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Mpousxoxaaiku oT MbpBUYEH TyMOp Ha 64-roguilHa nauveHTka OT KaBKasky MPon3xof, AvarHoctuumpaHa ¢ 6enoapobeH nnocKokneTbYeH
KapuuHom, 2427T npeAcTasnsaBa LEeHEH in vitro Mogen, KoWTo npecb3aasa MopoornyHUTE XapakTepUCTUKM Ha OpUrMHasiHaTa TyMopHa
TbkaH. XapakTepusupaiiki ce ¢ xapakTepHaTa cu Masika, Kpbria hopma 1 CKIIOHHOCT fa ce 06eAnHsABaT B KIbCTepu, knetkute 2427T
NposBABAT K/1H04OBY MOPMO/IOrMYHN XapakTepUCTUKK, TUMMYHK 3a NI0CKOKIETbYHMA KapumuHoMm (MKK).

Onpepensiya xapakTepucTuka Ha kKneTbyHata uHus 2427T e ekcnpecusita Ha LuTokepaTvH 5/6 (CK5/6) - mapkep, KOWTO nokassa
npomnsxoga Ha SCC. XeTeporeHHata ekcnpecust Ha CK5/6 nogckassa Ha/IMumMeTo Ha pas/iMyHmn KNeTbyHu cybnonynauumn B kyntypara 2427T,
KOETO npejocTass Bb3MOXHOCT 3a Mo-HaTaTbLUHO U3C/efBaHe Ha BbTPELHOTYMOpHAaTa XeTEPOreHHOCT.

VIMyHOheHOTUNM3NpaHEeTOo Ha 2427 T paskpuBa YHUKa/THUA My Npodusi, BKIOYUMTENHO ivncarta Ha afeHoKapLuMHOMHMA mapkep CK7,
Mapkepa 3a xemaro-eHA0TeNHu nporeHuTopy CD34 n neBkounTHNA Mapkep CD45, koeTo 3aTBbpxaaBa kiacudukaumara My B pamkute Ha
MN/IOCKOK/IETbYHATA /IMHUA. VIHTepecHO e, Ye Makap KneTbyHaTa JIMHUSA KaTo LAo Aa nokassa HeraTMuBHOCT 38 HEBPOEHAOKPUHHN Mapkepu
kaTo CD56, cuHantothusnH (SYP), HeBpoH-cneundmyHa eHonasa (NSE) n xpomorpaHuH A (CHGA), ekcnipecusta Ha SYP B noarpyna KneTku
npegnosnara n3BecTHa XeTeporeHHOCT Ha HEBPOEHAOKPUHHUTE MapKepu.

BaxHOTO e, Ye kneTbyHaTa NMMHNA 2427T He cbabpxa myTauun B EGF-R nnu k-ras, koeTo s oTAnyasa oT Apyrn MO4enu u nogyeprasa
noTeHLMasa i KaTto HOB pecypc 3a u3crefsaHe Ha 6ronorusTa 1 TepanesTUyHaTa ya3BUMOCT Ha MI0CKOKIETbYHNSA HepebHOKIETbYEH pak
Ha 6enna apo6 (HOKB/M). /luncara Ha YeCcTo cpeLlaHn OHKOreHHU MyTaummn noctass 2427T kaTto 6e3LeHeH UHCTPYMEHT 3a U3cnefBaHus,
Haco4yeHn KbM paskpvBaHe Ha OCHOBHUTE MeXaHW3MV Ha natoreHesara 1 NporpecusTa Ha ni0CKOKNETbYHUA KapLYHOM.

OBLWA NH®OPMALINA

OnucaHne

Mpown3xoxaavikn oT MbpBUYEH TYMOP Ha 64-rofuLlHa nalveHTka oT KaBkasky MPoV3Xo4, AnarHocTuuypaHa ¢ 6enoapobeH naocKokIeTbYeH
KapuvHoMm, 2427T npeAcTasnsBa LieHeH in vitro Mogen, KoTo npecb3fasa MoOpPoOrMYHNTE XapakTepPUCTUKN Ha OpUTMHasIHaTa TYMOpHa
TbKaH. Xapaktepusupaiiku ce ¢ xapakTepHara cv Masika, Kpbriia hopMa 1 CK/TOHHOCT Aa ce 0beauHaBaT B KITbCTepu, knetkute 2427T
NposBSBAT K/1I040BW MOPOOrMYHN XapakTepUCTUKIL, TUMMYHM 3a NA0CKOKIETbYHMSA KapuuHoMm (MKK).

Onpegensilia XxapakTepucTuka Ha kieTbyHaTa NnHns 2427T e ekcnpecusita Ha LmTokepaTtuH 5/6 (CK5/6) - mapkep, KOMTO nokassa
npousxofa Ha SCC. XeTeporeHHaTta ekcnpecust Ha CK5/6 nofckassa Ha/IMUMETO Ha pas/IMyHN KNeTbYHY cybnonynauuy B Kyntypara 2427T,
KOEeTo npefocTaBs Bb3MOXHOCT 3a M0-HaTaTbLUIHO U3c/e[BaHe Ha BbTPEeLLIHOTYMOpHaTa XeTeporeHHoCT.

VIMyHOheHOTUNM3MPaHETO Ha 2427 T paskpuBa YHUKaIHWUA My NPOogn, BKIKUATENHO iuncata Ha afjeHoKapLuHOMHNA mapkep CK7,
Mapkepa 3a xemaro-eHA0TeNHy nporeHuTopy CD34 1 neBkouuTHNA Mapkep CD45, koeTo 3aTBbpxaaBa kiacudmkaumata My B pamkute Ha
MN/10CKOK/IETbYHATA JIMHUA. VIHTepecHO e, Ye Makap KneTbyHaTa JIMHUSA KaTo LA/o Aa nokassa HeratMBHOCT 3a HEBPOEHAOKPUHHN Mapkepu
kato CD56, cuHantogusmH (SYP), HeBpoH-cneumdmyHa eHonasa (NSE) n xpomorpaHuH A (CHGA), ekcnpecuaTa Ha SYP B nogrpyna kKnetku
npegnosara N3BecTHa XeTeporeHHOCT Ha HEBPOEHJOKPUHHUTE MapKepu.

BaxHOTO e, Yye kneTbyHaTa NMHUA 2427T He cbabpka myTauun B EGF-R nim k-ras, koeTo s oTimyasa oT Apyr1n MOAenu n nogyeprasa
noTeHLMasa 1 KaTto HOB pecypc 3a u3crefBaHe Ha 6ronorusTa 1 TepaneBTUYHaTa YA3BUMOCT Ha MI0CKOKIETbYHNSA HeApPeOHOKTIETbYEH pak
Ha 6enuns apo6b (HOKB/A). /luncata Ha YecTo CpeLlaHn OHKOTeHHU MyTaummn noctass 2427T kaTto 6e3LeHeH UHCTPYMEHT 3a U3C/eBaHus,
Haco4YeHn KbM paskpuBaHe Ha OCHOBHUTE MeXaHU3MK Ha naToreHesara 1 Nporpecusita Ha na0CKOKNETbYHNA KapLIMHOM.

TbKaH Bsn gpo6

3a6onsaBaHe IMNOCKOKNETbYEeH KapLMHOM Ha 6enus Apo6
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NWAEHTU®UKATOPU

N3TOYHUK
2427T (kaTanoxeH Homep 300167 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL MO070

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha npoTenHun
CuHanTtocusuH (SYP)

Ekcnpecus Ha aHTUreHa

YactuuyHa ekcnpecusi Ha CK5/6

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L ratoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HaTpueB nupysar, w: 1,2 g/L NaHCO3
(Homep Ha u3genuneto Ha Cytion 820400a)

ATtmocchepa 3a MHKyGaLumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku
[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afAxe3uBHUTE 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. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbm
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cneg
NHKyb6aLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cnej KoeTto ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTara, pecycneHavpaiite KNeTkute B NpscHa cpeja v rv NpexBbprieTe B HOBU KOMIGU, KOUTO BeYe ChabpxaT
npsicHa cpega.

Pasmpa3ssiBaHe 1 KyNITUBUPaHe

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.
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https://www.cellosaurus.org/CVCL_M070

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Kato cpefa 3a kprokoHcepBauysa nanonssame 50% 6asoBa cpega + 40% FBS + 10% DMSO
nnu CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSATO BK/IOYBA ONTUMU3NPAHN
OCMOMPOTEKTOPY 1 MeTaboNMTHN CTabunnsaTopm 3a NogobpsBaHe Ha Bb3CTaHOBSABAHETO U
HamMasisiBaHe Ha KPUOWHAYLMPaHua CTpec.

Ycnosusa 3a cbxpaHeHue

3a obnrotTpalriHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 fo -196 °C. CbxpaHeHueTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBus 3a foctaBKka

KprokoHcepBrpaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPaT BbPXY CyX /e[, B yTBbPAEHU, N30/TMPaHN OMakKOBKM C AOCTATbYHO XNIaANIEH areHT,
3a fa ce noaabpxa npubnuanTenHo -78 °C no Bpeme Ha TpaHcnopTvpaHeTo. [Mpy nosyyaBaHeTo He3abaBHO nperefjaiite onakoskaTa v
He3abaBHO NpexBbp/eTe 1akoHUTE 3a NOAXOASALLO ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha floHOpa 64 roguHn
ETHU4ecka npuHagnexHocT KaBkaskun

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbhxpaHsisate Kpuonpenapar B TedeH a3oT 3a Gb/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassare CTPOori Mepku 3a
6e30MacHOCT. MoAX0AAWMTE 3aLMUTHI PbKaBULW 1 06IEK/IO Ca OT ChLLUECTBEHO 3HAUEHME, a Mo BPEME Ha NMPEeXBbP/ISHETO Ha 3aMpaseHm
npo6yu KbM KUK OT pe3epBoapa ¢ TedeH asoT e Heo6X0AMMO Aa Ce U3MN0/3Ba Macka 3a Nnle Un npeanasHu ounna. Tosa ce Npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UK Ha KPYOBUOIUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isiHE
Ha OCTpW (hparMeHTy.

FapaHuyus

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

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKN MaTepunaIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nncra

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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