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OBWA NH®OPMALNA

OnucaHne

KneTtbuHata nuHusa KYSE5S20 e Mmofen Ha YoBelLLky e3odareasieH naockokneTbueH kapunHom (ESCC), nonyyeH oT MbpBMYeH Tymop. Ta e
yMepeHo andepeHLpaHa 1 e oT CbLLECTBEHO 3HaYeHVe 3a U3ceBaHe Ha enuTenHo-Me3eHxXMmHara naactuyHoct (EMM) npu pak Ha
xpaHonposoga. Knetkute KYSE520 noka3sar XeTeporeHHOCT, CbCTosila ce oT enuTtenvantu (CD44v+) n meseHxumMHu (CD44v-)
cybnonynauuv. Tesn gge nonynawum ca cnocobHn ga ce npeobpasysar, KoeTo oTpasssa AMHaMUYHWS npouec Ha EMI. ToBa cBOCTBO
npespblia KYSE520 B 0T/IM4EH MOZEN 3a U3yYaBaHe Ha XapakTePUCTUKUTE Ha paKkoBUTE CTBOJIOBU K/IETKN U MEXaHU3MUTE Ha
XumuopesncTeHTHocT npu ESCC.

OT reHeTuyHa rnegHa Touka knetknte KYSE5S20 nokassar 3abenexutesniHa enureHeTnyHa perynauums. MpomoTtopHaTta obnact Ha reHa JAM3,
TYMOPEH CyMnpecop, e HeMeTUMpaHa B Te3n K/IeTKN, KOETO No3B0o/IABa Herosara ekcripecus. JAM3 urpae pons B peryvpaHeTo Ha
KneTbyHaTa nponvdepauns, Murpauns n nHeasnsa upes Wnt/B-kateHuH curnanusauusara. lNogabpxaHeto Ha ekcnpecusata Ha JAM3 B
KYSES520 e cBbp3aHO C NOTUCKAHETO Ha arpecuBHUTE PakoBy heHOTUMNOBE.

B TepaneBTnyHuTE n3cnenBaHus knetkmte KYSES20 ca n3non3saHu 3a n3cnefsaHe Ha ponsita Ha pelenTopa 3a (hbpo6aacTeH pacTexeH
thakTop, nogobeH Ha 1 (FGFRL1). MNpoyuBaHunaTa nokasear, Ye npu FGFRL1-gedvuutHnte knetkn KYSES20 ce Habntogasa HamasneH
TYMOPEH pacTex W NOABWXHOCT, 3ae/lHO C HaMasisiBaHe Ha ekcnpecusTa Ha maTpuyHa metanonporenHasa-1 (MMP-1) n cBbp3BaLy, NpoTenH
Ha mbpobnacTHus pactexeH daktop 1 (FGFBP1). Te3n oTkpuTuAa nogyeprasar 3HayeHneTo Ha FGFRL1 B TymoporeHesarta v npegnarat
noTeHumanHy TepanesTnyHu Lenu. OcBeH ToBa AvHamunkaTa Ha EMIT 1 cebp3aHnTe C Hea MOMIEKYNAPHN MbTuLa B kneTkuTe Ha KYSES20
[Jasar npefcrasa 3a nporpecuata Ha ESCC 1 mexaHusmuTe Ha pe3ncTEHTHOCT, Kato AONPUHACAT 3a pa3paboTBaHeTOo Ha LiefieBU SieYeHus.
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LlenosaBbp CVCL 1355

NMPOABA N NPEAPA3MO/TOXEHOCT

OHKOreHu
TP53, MYC

MyTauuoHeH npodmn
MyTauusa: TP53, ¢.376-2A>T, akuenTopHa MyTauus

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpepa

Ham's F12, w: 1,0 mM ctabuneH rnytamuH, w: 1,0 mM HaTpues nupyBsart, w: 1,1 g/L NaHCO3 (Homep Ha usgenveto Ha Cytion 820600a) +
RPMI 1640, w: 2,0 mM ctabuneH raytamuH, w: 2,0 g/L NaHCOS3 (Homep Ha nsgenueto Ha Cytion 820700a); cmec 1:1

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

foGaBku

[onbnHete cpeara ¢ 2% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXXa Kanuuii u 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 konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. 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.

MNBTHOCT Ha 3acAABaHETO 0,6 - 1,2 x 104 kneTku/cm?

OGHoOBsIBaHe Ha TEYHOCTTa 2 nbTH cegMnyHo

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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3k4yBa Kakto Ype3 PCR-6a3vipaHn aHanmsu, Taka u Yypes IYMUHECLLEHTHN METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHo, MbOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKN.
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https://www.cellosaurus.org/CVCL_1355

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 58 roguHu
ETHU4ecka npuHagnexHocT AnoHcKn

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



