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OBWA NH®OPMALNA

OnucaHne

KneTtbuHara nuHusa U-251 MG e gobpe xapakTtepu3vipaHa YoBeLlKa KNeTbyHa /IMHWA 3a MynTudpopmeH riamobnactom (GBM), kosito ce

n3nons3ea LWMPOKO B HEBPOOHKO/IOTMYHNTE N3C/ieABaHNA. Tasu KeTbyHa NNHUSA, nony4yeHa nNbpBOHa4YasIHO OT 75-FOAI/ILIJEH MbBXX OT KaBKa3ku

NPOM3X0f, € OT CbLUECTBEHO 3HAYEHME 3a U3yYaBaHETO HA MO3bYHUTE TYMOPK, OCOGEHO 3a pPa3BrpPaHeTo Ha MOMIEKY/ISIPHUTE U KNIETbYHUTE
MEexaH13MK, KOUTO Ca B OCHOBATA Ha 3/10KauyecTBeHUTe rmomu. Knetkute U-251 MG nposiBsiBaT acTPOLMTHY CBOMCTBA, KOUTO ca XapakKTepHu
3a Npou3xoaa UM OT acTPOLMTU - NpeobnafaBallysT KneTbyeH Tun, yyacTsaly, B FEM.

OT reHeTnyHa rnegHa touka knetkute U-251 MG nputexxasart MyTauuy 1 U3MeHeH!s, XapakTepHu 3a BUCOKOCTEMNEHHUTE acTpoLUTOMMU,

BK/IIOUMTENHO MyTauum B reHa TP53 1 3ary6a Ha XeTepo3nroTHOCT B Xpomo3omMa 10, kosiTo o6xBala reHa PTEN. Te3un reHeTu4Hu

0C06EeHOCTU AOMPUHACAT 3a NOE3HOCTTa Ha KNeTbYHaTa IMHWA NpY n3yyaBaHe Ha DYHKLMUTE Ha TYMOPHUTE CYMPECOPHY FreHun 1
KNeTbyHWTE MbTULLA, CBbP3aH C NPOrpecusTa 1 pesncTeHTHOCTTa Ha Tymopa. KneTkuTe ca M3BECTHU 1 C BUCOKUTE CV TEMMOBE Ha pacTex in
vitro 1 cnoco6HocTTa cn fja 06pasyBaT TYMOPU, KOraTo ca NprcajeHn B UMyHOKOMINPOMETUPAHN MULLIKW, KOETO I NpaBu LieHeH MoZen 3a in

Vivo 13cnefBaHusa Ha TYMOPHUS pacTex, MHBa3WsiTa 1 0TrOBOpa Ha TepanusTa.

OcBeH ToBa U-251 MG e u3nosn3saH B MHOXECTBO U3C/ELBaHNS, HACOUYEHN KbM TepaneBTUYHN NOAX0AN, BK/IIOUMTESHO YCTOWUMBOCT Ha
XMMuoTepanus, pesyntarty oT TbyeTepanis U OLeHKa Ha HOBU NPOTUBOPaKOBU CheanHeHus. LLinpokata My ynotpeba B TpaHCIaLMOHHN

nicnenBaHuAa nogyeprtaBa sSHa4EHNETO MY 3a CBbpP3BaHe Ha beHp,aMeHTaJ'IHMTe HEeBPOHay4YHU OTKPUTUA C KNUHNYHW NPUMTOXEHNSA, ocobeHo
npun pa3pa60TBaHeTo Ha uenesn Tepanmn 3a rnmobnactoma.
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NWAEHTU®UKATOPU

N3TOYHUK
U-251 MG (kaTtanoxeH Homep 300385 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 0021

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha npoTenHun

Ekcnpecust Ha GFAP 1 BUMEHTUH

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rinytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3LsAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

MnbTHOCT Ha 3acABaHETo 1 x 104 kneTku/cm?

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Bb3cTaHoBsiBaHe crfief pasvMpassiBaHe  Bbp30, B pamkuTe Ha 24 yaca

PasmvpassiBaHe 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.
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https://www.cellosaurus.org/CVCL_0021

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Kato cpefa 3a kprokoHcepBauysa nanonssame 50% 6asoBa cpega + 40% FBS + 10% DMSO
nnu CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSATO BK/IOYBA ONTUMU3NPAHN
OCMOMPOTEKTOPY 1 MeTaboNMTHN CTabunnsaTopm 3a NogobpsBaHe Ha Bb3CTaHOBSABAHETO U
HamMasisiBaHe Ha KPUOWHAYLMPaHua CTpec.

Ycnosusa 3a cbxpaHeHue

3a obnrotTpalriHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 fo -196 °C. CbxpaHeHueTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBus 3a foctaBKka

KprokoHcepBrpaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPaT BbPXY CyX /e[, B yTBbPAEHU, N30/TMPaHN OMakKOBKM C AOCTATbYHO XNIaANIEH areHT,
3a fa ce noaabpxa npubnuanTenHo -78 °C no Bpeme Ha TpaHcnopTvpaHeTo. [Mpy nosyyaBaHeTo He3abaBHO nperefjaiite onakoskaTa v
He3abaBHO NpexBbp/eTe 1akoHUTE 3a NOAXOASALLO ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha floHOpa 75 roanHn
ETHU4Yecka npuHagnexHocTt KaBkasku

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbhxpaHsisate Kpuonpenapar B TedeH a3oT 3a Gb/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassare CTPOori Mepku 3a
6e30MacHOCT. MoAX0AAWMTE 3aLMUTHI PbKaBULW 1 06IEK/IO Ca OT ChLLUECTBEHO 3HAUEHME, a Mo BPEME Ha NMPEeXBbP/ISHETO Ha 3aMpaseHm
npo6yu KbM KUK OT pe3epBoapa ¢ TedeH asoT e Heo6X0AMMO Aa Ce U3MN0/3Ba Macka 3a Nnle Un npeanasHu ounna. Tosa ce Npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UK Ha KPYOBUOIUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isiHE
Ha OCTpW (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKN MaTepunaIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nncra

3a Nb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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