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OBWA NH®OPMALNA

OnucaHue

KnetbuHata nuHmsa HCC70 e nonyyeHa oT TPOWHO HeratueeH pak Ha rbpgata (TNBC) - nogTvn, npu KOMTO MncBa ekcnpecust Ha
eCTporeHHu, nporectepoHosm 1 HER2 peuenTopu, KOETOo 3aTpyAHABa JIEYEeHNETO My Nopaau orpaHuyeHnTe uenesu Tepanuu. Knetkute Ha
HCCT70 ce otnuaBar ¢ knacudumkaumsita cu kato 6asanHo-nofo6Hn 1 (BL1) B pamkuTe Ha noatunosete Ha TNBC, koeTo oka3Ba BNnsHMe
BbPXY OTrOBOpa UM KbM XMUOTEpanusa 1 cTpaTternn 3a feveHne. BaxHo e aa ce otbenexu, ye knetknte HCC70 ekcnpecupar ecTporeHHus
peuentop GPR30, cBbp3aH ¢ G-NpoTeunH, B 3HauuTenHu konmyectsa. GPR30 ce cBbp3Ba C 6bP3W CUTHA/THU peakLummn KbM eCTPOreHn kato
17B-ectpagunon, Kato BAvAe BbpXy KIeTbyHata nponndepauusa n 4pyrn OHKOreHH! MbTuLla.

KntoyoBa reHetuyHa xapakrepuctnka Ha HCC70 e HannumeTo Ha MyTauus Ha TP53, no-KoHKpeTHO Ha BapuaHTa R248Q. Ta3n mytauus ce
cBbp3Ba € heHoTUNM Ha NpnaobusaHe Ha yHkUnA (GOF), KOUTO JONPUHACAT 3a OLEeNsSBAHETO Ha PakoBWTE KETKW 1 arpeCMBHOTO UM
nosegeHue. Mpu npoyyBaHns mytaumsaTa R248Q B kneTknte Ha HCC70 e cBbp3aHa ¢ nosuLleHa AedopMaTvBHOCT Ha KIIeTKUTE U
npomeHeHa nokanmsauus Ha PARP1, koeTo npeanosnara noTeHuasiHa YyBCTBUTE/THOCT KbM MHXMOUTOPKU Ha PARP.

M3cnepgaHusaTa Ha nekapcTBeHute peakuum npy HCC70 1 nogo6Hu kneTbyHu nnHnm Ha TNBC noguyepTtaBaT efpmkacHOCTTa Ha
NpoTeasoOMHUTE MHXMOBUTOPM N TepanUNTe Ha OCHOBATa Ha niatuHa. Tesu fieyeHuns ca obelyasally, KaTo ekapcTea kato 60pTe3oMmo6
[eMOHCTpMpaT LIMTOTOKCUYEH edhekT. B3aumoaeincTBueTo Mexay XxumvotepanesTuyHaTa pe3vicTEHTHOCT 1 cnelnduyHata peuentopHa
cuUrHanusaums, Karto HanprumMep Tasn, Kosto ce meguupa ot GPR30, nogyepTrasa CI0XHOCTTa Ha Haco4BaHeTo KbM nogTunose TNBC, kato
Tesn, mogenvparu ot HCC70.

THbKaH MneuHa xniesa

3a6onsBaHe [JyKTaneH kapuyHoM Ha rbpgata

CUHOHMMU
« HCC-70
« HCC70
« HCCO0070
« Hamon Cancer Center 70

KNACUNOUKALNA
OpraHmsbm Yosek
Cekc XKeHcku
CBoliicTBa, CBbp3aHu ¢ pacTexa MPUBBPXKEHNK
HuBo Ha 6uonoruyHa 6esonacHocT 1
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

LlenosaBbp CVCL 1270

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha npoTenHu
EnuteneH rnnkonpoTteunH 2 (EGP2), untokepatuH 19

OHKOreHu

Her2/neu-, p53+ (cBpbXeKkcnpecrpaH)

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

RPMI 1640, w: 2,0 mM ctabuneH raytamuH, w: 2,0 g/L NaHCO3 (Homep Ha cTtatusita B Cytion 820700a)
Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

foGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kaniuuii n marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpxaT
npscHa cpega.

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mMpa3ssiBaHe U KyNTUBMpaHe

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.

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALMUA

CTtepunHocTt

3amMbpcsiBaHETO C MUKOM/Ia3ma Ce U3K/o4Ba KakTo upe3 PCR-6a3vpaHi aHanmai, Taka v Ypes lyMUHECLIEHTHY METOAM 3a OTKpUBaHe Ha
MUKoMnasma.

3a [la ce rapaHTipa, Ye HaMa 6akTepuasiHo, MbGUYHO UM APOXKAEBO 3aMbpCsiBaHe, KNETbYHNUTE KYNTYpu ce noanarar Ha eXegHEBHN
BU3YasTHI MPOBEPKY.
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Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha foHOopa 49 roguHn
ETHU4ecka npuHagnexHocT AdppoamepukaHel,

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTPoru Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
Cytion GmbH Registered office Heidelberg Banking information
Nikola-Tesla-Str. 3 VAT ID: DE283292917 Sparkasse Heidelberg
69124 Heidelberg Local court Mannheim - HRB 714394 IBAN: DE35 6725 0020 0009 2076 86
Tel: +49 (0)6221 405780 CEO / Geschaftsfiihrer: Jonathan Steubing BIC: SOLADES1HDB
info@cytion.com
cytion.com

3/3



