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KneTtbuHara nuHmsa HNO258 e nonyyeHa OT opasieH NI0CKOKNETbYEH KapLMHOM, KOATO € NOATUN Ha M/IOCKOKIETbYHMSA KapLUHOM Ha rnasaTta
n wuata (HNSCC). Tasu kneTbyHa IMHUS NoKa3Ba HAKOIKO XPOMO30OMHM aHOMasIiK, KOUTO ca MAeHTUULMPaHN Ype3 XpPOMO30MHa
cpaBHUTeNHa reHoMHa xnbpuamsaumsa (CCGH). Mo-koHkpeTHo, HNO258 noka3sa yBenunyeHne Ha 6pos Ha [JHK konusaTta B XxpOMO30MHUTE
obnactu 1941, 3q21-qgter, 7p, 7cen-g21, 8q22-gter, 9cen-p13, 9g31-qter, 11913, 15p n 15g. OcBeH ToBa ce HabnaaBa 3ary6a Ha 6poit
Konusa B obnactute 4p n 18ql2-gter. Tean reHeTUYHN NPOMeEHU ca YyecTo cpeLaHn npu HNSCC 1 ca cBbp3aHu ¢ TyMoporeHesara u
nporpecuaTa Ha paka.

AmvnancprkaumsaTa Ha 11q13, HabntogasaHa npy HNO258, 3acnyxaBa 0co06eHO BHMaHVe Nopaay Bpb3kaTta 1 CbC CBPbXEKCNpecusita Ha
oHkoreHu kato CCND1 (umknuH D1) n CTTN (KOpTakTuH), KOUTO yyacTBaT CbOTBETHO B pPeryiMpaHeTo Ha KNeTbYHUA LUKbA U
LuUTOCKeNeTHaTa opraHusauus. Tesn OHKOreHn 4ecTo ca 3aMeceHun B arpecBHOTO NOBEeAEHNE Ha PaKoBUTE KIETKM, KaTo JONPUHACAT 3a
noBuLleHaTa UM nponndepauys n nHeasmBHOCT. MNogpobHaTa reHeTnyHa xapaktepuctuka Ha HNO258 ro npasu LeHeH Mofen 3a n3yvyaBaHe
Ha MOMIEKYNISIPHUTE MEXaHU3MU, IeXally B OCHOBaTa Ha OpasTHUS NI0CKOKNETbYEH KapLMHOM, 1 3a OLeHKa Ha NoTeHuManHn TepanesTuiHm
cTparternm, HaCo4eHu KbM Te3n CNeLUUYHN reHETUYHN U3MEHEHUS.

OBWA NH®OPMALNA

OnucaHne

KneTtbuHara nuHmsa HNO258 e nonyyeHa OT opasieH N0CKOKNETbYEH KapLMHOM, KOWTO € NOATUN Ha M/I0CKOKIETbYHMSA KapLUUHOM Ha rnasarta
n wusta (HNSCC). Tasu KneTbyHa NMHNA Nnokassa HAKO/IKO XPOMO30OMHY aHOMasTun, KOUTO ca UAeHTUULMpaHn Yypes XxpoMo3omMHa
cpaBHUTeNHa reHoMHa xnbpuamsaumsa (cCCGH). Mo-koHkpeTHo, HNO258 nokassa yBenunyeHue Ha 6pos Ha [JHK konusaTta B XxpOMO30MHUTE
o6nactn 1941, 3g21-qter, 7p, 7cen-g21, 8q22-qter, 9cen-p13, 9g31-qter, 11q13, 15p n 15g. OcBeH ToBa ce HabMAaBa 3aryba Ha 6poii
Konus B obnacTtute 4p n 18gl2-qter. Team reHeTUYHN NpomeHn ca vyecTo cpeladn npu HNSCC 1 ca cBbp3aHu ¢ TymoporeHesarta U
nporpecuaTa Ha paka.

AmvnndmkaumaTa Ha 11q13, HabntogasaHa npu HNO258, 3acnyxaBa 0CO6eHO BHMaHWe nopaaun Bpb3karta ! CbC CBPbXeKcnpecusaTa Ha
OoHkoreHn kato CCND1 (umknvH D1) n CTTN (KOpTakTUH), KOUTO yyacTBaT CbOTBETHO B PErY/IMPAHETO Ha KNETHYHUS LMKB U
LuUTOCKeNeTHaTa opraHusauus. Tesnm OHKOreHn 4ecTo ca 3aMeceHun B arpeCcMBHOTO NOBeAEHNE Ha PaKOBUTE KIETKM, KaTo JONPUHACAT 3a
noByLLeHaTa UM npoavdepaLus n MHBa3UBHOCT. [ogpo6HaTa reHeTuYHa xapakTtepucTvka Ha HNO258 ro npasu LLeHeH Mojen 3a usyvasaHe
Ha MOJIEKY/IAPHUTE MEXaHU3MWU, SieXalliy B OCHOBAaTa Ha OPaUTHUA MI0CKOK/IETbYEH KapLIMHOM, 1 3a OLEHKa Ha NOoTeHLMasIHN TepaneBTUYHN
cTparternm, Haco4eHy KbM Te3n CneLngUYHN reHETUYHN U3MEHEHUS.

TbKaH YcTHa KyxuHa

3a6onsaBaHe MnockokNneTbyeH KapumMHom Ha rnaeata u wusata (HNSCC)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

LlenosaBbp CVCL D221

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.

OGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

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/yBa kakTo upes PCR-6a3vpaHmn aHanmsu, Taka u ypes TIyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, 4e HaAMa 6akTepuanHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyITypU ce nogsarar Ha eXxeaHEeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a KproKoHcepBaLmsa 13non3same 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
cTabunusaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifiBaHe Ha
KpUonHAyLMpaHnsa cTpec.
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https://www.cellosaurus.org/CVCL_D221

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOpa 62 roguHn
ETHuyecka npuHapnexHoct KaBkasku

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3acTaBame 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalUTe KNETKM LWe 6bAaT XM3HECNOCO6HM B HA4YaN0TO Ha KyNTUBUPAHETO B NPOAb/KeHNe Ha 60 AHW cnef n3npallaHeTo
UM OT HalLWTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuann oTroBapsT Ha cneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns n/wnm npogykrosara nncra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums

Mpunarat ce cnopasymeHus ¢ TpetTun Yes
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