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3aranbHa iHdopmauin

Description MepBUHHI enigepManbHi KepaTUHOLMTU HEOHATaIbHUX MULeN NiHiT C57BL/10 LP TpaHcdopmyBanum in vitro 3a
pgonomoroto 7,12-numeTunbeHsaHTpaueHy (AMBA).

Organism Muwa
Tissue LWkipa
XapaKTepuUcTuku

Breed/Subspecies C57BL/10 LP

Age 1 peHb
Gender He Bu3HaueHo
Cell type KepaTuHouut
Growth Apent
properties

HopmaTuBHiI gaHi

Citation PDV (Homep 3a kaTanorom Cytion 400314)
Biosafety level 1
NCBI_TaxID 10090

CellosaurusAccession CVCL_5858

biomonekynspHi paHi

0O6pobka
Culture OMEM, w: 4,5 r/n Tntoko3a, w: 4 MM L-rnyTamiH, w: 3,7 r/n NaHCO3, w: 1,0 MM nipyBaT HaTpito (L41T. HOMep
Medium 820300a)
Supplements [JopainTte fo cepepoBuia 10% FBS
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Dissociation AkkyTa3a
Reagent
Subculturing BupaniTb cTape cepefoBuLLe 3 NPUANNAKX KNITUH | npoMuninTe ix PBS, B sikoMy 6pakye Kanbuito i MarHito. Ans

kon6 T25 BukopucToByiTe 3-5 Mn PBS, a a1 kon6 T75 - 5-10 MA1. MOTiM NOBHICTIO MOKPUIATE KNITUHM
aKKyTa30t0, BUKOPUCTOBYOYM 1-2 M1 anid konb 1251 2,5 mn anis konb T75. 3anuwTe KAITUHM iHKYByBaTUCS Npu
KiMHATHIN TemnepaTypi NnpoTsarom 8-10 XBUIMH, Wo6 BigokpeMuTn ix. Micns iHky6auii o6epexHo 3MiwanTe
KNiTUHKW 3 10 MN cepepoBuLLa, Wob pecycrneHayBaTh ix, a NoTiM LeHTpudyryinte npu 300Xg NpoTsrom 3 XBUIUH.
BUKWHbTE HaAOCafoBY PigNHY, pecycneHgynTe KNiTUHU Y CBDKOMY CEpeAoBULLi Ta NEPEHECITh iX Yy HOBI Konbu,
AKi BXXe MiCTATb CBiXe cepepoBuLe.

Seeding 2 x 10% KﬂiTI/IHVI/CMZ

density

Fluid renewal 2-3 pa3u Ha TUXfEHb

Post-Thaw Micns po3MOpOoXXyBaHHS BUCIATE KNITUHM 3 WiNbHICTIO 5 X 10% Kl'IiTVIH/CM2 i janTe KNiTMHaM BigHOBUTKCA Nicns
Recovery npoLiecy 3aMOPOXYBaHHS Ta NMPUKPINUTUCS NPOTATOM LWOHAWMEHLLE 24 FOAWH.

Freeze Sk cepefioBULLE KPIOKOHCEPBYBaHHS MU BUKOPUCTOBYEMO MOBHE XMBUbHE cepefoBuLLe (BKNtoYatoun FBS) +
medium 10% AMCO pnst ageKBaTHOI XXUTTE3LATHOCTI Nicns BigTaBaHHs abo CM-1 (Homep 3a kaTanorom Cytion 800100),

[0 CKNnagy sIKoro BXOASTb ONTMMi30BaHi OCMOMNPOTEKTOPM Ta MeTaboniyHi cTabinizaTopu 4ns NPUCKOPEHHS
BifJHOBNEHHS Ta 3MEHLUEHHS KPioiHAYKOBaHOro CTpecy.
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Thawing and
Culturing Cells

Incubation
Atmosphere

Flask Coating

Freezing
Procedure

1. TMepekoHalnTecs, WO Bia/l 3a/IMIAETHCS IMMOOKO 3aMOPOXKEHUM MiC/S JOCTAaBKU, OCKINIbKM KNITUHM
TPaHCMOPTYTLCA HA CYXOMY N1body ANs NigTPUMaHHSA ONTMMaNbHOI TEMNepaTypu nig Yac
TPaHCMOPTYBAHHS.

2. Micns oTpUMaHHSA HeralHo 36epiraiiTe KpioBian Npu TemnepaTypi HMx4e -150°C, wob 3abe3neynTu
36epexeHHs KAITUHHOT WinicHoCTi, abo nepengiTe A0 KPOKY 3, AKLO NOTPi6HE HeraHe KybTUBYBaHHS.

3. [nsi HeranmHoro Ky/ibTMBYBaHHS LWBMAKO PO3MOPO3bTe Biasl, 3aHYPUBLUN MOr0 Y BOASHY 6aHH0 3 YUCTOO
BOJOI0 | aHTUMIKPO6HMM 3acobom npu TemnepaTtypi 37°C, 0bepexxHo nepemiwyoym npoTsarom 40-60
CEKYHA, MOKM He 3a/IMLNTbCS HEBETMKA KpWKaHa rpyaka.

4. BCi HacTynHi KPOKM BUKOHYIMTE B CTEPUIbHUX YMOBAX Y NMPOTOYHI BUTSHKHIW Wwadi, aesiHdikyroun
KpioBian 70% eTaHONOM Mepepa BigKPUTTAM.

5. 06epexHO BigKpuiiTe npoaesiHdikoBaHMIN hNaKoH i NepeHeciTb KNITUHHY cycrneH3ito B 15 MA
LLeHTpUdy>KHY NPOoBipKy, Lo MICTUTb 8 M Ky/bTypanbHOro CepefoBuMLLA KIMHATHOT TeMnepaTypu,
0b6epeXxHo nepemilyoym.

6. BigueHTpudyryinte cymiw npu 300 X g NPOTAroM 3 XBUJIWH, W06 BilOKPEMUTH KNITUHU, | 06EPeXHO
BUKWHbTE HAaQ0CAZOBY PifgMHY, LLO MiCTUTb 3a/IMLIKM 3aMOPOXXYBaIbHOIrO CEPEefOBULLA.

7. ObepexHo pecycrneHayinTe ocag KNiTUH Y 10 MA CBDKOFO Ky/ibTypanbHOro cepegoBuila. Ans
aare3nBHUX KNiTUH pO3aiNiTb CYCreH3ito MiX ABOMa Ky/IbTypanbHUMM Konbamu T25; Ans CycneH3inHnx
Ky/NbTYp NepPeHeciTb BCe cepeAoBuLLe B 0aHY Konby T25, o6 cnpusatn eeKTUBHIN B3aEMOAIi Ta pocTy
KNTUH.

8. [oTpuMyMNTECh BCTAHOBMEHMX NMPOTOKO/IB CYOKYNbTUBYBaHHS f/151 MPOJOBXEHHS POCTY i MiATPUMAHHS
KNITUHHOI NiHiT, 3a6e3ne4yoymn HafiHi pe3ynbTaTh eKCNEePUMEHTY.

37°C, 5% Bosiora aTmocdepa.

coz’

[ns oNTUMaNbHOrO NPUKPINAEHHS Ta XXUTTE3AATHOCTI MiC/S PO3MOPOXYBAHHS MU PEKOMEHIYEMO
BMKOPUCTOBYBaTW KON6M 260 N1aCcTUHYU 3 KOJTAareHOBMM NOKPUTTAM.

KpiokoHcepBOBaHi KITUHHI NiHii TpaHCMOPTYOTbCS Ha CyXOMY 1bOAY B NMepeBipeHill i301boBaHii ynakoBLi 3
[OCTaTHbOMO KiNIbKICTIO XON0A0areHTy Ans NigTpMMaHHs TemnepaTypu npubnmsHo -78 °C nig vac
TpaHCNOpPTYyBaHHS. Mpyu OTPMMaHHI HeraHo OrfisiHbTE KOHTeWHep i HeraHo NepeMicTiTb Bianu y BignosigHe
Micue ans 36epiraHHs.
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z::‘pdpi::?fns KpiokoHcepBOBaHi K/ITUHHI NiHii TpaHCMOPTYHOTbCA Ha CyXOMY /bofy B NepeBipeHilt i301boBaHii ynakoBLi 3
[OCTaTHbOM KiNlbKiCTIO XONOA0AreHTy ANs NiATPUMaHHSA TeMnepaTypy npubavsHo -78 °C nig Yac
TpaHCMOPTYBaHHS. Mpy OTPMMaHHi HEralHO OrNSIHBTE KOHTEWHEP | HEraHO NMEPEMICTITb Biann y BignosigHe
Micue ans 36epiraHHs.

Storage

Conditions [Ons TpuBanoro 36epiraHHs NOMICTiTb 1akoHU B NapodasHuii pifkuii a30T Npy TemnepaTypi Big -150 go -196

°C. 36epiraHHs npu -80 °C gonycTnMe nunLle K KOPOTKMIN NPOMIXKHUIA eTan nepep NepeHeCceHHsM Y pigKui
asor.

KoHTponb sikocTi [ TeHeTu4uHMi npodinb [ HLA

Sterility
3apaXKeHHs MiKOM/Ia3MOK BUK/IHOYAETHCS 3a JOMNOMOrOH aHani3iB Ha OcHOBI M/1P Ta NIOMIHECLEHTHMX METOAIB
BUSIBNEHHS MiKONMa3Mu.
LLlo6 nepekoHaTHCs Y BifiCyTHOCTi bakTepianbHOro, rpvbKoBOro abo ApiKAXKOBOr0O 3abPYAHEHHS, KITITUHHI
KyNbTYpU NiggatoTbCs LWOAEHHOMY Bi3yanbHOMY KOHTPOJIIO.
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