7 Cytion

Knetku HCT-8 (HRT-18)

300210

Knetkute HCT-8, N3BECTHM CBHLLO KaTO K/IETKM Ha YOBELLKM UNeoLeKasieH KoslopekTasieH afeHoKapLUMHOM, ca enuTesiHa KneTbyHa JIMHNS,
MbpPBOHAYA/THO NOJTyYeHa OT 67-TOAMULLIEH KaBKa3KM NauveHT ¢ uieolekaneH ageHokapumHom. KnetbyHata nmHnsa HCT-8 e cb3gafeHa B
Kpas Ha 60-Te rofuHN Ha MUHa/INA BEK U € LUMPOKO M3MNo/3BaHa B U3CrefBaHusaTa Ha paka, o0cobeHo B NpoyyYBaHeTo Ha naroreHesara Ha
KO/IOPeKTasTHWSA pak, MeTacTasuTe 1 0TroBopa Ha JIeHeHNETO.

MopdronornuHo kneTkute Ha HCT-8 ca ennteniHONoA06HM 1 MokassaT MOHOC/IOEH MOZES Ha pacTex C nonuroHasiHa hopma. Te nputexasar
crnocobHoCTTa Aja pacTar KakTo B afXe3VBHU, Taka 1 B NolycycrneHampaHm KyTypu, KOeTo e XapakTepHo 3a HAKOW NPexofHu eTanu Ha
meTacTasunpaHe Ha pakoBuTe KneTku. Tasn 0CO6eHOCT v NpaBn 0COGEeHO NOJE3HN 3a U3C/efBaHNA, CBbP3aHn C HBA3NATa U MArpauuaTa Ha
paKkoBUTE KNETKN.

leHoTunHoO kneTkute HCT-8 ca XMnepTpunaionaH/ 1 CbAbPXaT HAKOMIKO XPOMO30OMHM abepauyu, XxapakTepHu 3a Ko/opekTaiHnTe
KapLUVHOMM, BK/IIOUUTENTHO MyTaumn 1 Aeneumn, KOMTO ca OT 3HaveHne 3a Nporpecusta Ha paka u MexaHusMmMTe Ha Pe3vCTEHTHOCT. To3un
reHeTuyeH Npodva NOAKPeNs U3MNos3BaHETO UM B OHKOIOTVYHW U3CNeABaHns, 0CO6EeHO Te3n, KOUTO ce hokycrpaT BbPXY reHeTUYHuTe
MbTULLA, yHacTBallM B TYyMOpOreHesara 1 iekapcTeeHara pe3ucTeHTHOCT.

M3cnepgaHuATa, B KOUTO ca 13non3saHu knetkn HCT-8, ca AONPUHECIN 3HAUMTENHO 3a pa3bupaHeTo Ha 61onornsaTa Ha KONopekTasTHNA pak,
BK/TIOUYMTESTHO 38 U3SICHABAHE Ha MOJIEKY/IIPHUTE MbTULLA, CBbP3aHu C NponndepauuaTa Ha pakoBuTe K/1eTku, anontosara u
XMMUOPE3NCTEHTHOCTTa. KneTbyHaTa fIMHus Npoab/ikasa fa 6bAe U3K/IUUTETHO BaXkKeH MOAeN 3a uscneasaHe Ha epukacHOCTTa Ha HOBM
TepaneBTUYHW CPeACTBa 1 3a NpoyyBaHe Ha MOMEKY/IAPHUTE MeXaHU3MU, JIeXallln B OCHOBaTa Ha KOJIOPEKTa/THUA pak.

OBLWA NH®OPMALINA

OnucaHne

Knetkute HCT-8, N3BECTHM CbLLO KaTO K/IETKW Ha YOBELLKM UNeoLekaneH KonopekTaneH afileHoKapLMHOM, ca enuTesiHa KNeTbyHa JIMHNS,
MbPBOHAY&UTHO MOJyYeHa OT 67-roAMLEH KaBKa3kv NaUMEHT C nneoLiekaneH afeHokapuyHoM. KnetbuHarta nnkua HCT-8 e cb3aafeHa B
kpas Ha 60-Te roAWHN Ha MUHA/IUSA BEK 1 € LUMPOKO M3MO0/I3BaHa B 13C/efBaHusATa Ha paka, 0Co6eHO B MPOyYBaHETO Ha MaToreHesara Ha
KOMOPEKTa/HNSI pak, MeTacTasuTe 1 OTrOBOpPa Ha JIeYEHNETO.

MopdonoruyHo knetkute Ha HCT-8 ca enuTesIHONoA06HM 1 MOKa3BaT MOHOC/IOEH MOAE/ Ha PacTex C NosMroHasiHa hopma. Te nputexasar
CMOCOGHOCTTA a pacTaT KakTo B afXE3WBHY, Taka v B MOyCyCNeHAPaHU Ky/ITypu, KOETO € XapakTepHO 3a HAKOW NPEXOHU eTanu Ha
MeTacTasupaHe Ha pakoBuTE KNeTKW. Tasn 0COGEHOCT v NpaBu OCOGEHO MOME3HN 3a U3CMEABaHNS, CBbP3aHM C MHBA3UATa M MUTpaLMATa Ha
pakoBWTE KNETKU.

FeHOTUMNHO KneTkute HCT-8 ca XMNepTPUMIONAHN N ChAbPXAT HAKOIKO XPOMO3OMHU abepaLim, XapakTepHu 3a KOJTopeKTasHuTe
KapLMHOMU, BK/IOUUTENHO MyTaUyu v AeneLumn, KOUTO ca OT 3HaUYEHVE 3a NPOorpecHsTa Ha paka 1 MexaHU3MUTE Ha Pe3NCTEHTHOCT. To3u
reHeTrYeH NPodonn NOAKPENs U3MNoN3BaHETO MM B OHKONOTMYHM U3CNefBaHUs, 0CO6EHO Te3u, KOUTO ce doKycHpaT BbpXY reHETUYHNTE
MbTULLA, yYacTBaLM B TyMOporeHesara v ekapctBeHaTa pe3vuCTeHTHOCT.

M3cneaBaHnsiTa, B KOUTO ca M3Mon3BaHu knetkn HCT-8, ca LONPUHEC/IM 3HAUNTE/HO 3a pa3brpaHeTo Ha GMoorUsATa Ha KOTIOPeKTauTHUA pak,
BK/IIOYMTE/THO 3a U3SICHSIBAHE HA MOJIEKY/IIPHITE MbTULLA, CBbP3aHM C NPonMdepaLmsTa Ha pakoBuTe KeTku, anontosara u
XUMUOPE3NCTEHTHOCTTA. KNeTbyHaTa IMHWS NPofb/ixasa fa Gbe USKIHUUTENTHO BXKEH MOLEN 3a U3C/efiBaHe Ha eiuKacHOCTTa Ha HOBM
TepaneBTUYHU CPEACTBA U 3@ NPOYyYBaHE HA MOMEKYNISIPHATE MEXaHU3MU, IEXaLlW B OCHOBaTa Ha KOJTOPEKTa/THUS pak.

TbKaH PekTym

3a6onsasaHe AeHoKapLHOM
CUHOHMMU

« HCT8

« HCT8
KNACUNOUKALNA

OpraHusbm Yosek

Cekc Mbx

CBoiicTBa, CBbpP3aHu C pacTexa MpuBBPXEHNK
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HuBo Ha 6uonornyHa 6e3onacHocCT 1

XAPAKTEPUCTUKN
Mopdhonorus Mopo6HK Ha enuTen
TymoporeHeH [Mpw ronn muLkm
Bpewme 3a yaBosiBaHe 15 vaca

NWAEHTU®UKATOPU

N3TOUHMK

HCT-8 (katanoxeH Homep 300210 Ha Cytion)

[aHbuyeH ngeHTUMKaLuMoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 2478

NMPOABA N NPEAPA3MO/OXEHOCT

EKcnpecus Ha aHTUreHa
CDx (+/-), CDy (-),

N30eH3uMNn
AK-1, 1, ES-D, 1-2, GLO-1, 2, G6PD, B, PGM1, 1, PGM3, 1, Me-2, 1

MyTauvoHeH npodmn
KneTkute HRT-18 HocAT MyTaums B KogoH 13 Ha reHa Kras: GGC(Wt Gly) >GAC(Asp)

Bupycu

OTpuuareniHa o6parHa TpaHckpunTasa

MpoaykTtn
KapunHoembpuoHaneH aHtureH (CEA) 0,5 ng/10 ekcn6 kneTtkn/10 aHu, ankanHa gpoctharasa, kepatnH

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 HaTpueB nupysar, w: 1,2 g/L NaHCO3
(Homep Ha u3genuneto Ha Cytion 820400a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku

[onbnHete cpegara ¢ 10% FBS
PeareHT 3a gucouunauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnon3eaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbu
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 pas3bbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cnej KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/IETE CynepHaTaHTaTa, pecycneHaupalite KneTkuTe B NpsicHa cpefa U ri NnpexsbprieTe B HOBY KOI6U, KOUTO BeYe Chabpxar
npsicHa cpega.

MNbTHOCT Ha 3acABaHETo 2 o 4 x 104 knetkn/cm?2
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https://www.cellosaurus.org/CVCL_2478

OGHOBsIBaHe Ha TeYHOCTTA 2 [0 3 NbTr ceamMuyHo

Bb3cTaHOBsIBaHE C/ief pa3MpassiBaHe  Bbp3

Pa3mpassiBaHe 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 KPUOKOHCEPBALMUA

CrepunHocrt

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/oysa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u ypes TyMUHECLLEHTHN METOAM 3a OTKpMBaHE Ha
MyVKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6aKTepuasiHo, MOMYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nogsarar Ha exefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe KaTo cpefa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoCco6HOCT ceg pasmpassBaHe nnn CM-1 (kaTasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONNTHY
cTabunnsartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpUOMHAYLMpaHus cTpec.

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

AAPUTEN

Bb3pacT Ha foHOpa 67 roguHu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6Ge3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B Te4YeH a3oT 3a 6bello pasMpassBaHe, e 3ab/HXUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almTHN pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAYEHME, a No BpemMe Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pe3epBoapa C Te4eH a3oT e HeobXxoAMMO fa ce U3Mo3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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