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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nnHus HK-2 e fo6pe xapakTepuapaHa YoBeLLKa NpoKCUMasiHa TyBy/iHa enuTeniHa KNeTbyHa JIMHUS, MoyyeHa oT HopMasHa

6b6peqHa TbKaH Ha Bb3pacTeH 4Y0BeK. Tesun KNeTkn nokassar TUNUYHa enutesHa MOquOI'IOFI/IFI 1 3anasBaTr MHOrO OT BUOXMMUYHUTE 1

(pyHKLMOHANHMTE CBOWCTBA Ha MPOKCUMasTHUTE TYOY/THU KNETKU, KOETO 1 NpaBu LieHeH MoAen 3a n3yyaBaHe Ha 6bbpeyHaTa dmsnonorns un

I'IaTOd)MSI/IOI'IOFMﬂ. Knetkute HK-2 ca n3BecTHM CbC CNOCOBHOCTTa CU Aa M3BBbpLUBAT akKTUBEH TPaHCNOPT 1 Aa NposaBABaT €H3UMHU

aKTMBHOCTW Ha rpaHumuara Ha XpacTta, KOUTO Ca OT CbLEeCTBEHO 3Ha4YeHne 3a posiaTa UM B npouecutTe Ha 6b6pe'-|Ha pea6cop6u,vm.

HK-2 KneTkuTe ekcnpecupar peavua TPaHCMNopTeEPU U PELLENTOPY, BKIOUMTENHO 3a [/1H0K03a, aMUHOKMUCETMHU U Pa3/INYHU OHN, KOETO
oTpassiBa ponsTa UM B Gb6peuHaTa huntpaums u peabeopbums. Te CbLO Taka pearupar Ha XOpMOHasTHa peryialusi, Kato Hanpumep ot

napaTMpeoneH XOpMOH 1 anfoCTePOH, KOUTO BNAAT HA TPAHCNOPTHUTE UM AeiHoCcTU. BnarogapeHue Ha Te3u XapakTepUCTUKU KNeTknTe
HK-2 ce n3nonsear WMPoKo B NMPOyYBaHUS 3a HEIPOTOKCUYHOCT, CKPUHUHT Ha JlIekapcTBa 1 13c/iefiBaHusi Ha 6bOPeYHN 3a60siBaHUS, KaTo
0CTpO 6BLOPEYHO yBpexXAaHe N XPOHWYHO 6bLOpPeYHO 3abonsiBaHe.
OcBeH ToBa keTkute HK-2 ca 13non3eaHy B NpoyYBaHus 3a n3cneasaHe Ha 6b6peUYHOKNETbYEH KapLUMHOM 1 ApYTv BUAOBE pak, CBbp3aHu C

6bOpeumnTe. Te NpefcTaBNABaT HaAEXaHa in Vitro cucTema 3a n3c/efBaHe Ha KNEeTbYHUTE peakuy KbM TOKCUYHN areHTW, OKCUAATUBEH

cTpec u xunokeust. Miacnegosarenute nanonasar HK-2 kneTkuTe 1 3a U3cneBaHe Ha MOMEKYISIPHUTE MEXaHV3MU, Niexalliy B OCHoBaTa Ha

(hrbpo3ata 1 Bb3NaneHneTo B 6b6peuuTe. Kato usaso, knetbyHata nuHus HK-2 e BaXeH MHCTPYMEHT B 6b6pedHuTe uscneaBaHus,

npeanaratl Nnpo3peHnsa KakTo 3a HopMasiHaTa d)yHKLI,VIH Ha 6'b6pel_l,l/ITe, Taka ¥ 3a naroreHesara Ha 3abonsiBaHusTa.
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https://www.cellosaurus.org/CVCL_0302

NMPOABA N NPEAPA3MONOXEHOCT

EkcnpecupaHu peuentopu
EnugepmaneH pactexeH gaktop (EGF), nspaseH

Ekcnpecus Ha npoTenHun

AnkanHa doccharasa, rama-rnytamMmuaTpaHcnenTuaasa, eBUMH-aMyHonenTnasa, kucenmHHa gocdarasa, UutokepatuH, anda 3, 6eta 1
WNHTErpviH, (oMbpoHEKTUH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTatuaTa B Cytion 820100a)

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

[OoGaBku
[onbnHete cpepara ¢ 10% FBS n 1% NEAA

PeareHT 3a gucouunauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NOKpuiATe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYy6upar Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otgenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTe KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

OGHOBsIBaHe Ha TeYHOCTTA 2 [0 3 NbTn ceamMuyHo

Pa3mpassiBaHe 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 KPUOKOHCEPBALMUA

CrepunHocrt

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/oysa kakTo upes PCR-6a3upanmn aHanmsm, Taka u ypes TyMUHECLLEHTHN METOAM 3a OTKpMBAHE Ha
MyUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6aKTepuasIHo, MOMYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nognarar Ha exefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe KaTo cpefa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoCco6HOCT cneg pasmpassBaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunusartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHus cTpec.
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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.

OAPUTEN
Bb3pacT Ha AoHOopa Bb3pacTHu
ETHMYecKa NPUHaANEXHOCT EBponeiicku

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 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalUTe KNETKM LWe 6bAaT XM3HECNOCO6HM B HA4YaN0TO Ha KyNTUBUPAHETO B NPOAb/KeHNe Ha 60 AHW cnef n3npallaHeTo
UM OT HalLWTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuann oTroBapsT Ha cneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns n/wnm npogykrosara nncra

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
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