7 Cytion
NS3-CMPK-hLBR1TM-mEGFP

300986

OBWA NH®OPMALNA

OnucaHne

Tasu KoHOBa CTabu/IHA KETHYHA NIMHKS € Cb3AaAeHa Ype3 TpaHCEKLMS Ha KPpbroB niasMug u upes Flp pekomGrHaums, nocnessaHa ot

cenekums 3a IeKapcTBeHa Pe3UCTEHTHOCT.

TbKaH EHpoLepBuKC

3a6onsaBsaHe AeHoKapLHOM

MsAcTo Ha meTactasute Jlokaums Ha MbpPBUYHUS TYMOP (EHAOLIEPBUKC/LEPBUKC)
MpunoxeHus

MpecTpykTypupaHe Ha sigpeHata 06BMBKa; 61uonorus Ha peuentopa Ha namviH B (LBR); nHayuupaHa oT JOKCULMK/INH FreHHa eKcnpecus;
cucteMa Hela Kyoto Flpln TREX; B3avMogeincTeua Mmexay XpomaTuHa 1 naMmHaTa; Busyanmsaumst Ha XXUBK KNeTKU; n3cnegBaHus Ha

YC/IOBHOTO M34eprBaHe upe3 MapkupaHe rno 6/130cT, MeaupaHo ot NS3

CUHOHUMU
« HelLa R19 FIpin TREx H2B-Cherry/NS3-CMPK-hLBR1TM-mEGFP

KNACND®UNKALNA
OpraHusbm Yosek
Cekc XKeHcku
CBoiicTBa, CBbP3aHu C pacTexa MpuBBPXEHNK
Craryc Ha 'MO GMO-S1

MoppoGHOCTU OTHOCHO cTaTtyca Ha TMO

GMO-S1: This HeLa R19 Flpln TREX derivative contains Flp recombinase-integrated constructs encoding H2B-mCherry and doxycycline-
inducible NS3-CMPK-hLBR1TM-mEGFP, with G418 resistance marker. This classification applies only within Germany and may differ

elsewhere.

HuBo Ha 6nonorvyHa 6e3onacHOCT 1

XAPAKTEPUCTUKHN

Mopdonorus Mopo6HW Ha enuten

Tun Knetka EnutenHu knetkm

NWAEHTU®UKATOPU

N3TOUYHUK
NS3-CMPK-hLBR1TM-mEGFP (katanoxeH Homep 300986 Ha Cytion)

[aHbyeH ngeHTUpMKaLMOHeH Homep 9606
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NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha NpoTenHn
H2B-mCherry n uigyuupyema ot DOx NS3-CMPK-hLBR1TM-mEGFP

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atMmocdepa.

[NoGaBku

[onbnHete cpegara ¢ 10% FBS, 0,5 mg/ml G418
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii u marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute ususAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
MHKybauuaTa BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHavpare, cief KoeTo LeHTpodiyrmupaiite npu 300xg 3a 3
MUHYTW. VI3XBBbP/ETe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbpsieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

PasmpassiBaHe 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 ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karto cpefia 3a kproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTtHa X13HecnocobHOCT cref pasmpasssaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue

3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN
Bb3pacT Ha goHOopa 30 roguHu
ETHU4ecka npuHagnexHocT AdppoamepukaHel,

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

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

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
CTpaHu
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