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OBWA NH®OPMALNA

OnucaHue

KnetbyHata nnHma MALME-3M e Mofen Ha YoBeLLKM MenaHoM, LLUMPOKO U3MN0M3BaH B OHKOMTOTMYHNUTE U3C/1efBaHNs 3a NpoyysaHe Ha
MexaHV3MWTE Ha NporpecusTa Ha MenaHoma, U3BsirBaHeTo Ha MMyHHaTa cUcTeMa U NekapcTBeHaTa pe3ncTeHTHOCT. Tasun KneTbyHa IMHKA e
nosiyyeHa oT MeTactatuyHa MesiaHoMHa Ne3ns 1 NposBaBa peauvua XxapakTepucTrkun, XxapakTepHu 3a arpecBHUS MenaHoM, BKIOUNTENTHO
CNoCcO6HOCTTa I Ja eKcripecupa Kto4oBM OHKOTeHHU Mapkepy kato HER2 v ponsta 1 B MOAy/IMpaHeTo Ha TyMopHaTa Myukpocpea.
MpoyuBaHuaTa, BkouBay MALME-3M, ca nogyeptasiv HeliHaTa OT3MBYMBOCT KbM Lie/IeBU Tepanuu, Kato bucneuudmnyHmn aHtutena,
Haco4eHu kbM HER2, 1 HeliHOTO 13non3saHe Npu oLeHkaTa Ha T-KNeTbYHO MeAUMpaHn MyHoTepanuu.

EfnHa 3HaumTenHa obnact Ha nscnefsanvs, skaousay MALME-3M kneTku, e TaxHaTa none3HocT Npu nyvyasaHe Ha MexaHu3MuTe Ha
NMYHHO 136srsaHe npu MmenaHoma. Hanpvmep, cuctemu 3a CbBMECTHO KyTuBMpaHe, cbyetasalliy MALME-3M ¢ UMYHHU KNETKH,
Mo3BO/IABAT Ha U3cnefoBarennTe fa npoyysar Kak MeflaHOMHUTE KNEeTKN MOAYIMPaT UMYHHUTE peakuuy ypes nbtuwa kato PD-1/PD-L1 n
OPYT UMYHHV MHXMOGUTOPY Ha KOHTPO/THUTE TOYKW. Tasn KNeTbyHa NIMHKA CbLLO € reHETUYHO MogudmLmMpaHa 3a nlyyasaHe Ha edpekTuTe oT
reHHW nepTypbaummn Bbpxy UMyHHUTE B3aUMOAENCTBUS, KOETO S MPaBW LLEHEH UHCTPYMEHT 3a FeHETUYEH CKPUHVHT C BUCOKa
NpOn3BOANTENHOCT.

B gonbaHEHWE KbM ponsATa Cu B UMYHONIOTUYHUTE u3cnensaHuns, knetkute MALME-3M ca OT CbLUECTBEHO 3HAaYeHVe 3a NpoyYBaHeTo Ha
edhekTuTe Ha pacTexHusi xopMoH (GH) Bbpxy nporpecusita Ha MenaHoma. V3cnenBaHus ca nokasanu, ye GH mMoxe ga nosuimn
nekapcTBeHara pe3vCTeHTHOCT Y MeTacTatuyHmA noteHunan B knetkute MALME-3M, kaTo NpoMeHsi CbCTasa Ha ek3030MuTe,
npousxoxgatuy oT MefiaHoMa. Te3un ek3030My Morart Aa NpexsbpIAaT dhakTopu, CnocobCTBaLLM TekapcTBeHaTa Pe3NCTEHTHOCT Y MUrpaumsaTa,
KbM ApYrv KNeTKU B TymopHata Mukpocpega. Takusa nscnefsaHnsa nogyeprasar noteHuymana Ha HacoysaHeTo KbM CUTHa/THUTE NMbTULLLA Ha
GH kaTo TepaneBTUYHa cTpartervs 3a npeoaosisiBaHe Ha XMMUOPE3NCTEHTHOCTTa Ha MeslaHoMaTa.
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Tun KneTka dunbpobnacTu

TymMmoporeHeH [a, npy ronn MuLKK

NWAEHTUOUKATOPU

N3TOYHUK
MALME-3M (kaTtanoxeH Homep Ha Cytion 305583)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 1438

NMPOABA N NPEAPA3MO/OXEHOCT

Ekcnpecus Ha aHTUreHa
HLA A2, Aw30, B13, B40(+/-), DRw7

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

IMDM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 25 mM HEPES, w: 1,0 mM Hatpues nupysart, w: 3,024 g/L NaHCO3 (Homep Ha
n3genuneto Ha Cytion 820800a)

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

[NoGaBku

[onbnHete cpepara ¢ 20% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa nokpwiite knetkute ususAno ¢ TrypLE Express, kaTto nsnonssarte 1-2 ml 3a
Kono6u T25 n 2,5 ml 3a kon6u T75. OcTaBeTe KNeTkMTe Aa ce MHKy6mpaT Ha cTaliHa Temneparypa 3a 8-10 MuHyTH, 3a ga ce otaenst. Cnep,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbP/EeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbpsieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MnbTHOCT Ha 3acABaHETo 3 x 104 kneTkm/cm?

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Pasmpa3ssiBaHe 1 Ky/ITUBUpaHe

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.
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https://www.cellosaurus.org/CVCL_1438

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha floHOpa 43 roAnHN
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHoCT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npobu KbM U OT pe3epBoapa C TeYeH a3oT e HeobXoAMMO fa ce U3MNo3Ba Macka 3a nuue Win npegnasHn oynna. Tosa ce npasu, 3a fja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4YaI0To Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref u3npallaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunasn OTroBapsaT Ha crneuudrkaummnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nmcra

3a nMb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapauma
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha MaTtepuanu
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