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O6wa nHdopmayus

Description ToBa e efiHa KNeTbYHa IMHUS OT MOPEAMLIA TYMOPHU KNETBbYHM INHUK, Cb3JafeHN OT A-p Mankbn J/lnHebaxep
0T 2006 . HacaM OT NbPBUYHY PE3EKLMOHHM Npobu oT CRC.

Organism Yoek

Tissue Mo3bK, L, oKuMnuTanHo-temnopaneH

Disease rnuo6nactoMm (cteneH IV)
XapaKTepuUcTUKu

Age 46 roguHu

Gender XeHa

Ethnicity KaBkasku

Morphology Nopo6Hu Ha pubpobnactu

Growth Mpuabpxawm ce

properties
PerynaTopHu gaHHU

Citation HROG33 (kaTanoxeH Homep 300877 Ha Cytion)

Biosafety level 1

NCBI_TaxID 9606

CellosaurusAccession CVCL_4U47

BUOMONIEKYNIIPHU faHHU

Receptors EGFR 31 nbTH

expressed

Mutational [Ove Tvn 3a IDH reHuTte n B-Raf. TP53 1 K-Ras He ca oueHeHu

profile
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Pa6oTtac

Culture DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HaTpueB

Medium nupysat, w: 1,2 g/L NaHCO3 (Homep Ha nsgenueto Ha Cytion 820400a)

Supplements [JonbnHeTe cpenata ¢ 10% FBS

Dissociation Accutase

Reagent

Subculturing OTcTpaHeTe cTapaTa Cpefia OT aAXe3MBHUTE KNETKU U T MpoMuiiTe ¢ PBS, KOATO He ChabpiKa Kanumin u
MarHesui. 3a konbu T25 nsnonssanTte 3-5 ml PBS, a 3a konbu T75 - 5-10 ml. Cnepg ToBa NOKPUATE KNETKNUTE
n3uyano c Accutase, kato nsnonseate 1-2 ml 3a konbu T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTKUTE Aa ce
MHKY6UpaT Ha CTaliHa TeMnepaTypa 3a 8-10 MUHYTH, 3a fa ce oTaenaT. Cnea nHKybaumsaTa BHUMaTENHO
pa3bbpkanTe kneTkuTe ¢ 10 ml cpefa, 3a fla rv pecycneHanpaTe, cief KoeTo LeHTpodyrupaiite npu 300xg 3a 3
MUHYTU. I3XBbpneTe cynepHaTaHTaTa, pecycneHavnpanTe KNeTKUTe B NPsiCHa Cpefa v rv NpexBbp/ieTe B HOBU
KON6M, KONTO BeYe CbAbPKAT NPsiCHa cpefa.

Fluid renewal Ha Bceku 3 00 5 gHu

Freeze KaTo cpepa 3a kprokoHcepBaLus nsnonssame 50% 6asosa cpega +40% FBS + 10% DMSO unu CM-1

medium (kaTanoxeH Homep 800100 Ha Cytion), KOATO BK/IOYBa ONTUMU3MPAHM OCMONPOTEKTOPU U MeTabonUTHU
cTabunusaTtopw 3a NofobpsiBaHe Ha Bb3CTAHOBABAHETO U HaMansiBaHe Ha KpUOMHAYLMPaHWS CTpec.
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Thawing and
Culturing Cells

Incubation
Atmosphere

Flask Coating

Freezing
Procedure

1. YBepeTe ce, Ye h1aKOHBT OCTaBa L b/160KO 3aMpa3eH Npy AOCTaBKaTa, T KaTo KNeTKUTe ce
TPaHCMOPTUPAT CbC CyX Nef, 33 Aa Ce NOAAbPXKAT ONTUMAHM TeMMNEpPaTypu MO BPEME Ha
TPaHCMOPTUPAHETO.

2. lpu nonyyYaBaHe UM CbXxpaHsBaliTe He3abaBHO KpMOBMOaTa Npy TeMnepaTypu nog -150 °C, 3a ga
OCUrypuTe 3amnasBaHe Ha KeTb4yHaTa UsaocT, Uan NpeMUHETE KbM CTbIKA 3, aKo € Heo6X0g1MMo
He3abaBHO KyNTMBUpPaHe.

3. 3a He3abaBHO KynTMBMpaHe 6bp30 pa3MpaseTe 1aKOHA, KaTo ro NOTONUTe BbB BOAHA 6aHs € ymcTa
BOJa U aHTUMUKPOBEH areHT ¢ TemnepaTypa 37 °C, KaTo pa3bbpKBaTe BHMMATEHO B MPOAb/DKEHME Ha
40-60 ceKyHaM, [OKATO OCTaHe MasiKa fiegeHa byyka.

4. N3BbpLUBaiiTe BCUYKM CNefBaLLM CTHMKMW MPU CTEPUIHM YCIOBUS B aCMMPATOp, KaTo nNpegu oTeapsiHe
Ae3nHdeKumpaTte Kprosmronata cbe 70% eTaHo.

5. BHMMaTenHo oTBopeTe Ae3nHdeKLMpaHus dakoH U NpexBbpeTe KneTbyHaTa cycneHsus B 15 ml
LleHTpodyxHa enpyBeTKa, CbabpXalla 8 ml xpaHUTenHa cpefa Cbe CTallHa TemnepaTtypa, KaTo
pa3bbpKaTe BHMMATENHO.

6. LeHTpodyrupalite cmecta npuv 300 X g B NpoAb/KEeHME Ha 3 MUHYTY, 32 fia OTRENUTE KNeTKUTe, U
BHUMATE/IHO M3XBbpAeTe CynepHaTaHTaTa, CbAbpXalla ocTaTbyHa 3amMpassBalla cpefa.

7. BHMMaTenHO pecycrneHfmpaniTe KneTbyYHaTa neneta B 10 ml npscHa xpaHuTenHa cpega. 3a agxesmBHU
KNETKU pa3genieTe CycneH3unsaTa Mexay gse Konbu T25; 3a CycneH3noHHW KyATypy NpexBbpreTe
usnaTa cpega B efHa konba T25, 3a fa ctumynmpate eceKTUBHOTO B3aMMOZENCTBIE U pacTex Ha
KIeTKuTe.

8. MpuabpxaiiTe ce KbM YCTaHOBEHUTE NMPOTOKO/IM 32 CYy6KYNTUBMPAHE 33 HEMPEKbCHAT PacTeX U
MoAAbPXKAHEe Ha KIeTbYHATa IMHUSA, KATO rapaHTMpPaTe HAZEXAHWN eKCNIePUMEHTAIHM Pe3yNTaTu.

37°C, 5%602’ OBlaXHeHa aTMocdepa.

3a onTUMaHO NPUKPENBaHe 1 XMU3HECNOCOBHOCT Cied pa3MpassiBaHe NpenopbyBame Aa ce U3nos3eat Konbu
WJIM NNIaKM C KOJTareHOBO NOKpUTHe.

Kp1OKOHCepBMpPaHUTE KNeTbYHU IMHUK Ce TPAHCMOPTMPAT BbPXY CyX fief BbB BanuanpaHa, M3onmpaHa
OMaKOBKa C AOCTATBbYHO XNAgMNEH areHT, 3a fa ce NofAAbpxKa NpubansnuTenHo -78 °C no Bpeme Ha
TpaHcrnopTupaHeTo. Mpy nonyyaBaHeTo He3abaBHO NperieganTe ONakoBKaTa U He3abaBHO NpexsbpeTe
(hnakoHWUTe 3a NOAXOAALLO CbXpaHeHHe.
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Shipping

Conditions Kp1OKOHCEPBMPAHUTE KNETBYHM IMHUN Ce TPAHCMOPTMPAT BbPXY CyX Jieq BbB BaAugnpaHa, M3onmpaHa
OMaKoBKa C fOCTaTbYyHO X/1aaUJIeH areHT, 3a fla ce noaabpxa NpubnnsnTenHo -78 °C no Bpeme Ha
TpaHcnopTupaHeTo. Mpu NnonyvyaBaHETO He3abaBHO NperiefarTe oNnakoBKaTa U He3abaBHO NpexBbpeTe
nakoHWTe 32 NOAXOAALLO0 ChbXPAaHEHME.

Storage

Conditions 3a AbAroTpaHo cCbxpaHeHue noctaBeTe QIaKOHMTE B TeYeH a30T B NapHa dasa npu TemnepaTypa okoso -150

00 -196 °C. CbxpaHeHuneTo npu -80 °C e NpUeMAnBO CaMO KaTo KpaTbK MEXAMHEH eTan npeay NpexBbpasHETO B
Te4yeH a3oT.

KoHTpon Ha kayecTBOTO [ TeHeTuyeH npodun [ HLA

Sterility
3aMBbpCsSBaHETO C MUKOMJIa3Ma Ce U3K/oYBa KakTo Ype3 PCR-6a3mpaHu aHanunsm, Taka v 4pes nyMUHECLEHTHM
MeTO/AM 3a OTKPUBAHE Ha MMKOMAa3Ma.
3a fa ce rapaHTUpa, Ye HsiMa 6aKkTepranHo, FbOUYHO UM OPOXAEBO 3aMbpPCABAHE, KNETbYHUTE KYITypH ce
NopAnarat Ha eXefHeBHY BU3YaHN NPOBEPKMU.
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