esporeH

KnetouyHaa nuHusa HepG2

Kart. # CLO09S
Bepcusa 1 ot 23 aBrycta 2022 T.
KneTku BblgeNeHbl N3 renatoLeNNtofISpPHON KapLUumMHOMbl 15-neTHero nogpocTKa.

KnetoyHasa nuHua HepG2 noaxoauT Ans TpaHChEKLMK, COAEPHKUT MapKepbl IKC-
NPECCHUN MHCYNINHA U MHCynMHoNoao6Horo dakTopa pocta Il (IGF I1).

CocTtaB
CocTtaB Kart. # KonnyectBo
KnetouyHaa nnuHua HepG2 CLO09S 1 Kprnonpobupka*

* KonmyecTBo KNeToK B 1 KpMoNpobMpKe 3KBMBANEHTHO MOHOCIO, COGPaHHOMY C Ky/bTy-
panbHOro ¢dnakoHa naouwanbio 25 cm?.

TpaHCNOPTUPOBKA: B CYXOM JfibAy WM XUAKOM a3oTe Mnpu Temnepartype He Bbiwe —70 °C.
MNocne nony4yeHus He3amenNUTeNIbHO U3BJIeYb 3aMOPOXEHHbIE KJIETKWM U3 TPaHCMOPTHOM
YNaKoBKM U MOMECTUTb UX B Mapbl XXUAKOro a3oTa (He Bbiwe —130 °C).

XpaHeHue: B napax Uin Xuakon dase asoTa npu temnepatype He Bbiwe —130 °C.

CpoK rogHoctu: 24 wmecsila C gaTbl MOCTaBKW MNPU COGMOAEHUU YCNOBUM XPaHEHUS WU
TPaHCMOPTUPOBKMU.

OcHOBHble cBOMCTBa

OpraHu3Mm: 4enoBeK. Mon: My>XCKOMW.

Tun KneTokK: anuTennanbHble. Tun pocTta KynbTypbl: aire3avBHas.
TKaHb: neyeHb. 3a6oneBaHue: renaToLennongapHas
BospacrT: 15 ner. KapunHoMa.
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Pe3yanaTb| TUNUPOBAHUA TIMHUU NO JIOKyCaM KOPOTKUX TaHAEMHbIX NOBTOPOB
(STR):

Jlokyc Annenb
AmenoreHuH X, Y
CSF1PO 10, 11
D13S317 9,13
D16S539 12,13
D5S818 11,12
D7S820 10
THO1 9

TPOX 8,9
VWA 17

PesynbtaT Tecta Ha Hannuyme [HK mMukonnasmbl: oTpuLaTeNbHbIN.

Pesynbrat nonyyeH ¢ noMmollbto Habopa Myco Real-Time (KaT. # MRO04, EBporeH).
YcnoBust KynbTMBMpOBaHUA: nuTaTenbHasa cpega MEM (Eagle’s Minimum
Essential Medium) ¢ 10% am6proHanbHON Tens4yben CbiIBOPOTKOM.

Ycnosus naccupoBaHus: pacteop 0.25% TpuncuuHa ¢ 0.53 mM 3TA.

PeareHTbl gna KpuokoHcepBauuu: 3MO6pUOHanbHas Tensavybs CbIBOPOTKA C
fno6asneHnem 20% DMSO.

1. PekomeHpauum no paboTte ¢ KNeTkamu

MonHaa pocToBas cpepa: nutatenbHas cpega MEM c go6aBneHuem am6puo-
Ha/IbHOW TeNSYbeN CbIBOPOTKMN B 06beMe 10%.
Bo Bpemsi BOCCTaHOBJ/IEHUSI KJIETOK M0oC/e pa3MOPO3KU BaxKHO CO6/04aTh
pH nonHou poctoBo cpeabl: ot 7.0 go 7.6. [Jns 3T0ro 3apaHee rnoArotoBbTe
Heob6XxoAMnMbIF 06bEM MOJTHOM POCTOBOM CPEeAbl U MOMECTUTE €€ B MHKybaTop
He MeHee 4eM Ha 15 MUHyT.

YcnoBusi KyNnbTUBUPOBaHUS:

lMaccMBHOE yBNaKHEHWE BO3Ayxa B WMHKybGaTope, €XeAHEBHbIA KOHTPOb
YPOBHS BOAbI (MCMOJIb3YMTE CTEPUNNI30BAHHYIO, aBTOKIAaBMPOBaHHYIO BOAYy),
eXxemMecsyHasa AeKoOHTaMMHauus nHKy6aTopa.

Temnepatypa KynbTuBupoBaHus: +37 °C.

Atmocdepa: 95% Bo3ayx, 5% CO,,.



2. BblBOJ KNIETOK U3 KPUOKOHCEpPBaLIUK

2.1.

2.2.

2.3.

2.4.
2.5.

2.6.

Jn8 [JOCTUMHEHUS HAaNBbICLLErO YPOBHS M3HECTOCOBHOCTU PEKOMEHAYETCS
pPa3MopPO3UTb KPUOMPOBHPKY C KAETKaMu M [O0CesATb MX cpasy noce
Mosy4eHus.

Pa3amopo3bTe Kpronpo6UpKyY, OCTOPOXKHO BCTPSIXMBAs ee Ha BOASAHOW GaHe
npu temnepatype 37 °C, B TEYEHNE NPUMEPHO 2 MUHYT.

YT06bI CHU3UTL BEPOATHOCTb 3arPA3HEHNS, JePIKUTE YNIIOTHUTE/IbHOE KOJIbLIO
M KoJina4ok BAasin oT BoAhbl.

Yaanute KpMonpoobupKy 13 BoaSHON 6aHU, KaK TONIbKO COAEPXMMOoe OTTaeT, U
nposeanTe ob6e33apaxmBaHue, NOrpy3mB unn onpbickaB ee 70% 3TUNOBbLIM
CMUPTOM.

BaxHo: fanee Bce onepaLmnm 4OKHbI MPOBOANTLCS B CTPOMMX aCenTUYECKMX
YCII0BUSIX.

[lepeHecuTe COAEPKUMOE KPUOMPOOUPKKU B LEHTPUDYKHYIO MNPOBUPKY
o6beMoM 15 M, cofepallyto 5 M NOAHOW POCTOBOWM Cpefdbl, U LEeHTpU-
dyrupynTe npu 125 g B Te4EeHUE 5 MUHYT.

AKKypaTHO 0T6epuTe U YTUIN3UPYHTE HAJOCAL0UYHYIO KMAKOCTb.
PecycneHanpyinte KNneTo4yHbl 0cafoK C HEOO6XOAUMbIM KONIMYECTBOM MOJTHOM
pOCTOBOM cpefbl (nporpeton B MHKyb6atope, pH 7.0-7.6) n pasnente B
KynbTypasibHble GriaKoHbI.

Zns pnakoHoB naollaabio 25 cM? peKoMeHyeTcst UCrob30BaTh 5 M1 MOJIHOM
POCTOBO cpe/bl; Ans1 pAaKoHOB rowaabio 75 cm? — 15 M.

[NomecTuTe GpnaKkoH € KNeTKkamu B MHKyO6aTop AN KyJIlTUBMPOBaHMUS.

3. MNaccupoBaHue

3.1.

3.2.

3.3.

3.4.

Yaanute nonHyo pOCTOBYIO Cpefy U3 KylbTypanbHOro diakoHa ¢ MOHOCI0eM
KNEeTOoK.

BbICcTpo NpomMownTe KNeTo4YHbIn cnor pactsopom 0.25% TpuncuHa ¢ 0.53 mM
OATA ons ynaneHus CbiIBOPOTKM.

[Jo6aBbre 2—-3 Mmn pactBopa 0.25% TpuncuHa ¢ 0.53 MM 3/TA BO daKoH 1
HabnoganTe 3a KneTkamu Noj MHBEPTUPOBAHHBLIM MUKPOCKOMOM [0 TEX Nop,
NMOKa KJIETOYHbIV C/IOW He pacceeTcs (B TeyeHne 5-15 MUHYT).

Bo nsbexkaHune arperaymu He B36anTbiBanTe KNETKU, yaapsas Uin BCTpPAXnBas
dnaKkoH.

Ona o6neryeHns gucneprupoBaHusa KIETOK, KOTOPbIE TPYAHO OTAENSAI0TCH OT
NMOBEPXHOCTU MPU KOMHATHOM TemnepaTtype, GAakoH MOXHO NMOMECTUTb B
MHKy6aTop npwu 37 °C.

[o6aBbTe 4—6 MJ1 MOSIHOM POCTOBOM cpefibl B GNaKOH U aCnUpPUPYyMTE KNETKH,
OCTOPOXKHO MMMNeTUpys.
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3.5.

3.6.

lpoBeaMTe NOACYET KIETOK U NEepeHecHUTe COOTBETCTBYIOLEE KOMYECTBO CY-
CNeH31K B HOBbIM GplaKoH ANns KynbTuBMpoBaHus. Jo6aBbTe BO GJIaKOH HEOO-
XOAMMOE KONMYECTBO MOJIHOM POCTOBOW Cpeapbl.

PeKomeHayeMble ycrioBus naccupoBaHus: 2—3 pasa B HeJeJsito, COOTHOLIEHME
ot 1:2 0 1:4 B 3aBUCUMOCTHU OT CKOPOCTH POCTa KJIETOK U TUIMa Ky/IbTypbl.

MoMecTUTe GNaKOH C KNeTKaMu B MHKy6aTop A9 KYNbTUBMPOBAHUS.

4. KpMoKkoHcepBauua

4.1.

4.2.

4.3.

4.4.

4.5.

4.6.

4.7.

4.8.

PekomeHg0BaHHOE KO/IMHECTBO K/IETOK AJI KPUOKOHCEPBaLMU: MOHOC/ION
C Ky/nbTypa/ibHOro piakoHa nioljaasto 25 cm?.

YganuTe nofHy pOCTOBYIO CPeay M3 KyNbTypanbHOro GiakoHa ¢ MOHOC/I0eM
KJIETOK.
BbICTpO NpomMowTe KeTo4YHbIN cnon pactBopom 0.25% TpuncuHa ¢ 0.53 MM
OTA ans ynaneHusi CbIBOPOTKM.
[Jo6aBbTe 2—-3 Mn pactBopa 0.25% TpuncunHa ¢ 0.53 MM 3TA BO GiaKoH U
HabnoganTe 3a KneTkaMu Nog MHBEPTUPOBAHHBIM MUKPOCKOMOM [0 Tex nop,
NOKa KJIETOYHbIM C/ION He pacceeTcs (B TedeHne 5-15 MUHYT).
Bo n3bexaHve arperaunv He B36anTblBanTe KNETKK, yaapsas niv BCTpsxmBas
GnaKoH.
[Ons obneryeHnsa gucneprupoBaHmns KNeToK, KOTopble TPYAHO OTAENSATCA OT
NMOBEPXHOCTU MPU KOMHATHOM TemnepaTtype, MOXHO MOMeCTUTb GakoH B
nHKy6atop npu 37 °C.
[lepeHecuTe CycneH3uto KNETOK B LLEHTPUDYKHYIO NPOBUPKY 06beMoM 15 mn,
[o6aBbTe NPOnopLMOHanbHbIM 06beM MOJIHOM POCTOBOM Cpefbl 419 UHIMOUPO-
BaHWUS TPUMNCKHA, LLEHTPUPYrMpynTe cycneHauto npu 125 g B TeyeHne 5 MUHYT.
OT6epuTe HagoCaA0uHYIO MAKOCTb, 0cTaBmB 0.5 M1 KUOKOCTU HAZ OCaaKOM.
AKKypaTHO BCTPSAXHWUTE MPOBGUPKY, 4TOOLI NepemellaTb KJETOUYHbIA 0CafoK C
HaZ0CaA04YHOM XNLKOCTbIO.
lepeHecuTe KNIETOYHYIO CYCMEH3UI0O B KPUOMpPoO6upKy u pgobaBbre 0.5 mn
pacTBopa AN KPMOKOHCEPBALMM, HE PECYCNEHANPYS KIIETKMU.
PacTBOp 4719 KpWOKOHCepBauuu: aMOPUOHasIbHasi TessiYbsi CbIBOPOTKA C
fobasneHnem 20% DMSO.
Jonyckaetcsa mcrnosab30BaHUe pacTBOPOB C APYrMMW cocTaBamu. B Takmux
c/yYyasix yca0BusS BOCCTAHOBJ/IEHMS KIETOK MocC/ie KPUOKOHcepBaUuuu MoryT
ObITb UBMEHEHBI.
MNMepeHecuTe Kpnonpobupku Ha —70 °C, 3aTteMm, 4epes CyTKKU, B 3aBUCUMOCTH
OT npejnosiaraemMon AIUTENIbHOCTU XPaHEHUS, NepeMecTuTe Ux B Napbl UK
*nakyto ¢pasy a3oTa.
3A0 EBporeH
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