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HK EGFP-Kleisin-beta

300674

OBWA NH®OPMALNA

OnucaHne

KnetbuHara nuuusa HK EGFP-Kleisin-beta npeacTasnsiBa reHeTYHO MogudmLmpaHa pasHoBUAHOCT Ha kneTkuTe Hela Kyoto,
npesfHa3HayeHa OCHOBHO 3a 13CrefBaHe Ha XpOMO30MHaTa KOXe3Vsi Mo Bpeme Ha KNeTbYHUS Kb/, Tasu KneTbyHa IMHKS ekcnpecupa
nogo6peH 3eneH duyopecueHTeH npotenH (EGFP), cnAat ¢ npotenHa Kleisin-beta, knto4oB KOMMNOHEHT Ha KOXE3MHOBWS KOMM/IEKC, KONTO e
XU3HEHOBAXEH 3a KOXe3nsTa Ha CeCTPUHCKUTe xpomatuan. Excnpecusta Ha mapkvpanus ¢ EGFP Kleisin-beta nossonsisa BusyanusupaHe B
peasiHO BPeMe Ha AuHamuKaTa 1 nokasmsaumata Ha KoxesnHa npes Lenus KNeTbyeH LyKb/, KOeTO yecHsBa NoApobHNTe aHan3n Ha
XPOMO30MHaTa CTPYKTypa U (PYHKLMS B KNEeTbYeH KOHTEKCT.

To3un KneTbyYeH Mofen 06MKHOBEHO Ce U3M0N3Ba B U3cneABaHns, hoKycMpaHyi BbpXy MexaHM3mMmTe Ha MUTOTUYHAaTa U MeloTuyHaTa
XPOMO30MHa cerperauys, KaTo no-cneLuasHo ce pasriexia kak peryipaHeTo Ha KOXe3vHa B/visie BbPXy reHeTuyHata cTabuiHocT 1
KNeTbYHOTO AeneHe. dyopecLeHTHOTO MapkmpaHe Ha Kleisin-beta no3sonsBsa fa ce uscnefsa B3aviMoAericCTBMETO My C APYTY KOXE3VHOBY
KOMMOHEHTMN 1 XPOMO30OMHW NPOTENHU, KOETO AaBa Npefcrasa 3a MPOCTPAHCTBEHOTO U BPEMEBOTO Cr/iobsBaHe Ha KOXe3nHa BbpXy
XpoMo3omMUTe. V13Mon3BaHeTo Ha Tasu KAeTbYHA /IMHUA Ce PasnpocTpa BbpXy U3CNefBaHNATa Ha FeHETUYHU HapyLLeHUs 1 pak, Npu KOUTo
hyHKLMATA HA KOXE3MHA € HapyLLeHa, KaTo npejsara LeHeH MHCTPYMEHT 3a pasbrpaHe Ha natoreHesara u paspaboTBaHe Ha TepaneBTUYHY
cTparerum.

TbKaH LiepBukc
3a6onsaBaHe KapumHom
CUHOHUMU

« Hela Kyoto EGFP Kleisin-b
« Hela Kyoto Kleisin-beta EGFP

KNACUNOUKALNA
OpraHusbm Yosek
Cekc XKeHcku
CBoliicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK
Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTaTyca Ha TMO

GMO-S1: This HeLa Kyoto line contains an EGFP-kleisin-beta construct for live-cell studies of cohesin and chromosome architecture. This
classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonormyHa 6esonacHocT 1
XAPAKTEPUCTUKN

Mopdonorus Enutenvantu knetku ¢ hopma Ha MO3aeyHO KaMbye
NAEHTUDPUKATOPIA
N3TOYHUK

HK EGFP-Kleisin-beta (katanoxeH Homep 300674 Ha Cytion)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606

B NCBI
LlenosaBbp CVCL 1D64
Bnoxuten Na6opatopusata Ha EnbHEBPr (EMBL)

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecusi Ha NPOTEUHMN

EGFP-Kleisin-B: MectononoxeHnue/ren: 1..589 / Pcmy, 619..645 / Flag-tag, 661..1368 / GFP, 1393..3206 / Kleisin Beta, 4474..5268
KanR/NeoR

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenveto Ha Cytion
820300a)

ATmoccpepa 3a MHKyGaLms 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[OoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afAxe3uBHUTE KNEeTKN 1 v npomuiiTe ¢ PBS, KOSITO He CbabpXa Kasiuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYyOGupaT Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cneg
NHKyb6aLmsaTa BHUMATENHO pasobpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cnej KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite KNeTkute B NPsiCHa Cpefa v rv NpexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChabpXaT
npsicHa cpega.

MAbTHOCT Ha 3acABaHETO 1 x 104 kneTku/cm?

OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bb3cTaHoBsIBaHe criefi pa3MpassiBaHe Cnep pasmpassiBaHe, NocTaBeTe KNeTKUTe B Naky ¢ NABLTHOCT 5 X 104 kneTku/cm? n
ocTaBeTe K/IeTK/Te [1a Ce Bb3CTaHOBAT OT NpoLeca Ha 3aMpassiBaHe U Aa ce NPUKpensT 3a
Hall-mMasiko 24 vaca.

Pasmpa3ssiBaHe 1 KyNITUBUPaHe

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.
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https://www.cellosaurus.org/CVCL_1D64

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha floHOpa 30 roguHn
ETHuU4Yecka npuHagnexHocTt AdppoamepukaHel,

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHoCT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npobu KbM U OT pe3epBoapa C TeYeH a3oT e HeobXoAMMO fa ce U3MNo3Ba Macka 3a nuue Win npegnasHn oynna. Tosa ce npasu, 3a fja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4YaI0To Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref u3npallaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunasn OTroBapsaT Ha crneuudrkaummnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nmcra

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