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Fevikeg TAnpodopieg

Description
H kuttaptkr oelpd HK-CRISPR-Pom121-mCherry givat pia yeVETIKA TPOTIOTIOINMEVN TIAPAAAAYT] TWV KUTTAPWV

HelLa Kyoto, oxedl1acuévn yla TiponypEV KUTTAPLKN €peuva. AUTA Ta KUTTapa EXOUV TpoToTotnOel e Tn Xpron
NG texvoAoyiag CRISPR-Cas9 yia tnv mpoabrkn piag ¢pbopiloucag etikétag mCherry oto yovidio Pom121, éva
BACIKO CUOTATIKO TOU CUUTIAEYUATOG TWV TIUPNVIKWY TIOPwYV (NPC). H TpoToTIoinen auTh EMITPETEL OTOUG
£PELVNTEG va attelkoviouv To Pom121 o€ Tpaypatikd Xpovo, Bondwvtag Ti¢ LEAETES TNG TIUPNVIKAG SUVAULKIG
Kal Twv AstToupylwyv Tou NPC.

H eTikéta mCherry, TOU EKTIEUTIEL KOKKIVO GpOOPLOUO, S1EUKOAUVEL T AeTITOUEPT] EEETAGN TNG CUUTIEPLPOPAS TOU
NPC kat TnG TUPNVIKAG-KUTTAPOTIAACUATIKIG LETAPOPAS LLE TN XPrion HikpookoTtiag ¢pOoptopol. AUTH
KUTTOPLKN OELPA ATIOTEAEL TIOAUTIHO EPYAAEID Yia TH SIEPEHVNOT TWV TIPWTEIVWY TWV TIUPNVIKWY TIOPWY, TN
pLBULONC TNG YOVISIAKAG €K PACTC, TOU EAEYXOU TOU KUTTAPLKOU KUKAOU Kal TG LETAYWYIG ORUATOC.

Organism AvBpwrivo
Tissue EvSotpdynhog
Disease ASevokapkivwpa
XapakTneLoTikA
Age 30 xpovia
Gender ruvaika
Ethnicity APpoapePIKaVOS
Morphology ETOnAtakd kOTTapa pe Pndidwto oxnua mETPag
Growth MpookoAANLLEVO
properties

PuOpiotika SeSopéva
Citation HK-CRISPR-Pom121-mCherry (apt8udg katahdyou Cytion 300658)
Biosafety level 1
NCBI_TaxID 9606
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Depositor Epyaoctripio Ellenberg (EMBL)

GMO Status GMO-S1: Auth n ypaupn HelLa Kyoto epiéxel pia eTikéta mCherry pe tn uecoAdBnon CRISPR ato Pom121 1tou
ETUTPETIEL TNV OTITIKOTIOINGN TWV CUOTATIKWY TG MEUBPAVNG TOU TTUPNVLKOUL TIopou. H Ta&ivopnon autr| loxVel
UOVO eVTOG TNG Meppaviag kat eveexeTal va StapEpet aAhou.

v y
Blopoplaka dedopeva
Protein Pom121, mCherry-tag
expression
4
Xelplopog

Culture DMEM, w: 4,5 g/L yAukoln, w: 4 mM L-yAoutapivn, w: 3,7 g/L NaHCO3, w: 1,0 mM TtupouBik6 vatpto (aptduog

Medium épBpou Cytion 820300a)

Supplements YUUTTANPWOTE TO PMEGO Pe 10% FBS

Dissociation Accutase

Reagent

Subculturing Adalp£oTe To TAAIO HECO ATO TA TIPOOKOAANUEVA KUTTAPA KAt TTAUVTE Ta e PBS Ttou Sev TiepIEXEL AoREDTIO Kal
payvnato. MNa epraieg T25, xpnolpototrjote 3-5 ml PBS kat yia ¢LaAeg T75, xpnotpomoliote 5-10 ml. £tn
OUVEXELD, KOADYTE TTANPWCE Ta KUTTApa He Accutase, Xprnotpomotwvtag 1-2 ml yia ¢praieg T25 kat 2,5 ml ya
DLANEG TT5. APHROTE Ta KUTTAPA VA EMWACTOUV o€ Oeppokpacia Swuatiov yia 8-10 ATttd yia va artokoAAndolv.
META TNV eMwaoch, avapsi€te anald ta kuTtapa pe 10 ml péoou yia va avacuotadolv Kal, 6T CUVEXELA,
duyokevTpioTe oTa 300xg yia 3 AeTTd. ATIOPPIYTE TO UTIEPKEIMEVO UYPO, AVACUOTACTE Ta KUTTAPA OE GPECKO
UECO KOl UETAPEPETE TA OE VEEG PLANEG TIOU TIEPLEXOUV 181 PPECKO UETO.

Freeze QG HECO KPUOGUVTHPNGNG, XPNOLUOTIOIOVLE TIANPEG HEGO avaTtTtuEng (cupmepthapBavopévou tou FBS) + 10%

medium DMSO yta emapkr] BlwoluoTNTA LETA TNV artoPuEn,  CM-1 (ap1Buog kataAdyou Cytion 800100), To oToio
mepAapBavel BEATIOCTOTIOINUEVA WOOTIPOOTATEUTIKA Kal LETABOAIKOUG 0TABEPOTIOINTES YIA TNV EVIOXUGN TNG
avakappng Kat TN UEIWaN TOU OTPEC TIOU TIPOKAAEITAL ATIO TNV KPUOCUVTHPNON.
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Thawing and

rin . , , , . , . . . ,
Culturing Cells 1. EmPeBaiwote 0TI TO PLaAidio tapapevel Babid TaywuEVO KATA ThV TTapdadoor), kabwg Ta KUTTapa

anooTéNNovTal o€ ENpod TtAyo yia va Statnpouvtal ol BEATIOTEG OEPUOKPATIEG KATA TH HETADOPAL.

2. Katd tnv mapalapn, site amobnkevote 1o KpuodlaAidio apeowe os Bepuokpacieg kKATW Twv -150°C yia
va SlaodpaliosTe Tn S1aTAPNON TNG KUTTAPIKAG AKEPALOTNTAS, EITE TTPOXWPNOTE 0TO BAua 3 Qv
anatteital AQUEon KAAMEPYELQ.

3. MNa aueon kaAMEpyeta, armoPuEte ypriyopa to ¢praiidio Bubifovtag To o uSatdoutpo 37°C pe kabapod
VEPO KAl AVTIULKPORBLAKO TIapAyovTa, avaSelovTag amaid yia 40-60 SEUTEPOAETITA UEXPL VA TIAPAUEIVEL
£va UIkpO 060 Ttdyou.

4. ExteleoTe OAA TA EMTOHEVA BAUATA UTIO ATTOOTEIPWHEVES CUVONKEG OE amoppodnTHPA PoNS,
amoAupaivovTag To KpuodLaAidio pe 70% albavoAn TpLy amo To Avolyua.

5. AVOIETE TIPOOEKTIKA TO ATIOAUUACHEVO PLAAISIO KAl LETAPEPETE TO EVALWPNIUA TWV KUTTAPWYV OE £val
OWANVAPLO GUYOKEVTPNONG TwV 15 ml rou Ttepiéxet 8 ml Bpemtikol uéoou KaAAIEPYELaG o€ Bepuokpaoia
Swyatiou, avapelyviovTag amnaAd.

6. ®uyokevTpioTe TO pelypa oTa 300 X g yia 3 AETTTA Yo va SlaxwpLoToy Ta KUTTapa KAt anoppiPte
TIPOOEKTIKA TO UTIEPKEIUEVO TIOU TIEPIEXEL TO UTIOAOLTIO HECO KATAPUENC.

7. EMOVACUOOWUATWOTE ATAAA TO KUTTAPIKO adatpidio e 10 ml dppéokou peoou KaAAEpyeLag. MNa
T(POOKOAANUEVA KUTTAPA, UOIPACTE TO EVALWPNUA 0 SU0 DIAAEG KAANLEPYELOG T25- yia KAAMEPYELEG
EVALWPNHATOC, LETAPEPETE ONO TO HECO OF pia GpLaAn T25 yia va TipowBNOETE TNV ATIOTEAEOUATIKN
aAANAeTiS paon Kat avamtugn TwWV KUTTAPWV.

8. Tnpeite Ta kaBLEPpWHEVA TIPWTOKOAAA UTIOKAANLEPYELAC YL TH OUVEXK AVATITUEN Kat Statrpnon TG
KUTTAPLKAG 0£1pag, e€aodalifovtac aglomoTa TEIPAUATIKA ATIOTEAEOUATA.

Incubation
Atmosphere 37°C, 5%c02’ UYPOTIOLNUEVN aTOohaAlpa.

Flask Coating Kavéva

Freezing
Procedure Ol KPUOOUVTNPNUEVEC KUTTAPLKEG OELPEG ATTOOTEANOVTAL OE ENPO TIAYO OF ETIKUPWUEVH, LOVWHEVH CUOKEVAGIA

LLE ETIAPKEG PUKTLKO HECO Yia TN Stathpnon Tiepimou Twv -78 °C kab' 0An TN Stdpkela TG HETAdOPAG. Katd tnv
Tapalafr], eMOEWPOTE AUECWE TOV TIEPLEKTN Kal LETADEPETE Ta PpLaAiSia xwpig kabuoTtépnan oty
KATAAANAN amodnkn.
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z::‘pd':;lt?ogns Ol KPUOOUVTNPNIUEVEG KUTTAPLKEG OEIPES ATIOCTEANOVTAL OE ENPO TIAYO OE ETIKUPWHEVT, LOVWHEVN CUOKELATIA
E ETTAPKES PUKTIKO HECO YIa TN SLaTrpnon Tepimou Twv -78 °C kad' OAn T StapKeLa TS HETAPOopPAS. Katd tnv
Ttapalafr], EMIOEWPNOTE AUECWE TOV TIEPLEKTN Kl LETAPEPETE Ta PLaAiSia Xwpls kabuoTtépnon otnv
KATAAANAN amoBbnkn.

Storage

Conditions I pakpoxpovia cuVTHPNOoN, TOTOBETAOTE Ta PLaAidia os uypd AlwTo o€ hAch aTpwy oE Bepuokpacia Tepimou

-150 éw¢ -196 °C. H amoBrikeuon otoug -80 °C ival armoSeKTH HOVO WG CUVTOUO EVSIAUEDO BriUa TIPLV Ao Tr
ueTagpopa og vypd alwTto.

MotoTtikog EAeyxo¢ / FeveTiko podiA [ HLA

Sterility
H poAuvon amd PUKOTIAAGUA ATIOKAEIETAL E TN XPT 0N TO0O0 TWV Sokipactwy Tou Bacifovrtat otnv PCR 600 Kal
TwV HEBOSWV avixveuong pUKoTAdouatog pe Baon T pwtavysla.
o va StacdpalloTei 6TL Sev UTIAPYXEL LOAUVON aTtd BakTrpla, LOKNTES A JOUEC, Ol KUTTAPOKAAANEPYELEG
uttoBAaAovTal o€ KABNUEPIVEG OTITIKEC ETILOEWPT|OELG.
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