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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHusa HK-CRISPR-Tpr-mEGFP e cneuvanvsnpaH mogesn, paspaboTeH 3a HanpefHa v reHeTUYHN n3cneaBaHusi, 0co6eHo B
obnacTTa Ha peflakTpaHeTo Ha reHoMa ¥ u3cnefBaHuATa Ha reHHarta ekcnpecus. MNpovssegeHa ot knetkuTe Hela Kyoto, Ta uHterpupa
TexHonornata CRISPR/Cas9 3a npeunsHy reHoMH Moandmkal . BkiouBaHeTo Ha penopTepHus reH mMEGFP (MoHomepeH nofobpeH

3€e/1eH q)nyopecu,eHTeH I'IpOTeI/IH) ynecHsaBa BusyanmsaunaTa n npocnegdaBaHeTo Ha K/1IeETbYHUTE NpoLecn B peasilHO BpeMe, KOETO o npasu
HagexaeH NHCTPYMEHT 3a u3csiejBaHe Ha reHHata (*)yHKU,VIFl, NokanmsaunaTa Ha NPpoTenHn N AUHaMUYHN KNeTbYHU CbOUTUA B XMBY KNETKN.
Tasu k1eTbyHa NMHUS € 0COBeHO nonesHa 3a nscnensaHya B 061acTTa Ha HedpposoruaTa, OTKPUBaHETO Ha SlekapcTBa Y TOKCUKOIOTMYHUTE

npoy4yBaHusi. ExcnpecusaTta Ha reHa Tpr, KOMNOHEHT Ha KOMMNJIeKca Ha SApeHnTe Nopu, cromara 3a pa3bupaHeTo Ha MexaHU3MnUTe Ha
AOPEHUS TPAHCMNOPT M KNeTbyHata KomnaptMeHTanmsauus. scnegosarenute nsnonssar knetkmte HK-CRISPR-Tpr-mEGFP, 3a ga

n3cnenar pondTta Ha NPpoTenHUTe Ha agpeHarta nopa B pas/iMyHn KNeTb4HU NbTULLA, KaTo A0NMPUHACAT 3a pa36|/|paHeTo Ha paka, BUpycHUTe

VHCDEKLMN Y TEHETUYHWUTE HapyLLEHUSI.

TbKaH EHpoLepBuKe

3a6onaBaHe AZeHoKapuHoM
KNACUNOUKALNA

OpraHusbm Yosek

Cekc XKeHcku

CBoliicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK

Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTaTyca Ha TMO

GMO-S1: This HelLa Kyoto line contains an mEGFP-tagged Tpr generated via CRISPR, enabling studies of nuclear basket architecture. This

classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6e3onacHoOCT 1
XAPAKTEPUCTUKHN

Mopdonorus EnuTenvantu knetku ¢ hopma Ha MO3aeyHO KaMbye
NMAEHTUD®UNKATOPU
N3TOUHUK

HK-CRISPR-Tpr-mEGFP (katasioxeH Homep 300662 Ha Cytion)

[daHbueH ngeHTUUKaLMoHeH Homep 9606

B NCBI

Bnoxuten Na6oparopusita Ha EnbHEBLPr (EMBL)
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NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha npoTenHU
Tpr, mEGFP-Tar

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

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

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.

Pasmpa3ssiBaHe 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

3aMbpcsABaHETO C MMKOMNIa3ma ce U3k/ouBa KakTo upe3 PCR-6a3upaHy aHaimsu, Taka 1 uypes lyMUHECLLEHTHU MeToAM 3a OTKpUBaHe Ha
MuKoniasma.

3a Aa ce rapaHTupa, Ye HaAMa GakTepuasiHo, NbBUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyNTypy ce nognarat Ha exeHeBHN
BU3yasTHV MPOBEPKY.

Cpepa 3a 3ampassBaHe KaTo cpepfa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BkntountenHo FBS)
+ 10% DMSO 3a agekBaTtHa XM13HecnocobHOCT cref pasMpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.

YcnoBsua 3a cbxpaHeHue

3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN
Bb3pacT Ha goHOopa 30 roguHu
ETHU4ecka npuHagnexHocT AdppoamepukaHel,

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
CTpaHu
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