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OBWA NH®OPMALNA

OnucaHne

KneTtbuHata nuHmsa CERV-186, nosyyeHa in vitro 0T KceHOoTpaHCcnIaHTaums Ha LepBurkaneH kapuuHom MRI-H-186, ciyxu kato 6ronornyeH
MOAEeN 3a UHBa3UBEH, eflPOK/IETbYEH, HEKepPATUHM3MPALL, M/IOCKOK/IETbYEH KapLMHOM. Tasu KNeTbyHa IMHNA e Cb3fafeHa u agantupaHa 3a
in vivo TpaHcnnaHTauus nog pbKoBOACTBOTO Ha A-p bogreH B M3cnefosaTenckusa MHCTUTYT MelicbH. Xapaktepusupaiku ce ¢ reHOMHUTE cu
cBoiicTBa, MRI-H186 cbabpxa NpubnnsnTeniHo 26 MHTErprpaHy KOMusi KakTo Ha Mb/IHOABJIMO, Taka U Ha CbKpaTeHU )OPMU HA reHoMa Ha
HPV16, KONTO 3HaUYMTESIHO BVASAT Ha TPAHCKPUMTOMHUA MY NPOCHn/I.

KneTtknte MRI-H186 ce oT/iMyaBaT CbC CU/IHA EKCNPecusa Ha paHHu TpaHcKpunT Ha HPV16 ¢ nb/Ha Ab/MHKMHA U HA CbKpaTeHW TPaHCKPUNTK,
KaTo no-cneuuasiHo nokassar BUCOKM HMBa Ha PHK E5 ¢ nbiHa gbmkuHa (fl). To3n TpaHCKpUnUVMOHEH NoAnuc ce pasnuyasa 3HaunTesiHo oT
TO3W, Haba4aBaH Npy Apyrv KNeTbYHW JIMHAN Ha LepBuUKaneH kapuuHoMm, kato CaSki 1 MRI-H196. OcBeH ToBa TpaHCKpUnuMoHHaTa
akTBHOCT Ha MRI-H186 no oTHOLLEHME Ha eKkcpecusTa Ha Pas3/IMyHn Apyrn TPaHCKPUNTY Nokassa 6/M3Ko CbOTBETCTBYE C MOAENNTE,
HabntogasaHu Npu kneTbyHuTe MnHMM HPK-IA 1 C3, KoeTo nokassa CXOA4HO TPaHCKPUMLIMOHHO NoBeAeHue npy Tesn Mogenu. Hanmumnerto
KaKTO Ha reHOMHW UHTEerpauuy ¢ MbjHa Ab/KMHA, Taka 1 Ha cbkpaTeHn HPV16 B kneTknute MRI-H186 e k1to4oB hakTop 3a TAxHaTa
eHeprnyHa ekcnpecust Ha paHHY BUPYCHU TPAHCKPUMTK, 0OCOBEHO nogyepTaHa oT 3HaunTenHata ekcnpecus Ha ES fl PHK. Tasu nHteHsuBHa
TPaHCKPUMLMOHHA aKTUBHOCT 3aBbpLUBa MNPV CUrHasia 3a paHHo NonvageHuIvpaHe, KoeTo nogyeprasa yH1KasiHaTa TpaHCKpUnuMoHHa
OVHaMuKa B paMKute Ha KnetbyHarta nHnsa MRI-H186.
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https://www.cellosaurus.org/CVCL_5720

NMPOABA N NPEAPA3MONOXEHOCT

Bupycu
HPV-16 nonoxurteneH

MpoaykTtun

LinTokepaTtuH 8, 18, BUMEHTUH, AeCMOonIaknH

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 nsgenuneto Ha Cytion 820400a)

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

[OoGaBku
[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NOKpuiATe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYy6upar Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otgenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTe KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MAbTHOCT Ha 3acABaHETo 2 x 104 kneTkn/cm? Wwe gosedaTt A0 KOHh/TlyeHTEH MOHOC/ION B paMKnTe Ha 7 AHU
OGHOBsIBaHe Ha TeYHOCTTA 2 [0 3 NbTr ceamMmuyHo

Bb3cTaHOBsIBaHe criepf pasvpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe K/IeTKUTe B Naku ¢ NIbTHOCT 5 X 104 kneTku/cm?2 n
ocTaBeTe K/eTKMTe Aa ce Bb3CTAHOBAT OT MpoLeca Ha 3aMpassiBaHe 1 ga ce NpukpensaT 3a
Hali-masiko 24 yaca.

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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3k4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLLEHTHN METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHo, MbOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKN.
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Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

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 KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha foHOopa 42 roAnHN
ETHU4ecka npuHagnexHocT AdppurKaHckm

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTPoru Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO 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 HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, 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
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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