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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nnHma CDNR4 ce cbCcToM OT cneupanu3npada noarpyna, npovmsxoxjatia ot knerbyHara imHna COMMA-D, n3secTtHa ¢
MOAENVPaHETO Ha KapLMHOM Ha MieyHaTa xsiesa npy MuLLK/. Tasu KNoHoBa cybnonynaums e nog/oxeHa Ha 3a4b1604eHo
XapakTepu3vipaHe, KOeTo paskpusa peanua YHUKasHU CBOVWCTBA U PYHKLIMOHA/THOCTW. EAHA OT Haii-3abenexutenHute xapakTepucTukn Ha
knetknte CDNR4 e TAxHaTta npuinka CbC CTBO/IOBUTE K/IETKM Ha M/IeYHaTa X/e3a, KOeTo rv onpejess Kato 3HaunTesieH pecypc 3a
n3cneaBaHe Ha acrnekTuTe Ha 61onoruaTa Ha CTBO/IOBUTE K/IETKM, KaHLieporeHesara v K/ieTbyHata XeTeporeHHocT B nonynauumte. Tesn
K/IeTKM ca pa3paboTeHn Ypes TpaHCcdeKTpaHe Ha TPaHCMNo30H, HOCELL, FTeHN 3a PE3UCTEHTHOCT KbM KaHaMULIMH U HEOMULWH (reH Tnb5), KoeTo
e [l0BeNo 0 nosBarta Ha pas/iMyHu MHTPUryBaLLW XapakTepPUCTUKV 1 CMOCOBHOCTY, BK/IOYMTENHO NOTeHUMasia UM Aa ce andepeHuupar
KaKTo B MPEHEONMacTUYHW, Taka U B HEOMTaCTUYHN heHoTUNoBe.

Mpousxoxpaaliki oT MnHnsTa COMMA-D, KOATO NbpBOHAYas/IHO € U3C/iefBaHa 3a k/fleTbyHaTa CU XeTepOreHHOCT C MOMOLLTa Ha PasinyHu
TEXHVIKM, KaTO MUKPOCKOMNMSA € (Da30B KOHTPACT, MMYHOLIMTOXVMIUYHO OLiBETSABaHe, aHasIn3 Ha CbAbpKaHneTo Ha JHK v oueHkn Ha
OHKOreHHus noteHuman, CDNR4 ce oTKposiBa KaTo OTAeNeH KNoH. Ypes cneundnyHn MeToam 3a TpaHchekumns 1 cenekums ca n3onmpaHu
KnoHoBwM cybnonynauum kato CDNR4, Bcsika 0T KOMTO NOALbPXA U3BECTHA CTEMNEH OT XeTepOreHHOCTTa, HabngasaHa B OpUruHaiHmuTe
poauTenckn knetkn COMMA-D. Tosa 3ana3saHe Ha XeTepOoreHHoCTTa nogyeprasa COKHUA XapakTep Ha Tesu KNeTbyHy nonyiauum un
noBuLIaBa CToliHOCTTa Ha kneTknte CDNR4 B n3cnefaHusTa, Haco4eHn KbM KneTbyHata AvdepeHumaumsa u nporpecusaTa Ha paka.

TbKaH Mepan
3a6onsBaHe AfeHokapLuHOM
KNACUNO®UKALNA
OpraHusbm Muiuka
Cekc YKeHckun
CBoiicTBa, CBbpP3aHu C pacTexa MpuBBPXKEHUK
HuBo Ha 6nonorvyHa 6e3onacHoOCT 1
NOAEHTUD®UNKATOPU
N3TOYHUK

CDNR4 (katanoxeH Homep 400391 Ha Cytion)

JdaHbuyeH ngeHTUMKaumoHeH Homep 10090
B NCBI
LlenosaBbp CVCL 5719

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

ATMocdpepa 3a UHKyGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

JonbnHeTe cpeparta ¢ 10% FBS
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https://www.cellosaurus.org/CVCL_5719

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 r1 NnpomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf 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 BHUMaTenHo 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 KO6W, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MnbTHOCT Ha 3acABaHETo MpenopbuBa ce 2 x 104 kneTku/cm?
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Bb3cTaHOBsIBaHe cfief pa3vpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe K/IeTKUTE B Naky ¢ NAbTHOCT 5 X 104 kneTku/cm?2 n
ocTaBeTe KMeTKMTE Aa ce Bb3CTAHOBAT OT MpoLeca Ha 3aMpassiBaHe 1 Aa ce NpukpensaT 3a
Hali-masiko 24 yaca.

Pa3mvpassiBaHe 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ype3 PCR-6a3vpaHn aHamsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

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

Cpepa 3a 3ampasfiBaHe Karto cpefia 3a kproKoHcepBaLvs 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneq pasmpassasaHe nnn CM-1 (katanoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHY
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnrotpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpvemM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX /e B YTBbPAEHU, U30/IMPaHN OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTenHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperneaaiite onakoBkara v
He3abaBHO NpexBbp/ieTe oIakoHUTE 3a MOAXOASLLO ChXpaHeHMe.

AAPUTEN
Bb3pacT Ha goHOopa 1 rognHa
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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.

OTKa3 OT OTTOBOPHOCT
HalumTe kneTkv ce NpefocTaBsT USKKUNTENHO 3a LENMTe Ha 1abopaTopHU U3CNefBaHuUs in Vitro U He ca NpeAHasHauYeHN 3a KIMHUYHA UK

[MarHocTuyHa ynoTtpeba, HATO fa ce npuiarar Ha Xxopa Wau a ce U3nos3Bar 3a BETepUHapHYU Lenu. Motpebutenute Tpsioea fa ce
NPUABPXKAT KbM BCUUKM MPUIOXIMI HACOKM 1 pa3nopesbyn 3a 6opaBeHe 1 U3Mon3BaHe Ha Te3n KETKM B 13C/nefoBaTesicka cpeaa.

FapaHyua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawMTe KNeTKY LWe 6bAaT XM3HeCnocobHY B HAYa10TO Ha KyTUBMPaHETO B NPoAb/hkeHne Ha 60 AHW cief usnpatlaHeTo
UM OT HalMTe CbOPBXEHUS.

lapaHTupame, Ye BCUYKM MaTepuasin OTroBapsT Ha cneumdurkayumTe, onucaHn B ceptudmkara 3a aHaiams u/unm npogykrosara amcra

3a nb/HU NoApobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

Heo6xopnmo e cnopasymeHue 3a Yes
npexBbp/isiHe Ha MaTepuanun
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