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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nmHus Colon-26, nonyyeHa oT MULLW afleHOKapLVHOM, € Cb3fafeHa Ces UHAYLMPaHe Ha KapLyHOM Ha Ae6enoTo YepBo npu

BALB/c xeHckun MuLkm ¢ nomowta Ha N-HuTpo3o-N-metunnypetard (NMU). To3n KOHKPETEH KaHLIepOreH e NpUIoXeH PekTasiHo - METOA,

KOITO eheKTMBHO MoAeNVpa NHULUMPAHETO Ha KOMOPEeKTasieH pak. Cbh3faBaHEeTO Ha KneTbyHaTta IMHust Colon-26 e CboBLLEeHO 3a MbPBU MbT
oT Corbett et al. npe3 1975 1., KOeTo 6eNeXn 3HAUNTENEH HANPEAbK B N3CNEABAHETO HA KAHLEPOreHHO-MHAYLMPaHN pakoBy 3a60/sBaHust B

XMBOTWHCKM Moaenun.

Knetkute Colon-26 mMorar a ce TpaHCnaHTMpaT 1 3anaseat afleHOKapLHOMHUTE XapakTepPUCTVKI Ha OPUTMHaUTHUS TYMOP, KOETO I npasu
LIEHEeH VHCTPYMEHT 3a OHKO/IOTUYHY N3C/eABaHNsl, 0COGEHO B MPOYYBaHIs, CBbP3aHN C KOMIOPEKTa/THUA pak. KneTbuHata fiMHKsS € 0Co6eHo

rnonesHa 3a uscnefpaHe Ha etpukacHOCTTa Ha NMPOTUBOPAKOBUTE Tepanuun 1 Ha MOJMIeKY/IAPHUTE NbTULLA, yyacTBally B Nporpecusita Ha

KoMlopeKTasiHus pak. Mopaau nponsxofa cv oT BALB/c MyLwKK, kneTbyHaTa mHust Colon-26 4ecTo ce 13nosi3Ba U B UMYHOTOTMYHO 3HAUYVMU

n3cnenBaHua, Kato gaesa npegcraBa 3a B3a|/|MO,D.eI7ICTBI/IeT0 MeXAy pacTexa Ha paka U UMYHHUA OTroOBOP B CUHTEHHWA TOCTONPUEMHUK.
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LlenosaBbp CVCL 0240

NMPOABA N NPEAPA3MO/TOXEHOCT

Bupycu

MAP-TecTbT e oTpuuateneH: Sendai, Ektromelie, Polyoma, K-Virus, Kilham, Reo 3, PVM, LCM, M.pulmonis, MVM, Theiler's GD VII, Toolan's
H-1, MHV, LDV, RCV/SDA, M-Adenovirus, B.piliformis

OBPABOTKA U OTIrNEXAAHE

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

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

[NoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a konom T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

MNbTHOCT Ha 3acABaHETo 1 x 104 kneTku/cm? LWe fafat KOH(YIEHTEH COIA 3a OKOMo 4 fHU
OGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bib3cTaHoBsBaHe cnej pasMpassiBaHe Cnep pa3mpassiBaHe, NocTaBeTe KIeTKUTe B Naky ¢ NAbTHOCT 5 x 104 kneTku/cm?2 n
ocTaBeTe K/eTK/Te fa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fja ce Npukpensr 3a
Havi-manko 24 vaca.

PasmpassBaHe 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

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes IyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKoMa3mMa.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyITypK ce nognarar Ha eXefHeBHN
BU3YyasTHV MPOBEPKK.
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https://www.cellosaurus.org/CVCL_0240

Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa 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.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN

Bb3pacT Ha foHOopa 6 meceua

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/XKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pe3epBoapa C Te4eH a3oT e HeobXxoAMMO fa ce U3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

OTKa3 OT OTTOBOPHOCT

HalumTe KneTku ce NpefocTaBsAT USK/HUNTE/HO 3a LEeNnTe Ha N1abopaTopHu 13CNeBaHuUs in Vitro 1 He ca NpeAHasHauyeHn 3a KIMHUYHA UK
[MarHocTMyHa ynotpeba, HATO fa ce npuaarar Ha Xxopa Wam Aa ce U3non3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea ga ce
NPUABPXKAT KbM BCUYKM MPUIOXKIMI HACOKM 1 pasnopeabn 3a 6opaBeHe 1 13Mo/i3BaHe Ha Te3n KeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B HA4aI0TO Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref u3npallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepunasIn 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 crnopasymMmeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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