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OBWA NH®OPMALNA

OnucaHne

HROC222 T1 M2 e yoBeLLKa K/leTbYHa /IMHUA Ha KOMOPEKTasIeH afleHOKapLUUHOM, Cb3laZileHa B paMKuTe Ha KonekumsaTta ot mogenn HROC
(Hansestadt Rostock Colorectal Cancer) oT nbpBMYHa TYMOpHa pe3ekums Ha Bb3pacTeH nauneHt. O3HayeHnerto , T1“ nokasea, Ye npobarta e
nony4YeHa npy Nbpearta XMpypruyHa nHTepBeHuus, a ,M2" 0603HavaBa CbOTBETHUSA i Vitro Mogen, cb3gazeH oT To3u Tymop. MNnatcopmarta
HROC vHTerpupa usanocTHo 6nobaHkmpaHe, cTaHaapTU3MpaHo MOIEKY/ISPHO aHOTUPaHe 1 napasiesiHo Cbh3faBaHe Ha KceHorpadTy,
nosyyeHn ot naumeHTn (PDX), 1 MOCTOSAHHW KNETBYHM JIMHUN C HACHK Nacax, KOeTo No3BosifBa KIMHUYHO aHOTUPaHW TPpaHCaLVoHHN
n3cneaoBarTesiCku MoAeNn.

leHepupaHeTo Ha HROC222 T1 M2 cnefga ctaHAapTusvpaHu npoueaypu, BKIOUBALLM MeXaHUYHO pasrpaxiaHe Ha npsicHoO peseunpaHa
TYMOpPHa TbKaH, NMOAroToBKa Ha CYCrNeH3un OT eAUHNYHN KIETKN 1 3acsiBaHe BbPXy NMOKPUTK C KOMareH Ky/aTypasiHu niaku B onpejeneHa
TYMOpHa KNeTbyHa KyTypasiHa cpefa, AOMb/IHEHA C [/TyTaMWH, aHTMOMOTUM 1 aHTUMUKoTUUM. B koxoptata HROC NOCTOAHHU MbpBUYHY
K/TETBYHM NIMHWN Ha KOJTOPEKTasleH pak 6sixa yCrnewHo cb3gafeHy oT npubnmsntenyo 13% ot npobuTe, BbpXy KOMTO 65xa HanpasBeHu onuTw.
CTaTUCTUYECKNAT aHa/In3 nAeHTMULMpa No-Brcokarta CTeneH Ha Tymopa Kato 3HauMTesTHO CBbp3aHa C YCNeLHOTO Cbh3AaBaHe Ha MbpBUYHa
K/IETbYHA NIMHWSA, AOKATO HanNpefHaNoTo CbCTOSHME Ha IMMMHUTE Bb3/M MoKas3a NonoXxuTenHa TeHAeHUMs. B MHOroBapnaHTHUS aHanns Ha
KonekumaTa yyactmeTo Ha IMMAHMTE Bb3/IM Ce OKasa He3aBuCKM MPeAnKTop 3a ycnexa Ha Cbh3faBaHeTo Ha Mogena.

Konekuyusata HROC o6xBalla BCUYKM OCHOBHU MOJIEKY/IIPHY MOATUNOBE Ha KOMIOPEKTasIEH KapLHOM, BK/IIOUUTE/THO XPOMO30OMHA
HectabunHoct (CIN), dheHoTMn Ha meTunarop Ha CpG octposu (CIMP), MukpocaTenuTHa ctabunHoct (MSS) n mukpocatenuTHa
HecTabuNHOCT ¢ B1coka cteneH (MSI-H), kakTo n pasHo06pa3Hn MyTaLMoHHM hOHOBE, 3acsaraly K4voBm reHn kato KRAS, BRAF, TP53,
APC n PIK3CA. HROC222 T1 M2 e cb3gafeH B paMKuTe Ha Ta3n CTPOro xapaktepusrpaHa pamMka, KOeTo no3BosisiBa MHTerpaums c
NoAPOGHN KAMHUKONATOMOTMYHN U MOMEKYIAPHU A@HHW 1, KOraTo e HasinyeH, CboTBeTHUst PDX matepuas. Kato Mogen Ha KonopekTasieH
KapLMHOM C HUCBK macax, noyyeH oT nauneHt, HROC222 T1 M2 e noaxofsLL, 3a uscneABaHvs Ha TymopHarta 6uonorvs,
B3aMMOOTHOLLUEHMSATa MeXy reHoTUn 1 (PeHOTUN U NPEKIMHUYHM TepaneBTVYHY TECTOBE B PaMKNTE Ha MpeLy3HaTa OHKOIOTMYHA Hay4YHa
[OenHoCT.

TbKaH HanpeuHo ae6eno 4yepso
3a6onsaBaHe AeHoKapLHOM
MscTto Ha meTacTasute Henpunoxvmo (MbpBryeH TYMOpP Ha HanpeyHoTo Aebesno 4epso; T1 M2 o603Havasa Mbpsus

XUpYpruyeH MOMEHT, in vitro mogen 2)

MpunoxeHus

M3cnepgaHuns B obnactta Ha CRC; konopekTaneH ageHokapuvHom; 6rnobaHka HROC Linnebacher; nekapctBeHa YyBCTBUTENHOCT; 61M010rNS
Ha Tymopa; nHTerpaums Ha PDX u in vitro

KNACUN®UNKALMUA
OpraHmsbm Yosek
Cekc MbXx
CBoliicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK
Craryc Ha 'MO Be3s 'MO

MoapoGHOCTM OTHOCHO cTatyca Ha TMO
No genetic modification; wildtype patient-derived CRC cell line (HROC Linnebacher biobank).

HuBo Ha 6uonornyHa 6e3onacHoOCT 1
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XAPAKTEPUCTUKN

Mopdonorus Mofo6HW Ha enuten
Twvn KneTka EnuTenHn knetkm
NOAEHTUD®UNKATOPU
N3TOUYHUK

HROC222 T1 M2 (kaTasioxeH Homep 300859 Ha Cytion)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9606
B NCBI
Llenosasbp CVCL VQ93

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3sa, w: 2,5 mM L-raytamuH, w: 15 mM HEPES, w: 0,5 mM Hatpues nupysart, w: 1,2 g/L NaHCO3
(Homep Ha usgenueto Ha Cytion 820400a)

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucounauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE K/ETKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute ususAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
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,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmupaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpsieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA Ha Bcekn 3 o 5 gHu

PasmpassiBaHe 1 Ky/ITUBUpaHe

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_VQ93

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha floHOpa 79 roguHn
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHoCT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npobu KbM U OT pe3epBoapa C TeYeH a3oT e HeobXoAMMO fa ce U3MNo3Ba Macka 3a nuue Win npegnasHn oynna. Tosa ce npasu, 3a fja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4YaI0To Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref u3npallaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunasn OTroBapsaT Ha crneuudrkaummnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nmcra

3a nMb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapauma
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
cTpaHun
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



