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OnucaHne

KnetbyHata nmHmMa MB49 e Myl Mogen, noslyyeH oT enuTeTHUTE KIETKU Ha MUKOYHUA Mexyp Ha muwka C57BL/6. MbpBoHavasiHo e
pa3paboTeHa 3a n3cne[BaHe Ha paka Ha MMKOYHUA MeXyp, KaTo NnpeAocTass naaropma 3a uscneisaHe Ha 61MoornYHUTE Y MONEKYISpHNUTE
XapaKkTepucTukn Ha ypoTenvanHns KapLumHoM. KneTbyHata /IMHNA e Cb3hafeHa Ype3 XMMUYecKo HAYLMpaHe Ha TYMOPW Ha NUKOYHNUA Mexyp
€ NoMoLLTa Ha KaHueporeHa 7,12-aumetnnbeHs[alaHtpaleH (DMBA), KakTo e onvMcaHo nogpo6HO B paHHUTE U3CNefoBaTe/ckv NpoyyBaHus.
Knetknte MB49 nposiBsiBaT TYMOpOreHeH heHOTU, KOraTto ce TpaHCNIaHTUPaT B CUHIEHHWU MULLIKW, 06pa3yBaiiku ypoTenmasiHn KapLyHOMU.
Te3un Tymopw YecTo ca cnabo agudepeHumpaHy n MoraTt fa rnokassar cMeceHa Mopos10rns, BKIKOUUTETHO BPETEHOBUAHW KITETKU U
a/fleHoKapLHOMaTOo3HU 0611acTy, KOUTO HanoAo6sBaT arpecyBHI NMOATUMNOBE Ha Pak Ha MUKOYHUA MexXyp, HabogaBaHn B YoBeLlKaTa
narosorus.

[Mo-HaTaTbLUHNUTE U3c/efBaHus f0Be0Xa A0 pa3paboTBaHeTo Ha MB49-I, no-nHBa3uBHa NogvHna Ha MB49. Ta3u NnognHus e cb3gageHa
cneq, 13 nocnegoBateniHy nacaxm in vivo, KOETO yBennyasBa HeHUA HBa3VBEH 1 MeTacTatuyeH noteHuvan. Knetkute MB49-| nokassar
noByLLEHa NPOTEONNTUYHA aKTVBHOCT, 0COGEHO MPY eH3UMI KaTo KaTencuH B, matprkcHa meTasionpotenHasa 9 (MMP-9) n nnasmuHoreHeH
aKTMBaTOp OT ypokMHa3eH Tun (UPA). Te3n eH3Mu AONPUHACAT 3a pasrpaxiaHeTo Ha KOMMOHEHTUTE Ha U3BBLHK/IETbYHMSA MaTPUKC, KaTo
ynecHaBaT VHBa3usaTa U MeTacTasvpaHeTo Ha TYMOPHUTE KIeTku. MoannHnata MB49-1, korato ce MHOKY/Mpa OPTOTOMUYHO B NMUKOYHUS MeXyp
Ha CUHTEeHHW MULLKX, BOAM A0 06pa3yBaHe Ha CU/IHO UHBA3VBHU TYMOPY Ha NMUKOYHUS MeXyp, KOETO s NpaBu LieHeH MoAen 3a 13yyasaHe Ha
TymopHara nporpecus 1 TecTsaHe Ha NPOTMBOPAaKOBY Tepanuu, HaCoYeHN KbM NpeaoTBpaTsaBaHe Ha MHBasuATa U MeTacTasnupaHeTo.

To3n mogen MB49, BKIOUMTENHO BapuaHTbT MB49-1, e 0T CbLUECTBEHO 3HaYeHMe 3a pa3brpaHeTo Ha MOMEKYNSAPHNTE MEXaHU3MU, KOUTO ca
B OCHOBaTa Ha Mnporpecusita Ha paka Ha NMUKOYHKA Mexyp, 1 3a pa3paboTBaHeTo Ha HOBY TepaneBTUYHY cTpaTernn. MogensT HanofobsBa B
ronsiMa CTerneH YoBeLLKMSA pak Ha NMUKOYHNUA MexXyp, 0COOeHO Mo OTHOLLEHME Ha CMOCOGHOCTTa My [a CUMY/Mpa UHBa3BHUTE U
MeTacTaTMYHUTE XapakTePUCTUKN Ha 3a60/1BaHETO, KaTo MO TO3M HAYMH OCUTypsiBa HafeXAHa cuctema 3a NpeakIMHUYHN N3C/efBaHus.

TbKaH MykoyeH mexyp

3a6onsBaHe MpPexoAHOKNETbYEH KapLMHOM Ha NMUKOYHWSE MEXYP MPU MULLIKK
CUHOHUMK
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[aHbuyeH naeHTUUKaLMoHeH Homep 10090
B NCBI

Llenosasbp CVCL 7076

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenueto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocepa.

[AoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTara, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa v rv NPexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

PaswvpassBaHe U KynTuBupaHe

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 KPMOKOHCEPBALUA

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3npaHmn aHanmsu, Taka u Ypes IyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HaAMa 6akTepuasnHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNTypK ce nognarar Ha eXxefHeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOoHCepBaLsa 13nosn3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnoCcobHOCT cneg pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METaboNUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KpUonHAYyLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obaroTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TEUEH a30T B NapHa hasa npu Temneparypa okono -150 1o -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KPaTbK MeXAVHEH eTan npeau NPexsbp/IsSHETO B TEYEH a30T.
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https://www.cellosaurus.org/CVCL_7076

Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN
Mopopa | noasupg, C57BL/ICRF-a(t)
Bb3pacT Ha goHOopa Bb3pacTHu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U1 XMN3HECNOCOOHOCTTA 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 HalInTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKN MaTepuasn OTroBapAT Ha crneuudukaummnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nncra

3a nbHU NoAPOBHOCTY, MOAIA, HanpaBeTe crnpaBka ¢ HawaTta <a href=""/Kou cme Hue/lapaHunsa/™ hreflang=""
Jeknapauus

x-default"">lapaHunoHHa

HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbp/siHe Ha MaTtepuanu

NOoAPOBHOCTU 3A NMPOAYKTA

Ta6nuuya cbec cbCcTaBa
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