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B nHacrosmee BpeMs OnHOM U3 3a1a4 IS TOBBIIICHUS
3¢ GEKTUBHOCTH NPOTOKOJIA KPUOKOHCEPBUPOBAHHS OBa-
pUAIBHOW TKaHU SBISCTCS CHIDKCHHE OCMOTHYECKOTO
TIOBPEXKICHHSI Pa3JIMUHBIX TUITOB KJIETOK B CTPYKTYpE TKaHU
TIPY HACHIIIICHHH-OTMBIBAHHHU THIIEPOCMOIISIPHBIMHU PACTBO-
pamu npoHHUKaromux kpuonporekropos (KIT).

Ienb paboTHI — HCCITE0BAHUE COXPAHHOCTH MOP(HOIIO-
THYCCKOU CTPYKTYPHl OBapHANbHON TKaHH M XapaKTepa
00BbEMHBIX U3MEHEHHU 1 OOLUTOB IIPH MHOTO3TAITHOM HAChI-
OICHUU-OTMBIBAHUH pacTBopamMu mpoHukaromux KII B
3aBHCHMOCTH OT KOMIIO3ULIHOHHOTO COCTaBa CPEAbl HHKY-
oamuu.

B pabote ObUH HCIIONB30BaHBI ()PArMEHTEI OBapHaTh-
Hoit Tkanu. B xadectse KII npumensuu 1,2-I11 u IMCO.
Hacpienne tkanu KIT npoBoaumiu ¢ nomouiso cpea: 1 —
IMEM; 2 — IMEM, 10% 3TC; 3 — IMEM, 200 MM
caxapo3sl. Kpronporekrops! 1o6asistim nosranso (10% —
20%) pu 22°C. Bpems naky6anuu coctasisuio 30 MUH Ha
kaxaom atarne. s ynanerus KII ucnionps3oBanu qsa pesxu-
ma: 1 — IMEM, 250 MM caxapo3ssl, 10% KII - IMEM,
250 MM caxapossl — JIMEM; 2 — JIMEM+500 MM mMaHHUTA,
10% KIT - IMEM + 500 MM mannuta — JIMEM +250 MM
MaHHHTA. Bpems nHKyOanuu coctapisio 10 MUH Ha KaXIoM
arare (22°C).

Junamuka Mopdooruueckux TpaHcpopmariuii oa-
pHUaTBHOM TKaHU ¥ 00bEeMHBIE U3MEHCHHS OOIIUTOB OIpee-
JISUTACH KOMITO3AITMOHHBIM COCTABOM CPEIbI HACHIIICHUS U
tunoM ucrnonbzyemoro KII. Tak, mpyu HachIlieHUH TKaHH
KII cpenamu 2 u 3 HaOmrOMaIach aKKyMYITSIUS )KAIKOCTH B
CTpOME OBapHaIbHOM TKaHH, TOTAA KaK IIPU UCTIONB30BaHUU
cpensl 1 B CTPYKTYpe TKaHU COXPAHSIINCH IIOTHBIC MEXK-
KJIETOUHbIEe KOHTAKThL. [Ipu 53TOM Hacklenue Tkanu 1,2-T1J]
MPHUBOIMIIO K 3HAUMMOMY YBEIHYCHHUIO 00hEMa OOIIMTOB B
cpene 2 OTHOCHTEITFHO KOHTPOJISI M €r0 YMEHBIIICHHIO B Cpe-
ne 3. IIpu ucnons3oBanuu JIMCO oObeMHbIE H3MEHEHUS
OOIIUTOB HE UMEITH 3HAYMMBIX OTIMIHHA B 3aBUCHIMOCTH OT
cocTaBa Cpe/Ibl HACKIIIEHHS, YTO 00YCIIOBIEHO O0JIee BBICO-
kuM koa purmentom nponunaemoctu aroro KI1. Cnenyer
OTMETHTH, 9YTO YPOBEHBb COXPAHHOCTH (OJLTUKYIOB MOCIIE
yaanenus KIT Ob11 cormocTaBuM mpu 060UX UCCIIEAYEMBIX
PpEeXUMax U OMPEAEIIICS KOMIIO3UIIMOHHBIM COCTaBOM Cpe-
JI6I HACBIIIEeHN . MaKkCHUMaJbHasi COXPAaHHOCTH (DOJUTHKYIIOB
nociie ynanerus KI1 Oputa BBISABICHA ITPH UCTIONBE30BAHUH
Ut HaceimeHust cpeasl 3. [Tocne dero OpLia mpoBeneHa
MHKYOaIus TKaH! B (PU3HOJIOTMUECKUX YCIOBHAX. [Ipr aTOM
BOCCTaHOBJICHHE MOP(OIOTHICCKON HETOCTHOCTA TKAHU
HaOII0aJI0Ch B CIIy4yae UCIOIb30BaHM peXruMa 2 I yaa-
senus 1,2-I11 u AMCO u pexxuma 1 giss AMCO.

Takum o6pazom, ucnonb3oBanue cpeasl JIMEM, coaep-
xareit 200 MM caxapo3sl, 17151 HACHIIICHUS OBapHAIbHOM
TkaHu KII 1 MHOTOCTYIIEHYaTOr0 pesKuMa OTMBIBKH PacT-
BOPOM MaHHHUTOJIa TPUBOJUT K MAKCUMAIIbHOI COXPaHHOCTH
ee MOP(OIIOTHIECKOI CTPYKTYPHI.
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Currently, one of the tasks to improve the protocol for
ovarian tissue cryopreservation is the reduction of the
osmotic damage of different types of cells of the tissue
when adding and removing hyperosmolar solutions of
penetrating cryoprotectants (CP).

The research aim was to examine the preservation of
ovarian tissue morphological structure and the character of
volumetric changes of oocyte during multistage adding/
removing of penetrating CP solutions depending on the
composition of incubation medium.

The ovarian tissue fragments were used in the research.
As the CP we used 1,2-PD and DMSO. Tissue was saturated
by the following media: 1 —DMEM; 2 — DMEM, 10% FBS;
3 — DMEM, 200 mli sucrose. CPs were added step-by-step
(10% — 20%) at 22°C. The incubation time was 30 minutes at
each step. Two procedures of removing the CP were tested:
1) DMEM, 250 mM sucrose, 10% CP -~ DMEM, 250mM
sucrose -~ DMEM; 2) DMEM + 500 mM mannitol + 10%
CP — DMEM + 500mM mannitol -~ DMEM + 250mM
mannitol. The incubation time was 10 min at each stage,
2°N.

It was shown that the dynamics of morphological
transformation of ovarian tissue depended on the compo-
sition of saturation medium and the type of used CP. In
particular, in case of using the media 2 and 3 to saturate the
tissue we observed accumulation of fluid in the ovarian
tissue stroma, whereas the application of the medium 1
resulted in preservation of tight intercellular contact between
stromal elements in the tissue structure. Saturation of tissue
by 1,2-PD resulted in a significant increase of oocyte volume
in a medium 2 comparing to the control and its reduction in
the medium 3. Using DMSO did not result in significant
volumetric changes in oocytes depending on the compo-
sition of the saturation medium, likely due to the higher
permeability coefficient of this CP. It should be noted that
the level of follicles integrity after CP removal was similar
after both procedures, and was determined only by the
composition of the saturation medium. Maximum follicles
integrity after removing the CP was found in the case of
saturation medium 3. The removal of CPs was followed by
incubation of the tissue in physiological conditions. The
recovery of tissue morphological structure was observed
in the case of procedure 2 for 1,2-PD and DMSO removal
and for DMSO in case of procedure 1.

Thus, using DMEM medium with 200 mM sucrose for
the procedure of ovarian tissue saturation by CPs and
multistep washing procedures using mannitol solution
results in the maximum preservation of tissue morphological
structure.
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