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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa BRL-3A e nonyyeHa oT HOpMasieH YepeH Apob Ha MbXKM NabxX OT BuAa bbdano. Cbh3gageHa npes 1976 r., Tasm
K/IeTbYHA IMHMSA e BaKeH in vitro moaen, n3non3saH NpeAMMHO 3a uscneABaHe Ha (hyHKLMATa Ha XenatouuTute, MexaHusmmTe Ha
YepHOApO6Ha pereHepauus 1 xenatotokcnyHocTTa. Knetkute BRL-3A 3ana3Bart HSIKOM XapakTEPUCTUKN Ha MbPBUYHUTE XenaTounTu,
BK/IOYMTESTHO CMOCOBHOCTTA fa CUHTE3NPAT aflbyMUH 1 ApYrn CepyMHU NPOTENHU, KOETO M NpasBu LieHEH MHCTPYMEHT B XenaTosiornyHmuTe
nscneaBaHvis. Tesun KNeTkn nmar enutennaHo-nofooHa Moponorus 1 ca afxesnBHN C BUCOKa CKOPOCT Ha pacTex B KynTypa.

Hay4Huat nntepec kbm BRL-3A ce pasnpocTupa BbpXy NPUIOKEHNETO My NPU U3yyaBaHETO Ha CreLlnguyHn 3a YepHUa 4po6 BUPYCHU
VHEKLWN, NekapCTBEHNSI METAb0IM3bM U Bb3AENCTBNETO Ha Pas3/IMyHN PacTeXHN OakTopu 1 LUTOKMHW BbPXY YEPHOAPOGHUTE KNETKN.
W3cneposatenvTe nsnonssat BRL-3A kneTkuTe 1 3a U3cnefBaHe Ha BAMSAHUETO Ha TOKCUHW 1 KaHLEEPOreHn BbpXy YepHogpobHaTa yHKLWS,
KOeTo AaBa npe/cTasa 3a XenarokapLyHoreHesara v yBpexjaHeTo Ha YepHus Apob6. I3BeCTHO e, Ye KneTkuTe pearmpar Ha NepoKCU30MHM
nponudepatopu 1 ce N3Non3BaT 3a TecTBaHe Ha edkacHOCTTa 1 6e3onacHocTTa Ha hapmaleBTUYHU NPOAYKTU, KOUTO MoraT Aa NoBAVSAAT
Ha yepHoapobHaTa hyHKLMS.

Bbnpekun TaxHaTa yHMBEPCa/IHOCT 06aye noTpebutennTe Ha kneTbuHaTa MnHus BRL-3A TpsibBa Aa B3eMat nNpefBus orpaHuyeHmnsTa,
MPUCBLLM HA HEYOBELLIKMS MOAEN, Thid KaTo pe3ynTatute HeBMHArKM Morar Aa ce npeHecar AMPEKTHO KbM hM3M0N0rnaTa Ha YoBeLLKUS YepeH
[Apo6. To3n thakTop nofyepTasa BaXXHOCTTA Ha NOTBbPXAABAHETO Ha pe3ynTaTuTe C AOMb/HUTENHN MOAENN Y eKCIePUMEHTa/THN NOAXOAN.

TbKaH YepeH apob

CUHOHMMU
« BRL3A
« BRL3A
« Buffalo Rat Liver-3A

KNACUNOUKALNA
OpraHusbm Mnbx
CBoliicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK
HuBo Ha 6uonornyHa 6esonacHocT 1

NWAEHTU®PUKATOPU

N3TOUHMK

BRL-3A (katanoxeH Homep 500129 Ha Cytion)

[JaHbueH ngeHTUUKaLuMoHeH Homep 10116
B NCBI
Llenosasbp CVCL 0606

NMPOABA N NPEAPA3MO/TOXEHOCT

MpoaykTtn

CTumynupaia pasmHoxaBaHeTo geiiHocT (MSA).
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https://www.cellosaurus.org/CVCL_0606

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
Ham's F12, w: 1,0 mM ctabuneH rnytamud, w: 1,0 mM HaTpues nupysart, w: 1,1 g/L NaHCO3 (Homep Ha ctaTtusaTa B Cytion 820600a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

[oGaBku
JonbnHeTe cpeparta ¢ 10% FBS

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
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,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npscHa cpega.

MNbTHOCT Ha 3acABaHeTo MpenopbyBa ce NIBLTHOCT Ha 3acsiBaHe oT 1 x 104 kneTkn/cm?2.
OGHOBsIBaHe Ha TEYUHOCTTa 2 10 3 MbTW CeaMUYHO

Bb3cTaHOBsIBaHe cfief pa3vpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe KIEeTKATE B Naky € NAbTHOCT 5 x 104 kneTkmu/cm?2 n
ocTaBeTe K/IeTKMTe [a ce Bb3CTaHOBSAT OT MpoLeca Ha 3aMpassiBaHe U Aa ce NpUKpensT 3a
Hali-masiko 24 yaca.

PasmvpassBaHe 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

CtepunHoct

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

3a fa ce rapaHTupa, 4Ye HAMa 6akTepuanHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITYpU ce nognarar Ha exeaHEeBHN
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTrHa X13HecnocobHOCT cnef pasmpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiBaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue
3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemInBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sSHETO B TeYEH asoT.
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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.

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbhxpaHsisate Kpuonpenapar B TedeH a3oT 3a Gb/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassate CTPOori Mepku 3a
6e30MacHOCT. MoAX0AAWMTE 3aLMUTHI PbKaBULW 1 06/IEK/IO Ca OT ChLLUECTBEHO 3HAUEHME, a Mo BPEME Ha NMPeXBbP/ISHETO Ha 3amMpaseHu
npo6yu KbM KUK OT pe3epBoapa ¢ TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Nnle Uan npeanasHu ounna. Tosa ce Npaeu, 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 OCTpW (hparMeHTy.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KMOUUTENHO 3a LiennTe Ha na6opaTopHM n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KMHU4Ha nnum

AnarHocTnyHa yn0Tpe6a, HUTO Aa ce npunarar Ha xopa unan ga ce 1n3nosiseat 3a BeTepuHapHU uenu. rlOTpeﬁMTeﬂVlTe TpHGBa Aace
npnabpPXat KbM BCUYKN NPUNOXKUMW HACOKU U pa3nope,a,6vn 3a 60paBeHe N n3non3saHe Ha Te3n KNEeTKM B n3csiegoBartesiCka cpeaa.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

[apaHTupame, Ye HalumTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/KeHne Ha 60 AHW cnef usnpatlaHeTo
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=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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