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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nnHma PSN-1 e Mofen Ha YOBELLUKM NaHKpeaTuyeH afleHoKapLMHOM, Cb3aZeH OT MbPBUYEH TYMOP Ha naHkpeaca. T4 ce
0T/In4yaBa 0CO6EHO C HA/MUMETO Ha aMMINMKaLIMN KaKTO Ha OHKOreHa C-myc, Taka v Ha reHa c-Ki-ras ¢ Toukosa MyTauus B KOAoH 12. Tasu
MyTauusi 3aMecTBa ramumHa ¢ apruHnH (GGT ¢ CGT), koeTo BoAM 40 akTuBupaHa hopma Ha c-Ki-ras ¢ TpaHcdopmupaly noteHuman. PSN-1
3anassa CbLLUMTE MOJIEKY/IAPHY XapakTeEPUCTUKM KaTo OpUrMHasiHata TyMOpHa TbhKaH, BKIUNTENHO 50-kpaTtHa amnandukaumusa Ha c-myc n 3-
[0 6-kpaTHa amnandukaumsa Ha mytupanus c-Ki-ras. Tesm OHKOreHHu amnandumkaummn ca NpuapyXeHu ot 3HauMTesHO NoBULLIEeHAa eKcrpecns
Ha MPHK 1 3a fiBaTa reHa, KoeTo npejnosara TaxHara peliasallia posis B nporpecusta Ha Tymopa.

PSN-1 e nonyyeHa upe3 HecTaHAAPTEH NPOLIEC, MPU KOMTO 3aMpaseHn TYMOPHU ThKaHW, CbXpaHsaBaHu B NPOgb/hkeHne Ha 1,5 roauHn npm
-80 °C 6e3 KPMOKOHCEPBAHTW, Ca GUW YCNELHO TPaHCMIaHTVpaH B ronn Mulkv. OT nonyyeHns kceHorpadt belle cb3gadeHa kKneTbyHaTa
nnHus PSN-1, KoATO AeMOHCTpUpa CTabyiHN OHKOTEHHU amnavdukaumu in vitro, oTpasssatiy Te3u, OTKPUTY B OPUTMHATHUS TYMOP U
HeroBuTe MeTacTaTUyHN IMMAHN Bb3/IW. KneTbyHaTa NMHMA NposiBsSBa XeTEPOreHHN XapakTepUCTUKN Ha pacTex, KaTo KIeTKuTe uam ce
npwuaensaT CUIHO KaTo MOHOC/I0EBE, UK pacTaT B CycneH3usi. ToBa ABONCTBEHO NOBELEHNE OTpassaBa pasHoo6pasHa KieTbyHa nonynaums,
cnocobHa fAa ce ajanTvpa KbM pasnvyHu YC0BUS Ha KyTUBMPaHe.
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Llenosasbp CVCL 1644

NMPOABA N NPEAPA3MO/TOXEHOCT

MyTauunoHeH npocounn
Leneuus Ha reHa: CDKN2A, xomo3urotHa; Jeneumns Ha reHa: SMAD4, xomo3urotHa; MyTtauusa: KRAS, npocTta, p.Gly12Arg (c.34G>C),
xeTepo3nrotHa; Mytauus: TP53, npocta, p.Lys132GIn (c.394A>C), XOMO3UroTHa

OBPABOTKA U OTIrNEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusta B Cytion 820700a)

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

[NoGaBku

[JonbnHete cpepara ¢ 10% TONIMHHO akTuBMpaH FBS

PeareHT 3a gucouunauyumsa Accutase

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 KPUOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKoM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes TIyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXXeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3aMmpassiBaHe Karto cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBarHa XM13HecnocobHOCT cnef pasMpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METAB0NUTHIN
crabunusaropu 3a nofobpsiBaHe Ha Bb3CTaHOBABAHETO U HamasisiBaHe Ha
KPUOVHAYLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue

3a AbAroTpariHo CbXxpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NpveM/IMBO CaMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

Ycnosus 3a gocraBka

KpVOKOHCEPBUPaHWTE KNETbYHM IMHWW Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKoBKM C [OCTATbYHO XafUIeH areHT,
3a fa ce noaabpxa npubausnTenHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy nofyyaBaHeTo He3abaBHO Npernefaiite onakoskarta v
HE3a6aBHO NPexBbp/ieTe (/IAKOHUTE 3a MOAXOASALLO ChXPaHeHMe.
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https://www.cellosaurus.org/CVCL_1644

AAPUTEN

Bb3pacT Ha fjoHopa HeyTouHeHo

ETHU4YecKa npuHagnexHocT M3TouHa A3ns

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECNOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalMTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOoAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPbXEHUS.

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

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