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OBWA NH®OPMALNA

OnucaHne

KnetbuHara nuuusa HK-CRISPR-NUP205-mEGFP e reHeTuyHo moauduuvpaHa YoBeLlka KneTbyHa IMHWSA, NpefHas3HauyeHa 3a nscneaBaHe
Ha HykneonopuH 205 (NUP205) 1 HeroBaTa possi B KOMiekca Ha sgpeHarta nopa. Mogudumumpara ¢ CRISPR-Cas9, 3a fa mapkupa
NUP205 ¢ moHOMepeH nofo6peH 3e/eH duiyopecueHTeH npotenH (MEGFP), T8 no3sonssa Bu3yanusvpaHe 1 npocnegsasaHe Ha NUP205 B
XXUBW KNETKU, nognomaraiikv nscnefpaHusaTa Ha MexaHusmMmTe Ha aapeHus TpaHCNopT U AuHammkaTta Ha KoMrsiekca Ha sigpeHara nopa.
NUP205 e kpuTUYeH KOMMOHEHT Ha KOMMNJIEKCa Ha siapeHara nopa, KoMTo perynmpa npeHoca Ha Moekyn Mexay aApoTo 1 LuTonnasmara.
MapkupaHeto Ha NUP205 ¢ mEGFP no3sonsiBa Ha n3cnegosarenvrte Aa Habnogasar iokanmsauusarta v NoBe4eHNETO My B peaslHO Bpeme
nof, ¢paiyopecLeHTEH MUKPOCKOT, KOETO Npasy Tasn KNeTbyHa JIMHNA 0COBEHO Mosie3Ha 3a n3yyaBaHe Ha CTPYKTYpHUTE U (DYHKLUMOHaTHUTE
acrnekTn Ha KOMM/IEKCUTE C AAPEHN NOPY 1 PoNiAaTa UM B TeHHaTa ekcrnpecus, obpaboTkara Ha PHK 1 KNeTbyH/A LKL,

KnetbuHara nimHna HK-CRISPR-NUP205-mEGFP e MoOLLieH MHCTPYMEHT 3a u3criefiBaHe Ha MexaH13MuTe Ha HyKieouuToniasmeHuns
TPaHCMOPT ¥ ponATa Ha AAPeHNs MOPeH KOMMIEKC B KNeTbyHaTa XomeocTasa. TS e LigHHa 1 3a U3CriefjBaHe Ha HauvHa, No KOMTo
HapyLLeHusTa BbB (DyHKLMATA Ha siApeHarta nopa AonpviHacaT 3a 3a601sBaHns KaTto pak U HeBpOAereHepaTuBHY pa3CTPolCTBa, KaTo
npegnara HagexaeH Mogen 3a nofobpsasaHe Ha pasbypaHeTo HY 3a AAPEeHUs TPAHCMOPT 1 HETOBOTO 3HAYEHWE 3a YOBELLKOTO 34pase.

TbKaH EHpouepBuKe

3a6onsaBaHe AeHoKapLHOM

MsAcTo Ha meTactasute MSACTO Ha MbPBUYHUS TYMOP (EHIOLLEPBUKC)
MpunoxeHwus

Bronorus Ha ckeneTHarta CTpykTypa Ha sapeHust nopeH kommnsiekc (NPC); Bu3yanusaums Ha HyK/1eonopuHUTE OT CKesleTHaTa CTPYKTypa Ha
NUP205; Bu3yanunsauus Ha xueu knetkn ¢ mEGFP; MUKpPOCKONMA CbC CBPBbXBUCOKA pasfenntesniHa cnocobHocT; BannamnpaHe Ha CRISPR-
HOKayT; AApeHo-UuTonNasMeH TPaHCnopT; CTPYKTYpHa opraHusaumusa Ha NPC

CUHOHUMU
¢ HK-CRISPR-NUP205-mEGFP #81

KNACND®UNKALNA
OpraHmsbm Yosek
Cekc XKeHcku
CBoiicTBa, CBbpP3aHu C pacTexa MpuBBPXEHNK
Craryc Ha 'MO GMO-S1

MoppoGHOCTU OTHOCHO cTaTtyca Ha TMO

GMO-S1: This HeLa Kyoto line contains a CRISPR-engineered mEGFP fusion at the NUP205 locus for scaffold-level nuclear pore research.
This classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonoruyHa 6esonacHocT 1
XAPAKTEPUNCTUKN
Mopdonorus EnuTenvantu knetkm ¢ hopma Ha MO3aeyHO KaMbye
Tun Knetka EnutenHn knetkm
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NWAEHTU®UKATOPU

N3TOYHUK
HK-CRISPR-NUP205-mEGFP (katanoxeH Homep 301574 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606

B NCBI

Lienosasbp CVCL URA49

Bnoxuten Na6oparopusita Ha EnbHOBLPr (EMBL)

NMPOABA N NPEAPA3MO/OXEHOCT

MpoAaykTn
EGFP (nofobpeH 3eneH hlyopecLeHTeH NPpoTenH)

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 nsgenveto Ha Cytion
820300a)

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

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kaniuuii 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 cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbprieTe B HOBU KO6GK, KOUTO BeYe ChAbpxXaT
npsacHa cpega.

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mMpa3ssiBaHe U KyNTUBMpaHe

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_UR49

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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