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H kuttapikn oeipd MHH-ES1 mpoépxetal amo aoBevr| pe oapKwpa Ewing, évav eEaIpETIKA ETUOETIKO KAPKIVO TWV 00TV Kal TWV HOAAKWV
Hopiwv TIoL TIPOGRANEL KUPIWG TTaIdIA Kal VEAPOUG EVAMIKEG. AUTH 1 KUTTOPIKY OEIPA ATTIOTEAE TIOAUTIHO HOVTENO VIO TN HEAETN TWV HOPIOKWV
HNXOVIOH@V TIOU SIETIOLY TO GApKwUa Ewing, 18iwg Tou pdAou Tou yovidiou cuvtnéng EWSR1-FLIL, 1o omoio gival XapaktnploTtikd autod Tou
TUTIOU Kapkivou. To yovidlo o0VTNENG TIPOKOTITEl OTIO PETATOTIION HETAED TWV XPWHOCWHATWY 11 Kal 22, 0dNywVIag GTNV TIOpaywyn eVog
0YKOYOVOU HETAYPA@IKOU TIOPAYOVTO TIOU KIVED TNV KapKivoyévean. H MHH-ES1, 6Tiwg kat GANEG KUTTOPIKEG OEIPEC TOPKWUATOG Ewing,
XpnalgoTtoleital yia ) dlgpelivnon TwV POVOTIOTIOV TIOL €TINPeAlovTal aTto 10 EWSR1-FLI1, GUUTIEPIAAUBOVOUEVWV TWV UETARBOAWY GTOV
KUTTOPIKO TIOAAATIAQGIACNO, TN SI0@QOPOTIOINaN Kal TNV ATOTITWoN.

Ol EPELVNTEC XPNOIUOTIOIN0V TNV KUTTOPIKY oglpd MHH-ESL yia TV a&loAdynon TNE AmoTEAECHATIKOTNTAG SI0QOPWY BEPATIEVTIKWOV
TIOPAYOVTWV TIOU OTOXEVOUV G€ PJOVOTIATIA KPIiIa yia TNV €TTIRiwan Kal TOV TIOAATIAQCIOGHO TOU oapKwpatog Ewing. MNa apadelyua,
OUHBANEL KABOPIOTIKA OTN SOKIUI AVOOTOAEWV PIKP®V Hopiwv, TTapepBoAng RNA Kat TEXVIK®V yovidlokng emeéepyaaiag CRISPR-Cas9 mou
OTIOOKOTIOVV OTN SIOKOTIH TOU Yovidiou oVUvinéng EWSR1-FLIL 1) TwVv PETOYEVESTEPWV ETUISPUCTIKMY TIAPAYOVTIWVY Tov. ETumA¢éov, T0 MHH-
ES1 xpnolpedel wg HOVTENO VIO TN HEAETN TWV UNXOVIOHU®MV OVTIOTACNE OTN CUMBATIKY XNUEIOBEPATIEIO KAl VIO TOV EVTOTIONS VEWV BIOJEIKTWV
ylo Ty éykaupn didyvwaon Kal Tnv Tiapakololbnaon g aviamokpiong otn Beparteia o€ aobeveiq Pe adpkwpa Ewing.

FENIK'EZ MAHPO®OP'IEZ

Neprypagn

H kuttapikn oeipd MHH-ES1 mipoépxetal amo aoBevr) e oapkwpa Ewing, évav eEaIPETIKA ETUOETIKO KAPKIVO TWV 00TV Kal TWV HOAAKOV
Hopiwv TIoL TIPOTPRANEL KUPIWG TTaIdIA Kal VEAPOUG EVAMIKEG. AUTH 1 KUTTOPIKN OEIPA ATIOTEAE] TIOAUTIHO HOVTEAO VIO TN HEAETN TWV HOPIOKWV
MNXOVICP®VY TI0L SIETIOLV TO adpKwUa Ewing, 18iwg Tou poAoL Tou yovidiouv olvtnéng EWSR1-FLIL, To omtoio gival XapoKTnpIoTIKO autol Tou
TOTIOL KapKivou. To yovidlo c0VTNENG TIPOKUTITEL ATIO PETATOTIION METOED TWV XPWHOOWHATWY 11 Kol 22, 0dNy®VTAG GTNV TIAPAYWYT) EVOG
0yKOyOVOoU HETOYPA@IKOD TIOPAYOVTO TIOU KIVED TNV Kapkivoyéveon. H MHH-ES1, 6Ttw¢ Kat GAAEC KUTTOPIKEG GEIPEC COPKWHATOC Ewing,
XpnalgoTtoleital yia mn dlgpelivnan TwV PHOVOTIOTIOV TIOL €TtNPealovTal oo 10 EWSR1-FLIL1, GUUTIEPINAUBOVOUEVWV TWV PETARBOAWY GTOV
KUTTOPIKO TIOAOTIAOGIOOWS, TN Sl0@QOPOTIoiNan Kal TNV amoTmtwan.

O1 gpeLVNTEC XPNOIUOTIOIN0V TNV KUTTOPIKA aglpd MHH-ES1 yia tv a&loAdynaon TG OTIOTEAECHOTIKOTNTOG SIOQOPWY BEPATIEVTIKWOV
TIAPAYOVTIWVY TIOU OTOXEVOUV GE HOVOTIATIO KPIoIUa yia TV €TTIRIaON KAl TOV TIOAANTIAACIOOHO TOU oapKwpaTtog Ewing. Ma mopddeypa,
OUHBANEL KABOPIOTIKA 0T SOKIUK AVOOTOAEWVY PIKPWV popiwv, TTapepBoAng RNA kat TEXVIK®V yovidlokn emeéepyaaciaq CRISPR-Cas9 mou
OTIOOKOTIOVV OTN SIOKOTIH TOU Yovidiou oUvTnéng EWSR1-FLIL ) TwVv PETOYEVECTEPWVY ETUISPOCTIKMY TIAPAYOVTIWVY Tov. ETuA¢é0v, T0 MHH-
ES1 xpnolpedel wg HOVTENO YIO TN HEAETN TWV UNXOVIOHU®MV OVTIOTACNE OTN CUUBOTIKY XNUEIOBEPATIEIO KAl VIO TOV EVTOTUONS VEWV BIOSEIKTWV
ylo v €ykaupn didlyvwaon Kal Tnv TiapakoAouBnaon g aviamokpiong otn Beparteia o€ aobeveiq pe odpkwpa Ewing.
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XAPAKTHPIZTIKA

Mop@oloyia MIKp& GTpOYyULAd KOTTOPO

ANATNQPIZITIKA

MapaTtopTn

MHH-ES1 (ap1Buog kataAdyou Cytion 300136)
ApI186G @opoAoyIKoU puntpwou NCBI 9606

KeAAooapog CVCL 1411

XEIPIZMOZ KAl KAAAIEPTEIA

OPETITIKO péco
RPMI 1640, w: 2,0 mM otaBeprig yAoutapivng, w: 2,0 g/L NaHCO3 (apibuog dpBpou Cytion 820700a)

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

ZUPTIANPOHOTO
SUUTIANPWOTE TO Péao pe 10% FBS

AvTISpOCTAPIO OTTOCUVIECNG Accutase

AvoTtopoywyr € UTIOKOAAIEPYEID

AQaIpETTE TO TIONIO PECO OTIO TA TIPOCKOAANPEVA KOTTOPO Kol TIAOVTE Ta e PBS 110U dev Tiepiéxel aoB€aTio Kal payvhaolo. MNa @iéieg T25,
Xpnoigoroiote 3-5 ml PBS kat yia @idAeg T75, xpnolpotojote 5-10 ml. 1 guvéxela, KaAOYTe TIARPWC To KOTTapa pe Accutase,
Xpnoigorolvtag 1-2 ml yia @iéAeg T25 kat 2,5 ml yio @iaAeg T75. Apriote ta KOTTOpO Vo EMWaACToOV g Beppokpaacia dwpatiov yia 8-10
AETTTA yIa VO ATTOKOAANBOUV. META TNV €Tt00N, avapeiéte amoAd ta kottapa pe 10 ml péoou yia va avacuotabolv Kal, 0T CUVEXELD,
uyokevTpioTe oTa 300xg Yo 3 ATITA. ATIOPPIYPTE TO LTIEPKEIPNEVO LYPO, OVOCUCTACTE TA KUTTOPA G€ PPECKO UECO KOl PETOPEPETE TO OE VEEG
QIAAEG TTOUL TIEPIEXOLV 1N PPECKO PETO.

MukvoTNTa GTIOPAG 1 éwq 2 x 104 kOTTOPO/CM?
Avavéwaon VYPWV KaBe 3 éwg 5 nuépeg
AVAKOUYN HETA TNV oTtOYPLEn META TNV amoyuin, ToToBeToTE Ta KOTIOPA 0€ TIAGKA HE TIUKVOTNTA 5 X 104 KOTTapa/cm? Kal

a@roTe Ta KOTTOPO VO OVAPPWOOULY aTto T SIadIKATion KATAWLENG KOl va T(POTKOAANB0LV yia
TOUAAXIOTOV 24 WPEC.

ATIOYPUEN 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_1411

‘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
HAio dwpnth 12 xpovia
EBvikoTnTO TouPKIKA

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

ATIONTEITON CUPPWVIO HETOPOPAG Yes

UVAIKOD
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