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300456

OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHmsa COLO-60H e nonyyeHa oT 6uoncuyHa npoba, B3eTa OT HeMleKyBaH afeHOKapLIMHOM Ha NaumeHT OT MbXKMX MOofl.
Cb3gageHa npes 1998 r., Tasu kneTbyHa MHWA NpeAcTas/sBa 0COOeH MHTEPEC B N3CNeABaHMATA HA paka Nnopaamn Npousxoaa cu oT
KOMIOPeKTa/THMSA pak - YeCTo cpeLlaHa n YecTo CMbPTOHOCHA (hopMa Ha pak, KoATo 3anoysa B iurasvuara Ha fe6enoTo Yepso AN pekTymMa.
CamuiTe afjeHoKapLVHOMY Ce XapakTepusmnpar C X/1e3UCT NPOon3Xo[, Ha TYMOPHUTE K/ETKM, KOETO MOXe Aa Aaje Npeacrasa 3a KeTbyHuTe
npoLecu KaTo cekpeuus 1 abcopbuus, KOMTO ca NPeB3eTn No BpeMe Ha pasBUTUETO Ha paka.

Knetknute COLO-60H nputexasat asiena HLA-A*0201, koeTo rv npasu LeHeH MoAeN 3a MMYHOTOTMYHN U3cneaBaHns, 0CO6eHO B KOHTEKCTa
Ha TyMopHarta UMyHO0r1s. HanmumeTo Ha To3n cneyuduyeH TUM YoBELLKM IeBKoLMTeH aHTureH (HLA) e oT peluasallo 3HaYeHne 3a
npeAcTaBAHETO Ha aHTUIeHN Ha T-K/IeTKMUTe, KOETO B/VSie BbPXy CMOCOOHOCTTa Ha MMYHHaTa cucteMa Ja pasno3Hasa 1 YHULLIoXaBa
pakoBuTe KNeTkn. Tasn xapakTepucTuka nogkpens nsnonssaHeto Ha COLO-60H 3a oueHka Ha edinkacHOCTTa Ha MyHoTepaneBTUYHUTE
areHTV 1 3a n3yyaBaHe Ha B3aMMOAeNCcTBUATa Mexay TYMOPHUTE KNETKM 1 UMYHHAaTa CUcTeMa B XUCTOCbBMeCTMMa cpefa. 3HauyeHneTo Ha
Tasu KNeTbYHa NMHWA ce pa3npocTupa u BbpXy hapmakonornyHuTe nscnefBaHusi, Kb4eTo TS MOXe Aa ce U3Mnosi3sa 3a oLeHKa Ha
NekapCTBEHNTE peakuun 1 n3cnefBaHe Ha MexaHW3MUTe Ha Pe3UCTEHTHOCT, KOMTO ca OT peluaBallo 3Ha4YeHne 3a Hanpegbka Ha
nepcoHasmsmpaHara MeguLHa 3a fIeveHre Ha KoflopeKTasieH pak.
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https://www.cellosaurus.org/CVCL_4572

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3sa, w: 2,5 mM L-raytamuH, w: 15 mM HEPES, w: 0,5 mM natpues nupysart, w: 1,2 g/L NaHCO3
(Homep Ha usgenueto Ha Cytion 820400a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3usaio ¢ Accutase, kato nsnonssarte 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, creg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npsacHa cpega.

MNBbTHOCT Ha 3acsiBaHETO MpenopbyBa ce 1 x 104 kneTku/cm?
OGHOBsIBaHe Ha TEYHOCTTA Ha Bcekn 3 o 5 gHu

Bb3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep, pa3mpassBaHe, MoCcTaBeTe KIeTKUTe B Niaku ¢ NbTHOCT 5 x 104 kneTkn/cm? un
ocTaBeTe K/eTK/Te Aa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fa ce NpukpensT 3a
Haii-manko 24 yaca.

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 ¢ MyKoM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMVHECLLEHTHWN MeToAM 3a OTKpMBaHE Ha
MuKoMna3ma.

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

Cpepa 3a 3ampassBaHe KaTo cpefa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BknountenHo FBS)
+ 10% DMSO 3a agiekBaTHa XM13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue

3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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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

Bb3pacT Ha goHOopa 73 rognHn

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.

FapaHyua

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U XMU3HECMOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuasIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
neknapauus
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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