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KneTbuHaTta nuHus IGR-1 e nosyyeHa oT YOBELLKM Ma/IMTHEH MeNaHoM, KOETO s MpaBu LieHeH MoAen 3a M3yyaBaHe Ha natou3nonorusta Ha
MenaHoma 1 3a TecTBaHe Ha NPOTMBOPaKOBK Tepanuu. Tesu KAeTKN ca enuTeHN No NPpUpPoAa 1 NpUTeXasaT XapakTepuCcTUKX, TUMNYHY 3a
arpecuBHUA MenaHoM, BKUMTENHO 6bp3a nponvdepaums 1 cnocobHOCT 3a 06pa3dyBaHe Ha KO/IOHUW B MEK arap, KOeTo e OT/IM4nTeneH
6ener Ha OHKoreHHara TpaHcopMauums. KnetbuHata nmHuA IGR-1 e 0co6eHo nonesHa 3a uscrefBaHns, HacodeHn KbM pasbupaHe Ha
MOJEKY/IAPHUTE MeXaHn3Mu, KoMTo 0BycnaBsaT NporpecusTa Ha MefiaHoMa, KakTo 1 3a paspaboTBaHe 1 TecTBaHe Ha LiesieBu Tepanuu u
NMyHoTepanmu.

KneTtkute IGR-1 cbabpxat MyTauuu, KOUTO ca YecTo CpeLLaHn Npu MenaHoma, BKuMTenHo npoMenn B MAPK/ERK nbTs, KOWTO YecTo e
AvicperynupaH npu To3u Tun pak. Tesn MmyTaummv JONpuUHacAT 3a CNoCOOGHOCTTa Ha KNeTbyHaTa JIMHUA a ce pasMHoXaBa HEKOHTPO/IMpYemo 1
[a ce MpOTMBOMNOCTaBA Ha anonTto3ara. Viscnegosarenvte n3nonsear knetkute IGR-1, 3a Aa nscneasar edpekTute Ha pasnyHN UHXMGUTOPK
BbPXY TO3M CUTHAJTIEH MbT, KATO MO TO3M HAYMH NPEAOCTaBAT MHpopMaLysa 3a NOTEHLMaTHY TepaneBTUYHn cTpaternn. OcBeH ToBa
eKcnpecusita Ha aHTUreHn, CBbp3aHK C MenlaHoMa, B K/1eTbyHaTa IMHNA 5 NpaBu NoAX0AsALLA 3a N3yyaBaHe Ha MMYHHUTE peakuun cpeLy
MenaHoma, BKIIOUMTENHO 3a pa3paboTBaHe Ha HOBU MMYHOTEpaneBTUYHN NOAXOAM.

OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa IGR-1 e nonyyeHa OT YOBELLKM Ma/IMTHEH MeNaHoM, KOeTO sl MpaBu LieHeH MoAen 3a n3yyaBaHe Ha natou3nonorusata Ha
Me/siaHoMma 1 3a TecTBaHe Ha NPOTNBOPAaKOBK Tepanuu. Tesn KNEeTK ca enuTesHK No Npupoaa 1 nputexasar XxapakTepucTUK1, TUMNYHN 3a
arpecuBHNs MeniaHoM, BK/IIOUUTENHO 6bp3a nponvdepaLms 1 crnocobHOCT 3a 06pasyBaHe Ha KOIOHUK B MEK arap, KOeTo e OT/InymTeneH
6ener Ha oHKoreHHaTa TpaHcdopmaums. KnetbuHata mmHua IGR-1 e ocobeHo nonesHa 3a nscnefpaHns, Haco4eHn KbM pasbupaHe Ha
MOEKYNIAPHUTE MeXaHU3MK1, KOUTO 0ByCcnaBAT NporpecusTa Ha MenaHoMa, KakTo 1 3a paspaboTBaHe 1 TecTBaHe Ha Lienesu Tepanum v
nMmyHoTepanun.

Knetknte IGR-1 cbabpxar MyTauuy, KOMTO ca YeCTO CpeLlaHy Npyu MenaHoma, BkIUMTenHo npomern B MAPK/ERK nbTs, KOITO YecTo e
JvcperynupaHd npu To3v TUN pak. Tesn MyTaummn JONPUHACAT 3a CMOCO6GHOCTTA Ha K/leTbyHaTa IMHWA Aa ce pasMHOXaBa HEKOHTPOVIPYEMO 1
[a ce MpoTMBOMNOCTaBsA Ha anonTto3ara. Viscnegosarenvte n3nonssar knetkute IGR-1, 3a Aa nscneasar edpekTute Ha pasnyHn UHXMGUTopK
BbPXY TO3M CUTHAJIEH MbT, KATO MO TO3M HAYMH NPEAOCTaBAT MHhopMaLya 3a NOTEHLMasTHY TepaneBTUYHN cTpaternn. OcBeH ToBa
eKcnpecusta Ha aHTUreHu, CBbp3aHn C MeniaHoma, B K/1eTbyHata SIMHNA S Npasu NoAXoAsLLa 3a 3yyaBaHe Ha UMYHHWUTE peakuun cpeLly
MeniaHoMa, BK/TIOUMTESTHO 3a paspaboTeBaHe Ha HOBU MMyHOTEpaneBTUYHY NOAXOAN.
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TymMmoporeHeH [a, npy ronn MULLKK.

NWAEHTUOUKATOPU

N3TOYHUK
IGR-1 (katanoxeH Homep 300219 Ha Cytion)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 1303

NMPOABA N NPEAPA3MO/OXEHOCT

MyTtaumoHeH npocounn
Knetkute IGR-1 HOCAT xeTepo3urotHa mytauusa Ha BRAFV600K, Ho ca AvB Tun rno oTHoleHve Ha BRAFVG600E.

MpoaykTtun
MenaHunH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpueB nupyBsart (Homep Ha usgenveto Ha Cytion
820300a)

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

[AoGaBku

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

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KOATO He chAbpXa kanuuii n marHesuii. 3a konou T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKy6upaT Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otaenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cnef KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTte KNeTkute B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYE ChAbpXaT
npsicHa cpega.

MAbTHOCT Ha 3acABaHETo 3 x 104/cm? cnep pasmpassaBaHe, 1 0o 2 x 104/cm?2 3a pyTUHHO pa3gensHe
OGHOBsIBaHe Ha TeYHOCTTA 2 [0 3 NbTr ceamMuyHo

Bb3cTaHoBsiBaHe crief pa3MmpassiBaHe 1002 gHun
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https://www.cellosaurus.org/CVCL_1303

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.

YcnoBus 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 42 roAnHN

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

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.

FapaHyua

Hwue B Cytion 3acTaBame 3a/ Ka4eCTBOTO W XM3HECNOCOBHOCTTa Ha HalmTe NPOAYKTY.

lapaHTMpame, Ye HalmnTe KNeTku Lie 6bAaT XN3HEeCNoCOOHN B HA4al0To Ha Ky/ITUBMPAHETO B NPOAb/KeHNe Ha 60 AHK cnep u3npatiaHeTo
UM OT HalIMTe CbOPbXEHUS.

lapaHTupame, Ye BCUYKM MaTepuasin OTroBapsiT Ha cneumdukayumTe, onucaHn B ceptudmkara 3a aHasims u/unm npogykrosara amcra

3a NbHU NoAPOBHOCTY, MONA, HanpaBeeTe crpaska ¢ Hawarta <a href=""/Kon cme Hue/lapaHuus/" hreflang=""x-default"">lapaHunoHHa
Jeknapauus
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HeoGxoaumo e cnopa3yMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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