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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nnHma KPL-4 e Mofen Ha YOBELLKM pak Ha rbpaarta, MbpBOHAYa/THO MOYYEH OT 3/10Ka4YeCTBEH M/IEBPasIEH U3/IMB HA MaUUeEHT C
Bb3Na/IMTENEH pak Ha rbpaarta. Tasu KneTbyHa JIMHUSA NoKasBa cBpbxekcnpecust n amnandukaumns Ha HER2 (ErbB-2), kakTo u ekcnpecust Ha
Opyrv peLenTopu oT cemelicTBoTo Ha ErbB, BktountenHo HER1 (EGFR) n HER3. Te3n xapakTepucTvki S NpaBaT 0CO6eHO noaxosila 3a
n3yyaBaHe Ha MOJEKY/ISAPHUTE MEeXaHN3Mu, fiexalln B OCHoBaTa Ha arpecuBHus HER2-No3nTMBEH pak Ha rbpaara, U 3a TeCTBaHe Ha LieneBu
Tepanuu.

KneTtkute KPL-4 ca cuiHO TYMOPOreHHU 1 ca 13MoM3BaHu 3a Cb3faBaHe Ha KceHorpadT Mogenv B UMyHOAeULUTHA MULLKA. Te3n Mogenu
nokasaxa, 4ye Tymopute KPL-4 OTAeNAT 3Ha4YMTe/THN KoNnyecTBa MHTepieBkUH-6 (IL-6), KOeTo fonpuHacs 3a KaxekcusTa npu XMBOTHUTE-
roctonpuemHunum. Cekpeuusita Ha IL-6 kopenmpa ¢ TymopHarta TeXecCT, KOeTo nofyepraBa CUCTEMHUTE epeKTn Ha TyMopHaTa 6uonorus npu
HER2-no3utuBHNTE pakoBu 3a60151BaHns. BaxkHO e ga ce otbenexu, ye knetkute KPL-4 pearvpar Ha aHTU-HER?2 Tepanuu kato
TpacTy3ymab, Bbnpeky ye etprkacHOCTTa Ha Te3un Tepanuu in vivo e pas/inyHa, KoeTo MoXe Ja ce Ab/DKV Ha arpecyBHUSA XapakTep Ha To3u
MOZen Ha pak.

KneTbuHaTta iMHMSA € n3non3BaHa 1 B HanpefHaam TepaneBTUYHN UscneaBaHns. Hanpymep dhoToakTuBMpalLuTe KOHIOraT OT aHTuTeNna u
MumeTnyHKU nekapctea (AMDC), HacoueHn kbM HER2, ca nokasanu echukacHOCT B kceHorpadickn mogenu Ha KPL-4. Te3sn Tepanun
KkombuHupat HER2-cneunguyHm cBbp3BaLlLy MOMEKYIN C LUTOTOKCUYEH NOME3eH ToBap, akKTUBMPAH OT CBET/INHA, MOCTUraliku 3Ha4nTesIHO
HamasnsiBaHe Ha Tymopa ¢ MUHUMaUTHU U3BbHLeNeBn edpekTn. Te3n npoyyBaHus nogyeprasar nosesHocTTa Ha knetkute KPL-4 npu oueHkaTta
Ha HOBM TepaneBTUYHN MeToan 3a HER2-no3uTMBEH pak Ha rbpaaTta.
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LlenosaBbp CVCL 5310

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rnokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenueto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aXe3UBHUTE KEeTKW 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 ususano ¢ TrypLE Express, kaTto nsnonssarte 1-2 ml 3a
Kono6u T25 n 2,5 ml 3a kon6u T75. OcTaBeTe KNeTkMTe Aa ce MHKy6mpaT Ha cTaliHa Temneparypa 3a 8-10 MuHyTH, 3a ga ce otaenst. Cnep,
MHKybauuaTa BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefia, 3a Aa rv pecycneHavipare, cref KoeTo LeHTpodiyrmupaiite npu 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa Cpefa u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 NMbTN CEAMUYHO

PasmvpassBaHe n 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 KPUOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKoMIa3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u ypes TIyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNeTbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3aMmpassiBaHe Karto cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBarHa X13HecnocobHOCT cnef pasmpassasaHe unn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BKHOYBA ONTUMU3MPAH OCMONPOTEKTOPU 1 METAB0NUTHIN
cTrabunusaropu 3a nofobpsiBaHe Ha Bb3CTaHOBABAHETO U HamasisiBaHe Ha
KPUOVHAYLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue
3a AbAroTpariHo CbXxpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO Camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsbp/IAHETo B TeYeH a3oT.
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https://www.cellosaurus.org/CVCL_5310

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 52 rognHu
ETHU4ecka npuHagnexHocT AnoHcKn

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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