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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHusa HARA-B e nonyyeHa OT YOBELLKM M/IOCKOK/IETbYEH KapLMHOM Ha 6enuns apo6, cneumasHo Cb3fafeH OT MeTactatuyHa
KOCTHa TbKaH B MOZe/ Ha MULLIKA. Ta3n KeTbyHa IMHUA € BTOPUYHO pa3BuTue Ha opuUruHasiHata knetbyHa imHna HARA u ce
XapakTepusupa c BUCOKa eKCrnpecusi Ha CBbp3aHus ¢ napaTupeonaHust XopMoH npotenH (PTHrP), koliTo urpae 3HauntenHa pons B
06LUMPHMTE KOCTHW MeTacTasu, HabnoaasaHn npu Tesu kneTkn. JinHusata HARA-B e OT CbLUeCTBEHO 3HaYeHVe 3a n3yyasaHe Ha
MexaHU3MuTe Ha KOCTHUTE MeTacTasun, CBbP3aHu ¢ paka Ha 6envs apoob.

HayuHute nscnegsanus, skiousatim HARA-B, uecTo ce dhokycmpar Bbpxy HeliHaTa Nofe3HoCT 3a MofenvpaHe Ha XunepkaiLmemust - 4ecTo
cpelLlaH napaHeoniacTUyeH CUHAPOM, CBbP3aH C HAKOW BUAOBE pak, BKIOUNTENTHO pak Ha 6enus 4pob. Xunepkanumemusita B To3n mogen
ce NpeAn3BUKBa Ype3 NOAKOXHA TPaHCMIaHTaLMs Ha KNeTkuTe, KOeTo NPpefocTaBs LeHeH MHCTPYMEHT 3a pa3bupaHe Ha B3aumogencTemnata
MeXAy pakoBuUTE KNEeTKM 1 KOCTHWTE KETKW, KaKTo 1 Ha mbTuLata, KOUTo BOAAT [0 pasrpaxaaHe Ha KOCTUTEe U 0CBOGOXAaBaHe Ha KasLuii.
Tasu k1eTbyHa NMHUA nomara Ha u3csiefosarenure fa u3cnefsar noteHumas iy TepaneBTUyYHU CTpaTeruy 3a HaMmasnsiBaHe Ha KOCTHUTe
MeTacTasu 1 CBbp3aHuTe C TAX YC/IOKHEHUS NPy NaLMeHTn ¢ pak Ha 6enus apob.

TbKaH Bsn gpo6
3a6onsBaHe M10ockoKNeTbYeH KapLuyMHOM Ha 6enus 4pob
MscTo Ha meTacTasuTe MnespaneH n3nus
CUHOHUMM
« HARAB
KNACUNOUKALNA
OpraHusbm Yosek
Cekc Mbx
CBoiicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK
NWAEHTU®PUKATOPU
N3TOUHMK

HARA-B (kaTasioxxeH Homep 300465 Ha Cytion)

[daHbueH ngeHTUUKaLMoHeH Homep 9606
B NCBI
Llenosasbp CVCL 2915

NMPOABA N NPEAPA3MO/TOXEHOCT

Ekcnpecus Ha npoTenHun

Mpoussexaa B1NCOKO HMBO Ha NenTui, CBbp3aH C napartupongHus XopmoH (PTHrP).

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)
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https://www.cellosaurus.org/CVCL_2915

ATmoccpepa 3a MHKyGaLms 37°C, 5%C02, oBnaxHeHa atmocgepa.

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuyuii 1 marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbm
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 cynepHaTaHTaTa, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa v rv NPexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

PasmpassBaHe 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 KPUOKOHCEPBALMUA

CrepunHoct

3amMbpcsABaHETO C MUKOMIa3Ma ce U3k/iouBa KakTo upe3 PCR-6a3npaHy aHanmsu, Taka 1 4ypes lyMUHECLLEHTHU MeTOANM 3a OTKpUBaHe Ha
MuKoniasma.

3a [a ce rapaHTvpa, Ye HsaMa 6akTepuasiHo, FrbOUYHO UM APOXAEBO 3aMbpCsBaHe, KNETbYHNUTE KYTypu Ce noanarar Ha eXeHEBHM
BU3YaJsTHI NPOBEPKY.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOHCepBaLsa 13nosn3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnocobHOCT cneq pasmpasssaHe nam CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMONPOTEKTOPU 1 METAb0NUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifBaHe Ha
KpUonHAyLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnroTpalriHo CbhbxpaHeHve noctaBeTe h/lakoHWTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npeau NPexsbp/IsSHETO B TEYEH a30T.

YcnoBusA 3a goctaBka
KpriokoHcepBupaHuTe KNEeTbYHN JIMHUK Ce TPaHCNOoPTUPAT BbPXY CyX N1ef, B YTBbPAEHW, N30/IMPaHN ONakoBKW C [OCTATbYHO XNaf4UEH areHT,

3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy noslyyasaHeTo He3abaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IAKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOpa 57 roanHn
ETHU4Yecka npuHagnexHocTt AnoHCKn
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NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT CbLLECTBEHO 3HAUEHUe, a Mo Bpeme Ha NPexBbp/ISHETO Ha 3aMpaseHu
npo6u KbM WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha crneumdrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
aexknapauus
HeoGxoaumo e cnopasymMeHue 3a Yes
npexBbpisiHe Ha MaTepuanun
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