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O6wa nHdopmayus

Description

 Cytion

PCC4-azal e kneTb4Ha MHUSA EC (eMbprOHaneH KapLuMHOM), MOMly4YeHa OT TPAHCMIAHTUPYEMUS MULLN

TepaTokapuvHoM OTT6050 1 cenekTMpaHa 3a yCTOMYMBOCT KbM a3aryaHuH.

Organism Muwka

Tissue Tectuc

Disease TepaToOKapLMHOM

Synonyms PCC4-Azal, PCC-4-azal, PCC4Azal, PCC4-azal, PCC4 azal, PCC4.aza 1
XapaKTepuUcTuku

Breed/Subspecies 129/Sv

Age Em6puoH

Gender MBXKKM

Morphology Mogo6Hu Ha enuTen

Growth Mpuobpxallm ce

properties

PerynaTopHu gaHHU

Citation

Biosafety level

NCBI_TaxID

PCC4-azal (kaTanoxeH Homep 400313 Ha Cytion)

10090

CellosaurusAccession CVCL_5857

BUOMONIEKYNISIPHU A aHHU

Tumorigenic

[a, npvi ronn MULWKu
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Viruses MAP-TecTbT € oTpuuaTeneH 3a: Ektromelie, Polyoma, K-Virus, Kilham, Reo 3, PVM, LCM, M.pulmonis, MVM,
Theiler's GD VII, Toolan's H-1, MHV, LDV, RCV/SDA, M-Adenovirus, B. piliformis

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 usgenuneto Ha Cytion 820400a)

Supplements JonbnHeTe cpefata ¢ 10% FBS, 5 Mukporpama/ml uHcynuH

Dissociation Accutase

Reagent

Subculturing OTCTpaHeTe cTapaTa cpefia OT agXxe3nBHUTE KIETKU U rv npoMuinTe ¢ PBS, KOSITO He Cbabpxa Kanumi u
MarHesui. 3a konbu T25 nsnonseaiTe 3-5 ml PBS, a 3a konbu T75 - 5-10 ml. Cnieg ToBa NOKpUiNTe KNeTKUTE
n3usano c Accutase, kato nsnonssate 1-2 ml 3a kon6um T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTKUTE Aa ce
MHKYbMpaT Ha cTaiiHa TemMnepaTypa 3a 8-10 MUHYTH, 3a aa ce oTaenaT. Cnef MHKY6aLmMsiTa BHUMATEHO
pa3bbpkanTe kneTkute ¢ 10 ml cpepa, 3a fAa rv pecycrneHanpaTe, cief KoeTo LeHTpodyrupaiite npy 300xg 3a 3
MUHYTU. I3XBBbpneTe cynepHaTaHTaTa, pecycneHavpanTe KNeTKUTe B NPsiCHa Cpefa v My NpexBbp/ieTe B HOBU
KON6K, KOUTO BeYe CbAbPKAT NPsiCHa cpefa.

Split ratio MpenopbyBa ce CbOTHOLLEHMe 1:2

Fluid renewal 2 [0 3 NBbTU CeAMUYHO

Freeze KaTo cpepa 3a KproKoHCepBaL s U3Non3BaMe NbiHa cpefa 3a pacTex (BkatounTenHo FBS) + 10% DMSO 3a

medium afeKBaTHa XXN3HECNOCOBHOCT cief pa3MpassBaHe unam CM-1 (kaTanoxeH Homep 800100 Ha Cytion), kosiTo
BKJ/1I0YBa ONTUMU3MPAHM OCMOMNPOTEKTOPU U METAabONUTHM CTabuamsaTopu 3a NnogobpsiBaHe Ha
Bb3CTAaHOBSABAHETO M HAMansBaHe HAa KPMONHAYLIMPAHUS CTPeC.
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Thawing and
Culturing Cells

Incubation
Atmosphere

Flask Coating

Freezing
Procedure

1. YBeperTe ce, Ye h1aKOHBT OCTaBa [ b/1I60KO 3aMpa3eH Npy AOCTaBKaTa, T KaTo KNeTKUTe ce
TPaHCMOPTUPAT CbC CYX Nefl, 33 Aa Ce NOAAbPXKAT ONTUMAHW TeMMNEepaTypu NO BpEME Ha
TpaHCMOpPTUPAHETO.

2. Mpu nonyyaBaHe UK CbxpaHsBaiiTe He3abaBHO KpMOBMOATa Npy TeMnepaTypu nog -150 °C, 3a fa
OCUrypuTe 3amna3BaHe Ha KleTb4yHaTa UsaocT, Uan NpeMmnHeTe KbM CTBKA 3, aKo € Heo6Xo0g1MMo
He3abaBHO KyNTUBUpPaHe.

3. 3aHe3abaBHO KynTMBMpaHe 6bp30 pa3mpaseTe h1aKOHA, KaTo ro NOTONUTe BbB BOAHA 6aHs € yMcTa
BOJa U aHTUMUKPOBEH areHT ¢ TemnepaTypa 37 °C, KaTo pa3bbpKBaTe BHMMATEHO B NPOABb/DKEHME Ha
40-60 ceKyHaM, [OKAaTO OCTaHe MasiKa fiegeHa byyka.

4. N3BbpluBaiiTe BCUYKM CNefBaLLy CTHMKMU MPU CTEPUIHM YCIOBUS B aCMMPaTop, KaTo npegu oTeapsiHe
Ae3nHdeKumpaTe KprosmronaTta cbe 70% eTaHo.

5. BHMMaTenHo oTBopeTe Ae3nHdeKuMpaHus dakoH 1 NpexBbpieTe KneTbyHaTa cycneHsus B 15 ml
LleHTpodyxHa enpyBeTKa, CbabpXalla 8 ml xpaHuUTenHa cpefa CbC CTallHa TemnepaTypa, KaTo
pa3bbpKaTe BHMMATENHO.

6. LeHTpodyrupalite cmecta npu 300 X g B NpoAb/KEHME Ha 3 MUHYTK, 32 fia OTHENUTE KNeTKUTe, U
BHUMATE/IHO M3XBbpaeTe CynepHaTaHTaTa, CbAbpXalla ocTaTbyHa 3amMpassaBalla cpefa.

7. BHMMaTeNHO pecycneHaMpainTe KneTbyHaTa nefeta B 10 ml npscHa xpaHuTenHa cpepa. 3a agxesnBHm
KNeTKU pa3genieTe CycneH3nsaTa Mexay gse Konbu T25; 3a CycneH3noHHU KyATypuy NpexBbpreTe
usnaTa cpega B efHa konba T25, 3a fa cTumynupate echeKTUBHOTO B3aMMOZENCTBIE 1 pacTex Ha
KneTkuTe.

8. MpupabpxaiiTe ce KbM YyCTaHOBEHMTE NMPOTOKO/IN 3a CY6KYNTUBMPAHE 3@ HEMPEKbCHAT PacTex u
MOAAbPKAHE HA KNEeTbYHATA JINHUSA, KATO rapaHTMpPaTe HAZEXAHN eKCNIepUMEHTAIHM Pe3ynTaTu.

37°C, 5%(:02’ OB/aXXHEeHa aTMocdepa.

Hama

Kp1OKOHCEepBUPaHUTE KNETBYHU IMHUM CE TPAHCMOPTUPAT BbPXY CyX Nef, BbB BaAuanpaHa, u3onmpaHa
OMaKOoBKa C fOCTaTbYyHO X/1agun/IeH areHT, 3a fla ce Noaabpxa NpubnansmTenHo -78 °C no Bpeme Ha
TpaHcnopTupaHeTo. Mpu NoayvyaBaHeTo He3abaBHO NperneganTe onakoBKaTa U He3abaBHO NpexBbp/eTe
(hakoHWTE 3a NOAXOASALLO CbXPaHEHHe.
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Shipping

Conditions Kp1OKOHCEPBMPAHUTE KNETBYHM IMHUKN Ce TPAHCNOPTMPAT BbPXY CyX fieq BbB BangnpaHa, u3onmpaHa
OMaKoBKa C f,OCTaTbYyHO X/1aaUJIeH areHT, 3a fla ce noaabpxa NnpubnnsnTenHo -78 °C no BpeMe Ha
TpaHcnopTupaHeTo. Mpu nonyvyaBaHeTo He3abaBHO NpernefarTe oNnakoBKaTa U He3abaBHO NpexBbpeTe
nakoHWTe 32 NOAXOAALLO0 CbXPAHEHME.

Storage

Conditions 3a A bAroTpanHo CbXxpaHeHue nocTaBeTe IaKOHMTE B TeYEH a30T B MapHa ¢asa npu TemrnepaTypa okoso -150

00 -196 °C. CbxpaHeHuneTo npu -80 °C e NpUeMANBO CaMO KaTo KPaTbK MEXAMHEH eTan npeay NpexBbpasHETO B
TeyeH 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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