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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nmHmsa C6 noaabpxa rnvianeH kKieTbyueH Tun ¢ ombpobnactHa Mopdhonorus 1 nponsxoxaa oT VoM Ha MabX oT BuAaa Buctap-
®ypT. IMOMBT € NHAYLMpaH Ypes nsnarade Ha N-HUTPO3oOMETUypest, Cref, MHOXECTBO LMKV Ha pefyBaHe Ha KyTypu 1 nacaxu Ha
XUBOTHMU.

[nnomHata kneTbyHa imHna C6 4ecTo ce 13Mnon3Ba B HEBPOOHKOMOTMYHUTE U3CNeABaHNSA 3a Cb3faBaHe Ha XUBOTUHCKV MOAENN, KOUTO
TOYHO UMUTUPAT XapaKTePUCTVKNTE Ha YOBELLKMSA IIMOM, KOETO criomara 3a paspaboTBaHeTo Ha HOBY TepaneBTUYHN CPeACcTBa U CTpaTermm.
T e ocobeHo edekTrBHA NPU 3D KNETHYHWU Ky/ITYPU 1 BUCOKOMPOU3BOAUTENHN CKPUHUHIW.

Knetknte C6 ca reHeTUYHO pasHOO6pa3Hu, KaTo npuTexasar VB TUM reH p53, NoBuLLIeHa ekcrpecus Ha reHa Rb n MmytaHTHa nokanusauyus
Ha p16/Cdkn2a/Ilnk4a, Ho nuncea ekcnpecusa Ha MRNA Ha p16 1 p19ARF. Te CbL0 Taka CBPbXEKCNpecupar HAKOJKO reHa B YOBELUKUTe
rnvomu, kato PDGF, IGF-1, EGFR 1 npekypcopHu npotenHun Erb3/Her3.

Ekcnpecusita Ha IGF-2, FGF-9 n FGF-10 o6auye e HamasieHa, fOKaTo ekcrnpecusaTa Ha reHa MMP-7 ocTtaBa HenpoMeHeHa. oA06Ho Ha
YoBELLKWTE rInomu, kneTknte C6 nokassar NoBULLEHA aKTUBHOCT Ha reHnTe OT NbTA Ha Ras, KOATO ce perynnpa oT NoByLLeHaTa ekcrnpecus
Ha NpoTerHa aKTMBaTop Ha ryaHnHTpudpocdarta Ras.

KneTtbuHara nuHusa C6 e n3nonssaHa B pasnnyHun nicnegsarHus. Hanpumep, T8 e n3nonssaHa 3a uscneisaHe Ha cnocobHocTTa Ha 2-(2,4-
anxungpokendeHnn)TmeHo-1,3-tnasnH-4-oH (BChTT) ga cnupa nponndyepaumsta Ha pakoBuTe KIETKM U 3a NPOyYBaHe Ha MexaHu3mmnTe,
yyacTBall B TO31 npoLec.

B Apyro nscnegsaHe LUTOTOKCUYHUTE 1 @HTUOKCUAAHTHUTE CBOWCTBA Ha cynepkpuTuyHua CO2 ekcTpakT (SCE) oT ctapoBpeMcka 6paja
(Usnea barbata) ca nscnegsaxu ¢ nomotyta Ha C6 kneTku. IHTEpecHo e, Ye npv Te3u KeTKM € OTHETEHO MOBULLEHO HUBO Ha aKTUBHOCT Ha
ravuepundocdar gexunaporeHasara B OTTOBOP Ha [IIOKOKOPTUKOUN.
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NWAEHTU®UKATOPU

N3TOYHUK
C6 (katanoxeH Homep 500142 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 10116
B NCBI
Lienosasbp CVCL 0194

NMPOABA N NPEAPA3MO/OXEHOCT

ExkcnpecupaHu peyentopu

[rokokopTukonamn

Bupycu

MonoxwuteneH 3a LCMV

MopgaTnusocT KbM BUpPYyCU

BesukynapeH ctomatut (MHanaHa), BakcuHa, Xepnec cumMniekc
YCTOWYMBOCT KbM BMpPYCH
Monvosupyc 3

O6parHa TpaHcKpunTasa OTpuuareneH

MpoAaykTn

S-100 npoTewvH, NPOM3BOACTBO Ha ruuepundocdar gexmaporeHasa B OTrOBOP Ha [/1HOKOKOPTUKOMAN, COMATOTPOIVH.

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusita B Cytion 820700a)
ATMocdpepa 3a UHKyGauus 37°C, 5%CO02, oBnaxHeHa atMmocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii u marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute ususAno ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTKUTe Aa ce MHKyGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otaensTt. Cnepn
MHKy6auuaTa BHUMaTeNHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rvu pecycneHaupare, cnef, KoeTo LeHTpodpyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbpAieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa cpea v ri npexsbprieTe B HOBY KO16U, KOUTO BeYe Chabpxar
npsicHa cpega.

MnbTHOCT Ha 3acABaHeTo 1 x 104 kneTkn/cm? Wwe fanaT KOHQYEHTEH Ol 3a OKONO 4 AHU
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

Bb3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep, pasmpassaBaHe, NocTaBeTe K/IeTKUTe B Niaku ¢ NbTHOCT 5 x 104 kneTkn/cm? un
ocTaBeTe K/eTK/Te fa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fja ce Npukpensr 3a
Havi-manko 24 vaca.
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https://www.cellosaurus.org/CVCL_0194

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 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

Ycnosusa 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN

Bb3pacT Ha goHopa HeyTouyHeHO

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBuLW 1 06/1eK10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMmpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6XoAMMO Aa Ce M3M0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTku ce NpefocTaBsAT USK/HUNTE/HO 3a LenMTe Ha N1abopaTopHU 13CNefBaHus in Vitro 1 He ca npeAHasHaueHn 3a KAMHUYHA UK
[yarHocTMyHa ynotpeba, HATO fa ce npuaarar Ha Xxopa Wam Aa ce U3no/3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea ga ce
NPUABPXKAT KbM BCUUKM MPUIOXKIMI HACOKM 1 pa3nopesbyn 3a 6opaBeHe 1 13Mo/13BaHe Ha Tesn KeTKM B 13C/nefoBaTesicka cpeaa.
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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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