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OBWA NH®OPMALNA

OnucaHne

KneTkute nposBaBaT yMepeHn HUBa Ha fonamunH 6eTa xuapokcunasHa aktusHocT. SK-N-BE(2) kneTkute nmar oTyeTeHa Hacualla
NABTHOCT, No-ronsiMa ot 1x108 kneTku/cmz2. MopdhonoruaTa Ha KI1eTKATe Baprpa, KaTo HAKOW KNETKM UMaT Ab/rv u3pactbliy, a Apyru ca

enuTenuonaHu. Knetkute ce arpervpar, o6pasyBar rpynu 1 niasar.
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https://www.cellosaurus.org/CVCL_0528

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
Mons, cmecete EMEM 1 Ham's F12 B cboTHoLeHne 50:50 (Homepa Ha usgenusta Ha Cytion 820100a 1 820600a)

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

[oGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

CbbepeTe cycneHanpaHute knetkm B 15-Munnnntposa enpyBeTka 1 BHUMATEIHO MPOMUATE npuienHanuTe knetku ¢ PBS 6e3 kanuuii n
marHe3uii (3nonssaiite 3-5 ml 3a kon6u T25 1 5-10 ml 3a kon6u T75). HaneceTe Accutase (1-2 ml 3a kon6u T25 n 2,5 ml 3a konbu T75),
KaTo ce yBepuTe, Ye NOKpMBa U3LAI0 KIETBYHKA cnoii. OcTaBeTe KneTkTe Aa ce MHKY6upar Ha cTaliHa Temnepartypa 3a 10 munyTu. Cneg,
VHKy6auuaTa KOMbMHUpainTe 1 LeHTpodhyrupaiTe cycneHsnsaTa u aaxe3vBHuTe knetkn. Cnep LeHTpodyrmpaHeTo BHUMATETHO
pecycneravpaiite kneTbyHaTa neneta u Npexsbp/eTe keTbuHaTa CyCrneH3uns B HOBU KOMIOM, ChAbpXally CBexa cpea.

OGHOBsAIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mpassiBaHe 1 KynTuBMpaHe

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 KPUOKOHCEPBALMUA

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka n Yypes IYMUHECLIEHTH METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karo cpefa 3a kprokoHcepBauusa nsnonssame 50% 6aszoBa cpega + 40% FBS + 10% DMSO
nnn CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSITO BK/1HOUYBA ONTUMU3NPAHN
OCMOMPOTEKTOPU N MeTaboNNTHY CTabunmsaTopu 3a nofobpsiBaHe Ha Bb3CTAHOBSBAHETO U
HamasnsBaHe Ha KprovHAYLMpaHus cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue nocrtaBeTe (i/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/isitHETO B TEYEH a30T.

Ycnosusa 3a focTaBka

KpnokoHcepBripaHnTe KNeTbyYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpy nonyyasaHeTo He3abaBHO npernejainTe onakoskata u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.
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AAPUTEN

Bb3pacT Ha floHOpa 2 rofuHN

ETHU4YecKa NpuHaANeXHOCT EBponeiicku

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECNOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalMTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOoAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

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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