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OBWA NH®OPMALNA

OnucaHne

KnetbyHarta nnHma CLS-103 nporsxoxaa OT MbPBUYHM TYMOPU Ha NI0CKOKNETbYEH KapLyHOM npu muikv NMRI. Ta3u kneTbyHa MHus e

pa3paboTeHa cnef MHAYLMPaHeTo Ha Te3n TYMOpY Ypes3 eHOKPaTHO NepopasiHO NpUnoXeHne Ha 7,12-aumetun-6eH3(a)aHtpaleH (DMBA),

MOLLLEH KaHLLepOoreH, 4eCTo U3Mno3BaH B eKCnepuMeHTa/IHUTE U3cneaBaHus Ha paka. M136opbT Ha DMBA 3a uHayuupaHe Ha Tymopu
oTpassBa Herosarta efheKTUBHOCT MPU UMUTUPAHE Ha YOBELLKUTE PaKoBM MbTULLA, KATO N0 TO3M HAYMH NpeBpbLLa KneTbyHata nmHusa CLS-
103 B LleHeH Mofen 3a n3yyasaHe Ha MOJIEKY/IIPHUTE 1 KNETbYHUTE MEXAHU3MU Ha NIOCKOK/IETbYHNSA KapLMHOM.
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[Moao6HM Ha enuTen
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36 vyaca

CLS-103 (katanoxeH Homep 400176 Ha Cytion)

JaHbuyeH naeHTUUKaLMOHEH HoMep

B NCBI

LlenosaBbp

OBPABOTKA N OTINEXAOAHE

XpaHuTtenHa cpega

10090

CVCL 5725

RPMI 1640, w: 2,0 mM ctabuneH raytamui, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)
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https://www.cellosaurus.org/CVCL_5725

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS

PeareHT 3a gucouunauyums Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbm
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOupaT Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cneg
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite K1eTkuTe B NPsiCHa Cpefa W rv NPexXBbprieTe B HOBU KOIGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MNbTHOCT Ha 3acsABaHETO 1 x 104 kneTku/cm? e foBeae A0 06pa3yBaHETO Ha KOHAY/IEHTEH C/0i B pamKuTe Ha 4
[HW.
OOHOBAIBaHe Ha TeYHOCTTa Ha Bcekun 3 gHun

Bb3cTaHOBsIBaHe criefi pa3MpassiBaHe Cnep pasmpassiBaHe, NocTaBeTe KNeTKUTe B Naky ¢ NABLTHOCT 5 X 104 kneTku/cm? n
ocTaBeTe K/IeTK/Te [1a Ce Bb3CTaHOBAT OT NpoLeca Ha 3aMpassiBaHe 1 Aa ce NPUKpensT 3a
Hall-mMasiko 24 vaca.

Pasmpa3ssiBaHe 1 KyNTUBUPaHe

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 KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsBaHeTO ¢ MUKOM/Ia3ma Ce U3k/oYBa KakTo upe3 PCR-6a3vpaHi aHanmsmu, Taka v Ypes lyMUHECLLEHTHY METOAM 3a OTKpUBaHe Ha
MUKoMnasma.

3a [a ce rapaHTvpa, Ye HAMa GakTepuasiHo, MbOUYHO MU APOXAEBO 3aMbpCsiBaHe, KNETbYHNUTE KYNTYpU ce nognarar Ha eXefHEBHM
BU3YasTHI NPOBEPKY.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHcepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkiuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT cneg pasmpassiBaHe nnn CM-1 (kaTtasioxeH
Homep 800100 Ha Cytion), KOATO BK/IOYBA ONTUMU3VIPaHV OCMOMNPOTEKTOPU N METAB0/TUTHN
cTabunmnsatopu 3a Nnofob6psiBaHe Ha Bb3CTaHOBABAHETO U HamMasisiBaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosusa 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu Temneparypa okoso -150 a0 -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeX/AMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

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

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

2/3



AAPUTEN

Mopopaa | nogBug NMRI

Bb3pacT Ha fjoHopa HeyTouHeHo

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTkv ce NpefocTaBsT USKKUUTENHO 3a LENUTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIMHUYHA UK
[yarHocTuyHa ynotpeba, HATO fa ce npunarar Ha Xxopa Win Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. MotpeGutenute Tpsioea fa ce
NPUABPXKAT KbM BCUYKY NPUNOXUMI HACOKM 1 pa3nopesty 3a 6opaseHe v 13Mnon3BaHe Ha Te3n KeTKW B 13cnefoBaresicka cpeja.

FapaHuyua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baat XM3HeCnocobHM B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatliaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha creuundrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara amcra

3a nb/HK NogpobHOCTU, MONS, HanpaseTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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