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OBWA NH®OPMALNA

OnucaHne

HROG59 e nbpBrYHA KNETBYHA JIMHUSA HAa MyITUhOpMHa rnobnactoma (GBM) npum xopa, cb3gajeHa oT NPsiCHO pe3eLupaHa TymopHa
TbKaH Ha Bb3pacTeH NauueHT, AuarHocTuumpaH ¢ ramobnactoma ot IV cteneH no knacudurkaumsata Ha C30. KneTbuHata NnHus e
Cb3fafieHa Kato yacT OT CMCTEMATUYHM YCUMSA 3a paspaboTBaHe Ha MOAE/N Ha /IMoMa C yTPaHUCKO nacrpaHe, 3anassatim cneyuuyHiTe
3a nauueHTa 61MonorMYHn N MoNekynsapHn xapakrepuctukn. Knetknte HROGS9 pactar agxe3msHo in vitro 1 nokassar ubponiactonofobHa
mMopcponorus, TuNUYHa 3a NbpsnyYHK GBM KynTypu. JInHusATa ce noagbpxa npu ctaHaapTu3vpaHn ycrioBus Ha KyniTvBMpaHe, 3a ja ce ceefe
[0 MVHUMYM reHeTnuHaTa Apeid 1 ga ce 3anasu eHoTunHaTa cTabuHoCT.

HROG59 e nsnonseaHa 3a OLeHKa Ha YyBCTBUTE/IHOCTTa KbM CTaHAAPTHW 1 U3CNEA0BATE/ICKU areHTu B Tepanuata Ha rnmobnacrtoma,
BKJ/TIOUMTE/THO a/IKUMpaLLy areHTu 1 uenesu nHxnoutopu. Kato mogen Ha GBM ¢ Hucka nacaxHocT, nofyyeH ot nauneHT, HROG59
npeaocTaBsa KAMHUYHO 3HaYMMa CMCcTeMa in Vitro 3a usyyaBaHe Ha 6uonorvuaTa Ha rnobnactoma, MexayTyMopHaTa XeTepPOreHHOCT U
MexaHu3MuTe Ha TepaneBTUYEH OTTOBOP, KaTo CbLLEBPEMEHHO NOALbPXA BNCOKA CTENEH HA BEPHOCT KbM OPUrMHAUTHVSA TYMOPEH obpasell.

TbKaH Mo3bkK, R, TEeMEHHO-TUEH
3a6onsaBaHe Fnno6nacTom
KNACUNOUKALNA
OpraHusbm Yosek
Cekc JKeHcku
CBOIiCTBa, CBbp3aHu C pacTexa MpUBbPXEHNK
HuBo Ha 6uonornyHa 6esonacHocCT 1
NMAEHTUD®UNKATOPU
N3TOUHUK

HROG59 (katanoxeH Homep 300880 Ha Cytion)

[JaHbueH ngeHTUUKaLuMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 4U51

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HatpueB nupysar, w: 1,2 g/L NaHCO3
(Homep Ha usgenuneto Ha Cytion 820400a)

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

AoGaBku

[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauus Accutase
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https://www.cellosaurus.org/CVCL_4U51

MpecaxpaHe

OTcTpaHeTe cTaparta cpefia OT afXe3UBHUTE KNETKN 1 1 NnpomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkuTe 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 KO6W, KOUTO BeYe ChAbpXaT
npscHa cpega.

Pa3smMpa3ssiBaHe U 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

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto upe3 PCR-6a3vpaHn aHanmsu, Taka 1 Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NIV APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karo cpefa 3a kprokoHcepBauus nsnonssame 50% 6aszoBa cpega + 40% FBS + 10% DMSO
nnn CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSITO BK/1HOUBA ONTUMU3NPAHN
OCMOMPOTEKTOPU N MeTaboNNTHY CTabunmsaTopu 3a nofobpsiBaHe Ha Bb3CTaHOBSABAHETO U
HamasnsBaHe Ha KproMHAYyLMpaHus cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue nocTtaBeTe (/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.

Ycnosus 3a focTaBKa

KprokoHcepBrpaHnTe KNeTbYHU IMHUM Ce TPaHCMOoPTUPaT BbPXY CyX /e[, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpy nonyyasaHeTo He3abaBHO npernejainte onakoskara u
He3abaBHO npexebpsieTe P1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha goHopa 49 roguHn
ETHu4ecka npuHagnexHocT KaBka3skun

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

Korato nnaHuparte ga cbxpaHsBate kpuonpenapar B TeyeH a3oT 3a 6bAello pasmpassBaHe, e 3ab/KUTeNHO Ja crnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALMTE 3aLUMTHN PbKaByLW 1 06/1ek10 ca OT CbLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMmpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6xoA¥MO Aa Ce M3MNO0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMaTHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOUTO MoraT Aa AoBefar [0 N3XBbp/sHe
Ha oCcTpu hparMeHTu.
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FapaHuua

Hve B Cytion 3acTaBamMe 33/ Ka4eCTBOTO M XMN3HECTIOCOBHOCTTA Ha HAaLIUTE NPOAYKTU.
FapaHTMpame, Yye HaluMTe KNeTKU Le GbAaT XM3HECNoCoBHM B HAYAN0TO Ha Ky/ITUBMPAHETO B NPOAbIXEHUE Ha 60 AHM cres U3npallaHeTo

MM OT HallnTe CbOPbXEeHNA.

apaHTupame, 4ye BCUYKN MaTepuasiv oTroBapaT Ha CI'IeLJ,Mq)I/IKaLI,MMTe, onncaHn B CepTMCpVIKaTa 3a aHa/m3 n/namn npoaykroeara /imcrta

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuus/

feknapauysi

Mpunarar ce cnopa3yMeHusi C TPeTu
CTpaHu

Cytion GmbH
Nikola-Tesla-Str. 3
69124 Heidelberg
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info@cytion.com
cytion.com
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