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FENIK'EZ MAHPO®OP'IEZ

Meptypaen

H kuttapikr oglpd nmatwpatog Hep-74.3 Tipoépxetal amd GyKo TOL RTIOTOG TIOVTIKOU, GUYKEKPIPEVO aTtd TO OTEAEXOG TIOVTIKOU C3H/He. Auth
N KUTTOPIKN OEIPA XAPAKTNPIZETAL ATIO TNV NTIOTOKUTIOPIKY TNG TIPOEAELOT, N OTIOIN ETIIRERAWVETAl PETW TNG AVAAUCNG TIPWTENV OV

eVdIaPECWY VNHaTiwv. H Hep-74.3 ek@pddel Ti amAég kepativeg K8 kal K18, ol oTtoieg gival XOpaKTNPIOTIKEG TWV QUCIOAOYIKMY NTIOTIKWY

KUTTAPWV, KOBWCE Kal T Bipevtivn Kal TNy kepativn K19 ae dlo@QopeTikd Babuo. Autd Ta TIPWTEIVIKA HOTIBa eTTIRERAICVOUY TNV NTIOTOKUTIOPIKA
@OON TNG KUTTOPIKAG O€IPdq Kal TNV Ta&IVOUNOT) TNG WG NTIOTWHOTOC,.
H KUTTapIKn og1ipd Hep-74.3 ep@avilel Kupiwg eTiONAIAKD op@oAoyia, yeyovdg TIOU AVTAVOKAA TNV TIPOEAELOT TNG OTIO NTTATOKOTIOPA. AUTOG
0 HOPQOAOYIKOC QAIVOTUTIOC CUVASEL E TO TIPOQIA EKPPACNC TWV TIPWTEVWY TNC. H avaAucon SaKTUAIKOU amotuTiwpatog DNA g Hep-74.3

OEV OTIOKAAUE GNUAVTIKEG SOMIKEC AVWHOAIEC, LTTOSEIKVOOVTAC Evav BaBUG YOVISIWHATIKAG 0TOBEPOTNTAG. QOTOCO, TIAPATNPRONKOV
OPIOHEVEC AANAYEG OTIC OXETIKEG EVTIATEIC GUYKEKPIUEVWY {WVAV HE TNV aLENaT Twv opIBPKV SIEAEVONG, YEYOVOC TIOU UTIOSNAWVEL HIKPN

YOVISIWUOTIKY METABANTOTNTA KOTA TN SIAPKEID TIAPATETAUEVWV TIEPIOdWVY KAANEPYEING.
Mapd v amouaio avixveloIPwy HETOAGEEWY P53 0TOUG TIPWTOYEVEI OYKOUG TOU RTIOTOC TIOVTIKGWVY, dIATIICTWONKAV EKTPOTIEC OE OPICHEVEG
OEIPEC NTIOTWHATWY KATA TOV in Vitro TIOAATIAACI00NS. H KUTTOPIKY oelpd Hep-74.3 avaA0OnKe yio PETAANAGEEIG oTa yovidla p53 kal c-Ha-ras.

H amouaio avixveloIpwy HETOAGEEWY OTO Yovidlo p53 o€ aUTH TN YPOUHN KOTA T SIAPKEIN TwV TIPWTWV SIABACEWY LTTOSNAWVEL EVa
oTOBEPO YEVETIKO LTIORAOPO. AUTH N KUTTAPIKN GEIPE XPNOIPEVEL WC TTIOADTIHO POVTEAO yia TN PEAETN TOU NTIOTOKUTIOPIKOU KAPKIVWHOTOG,

TIAPEXOVTAC TIANPOQOPIEC YIO TOUG KUTTOPIKOUC Kol HOPIOKOUG UNXAVIOHOUE TIoU SIETIOLV TNV KOPKIVOYEVEST TOU NTIOTOC,.
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KeAAooawpog CVCL 5773

‘EK®PAZH KAI EYAIZOHZ'IA

‘EKQPOCT TIPWTEIVOV
Kepativn 8, Kepativn 18, Biyevtivn

MNPo@iA peTOAAGEEWV
P53 wt

XEIPIZMOZ KAl KAAAIEPTEIA

OPETITIKO péco

Ham's F12, w: 1,0 mM otafepr} yAoutauivn, w: 1,0 mM 1tupouBiké vatpio, w: 1,1 g/L NaHCO3 (apiBuég dpbpou Cytion 820600a)
ATUOCQAIPA ETIWOCNG 37°C, 5%C02, vypoTtoinpévn atuoc@alpa.

SUUTIANPOHOTO
SUPTIANPWOTE TO Péoo pe 10% FBS

AVTISPOCTAPIO ATTOGUVIETNG Accutase

AvOTIOpOYwYr G UTTOKOAAIEPYEID

AQUIPETTE TO TIONIO JECO OTIO TA TIPOCKOANHEVA KOTTOPO Kol TIAOVTE Tal e PBS 110U dev Tiepiéxel aoB€aTio Kal payvhaolo. Ma @iéieg T25,
Xpnoigoroijote 3-5 ml PBS kat yia @idAeg T75, xpnolporojote 5-10 ml. 1 guvéxela, KaAOYTE TIARPWCE To KOTTapa pe Accutase,
Xpnoigorolvtag 1-2 ml yia @idieg T25 kat 2,5 ml yio @IaAeq T75. Apriote ta KOTTOPO Vo EMWACTOOV ag Bepuokpacia dwpatiov yia 8-10
AETTTA yIA VO ATTOKOAANBOUY. META TNV eTtd00N, avapeiéte amod ta kittapa Je 10 ml péoou yia va avacuotabolv Kal, 0T CUVEXELD,
@uyokevtpioTte ata 300xg yio 3 AeTtTd. ATIOPPIYTE TO UTIEPKEIUEVO LYPO, OVACLOTACTE TO KUTTAPO GE PPECKO HECO KOl HETAPEPETE TA OE VEEC
QIAAEC TIOUL TIEPIEXOLVY RON PPECKO PETO.

MukvotnTa GTIOPAG 1 x 104 kOTtapa/cm?
AvOVvEéWaN LYPWV K&0e 3 €w¢ 5 nuEPEC
AVAKOPYPN META TNV aTtOYLEN Metd tnv amdPuén, ToToOETACTE T KOTTAPO OE TIAAKO HE TIUKVOTNTO 5 X 104 KOTTapa/cm? Kal

0@AOCTE Ta KUTTAPO VO avVOPPWOOoLY aTtd TN dadIKacio KATaWuEng Kal va TIpOoKOAANBoLV yia
TOUAAXIOTOV 24 WPEC,.

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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‘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
®UAn | uTtogidog C57BL/6J
HAio dwpnth EvnAikwv

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.

ATtOoTIOinON €VBUVNG

To KOTTAPA POg TIOPEXOVTAL OTIOKAEIOTIKA YIO EpYOaTNPIOKOUG EPELVNTIKOVE OKOTIOUC in Vitro Kot dev TIPOoPIlovTal yia KAIVIKA 1} dIyVWOTIKN
Xpnon, olTe TIPOKEITAl VO XopnynBolv ag avBpwTIoug 1 va XpNoIUoTIoinBolv yia KTNVIATPIKOUE OKOTIOUE. O1 XpAOTEG TIPETIE VA TNPOLV OAEC
TIC 10XVOLOEG 0dNYIEC KAl KAVOVIGHOUG VIO TO XEIPIGUO KAl TN XPON OUTWV TWV KUTTIAPWY OE EPELVNTIKO TIEPIBAAAOV.

Eyyonon
>tnv Cytion, uTtIOOTNPICOVHE TNV TIOIOTNTA KOl TN BIWCIMOTNTA TWV TIPOIOVTIWY HAG.

Eyyudpaote 6t ta KOTTapd pog Ba gival Biodaoipa katd Ty évapén Tng KAAAEPYEING Yo 60 NUEPEG PETA TNV ATIOCTOAN ATIO TIG EYKATACTACEIG
HOG.

AloBeBaicdvoupe 0TI OAA TO LAIKA GUHHPOP@OVOVTAL HE TIG TIPOSIaYPa@EG TIoU TIeplypd@ovTal ato MiotoroinTikd AvaAuong fi/kal ato POANO
Mpoidvtog

Mo TIANPEIC AETITOPEPEIEC, AVOTPEETE OTNV <a href=

x-default™>AnAwaon eyyonong

ATIONTEITO CUPPWVIO HETAPOPAG Yes
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