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OBWA NH®OPMALNA

OnucaHne

KLN-205 e kneTbyHa NMMHUS Ha MUl 6en1o4po6eH KapuuHOM, NoslydeHa oT Bb3pacTHa MuyLLKa. Tasun KNeTbyHa IMHKSA Ce U3N03Ba LUMPOKO B
n3cneaBaHvATa Ha paka, 0Co6eHo 3a n3yyaBaHe Ha MexaHu3MuTe Ha nporpecus Ha 6en1o4pobHNA pak, MeTactasu U NoTeHLMaHn
TepaneBTUYHW nHTepBeHuun. Knetkute KLN-205 nputexasaT xapakTepucTvku, TUNMYHU 3a HepebHOKeTbYeH 6en104po6eH kapLmHOM
(HAOKBK), KoeTo rv npasu LeHeH Moer 3a U3crefjBaHe Ha MONeKy/IspHUTE 1 KNeTbYHUTE OCHOBY Ha ToBa 3abonssaHe. Vscnefosarenute
nsnonssar KLN-205 3a oueHka Ha ehrKacHOCTTa Ha pas/iyHy XMMUoTepaneBTUYHN areHTu, UMyHOTepanuu 1 LEesieBr JIeYEHNs, KaTo
cromarar 3a no-4o6poTo pasbupaHe Ha GuonorusaTa Ha paka Ha 6enuna 4po6 n cTpaTernnTe 3a fieveHve.

KneTtkute KLN-205 ca M3BeCTHM CbC CU/THUSI CU pacTex U CNocoBHOCTTa 1 Aa o6pasyBaT TyMOpU, KOrato ca UMMNaHTUpaHu B
MMYHOKOMMPOMETMPaHN MULLIKW, KOETO OCUTYpsiBa HaAEXAeH in Vivo Mofen 3a NpeAkIvHUYHN u3cnefBaHus. Tesn KNeTkn ce 13nosnssar 3a
n3cneABaHe Ha B3avMOAENCTBMATA MeX Ay TyMopa 1 roCTONPUEMHUKA, UMYHHUTE peakuyn KbM paka Ha 6en1vsi Apob 1 BNSHUETO Ha
reHeTUYHUTE U eNUreHeTUYHNTE MoAMMUKaLMK BbPXY PasBUTUETO 1 NporpecusaTa Ha paka. KnetbuHata nnHna KLN-205 cnyxu kato BaxeH
WHCTPYMEHT B OHKO/IOTMYHUTE U3CNeABaHns, nognomMaraikin naeHTuthrLypaHeTo Ha HOBM G1UoMapkepu 1 TepaneBTUYHN Liein 3a pak Ha
6envs apo6.

TbKaH Bsn gpo6

3a6onasaHe [nockokneTbyYeH KapLuuHoOM
CUHOHUMU

« KLN 205

« KLN205
KNACUNOUKALNA

OpraHusbm Muiwka

CBOIiCTBa, CBbP3aHu C pacTexa MpuBbPXEHNK

HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKN

TymMmoporeHeH [a, npy muwkn DBA/2 n BDF1
NMAEHTUD®UNKATOPU
N3TOUHUK

KLN-205 (kaTtanioxeH Homep 400419 Ha Cytion)

[daHbueH ngeHTUUKaLumoHeH Homep 10090
B NCBI
Lienosasbp CVCL 3533

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTatuaTa B Cytion 820100a)
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https://www.cellosaurus.org/CVCL_3533

ATmoccpepa 3a MHKyGaLms 37°C, 5%C02, oBnaxHeHa atmocgepa.

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS n 1% NEAA

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cpefarta v usnnakHeTe agxesnmpaHuTe KNeTku, kKato usnonssare PBS 6e3 kanuuii n marHesuid (3-5 ml PBS 3a T25, 5-10 ml 3a
Kon6w 3a kNeTbuHu Kyntypu T75). Nlo6aBete TrypLE Express (1-2 ml 3a T25, 2,5 ml 3a kon6a 3a KNeTbYHn KynTypu T75), KaTo KNeTbUHUSAT
NACT TpsibBa Aa 6bAe NOKPUT HanMb/IHO. VIHKy6upaiiTe npu 37 rpagyca no Lienswii B npogbmkeHne Ha 10-15 MyHyTW. BHUMaTtenHo
pecycneHgupaiite kneTkute cbe cpega (10 ml), ueHTpodpyrupaiite 3a 5 muHyTv Npu 300xg, pecycneHavpalite KNeTkute B NpsicHa cpega u
pasnpegferneTe B HOBU KON6M, KOUTO CbAbPXaT NpscHa cpeaa.

OOHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bb3cTaHoBsIBaHe c/ief pa3MpassiBaHe Cnep pasmpassiBaHe, NocTaBeTe KNeTKUTe B Naky ¢ NABLTHOCT 5 X 104 kneTku/cm? n
ocTaBeTe K/eTKuTe [a ce Bb3CTAHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fia ce NpUKpensiT 3a
Hali-mMasiko 24 vaca.

PasvpassBaHe U KynTusupaHe

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

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes IyMVHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HaAMa 6akTepuasniHo, rMOMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nognarar Ha eXefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KprOKOHCepBaLsa 13nosn3same Nb/iHa cpega 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agiekBaTHa X1U3HeCrnocobHOCT cnef, pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METaboNUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifABaHe Ha
KpUonHAyLMpaHusa cTpec.

Ycnosus 3a cbxpaHeHue
3a obnroTpalriHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 fo -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KPaTbK MeXAVHEH eTan npean NPexsbp/ISHETO B TEYEH a30T.

YcnoBsusA 3a goctaBka

KprokoHcepBrpaHnTe KNeTbYHU JIMHAW Ce TPaHCNOoPTUpaT BbPXY CyX /e[, B YTBbPAEHN, U30/IMpaH/ ONakoBKM C AOCTAaTbYHO XN1aAWU/IEH areHT,
3a fla ce nogabpxa npnbnusntenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTe onakoskara u
He3abaBHO MpexBbp/eTe o1akoHUTE 3a MOAXOASALLO ChbXPaHEHME.
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AAPUTEN

Mopopaa | nogBug DBA/2

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3adb/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AALMTE 3ALUTHI PbKABULW 1 06/IEK/O Ca OT ChLLIECTBEHO 3HAUEHMe, a Mo BpeMe Ha NPexBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM WM OT pe3epBoapa C TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Mnle Uan npeanasHu ounna. Tosa ce npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UM Ha KPYOBMO/IUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isHE
Ha OCTpM (hparMeHTy.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTkv ce NpefocTaBsT USKKUUTENHO 3a LENUTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIMHUYHA UK
[yarHocTuyHa ynotpeba, HATO fa ce npuiarar Ha xopa Wn a ce U3nos3Bar 3a BETepuHapHu Lenu. MotpeGutenute Tpsioea fa ce
NPUABPXKAT KbM BCUYKY NPUNOXUMI HACOKM 1 pa3nopesty 3a 6opaseHe v 13Mnon3BaHe Ha Te3n KeTKW B 13cnefoBaresicka cpeja.

FapaHuua

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

lapaHTupame, Ye HawmTe KNeTKN LWe 6baat XM3HeCNocobHM B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatiaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha creuundrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara amcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
aeknapauus
HeoGxoauMmo e cnopasymMeHue 3a Yes
npexBbpsisiHe Ha MaTepuanun
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