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Knetkun Caki-1

300149

KnetbyHata nmHma Caki-1 e nonyyeHa oT MeTacTaTMyeH y4acTbK Ha YOBELLKM 6bOpeyeH CBETI0KNeTbYeH KapumHoM. Cb3hadeHun oT Tymop,
pasnosiokeH B CTeHaTa Ha 6bbpeyHaTa BeHa Ha nauneHT OT MbXKU non, knetkuTte Caki-1 ce n3nonssar YecTo B U3C/e[BaHETO Ha
6uonoruaTa Ha 6b6PeUHNs pak, 0co6eHo 3a pasbrpaHe Ha MexaHU3MUTe, ieXxally B OCHOBaTa Ha CBET/IOK/IETbYHNSA 6bOPEYHOKIETbYEH
kapuuHoM (ccRCC). Ta3u k1eTbuHa IMHUS e C enuTenmasiHa Mopoorisa 1 nma cTabuiHu UH BUTPO XapakTePUCTVKM Ha pacTex, KOeTo s
npasu NoAXoAsLLa 3a Pa3/IMyHN eKCnepuMEHTaTHU TEXHUKU, BK/TOUUTESTHO CKPUHVHT Ha /leKapCTBa U MOJEKYISAPHO-61MO0N0TYHN
n3cneaBaHus.

Caki-1 ce oT/IMyaBa C KOMM/IEKCEH KapuoTuM, XxapakTepusupaly, ce ¢ mogasneH 6poii Xxpomo3omu oT 68, kaTo BapuaumvTe Bapupar ot 63 o
71. Ta3n aHeyniongHa XxpoMO30MHa KOHpUrypaLmsa nogyeptasa TPUMIOUAHUA AnanasoH ¢ HAKOWM aHOMasuu; No-cneyuanHo Y XxpoMosomMara
OTCHCTBA, KOETO He € He0BUYaNHO 3a TYMOPHUTE KNIETHYHU IMHUM OT MBbXKM NPOM3X04. KneTbyHaTta NMHWUSA AEMOHCTPUPA HAKOJKO
XPOMO30MHY abepauum, BKIIOUUTETHO MHOXECTBO MapKepHM XpoMo30Mu 1 mpomeHn B Xxpomosomu N5, N9, N10, N16 n N19, koeTto
[onprHacs 3a HeliHaTa None3HoOCT B U3C/efBaHusTa Ha paka.

LLlo ce oTHacst go TymoporeHHocTTa, Caki-1 e cnocobHa fa 06pasysa TyMOpU B FOIM MULLKU U € AoK1aABaHo, Ye NOCTOSIHHO Npou3Bexia
CBET/IOK/IETBYEH KapLHOM, KOTO OTpa3siBa NaTonorusata Ha NbpBuYHNA 6bOpedeH TyMop. Tasun xapakTepucTuka ro npasu 6esLeHeH mogen
3a in vivo nscneABaHus Ha MetactasuTe Ha 6bO6peyHNsa pak u TymopHara 6vonorus. B ekcnepuMeHTasHu yciioBus e HabngasaHo, ve
K/eTbyHaTa IMHUA MeTacTasvpa u B koxara. OT 6roxmmnyHa rnefHa todka Caki-1 ekcnpecumpa pasnyHy U30eH3VMU 1 aHTUTEHN,
BK/IOUMTENHO KpbBHa rpyna O, Rh- n HLA Tunose A9, B12, Bw35. MpocunnpaHeto Ha n3oeHsnmuTe BkntoyuBa AK-1, ES-D, G6PD B, GLO-I,
Me-2, PGM1 n PGMS3, kouto moraT Aa 6bAaT OT 3Ha4eHve 3a u3cneiBaHmaTa Ha KeTbYyHUsS MeTaboin3bM U reHeTuyHaTa ekcrnpecus,
CBBbP3aHu C NMporpecuaTa Ha paka v 0TroBopa Ha /ieYeHneTo.

OBLWA NH®OPMALNA

OonucaHne

KnetbyHata nmHma Caki-1 e nonyyeHa oT MeTacTaTMyeH y4acTbK Ha YOBELLKM 6GbOpeyeH CBET/I0KNeTbYeH KapumHoM. Cb3gafeHun oT TymMop,
pasnonoXeH B CTeHaTa Ha 6bOpeyHaTa BeHa Ha nauveHT OT MbXKW Mo, kneTkuTte Caki-1 ce n3non3sar YecTo B 13C/1efBaHETO Ha
6uonoruaTa Ha 6b6peyHNs pak, 0Co6eHO 3a pasbrpaHe Ha MexaHU3MWUTe, eXally B OCHoOBaTa Ha CBET/IOK/IETbYHNSA 6bOPEYHOKIETbYEH
kapuuHoM (ccRCC). Tasu kneTbyHa NMHUSA € C enuTenvanHa Moponorna n uma CTabuniHn MH BUTPO XapakTepUCTUKN Ha pacTex, KOeTo 5
npasu NoAXoAsALLA 3a Pas3/IMYHN eKCNePUMEHTa/THU TEXHWKM, BKIIOUYMTEIHO CKPUHWHT Ha IeKapcTBa U MONEKYNSPHO-OMOM0rnyHN
n3cneiBaHus.

Caki-1 ce oTiMyaBa C KOMMIEKCEH KapyoTUM, XxapakTepusmpaly, ce ¢ MofaneH 6poii XpomMo3omMu OT 68, kaTo Bapuauumute Bapupar oT 63 o
71. Ta3un aHeynnongHa XpoOMO30MHa KOHMrypauus nogueprasa TPUNIOUAHNUA AManas3oH C HAKOM aHOMauy; no-cneuuanHo Y xpomosomara
OTCbCTBA, KOETO HEe € He0OUYaNHO 3a TYMOPHUTE KNETHYHU IMHUM OT MBbXKM NPou3XoA. KnetbyHaTta NMHWUS AEMOHCTPUPA HAKOJKO
XPOMO30MHM abepauun, BKIYUTETHO MHOXECTBO MapKepHM XpoMOo30MU 1 NpoMeHn B xpomo3zomu N5, N9, N10, N16 n N19, koeto
[JonprHacs 3a HeliHaTa None3HoOCT B 13c/efBaHusTa Ha paka.

LLlo ce oTHacsa fo TymoporeHHocTTa, Caki-1 e cnocobHa Aa ob6pasyBa TyMOPW B FO/IM MULLKW U € JOK1afBaHo, Ye NOCTOSHHO Npou3Bexia
CBET/IOK/IETbYEH KapLMHOM, KOTO OTpa3siBa NnaTosorMsata Ha MbpBUYHNA 6bOpedeH TyMop. Tasu xapakTepucTuka ro npasm 6esLeHeH mogen
3a in vivo n3cnefBaHusa Ha MeTacTasnTe Ha 6b6peUHMs pak 1 TymopHaTa 6ronorus. B ekcnepumeHTaniHy ycnoBus e HabngasaHo, e
KneTbyHaTa NMMHUA MeTacTasunpa v B koxara. OT 6uoxmmmnyHa rnefHa Toduka Caki-1 ekcnpecvpa pasnnyHu N30€H3UMU U aHTUTEHN,
BK/OUMTENHO KpbBHa rpyna O, Rh- n HLA tunose A9, B12, Bw35. MNMpodnanpaHeTo Ha nsoeHsmmute Bkatousa AK-1, ES-D, G6PD B, GLO-I,
Me-2, PGM1 n PGM3, konto moraTt fa 6baart OT 3HaYeHne 3a U3cnefBaHnaTa Ha KNeTbyHus MeTabonn3bM 1 reHeTUYHaTa ekcnpecus,
CBbP3aHU C Nporpecusita Ha paka u 0TroBopa Ha JIe4eHNeTo.

TbKaH Bbbpeun

3a6onsaBaHe FACHOKNETbYEH KapLHOM
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CUHOHMMU
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« CAKI1
o Cakil

KNACND®UNKALMNA

OpraHusbm Yosek
Cekc Mbx
CBoIicTBa, CBbpP3aHu C pacTexa MpuBBPXEHNK

HuBo Ha 6nonorvyHa 6e3onacHOCT 1

XAPAKTEPUCTUKN

Mopdonorus Mopo6HM Ha enuten

TymoporeHeH [a, npy rony MULLIKK

NWAEHTU®UKATOPU

N3TOUHUK

Caki-1 (kaTanoxeH Homep Ha Cytion 300149)

[aHbyeH ngeHTUMKaLMOHeH Homep 9606
B NCBI
Llenosasbp CVCL 0234

OBPABOTKA U OTIrNEXAAHE

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

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocgepa.

[NoGaBku
[onbnHete cpepata ¢ 10% FBS n 1% NEAA

PeareHT 3a gucoumnauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii 1 marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnen 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 LeHTpodyrupaiite npy 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTara, pecycneHavpaiite KNeTkute B NPsiCHa Cpefa W rv NPexBbprieTe B HOBU KOIGU, KOUTO BeYe ChabpXaT
npsicHa cpega.

MNBbTHOCT Ha 3acsiBaHETO MpenopbyBa ce 2 x 104 kneTkn/cm?

OOGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO
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https://www.cellosaurus.org/CVCL_0234

Bb3cTaHoBsIBaHe cfepf pa3svpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe K/IeTKUTe B N1aky ¢ NbTHOCT 5 X 104 kneTku/cm?2 n
ocTaBeTe K/eTKMTE Aa ce Bb3CTAHOBAT OT MpoLeca Ha 3aMpassiBaHe 1 ga ce NpukpensaT 3a
Hali-masiko 24 yaca.

Pa3mvpa3ssiBaHe 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 Ypes PCR-6a3vpaHn aHamsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

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

Cpepa 3a 3ampasfiBaHe Karo cpefia 3a kproKoHcepBaLvs 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpasssaHe nnn CM-1 (kataoxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsBbp/IAHETo B TeYeH a3orT.

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 onakoBkaTa v
He3abaBHO NpexBbp/ieTe /IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN
Bb3pacT Ha foHopa 49 rogmHn
ETHMYecKka npuHaanexHocT KaBkasku

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoOCT

Korato nnaHupare ga cbxpaHssarte kpronpenapar B TeueH a3oT 3a 6b/ello pasmpassBaHe, e 3a[b/KUTEeNIHO [a cnas3sare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoaALmMTe 3aLUMTHN PbKaBLW 1 06/1eK/10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMmpaseHu
npo6u KbM UK OT pe3epBoapa C TeueH a3oT e Heo6XoAMMO Aa Ce M3M0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hamasim pUCKBT OT HapaHsiBaHe OT MOTEeHLMaTHU eKCMI03UK Ha KPUOBMONUTE NPY N3BaXKAAHETO 1M, KOUTO MoraT Aa [oBefaT 0 U3XBbP/IsiHe
Ha oCcTpu hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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