7 Cytion

HROG36

300939

OBWA NH®OPMALNA

OnucaHne

Tasu KneTbyHa NNHKA € n3oMpaHa oT TYMOpHa ThKaH Ha nauveHT oT A-p Maiikbn J/InHebaxep v e efHa kneTbyHa IMHUA OT nopeauLia
TYMOPHU KNETBYHU MHWK, Cb3AaAeHn OT A-p Maiikbn JlnHebaxep ot 2006 r. Hacam OT MbpBUYHK pesekuun Ha CRC.

TbKaH Mo3bkK, R, TemeHHa obnact
3a6onasaHe Fnno6nactom (cteneH Ill)
KNACUO®UKALNA
OpraHmsbm Yosek
Cekc JKeHcku
CBoiicTBa, CBbpP3aHU C pacTexa MpuBBPXKEHNK
HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKN
Mopdonorus Enutenvantu, onépobnactHu
Bpeme 3a yaBosiBaHe 35 o 40 vaca
NOAEHTUD®UNKATOPU
N3TOUYHUK

HROG36 (katanoxeH Homep 300939 Ha Cytion)

JdaHbuyeH ngeHTuMKaumoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 4u49

NMPOABA N NPEAPA3MONMOXEHOCT

Ekcnpecusi Ha aHTUreHa
GFAP+ , nestin +, vimentin +, S-100+, GBM+, BTSC+

MyTaumoHeH npodounn
IDH 1 1 2 wt, TP53wt, K-Ras wt, B-RAFwt, MGMT CN=0, PTEN I5S

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa
DMEM:Ham's F12 (1:1), w: 3,1 g/L rmtoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HatpueB nupysar, w: 1,2 g/L NaHCO3
(Homep Ha n3genueto Ha Cytion 820400a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.
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https://www.cellosaurus.org/CVCL_4U49

[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.

MABbTHOCT Ha 3acABaHETOo 1 x 104 kneTku/cm?

OOHOBAIBaHe Ha TeYHOCTTa Ha Bcekn 3 0o 5 gHun

PaswvpassBaHe U KynTusupaHe

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

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3vpaHmn aHanmsu, Taka u Ypes IyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuasnHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nognarar Ha eXxefHeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassaiBaHe Karo cpefa 3a kprokoHcepBauusa nanonssame 50% 6asosa cpega + 40% FBS + 10% DMSO
nnn CM-1 (katanoxeH Homep 800100 Ha Cytion), KOATO BKHOYBA ONTUMU3MPAHN
OCMOMNPOTEKTOPU 1 METaboNNTHN CTabnn3aTopu 3a NogobpsiBaHe Ha Bb3CTaHOBABAHETO U
HamMasisiBaHe Ha KPpUOVHAYLMPaHua CTpec.

Ycnosusa 3a cbxpaHeHue

3a AbAroTpariHo CbXpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NnpveM/IMBO CaMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

Ycnosus 3a gocTaBKa

KpVOKOHCEpBUPaHWTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKOBKM C JOCTATbYHO XIaJUIeH areHT,
3a fa ce noaabpxa npubausnTenHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy nofyyaBaHeTo He3abaBHO Npernefaiite onakoskarta v
HE3a6aBHO NPexBbP/ieTe IAKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOpa 80 roagnHn
ETHU4Yecka npuHagnexHoct KaBkaskun
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NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT CbLLECTBEHO 3HAUEHUe, a Mo Bpeme Ha NPexBbp/ISHETO Ha 3aMpaseHu
npo6u KbM WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

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

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Aeknapaums
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
cTpaHu
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