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OnucaHne

XenaTomHara kieTbuHa MmHus Hep-66.4A e nonyyeHa oT TymMOp Ha YyepHusi Apob Ha MULLKa, No-cneuyasHo oT wama C57BL/6J. Tasu
KNeTbyHa JIMHUSA ce XapaKTepusmpa ¢ XenaTouuTeH nponsxos, NnoTBbPAEH Ypes aHaIn3 Ha NPOTEUHN OT MEXANHHU HULWKK. Hep-66.4A
ekcnpecupa npocTu kepaTvHn K8 n K18, konto ca TUNMYHU 38 HOPMasTHUTE YepHOLPOOHN KNETKMN, KAKTO U BUMEHTUH U kepaTuH K19 B
pasnnyHa cTeneH. Tesun NpoTEMHOBY MOAENV NOTBbPXAABaT XenaroumTHaTa npupoaa Ha KneTbyHata IMHUS U KnacuguumpaHeTo 1 Kato
XenaroMHa JIMHUS.

KneTbyHata nuHust Hep-66.4A nokassa npeavMHO enuTesniHa Mopdo1oris, KOeTo oTpassiBa NPom3xoaa i oT xenaTouutu. Tosu
MopcponornyeH heHoTUN CbOTBETCTBA Ha Npodinia Ha ekcnpecus Ha npoTenHn. AHanin3bT Ha JHK oTnevatbka Ha Hep-66.4A He paskpusa
HUKaKBV ronemu CTPYKTYPHU aHOMasIiu, KOeTo MokKa3Ba M3BECTHa CTENeH Ha reHOMHa CTabuHOCT. Bbrpekn ToBa ce Habnoaasar HAKoU
NMPOMEHN B OTHOCUTE/IHATA MHTEH3VBHOCT Ha CNeuMuyHn TIEHTU C yBe/IMyaBaHe Ha 6posi Ha nacaxuTe, KOeTo npeArnosara HesHa4ynTeHa
reHoMHa NPOMEH/IMBOCT Mpe3 NPOLBL/HKUTENTHN NEPUOAN HA KYNTUBMPAHE.

Bbnpekn 0TCHCTBMETO Ha OTKpMBaeMy MyTauuy Ha p53 B MbPBUYHUTE YEPHOAPOOHM TYMOPU Ha MULLIKW, B HAKOW XENATOMHU IMHUM Bsxa
OTKpUTK abepaLuy No BpeMe Ha in vitro pasMHoxaBaHeTo. KneTbuHata imHus Hep-66.4A e aHanunsmpaHa 3a myTtauum B reHute p53 u c-Ha-
ras. J/luncarta Ha oTkpMBaemu MyTauun B reHa p53 B Tasu IMHKUA N0 BPEME Ha paHHWTE nacaxu npegnonara crabuieH reHetnyed hoH. Tasm
K/IeTbYHA IMHUS CNYXM KaTo LieHeH MOAeN 3a usyyasaHe Ha xenartouenyiapHis KapLuHOM, KaTo Aasa npeActasa 3a KNeTbyHUTe n
MOMEKYNIAPHUTE MeXaHu3MK, Nexallin B 0OCHoBaTa Ha TymoporeHesara Ha YepHus Apob.
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NMPOABA N NPEAPA3MONOXEHOCT

EKcnpecus Ha NPOTeuHU

KepatuH 8, kepatuH 18, BAMEHTUH

MyTaumoHeH npodcounn
P53 wt

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpueB nupyBsart (Homep Ha usgenveto Ha Cytion
820300a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku
[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NOKpuiATe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYy6upar Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otgenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTe KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

OGHOBsIBaHe Ha TeYHOCTTA Ha Bcekn 3 0o 5 gHn

Pa3mpassiBaHe 1 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

CrepunHocrt

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/oysa kakTo upes PCR-6a3upanmn aHanmsm, Taka u ypes TyMUHECLLEHTHN METOAM 3a OTKpMBAHE Ha
MyUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6aKTepuasIHo, MOMYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nognarar Ha exefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe KaTo cpefa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoCco6HOCT cneg pasmpassBaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunusartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHus cTpec.
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Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Mopopa | noasua C57BL/6J
Bb3pacT Ha foHOpa Bb3pacTHu

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

OTKa3 OT OTTOBOPHOCT
HalumTe kneTku ce NpefocTaBsT USKKUNTENHO 3a LEeNnTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIIMHUYHA UK

[MarHocTyHa ynotpeba, HATO fa ce npuiarar Ha Xxopa Wam a ce U3nosi3Bar 3a BETepUHapHu Lenu. MotpeGutenute Tpsioea ga ce
NPUABPXKAT KbM BCUYKM NPUIOXKIMI HACOKM 1 pa3nopes6yn 3a 6opaseHe 1 U3MNon3BaHe Ha Te3n KETKM B 13CnefoBaTesicka cpeaa.

FapaHuua

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

lapaHTupame, Ye HawmTe KNeTKY LWe 6baat XM3HeCNoCcoOHM B HAYa10TO Ha KylTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatliaHeTo
UM OT HalIMTe CbOPBXEHUS.

lapaHTupame, Ye BCUYKM MaTepuain OTroBapsT Ha cneumdurkayumTe, onucaHn B ceptudmkara 3a aHaams u/unm npogykrosara amcra

3a nb/HW NoApobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
aeknapauus
Heo6xoaumo e cnopasymMeHue 3a Yes
npexBbpisiHe Ha MaTepuanun
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



