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OnucaHne

KnetbuHata nuHmusa NCM460 e nonyyeHa oT HOPMasiHV ENUTENTHU KNETKM Ha iraBuuata Ha fe6enoTo YepBo 1 NpeacTaB/isiBa BaXeH in vitro
MOAen 3a usyyasaHe Ha (U3MOMIorusTa 1 NatonorusaTa Ha yepsarta. Tasu KNeTbyHa IMHUA € Cb3fafeHa OT XUCTOMOMMYHO HOPMasiHa ThKaH,
n30nMpaHa no Bpeme Ha onepauus OT NauyeHT € pak Ha cToMaxa, No-KOHKPETHO OT HanpeyHus pbb Ha AebenoTo YepBso, cunTaH 3a
CBOOO/EH OT 3/10Ka4yecTBeHun npomeHun. Knetknute NCM460 nputexasar XxapakTepuUCcTUKK, TUMNYHN 38 eNUTENHNUTE KNEeTKV Ha CTOMaLLHO-
YPEBHUA TPAKT, BK/IIOUUTENHO EKCNPECHS Ha MapKepy KaTo BUINH 1 YOBELLIKM CEKPETOPEH KOMIMOHEHT, KOeTO NOTBbpXjasa TEXHUA enuTeneH
npousxof. BaxHo e ga ce otbenexu, ye Te3u KIeTKM Nnoaabpxar HeTyMopeH doeHoTUN, KOeTo ce oKa3Ba OT HECMOCOOHOCTTa UM fja pacTar B
MeK arap 1 incara Ha TYMOpPHO 0bpasyBaHe Nnpw rosi MALLIKW.

KyntuenpaHeto Ha NCM460 KneTkn 13nckea crneLuannsnpaq ycrosus 3a nogabpxaHe Ha pactexa UM Kato CMeceHa cuctema ot
CYyCMeH31s 1 MOHOC/I0M, OTpassBalla pas/IMyHu eTanu Ha envTenHa gudepeHumnaums. Hammuneto Ha MyLUH-NONOXUTENHN KNETKN 1
eKcrpecus Ha HeBPOEHAOKPUHHM MapKepy B HSKOW cybnonynauyn npeanonara 3anaseHa cnocobHOCT 3a MHOTOIMHENHOCT, KOETO e
rokasaresiHO 3a CTBO/I0N0A406EeH KOMMOHEHT B KNeTbyHaTa nonynauus. Tosa cBoiicTBo npasu NCM460 ocobeHo noneseH 3a nscnefsaHus Ha
KneTbyHaTa AndepeHumaLms, NnpeHoca Ha nekapcTea 1 yHKLuNTe Ha enuTenHara 6apuepa.

NCMA460 ce npunara LUMPOKO B U3cne[BaHusl, HACOYEHU KbM NpOrpecusTa Ha paka Ha Ae6enoTo YepBo, KaTo N03BO/sABA CPABHEHME MeXAy
HOPMaJTHV 11 6OJTHW enuTeNHN KNeTku. Tol ChbLLO Taka CyXw KaTo nnardopmMa 3a n3cneiBaHe Ha Bb3eNCTBUETO Ha ANETUYHN KOMIMOHEHTH,
(hapmMaueBTUYHN NPOAYKTU 1 APYrn BLHLUHW (hakTopy BbPXY 34paBeTo 1 3ab6015BaHNATa Ha enUTENNA Ha Ae6eoTo YepBo. Tasn KneTbyHa
NMHUA npeafiara HafJexaeH MHCTPYMEHT 3a nofobpssBaHe Ha pas3drpaHeTo HY 3a CTOMalLHO-YpeBHaTa 61o1orvs Ha KeTbYHO 1
MOEKYIAPHO HUBO.

TbKaH [Je6eno yepBo, nmrasuua
3a6onasaHe HopmaneH
CUHOHUMM
« NCM-460
KNACN®UNKALUA
OpraHumsbm Yosek
Cekc Mbx
CBolicTBa, CBbp3aHu C pacTexa MpUBBLPXKEHNK
HuBo Ha 6uonornyHa 6e3onacHocT 1
XAPAKTEPUCTUKN
Mopdonorus Mopo6HM Ha enuten
Tun knetka EnutenHa knetka
TymoporeHeH He, TecTBaHO Npw roniv MUKW 1 aTUMHU MULLIKN
Bpewme 3a ygBosiBaHe 32-38 vaca
NAEHTUD®UNKATOPU
N3TOYHUK

NCM460 (kaTanoxeH Homep 305430 Ha Cytion)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Llenosasbp CVCL 0460

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, 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 atMocepa.

[AoGaBku
[ob6aBeTe kbM cpefata 10% FBS n 1% NEAA.

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 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
MUHYTW. VI3XBbp/eTe cynepHaTaHTara, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa v rv NPexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

PaswvpassBaHe U KynTuBupaHe

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 KPMOKOHCEPBALUA

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3npaHmn aHanmsu, Taka u Ypes IyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HaAMa 6akTepuasnHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNTypK ce nognarar Ha eXxefHeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOoHCepBaLsa 13nosn3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnoCcobHOCT cneg pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METaboNUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KpUonHAYyLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obaroTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TEUEH a30T B NapHa hasa npu Temneparypa okono -150 1o -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KPaTbK MeXAVHEH eTan npeau NPexsbp/IsSHETO B TEYEH a30T.
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https://www.cellosaurus.org/CVCL_0460

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 68 roguHu
ETHU4ecka npuHagnexHocT VcnaHuute

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

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

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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