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OBWA NH®OPMALNA

OnucaHue

KnetbyHata nmHmsa Nalm-6, nonyyeHa ot nepudpepHata KpbB Ha naumeHT ¢ B-kneTbyeH npekypcop Ha ocTpa nnmMdobnacTHa neBkeMust
(ONN), ce npeBbpHA B U3K/TOUNTENHO BAXXEH MHCTPYMEHT B U3CneABaHUsITa Ha fieBkeMusita. YoBelukara knetbyuHa nHus Nalm 6 cbabpxa
61ONOTNYHNTE XapaKTePUCTVKM Ha B-kneTbyHaTa ALL, kaTto npefocTass yYHVKaIeH Npo3opeL, KbM reHOMHUA Nneinsax Ha 3abonssaHeTo,
BK/IIOUMTESTHO HECTabWIHOCTTa Ha reHoMa 1 MexaHusmMuTe 3a Bb3cTaHoBsiBaHe Ha [HK.

MonesHocTTa Ha knetkute Nalm-6 ce npoctupa o usyyasaHe Ha e(puUKacHOCTTa Ha HIMYHUTE TepaneBTUYHW LieNIn 1 CbLecTByBaluuTe
MexaHU3MMN Ha Pe3NCTEHTHOCT. YyBCTBUTE/IHOCTTA Ha K/IeTbYHaTa /IMHNA KbM LIMTOTOKCUYHU areHTu 1 HeliHaTta pons 3a U3sicHABaHe Ha
dyHKLMUTE 3a Bb3CTaHOBABaHE Ha XOMOsoXHaTa pekombrHaums (HDR) npeactaBnsasar 0cobeH HTepec, 0CO6eHO Mo OTHOLLEHVE Ha
crnocobHocTTa Ha HDR knetkute ga kopurmpat JHK yBpexaaHus.

KneTtbuHara nimHna Nalm6é e HagexaeH Mofen 3a nsyyaBaHe Ha CroxHara npupoja Ha octpara /ieBKeMus. TS ynecHsABa uscnefBaHnsaTa Ha
npodhmavTe Ha reHHa eKkcnpecusi, ydacTBallm B vKonmsara, MMNUAaHNS 1 BbrexmaparHus metabonmsbsm n nbta mTORCL, kaTo
nogyepTaBa MeTabONNTHOTO NpenporpaMmnpaHe B IeBKEMUYHUTE KNeTkn. OCBEH TOBa NPW/IOXKEHNETO Ha K/leTbyHaTa /IMHNA B obpaTHaTta
reHeTuka 1 aHanv3a Ha Liennsa TpPaHCKpUNTOM criomara 3a pasy/ieHsBaHeTo Ha CNOXHUTE MOMIEKYIIPHI MPEXW, KOUTO ynpas/ssart
nporpecuaTa n pe3uCTeHTHOCTTa Ha leBKemusATa.

M3cnepsanusTa, Npu KOMTO ce U3No3Ba KneTbyHata InHNA Nalm-6, BK/IHUMTENTHO NPOoyYBaHUA Ha KITOHOBU BapuaHTW Kato KIOHUHT G5 1
PE3NCTEHTHN KNETBYHM NIMHWK KaTOo Te3n C BUCOKa YecToTa Ha MyTaumun Ha HPRT unn C9 ¢ nHAekc Ha pe3rcTeHTHOCT, AaBar npejcrasa 3a
XeTeporeHHoCTTa Ha /ieBkeMusTa. 13cneaBaHeTo Ha AnHaMUKaTa Ha ieBKemMuaTa, 0CO6eHO B KOHTEKCTa Ha I/TI0KOKOPTUKOUAHAaTa
pe3nCTEHTHOCT 1 ekcnpecuaTa Ha MSH2, noguepTasa noteHuUvana 3a paspaboTBaHe Ha Mno-LefieHacoueHn 1 eqpekTUBHY neverns 3a ALL.
B 0606LeHmne, kneTbyHaTa MnHMsA Nalm-6 e K4oB pecypce B U3cnefBaHvsTa Ha fieBkeMuaTa, npegaratl 3afbn604eHn nosHaHns 3a B-
kneTbuHaTa ALL upe3 npunoxeHusita cv 3a n3yyaBaHe Ha reHOMHaTa HecTabuIHOCT, MexaHn3muTe 3a Bb3cTaHoBsiBaHe Ha [IHK,
ehrkacHoCTTa Ha TepaneBTUYHUTE LieNn, MeXaHU3MUTe Ha Pe3UCTEHTHOCT M OCHOBHMTE MOMEKY/IPHM MbTULLA, BAVSELLM BbPXY C/I0XHaTa
610M10rMA N XETEPOTEHHOCT Ha JIEBKEMMUSATA.

TbKaH KpbB

3a6onsaBaHe OcTpa numdo6nacTHa NeBkemusi B 3a Bb3pacTHu
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Tvin KneTka Mpekypcop Ha B-knetkute

Bpewme 3a yaBosiBaHe 35 po 40 yaca

NWAEHTUOUKATOPU

N3TOUYHUK

Nalm-6 (katanoxeH Homep 300297 Ha Cytion)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 0092

NMPOABA N NPEAPA3MO/OXEHOCT

O6parHa TpaHcKpunTasa OTpuuareneH

OBPABOTKA N OTINEXAAHE

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

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

[NoGaBku

[onbnHete cpepara ¢ 10% FBS

MpecaxpaHe
MopabpxaliTe KyNnTypuTe, KaTo NEpUoAnYHO fob6aBsTe UK NoAMeHsATe cpejarta. 3anoyHere KynTypute ¢ nabTHOCT 5 x 105 knetku/ml u
noafbpxaliTe KOHLEeHTpaumsaTa Ha KneTkiTe B AnanasoHa oT 3 x 105 go 1 x 108 knetku/ml 3a onTyMasieH pacTex.

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 Ypes PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLLEHTHN METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHO, MOUYHO NIV APOXAEBO 3aMbpCsBaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YyaUTHV NMPOBEPKN.
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https://www.cellosaurus.org/CVCL_0092

Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN

Bb3pacT Ha foHOopa 19 roanHn

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/XKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pe3epBoapa C Te4eH a3oT e HeobXxoAMMO fa ce U3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

lapaHTuMpame, Ye HalmnTe KNeTku Lie 6bAaT XN3HECNOoCOOHN B HA4a10To Ha Ky/ITUBMPAHETO B NPOAb/MKeHNe Ha 60 AHK cnep unpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaums
HeoGxoaumo e cnopasymMeHue 3a Yes
npexsbprisiHe Ha martepuanu
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