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OBWA NH®OPMALNA

OnucaHne

CTX TNA2 e kneTbyHa IMHUA OT aCTPOLUTU Ha MTbX, Cb3fafeHa OT MbPBUYHU KYNTYPU HA KOPTUKA/THN acTpouuTh. TA YecTo ce 13nossea 3a
n3cnefiBaHe Ha hyHKLMUTE Ha LieHTpasiHaTa HepsHa cuctema (LIHC), ocob6eHo BbB Bpb3ka C [inasiHata 61onorusi, HeBPOTOKCUYHOCTTA U
HeBponpoTekuuaTa. ACTpOLUTUATE UrpasiT KpUTUYHA PO B NOALbPXAHETO Ha XoMeocTasara Ha LIHC, kaTo ocurypsiBat CTpyKTypHa v
mMeTaboIMTHa NoAKpena Ha HEeBPOHUTE 1 MeAUUparT peakuumTe KbM YBPeXAaHusa 1 OKCUAATUBEH CTPecC.

B paznuunu nscneasaHuna CTX TNA2 kneTkute ca 1U3non3saHn 3a MogennpaHe Ha HeBPOTOKCUYHOCT, 0COOeHO CBbp3aHa ¢ Bb30Oyxalla
TOKCUYHOCT, NpeAu3BuKkaHa oT areHTn kato rnytamar. Hanpumep, nsnaraHeto Ha rnytamar B CTX TNA2 keTkute npeamnsBukea anontosa u
aBToharns Ypes MexaHn3mMu, BKIHOYBALLM peakTUBHU KucopogHu sugose (ROS) 1 NbTA Ha IIMKOreH-cuHTasa knHasa-3f (GSK-3p3). Tesu
MbTULLA Ca OT OCHOBHO 3HAYEHKE 3a OTrOBOPa Ha K/IETKUTE KbM OKCUATUBHUA CTPEC Y MATOXOHAPUaNHaTa AUCYHKLMSA, 0CO6eHo crieq,
TpaBMaTUYHO MO3bYHO YBpexXaHe uav Apyri HeBpoAereHepaTuBHN CbCTOSAHNA. OCBEH TOBa € [oKa3aHo, Ye HEBPOMPOTEKTUBHU CPeACcTBa
KkaTo pecsepartpon u kaHabugmon (CBD) Hamanssar reHeprpaHeTo Ha ROS n nHxubupar nHayuupaHara oT rayTamar aBrodarus n anonrtosa
B T€31 acTpoLuTH.

KneTtbuHata nuHusa CTX TNA2 ce e fokasana KaTo LieHeH in vitro Mofen 3a n3yyaBaHe He caMo Ha OCHOBHUTE (DYHKLMM Ha acTpoLUTUTE, HO
1 Ha TepaneBTUYHUA NOTEHLMA Ha aHTVOKCUAAHTHUTE U HEBPONPOTEKTUBHUTE CbeAVHEHNS B YCI0BUSATA HA YBPEXAaHe 1 3abonsiBaHe Ha
LHC.
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NPOABA N NPEAPA3MNONOXEHOCT

Bupycu

TpaHcdopmartop: Simian virus 40 (SV40)
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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

JonbnHeTe cpeparta ¢ 10% 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.

PasmvpassBaHe 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 KPMOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a fa ce rapaHTupa, 4Ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpU ce nognarar Ha exeaHEeBHN
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kprokoHcepBauusa nsnonssame 50% 6asosa cpefa + 40% FBS + 10% DMSO
nnu CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSITO BKOYBA ONTUMU3NPAHN
OCMOMPOTEKTOPY 1 METabONUTHN CTabuNn3aTopm 3a NogobpssBaHe Ha Bb3CTaHOBSABAHETO U
HamasisiBaHe Ha KpUonHAyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

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

YcnoBus 3a focTaBka

Kp1OKoHCEepBUPaHNUTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX /e 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 Nperneaaiite onakoBkara v
He3abaBHO NpexBbp/ieTe (p/IakoHUTE 3a MOAXOASLLO ChXpaHeHMe.
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AAPUTEN

Mopopaa | nogBug Sprague Dawley

Bb3pacT Ha AoHopa 1 feH

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECNOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalMTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOoAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

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
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