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OBWA NH®OPMALNA

OnucaHue

KneTkute C-33 A Npon3Xoxaar OT ThKaHTa Ha LuniikaTta Ha MaTkaTa Ha 66-roguiiHa kaBkaska XeHa, AuarHocTuLmpaHa ¢ pak Ha matkara.
Tasn K/1eTbyHa NIMHUA Ce XapakTepusupa € YHUKasiHa reHeTuyHa npomsHa B reHa TP53, npu KOATO TOYKOBa MyTauus B KOLOH 273 BOAN A0
3aMsHa Ha aprMHWH C LIMCTEVH, KOeTO BOAM A0 NMOBULLEHA eKcrpecns Ha npoTenHa p53. Tasu MyTauusa urpae peluasatla pons B
natopusvonorisaTa Ha KNeTkuTe, KaTo okassa B/IMSIHUE BbPXY PacTeXHWTE UM CBONCTBA ¥ TYMOPOreHHNSA UM MoTeHLnan.

B yacTHoCT ce noTebpx/Aasa, ve Knetkute C-33 A ca TyMOporeHHu. Mpu BbBEXAAHETO UM B UMYHOAEMULMTHI FO/IN MULLIKA T€3M KNETKN Umar
cnocobHocTTa Aa obpasysar HefuepeHLUMpaHn KapLHOMK, KOETO nofg4vepTasa TAXHaTa Mosfie3HoCT B U3CNe[BaHnATa Ha paka, 0Co6eHo B
npoyyBaHuATa, HaCoUYeHN KbM pa3brpaHe Ha MexaHW3MUTe Ha UHMLMMPaHe 1 NPorpecus Ha Tymopa Npv paka Ha MartoyHarta Lniika. OcseH
TOBa Te3u KIeTkn ca oTpuuatenHn kakto 3a JHK, Taka n 3a PHK Ha 4yoBelwkunsa nanuiomMeH Bupyc (HPV), KoeTo rv oT/iv4aBa OT MHOTO Apyru
K/TETBYHM IMHWN 3@ pak Ha MatoyHaTa LWuniika, KouTo Yecto HocaT HPV mnHTerpatu. Tosu acnekT npaswu knetkute C-33 A 0co6EHO LieHHU 3a
M3yyaBaHe Ha paka Ha MaToyHaTa Luuiika, KOMTOo ce pa3BuBa He3aBVCUMO OT HpekumsaTa ¢ HPV, npegnaraiiku nornes Bbpxy
anTepHaTMBHUTE NbTULLA HA KaHLeporeHesara.

TbKaH Liepsukc

3a6onaBaHe [10CKOKNETBYEH KapLUMHOM Ha MaTtoyHara Lniika
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LlenosaBbp CVCL 1094

NMPOABA N NPEAPA3MO/TOXEHOCT

Ekcnpecusi Ha NpoTenHU
OHkorenu: P530, Prb[]

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTa B Cytion 820100a)

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

[NoGaBku
JonbnHete cpepara ¢ 10% FBS n 1% NEAA

PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute ususAno ¢ Accutase, kato nsnonssare 1-2 ml 3a konéu
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTKUTe Aa ce MHKybGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otaensaTt. Cnepn
MHKyb6auuaTa BHUMaTeNnHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHupare, cnef KoeTo LeHTpodiyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa Cpea u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

PasmvpassBaHe n 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 KPUOKOHCEPBALUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMVHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BU3YyaUTHV NMPOBEPKN.

Cpepa 3a 3ampassBaHe KaTo cpepfa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BknountenHo FBS)
+ 10% DMSO 3a agiekBaTHa XM13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.
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https://www.cellosaurus.org/CVCL_1094

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 gocTaBKa

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.

AAPUTEN

Bb3pacT Ha foHOpa 66 roguHn

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeNIHO [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 WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiue Uy npeanasHi ounna. Tosa ce Npaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT NOTEHLMAaTHY eKCM/I03UM Ha KPUOBMOTE NPY M3BXKAAHETO MM, KOUTO MOraT Aa A0BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3af Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha KyITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsaT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/unm npogykrosara mcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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