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OBWA NH®OPMALNA

OnucaHne

KneTkuTe 2v6.11 ca nonyyeHn oT YoBeLlkaTa eMbpuoHanHa 6bopeyHa nuHua HEK-293 npes 2001 r. KneTbyHata vHuA 2V6.11 e ueHeH
pecypc 3a n3yyaBaHe Ha afleHOBMPYCHUSI OHKONpoTeuH E4, ocobeHo Ha npoTenHa E4 34K, 3a KOWTO e n3BecTHO, Ye yyacTsa B
NoA4bPXaHETO U Bb3CTaHOBABAHETO Ha KNETbYHUS TeHOM. kneTkuTe 2V6.11, nonyyeHun upes TpaHchekums ¢ nnasmug pVgRxR, nocnegsaH
oT pPEKORF6, BOAAT 40 MHAyUMpyeMa ekcripecus Ha npotenHa E4 34K, KoATo e cBbp3aHa C MHXMOMpaHe Ha KIeTbYHUTE MeXaHU3Mu, KOUTO
nonpaBsAT ABONHUTE BEPWXHU NpekbeBaHnsa B AHK. KneTbuHata nnHusa 2V6.11 feMoHCTpUpa, Ye afeHoBupycHuTe npotemHn E4 34k n E1b
55k nHxmnbupar xpomoszomHata AHK penapaums, kato HapylaBaTt HEXOMOJIOXKHOTO CBbp3BaHe Ha Kpauwata (NHEJ) n gectabunusmpar HK
penapaLlMoHH/Te NPOTeNHW, pasLuvpsBaiiki ehekTa cu 0T eKCTPaxpoMo3oMHaTa KbM kneTbyHaTa reHomHa JAHK.

WHayunpyemara knetbyHa nHna 2V6.11, ¢ HellHaTa afxe3nBHa envTeniHa Mopdosiorus, e ngeasnHa 3a uscnefsaHe Ha NoBefeHVeTo 1
XapaKTepuCTVKMTE Ha ENUTENHUTE K/IETKM, NOMyYeHn OT 6bbpeLuTe, BKIKUYUTEHO OTTOBOPa UM KbM MHPEKLMK C HYOBEeLLKM ageHoBupyc 40.
Tasu yHuBepcasiHa K/IeTbYHa SIMHUSA, KOSTO MOXe Ja 6bAe oTkpuTa Ype3 Western blot, faBa Bb3MOXHOCT Ha 13cnefoBaTeniMTe fa BHUKHAT B
MONEKYIAPHUTE MEXaHNU3MU, Ype3 KOUTO afleHOBUPYCHUAT E4 OHKOMPOTENH NOTUCKa Bb3CTaHOBUTENHUTE NPOLIECH, KATO MO TO3W HauMH
[JonprHacs 3a pasbrpaHeTo HY Ha afeHoBMpYCcHaTa NaTonorMsa 1 noteHupana 3a paspaborsaHe Ha HOBU TepaneBTUYHY CTPaTermn.

TbKaH deTaneH 6b6pek
MscTo Ha meTacTasuTe Henpunoxumo (chetaneH 6b0pek; HeTYMOPOreHHO NPoM3BoAHO Ha HEK293)
MpunoxeHwus

M3cnepBaHus Ha oHKonpoTenHa E4 Ha ageHoBMpyca; uscneABaHysa BbpXy penapaumsata Ha ABONHOBEepMKHN paskbeBaHnsa Ha AHK;
n3cneasaHusa Ha NHEJ nbT4; cuctemu 3a nHayumpyema ekcnpecus Ha E4 34k; Bupyconorus; natonorns Ha ageHosupyca

KNACUN®UNKALMUA
OpraHmsbm Yosek
Cekc KeHcku
CBoliicTBa, CBbp3aHu C pacTexa MpYBBPXKEHNK
Craryc Ha TMO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This HEK293-derived line contains an adenovirus 5 E4-34k expression construct controlled by an ecdysone-inducible promoter,
enabling regulated E4 protein production. This classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6e3onacHocCT 2
XAPAKTEPUCTUKN

Mopdonorus Mopo6HW Ha enuten

Tun Knetka EnutenHu knetkn
NAEHTUD®UNKATOPU
N3TOUHUK

2V6.11 (kaTanoxeH Homep Ha Cytion 305147)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Llenosasbp CVCL 6355

OBPABOTKA N OTINEXAAHE

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

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

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

PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KETKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NokKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTkUTe Aa ce MHKybupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTH, 3a ga ce otaensTt. Cnepn
MHKy6auuaTa BHUMaTeNnHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHaupare, cnef KoeTo LeHTpodiyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea v ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

KoedmuumeHT Ha pasgensiHe orlpo5
MNBbTHOCT Ha 3acsiBaHETO ot 1 po 3 x 104 kneTku/cm?
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

Pasmpa3ssiBaHe 1 Ky/ITUBUpaHe

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

CtepunHoct

3ambpcsBaHeTo ¢ MyKoM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u ypes IyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxeaHeBHU
BU3YyaUTHV NMPOBEPKN.

Cpepa 3a 3ampassBaHe KaTo cpepfa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BknountenHo FBS)
+ 10% DMSO 3a agiekBaTHa XM13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.
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https://www.cellosaurus.org/CVCL_6355

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a gocTaBKa

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

AAPUTEN

Bb3pacT Ha foHOpa Mnop,

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 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 fiue Uy npeanasHi ounna. Tosa ce Npaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT NOTEHLMAaTHY eKCM/I03UM Ha KPUOBMOTE NPY M3BXKAAHETO MM, KOUTO MOraT Aa A0BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3af Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha KyITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

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

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