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3aranbHa iHdopmauin

Description
KnituHHa ninis HK-CRISPR-mEGFP-Nup153 - Le Mmogenb KAiTUH N10ANHN, CTBOPEHA A1 BUBYEHHS AUHAMIKK
apepHoro nopooro komnnekcy (NPC). BukopuctoBytoum CRISPR-Cas9, us KNiTUHHA NiHis iIHTErpye MiTKy
MOHOMEPHOIO PO3LLIMPEHOTr0o 3eNeHOro ayopecLeHTHoro 6inka (MEGFP) B reH Nup153, KpUTUYHO BaXX/IMBOTO
komnoHeHTa NPC. Lle no3Bonse BisyanisyBatu nosefiHky NPC B peanbHOMY Yaci B XXMBUX KNIiTUHAX.
Lls KNiTMHHA NiHis KopUCcHa Ans BUBYEHHS 36MpaHHs Ta po3bupaHHa NPC, a TakoxX iXHbOi poJii B
HyK/eoLMToNnaa3MaTUYHOMY TpaHCNopTi, ekcnopTi MPHK Ta winicHocTi spepHoi 060M10HKK. ToYHe
pefaryBaHHsl FeHoMy 3a AonoMoroto TexHonorii CRISPR 3abe3neyye HagiliHicTb pe3ybTaTis, WO pObUTD Lito
NiHito LiHHOW ANs po3yMiHHS dyHKLin NPC B HOPMi Ta Npy 3aXBOPIOBAHHSX.

Organism NognHa

Tissue EHpoLepBikc

Disease ApeHokapunHoma

XapaKTepuUCTuKu

Age 30 pokiB

Gender iHka

Ethnicity AdbpoamepukaHelp

Morphology EniTenionogibHi KNiTUHM 3 hOPMOIO MO3aIYHOIO KaMeH!o

Growth Apgent

properties

HopmaTuBHi gaHi
Citation HK-CRISPR-mEGFP-Nup153 (Homep 3a kaTanorom Cytion 300656)

Biosafety level 1

NCBI_TaxID 9606
Depositor Na6opatopis Ennenbepra (EMBL)
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GMO Status IMO-S1: Ls ninist HeLa Kyoto Mictutb 31mTTss mEGFP 3a gonomorot CRISPR-itxxeHepil B 1okyci Nup153 gas
Bi3yanisaLjii sgepHoro nopoBoro kommnekcy. Lisi knacudikauis 3acTocoByeTbcs nue B HiMeuuumHi i Moxe
BifPi3HATUCS B iHLWMX KpaiHaX.

BiomonekynspHi paHi

Protein Nup153, mEGFP-Ter
expression
06pobka
Culture OMEM, w: 4,5 r/n [noko3a, w: 4 MM L-rayTamin, w: 3,7 r/n NaHCO3, w: 1,0 MM nipyBaT HaTpito (LMT. HOMEp
Medium 820300a)
Supplements [opaiiTe go cepenosuia 10% FBS
Dissociation AkkyTasa
Reagent
Subculturing BupaniTb cTape cepefoBuLLe 3 NPUANNAKX KAITUH | npoMuinTe ix PBS, B skoMy 6paKye KanbLito i MarHito. s

kon6 T25 BuKkopucToByiTe 3-5 M PBS, a ans kon6 T75 - 5-10 M. MOTiM NOBHICTIO NOKPUIATE KNITUHK
aKKyTa3010, BUKOPUCTOBYOYM 1-2 MA1 aNis Konib T25 1 2,5 Mn anis Konib T75. 3anuiiTe KNiTuHW iHKyByBaTUCS Npu
KiMHaTHi TeMnepaTypi NpoTsrom 8-10 XBUAWH, W06 BigokpeMuTy ix. Micns iHkybaLii obepexHo 3miwaiTe
KNiTUHKW 3 10 MN cepepoBuLLa, Wob pecycrneHayBaTh ix, a NoTiM LeHTpudyryinte npu 300Xg NpoTsrom 3 XBUINH.
BUKWHbTE HaA0CafoBY PigUHY, pecycreHaynTe KNiTUHU Y CBDKOMY CEpeAoBULL Ta NEPEHECITb iX Y HOBI Konbu,
AKi BXXe MiCTATb CBiXe cepefoBuLLe.

Freeze SIK cepefioBuLLEe KPIOKOHCEPBYBaHHS MU BUKOPUCTOBYEMO MOBHE XMBUIbHE CepeaoBuLLe (BKNoYakoun FBS) +

medium 10% AMCO ans apeKBaTHOI XXUTTE3ZATHOCTI Nic/s BigTaBaHHS abo CM-1 (Homep 3a kaTanorom Cytion 800100),
[0 CKagy sKOro BXOASATb ONTKMMi30BaHi OCMOMNPOTEKTOPU Ta MeTabonivHi cTabinisaTopu gns NPUCKOPEHHS
BifJHOBJ/IEHHS Ta 3MEHLUEHHS KPiOiHAYKOBAHOrO CTPecy.
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Thawing and
Culturing Cells

Incubation
Atmosphere

Flask Coating

Freezing
Procedure

1. MNepekoHalnTecs, WO Bia/l 3a/IMIAETHCS TNOOKO 3aMOPOXKEHUM MiC/S JOCTaBKM, OCKINIbKM KNITUHM
TPaHCMNOPTYTLCA HA CYXOMY Nbody ANs NigTPUMaHHSA ONTMMaNbHOI TeMNepaTypw nig 4yac
TPaHCMOPTYBaHHS.

2. Micns oTpUMaHHs HeralHo 36epiraiiTe KpioBian Npu TemnepaTypi HMx4e -150°C, wob 3abe3neynTu
36epexeHHs KIITUHHOT WinicHocTi, abo nepeingiTe A0 KPOKY 3, AKWO NOTPiGHe HeraHe Ky/bTUBYBaHHS.

3. [nsi HeralmHoro Ky/ibTUBYBaHHS LWBWAKO PO3MOPO3bTe Biasl, 3aHYPUBLLN MO0 Y BOASHY 6aHH0 3 YUCTOMO
BOJOIO | aHTUMIKPO6HUM 3acobom npu TemnepaTypi 37°C, obepexHo nepemiwyoym npoTarom 40-60
CEKYHJ, MOKU He 3alNLLINTbCSA HEBEIMKA KpMXXaHa rpyfkKa.

4. BCi HacTyMHi KPOKM BUKOHYIMTE B CTEPUIIbHUX YMOBAX Y NMPOTOYHI BUTSHKHIW Wwadi, gesiHdikyroun
KpioBian 70% eTaHONOM Mepep BigKPUTTAM.

5. O6epexHo BigKpuiiTe npoaesiHdikoBaHWI GaKOH i NepeHeciTb KNITUHHY CycneHsito B 15 M
LeHTpUdYXHY NPoBipKy, Lo MICTUTb 8 M Ky/bTypanbHOro CepefoBHLLA KIMHATHOT TeMnepaTypu,
obepexHo nepemiwyoym.

6. BigueHTpudyryinte cymiw npu 300 X g NpOTAroM 3 XBUJIWH, W06 BilOKPEMUTH KNITUHU, | 06epexHOo
BVWKWHbTE HAAOCAA0BY PiANHY, WO MICTUTb 3a/IMLLKN 3aMOPOXYBa/IbHOrO CepefioBULLa.

7. ObepexHo pecycrneHaynTe ocag KniTUH Y 10 M CBIXKOro KynbTypanbHOro cepeposuila. [ns
aAre3nBHUX KNiTUH po3aiNiTb CYCNeH3ito MiX ABOMa Ky/bTypanbHUMM Konbamu T25; Ans CycneH3inHnx
KyNbTYp NepeHeciTb BCe cepeaoBuLLe B oaHY Konby T25, o6 cnpusti eeKTUBHIN B3aEMOAIi Ta pocTy
KNiTUH.

8. [oTpuMynTeCh BCTAHOBNEHMX NMPOTOKO/IB CYOKYNbTUBYBaHHS [/151 MPOJOBXEHHS POCTY i MiATPUMAHHS
KNITUHHOI NiHil, 3a6e3ne4yoyumn HafiHi pe3ynbTaTh eKCNepUMEHTY.

37°C, 5% Bosiora aTmocdepa.

coz’

Hi

KpiokoHcepBOBaHi KNiTUHHI NiHil TPAHCMOPTYOTLCSA HA CyXOMY NIbOAY B MePEBIPeHill i301b0BaHil ynakoBsLi 3
[OCTaTHbOMO KifIbKICTIO XONI0A0areHTy Ans NigTpMMaHHA TeMnepaTypu npubamsHo -78 °C nig vac
TpaHCMOpTyBaHHS. MpyU OTPYMaHHiI HEralHo OrIsiHbTE KOHTEWHEP | HeraHO NepeMiCTiTb Biasn y BignosigHe
Micue ans 36epiraHHs.
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z::‘pd':;lt?ogns KpiokoHCepBOBaHi KITUHHI NiHiT TpaHCNOPTYHOTbCSA Ha CyXOMY /1boAy B NepeBipeHilt i301boBaHii ynakoBLi 3
JOCTaTHbOM KiNbKiCTIO XONOA0AreHTy ANs NiATPUMaHHSA TeMnepaTypy npubamsHo -78 °C nig vac
TpaHCMoOpTyBaHHs. NPy OTPYMaHHi HEraliHO OrNISIHbTE KOHTEWHEP | HEraHO NepeMICTiTb Biann y BignosigHe
Micue ans 36epiraHHs.

Storage

Conditions [Ons TpuBanoro 36epiraHHs NOMICTITb 1lakoHU B NapodasHMii pifikvii a30T Nnpy TemnepaTypi Big -150 go -196

°C. 36epiraHHs npu -80 °C gonycTnMe nunLle K KOPOTKMIN NPOMIXKHUIA eTan nepeg NepeHeCceHHsM Y pPigKui
asor.

KoHTponb sikocTi [ TeHeTu4uHMi npodinb [ HLA

Sterility
3apaXKeHHs MiKOM/Ia3MOK BUK/IHOYAETHCS 3a JOMNOMOrOH aHani3iB Ha OcHOBI M/1P Ta NIOMIHECLEHTHMX METOAIB
BUSIBNEHHS MiKONMa3Mu.
LLlo6 nepekoHaTHCs Y BifiCyTHOCTi bakTepianbHOro, rpvbKoBOro abo ApiKAXKOBOr0O 3abPYAHEHHS, KITITUHHI
KyNbTYpU NiggatoTbCs LWOAEHHOMY Bi3yanbHOMY KOHTPOJIIO.
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