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B Hacrosiee Bpems pa3paboTaHbl yCIEUIHbIE PEKUMBI
KPUOKOHCEPBUPOBAHHS OPraHOTUIUYECKUX KYJIbTYp Hal-
rmoyeyHsIX xeje3. OIHAKO MOMBITKH KPUOKOHCEPBUPOBAHUS
CYCIIEH3MH aJIpeHOKOPTUKAIBHBIX KJIETOK MBIIIEH M HOBO-
POXIEHHBIX MOPOCST, 0COOCHHO C BBICOKMMH CKOPOCTSIMH
3aMOpaKUBaHUSA-OTOIPEBa, ObUTN HeynauHbiMH. [Ipu mepe-
HOCE KJIETOK M3 KPHO3AIIMTHONH B M30TOHUYECKYIO Cpeiy
KYJbTUBUPOBAHUS PE3KO CHUXKAJach HE TOJBKO KU3HE-
CIIOCOOHOCTh, HO M KJIETOUHOCTh CYCIIEH3UM aApPEHOLUTOB,
KPUOKOHCEPBUPOBAHHOM CO CKOPOCTHIO 3aMOpa)KMBaHUS
6onee 100°C/mun. Ilo pesynpraTram KpHUOTOJIEPAHTHOCTH
aJIpEHOLIUTOB, KPHOKOHCEPBUPOBAHHBIX B BUAE (ParMeHToB,
CeTaHO IPEANOJIOKEHHE: OIrpaHMYCHHEe 0OBEMHBIX H3Me-
HEHUH KIJIETOK Ha 3Tamax A00aBlIEHUs-yHaJCHUS KPHUO-
MIPOTEKTOpa U IPU 3aMOPaXKMBAHUU-OTOTPEBE MOBBIIIAET
COXPAaHHOCTh KPUOKOHCEPBHPOBAHHBIX KJIETOK HaJIIOYey-
HUKOB.

ITenbs paGoTHl — OI€HKA IIEIOCTHOCTH LHUTOIIA3Ma-
THYECKON MeMOpaHbl U MUTOXOHAPHUAIBHOTO ITOTEHIIMAJIA
MPUKPETICHHBIX aJPEHOUUTOB C UCIOJIb30BaHUEM (IIyo-
pecueHTHbIX Kpacutened (nponunuym Hoaun (PI), FDA u
JC1) mocne 3amopaxuBaHHUSA-OTOrpEBa.

AZlpeHOIUTH HOBOPOXKJAEHHBIX MOPOCIT MOJydalu
(bepMEeHTaTUBHBIM CIIOCOOOM, pa3IMYHbIE MOMYJISLUU
KJIETOK — pa3[eleHueM B rpaguente ¢ukomna. [y BeIION-
HeHUs1 pabOThl aJAPEHOIMTHI MPEKYJIBTUBUPOBAIN 18 4 Ha
MOAJIOKKEe — (parMeHTe TOHKOI'O KHIIEYHHKA HOBOPOXK-
neHHbIX mopocsT (SIS). 3amopaxuBaHHe-0TOTPEB OCYIIECT-
BJISUIM 10 MeTony ['ypuHOH, pa3paOOTaHHOMY JUIsi OpraHo-
THNUYECKUX KYJIbTYyp HaJMOYEYHHUKOB HOBOPOKJCHHBIX
nopocart. s muTodIyopuMeTpUIeCcKOTO aHadn3a KISTKH
CHUMAJIM C IMOJJIOKKHU TPUIICMHM3auued u okpamuBamu Pl,
FDA ulJCIl.

IIpouieHT HEKPOTHUYECKUX KIETOK, ONMpPEAeTICHHBIH IO
BKItoYeHHIO PI, 1ocTOBEpHO HE OTiMYalICS /Ui HATUBHBIX U
KPHOKOHCEPBUPOBAHHBIX AJPEHOIMTOB. YCTaHOBJIEHO, YTO
npu okpamuBanuu FDA He coxpaHsieTcs 11eJI0CTHOCTh LIUTO-
njaa3MaTH4eckoil MeMOpaHbl HATUBHBIX MU KPUOKOHCEP-
BHPOBAHHBIX KJIeTOK. OJIHAKO aHaJIM3 COOTHOLICHHS OpaH-
JKEBOU W 3elieHoH (uryopecueHuu npu okpammsanuu JC1
BBISIBUJI Pa3JIMYHYI KPUOYYBCTBUTEIBHOCTH nupde-
PEHIMPOBAHHBIX cyOmonmynsnuil aapeHonuToB. JlocTo-
BEPHBIX MU3MEHEHHH B MUTOXOHIPUAIBHONH aKTUBHOCTHU
ocjie KpUOKOHCEPBUPOBAHUA JUIsl HEpa3AeJIeHHOM CyCIeH-
3MHU aAPEHOLUTOB U OCHOBHOM MOIMYJISILIUU KIETOK, BbIIEJICH-
HOW B rpaguente (uKoiuia ¢ mWIoTHOcThio 1,0274 r/em’, He
YCTaHOBJEHO. 3HAUUTEIbHAasl KPUOUYBCTBUTEIbHOCTD
XapakTepHa JUIs KJIETOK, JIOKaJIU30BAaHHBIX B IpaJMeHTax
¢ukoma ¢ otHocThio 1,044-1,058 r/cm®. Mbl monaraem, 4to
JaHHBIH 3 (PeKT MOXKeT OBITh CBSA3aH C MPEAKTUBALIUEH ITHX
cyOmonmynsiuuii afpeHOUTOB B MpPOIecce pas3IeIbHOTO
KyJIBTUBUPOBAHMS, MPEIIIECTBYIOIIET0 KPUOKOHCEPBUPO-
BaHUIO.
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Nowadays there have been designed the successful
cryopreservation regimens for adrenal organotypic
cultures. However the attempts to cryopreserve mice and
newborn piglet adrenocortical cell suspensions, especially
with high freeze-thawing rates, were unsuccessful. When
transferring cells out of cryoprotective medium into that of
isotonic culture there was a sharp decrease not only in
viability but in cellularity of adrenocyte suspension,
cryopreserved with freezing rate higher than 100°C/min as
well. Based on the feedback from tolerance in adrenocytes,
cryopreserved as fragments there was assumed that a
limitation of volume changes in cells at the stages of cryo-
protectant adding-removal and under freeze-thawing
augmented the cryopreserved adrenal cell integrity.

The research was aimed to estimate the integrity of
cytoplasmic membrane and mitochondrial potential of
attached adrenocytes using fluorescent dyes (propidium
iodide (PI), FDA and JC1) after freeze-thawing.

Newborn piglet adrenocytes were procured using an
enzyme way, different cell populations were separated in
ficoll gradient. For the research performance the adreno-
cytes were precultured for 18 hrs on an embedding: small
intestine segment (SIS) of newborn piglets. Freeze-thawing
was done using the method of Gurina, designed for
organotypic cultures of newborn piglet adrenal glands. For
the flow cytometry analysis the cells were removed from
embedding by trypsinisation and PI, FDA and JC1 staining.

Percentage of necrotic cells, determined by PI inclusion
did not statistically and significantly differ for native and
cryopreserved adrenocytes. During FDV.N.A staining the
integrity of cytoplasmic membrane of native and cryo-
preserved cells was established as not preserved. However
when analysing the ratio of orange and green fluorescence
during JC1 staining a different cryosensitivity of differen-
tiated subpopulations of adrenocytes has been revealed.
No statistically significant changes in mitochondrial activity
after cryopreservation for non-separated adrenocyte
suspension and main cell population, isolated in ficoll
gradient with 1.0274 g/cm’ were established. Significant
cryosensitivity is typical for cells, localised in ficoll gradient
with 1.044-1.058 g/cm’. We believe that this effect may be
related with preactivation of these subpopulations of
adrenocytes during separated culturing, preceded
cryopreservation.
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