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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nmHna WEHI-3 e kneTbyHa NMHKUA 3a MUK IeBKeMUK, NoslyyeHa oT wama BALB/c. MbpBoHavasiHo e cb3gafeHa OT CoHTaHHa
MWUETIOMOHOLMTHA /TIEBKEMUS, OTKpUTA NPU MULLIKA. Tasun KNeTbyHa JIMHUA Ce 13M0/3Ba LUMPOKO KaTo MOAeN 3a u3yyasaHe Ha MuenovgHara

AnbepeHumaums v IMyHHUS OTTOBOP, MO-CMELMa/IHO Ha MeXaHU3MMTe, KOUTO ca B OCHOBATA Ha Mporpecusita Ha 1eBkemusaTa n 0TroBopa Ha
NIeBKEMUYHUTE KETKM KbM pasnnyHun neverus. Knetkute WEHI-3 ca cnocobHu ga npoussexaar nHtepneBkuH-3 (IL-3) 1 yecto ce nsnonssar
B M3C/1eiBaHNATA KATO N3TOYHVK HA TO3U LIMTOKMH.

B na6opatopHu ycnosust WEHI-3 keTkuTe ce 13non3Bar 3a oLeHka Ha noTeHumana 3a andepeHuyanyisi Ha pasinuiin CbeayHeHNs n
610MOMMYHUTE AENHOCTI, KOUTO MOLY/IMPAT XeMONOoeTMYHaTa cucTeMa. Tean KeTKu ca ce okasasiu Nosie3Hu 3a pasbrpaHeTo Ha ToBa Kak

NPOMEHNTE B reHHaTa eKcrnpecusa BNAAT Ha MUESTONOHNTE KNETKHN, Cﬂy)KeVIKVI KaTo BaXKeH MHCTPYMEHT Mpu paspaboTBaHeTo Ha

TepaneBTUYHU CTpaTernn cpeLy MMenongHuTe neskeMun. KnetbyHara nHus ce 13nonssa n in vivo 3a Cb3gaBaHe Ha MULLIK MoAenn Ha

3a60/1siBaHe Ype3 TpaHCMIaHTauysi B UyBCTBUTE/THY LAMOBE MULLIKM, KOETO MO3BO/ISIBA NPOYYBaHMs HA TYMOpHATA NPOrpecust v
erKacHOCTTa Ha NPOTMBOPAKOBUTE CPEACTBA.
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https://www.cellosaurus.org/CVCL_3622

NMPOABA N NPEAPA3MONOXEHOCT

EKkcnpecupaHu peLentopu

MmyHorno6ynuH (Fc), komnnemeHT (C3)

Bupycu

Bupyc Ha ekTpomMenus (MuLa efpa Lwapka) oTpuuaTteneH

MpoaykTn

JIn3031M, rpaHynouMTHa KOMOHUCTUMYMpaLLa akTuBHOCT (G-CSA), nHTepneBkunH-3 (MHTepneBkuH 3, 1L-3)

OBPABOTKA N OTINEXAAHE

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

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atMmocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS

MpecaxpaHe

KynTtypute morar fa ce nogabpxar upes gobassHe uv nogMsiHa Ha ceexa cpefa. 3anouHere Kyntypute npu 5 x 105 knetku/ml n
noaabpxarite mexay 3 x 105 n 1x106 kneTku/ml. MpunenHanuTe KNeTkM MoraT Aa ce Bb3CTAHOBAT Ype3 OCTbpreaHe.

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mvpassiBaHe 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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLLEHTHU METOAM 3a OTKpYBaHe Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MbOUYHO NN APOXAEBO 3aMbpCsBaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampassBaHe Kato cpepa 3a KprokoHcepBauysa 13non3saMe Mb/iHa cpefa 3a pacTtex (BkaounTtenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoCcobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbOoNNTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakKOHUTE B TEYEH a30T B nNapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.
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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, BALB/c

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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