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OBWA NH®OPMALNA

OnucaHne

U-2 OS-CRISPR-NUP96-Halo e reHeTU4HO MoguduLmpaHa KneTbyHa /IMHUS, NolydyeHa OT YOBELLKUTE ocTeocapkoMHu knetku U-2 OS. Tasu

KNeTbyHa NMHUS e MoandmumpaHa ¢ nomoulta Ha TexHonornata CRISPR-Cas9, 3a ga ce Bkitoun HaloTag B siokyca Ha reHa NUP96.
NUP96, yacT oT KoMM/iekca Ha AApeHnTe Nnopu, urpae KpUTUYHa posis B AAPEHNSA TPAHCNOPT 1 KNeTbyHarta peryniauns. BbeexgaHeTo Ha
HaloTag no3BonsBa npeLusHo BU3yanmsmpaHe 1 GBUOXMMUYHO XapakTepusupaHe Ha AuHamukata u B3anmogeicTamsata Ha NUP96 B

Knetkara.

KaTo ynecHsiBa KOBa/IEHTHOTO NPUKPENBaHe Ha hlyOpPeCcLeHTHN IraHay v gpyri coHam, HaloTag no3sosisisa BU3yanim3aums B peasiHo

BpeMe 1 nNpefocTasa MOLLEH MHCTPYMEHT 3a U3ydyaBaHe Ha MEXaHU3MUTE Ha AAPEHUSA TPAHCMOPT B XXMUBU KNETKU. TO3W KOHKPETEH K/TOHWHT,

Homep 252, e noab6paH 3apaaun ctabunHarta ekcnpecus Ha NUP96 ¢ HaloTag, koeTo rapaHTupa noctosiHHa paboTta B eKCnepumMeHTaiHuTe

NOCTaHOBKN. Ta3u XxapakTepucTnka ro npasu U3KMHYUTENHO MOAXOAALL 38 TEXHUKN 38 BU3yannsaumns ¢ BUCOKa Pe3oiouns 1 n3cneaBaHnsa Ha

MOJTIEKYNAPHOTO B3aVIMO,CI,eI7ICTBVIe, Kato no TO3n Ha4yuH nognomMara HanpeaHananTe nscnenBaHnua B KneTbyHaTa 6uonorusi, ocobeHo B

KOHTEKCTa Ha siipeHaTa PyHKLUS 1 reHETUYHATA perynauus.

TbKaH Bone

3a6onasaHe OcTeocapkom
KNACUN®UNKALMUA

OpraHmsbm Yosek

Cekc KeHcku

CBoliicTBa, CBbp3aHu C pacTexa MpYBBPXKEHNK

Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This human osteosarcoma cell line (U20S-CRISPR-NUP96-Halo, clone 252) contains a CRISPR-edited NUP96-Halo fusion
generated via lentiviral delivery, enabling fluorescent labeling of nuclear pore complexes. The modification is stably integrated. This

classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonorvyHa 6e3onacHOCT 1
XAPAKTEPUCTUKWN

Mopdonorus Mono6Hu Ha enuten
NAEHTUDUKATOPIA
N3TOYHUK

U-2 OS-CRISPR-NUP96-Halo (katanioxeH Homep 300448 Ha Cytion)

[daHbueH ngeHTUUKaLumoHeH Homep 9606

B NCBI

Lienosasbp CVCL BY7FI

Bnoxwuten Na6oparopusita Ha EnbHOBLPr (EMBL)
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https://www.cellosaurus.org/CVCL_B7FI

NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha NpoTenHn
NUP96-Halo (eHgoreHeH NpoTenH Ha sApeHust NopeH kommeke 96, mapkupaH ¢ Halo)

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

McCoys 5a, w: 3,0 g/L rntoko3a, w: ctabuneH rnytamud, w: 2,0 mM Hatpues nupysart, w: 2,2 g/L NaHCO3 (Homep Ha ctaTtusaTta B Cytion
820200a)

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

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
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.

MnbTHOCT Ha 3acABaHETo 1 x 104 kneTku/cm?

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 KPUOKOHCEPBALMUA

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 HMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTtHa X13HecnocobHOCT cref pasMpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiABaHe Ha
KprovHAyLMpaHus cTpec.
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Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOpa 15 roguHu
ETHU4YecKa npuHagnexHoct KaBkaskun

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3acTaBame 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalUTe KNETKM LWe 6bAaT XM3HECNOCO6HM B HA4YaN0TO Ha KyNTUBUPAHETO B NPOAb/KeHNe Ha 60 AHW cnef n3npallaHeTo
UM OT HalLWTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuann oTroBapsT Ha cneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns n/wnm npogykrosara nncra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums

Mpunarat ce cnopasymeHus ¢ TpetTun Yes
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