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OnucaHne

KnetbuHata nuuusa HCC-LM3 e yTBbpAEH MOAEN 3a U3cnefBaHe Ha xenarouenynapHus kapuvHom (HCC), ocobeHo nopaamn BUCOKUS CU
mMeTacTaTtuyeH noteHuvan. Tasu KneTbyHa IMHUA € n3urpana K4osa poss B paskprBaHETO Ha MexaHU3MuTe, CBbP3aHu C TymopHarta
nponudepauus, MurpaumusaTa u pesucTeHTHOCTTa KbM sledeHne. Vcnegsanusta Bbpxy knetknute HCC-LM3 paskpuxa TAXHOTO yyacTue B
NpoyYBaHETO Ha peakuumTe KbM fiekapcTBaTa v MoNeKyispHUTe NbTULA, BUSELLM BbPXY arpecuBHOCTTa Ha paka. Hanpumep, 6elue
[okasaHo, Ye umpkynapHara PHK circMRPS35 urpae oHkoreHHa ponsi B HCC-LM3, kaTo cTumynunpa kneTbyHata nponudepaums, Murpaums,
MHBa3NA N XMMNOPE3NCTEHTHOCT, 0CO6eHO KbM uucnaatvH. OT MexaHuyHa rnegHa Touka circMRPS35 peiicTea upes abcopbripaHe Ha
MUKpPOPHK-148a-3p, KoeTo BoAgM A0 NoBuLLABaHe Ha ekcrpecusTa Ha Syntaxin 3 (STX3), KoiiTo mogynupa ctabunHocTTa Ha dhocharazara u
TeH3uH xomonora (PTEN) upe3 youTUKMHUpaHe 1 pasrpaxjaHe.

OcBeH TOBa, NPOyYBaHNs ca MAeHTUNLMPaIN 3HaYUTeTHU MeTabonuTH1 npomern B HCC-LM3 kneTkute, KOUTO KOpenmpar ¢ TYMOPHUSA
pacTex 1 npexmnssemMocTtTa. Tasn kneTbyHa NMHus, 3aegHo ¢ gpyrn HCC mogenw, AeMOoHCTprpa OTYET/IBM MPOMEHN B MeTabom3mMa Ha
roKo3ara v avnugnTe, KoMTo nognomarar 6bp3ara TyMOpHa nNponvdepaums 1 ce cunTar 3a XxapakTepHu 6enesmn Ha paka Ha YepHus apob.
M3cnepsaHus, n3nonssawm cekseHnpaHe Ha PHK Ha eAnHWYHM KNeTKK, ca paskpuam kak MeTabonmtHaTa XeTePOreHHOCT B paMKknTe Ha
cy6nonynaunmnte Ha XxenaTouuTuTe BUSIE BbPXY NporHosara u TepanesTUuHUTe pesynTtaru. 3abenexuTesniHo e, Ye aHamsnTe Ha
meTabonmTHUTe MbTua B HCC-LM3 ca 61 oT CbLUeCTBEHO 3HaYeHNe 3a UAeHTU(ULMPaAHETO Ha NOTEHLMaIHWM Buomapkepu 1
TepaneBTUYHU Lie/In 3a NOA06PEHU KNVHUYHY CTpaTermu.

TbKaH YepeH gpob
3a6onsaBaHe XenarowenynapeH KapLuHOM Mpy Bb3pacTHU
MsicTo Ha meTacTasute Bsin gpo6
CUHOHMMU
« HCCLM-3
« HCC-LM3
e LM3
« MHCC-LM3
« MHCCLM3
KNACUND®UNKALNA
OpraHmsbm Yosek
Cekc Mbx
CBoIicTBa, CBbP3aHU C pacTexa MpuBBPXEHNK
HuBo Ha 6uonorvyHa 6e3onacHOCT 2

XAPAKTEPUCTUKWN
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Tun Knetka

KapuoTtun

Moao6HU Ha enuTen

EnutenHu knetkm

XunoTpunnougeH kapuotun; CpegHo 6poii xpomozomu: 55-58
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NWAEHTU®UKATOPU

N3TOYHUK
HCC-LM3 (kaTasioxeH Homep Ha Cytion 305504)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 6832

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha npoTenHun
AnbymunH+, KK8+

Ekcnpecus Ha aHTUreHa

HBsAg-

OHKOreHu
AFP+, P53-, P16+, nm23-

MyTauuoHeH npodmn

MyTaumsa: BRD7, p.Glu277Glyfs*18 (c.830_831delAG); Mytauus: KEAPL, p.Pro445GInfs*13 (c.1334delC); MyTauusa: TP53, p.Glu51Ter
(c.151G>T)

Bupycu
TpaHcdopmartop: Bupyc Ha xenatut B (HBV)

OBPABOTKA U OTIrNEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenveto Ha Cytion
820300a)

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocgepa.

[AoGaBku
[onbnHete cpepara ¢ 10% FBS

PeareHT 3a gucoumnauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3uBHUTE 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 konéum
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTta, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa W rv NPexBbprieTe B HOBU KOIGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

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

214


https://www.cellosaurus.org/CVCL_6832

Pa3mvpassiBaHe 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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN
Bb3pacT Ha goHopa 39 roguHu
ETHU4ecka npuHagnexHocT Kutaricku

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNIHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBLW 1 06/1eK/10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6xoA¥MO Aa Ce U3MN0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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