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FENIK'EZ MAHPO®OP'IEZ

Meprypaopn

Inueiwon: Ot TIEG TTIOL EPPAVI{OVTOI VIO TIG KUTTAPIKEG OEIPEG I0XVOLV ATIOKAEIOTIKA Y10 TIEAATEG TOU OKASNHOTKOU TOPEX 1) PN KEPSOTKOTIIKOU
XOPAKTIAPA. Mo EUTIOPIKEG OVTOTNTEC, N TIUN AVEPXETAL O€ TIEPITIOL 6.250 €.

Edv eKTIPOOWTIEITE EUTIOPIKT OVTOTNTA 1} BEV EI0TE GiyouPOI yia TNV KOTNYOpio 0TNV OTIoi0 OVAKETE, TIAPOKAAOVHE

ETIKOIVWVACTE padi pag.

H kuttapikn oeipd HEK293-CTLA4 gival pio otabepr avaouvduaopévn KUTTOPIK oglpd HEK293 Ttou éxel oxedloaTei yia va ekppadel Tov
uTtodoxéa CTLA4 ag PETPIO-XaUNAS eTtiTiedo, Ttepitiou 4.000 popla avd KOTTOPO. AUTH 1N KUTTOPIKY GEIPA avaTtTOXONKE XPNGCIHOTIOIVTAC TNV
texvoAoyia landing pad tng inscreenex, e€ac@aiilovtag TNV akpIf Kal avartopaywyipn evowpdtwaon tou yovidiov CTLA4 og évav
OUYKEKPIPEVO, TIPO-ETIIKUPWHEVO YOVISIWHOTIKO TOTT0. To CTLA4, eTtiong yvwoTto wg CD152, ival pla TipwTeiv avoooAoyIkoU anueiou
ENEYXOUL TTOUL SIdPOMATIZEL KPIOIUO POAO OTN PUBUICT TNE EVEPYOTIOINGNG TwV T-KUTTAPWVY. AVTaywVI{OUEVO TOV SIEYEPTIKO LTTOdOXEN CD28 yia
N obvdeon pe pépia B7 (CD8O kat CD86) ae KOTIOPA TIOU TIAPoLaIAlouy avtlyovo, 1o CTLA4 puBpilel TIPOg T KATW TIC AVOCTONOYIKES
OTIOKPICELG, SIOTNPWVTOC £TC1 TNV AUTOAVOXT KAl ATIOTPETIOVTAG TNV autoavoaia. To CTLA4 amotelei Baaikd oToXo oTnv avooobeparteio Tou
KapKivou, 18iw¢ yio gappoka 0Tiwg To ipilimumab, Ta omoiat GToXEVOLV OTNV EVioXUON TNG AVTIKAPKIVIKAG avooiog HEGw TNG aVOOTOANG aUToL
TOU ONUEIOL EAEYXOU Kal TNG EVEPYOTIOINONG TwV T-KUTTAPWV.

H ék@paon tou CTLA4 og autr| TNV KUTTOPIKN OEIpd TIRERAIOONKE HE TN XPHON KUTTOPOUETPIAG PorG He éva avTiowua 18IKO Yo ToV 0TdX0,
e&ao@aidovtag agloTIIoTN KOl GUVETTH TIUKVOTNTA LTTOO0XEWV € OAOKANPO TOV KUTTOPIKO TTANBUCHO.

lotog EpBpUIKOG ve@pOg
AcBévela Metaoxnuatiopévo/abavatoroinuévo- un oykoyovo (urtopadpo HEK293)
E@oppoyég

"EpELVA OXETIKA € TOUG OVAGTOAEIC TWV ONUEiV EAEYXOU- AVATITUEN AVTICWHATWY TIOU 0TOXeVOLV aTo CTLA4 (ipilimumab, avéloya Tou
tremelimumab)- dokipaacieg ouvdigyepang T-KUTTAPWVY- dIAAOYH) OTOV TOUEN TNE OVOC0-0YKOAOYIOG: OXeSIACHOE SICEISIKWY OVTICWHATWY

TAZINOMHZH
OpyoavIoHOG AvBpwTTog
pX:23 lMovaika
1316TNTEG OVATITUENG Motog
Kotdotaon 6cov agopd toug FTO GMO-S1

N\ETITOPEPEIEG TXETIKA UE TNV KOTdoTOCT TV [TO

GMO-S1: This HEK293 variant contains a CTLA-4 expression construct for immune checkpoint research. This classification applies only
within Germany and may differ elsewhere.

ETtiTtedo Bloao@aAeiog 1

XAPAKTHPIZTIKA

Mop@oloyia ETuénAiogidng

TOTI0G KUTTAPOL ETuénAioka KOTTOPO

Xpovog JITAACIHG O TIEPITIOU 24-36 WPEQ
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ANAINQPIZTIKA

Mopartopttn
HEK293-CTLA4 (apiBuog kataddyou Cytion 305423)

Ap1BpOG PopoAoyikol untpwouv NCBI 9606

KeAAooauvpog CVCL 6G20

‘EK®PAZH KAI EYAIZOHZ'IA

Y1tod0)¢ig TT0UL eKppalovTal
CTLA4 (CD152)

XEIPIZMOZ KAl KAAAIEPTEIA

OPETITIKO péco
RPMI 1640, w: 2,0 mM otaBeprig yAoutapivng, w: 2,0 g/L NaHCO3 (ap1Budg dpbpou Cytion 820700a)

ATUOCQAIPA ETIWOOCNG 37°C, 5%C02, vypoTtoinpévn atuoc@alpa.

SUUTIANPOHOTO
SUPTIANPWOTE TO PE€oo pe 10% FBS, 1 mM mtupoufikd vatpio, 10 mM HEPES, 1% NEAA. MpocgBéate Geneticin (G418-Sulfat) yia va
ETUTELXOEl TENIKN) CUYKEVTPwWON 1 mg/mL.

AvTISpOCTAPIO OTTOCUVIECNG Tpuyivn-EDTA

AvaTiopoywyn o€ UTIOKOAAIEPYEIN

Mo ouvAON KOAAIEPYEID TIPOTKOAANHEVWY KUTTAPWVY: AVOPPOPHOTE TO TIOAMO HEGO KOANEPYEIOC ATIO T TIPOOKOAANKEVA KUTTOPX Kal TIAUVTE TO
pe PBS yio va aTtopoKpOVETE TUXOV evaTtiopeivav péao. A@ol avappo@noete 10 PBS, TipoagBéate Tov KATAAANAO OYKO SIOAVHOTOC
Trypsin/EDTA pe Baon 1o péyebog tou doxeiou koAiEpyelag (Tt.x. 1 ml yia @iaAn T25, 3 ml yia @IaAn T75) Kal EMwAcTe o BepPOKpaTia
dwpatiov | 37°C €w¢ 6TOL ATIOKOAANBOUV Tal KOTTOPA (5-10 AETTTA). MAPOKOAOUONOTE TNV ATIOKOAANGT OTO UIKPOCKOTIIO KOl XTUTIAOTE ATIOAG
10 d0XEei0 €AV gival aTIOPAITNTO Yia VO aTIEAELOEPOTETE T KOTTOPA. AQOU OTIOKOAANBOVVY, TIPOCOETTE TIANPEG HECO YIO VA adPAVOTIOIOETE TNV
Tpuwivn/EDTA, avaoLGOWHUOTWOTE ATIOAG T KOTTOPO KOl HETAPEPETE IO EKOTOOTIONN TIOCOTNTO TOU EVAIWPNUOTOC TWV KUTTAPWY O €Va VEO
J0xeio KAAAIEPYEIQG TIOL TIEPIEXEI PPECKO PECO. TOTIOBETHOTE TO S0XEI0 OE EMWATTAPA pLBUICUEVO aToug 37°C pe 5%CO2 Kal aANGLETE TO
METO KABE 2-3 NUEPEC.

Avaloyio SlaXwpIoHoU 1éwg5

MukvotnTa GTIOPAG 2 éw¢ 4 x 104 kOTTOpa/cm?

Avaviwan LYPWV 2 €w¢ 3 POPEC TNV eRdOPAdA

AvAKOUPN HETA TNV ATTOYPLEN MeTd TNV amoyuin, xwpiote ta KOTTOpa ae avatoyia 1:2 éwg 1:3 g€ @idleg T25 Kal a@roTe

TO KOTTOPA VO AVOKAUPOULV aTTO TN SIOdIKACIO KATAWLENG KOl va TIPOGKOAANB0LV (yia
TIPOCTKOANNPEVEG KOAIEPYEIEG) VIOt TOUAGXIOTOV 24 (PEG.

ATIOQPUEN 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_6G20

‘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 ‘Epppuo

NOMIKA ©'EMATA KAI AZ®AAEIA

Métpa ac@aAEiag

‘Otav oxedIAleTe va aTtoBNKEDOETE £va KPUOPIOAIDIO 0g LYPO ALWTO YIO HEANOVTIKY OTIOWULEN, €ival UTIOXPEWTIKO va TNPEITe auoTnpd PETPa
ao@aAeiag. Ta KOTAAANAC TIPOCTATEVTIKA YAVTIO KAl 0 KATAAANAOC TIPOCTATEVTIKOG POLXICHAC ival aTtopaitnTa, EVQ aTtalTeTal N Xprion
PAOKAG TIPOCMTIOU 1} YUOAIWV 0CQOAEIOG KOTA TN HETAQOPE KOTEWLYUEVWY SEIYUATWVY TIPOC 1 aTTO TN de€apevh Lypol adwTou. AuTo yivetal
YIO VOl JETPIOCTEL 0 KivOLVOC TPOUUOTICHOD OTIO TIBAVEG EKPNEEIC KPUOTWANVWY KATA TNV OTIOUAKPULVON, Ol OTIOIEC UTIOPEL VO 08Ny couv oTnV
TIPOPBOAN QXUNPWVY BPAVCUATWVY.

ATtOoTIOinON €VBUVNG

To KOTTOPA POg TIOPEXOVTAl OTIOKAEIOTIKA YIO EpYOOTNPIOKOUG EPELVNTIKOVE OKOTIOUC in Vitro Kot dev TIPoopilovTal yia KAIVIKA 1 dIoyVWOTIKN
Xpnon, olTe TIPOKEITAl VO XopnynBolv ag avBpwTIoug 1 va XpNoIJoTIoinBolv yia KTNVIATPIKOUE OKOTIOUE. O1 XpAOTEG TIPETIEL VA TNPOVV 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 ival Biodaoipa katéd v évapén TG KAANEPYEIOG Yo 60 NUEPEC PETA TNV ATIOOTOAN 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

lox0ouV CUHPWVIEG PE TPITOUG Yes
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