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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuuusa LCLC-97TM1 e nonyuyeHa OT egpoknerbyeH 6enogpobeH kapunHom (LCLC) n e cb3gageHa upes kceHorpadcku noaxos,
NO-KOHKPETHO OT MbPBOTO NMPEMUHABAHE Ha rof1a MyLLKa Ha MbPBUYEH eApOKIeTbYEH KapLVHOM. Ta3n K1eTbuHa SIMHWSA Nokassa rbCTo
onakoBaHu enuTeNIMoONAHN OCTPOBYETA B KY/NTYPa, C KIETbYHM rPaHnLy, KOUTO OBUKHOBEHO He Ce pas/nnyasar npu cTaHAapTHO MUKPOCKOMCKO
nscnefBaHe. 3a pas/simka OT MHOTO ApYry KNeTbYHW NUHUK, KynTypuTe Ha LCLC-97TM1 06UMKHOBEHO He focTuraT cpacTBaHe, KOETO MoXe Aa
ce Ob/DKN Ha YHVKa/THUTE UM MOZE/IN Ha PacTex.

LuTtonornyHo, knetknte LCLC-97TM1 ce xapakTepusnpar ¢ rofiiMo, eANHUYHO, KPpbI/0 S4P0, KOETO ChAbpXKa efHa v Ase BuanmMu
HYK/TE0/N, 1 PAaBHOMEPHO pasnpeeneH XpoMaTviH. Tasu sapeHa Mopdpoiorms e nokasaresiHa 3a arpecMBHUA xapakTep, KOMTO YecTo ce
CBbp3Ba C e4poKieTbyHMA 6enoapobeH KapumHom. KneTbyHata IMHNSA e CbL0 Taka oTpuuartesniHa no otHoweHne Ha PAS (Periodic Acid-
Schiff) n He NposiBABa peakTUBHOCT Npu OLIBETSABaHe CbC CUMHBLO Alcian, KOETO CbOTBETCTBA Ha XapakTepucTukuTe, HabnogaBaHn KakTo B
OpUrMHASIHNA TYMOP, Taka ¥ B KCeHOTpaHCniaHTaTa, NnoayyeH oT KeTbyuHaTa JIMHNS.

XpoMOo30MHMAT aHann3 Ha LCLC-97TM1 pa3kpusa C/I0OKHUS My KapuoTuM, KOWTO € XxapakTepeH 3a e4poK/IeTbYHUTE KapLyHOMU U
npegnonara 3HadMTeNIHa reHeTuyYHa HecTabunHOCT. To3u reHeTndYeH Npodhnsl, CbYeTaH C OTINUUTENHUTE MY MOPONOTUYHN XapakTepUCTUKN,
npespblia LCLC-97TM1 B LeHeH Mofen 3a n3yyaBaHe Ha Natobuonorusta Ha eapokneTbyYHMsA 6e104po6eH kapLmHOM, 0COH6eHO B
KOHTEeKCTa Ha TyMoporeHesara, MeTacTasnmpaHeTo v TepaneBTUYHIS OTroBOP Npu HeapebHoKNeTbYHKA 6enoapobeH kapuyHom (HOKBK).
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https://www.cellosaurus.org/CVCL_1376

NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha npoTenHU
Ekcnpecus Ha P53

OGpaTHa TpaHcKpunTasa OTpuuareneH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa
RPMI 1640, w: 2,0 mM ctabuneH raytamuH, w: 2,0 g/L NaHCO3 (Homep Ha cTtatusita B Cytion 820700a)

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 chAbpxXa 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 MHKYy6upaT Ha cTaliHa Temnepatypa 3a 8-10 muHyTw, 3a ga ce otaenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHataHTara, pecycneHavpaiiTte KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6W, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

MnbTHOCT Ha 3acABaHETo 1 po 3 x 105 knetku/cm?
OGHOBsIBaHe Ha TeYHOCTTA Ha Bcekn 3 0o 5 gHn

Bb3cTaHOBsIBaHe cfepf pa3vpassiBaHe 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.

Pa3mMpa3ssiBaHe U 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

CTtepunHocTt

3amMbpcsiBaHETO C MUKOM/Ia3ma Ce U3K/o4Ba KakTo upe3 PCR-6a3vpaHi aHanmai, Taka v Ypes lyMUHECLIEHTHY METOAM 3a OTKpUBaHe Ha
MUKoMnasma.

3a [la ce rapaHTipa, Ye HaMa 6akTepuasiHo, MbOEUYHO UM APOXKAEBO 3aMbpCsiBaHe, KNETbYHNUTE KYNTYpu ce noanarar Ha eXeqHEBHN
BU3YasTHI MPOBEPKY.
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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 44 roanHN
ETHU4ecka npuHagnexHocT KaBka3skun

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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