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KneTbuHata nmHusa L-591 e efHa OT HSAKO/IKOTO HEOMIACTUYHU KNETBYHU JIMHWW, NOSTYYEHN OT naumneHTn ¢ 6onectrta Ha XO4KKMNH, Mo-
crneuvasiHo OT HoAyNapHMA cKeposupaly, NoATUN. TA e Cb3AaZeHa KaTto YacT OT rpyna KAeTbYHU IMHUN 3a NIMMAOM Ha XOKKUH,
BKtouBaLla L-428 n L-540, 1 e fonpuHecna 3a Hanpeabka B pa3dbypaHeTo Ha ToBa XeMaTo10rMyHo 310KkavecTBeHO 3abonsasaHe. Knetkute L-
591 ce xapakTepusupar ¢ aHeyn1oMansa 1 nokassar pas/iMyHn CTPYKTYPHU 1 YAC/IOBY XPOMO3OMHM aHOMasIKn, KOUTO ca nokasatesiHu 3a
HeonnacTUYHMA UM Npousxos. JIHuaTa e ocobeHo LieHHa B U3cnefsaHuaTa nopagu CBOUTE OT/IMYUTESTHN XPOMO3OMHN MOAEN 1
crnoco6HocTTa cu fa nponundeprpa in vitro, KOETO A NpaBn HaJeXAeH MoJes 3a U3yvaBaHe Ha K/IeTbYHUTE MexaHU3Mn Ha NnMdoma Ha
XOLKKUH.

EfiHa oT onpeaenawmte xapakrepucTuk Ha kneTkute L-591 e TexHuAaT umyHodeHoTun. KneTkute ekcrnipecupar la-nofo6Hn aHTureHmn u
pevenTopu, CBbP3aHu C T-KNETKUTE, HO HAMAT MapKepu, TUMMYHN 3a APYT XEMOMNOETUYHW JINHUW, KaTO MUENOUAHW KIETKA, MOHOLIUTA 1
mMakpodarv. 3abenexumTenHo e, ye knetkute L-591 He npounsBexgar NOBbPXHOCTHW WK LUTOMNIa3MeHV UMYHOIT06YMHN, HUTO nokassaTt
cneumdunyuHy 3a BUpyca Ha Enwaiin-bapp (EBV) anTurenn, kato EBNA. Jlnncara Ha umyHorno6ynvHmn n EBV antureHn otinyasa L-591 ot
Apyrn EBV-NO3UTUBHM KNETBYHN /IMHUM HA TMMAIOM Ha XOMXKMH 1 noAyepTasa HeliHaTa None3HoCT 3a u3cnefsaHe Ha cneyuduvkmTe Ha
natonorusita Ha nMMMmdoma Ha XO4KKNH, KOUTO ca He3aBucumy oT EBV nHdekumsTa.

KnetbyHata nmHus L-591 e mopdhonornyHo nogo6Ha Ha knetkute Ha Puita-CtbpH6epr (RS) n XomkknH (H), KouTo ca xapakTepHu 3a
nmmdoma Ha XOMKKUH. Tesn KIeTKN UrpasT K/ItoHoBa poss B U3creAsaHusATa Ha 6onectta Ha XO4KKVH, KaTo C/yXaT KaTo Mojen 3a
pasbupaHe Ha natoreHesara Ha 3ab0/1ABaHeTo 1 3a nAeHTUMLYpaHe Ha NoOTeHLMaIHN TepaneBTUYHN LeSIn. YHUKa/IHUTE XapakTepucTuKu
Ha L-591, cbyetaHu ¢ yTBbpAeHara My ynotpeba B 1abopaTopHN YC0BUS, 0 NpeBpbLLAT B OCHOBEH UHCTPYMEHT 3a u3cnejBaHe Ha
numMdoma Ha XOMKKVH, AONPUHACANKM 3HAUMTENTHO 3a oboraTsiBaHe Ha 3HaHMsATa 3a ToBa C/IOXKHO 3/10Ka4ecTBeHO 3abonsBaHe.

OBLWA NH®OPMALNA

OonucaHne

KnetbyHata nmHus L-591 e efHa OT HAKOIKOTO HEOM/TACTUYHM KNETbYHN JINHAW, NOMyYeHW OT nauueHTy ¢ 6onectTa Ha XO[XKKVH, no-
cneuyasiHo OT HoAyNapHNA CckieposmpaLy, NoATUN. TA e Cb3AafeHa KaTo YacT OT rpyna KAeTbYHU IMHAN 3a NIMMAOM Ha XOMKKUH,
BKMouBaLla L-428 n L-540, n e gonpuHecna 3a HanpeAbka B pa3bupaHeTo Ha ToBa XemMaTo/1I0rM4HO 3/10ka4ecTBeHO 3abonsaBaHe. KneTkute L-
591 ce xapakrepusupar ¢ aHeyniouamns 1 nokassar pas/inyHu CTPYKTYPHU 1 YAC/IOBU XPOMO3OMHM aHOMasInu, KOUTO ca nokasaTesiHu 3a
HeonnacTUYHMSA UM NPou3xos. JIHuATa e 0cobeHo LieHHa B U3CnefBaHnaTa nopagu CBOUTE OT/IMYUTESTHN XPOMO3OMHN MOAENN 1
crnocobHocTTa cu fa nponundeprpa in vitro, KOETo s NpaBu HafexXAeH Mofen 3a 13yyaBaHe Ha K/IeTbUHWUTE MexaHU3Mu1 Ha nMdoma Ha
XOLKKUH.

EfHa oT onpegenawmute xapakrepucTuki Ha kneTkute L-591 e TexXHUAaT umyHodeHoTun. KneTkute ekcrnipecupar la-nofobHn aHTureHmn u
peuenTopu, CBbP3aHu C T-KNETKUTE, HO HAMAT MapKepu, TUMNYHK 3a APYT XEMOMNMOETUYHM JINHUW, KaTO MUENOUAHM KNEeTKA, MOHOLIUTA 1
makpocparn. 3abenexuTenHo e, ye knetkute L-591 He npoussexgar NOBbPXHOCTHW WAV LIUTON/Ia3MEHN UMYHOM06YIMHU, HUTO NoKa3eart
cneuvdmyHmn 3a Brpyca Ha Enwaiin-bapp (EBV) aHTurenu, kato EBNA. Jluncarta Ha nmyHoriobynvHm v EBV aHtureHn otimyasa L-591 ot
Apyrn EBV-N03UTUBHM KNETBYHU IMHUM HA TMMAIOM Ha XOMXKKMH 1 NoAyepTaBa HeliHaTa NoMe3HoCT 3a u3cnegBaHe Ha cneuudykmTe Ha
narosiornsTa Ha iMMdoma Ha XofpKKIH, KouTo ca Hesasucmu ot EBV uHdekumsaTa.

KneTbuHata nnHusa L-591 e MopdponormyHo nogobHa Ha knetkute Ha Puita-CtbpHbepr (RS) 1 XomkkuH (H), KOUTO ca xapakTepHu 3a
nmmdoma Ha XOMKKUH. Tesn KIeTKM UrpasT KIyoBa pons B U3cneAsaHnsaTa Ha 6onectta Ha XO4KKVH, KaTo CryXaT KaTto Mogen 3a
pasbupaHe Ha natoreHesara Ha 3a60/19BaHeTo 1 3a naeHTUMLVpaHe Ha NoTeHLUMaIHN TepaneBTUYHN Le/In. YHUKa/IHUTE XapakTepucTuKu
Ha L-591, cbyeTaHu ¢ yTBbpAeHara My ynotpeba B 1abopaTopHN YC0BUS, 0 NPEBPBLULAT B OCHOBEH UHCTPYMEHT 3a U3c/nefBaHe Ha
numMdpoma Ha XOMKKMH, A0NPUHACAKM 3HAUNTENHO 3a oboraTsiBaHe Ha 3HaHMsTa 3a ToBa C/I0KHO 3/10Ka4ecTBeHO 3abonsBaHe.
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Cekc JKeHcku

CBoiicTBa, CBbpP3aHU C pacTexa OkauBaHe
HuBo Ha 6uonornyHa 6e3onacHocCT 2
XAPAKTEPUCTUKN
Mopdonorus Kpbrn knetkn
Tun kneTka JNiumdpobnact
NWAEHTUDPUKATOPIU
N3TOYHUK

L-591 (kaTanoxeH Homep 300202 Ha Cytion)

[aHbuyeH ngeHTUMKaLuMoHeH Homep 9606
B NCBI
LlenosaBbp CVCL 1867

OBPABOTKA N OTINEXAOAHE

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

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

[NoGaBku
[JonbnHete cpepata ¢ 10% FBS, 1 mM HaTpues nupysat, 1% NEAA

MpecaxpaHe
Mopabpxalite KyNTypuTe, KaTo NEPUOANYHO fo6aBsTe UK NOAMEHSATe cpejarta. 3anoyHere KynTypute ¢ nabTHOCT 5 x 105 knetku/ml
noafbpxaliTe KOHLEeHTpaumsaTa Ha KneTkiTe B AnanasoHa oT 3 x 105 go 1 x 108 knetku/ml 3a onTyMasieH pacTex.

MnbTHOCT Ha 3acAABaHETO 3x105/mn

Pa3smvpa3ssiBaHe 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.
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https://www.cellosaurus.org/CVCL_1867

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 31 roguHun

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 PbKaBmLuy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja 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 U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4aI0TO Ha KyITUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref usnpallaHeTo
UM OT HalMTe CbOPBXEHUS.

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

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