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Onuron Gal-alpha-1,3-Gal (a-Gal) — 310 yrneBozxHas
CTPYKTYPa, KOTOPast SKCIIPECCUPYETCS B OPraHN3Me MIIEKO-
MTUTAIOIINX, KPOME YEeTIOBEKA X HEKOTOPBIX BHJIOB 00€3bsIH.
JUig monmydyeHust U XpaHeHHs )KUBOTHOTO Onomarepuana,
MIpeIHA3HAYCHHOTO /U1 H3TOTOBJICHHUS OHMOMPOTE30B, MPH-
MEHSIFOTCS] TEXHOJIOTHU HU3KOTEMIIEPATYPHOTO XPAHCHHUSI.
OpHaKo CBEJICHMS O €ro BIMSHHMU Ha mpucyrtcrsue o-Gal
MIPAKTUYECKH OTCYTCTBYIOT.

Lenb naHHO# pabOTHI — M3y4EHHE BIMSIHUS MHKYOAINN
C KpPUOIIPOTEKTOpaMu JuMeTuicyibhokcunoM (JIMCO) u
OKCHITUIIMPOBaHHBIM ruriepuHoM (ODI) kak mepBoro aTa-
T1a KPHOKOHCEPBUPOBAHMS Ha ITpUCyTCTBHE O-Gal B KyabType
KJIETOYHOM JIMHUU CBUHOTO npoucxoxaenus PK-15.

Jlunuro knetok PK-15 nognepxuBanu B cTaHJapTHBIX
YCIIOBHSIX C UCTOJIb30BaHKeM cpensl DMEM/F12, oborarieH-
Ho¥i anTHOHOTHKaMHu U 10% ¢eTanpHO Tensubeil ChIBOPOT-
KOM. JI71s1 5KCrIepUMEHTa KJIE€TOYHbII MOHOCIION OTKPEIUISLIN
OT MOJUIOXKKH ¢ TToMo1Ibio cMecH 0,5% TpuIicnHa 1 pacTBOpa
Bepcena (1:1). [Tocie oTMBIBKH OT (hepMEHTA KIICTKH Pecyc-
TICHIMPOBAIN U MHKYOHUPOBAJIN B PACTBOPAX, COAEPIKAIINX
JAMCO B xonuenTpanuu 5, 7,5 u 10% unu O3 (n=5) B
xoHueHTparyu 5, 10 u 15%. [Tocne oTMbIBaHUS OT KPHOTIPO-
TEKTOpa KJIETKH OKparmBaiy ¢ moMortpbio FITC-konbrorupo-
BaHHOTO M30s1eKTHHA BSI-B4, K0TOpHIit N00aBsM K Mpodam
BpazBeneHusix 1:150, 1:250 u 1:500. Knetku ananuzupoBaiu
Ha poroyHoM rurodryopumerpe «FACS Calibur» («BD»,
CIIA) ¢ ncnonap30BaHUEM IPOTPAMMHOTO 00eCIeUeHHUs
«CellQuestPro» (CHIA) u « WinMDI 2.8» (CILIA).

C nomoIipo MeTosa HUTOQIYOPUMETPUH B KYJIBTYpe
PK-15 BoisBiens! ase cyomomymsiun kietok (R1 u R2),
obmagaromue pasHbivMu napamerpamu npsimoro (FSC) n
6oxoBoro (SSC) cBeropaccesHus. YCTaHOBIICHO, YTO KIICTKU
R1 cBs3eiBanu nzonektud BSI-B4 B MeHbIIIElH CTENEHH, YeEM
kieTku R2. B ¢Bsi3M ¢ 9TUM B TambHEHIIINX SKCIIEPUMEHTAX
KJICTKY aHAJTU3UPOBAJIM 110 IBYM OTJICIEHBIM PETHOHAM Kak
umerorpe Hu3kyio BSI-B4" (R1) u Beicokyro BSI-B4"e" (R2)
WHTEHCHBHOCTDH (DITyOpPECLICHIIUH.

[Moce maky6ammu ¢ IMCO Bo BceX KOHICHTPAIUSIX
konmaecTBo BSI-B4-03UTHBHBIX KIETOK B 000MX PErHoHaX
3HAYMMO HE OTIIMYAJIOCh OT KOHTpoJs. [Tocie nukybarum ¢
OOI" Bo Bcex KOHIIEHTPALUAX HAOIIONAIOCH YBEINUCHHE
kosimyectBa BSI-B4-mmo3uTuBHEIX KiIeTOK B R1, Torna kak B
kieTkax R2 He ObIII0 0OHAPYKEHO 3HAYMMOHN pa3HHIBI IO
CPaBHCHUIO C KOHTPOJIbHBIMH 3HAYCHHUSIMHU.

Pe3synbrarel paboThl CBUIETEIBCTBYIOT O BO3MOXKHOCTH
MOJU(UKALNU KIETOYHON MOBEPXHOCTU B IPUCYTCTBHU
KPHONPOTEKTOPOB. [IpeanoaokuTeasHo, 3TO MOXKET IPOUC-
XOJIUTH 32 CYET HECKOIBKHUX (DAKTOPOB: CTPYKTYpPHBIX MIIN
KOH(OPMaIMOHHBIX M3MEHEHNH snuTona 0-Gal, uro Biusier
Ha CBSI3bIBAHHME AHTUTEI C HUM; YBEIHMUYCHNUS JOCTYITHOCTH
snuTonoB O-Gal 1 CBA3BIBAHUS C AHTUTEIAMHU.
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The Gal-alpha-1,3-Gal (a-Gal) epitope is a carbohydrate
structure, expressing in mammalian body, except human and
some monkey species. Procurement and storage of animal
biomaterial for bioprostheses manufacture involves low
temperature storage technologies. However, the information
about their effects on a-Gal presence is poor.

This research aim was to study the effect of incubation
with dimethyl sulfoxide (DMSO) and oxyethylated glycerol
(OEG) cryoprotectants as the first stage of cryopreservation
on a-Gal presence in PK-15 cell line culture of porcine origin.

The PK-15 cell line was maintained under the standard
conditions using DMEM/F12, supplemented with antibio-
tics and 10% fetal calf serum. Before the experiment the cell
monolayer was detached from the substrate with a mixture
0f 0.5% trypsin and Versene solutions (1:1). After enzymes
washing-out the cells were resuspended and incubated in
the solutions containing either 5, 7.5 and 10% DMSO or 5,
10 and 15% OEG (n =5). After washing of cryoprotectants
the cells were stained with FITC-conjugated isolectin BSI-
B4, added to the samples at 1:150, 1:250 and 1:500 dilutions.
Cells were analyzed with BD FACS Calibur flow cytometer
(USA) using CellQuestPro (USA) and WinMDI 2.8 (USA)
softwares.

Two cell subpopulations (R1 and R2) with different
parameters of direct (FSC) and side (SSC) light scattering
were revealed in PK-15 culture using flow cytometry. The
R1 cells were established to bind isolectin BSI-B4 in a lower
degree than R2 ones. Due to this fact in further experiments
we analyzed the cells by two separate regions with low and
high intensities of fluorescence BSI-B4Y (R1) BSI-B4"¢h
(R2).

After incubation with DMSO in all the concentrations a
number of BSI-B4-positive cells in both regions was not
significantly different from the control. After incubation
with OEG in all the concentrations we observed an increased
number of BSI-B4-positive cells in R1, meanwhile in R2 cells
no significant difference as compared to the control values
were revealed.

Our findings testify to the possibility of modifying the
cell surface in the presence of cryoprotectants. This can
presumably occur due to either structural or conformational
changes in a-Gal epitope, affecting the binding of anti-
bodies; or due to an increased 0-Gal epitope availability to
antibodies.
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