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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nmHma Ana-1 e Muwn MakpodpareHHa kneTbyHa IMHUA, NoyYeHa OT acLMTHa TEYHOCT Ha MULLKa OT NvHusATa BALB/c ¢ Tymop,
npean3BuKaH OT METUIXONAHTPEH. Tasun KNeTbyHa IMHUA Ce U3MO0/3Ba LUMPOKO B MMYHOMOTMYHWUTE U3ceaBaHns bnarogapeHve Ha

CMOCOGHOCTTA 11 la NPOM3BEX A PA3HO06PA3HN LIUTOKMHU U HA PONIsiTa I BbB BPOAEHNUS UMYHEH OTroBop. KneTkuTe Ana-1 nposiBsBar
charouyTHa aKTMBHOCT M ca cnocobHu Aa npoussexaar asoteH okeug (NO), KOWTo e OT peluaBallo 3HaueH1e 3a LUTOTOKCUYHIS OTTOBOP

cpelly naTtoreHn n TYMOpHWU KNEeTKW.

OcBeH ToBa kneTkuTe Ana-1 ca 13nos3BaHmu KaTo MoZie/iHa CUCTeMa 3a 13yyaBaHe Ha akTuBauysiTa Ha Makpodarnte v CUrHa/IHUTe NbTua,
yuacTBally B UMYHHUTE peakuun. KNneTkuTe pearnpar Ha CTUMynauums ¢ aiunononusaxapug (LPS) upes noBuliaBaHe Ha ekcrpecusita Ha

NpoBbL3NaJ/INTENNHN LUUTOKNHN, KOETO ' NpaBu noaxoadawmn 3a n3cnegBaHus Ha MONekynapHuTe MexaHn3Mimn Ha Bb3nasieHUeTo 1 3aluTHaTa
cucTema Ha opraHusma. TaxHarta CbBMECTUMOCT C Pas/iMyHN UMYHOMOTUYHY TECTOBE ChLUO ' MpaBn LEHHW 38 CKPUHWUHT Ha JiekapcTBa U 3a
pa36|/|paHe Ha B3aI/IMO,qu‘/‘ICTBI/IFITa Ha MaKpO(*)aFI/ITe C Apyrv BUAOBE KNETKN B MMYyHHaTa Cuctema.
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KocTeH Mo3bkK

Muwka
A[Xe31BEeH 1 CYCrNeH3NoHeH

1

Makpocparn

10090

CVCL 0142

RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusita B Cytion 820700a)
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https://www.cellosaurus.org/CVCL_0142

[Ao6GaBku

[onbnHete cpegara ¢ 10% TOM/IMHHO akTuBMpaH FBS
PeareHT 3a gucouunauyums Accutase

MpecaxpaHe

CbbepeTe cycneHampaHuTe KneTkv B 15-MunnamMTpoBa enpyBeTka U BHUMATENIHO NPOMUWIATE NpuienHanmTe kneTku ¢ PBS 6e3 kanuuii n
marHe3uii (n3nonssaiite 3-5 ml 3a kon6u T25 1 5-10 ml 3a kon6u T75). HaHeceTe Accutase (1-2 ml 3a kon6u T25 n 2,5 ml 3a kon6u T75),
KaTo ce yBepuTe, Ye MoKpuBa U3LAM0 KNeTbYHUA cnoli. OcTaBeTe KNeTKUTe Aa ce UHKybupar Ha cTaiiHa Temneparypa 3a 10 muHyTn. Cneg,
MHKy6aLmsaTa KOMOVHUpaiiTe 1 LeHTpodyripaliTe cycneHsmsTa u aaxesmBHUTe kneTkn. Cneg LeHTpogyrmpaHeTo BHUMATETHO
pecycneHAvipaiTe kneTbyHaTa neneta v Npexsbp/ieTe KNeTbyHaTa CycneH3ns B HOBM KOM6u, Chabpxally cBexa cpefa.

MNbTHOCT Ha 3acABaHETO 2 o 4 x 104 kneTkn/cm?2

OOHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

PaswvpassBaHe U KynTusupaHe

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

CrepunHoct

3ambpcsBaHeTo ¢ MUKoMIasma ce U3k/oyBa KakTo ype3 PCR-6a3vpaHn aHamsu, Taka v Ypes lyMUHECLeHTHN METOAM 3a OTKpUBaHe Ha
MuKoniasma.

3a fa ce rapaHTmpa, Ye HAMa GakTepuasiHo, N’bEUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyNTypy ce nognarat Ha exeHeBHN
BU3YaUsTHI NPOBEPKY.

Cpepa 3a 3aMmpassiBaHe Karo cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBarHa X13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METAB0NUTHN
cTabunusaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KPUOVHAYLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a AbAroTpariHo CbXpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NnpveM/IMBO CaMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

Ycnosus 3a gocTaBKa

KpVOKOHCEpBUPaHWTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKOBKM C JOCTATbYHO XIaJUIeH areHT,
3a fa ce noaabpxa npubausnTenHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy nofyyaBaHeTo He3abaBHO Npernefaiite onakoskarta v
HE3a6aBHO NPexBbP/ieTe IAKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Mopopaa | nogBug C57BL/6
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NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 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 fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha crneumdrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
aexknapauus
HeoGxoaumo e cnopasymMeHue 3a Yes
npexBbpisiHe Ha MaTepuanun
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