7 Cytion

KOttapa U20S-CRISPR-NUP96-mEGFP

300174

H U-2 OS-CRISPR-NUP96-mEGFP &ival pia yeveTikd TPOTIOTIOINKEVN KUTTAPIKY O€IPd TIOU TIPOEPXETAL OTIO TN UNTPIKY GEIPA avOPWTTIVOU
00Te0oapkwuatog U-2 OS. AuTtA N KUTTAPIKY OEIpd EVOWUOTWVEL P10 OTOXEVHEVN EI0OYWYH TNG HOVOUEPOUG EVIOXUUEVNG TIPACIVNG
@Bopilovoag Tpwreivng (MEGFP) otov yovidiako to1to NUP96, n oTtoia TIITUYXAVETOI HEGW TNG TEXVOAOYIAG YOVISIOKNC ETIEEEPYOTIOG
CRISPR-Cas9. To NUP96, pépog Tou GUUTIAGKOU TOU TTUPNVIKOU TTOPOU, Eival aTtapaitnTo yio TNV TIUPNVIKI HETOQPOPA Kal N 6UVTNER TOU HE
TNV MEGFP ETUTPETIEN TNV OTITIKOTIOINGON OE TIPAYUATIKO XPOVO TNG dUVAUIKIG TOU TTIUPNVIKOD TTOpoL LTIO O0opPIlovca HIKPOTKOTIIA,
TIOPEXOVTACG TIOAUTIMEG TIANPOPOPIES YIA TOLC PNXAVIOHOUE TIUPNVIKAC METAQOPAC KOl TNV TIUPNVIKOKUTTAPOTIAACHATIKNA dlakivnan.

O OUYKEKPIPEVOG KAWVOC, Pe aplBpuo 195, €xel eTtAeyel yia T oTabepr] EKQpaaon NG TTpwTeivng abvtnéng NUP96-mEGFP kai diatnpei ta
TUTTIKG XOPOKTNPIOTIKA NG O€Ipdc U-2 OS, CUUTIEPIAAUBOVOUEVNC HIOC ICXVPNG KUTTAPOOKEAETIKAC SOMNG, N OTIoia €ival KPIoIUn o€ JENETEQ
TIOU OXETI(OVTal PE TN PETOVACTELGN Kal TN PETACTOOT KAPKIVIKWY KUTTAPWVY. H e@appoyr tng texvoloyiag CRISPR dilao@alilel Tnv akpipn
YOVIDIOKI] ETTEEEPYNTIN, EAAXIOTOTIOIVTOG TIG EKTOC GTOXOU ETTIIOPATEIC TIOL Ba PTTopoLoav va BEGOUV aE KivOLVO TNV OKePAIOTNTA TWV
TIEIPOATIKWV OTIOTEAECHATWY. AUTO KOBIOTA TOV KAWVO U-2 OS-CRISPR-NUP96-mEGFP apif. 195 1d1aitepa XPrOIUO YO TEXVIKES
OTIEIKOVIONC LWNARC OVAAUONG KAl AETITOPEPEIG HEAETEG KUTTOPIKIG APXITEKTOVIKNG, BONOMVTOG GTNVY TIPONYHEVN €PELVA OTNV KUTTOPIKN
BloAoyia, TNV €pguva TOL KAPKIVOUL Kal T @AIVOUEVA TIUPNVIKNC HETAPOPAG,.

FENIK'EZ MAHPO®OP'IEZ

Neprypagn

H U-2 OS-CRISPR-NUP96-mEGFP &ival pia yeveTikd TpOTIOTIOINKEVN KUTTAPIKY O€IPd TIOU TIPOEPXETAL OTIO TN UNTPIKH OEIPA avOpWTIIVOU
00Te000pKWUOTOg U-2 OS. AuTA N KUTTOPIKY OEIPd EVOWUOTWOVEL PIO OTOXEVHPEVN EI00YWYH TNG HOVOUEPOUG EVIOXUUEVNG TIPACIVNG
@Bopilovoag mpwteivng (MEGFP) otov yovidiako 1o1to NUP96, n oTtoial ETIITUYXAVETON JEGW TNE TEXVOAOYIOC YOVIDIOKIG ETIEEEPYATING
CRISPR-Cas9. To NUP96, puépog ToOu GUUTIAGKOU TOU TTUPNVIKOD TIOPOU, €ival OTIAPATNTO Yia TNV TIUPNVIKI PETAPOPA Kal N GOVTNEN TOU YE
v MEGFP €TUTPETIEN TNV OTITIKOTIOINGT O€ TIPAYHATIKO XPOVO TNG SUVAUIKAE TOU TIUPNVIKOD TIOPOL LTIO PO0PI{OLCa UIKPOOKOTTI,
TIOPEXOVTAG TIOAVTIMEG TIANPOQPOPIES YIa TOUC PNXAVIOHOUE TIUPNVIKAG METOQOPAC KOt TNV TIUPNVIKOKUTTAPOTIAACHATIKNA dlakivnan.

O OUYKEKPIPEVOCG KAWVOC, Pe aplBuo 195, €xel ettileyei yia T otabepr] ékppoan NG TpwTeivng abvinéng NUP96-mEGFP kai diatnpei ta
TUTTIKA XOPOKTNPICTIKA TNG O€IpAg U-2 OS, cLUTIEPIANAUBAVOUEVNG HIOG ITXUPNG KUTTOPOCKEAETIKIC SOUNG, N OTIOI Eival KPIiTIUn O€ PENETEC
IOV OXeTI{oVTal PE TN PETOVACTELON KOl TN PETAOTACT KOPKIVIKWV KUTTAPWV. H e@appoyn tg texvoloyiag CRISPR dlao@aAilel tnv akpifn
YOVISIOKN ETIEEEPYNTIN, EAAXIOTOTIOIVTAC TIG EKTOC GTOXOU ETIIOPATEIC TIOL Ba PTtopoloav va BEGoVV ag KivOLVo TNV oKePAIOTNTA TWV
TIEIPOPATIKWV OTIOTEAECHATWY. AUTO KOBIOTA TOV KAWVO U-2 OS-CRISPR-NUP96-mEGFP apif. 195 1diaitepa XPrOIH0 Y1 TEXVIKEG
OTIEIKOVIONC LWNARG aVAALONG Kol ASTITOPEPEIG HEAETEG KUTTOPIKNG APXITEKTOVIKNG, BONOMVTOG GTNV TIPONYHEVN €PELVA OTNV KUTTOPIKN
BloAoyia, TNV €pguva TOL KAPKIVOUL Kal TO @AIVOUEVA TIUPNVIKNG HETAPOPAG,.

lotog Oota

AcBiveia O0TE0TGpKWH
TAZINOMHZH

OpyovIoHOG AvBpwTTog

pX:23 Iovaika

1316TNTEG OVATITUENG Motog

Kotdotaon 6cov agopd toug FTO GMO-S1

NETITOPEPEIEG OXETIKA UE TNV KOTdoTOCT TV TO

GMO-S1: This human osteosarcoma cell line (U20S-CRISPR-NUP96-mEGFP, clone 195) contains a CRISPR-engineered NUP96-mEGFP
fusion introduced via lentiviral delivery, enabling fluorescent tracking of nuclear pore complexes. The modification is stably integrated. This
classification applies only within Germany and may differ elsewhere.
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XAPAKTHPIZTIKA

Mop@oloyia EmbnAioeidrq

ANATNQPIZTIKA

MapaTtopTn
U-2 OS-CRISPR-NUP96-mEGFP kAwvog op. 195 (apiBuog katardyou Cytion 300174)

ApI186G @opoAoyIKoU puntpwou NCBI 9606
KeAAooapog CVCL B7FJ

KotaBétng Epyaotipio Ellenberg (EMBL)

‘EK®PAZH KAI EYAIZOHZ'IA

‘EKQPOCT TIPWTEIVOV
MEGFP (Ttpwteivn 96 TOU GUUTIAEYHOTOG TV TIUPNVIKWY TIOPWVY, UE ETIKETH MEGFP)

XEIPIZMOZ KAl KAAAIEPTEIA

OPETITIKO péco
McCoys 5a, w: 3,0 g/L yAukdZn, w: otabepr] yAoutapivn, w: 2,0 mM 1tupouBikd vatplo, w: 2,2 g/L NaHCO3 (apiBpog dpbpou Cytion 820200a)

ATHOO@AIPO ETIOOCNG 37°C, 5%C02, vypoTtoinpévn atuoa@alpal.

ZUPTIANPQHOTA
JUUTIANPWOTE TO PETO Pe 10% FBS, 1% NEAA

AvTISpOCTAPIO OTTOCUVIECNG Accutase

AvoTtopoywyr o€ UTIOKOAAIEPYEID

AQaIPETTE TO TIONIO PECO OTIO TA TIPOCKOANPEVA KOTTOPO Kol TIAOVTE Ta e PBS 110U dev Tiepiéxel aoBEaTio Kal payvhaolo. MNa @iéieg T25,
Xpnoigoroinote 3-5 ml PBS kat yia @idAeg T75, xpnolpotojote 5-10 ml. 1 guvéxela, KaAOWTE TIARPWC To KOTTapa pe Accutase,
Xpnoigorolvtag 1-2 ml yia @iaAeg T25 kat 2,5 ml yio @iaAeq T75. Apriote Ta KOTTOpa Vo EMWaAcTolv g Beppokpaacia dwpatiov yia 8-10
AETTTA yIa VO ATTOKOAANBOUV. META TNV €Tt00N, avapei&te amoAd ta kottapa pe 10 ml péoou yia va avacuotabolv Kal, 0T CUVEXELD,
uyokevTpioTe oTa 300xg Yo 3 ATITA. ATIOPPIYPTE TO LTIEPKEIPNEVO LYPO, OVOCUOTACTE TA KUTTOPA G€ QPECKO UECO KOl PETOPEPETE T OE VEEG
QIAAEG TIOUL TIEPIEXOLV BN PPECKO PECO.

MukvotnTa GTIOPAG 2 éwg 3 x 104 kOTTOpO/cm?
Avavéwaon LYPWV 2 €w¢ 3 POPEC TNV eRdOPAdA

ATIOYULEN Kol KOAAIEPYEID

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_B7FJ

‘EAErX0Z NOIOTHTAZ KAI KPYOZYNTHPHZH

ZrelpotnTo

H péAuvvon attéd HUKOTIAGCHA OTIOKAEIETAI PE TN XPron TO00 TwV SOKIPACIWV TIou Baacilovial otnv PCR 600 Kal Twv HEBOdwWVY avixveuong
puKoTAdopOTog pE BAon TN @wTalyeEld.

Ma va dlac@aAIoTel 0TI dev LTIAPXEL HOAUVOT ATIO BaKTAPIA, HUKNTEG 1) {OPEC, O KUTTAPOKOAMEPYEIEG LUTIOBAANOVTAL OE KABNUEPIVEG OTITIKEG
ETIOEWPNTEIC.

Méco kKatdyuing Q¢ PECO KPUOOULVTAPNGONG, XPNOIUOTIOIOVHE TIANPEG PECO AVATITUENG (CUMTIEPIAAUBOVOUIEVOL
ToU FBS) + 10% DMSO yi0 €opKn BIWCIMOTNTO PETA TNV aTtouén, 1 CM-1 (apiBuég
katoAdyou Cytion 800100), To o100 TIEPINAUBAVEL BEATIOTOTIOINUEVO WOHOTIPOCTOTEVTIKA
Kol ETABOAIKOUG OTABEPOTIOINTEG VIO TNV EVIOXUON TNG AVAKAUYNG Kal TN PEIWOT TOU OTPEG
TIOU TIPOKOAEITAI ATTO TNV KPUOCUVTHPNON.

JuvONKeg aTtodNKELONG
Ma pokpoxpovia cuvtPNaT, TOTIOBETAOTE Ta PIOAISIO O€ LYPO AlWTO 0L PACT OTHWV ag BeppoKpaaia Tepimou -150 éwg -196 °C. H
aroBbrikevon atoug -80 °C gival aTtodeKTA HOVO WG GUVTOHO eVdIAUETO BAKA TIPIV OTtd TN HETAPOPA O€ LYPO &lwTo.

‘Opol ATTOGTOANG

O1 KPLOGULVTNPNHEVEC KUTTAPIKEG OEIPEG OTTOOTEANOVTOIL OE ENPO TIAYO O€ ETIIKUPWUEVI, HOVWEVI GUOKEVATIO g ETIAPKEC WUKTIKO PETO Yia
N dl0THPNON TIEPITIOU TwV -78 °C KaB' OAN TN JIAPKEIN TN HETAPOPAC. Katd Tnv TIopaAafr, ETIOEWPNOTE AUETWCE TOV TIEPIEKTN KAl
META@EPETE TA PIOAIDIO XWpPIg KABLATEPNON OTNY KATAAANAN OTTOOAKN.

AQPHTHZ
HAkia dwopntni 15 xpovia
EBvikoTnTO Kaukdaolog

NOMIKA ©'EMATA KAI AZ®AAEIA

Métpa ac@aAEiag

‘Otav oxedIAleTe va amoBNKeDOETE £va KPUOPIOAIDIO OE LYPO ALWTO YO HEANOVTIKY OTIOWULEN, gival UTIOXPEWTIKO va TNPEITe auoTnpd PETPa

0o @aAEiag. Ta KOTAAANAC TIPOCTATEVTIKA YOAVTIO KAl 0 KATAAANAOC TIPOCTATEVTIKOG POLXICHAC ival amtopaitnTa, EVQ aTtalTeTal N Xprion
MAOKAG TIPOCMTIOU 1} YUOAIV 0CQOAEING KATE TN HETAPOPE KOTEWLYUEVWY SEIYUATWVY TIPOC 1 aTto TN de€apevr Lypol adwTtou. AuTo yivetal
YIO VOl JETPIOCTEL 0 KivOLVOC TPOLUOTICUOD OTIO TIBAVEG EKPNEEIC KPUOTWANVWY KOTA TNV OTIOUAKPULVON, Ol OTIOIEC UTIOPEL VO 08Ny couv oTnV
TIPOPBOAN QXUNPWVY BPAVCUATWVY.

Eyyonon
Stnv Cytion, utooPIfoLKE TNV TTOIOTNTA KAl TN BIWCIMOTNTA TWV TIPOIOVIWVY HOG.

Eyyudpaote 6t ta KOTTapd pog Ba gival Biodaoipa katé v évapén TG KAAAEPYEIOG Yo 60 NUEPEC PETA TNV ATIOCTOAR ATIO TIG EYKOTACGTACEIG
HOG.

AlaBeBaIVOUPE OTI OAA T LAIKG GUPHOP@WOVOVTAL PE TIC TIPOSIAYPAPEG TIOL TIEPIYPAPOVTAl 0TO MIOTOTIoINTIKO AvaAuang r)/kal ato POANO
Mpoidvtog

Mo TIANPEIC AETITOPEPEIEC, AVOTPEETE OTNV <a href=

x-default"™>AnAwaon eyyonong

lox0ouvv CUpPWVIEG e TPiTOLGg Yes
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