7 Cytion

BJ

305222

OBWA NH®OPMALNA

OnucaHne

KneTkute BJ, nonyyeHn OT HeoHaTa/lHa MbXKa NpenyLmMyMHa Koxa, ca YoBeLLKy hmbpobaacTu, KOUTO ca BUA, KIETKM, Hammupalim ce B
cbeguHuTenHaTa TbkaH. Te 4ecTo ce U3No/3BaT B 6MONOrMYHY U MeAULVHCKM N3CeABaHnsi Nopaamn CnocoBHOCTTa UM fla ce pa3MHOXaBaT 1
YOBELLKMA M NMPOM3X0A, KOETO I NpaBu NOAXOASALLM 38 U3yyaBaHe Ha YoBeLlkaTa 6ronorus n 6onecTu.

KneTkute BJ, nonyyeHn OT HYOBELLKN KOXHU hmbpobiacTy, ce M3non3sar NnpeaMMHO B U3C/eABaHNs, CBbP3aHu C KNIETbYHUS OTTOBOP Ha
OKCUAATUBHKA CTPEC, KaTo AOMPUHACAT 3a pa3bupaHeTo HM Ha CTapeeHeTo, MexaHn3mMmuTe Ha 3ab0nsiBaHnaTa 1 KneTbyHata 3alura cpeLy
0OKCUAATUBHOTO yBpexaaHe. OCBEH TOBa KMETKUTE NpeAcTaBnsaBar Xn3HecnocobHa antepHaTBa Ha KneTkuTe Ha muwka BALB/c 3T3 3a uH
BMTPO TOKCUKO/TOTMYHM OLLeHKW, 0CO6eHO B TecTa 3a NoribLiaHe Ha HeyTpasiHo yepBeHo (NRU). To3n TecT ce 13non3sa LUMPOKO 3a OLeHKa
Ha LUMTOTOKCUYHUTE epekTn Ype3 n3MepBaHe Ha XXM3HECNOCOOHOCTTa Ha K/IeTKUTE Ypes NoribliaHe Ha HeyTpasiHO YepBeHO 6arpuio.
JNuncata Ha cunHa TenomepasHara akTMBHOCT B BJ dombpobnacTiTe oT YoBeLLKa npenyLuyMHa koxa, HesaBucuma oT hTERT, nogueprasa
TAXHaTa posif Npu n3y4yaBaHeTo Ha NPEeXAEeBPEMEHHOTO CTapeeHe, yab/HKaBaHETO Ha TeNloMepuTe 1 epekTuTe Ha XMNepPOoKCHs BbPXY
Ob/KnHaTa Ha TenomepuTe. Yoselukute KneTbyHu nuHum BJ n HaCaT yecTo ce n3nonssar 3aeHo B AepMaToorMyHuTe nsciensanus
nopaguv AONbABaLLUS UM XapakTep Npu NPeACcTaBaHETO Ha K/TKHOBY acnekTn oT dmanonorusita Ha koxara. Knetkute HaCaT, komTo ca
YOBELLIKM KepaTUHOLMTK, CNYXaT KaTo MOAEN 3a eNuAepMasIHAA COM Ha KoxaTa, AoKaTo kneTkute BJ, nonyyeHn oT YoBeLlku mbpobnacTu,
npeacrasnaBar AepMasiHMs coi. Tasu KoMOUHaLMsi MO3BO/ISBA LSINIOCTHO U3C/IeBaHe Ha peakuumTe Ha KoxaTta KakTo Ha enuaepMasiHo,
Taka 1 Ha filepMasiHO HMBO, KOETO v npasu 6e3LeHHN 3a n3cneABaHe Ha CTapeeHEeTo Ha Koxara, 3a34paBsaBaHeTo Ha paHu 1 eddekTTe Ha
pasnnyHn feveHnst BbpXy 34paBeTo Ha Koxarta.

B 0606LeHne, BJ KneTknte, M3BECTHM CbLUO KaTo YoBeLlkn BJ chnbpobnactu, Ciyxar kato yHuBepcasieH Mofes B 61M01ormyHnTe
n3cneaBaHvis, npeanaraikv Npo3peHns 3a Bb3AECTBNETO Ha eKCno3nuumMTe Ha OKosiHaTa cpeAa, KNeTbYHOTO CTapeeHe U paaykaiHata
6uonorus.

TbKaH MpegkoxuneTto
CUHOHUMK

o FF-WT-BJ

« BJ1
KNACUD®UKALINA

OpraHmsbm Yosek

Cekc Mbx

CBolicTBa, CBbp3aHu C pacTexa MpUBBLPXKEHNK

HuBo Ha 6uonornyHa 6e3onacHocT 1
XAPAKTEPUCTUKU

Mopdonorus dunbpobnactu

Tun kneTka dubpobnact Ha npenyuuyma
KapuoTtun

BJ kneTkuTe nogAbpxar HopMasieH AUnaouaeH kapruotun. Bbnpeku Tosa, cnes onpeferneHo yasosasaHe Ha nonynauvata Moxe Aa ce nossu
aHopMaUleH KapnoTun, nokassall reHeTU4HN NpoMeHN.
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NWAEHTU®UKATOPU

N3TOYHUK
BJ (katanoxeH Homep 305222 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 3653

OBPABOTKA N OTINEXAOAHE

XpaHuTtenHa cpepa

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)

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

foGaBku
[onbnHete cpepara ¢ 10% FBS, 20 ng/mL bFGF

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 r1 npomuiiTe ¢ PBS, KOSITO He CbabpXa 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 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, creg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6W, KOUTO BeYe ChAbpXaT
npscHa cpega.

Pa3mMpa3ssiBaHe 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsBaHe, KNETbYHUTE Ky/ITYpY ce nogsiarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karto cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneq pasmpasssaHe nnn CM-1 (katanoxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNNTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KpYovHAyLMpaHus cTpec.
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https://www.cellosaurus.org/CVCL_3653

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

AAPUTEN
Bb3pacT Ha floHOopa Mo-masnko ot 1 mecel,
ETHMYecka npuHaanexHocT KaBkasku

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3af Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTupame, Ye HalmTe KNeTKY LWe 6baat XM3HeCcnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/KeHNe Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

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

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopa3yMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
NnOoAPOBHOCTU 3A MPOAYKTA
Ta6nuua cbec cbCcTaBa
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