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OBWA NH®OPMALNA

OnucaHne

LX-2 e yoBeLLKa YepHOAPO6HA KeTbYHA IMHNSA, KOSITO Ce € MPeBbpHaNa B CTaHAAPTEH MOAEN 3a 13yyaBaHe Ha YepHogpobHaTa hubposa.
Tasu kneTbyHa NMMHUS € UMOopTaIn3npaHa oT MbPBUYHN YOBELLKM YEePHOAPOOHW 3BE30BUAHWN K/IETKM, KATO 3ana3sa MHOro oT
XapakTepucTukuTe in vivo, Heo6xoaMMM 3a n3cnegsaHe Ha akTMBMPAHETO Ha 3BE3[0BUAHUTE KNETKU, B3aUMOLENCTBUETO C APYT TUMNOBE
4YepHOAPO6BHMN KIIETKM 1 OTFOBOPA Ha Bb3Na/IMTeNHU cUrHanun. Knetkute LX-2 ca 0co6eHO nonesHu npu n3cnegsaHust, HAaCoOYeHU KbM
naToreHesara Ha YepHogpobHaTta hnbpo3a 1 oueHKaTa Ha aHTUUBPOTUYHM NlekapcTBa. Te ekcnpecupar pasnyHu Mapkepw, CBbp3aHu ¢
(PYyHKLMATA Ha 3BE340BUAHUTE KNETKN U hrbporeHesarta, BKIKUNTENHO anda-rnagkoMmyckyneH aktuH (a-SMA), rvaneH hubpunapeH
KucenuHeH npotenH (GFAP) n konareH tvn |.

KneTbyHaTa NMHWSA npegnara U3rogeH Moaen nopaav ctabunHna cvm oeHoTUM U OT3UBYMBOCT KbM LIMTOKMHW 1 pacTexHu haktopu, Kouto
06MKHOBEHO y4acTBaT B MpoLecuTe Ha YepHoOApo6HM 3abonaBaHusA. KneTkute LX-2 ce n3nonssar 3a U3cnefBaHe Ha KeTbuHuTE 1
MONEKYAPHUTE MEXaH3MU, NieXxall B OCHOBaTa Ha YepHoapobHaTa hrnbposa, BKIIOUNTENHO PONATa Ha 3BE3A0BUAHNUTE K/IETKU B
OT/1araHeTo Ha M3BBbHK/IETbYEH MATPUKC U MOAYNMPAHETO Ha Te3n NPOLLEeCcH OT TepaneBTUYHU areHTu. Tesun KIeTkn ocurypssat
Bb3MNPOM3BOAMMA M KOHTPO/IMPAHa in Vitro cpefa, KosATo nognomMara BUCOKONPOU3BOAUTENTHN CKPUHUHTOBU 1 MEXaHWYHWN U3CNeaBaHus, KOeTo
T NpaBu LLeHHW KaKTo 3a oyHAaMeHTaslHWU U3CNefBaHys, Taka v 3a hapmaLleBTUYHN Pa3paboTky, HACOYEHN KbM YEPHOAPOGHN
3a60nsBaHNs.

TbKaH YepeH apob

CUHOHUMU

« Lieming xu-2

KNACUND®UNKALUA
OpraHmsbm Yosek
Cekc MbXx
CBoiicTBa, CBbP3aHu C pacTexa MpUBBLPXEHVIK
HuBo Ha 6uonornyHa 6esonacHocT 1
XAPAKTEPUCTUKN
Mopdonorus Envutenvanex
Tun Knetka YepHoLPO6HY 3BE3,0BUAHN KNETKN
NWAEHTU®PUKATOPU
N3TOUHMK
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OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

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

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

floGaBku

[onbnHete cpeparta ¢ 2% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE 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 u3usaio ¢ Accutase, kato nsnonssarte 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,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, creg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npsacHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

PasmpassiBaHe 1 Ky/ITUBUpaHe

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 KPMOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes TyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKonIasma.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpU ce nognarar Ha exeaHEeBHN
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (katasnoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiABaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpvemM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/IsSHETO B TEYEH a30T.

YcnoBusa 3a focTaBKa

Kp1oKoHCepBMpaHNUTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX Ned B YTBbPAEHU, U30/IMPaHN OMakoBKY C JOCTATbUYHO X/TaAW/IEH areHT,
3a fa ce nogabpxa npubnuauTenHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Npernesaiite onakoBkara v
He3abaBHO NpexBbp/ieTe )/IakoHUTE 3a MOAXOASLLO ChXpaHeHue.
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AAPUTEN

Bb3pacT Ha floHopa HeyTouHeHa Bb3pacTt

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3adb/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AALMTE 3ALUTHI PbKABULW 1 06/IEK/O Ca OT ChLLIECTBEHO 3HAUEHMe, a Mo BpeMe Ha NPexBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM WM OT pe3epBoapa C TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Mnle Uan npeanasHu ounna. Tosa ce npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UM Ha KPYOBMO/IUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isHE
Ha OCTpM (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

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

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
NnoAPOBHOCTU 3A NMPOAYKTA
Ta6nuua cbec cbCTaBa
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