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GL261-RFP-Puro+EGFRvIIIt 875 FEAR 6B 35

— EXER
FEL AR GL261-RFP-Puro+EGFRVIIIt monoclonal stable cell line
&Y EGFRVIIIt i ik GL261 .58 %
s VGC-0539-023S
4 FK: Homo sapiens epidermal growth factor receptor (EGFR),transcript
R variant EGFRVIII (°41]: NM_001346941.2)
EGFRvIIIt: EGFRVIII J K ff 25 Al P B 1) RAE A4
RNGEH RFP
HAEbkBLHE | Puro R (REMAEZRHIIE)
HEARRE R EGRE (o RREEK (VD
MRS A HEAMBRE, WEBEAE K
o AR AR T25 4R 52 754 AER 1 x 10 20 B % A7 48 i
SEEBEFRE | DMEM-H + 10 % FBS + 1 % P/S GEFHID
RFR %A (1) SAH: 95%% <, 5% CO»; (2) HSE: 37°C
(EAWIR?S W1 2~1: 34BAR, 2~3 RAEMRE B —K.
Y A7 TIMIE T (VGA-0046-0100) ; - 80 CHEIIRTTE ;s WA KIWIRATF
BRI 20 M T S R A A R T VK s
R AT AR U R R, @A 8~ 10 AR FH AR AL 257 0
ZIERER We—X (1 pg/mL) ; BUEELHMEE IR AR iR e 2R B2 i pi ik 254 A
YA BIARFEPEZE (0.1 pg/mL) -
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1. HiEF kA
1.1 T25 20k SR AT ik is 4 (R Ab T B3R ) b 28 5 v

a) WS MR TR & e, R BaRR. ERSIR. &6, Wik, JEK
I SEARRERR

b) FH 75% G B AN s TR R T, WA B SRANMIRAS . 5 RIS i f, 3855 0
BEZ M I BE JB0 V&, S AN AT R REFR hae , K4 R S T A R R 40 N e B 9% 2~4 /R,
DL AR A RS

o) HESERE, BURAIMEIFRM, Bk, M, WRMIRE, WHEREIHS, Fn
TS, IR ZESE, TEH R RNIEIE LA SHAR SRR

d) (NEEEMREFRB GELEZR) , NEKBHMET 37°C, 5% CO2 IR

e) ARAE 20 M ) PR R I3l ARAR. VRAEGH AR
1.2 HAFEFILEAMN (AT 2mES) K7k

a) Fl 5% PRSI IR TH TR 4 RVR A2, ARG TR A AR S0 A Bl 72 & 15 mL BB
B, 500 g, FIREL 5 min.

b) FFIM7E, H5E e R A E B MMTE .

¢) AP T 5 & 1 4H S TR LB 7R, SRJE B T 37 °C, 5%CO2 Br R fa 7z,

d) KAWL, WA REIG, Bl ge, MRS ZESE, EH UL
HHEHARIRKR.

e) MRS A =] PR R i AR AR VRAEAH .
2. FoKEkndni

a) ¥R A B TR TP S L RIS T 37 °CoKM, BRI ANRAEE, B2 N Y158 4l
b CBRIFAE 1~2 min WEE) -

b) MR E R BT LIES, H 75% MRS WRIH 8 R

o) KRR A ML F2 2 15 mL LR 0%, 500 g, =i &0 5 min.

d) FFHMIRAER, F 58 7R bt B B A e .
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e) KM M ik T 5 3@ M AR ML B IR LB RE R0, 2R85B T 37 °C, 5% CO2 B 7R FiHi IR .
KHMEMPIEE, WA mEIER, plinisge, MRS ESE, HHREIEIF I 51
ARSCFFIR A

f) FRARE A0 ) PR SN ABAR, URAF 4R

=, HHESE

1. HfEH

K& 1 mL QUAER MR R 37 CCRIB R IR BT MA, RIEEE TAE 6K
B E 15 mL BEEOLE, A 4 mL B8 8LH PBS IR &H4), =R, 500 g,
250 5 min, ¢ RIEW, FHSEARREE RN, KA AR FHRBRE IR IR TR, B
R TR WO R B A AR KA
2+ YfEfEAR
2.1 WiBEAHMIALAR: MAUMIE L 80%I, A HEAT AR B %:

a) W JFE R PR LA R 92 5E, PBS SRR GE4E M Ik, i 2 ~ 3 mL 0.25%BRRG 4T
AL CEEARELBREN, EREEED .

b) BTG, MBI G AN, WEEERABIN, Ay B W LG Vr FR e 4%
TR SEAL, BRI ER W] WA VR, BORET S S IRET AL, RV AL SR
TNk BEREWAERT, N3 ~ 4 mL e 4B aRdE, BREWRITHNE, EaRER
V&, R

c) B o 40 B U A I R IR L h, WRINIE M e ARG IR AR, A R AT
5, THFRAET R,

2.2 BFAMIAEAR: MA BB EL) 80%HT, FIREATAAARREFR:

a) ELaK B R AR — R 2 15 mL 5K 50 mL LHEEOE, 400~500 g =ik
B0 5 min, WOsREIREE, BT 58 4R IR AL R A .

b) MRAE AN AL KRR, F @ LU ARG, P20 A B R B 5 1 B 7 L s 7
i, GAE T 37°CR MR
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3. HMGF
WEEAH, 500 g, 5.0 Smin, F_EIEW, IMATLMIEHRFBE (VGA-0046-0100) 3252
BIFANM, BENIRAEE JG AT IRAT -

. fERHZUA

1) A= b AU ST BT, AR RS =7 MEIE . Sk ol &

2) AP AL ARSI U], AR AR R R 2. 1897, BUEfRAE
PRRBEE

3) Wbt 48 h W KB H, BRI ARG )R, BT R4

4) T PRAL BT ] R, G A TR SRS I, AN AR IR SS .
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