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OBWA NH®OPMALNA

OnucaHne

KneTtbuHara nuHus Buffalo Rat Liver (BRL), cnoHTaHHO nMopTanM3npaHa IMHKUS OT YepHOA4PO6HAa ThkaH Ha NabX oT bbdano, nva
3HauMTeNIHa CTOMHOCT nopaau 3ana3BaHeTo Ha NyPUNOTEHTHOCT U KapUOTUIMTHA HOPMaJTHOCT, NOJ06Ha Ha eMOPUOHa/THUTE CTBOIOBU KNETKN
(ES). BRL kneTkute npousBexaar koHanunoHpaHa cpega (BRL-CM), KOATO MMa YHUKaIHO NPUIoXKeHne B 61UonorusaTa Ha CTBONI0BUTE
KNeTkuW; TA noTucka AudepeHumanysaTa Ha ycTaHOBeHU NMHUM eMbprioHaneH kapumHoM (EC) un ES knetku. ToBa CBOMCTBO N03BO/ISABA
noAbpXaHeTo Ha Te3n CTBOSIOBU KNETKM B HeAndepeHLMpaHo CbCTosAHNe, 6e3 fa ca Heob6Xo4MMU 3axpaHBaLLy KNeTKW, BbIPeKX Ye ToBa
nofbpXaHe e X13HecrnocobHO camo 3a orpaHnyeH neprog oT Bpeme, KOeTo nogyeprasa orpaHuyeHue B nosnesHocTta Ha BRL-CM npu
[B/ITOCPOYHO KyNTVBMPaHe Ha CTBOMOBU KIETKU.

OcBeH ToBa k/ieTbuHaTa MHKA BRL npefocTaBsa nHTEpeceH MoAen 3a UsyyaBaHe Ha Bb3AeCTBMETO Ha reHeTUYHMUTE MoAnrKaLmy BbpXY
noBeLieHNeTO Ha K/1eTK1Te, KOeTO ce utcTpupa oT AndepeHumpalnsa oTroBop Ha HopMastHK cnpsamo Ha-ras-1 TpaHcthopmupann BRL
K/TETKM KbM LUTOCKENIETHY MHXNOGUTOPK. TpaHcthopmaumsaTa ¢ OHKoreHa Ha-ras-1 He camo moavdmumpa kneTbYHuTe 0TrOBOPH, HO 1
nosuLwaBa CTabuIHOCTTa Ha MUKpPOhuiameHTUTe U MUKPOTYByiuTe, KaTo CriefoBaTe/IHO MPOMEHS CTPYKTypHaTa LiAa1oCT Ha KnetkaTa. Tesn
OTKPUTUA NogyepTasar NoTeHUVasHaTa poss Ha LMTOCKeneTa 3a NogAabpaHe Ha kneTbyHarta hopma 1 NaypunoTeHTHOCT, KOATO e OT
K/TIOYOBO 3HAYEHME KaKTO B HOpMasiHaTa husnonorvs, Taka v B 60M1eCTHUTE CbCTOSIHWSA, BK/IKOUBALLIM KNeTbYHa TpaHcdopmaums v
andepeHumauums.

TbKaH YepeH apob

CUHOHUMU

« Buffalo Rat Liver

KNACUNO®UKALNA
OpraHmsbm Mnbx
CBoiicTBa, CBbpP3aHU C pacTexa MpuBBPXKEHNK
HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKN
Mopdonorus Enutenvanex
NAEHTUD®UNKATOPU
N3TOUYHUK

BRL (katanoxeH Homep Ha Cytion 305193)

[AaHbuyeH ngeHTUMKauMoHeH Homep 10116
B NCBI
Llenosasbp CVCL 4565

OBPABOTKA N OTINEXAOAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTa B Cytion 820100a)
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https://www.cellosaurus.org/CVCL_4565

ATmoccpepa 3a MHKyGaLms 37°C, 5%C02, oBnaxHeHa atmocgepa.

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS n 1% NEAA

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuyuii 1 marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbm
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa v rv NPexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

PaswvpassBaHe U KynTusupaHe

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

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3vpaHmn aHanmsu, Taka u Ypes IyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nognarar Ha eXxefHeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOHCepBaLsa 13nosn3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnocobHOCT cneq pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METAb0NUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifBaHe Ha
KpUonHAyLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnroTpalriHo CbhbxpaHeHve noctaBeTe h/lakoHWTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

YcnoBsusA 3a goctaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKOBKM C JOCTATbYHO XIaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy noslyyasaHeTo He3abaBHO nperieaaiTe onakoskara 1
HE3a6aBHO NpexBbp/ieTe IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Mopopaa | nogBug Buffalo
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NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT CbLLECTBEHO 3HAUEHUe, a Mo Bpeme Ha NPexBbp/ISHETO Ha 3aMpaseHu
npo6u KbM WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha crneumdrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
aexknapauus
HeoGxoaumo e cnopasymMeHue 3a Yes
npexBbpisiHe Ha MaTepuanun
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