 3TaTHUM CIIPSIMOBAHO KEPYBATH TOJIEPOT€HHUM MOTEHIIiaJIOM

JK, OTpMMaHUX 3 KJIiTUH-TIOTI€PENHYKIB.

2. The dissertation is devoted to the study of the features of the cryopreservation effect under different regimes on
the structural and functional characteristics of bone marrow mononuclear cells (MNC) and dendritic cells (DC)
obtained from them in vitro. Considerable attention is paid to the assessment of the tolerogenic potential of DCs
obtained from cryopreserved MNCs, namely, the ability to minimize the manifestations of adjuvant arthritis (AA) in
mice as an experimental model of rheumatoid arthritis (RA) in humans. The following modern research methods
were used in the work: cryopreservation, in vitro cultivation, flow cytofluorimetry, real-time PCR,
immunomagnetic cell sorting, inverted and light microscopy. A method of isolating MNCs from the bone marrow
of 20-week-old SBA /H mice in a trasograph gradient was developed, which allows obtaining more than 40% of
cells, among which 12% were CD14+ monocytes - DC precursors. It was established that the differentiation of
monocytes into immature DCs is accompanied by the appearance of a marker characteristic for these cells -



CDl11b, the loss of the CD14 antigen and the minimization of the level of expression of costimulatory molecules
CD80, CD86. It has been demonstrated that an important component of the pathogenesis of AA is the
dysregulation of the function of the immune system (IS) against the background of an imbalance of the cytokine
profile with a predominant increase in the content of pro-inflammatory cytokines (IL-6, TNF-no, IFN-o) and
dysfunction of the T-regulatory (Treg) link of immunity. Such changes were accompanied by an increase in clinical
and laboratory indicators: the level of sialic acids, seromucoids, and the index of arthritis (IA). The influence of
different modes (P) of cryopreservation under the protection of 10% DMSO with a slow cooling rate was studied: 1
degree / min to - 80°C (P1); up to - 40°C (P2); to -25°C (P3) followed by immersion in liquid nitrogen (-196°C) in
each case for the structural and functional properties of bone marrow MNC. It is shown that changing the
conditions of cryopreservation can increase the tolerogenic potential of DCs obtained for immunotherapy.
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