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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHusa Wilms10M e cb3fageHa oT metactatuyeH 6eno4pobeH Bb3esn Ha nauneHT ¢ Tymop Ha Wilms (Hedpobnactom). MNogo6bHo
Ha MbPBUYHUSA 1 TyMOpeH aHasor, Wilms10T, kneTbuHata nnHusa Wilms10M ce xapakTepuanpa ¢ XoMo3UrotTHa Aeneuns Ha reHa WT1, koeTo
BOAM [0 Nb/iHa nunnca Ha npotenH WT1. WT1 e OT CbLUeCTBEHO 3HaYeHMe 3a HOPMasIHOTO pas3BUTUE Ha 6bOpeLnTe, a feneunaTa My ce
CBBbp3Ba C No-arpecnBHO NoBeAeHne Ha Tymopa, 0CO6eHOo B MeTacTaTuyHu ycrosus. OcseH Tosa kneTkute Wilms10M nokassar 3ary6a Ha
xeTepo3nrotHocT (LOH) B xpoMo3omHaTta o6nact 11p15, kosTo BktoUBa reHa IGF2, KoeTo AOMbHUTENHO AONPUHACA 3a 3/10Ka4eCTBEHNUTE
CBOICTBA Ha Te3u KIeTKM.

KneTknte Wilms10M nogabpxar ctabusieH kapnoTun 6e3 ronemMm xpoMo3oMHU NpeHapexaaHns, 0CBeH cneuudunyHaTa geneums Ha
obnactta WT1. Tasu KfeTbyHa NMHKA, NoslyyeHa oT MeTacTatyHa TbkaH, € 0CO6eHO LieHHa 3a n3yyaBaHe Ha MOJIEKY/IAPHUTE MEXaHU3MU,
KOUTO CTUMY/NUpaT MeTactasupaHeTo npu Tymopa Ha Wilms. Knetkvte nposiBsaBar Me3eHXMMHW XapakTePUCTUKM, KaTo eKcripecupar Mapkepu
KaTo BUMEHTVH, & NINNCBAaT enuTesIHN MapKepu KaTo LUTOKepaTuH, KOeTo e nokas3aTesiHo 3a Npov3xXofa UM OT CTPOMaUTHMA KOMMOHEHT Ha
Tymopa.

M3cnepgaHuaTa Ha Wilms10M ca HacoYeHU KbM CUTHa/THUTE MbTULLA, KOUTO ca aKTUBHY B TE3W MeTacTaTuyHu KAeTku. [MpoTeoMuyHmnTe
aHa/IM3mM nokasaxa akTMBMPAHETO Ha HAKOMKO peuenTopHu Tupo3nHkmHasu (RTKSs), BkatountenHo IGF1R, PDGFRf 1 AXL, kouTo yyacTsar B
nofnomMaraHeTo Ha oLe/isiBaHeTo, nNponvdepaumsTa 1 MeTacTaTuyHnA NoTeHLMan Ha KneTkute. AKTUBMPAT Ce U HU3XOAALLMTE CUTHAITHU
nbTrwa MAPK 1 PI3K/AKT, kouTO UrpasiT k/lo4oBa pons B NOALbPXAHETO Ha MHBa3WBHUS U MeTacTaTuyeH heHOTUN Ha KeTkuTe
Wilms10M. Mpeasug metactatnyHmns cm npounsxod Wilms10M e BaxeH Mogen 3a pas3bupaHe Ha MOSIEKYNIApHUTE CbOUTUSA, KOUTO ca B
ocHoBaTa Ha MeTacTasupaHeTo Ha Tymopa Wilms, 1 3a paspaboTBaHe Ha LiefieBr TepaneBTUYHN cTpaTeruy cpeLly MetactaTu4HoTo
3abonssaHe.

TbKaH Bvbpeun
3a6onaBaHe Tymop Ha Bunmc
MpunoxeHus

Mogen Ha KneTbyHa KynTypa in vitro. BUOXMMUYHU U3CNesBaHus

CUHOHUMU
« Wilms10
KNACUNO®UKALNA
OpraHmsbm Yosek
Cekc YKeHcku
CBoOIicTBa, CBbP3aHU C pacTexa MpuBBPXKEHNK
HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKN
Mopdronorusa C bopma Ha BpeTeHo
Twvn KneTka Knetkn Ha Bunmc
NMAEHTUD®UNKATOPU
N3TOUHUK

Wilms10M (katanoxeH Homep 300418 Ha Cytion)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Lienosasbp CVCL A5SL

NMPOABA N NPEAPA3MO/OXEHOCT

MyTtauunoHeH npocoun
Cratyc Ha myTauusita Ha WT1: xomo3uroteH del WT1 B pamkute Ha delllpl3. LOH: Hama B 11p13, Ho UPD B 11p15. Ctartyc Ha myTauuaTa
CTNNBL1: xomosuroteH del TCT, p.DS45, UPD 3p

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega
Komnnekt MSCGM (ot Lonza)

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocgepa.
PeareHT 3a gucoumauyus Accutase
MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 1 NnpomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
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 KNeTk1Te Aa ce MHKybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. Cneg
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsicHa cpega.

Pa3smMpa3ssiBaHe 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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTH METOAM 3a OTKpYBaHe Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHO, MOUYHO NIV APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsiarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampassBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/iHa cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.
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https://www.cellosaurus.org/CVCL_A5SL

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 2 rofuHN
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

HeoGxoaumo e cnopa3yMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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