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KpHope3ncTeHTHOCTD JKEHCKMX raMeT — aKTyalbHas
npo0iema MHTeHCH(DUKALIMN BHEIPEHHS TOCTHKECHUH Kile-
TOYHBIX PETIPOYKTHBHBIX TEXHOJIOTHI B MEIUIIMHY, )KHBOT-
HOBOJICTBO, COXpaHEeHHs TeHO(OH 1a MIICKOIIUTAIOIINX. MHO-
XKecTBO (PaKTOPOB AECTEPMUHHUPYET KPHOTOJIEPAHTHOCTH
JIOHOPCKHX OOLIMTOB, B TOM YHCIIE XapaKTep OOLUT-KYMYJIHOC-
HBIX B3aMOJICHCTBHH ITPY KYJIbTUBUPOBAHHUH IEBUTPHDHILIH-
pOBaHHBIX OOLMTOB. Llenb HacTOSIIEro HCCleOBaHUS —
CpPaBHUTEIBHBIN aHAIN3 MOP(OJIOTHH U CTaTyca XpOMaTHHA
KJIETOK KYMYJII0OCa HATHBHBIX M JI€BUTPUGHUIIMPOBAHHBIX
OOIIMTOB KOPOB.

Brinenenne oonuT-KyMyImOCHBIX KOMITIIEKCOB, X MOP-
(oJOTHYECKyIO OLICHKY, KYIHTHBHPOBAHNE TIPOBOMIN B
COOTBETCTBHMH C METOJIaMH, OTIMCaHHBIMU HaMu paHee [Kuz-
mina et al., 2007]. AnornTo3 B KyMyJIIOCE OOLIUTOB OIIpe/ie-
st metogoM TUNEL [Alm et al., 2000]. Craryc xpoMmaTrHa
OOILINTOB OLIEHUBaJIN 10 MeToxy Tapkosckoro [Tarkow-
ski A.K.,1966]. Jns BuTpuGHKaI{y 0OLHUTH 00padaThIBaIIN
no3tamHo Tpems pactBopamu (1 — 0,7 M JIMCO u 0,9 M
stunerrukons (OI); 2 — 1,4 M IMCO u 1,8 M OT'; 3 —
2,8 M JIMCO, 3,6 M 3OI" u 0,65 M Tperaiiossl), IpUroToB-
neHHbIMA Ha cpenie 199 («Sigmay, CIIA), coaepxkareit 10%
SMOPHOHAIBHOM ObIUbEH CHIBOPOTKH («Sigmay), ToMenani
B COJIOMHHBI M 3aT€M B >KUIKHH a30T.

O 3penocTy 0onuTa CBUETENBCTBYIOT BU3YIIbHBIC IIPH3-
HaKd W3MEHEHUs MOP(OJIOTHH KyMYIOCa, B TOM YHCIIE
CTEIEeHb HKCIIAHCHH KYMYIIIOCHBIX KieToK. ITocie 24 yacoB
KyJIbTUBHPOBAHMS 10T AEBUTPU(UIIMPOBAHHBIX OOIIUTOB
C HU3KOH CTETIEHBIO IKCIIAHCUH KJIETOK KyMYJIIOCa COCTaBUIIa
40%, uT0 OKa3aJI0Ch 3HAYMUTEIBHO BHIIIE, YeM B IPyTINE Ha-
TUBHBIX 001TUTOB (11%, P <0,001). IToka3aHo, 4T0 ypOoBEHb
aronTo30B B KyMYJIIOCE HATUBHBIX U JA€BUTPUDHUIINPOBAH-
HBIX OOITUTOB BO3pACTall MOCe KyIsTuBHUpoBaHus (26 1 43%;
38 1 51%, cooTBETCTBEHHO), 41% neBUTPUPHUINPOBAHHBIX
JOCTUIIHN cTaguu Meradasbl-11. BeisBineHs kpuTHIEeCKHEe
TICPUOABI TPOXOKICHHS MeH03a B IEBUTPU(HIIMPOBAHHBIX
OOLINTAX NPH KyJIBTUBUPOBAHWH in vitro (MeTadaza-1 —ana-
¢aza). KymymrocHsle kneTku 52% neBuTpupHUIMpOBaHHBIX
OOIIMTOB COXPAHSUIM CITIOCOOHOCTH K SKCIAHCHH TIPH IO-
CJICIYIOIEM SKCTPAKOPIOPAIbHOM KyJIbTHBHPOBAHUH.

Takum 00pa3om, aHaIH3 cTaryca XpoMaTnHa KyMyJIroca
JEBUTPUPHULIUPOBAHHBIX OOLIUTOB (CTENEHb IKCIAHCHH KY-
MYIIIOCa, YPOBEHb KIIETOK C TPU3HAKAMH arlornTo3a) — Iepc-
NEeKTUBHBIA MapKep MpH pa3paboTke Mojelnei BUTpUQH-
KalluK ¥ CUCTEM JI03PEBaHMsI IOHOPCKUX OOLIMTOB KUBOTHBIX
in vitro.

Paboma evinonnena npu guuarcogoii noddepaicke
Poccuiickoeo ghonda gynoamenmanvrvix ucciedosanuil
(npoexm ogpu-a 10-04-00389).

KpuoGMoROr M

T.22,2012, Ne3

Cryoresistance of female gametes is an actual problem
of intensification of introducing the achievements of cell
reproductive technologies in medicine, animal breeding, pre-
servation of mammalian gene pool. A variety of the factors
determines a cryotolerance of donor oocytes, including the
character of the oocyte-cumulus interactions when cultu-
ring devitrified oocytes.

The research aim was to comparatively analyze mor-
phology and chromatin status of cumulus cells of native
and devitrified oocytes.

Isolation of oocyte-cumulus complexes, their morpholo-
gical assessment, culturing were carried-out according to
the methods described previously [Kuzmina ef al., 2007].
Apoptosis in oocytes' cumulus was determined by TUNEL
[Alm et al., 2000]. Chromatin status of oocytes was evaluated
by the method of Tarkowski [Tarkowski A.K., 1966]. For
vitrification the oocytes were treated stepwise with three
solutions (1 —0.7 M DMSO and 0.9 M ethylene glycol (EG);
2—-14MDMSOand 1.8 MEG;3-2.8 M DMSO, 3.6 M EG
and 0.65 M trehalose), prepared on the base of medium 199
(Sigma, USA) containing 10% fetal bovine serum (Sigma),
then placed into straws and plunged into liquid nitrogen.

The maturity of oocytes is confirmed by visual signs of
cumulus morphology changes, including the expansion rate
of cumulus cells. After 24-hr-long culturing of devitrified
oocytes with low expansion rate of cumulus cells was 40%,
which was significantly higher than in native oocytes (11%,
P < 0.001). It has been shown that the apoptoses level in
cumulus of native and devitrified oocytes increased after
culturing (26 and 43%; 38 and 51%, respectively), 41% of
devitrified ones reached metaphase-II. There were identified
critical periods of passing meiosis in devitrified oocytes
when culturing in vitro (metaphase- I —anaphase). Cumulus
cells of 52% devitrified oocytes retained the ability to expand
during following culturing in vitro.

Thus, the analysis of cumulus chromatin status of de-
vitrified oocytes (cumulus expansion rate, the level of cells
with apoptosis signs) is a promising marker for the deve-
lopment of vitrification models and systems of donor oocy-
tes maturation of animals in vitro.
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