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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHmsa KHM-5M e BakeH MoAen, NonyyeH OT NauveHT ¢ HeaudepeHupaH KapLyHOM Ha LMTOBUAHATA X/1e3a, YC/I0XKHEH C
HeyTpouANA U MaSIMTHEH NAEBPUT. Tasn KNeTbyYHa JIMHUA Ce XapaKkTepusnpa CbC 3HAUUTENHO NPOU3BOACTBO Ha HEYTPOUIHM
XeMOTaKTUYHN (hakTopu, No-CcrneLmanHo YoBELLKN MHTepneBkuH 8 (IL-8) 1 rpaHynount-makpodaxeH KonoHucTumynupaty cakrop (GM-CSF).
Tesn hakTopm ca OT peLuasalLlo 3HaYeHVe 3a HabVpaHeTo 1 aKTUBMPAHETO Ha HeyTPOUINTE, KOUTO UTPasT KIKYOBa PO B UMYHHUSA
OTroBOp ¥ Bb3nasieHneTo. [lokasaHo e, ye knetknte KHM-5M npuTexasar U3kNounTeiHa XeMoTakTUYHa akTUBHOCT - XapakTepucTuka, KosiTo
e NoTBbpAEHa Ypes in Vitro ekcnepyMeHTH, N3MNon3BaLLy KOHAULMOHUPaHa cpefa oT KIeTkuTe n MoauuumpaHa TeXHUKa Ha kamepara Ha
BoiigbH.

OcgeH ToBa knetknute KHM-5M ca TpaHCniaHTupaHu Ha ronv niabxoBe, Npy KoeTo e HabnogasaHa MHUATpaumsa Ha HeyTpouav B 1 OKOO
TpaHcnaHTMpaHara TymopHa TbkaH. ToBa OTKpuUTHEe nogveprtasa 3HavyeHneto Ha KHM-5M kato mofen 3a nscnegsaHe Ha
B3aUMMO/ECTBUETO MeXay TYMOPHUTE K/IETKM U MyHHATa MUKpPOCpeAa, 0CO6EHO NO OTHOLLIEHME Ha HabupaHeTo 1 hyHKumMsATa Ha
HeyTpodunnTe. KneTbyHata IMHNA CIYXW 1 KaTo LieHEeH MHCTPYMEHT 3a 13c/efiBaHe Ha MOMeKyIipHUTE MexaHW3Mm, KOUTo ca B OCHoBaTa
Ha NPOU3BOACTBOTO Ha LMTOKMHM MPW paka 1 Nocnefsalloto MoaguuumpaHe Ha natonornyHnTe XxapakTepucTukn. Ypes TeXHukmn 3a
KnoHupaHe Ha AHK 6sixa NOTBbPAEHN XEMOTaKTUYHUTE aKTUBHOCTM, NpunucBaHn Ha IL-8 n GM-CSF, KoeTo 3aTBbpAM KneTbyHaTa IMHUS
KHM-5M kaTo 3Ha4uumM pecypc 3a uscnefsaHe Ha LIMTOKVHOBY B3aMMOAENCTBUA MEXAY TyMopa 1 UMyHHaTa cuctema.

TbKaH LLinToBraHaTa xnesa
3a6onsaBaHe AHannactTuyeH KapuyHOM Ha LMTOBUAHATA Xe3a

MsAcTo Ha meTacTtasute MnespaneH nsnve

CUHOHMMU
« KHM/5M
« KHM5M
KNACUNOUKALNA
OpraHmsbm Yosek
Cekc Mbx
CBoiicTBa, CBbp3aHu C pacTexa MpUBBPXEHNK
HuBo Ha 6uonornyHa 6esonacHocT 1
XAPAKTEPUCTUKN
Mopdronorusa dunbpobnacTu
Bpewme 3a yaBosiBaHe 27 yaca
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LlenosaBbp CVCL 2975

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 UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atmocdepa.

[NoGaBku

JonbnHeTe cpeparta ¢ 10% 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 NokpuiiTe kneTkute usLusAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
MHKybauuaTa BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbP/EeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbprieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

PasmpassiBaHe 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.

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNeTbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kproKoHcepBaLmsa 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTtHa XM13HecnocobHOCT cref pasMpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue

3a obarotTpaliHo cbhxpaHeHve noctaBeTe /lakoOHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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https://www.cellosaurus.org/CVCL_2975

Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN

Bb3pacT Ha goHOopa 65 roguHu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3Mo3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaMan PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU U3BaXKAAHETO 1M, KOMTO MOraT Ja [AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHyua

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U XMU3HECMOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

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

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