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Co3nmaaue kproOaHKa TOHOPCKUX OOIMTOB MIICKOITATAO-
IIMX [TO3BOJIUT HHTCHCU(UIIUPOBATH BHEAPCHUE KIICTOUHBIX
PENPOAYKTUBHBIX TEXHOJIOTHIA B ONOMETUIIMHY Y )KHBOTHO-
BOJCTBO. DIIyKTyanus cofepKaHus KalbLnsi — HHIUKATOP
(YHKIIMOHATEHOTO COCTOSHUS OOIMTOB JKUBOTHBIX TPH
co3peBaHud in vitro [Kuzmina et al., 2007]. Llens HacTosIICH
paboTHI — Ha OCHOBE HHTHOMTOPHOTO aHAJI3a CCIIEIOBATh
ocBoboxaeHne Ca’" u3 BHyTpUKIETOYHBIX Aemno (BJI) Ha-
TUBHBIX U JCBUTPUPUITUPOBAHHBIX OOIIUTOB IIPH BO3JIEHCT-
Buu comatorponusa (CTI) u I'T®. Oouutsl, BbIIETICHHBIE
13 SMYHUKOB HA CTaIUH (POJUIHKYIISIPHOTO POCTa, BUTpUDH-
UPOBAII B COOTBETCTBUY C METOUKOMN, OTIMCAaHHOM paHee
[Aenucenko, Kyzpmuna, 2012]. KoHieHTpaumo Kajibuus BO
B/l uzmepsnu ¢ nmomompio xjgopreTparnukinaa (XTLI).
Oonutel uHKyOUpoBanu 5 muH npu 37°C B cpene [ronpoek-
Ko, coneprkarieit 40 MM XTII. diyopeceHInio KoMITIeKca
Ca**-XTL-membpana Bo30yxaajau pTyTHO# gammoi JIPIII-
250 M. [1ns BeiaeneHust Bo30ykaaromet (piyopecieHIInTo
JUTMHBI BOJTHBI ¢ MAKCHMYMOM Ha 390 HM IIPUMEHSIITH CBETO-
¢unbTpel CC u C3C, ¢utyopeciieHIINI0 PETUCTPUPOBATH Ha
JuHe BOMHBI 520 HM. VcXOnHYIO MOIYMSAIUIO OOLIUTOB
OLICHUBAJIH C TIOMOIIBIO BUTATBHOTO KpAaCUTENsI OpHiuInaH-
TOBOTO KpucTayumieckoro roxyoboro (BCB, «Sigma») u B
COOTBETCTBUH C OKPACKOH NIEIHIIN Ha ABE TPYIITBL: 3aBEp-
mmBIIME a3y pocra (OKpameHHAas 00IIa3Ma) U PacTyIie
OOLIUTHI (OTCYTCTBHE OKpacku). B paboTe ucmonab3oBamu
3aBepIIMBIINE (ha3y pOCTa OOIUTHI, HX BUTPHUPHUIIUPOBATIH
U TIOCJie OKpalIMBaHHUS BHOBb MHKyOmpoBamu ¢ BCB.
Oorura3zma JeBUTPUGDUIIIPOBAHHBIX 3aBEPIIUBIINAX CTAIUIO
pocta oonmToB mocie 3xco3uiuu ¢ BCB ocTaBanmack ok-
pauieHHOW. B HATHBHBIX OOIMTaX IIPU COBMECTHOM JIEHCT-
BuH CTI" B konrienTparwu 10 ar/mi u I'TO B KOHIICHTpaIu
10 MxM ¢ukcuposanu nepexo Ca** Mex1y pasIHIHbIMH
BJI, 0 ueM cBUIETENHCTBOBAIIO JOMOTHUTEIEHOE OCBOOOXK-
nenue Ca** u3 Bl npu coBmectrom aeiictBuu CTT u [ TO.
OcBoboxaenre Ca*" u3 B/l BBI3bIBAET pOCT KOHIIEHTPAIIMN
Ca?' B uToIuia3Me u o0ecrneynuBaet mpoxXoxaeHue Meito3a
[Santella et al., 1999]. lobaBneHue HHTMOMTOPA TOIUMEPH-
3a1y MUKpOTpyOouek Hokoazoma (10 MkM) OTMeHsIIO J10-
NOJHUTENBHOE 0cBOOOKaeHne Ca®t u3 Bl u coorBeTCT-
BeHHO nepemeinenne Ca** mexxay B/, ctumynupoBanHOe
coBMecTHBIM ActictBrueM CTT u I'T®. B oorurax nocie ne-
BuTpuduKannu npu cosmectHoM aevicteun CTT u I'TD
TaKXkKe HaOITFOIAIH OTIOJHUTEIbHOE 0cBOOOK IeHHe Ca’' n3
B/I oo1tutoB, 3 peKkT HHrHOUPOBaJICS HOKOAA30JI0M. Takum
00pa3oMm, B 00LIUTaX BUTPH(UKALIKS HE OKa3bIBAET BIMSHUS
Ha nepemeinenne Ca’>* Mexay pasnuunbiMu BJI, ctumy-
nupoBaHHOe coBMecTHbIM AeiictBueM CTT u I'T®.
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Establishing a cryobank for mammalian donor’s oocytes
will allow to intensify the introduction of cell reproductive
technologies in biomedicine and animal breeding. Calcium
fluctuation is an indicator of functional state of animal
oocytes during maturation in vitro [Kuzmina et al., 2007].
The research aim was to study Ca* release out of intra-
cellular depots (IDs) of native and devitrified oocytes under
effect of somatotropin (STH) and GTF based on inhibitory
analysis. Oocytes isolated from ovaries at follicular growth
stage were vitrified according to the previously described
method [Denisenko and Kuzmina, 2012]. Calcium concen-
tration in IDs was measured with chlortetracycline (ChTC).
Oocytes were incubated for 5 min at 37°C in Dulbecco’s me-
dium containing 40 pM of ChTC. Fluorescence of Ca?*-
ChTC-membrane complex was excited with DRSh-250 M
mercury lamp. There were used light filters SS and ESS to
detect exciting fluorescence wavelength maximum at 390
nm. Fluorescence was recorded at wavelength of 520 nm.
Initial population of oocytes was assessed with vital dye
brilliant crystal blue (BCB, Sigma), and according with the
staining it was divided into two groups: completed growth
phase (stained ooplasm) and growing oocytes (without stai-
ning). Completed growth phase oocytes were used in the
research, vitrified and incubated again with BCB after their
staining. Ooplasm of devitrified completed growth stage
oocytes after exposure with BCB remained stained. In native
oocytes at a combined action of 10 ng/ml STH and 10 mM
GTF Ca* transition among different IDs was revealed, as
evidenced by additional Ca* release out of IDs at combined
action of STH and GTF. Release of Ca** out of IDs causes a
rise of Ca*" concentrations in cytoplasm and provides meio-
sis [Santella ez al., 1999]. Addition of polymerization inhibitor
of nocodazole microtubules (10 mM) avoided additional
release of Ca?" out of IDs and, accordingly, Ca*" transition
in IDs, stimulated by combined action of STH and GTF.
There was also observed an additional Ca?* release out of
IDs in oocytes after devitrification at combined effect of
STH and GTF. Effect was inhibited by nocodazole. Thus,
vitrification in oocytes does not affect the Ca*" transfer
between different IDs, stimulated by combined action of
STH and GTF.
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