7 Cytion

HK EGFP-LaminA/H2B-mCherry

300921

OBWA NH®OPMALNA

OnucaHne

Knetbynata nmHmsa HK EGFP-LaminA/H2B-mCherry e reHeTU4HO MoavduumpaH KIeTbueH Mogen, npoussogeH Ha Hela Kyoto, paspa6oTeH
3a yNleCHsABaHe Ha HanpeAHaIv U3CnefBaHua Ha aapeHaTa AMHamvKa 1 opraHmsaumsaTa Ha XpoMaTtrHa B XVBU KNeTKu. Tasun KNneTbyHa JINHNA
ekcnpecupa gga cvHTeTUYHY npotenHa: EGFP (nofobpeH 3eneH diyopecueHTeH NpoTenH), cnsat ¢ flamuH A, 1 mCherry (4epseH
donyopecueHTeH NpoTeunH), cnat ¢ XuctoH H2B. CnuaHeto Ha EGFP n JlamuH A nogyepTasa siipeHaTa 06B1BKa 1 No3BoNsBa Aa ce
BU3yasM3mpar NpomMeHuTe B sigpeHara apxXutekTypa rno BpeMe Ha pasBuUTUETO Ha KNETbYHUA LIMKB/T WA NPU Pa3/IMyHn eKcrneprMeHTasHN
ycnosus. B cbLLOTO BpeMe hroxbH npoTenHbT H2B-mCherry ce cBbp3Ba ¢ AHK 1 ocurypsiBa sipka yepeeHa thiiyopecueHums, KoATo Mapkmpa
XpomaTuHa, N03Bo/ABaliKM HaboAeHVe B pealHO BpeMe Ha XpOMO30MHMTE NPOoLIeCcH Mo BpeMe Ha MUTo3a 1 nHTepdasa.

Te3un kneTku ca 6e3LeHHN 3a NPUTOKEHNS 3a BU3yan3auua B peasiHO Bpeme, BK/IIUUTESHO 3a U3c/efBaHvsa Ha apeHara LanocT,
penukauusaTa Ha JHK 1 kneTbYHOTO CTapeeHe, KakTo v 3a n3cnefBaHus Ha 3ab01sBaHns, NPV KOWTO SApeHaTa apXnTekTypa e HapyLueHa,
KaTo pak n namviHonatuu. [lpyuseTHarta hayopecLeHLma Ha Tasun kneTbyHa IMHNA NO3BO/IsSiBa €AHOBPEMEHHA BU3yasm3aums Ha sapeHara
06BYVBKa U XpPOMaTVHA, KOETO Y/IeCHABa LiS/IOCTHOTO pasbupaHe Ha siapeHo-LuTonIasmMeHnTe B3anMogeicTBia U NPOCTPaHCTBEHO-
BpemMeBaTa opraHu3aunsa Ha XxpomaTuHa. Mofgo6HN Bb3MOXHOCTY A NPeBPbLLAT B U3K/THOUNTENHO BAXEH MHCTPYMEHT 3a U3cnefBaHus B
obnacTTa Ha MonekynspHara 61onormsa n KnetTbyHata 6uodunsmnka, ocurypssall, nornes Bbpxy MexaHukara Ha perynauuata Ha reHHara
ekcrnpecus, aapeHara opraHmsaums U KNeTbYHNUSA LKL,

TbKaH LiepBukc
3a6onsBaHe KapuymHom
CUHOHUMU

« Hela Kyoto EGFP-LaminA and H2B-mCherry

KNACUD®UKALINA
OpraHmsbm Yosek
Cekc KeHckn
CBolicTBa, CBbp3aHu C pacTexa MpYBBPXKEHNK
Craryc Ha TMO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This HelLa Kyoto line contains EGFP-Lamin A and H2B-mCherry constructs enabling dual-color imaging of nuclear lamina and
chromatin. This classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKHN

Mopdonorus EnuTenvanHu knetku ¢ hopma Ha MO3aeyHo KaMbye
NMAEHTUD®UNKATOPU
N3TOUHUK

HK EGFP-LaminA/H2B-mCherry (katasioxeH Homep 300921 Ha Cytion)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606

B NCBI
LlenosaBbp CVCL 1D62
Bnoxuten Na6opatopusata Ha EnbHEBPr (EMBL)

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha NnpoTenHn
EGFP-LaminA/H2B-mCherry

MpoAaykTn
XuctoH H2B

OBPABOTKA N OTINEXAOAHE

XpaHuTtenHa cpepa

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

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

foGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkuTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
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 BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

MNBbTHOCT Ha 3acsiBaHEeTO 1 x 104 kneTku/cm?
OGHOBSIBaHe Ha TeYHOCTTa 2 00 3 NbTU CEAMUYHO

Bb3cTaHOBsIBaHe cfief pa3vpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe KIEeTKATE B Naky ¢ NAbTHOCT 5 x 104 kneTku/cm?2 n
ocTaBeTe K/IeTKUTe [a ce Bb3CTaHOBSAT OT MpoLeca Ha 3aMpassiBaHe 1 Aa ce NPUKpensT 3a
Hali-masiko 24 yaca.

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.
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https://www.cellosaurus.org/CVCL_1D62

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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