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OBWA NH®OPMALNA

OnucaHne

RTE-2 e kneTbyHa NMHUSA OT eNUTENHN KIETKU Ha TpaxesTa Ha N/TbX, MbpPBOHAYa/IHO NOJlyYeHa OT HOpMasieH ennTen Ha TpaxesTa v
BMOC/NeACTBME UMMOPTa/IM3MpPaHa, 3a Aja ce Nno3Bosin HEMNPeKbCHATO pasMHOoXaBaHe in vitro. KnetkuTe npossasar enutesiHa Mopchonorus,
XapakTepuavpalia ce ¢ NosIMroHasiHun, NofoOHN Ha KangbpbM MOAENN Ha pacTex, Korato ce KynTusupar Ao KoHgyeHTHocT. Knetkmnte RTE-
2 3anasBar K/l04OBUTE CTPYKTYPHM M (DYHKLIMOHATHW CBOMCTBA Ha enUTeTHUTE KNETKV Ha AVXaTenHuTe MbTULa, BKIUYMTENHO 06pasyBaHeTo
Ha MIBbTHU MEXAYKNETbYHN BPB3KN U eKCNpecusita Ha enuTesiHN LIMTOKePaTUHW, KOETO v Npasyv NMOAXOASALLL MOAeN 3a 6uonoruara Ha
anxaTeniHua enuten.

®yHKUMOHaNHO, RTE-2 KeTkuTe ca LUMPOKO U3M0/3BaHn 3a U3c/iefBaHe Ha MexaHu3MuTe Ha audoepeHupanmsa Ha enuTena Ha guxaresiHure
MbTULWA, LenocTTa Ha iMraemuara v peakuunte KbM CTUMY/IM OT OKO/IHaTa cpeja. Te AeMOHCTPMpaT CNoco6HOCT 3a nonsapusaums npu
NOAXOAALLM YC/I0BUS Ha Ky/TTVIBMPaHe 1 MoraT Aa eKkcrnpecupar CbeANHUTE/THW MPOTEVHY, CBbp3aHu ¢ 06pa3yBaHeTo Ha enuTenvasHa
6apviepa. B gonbnHexne, RTE-2 kneTknTe pearnpar Ha Bb3Na/IMTENHN MeAMaToOpu 1 OKCUAATVIBEH CTPeC, MPeAoCTaBsank1 KOHTpoAvpaHa in
vitro nnarchopma 3a n3yyaBaHe Ha CUrHasIHUTe MbTULLA, yHacTBalLM BbB Bb3Na/leHNETO Ha AnXaTenHnTe NbTULa U enuTenHnTe
yBpexXaaHus.

BnarogapeHune Ha cTabuHUTE CU XapakTepuUCTVKN Ha pacTex 1 3anaseH enutenvaneH eHotun, RTE-2 kneTknTe YecTo ce U3Mnon3sar B
Npoy4BaHUA Ha pecnmpaTopHa TOKCUKOMOrMs, B3aMMOoeNcTBUA MeX/y rOCTONPUEMHVK U NaTOreH 1 peMogenvpaHe Ha AvuxatenHuTe nbruwia.
KaTto mofen Ha enuTennyma Ha gyxatesiHute NbTula, nosyyeH ot rpmsadn, RTE-2 npeanara Bb3nponssoamma crctema 3a MexaHUCTUYHN
n3cneaBaHus, KOUTo JOMbABAT in Vivo 6enoapo6bHNTe nscnensaHuns.
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LlenosaBbp CVCL 5889

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rnokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenueto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuwiiTe kneTkute ususAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTkUTe Aa ce MHKybupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otaensTt. Cnepn
MHKyb6auuaTa BHUMaTeNHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHupare, cnef KoeTo LeHTpodiyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa Cpefa u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

PasmvpassBaHe n 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

CtepunHoct

3ambpcsBaHeTo ¢ MyKoMIa3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u ypes TIyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNeTbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3aMmpassiBaHe Karto cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBarHa X13HecnocobHOCT cnef pasmpassasaHe unn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BKHOYBA ONTUMU3MPAH OCMONPOTEKTOPU 1 METAB0NUTHIN
cTrabunusaropu 3a nofobpsiBaHe Ha Bb3CTaHOBABAHETO U HamasisiBaHe Ha
KPUOVHAYLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue
3a AbAroTpariHo CbXxpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO Camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsbp/IAHETo B TeYeH a3oT.
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https://www.cellosaurus.org/CVCL_5889

Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN

Mopopa | noasupg, Cnipar-flonu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3Mo3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaMan PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU U3BaXKAAHETO 1M, KOMTO MOraT Ja [AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KNOUUTENHO 3a LiennTe Ha l'Ia60paT0pHVI n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KIMHU4Ha nnum

[AMarHocTMyHa ynotpeba, HATO fia ce npuiarar Ha Xxopa Wam Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea aa ce
NPUABPXKAT KbM BCUUKM MPUIOXKUMI HACOKM 1 pasnopebn 3a 6opaBeHe 1 13Moi3BaHe Ha Te3n KNeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

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

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4a0To Ha KyNTUBUPAHETO B NPOAb/HKeHNe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

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

3a Nb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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