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HK/FDC knetku

300204

Beue ca HanMyHN 1 MMopTanu3npaHy Bepcun Ha TesnHK/FDC-nofo6Hy KneTku, KoUTo npegnarat no-ctabuied n mawabupyem NHCTPYMeHT
3a [bArOCPOYHK NpoyyBaHus Ha yHkuuaTa Ha FDC 1 B3aumopeincteusaTa Ha B-knetkute. KneTbyHu nmHum, nogo6Hu Ha thonmkynsipHmu
neHapuTHu knetkn (FDC) (HK kneTku) OT YoBeLLKW CMBULK, 6sXa Cb3gafeHu, 3a ga ce npoyyu ponsta Ha FDC B 3apofuLLH/Te LeHTpoBe
Ha numdpongHuTe donukynu. MbpeoHavanHo HK kneTkute nspassisaxa Mapkepu kato CD21, CD23, DRC-1, CD40, VCAM-1, ICAM-1 n HJ2,
Ho 3ary6uxa DRC-1, CD21 n CD23 B pamKuTe Ha Tpu AHW OT KynTuBMpaHeTo. MopdonorniHo n doyHkumoHanHo HK kneTkute ce pasnuyasar
oT hmbpobnacTute 1 NMaT YHUKa/IHU U3NCKBaHKSA 3a pacTex. Te ce cBbP3BAT ¢ B kneTku, nognomaraikin TAXHOTO pasMHOXaBaHe, HO He U €
T kneTkn. AKTvBMpaHuTe T KNETKM, CTUMYyNMpaHn ¢ aHTu-CD3 aHTUTena, ce cBbp3Bar ¢ HK kneTku, npean3BuKBankin (OeHOTUMHN NPOMEHN 1
HacbpyaBaiky TEXHUS pacTex.

HK kneTknTe ce cBbp3BaT NPEAUMHO U CTUMYNMpaT B-kneTkute Ha 3apoauiiHus LeHTsp (GC), cnacasaiiki i oT anonTto3a. Te nogobpsisar
nponudepaumsaTa Ha B-kneTknTe B NPUCHCTBUETO HA aHTU-MU unm aHTu-CD40. Te3n KIeTKM CbLLO NPOU3BEXAAT Pa3TBOPUMM hakTopu,
KOUTO AOMNPUHACAT 3a TAXHAaTa KOCTUMYy/MpaLlia akTMBHOCT. PeHOTUNHUTE U (hYHKLMOHaUTHATE aHannsn npegnonarar, ye HK knetkute morar
na npousxoxaat ot FDC, noguepTaBaiiku TaxHaTa NoTeHUMa Ha pons B NognomMaraHeTo Ha 3peeHeTo n audepeHumaumsata Ha GC B-
KneTkuTe.

OBWA MHPOPMALNA

OonucaHne

Beue ca Ha/IM4HM 1 MMMOopTanIM3npaHn Bepcun Ha TeanHK/FDC-nogo6Hu KNeTku, KOUTO npeanarar no-crabuieH n Mmalabupyem MHCTPYMEHT
3a AbTOCPOYHN NpoyYBaHus Ha yHKUumATa Ha FDC 1 B3aumopgeicTeusita Ha B-knetkute.KneTbyHu nmHum, Nogo6HM Ha thonnKynsipHu
neHaputHu knetkn (FDC) (HK KneTkn) OT YoBeLLKM CAMBULM, BXa Cb3hafeHu, 3a Aa ce npoyyn ponsata Ha FDC B 3apoauiiHuTe LeHTpoBe
Ha numdonaHnTe honmkynu. MbvpeoHavanHo HK knetknte nspasssaxa mapkepu kato CD21, CD23, DRC-1, CD40, VCAM-1, ICAM-1 n HJ2,
HO 3ary6uxa DRC-1, CD21 n CD23 B paMKute Ha Tpu AHW OT KynTuBupaHeTo. MoptonornyHo n pyHkumoHanHo HK kneTkuTe ce pasnmyasar
oT (hnbpobracTuTe U MMaT YHUKaIHU N3NCKBaHUSA 3a pacTex. Te ce CBbp3BaT C B kneTkn, nognomaraiikm TAXHOTO pasMHoXaBaHe, HO He U C
T knetkn. AKTuBMpaHuTe T KNeTkn, CTuMynupanu ¢ aHtn-CD3 aHTuTena, ce cebp3Bat ¢ HK kieTku, npeaunsBukBaiiku heHOTUMHM MPOMEHN 1
HacbpyaBalikn TEXHUS pacTex.

HK kneTknTe ce cBbp3BaT NpeAvMHO 1 CTUMyAupar B-kneTknTte Ha 3apoauniiHms LeHTbp (GC), cnacasaiikv rv oT anonTto3a. Te nogobpsisat
nponudepauusTa Ha B-kneTknte B NPUCHCTBUETO HA aHTU-mu v aHT-CD40. Te3un KNeTkn CbLL0 NPOU3BEXAAT pa3TBOPMMU hakTopw,
KOUTO AONPUHACAT 3a TsAXHATa KOCTUMY/MpaLLa akTUBHOCT. PEeHOTUMHNUTE U (DYHKLUMOHATHUTE aHanu3un npegnonarar, ye HK knetkute morat
[na npousxoxaat oT FDC, nogyepTaBaiikv TAXHaTa NoTeHLUMaIHa posis B NoAnoMaraHeTo Ha 3peeHeTo 1 audepeHumauusta Ha GC B-
KneTkuTe.

TbKaH YCTHa KyxvHa, Cnmsuum
3a6onaBsaHe HeHeonnacTnyHa KneTbyHa JIMHUA OT qONVKyNapHU AEHAPUTHU KITETKU
MpunoxeHus

XpaHuTenHa kneTka 3a pactexa Ha HopMasiHn B numdounTtvt n numdomm/neskemun. MpoyysaHnst BbpXy pasBuTMETO Ha B kneTknTe B
repMYHaTUBHUTE LEHTPOBE Ha MMMHUTE Bb3/IN. Bb3MOXHN n3cnenBaHust Ha BupycHaTta nHdekums Ha FDC

CUHOHMMU

« FDC/HK
KNACUNO®UKALNA

OpraHmsbm Yosek

Cekc He e nocoueHo

CBOIiCTBa, CBbp3aHu C pacTexa MpUBbPXEHNK

Craryc Ha T'MO Be3s 'MO
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MoapoGHOCTM OTHOCHO cTatyca Ha TMO
No genetic modification; wildtype immortalized cell line

HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKN
Mopdronorusa dnbpo3Ha
Tun KneTka donukynapHa feHapuTHa Knetka
Bpewme 3a yaBosiBaHe oKono 24-36 yaca
NAEHTUD®UNKATOPU
N3TOUHUK

HK/FDC (katanoxeH Homep 300204 Ha Cytion)

[daHbueH naeHTUnKaLumoHeH Homep 9606
B NCBI
Lienosasbp CVCL 1Y38

NMPOABA N NPEAPA3MO/OXEHOCT

MOBBHLPXHOCTHU aHTUrEHN
CD14+, CD40+, ICAM-1+, VCAM-1+

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpepa
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTta B Cytion 820100a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

foGaBku
JonbnHeTe cpeparta ¢ 10% FBS 1 1% NEAA

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefia OT afiXe3UBHUTE KNETKU 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NoKpuiiTe KNeTkute n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. Cneg
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npy 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6W, KOUTO BeYe ChAbpxaT
npscHa cpega.

KoedmumeHT Ha pasgensiHe orlp03
MnbTHOCT Ha 3acABaHETo 1 o 3 x 104 kneTkm/cm?
OGHOBsIBaHe Ha TEYHOCTTa 1 [0 2 NbT CeAMUYHO

Bb3cTaHOBsIBaHe c/ief pa3vpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe K/IeTKUTE B Naky ¢ NAbTHOCT 5 X 104 kneTku/cm2 n
ocTaBeTe KMeTKMTE Aa ce Bb3CTAHOBAT OT MpoLeca Ha 3aMpassiBaHe 1 Aa ce NpukpensaT 3a
Hali-masiko 24 yaca.
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https://www.cellosaurus.org/CVCL_IY38

Pa3mvpassiBaHe 1 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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN
Bb3pacT Ha goHopa [lete
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNIHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBLW 1 06/1eK/10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6xoA¥MO Aa Ce U3MN0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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