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Knetkn NCH644

300124

KnetbuHata nuHmsa NCH644 e kneTbyHa NNHUS, N0A06HA Ha CTBO/IOBUTE K/IETKM Ha rAMobnactoma, noslydyeHa oT TYMOpU Ha nauveHTu, npu
KouTO Nuncea amnandgmkauus Ha EGFR, koeTo 5 npaBu LieHeH Mojen 3a n3yyaBaHe Ha 6ronorusata Ha ramobnactoma, 0CO6eHO B KOHTEKCTa
Ha cuUrHasmM3aumsaTa Ha pacTexHuTe hakTopy 1 CBOCTBaTa Ha CTBOMIOBUTE KNETKW. MNpoyyBaHusaTa nokasear, Ye B kietkute NCH644
OCHOBHUSAT chnubpobnacteH pactexeH daktop (bFGF) urpae 3HaumTenHa pons B No4MOMaraHeTo Ha pactexa v NogabpxaHeTo Ha
XapakTepucTUK1Te Ha CTBOMIOBUTE KNETKM, LOKATO enNuAepMasHUAT pactexeH taktop (EGF) He nposBsaBa nogobHn edpektun. Knetkmute
NCH644 pearvpat Ha bFGF, kato yBenuyaBar ekcrnpecusita Ha Mapkepu 3a CTBO10BU KeTkn kato CD133 v nestin, a CbLLo Taka nposissasart
NoBKLLEHa YCTOMYMBOCT KbM anonTto3a. Tasu yCToUMBOCT, CbyeTaHa ¢ imncara Ha amnavdmkaums Ha EGFR, npasun NCH644 noaxogsiy,
mogen 3a pasbupaHe Ha NoBeAEHVETO Ha MM061acTOMHUTE CTBOIOBY KNETKMU, 0COBEHO NPpU pas/nyHy YCI0BUS HA pacTeXHUTe dhakTopu.
Lpyra 3a6enexutenHa ocobeHocT Ha NCH644 e no-6aBHaTa My nponudepauys B CpaBHEHUE C APYT INO6IAaCTOMHY CTBO/IOBU K/TETHUYHMN
NvHKKM, kato Hanpumep NCH421k. Mpu ctumynupaHe ¢ bFGF o6aue knetknte NCH644 nokassar noBuLleHa ekcrnpecusi Ha EGFR, gopu npu
nvnca Ha amnandukauma Ha EGFR, koeTo nogyeptasa B3auMOAEeNCTBMETO MEXAY peLenTtopuTe 3a hnbpobacTHM pacTexHu haktopu
(FGFR) u curHandnte nbTuwa Ha EGFR. OcseH ToBa bFGF urpae pons 3a yBennyaBaHe Ha KSIOHOTEHHOCTTa U My/TUNOTEHTHOCTTA Ha
knetknute NCH644, koeTo AONBb/HUTENHO NOAKPENs CxBallaHeTo, Ye bFGF e oT peluaBalllo 3Ha4YeHre 3a NoaAbpXaHe Ha [MMoMOonofo6HUTe
CBOIACTBA Ha TE3U KNIETKU.

YcTaHOBEHO e CblUo, Ye kneTknte NCH644 nputexasart cybnonynaunm ¢ 6aBeH LUKb/1, KOUTO 3anasBaT MapkupoBKaTta 1 nposssasar
noBuLLEHa TYMOPOTeHHOCT 1 YCTOMYMBOCT KbM SIe4EeHUs KaTo 061bYBaHe 1 TemMo3onioMuz. Tasm cybnonynaums oT KIeTku, KOUTO 3aAbpxar
eTukerta, B pamkute Ha nnHnsaTa NCH644 e cuiiHo TYMOPOreHHa, cnocobHa fa obpasysa TyMOpU B IMYHOKOMMPOMETUPaHV MULLIKW AOPY Npu
MasnTbk 6poii KNeTkn. Tes3n xapaKTeprCTVKM, CbyYeTaH € yCTOMYMBOCTTa UM KbM CTaHAapTHU nevenuns, npeBpbiat NCH644 B N3KMOUUTENHO
Ba)KEH MHCTPYMEHT 3a u3cniefBaHe Ha TepaneBTVYHY CTpaTerin, HacoyeHn KbM CTBOJIOBUTE K/IETKU Ha r/iMo6acTomMa.

OBLWA NH®OPMALNA

OonucaHne

KnetbyHata nmHna NCH644 e kneTbyHa MHUSA, NOA06HA Ha CTBOMOBUTE KNETKY Ha rnobnactoma, nosyyeHa ot TYMOpW Ha nauueHTu, npu
kouTo nuncea amnandmkaums Ha EGFR, KOeTo 5 npaBu LigHEH MOZen 3a n3yyaBaHe Ha bronorusita Ha rnmobnactoma, 0co6eHo B KOHTEKCTa
Ha CUrHa/M3auusita Ha pacTexHuTe (hakTopy 1 CBOMCTBATa Ha CTBO/IOBUTE KeTku. [poyyBaHusiTa nokasear, ye B knetkute NCH644
OCHOBHUSAT chubpobnacteH pactexeH daktop (bFGF) nrpae 3HaumTenHa pons B No4noMaraHeTo Ha pactexa v NogabpxaHeTo Ha
XapaxkTepuCTVKMTe Ha CTBOIOBUTE KETKW, AOKaTO enuaepMasiHUAT pactexeH taktop (EGF) He nposBsBa nogobHu epektn. Knetkute
NCH644 pearupat Ha bFGF, kato yBennyasar ekcripecusita Ha Mapkepu 3a CTBO/10BU kneTkn kato CD133 u nestin, a CbLo Taka nposssiBaT
NoBULLEHA YCTONYMBOCT KbM anonto3a. Tasu yCTONUYMBOCT, CbYeTaHa ¢ imncara Ha amnavdukaums Ha EGFR, npasun NCH644 nogxoasiy
mMozen 3a pasbupaHe Ha noBeAeHVEeTo Ha Mo61acTOMHUTE CTBOMIOBYU K/IETKU, OCOBEHO NPpW pas/inyHu YCI0BUA Ha pacTeXHUTe dhakTopu.
[pyra 3abenexwuTtenHa ocobeHocT Ha NCH644 e no-6aBHaTa My nponvdepaums B cpaBHeHne ¢ ApYyr rno6a1acToMHN CTBOSTOBY KNETbYHM
NHKUK, kaTto Hanpumep NCH421k. Mpu ctumynupaHe ¢ bFGF o6aue knetknte NCH644 nokassar noBuileHa ekcrnpecust Ha EGFR, gopu npu
nvnca Ha amnandmrkaumns Ha EGFR, koeTo nogueprasa B3aMMOAeiCcTBUETO Mexay peLentopute 3a onbpobriacTHU pacTexHu haktopu
(FGFR) 1 curHanHnTe mbtuwa Ha EGFR. OcseH ToBa bFGF nrpae pons 3a yBennyaBaHe Ha KTOHOTEHHOCTTa M My/ITUMOTEHTHOCTTa Ha
knetknte NCH644, KOeTo fONBb/IHUTENTHO NOAKPENS CxBallaHeTo, ye bFGF e oT peluaBalllo 3Ha4YeHre 3a NoA4bpXaHe Ha IMMOMONoL06HUTe
CBOWCTBA Ha Te3n K/IEeTKU.

YcTaHoBeHO e cblUo, Ye Knetkute NCH644 nputexasart cybnonynauuy ¢ 6aseH LyKb/1, KOUTO 3anassar MapkupoBskara 1 nposisssar
noByLLEHa TYMOPOTreHHOCT U YCTOYMBOCT KbM /IEUEHMS KaTo 061bYBaHe U TeMo30n1oMug,. Tasu cybnonynaums oT KNeTku, KOUTOo 3aabpxar
eTukeTa, B pamkute Ha NnHnaTa NCH644 e cuniHo TyMoporeHHa, cnocobHa fa obpasysa TyMOpU B UMYyHOKOMMPOMETUPAHW MULLIKW OPW Npur
MauTbk 6poii kNeTkn. Tesu xapakTepUCTUKN, CbYeTaHn C yCTOMRUYMBOCTTa UM KbM CTaHAapPTHU neveHuns, npespbluat NCH644 B usknounTenHo
BaXKEH MHCTPYMEHT 3a u3criefiBaHe Ha TepaneBTUYHY CTpaTerin, HacoyeHn KbM CTBOJTIOBUTE K/IETKU Ha riMobniactomMa.
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HuBo Ha 6uonornyHa 6e3onacHocCT 1

XAPAKTEPUCTUKN
TymoporeHeH Oa
MnoungHocT AHeynnovgHu
NWAEHTU®UKATOPU
N3TOUHMK

NCH644 (kaTanoxeH Homep 300124 Ha Cytion)

[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI
LlenosaBbp CVCL x914

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha aHTUreHa
CwuiHo CD133 no3nTtmBeH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM Hatpues nupysart, w: 1,2 g/L NaHCO3
(Homep Ha usgenueto Ha Cytion 820400a)

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocdepa.

[AoGaBku

[ob6aBseTe kbM cpefarta 5 mr/n xenapuH, 20 Hi/mn bFGF, 20 mukporpama/n EGF, 5 mg/L uncynuH, 100 mg/L TpaHctepuH, 5,2 mukporpama/L
HaTpvieB cenenuT, 6,3 Mukporpama/L nporectepoH, 161,1 mukporpama/L nyTpecumH, 50 mg/L X1apoKopTU30H

MpecaxpaHe

3a cyb6kynTBMpaHe Ha cheponHUTE KyNTypu 3arnoyHeTe C MexaHN4YHo pasfensHe Ha ccheponmTe upes nunetupaHe Harope-Hagony 5 fo
10 nbTM ¢ nomowTa Ha nuneta Eppendorf ¢ 1000 pl ountbpHM HakpaiHuuy. Cneg ToBa LeHTpodyrupalite cmecta npy 300 g B
NpoAb/KEHNE Ha 5 MUHYTV Npy cTaiiHa TemnepaTypa, 3a Ja ce U3cunaT KIeTkute. VI3xBbpreTe cynepHaTaHTaTa 1 pecycneHavpaiiTe
K/fieTbyHaTa nesieta B CBeXa XpaHuTesiHa cpefa. Hakpasi npexsbprieTe pecycneHgnpaHnTe KIeTKU B HOBU Cb0BE 3a Ky/ITUBMpaHe, 3a Ja
CTUMynMpaTe No-HaTaTbLIHOTO hopmupaHe Ha cdheponamn. To3m noaxos ocurypsisa eqdeKkTMBHO pasnajaHe Ha cchepouanTe 1 rm NoAroTes 3a
npoAb/xaBaHe Ha pacTexa B HoBa cpefa

MABbTHOCT Ha 3acABaHEToO 2 x 105 kneTku/mn
OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bb3cTaHoBsIBaHe cnep pasvpassiBaHe Cnep pa3MpassiBaHETO OCTaBeTe KNeTkMTe Aa ce Bb3CTaHOBAT OT MpoLeca Ha 3aMpassiBaHe
3a noHe 24-48 yaca.
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https://www.cellosaurus.org/CVCL_x914

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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

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

Cpepa 3a 3ampasfiBaHe Karo cpefa 3a kprokoHcepBauusa nsnonssame 50% 6aszoBa cpega + 40% FBS + 10% DMSO
nnu CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSITO BK/HOUBA ONTUMU3NPAHN
OCMOMPOTEKTOPU N MEeTaboNNTHY CTabunmsaTopu 3a nofobpsiBaHe Ha Bb3CTAHOBSIBAHETO U
HamasnsBaHe Ha KproMHAYLMpaHus cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue nocTtaBeTe (/1lakOHUTE 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.

Ycnosus 3a focTaBKa

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakKoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO npernejainTe onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha goHopa 66 roguHu
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6Ge3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYEHWeE, a No BpemMe Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pe3epBoapa C Te4eH a3oT e HeobxoAUMO fa ce U3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparMeHTu.

FapaHyus

Hue B Cytion 3actaBame 3a/, KaQ4eCTBOTO U1 XMN3HECMNOCOOHOCTTA 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 HallnTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudurkaummnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaums
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Mpunarar ce cnopasymeHusi C TpeTu Yes
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