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https://www.cellosaurus.org/CVCL_0067

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH raytamui, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

[oGaBku
JonbnHeTe cpegarta ¢ 10% Ton/IMHHO akTuBmpaH FBS

MpecaxpaHe
Mopabpxarite KynTypuTe, KaTo NEPUOANYHO A06aBATE UM NOAMEHSITe cpefaTta. 3anoyHeTe KyaTypuTe ¢ NbTHOCT 5 x 105 kneTku/ml un
noAfbpxaliTe KOHLEHTpaumsTa Ha KNeTkuTe B AnanasoHa oT 3 x 105 go 1 x 108 knetku/ml 3a onTuMasieH pacTex.

MABbTHOCT Ha 3acABaHETO 1 x 105 knetku/mn
OOGHOBSIBaHe Ha TeYHOCTTa 2 NbTN CEAMUYHO

Bb3cTaHOBsIBaHE Crief pa3MpassiBaHe  Bbp3

Pasmpa3ssiBaHe 1 KyNTUBUPaHe

Confirm that the vial remains deeply frozen upon delivery, as cells are shipped on dry ice to maintain optimal temperatures during transit.
Upon receipt, either store the cryovial immediately at temperatures below -150°C to ensure the preservation of cellular integrity, or proceed to
step 3 if immediate culturing is required.

For immediate culturing, swiftly thaw the vial by immersing it in a 37°C water bath with clean water and an antimicrobial agent, agitating gently
for 40-60 seconds until a small ice clump remains.

Perform all subsequent steps under sterile conditions in a flow hood, disinfecting the cryovial with 70% ethanol before opening.

Carefully open the disinfected vial and transfer the cell suspension into a 15 ml centrifuge tube containing 8 ml of room-temperature culture
medium, mixing gently.

Centrifuge the mixture at 300 x g for 3 minutes to separate the cells and carefully discard the supernatant containing residual freezing
medium.

Gently resuspend the cell pellet in 10 ml of fresh culture medium. For adherent cells, divide the suspension between two T25 culture flasks;
for suspension cultures, transfer all the medium into one T25 flask to promote effective cell interaction and growth.

Adhere to established subculture protocols for continued growth and maintenance of the cell line, ensuring reliable experimental outcomes.

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes TIyMVHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYypK ce nognarar Ha eXxefHeBHN
BU3YyasTHV NMPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHcepBaLa 13nosi3Bame Nb/iHa cpefa 3a pactex (BkiuntenHo FBS)
+ 10% DMSO 3a agiekBaTHa X1U3HeCrnocobHOCT cnef, pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BK/IKOYBA ONTUMM3VIPAHV OCMOMNPOTEKTOPU N METAB0/TUTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisBaHe Ha
KPUOMHAYLIMPaHWs cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnroTpalriHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 fo -196 °C. CbxpaHeHueTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBus 3a foctaBka

KpnokoHcepBrpaHnTe KNeTbYHU IMHUW Ce TPaHCMOPTMPAT BbPXY CyX /e[, B yTBbPAEHW, N30/TMPaHN OMakKoBKM C AOCTATbYHO XNaAWNIEH areHT,
3a fa ce noaabpxa npubnuanTenHo -78 °C no Bpeme Ha TpaHcnopTvpaHeTo. [Npy nosyyaBaHeTo He3abaBHO Npersefarite onakoskara v
He3abaBHO NpexBbp/eTe 1akoHUTE 3a NOAXOASALLO ChbXPaHEHME.
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AAPUTEN

Bb3pacT Ha floHOpa [ete

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3adb/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AALMTE 3ALUTHI PbKABULW 1 06/IEK/O Ca OT ChLLIECTBEHO 3HAUEHMe, a Mo BpeMe Ha NPexBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM WM OT pe3epBoapa C TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Mnle Uan npeanasHu ounna. Tosa ce npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UM Ha KPYOBMO/IUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isHE
Ha OCTpM (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalnTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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