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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa INS-1 e nonyyeHa oT TpaHCNAAHTUPYEM UHCY/IMHOM, Cb34aeH C PEHTIEHOBM TbUM NPY NIbXOBE. Thii KaTo KIeTkUTe

INS-1 cbAbpXaT BACOKA KOHLEHTPALIMS HA UHCY/IMH U pearupat Ha NPOMEHH B HMBATa Ha [/110Ko3aTa, Te YecTo Ce M3MOo/I3BaT 3a u3cnessaHe

Ha PYHKLMSATA Ha GeTa-KneTKUTe. PacTexbT U eKCNIPEecUsTa Ha XOPMOHM 3aBUCAT OT peAyLMpallys areHT 2-MepKanToeTaHo .

INS-1 kneTkute ce oTIM4aBaT C XeTEPOreHHOCT, CbCTosALLA Ce OT 3PeN UHCY/TMH-NO3UTUBHU KITETKN U He3penu 6MXOpMOHaJ'IHI/I KNIEeTKN,

ekcnpecupaLLy UHCY/IMHOBU Y TIHOKaroHOBW NPOTENHMN.
[ByxopmoHasiHute INS-1 Knetkn nmat no-Hucka ekcnpecusa Ha Nkx6.1 n HamaTt anda KNeTbYyHM MapKepu, KOeTo Nokasea, Ye He ca HambJ/IHO

y3penun. OcBeH ToBa XPOHNYHOTO CTUMY/IMPAHE C /110KO3a HaMasifaBa eKkcrnpecusTa Ha UHCY/IMHOBW reHn 1 NpoTenHn B kneTkute INS-1. Mo

TO3M HAYMH Ce HaMaUsIsBaT HMBaTa Ha MHCYNMHA 1 NenTuauTe, NoslyvyeHn oT NportokaroH, kato GLP-1, GLP-2 v riitokaroH.
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https://www.cellosaurus.org/CVCL_0352

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH raytamui, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)

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

[oGaBku

JonbnHete cpegara ¢ 10 % TONMHHO UHakTUBUpaH FBS, aobasete 2,5 g/L rntoko3a n 10 mM HEPES
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

CbbepeTe cycneHanpaHute knetkm B 15-Munnnntposa enpyBeTka 1 BHUMATEIHO MPOMUATE npuienHanuTe knetku ¢ PBS 6e3 kanuuii n
marHe3uii (3nonssaiite 3-5 ml 3a kon6u T25 1 5-10 ml 3a kon6u T75). HaneceTe Accutase (1-2 ml 3a kon6u T25 n 2,5 ml 3a konbu T75),
KaTo ce yBepuTe, Ye NOKpMBa U3LAI0 KIETBYHKA cnoii. OcTaBeTe KneTkTe Aa ce MHKY6upar Ha cTaliHa Temnepartypa 3a 10 munyTu. Cneg,
VHKy6auuaTa KOMbMHUpainTe 1 LeHTpodhyrupaiTe cycneHsnsaTa u aaxe3vBHuTe knetkn. Cnep LeHTpodyrmpaHeTo BHUMATETHO
pecycneravpaiite kneTbyHaTa neneta u Npexsbp/eTe keTbuHaTa CyCrneH3uns B HOBU KOMIOM, ChAbpXally CBexa cpea.

Pa3smvpa3ssiBaHe 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 N KPUOKOHCEPBALMUA

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3k4yBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTH METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

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

Cpepa 3a 3ampassBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/iHa cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT ceg pasmpasssaHe nnn CM-1 (kaTtasioxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METabOoNUTHY
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsbp/IAHeTo B TeYeH a3orT.

Ycnosusa 3a focTaBKa

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHWAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnusuTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu nofyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3abaBHO NpexBbp/ieTe o/IakoHUTE 3a MOAXOASLLO ChXpaHeHue.
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Bb3pacT Ha foHOpa 666 aHu

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbhxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTEeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAXoAsLLMTE 3aLUTHU PbKABULIM 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 fiue Uy npeanasHi ounna. Tosa ce Npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMasTHY eKCM/I031M Ha KPUOBMONTE NPY M3BXKAAHETO MM, KOUTO MOraT Aa J0BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

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

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsaT 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 cnopa3yMeHue 3a Yes
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