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BaF3-ffluct+KRAS [G12D] fa ¥tk i B H

—. ZEXER
[l B2y S BaF3-ffluctKRASb G12D polyclonal stable cell line
&S I #RIE G12D 742 KRAS [¥) BaF3 Faf% ik
RS VGC-0076-0162P
% #%: Homo sapiens KRAS proto-oncogene, GTPase (KRAS)
RERER (F7%1: NM_004985.5)
GI12D: £ 12 MR EER AL U RAZ () KRAS H:[A]
RGEH W/O
HfRPitE  BSDR CRIBEEZRBINME) +Puro R (BEMRERHIIE)
HpEtRRE | RAERE (V) BREER O
s SRR, Bk
S R A% T25 A0 fI S TR AER 1 < 10 20 B 4741 i
SEAREFEE | RPMI-1640 + 10% FBS + 10 ng/mL mIL3 + 1% P/S GEFERI
BREZHE () AAM: 95%%S, 5% COx; (2) #E: 37°C
BRFTE WL 2~1: 34K, &2~ 3 REEREHRE—X
YR A TIMIEHEAFR (VGA-0046-0100) ; - 80 *CHRIBALRAE: WA KHIIRATF
B % 7 2 L T e B A 4 R T UK I
R A AR i A0 AR AT S BE R, R WU A 8~ 10 A FAH RLBT 245
REER u”ﬂ”iiz%ﬁk ( ﬂ%—ﬁ%%%’%: 1 ug/mL‘; %‘uﬁaﬁ% 20 pg/mL ) ; BLAE4H
ARG R IR ARG 243 BE 1 Bt 24 DA FE AT bR PH 3R (A B
#: 0.1 pg/mL ; AFEEREE: 2pg/mL).
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1. HiRZH4HH
1.1 T25 AT IR A6 TE 4N A Ab TR ) (1 b3 57

a) WM M TR & e, MR B AR, SRR, &4, wnk, i
R SHERSCRF A

b) Ml 75% B G AR g s FR iR T, AR N SR RS . 5 RIS i in) L, oy
I B 200 i MR BRE BB & S N BT R SR A, P AT B T AN R A P R E S R 24
/N, DAERRE 4H RS .

o FFESERUE, BUHAIREIEM, SR, W, dRARE, wESEINS, §
s Yy, MR ZESE, W REH N SHAR SR R .

d) NEHEEMMBEFRE (FEZR) , REHANMET 37°C, 5% CO2 K I fhk:
Fo

e) MRAEAH A =] 1 S B4 AR AR, VRN
1.2 GAFE AR iE M (AT mEd) A k.

a) F 75% ISR TH TR A0 AR A, SRS FE RS TAE 2 A B 2 15 mL
B0, 500 g, iR E 0 5 min.

b) FEIMIE, FHEeRFRikE S ITE.

o) AR TG IE A MG FR B I, SRJ5 8 T 37 °C, 5%CO2 BrFRAa R 77 .

d) REOWEMMIER, WA EIRG, Glansg, HREZ%, EHEEEf &
I SERSCHE R

e) MRAHAH A > 1 S B 3. AR, VRN
2. Frkizfdii

a) AN AT UK U L RIE F 37 °CoKilt, BRENGAE, HEFNIRTEAe
AL CBRFAE 1~2 min WA S

b) KA E R BRNF TAE S, H 75% MR MR SR E .

) KRR A ML #2215 mL BRSO, 500 g, =i &0 5 min.
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d) FEAIMIRAFL e A on ik BB A B UTIE

e) KAl BeMh 538 (NIRRT TR MG 779, SRR BT 37 °C, 5% CO2 iR i h
IRe KHMEMPILE, WA ERR, Flanisge, MIRREESE, GHTREIEf k
I SEARSFFIR AR

f) FRAE AR ST 1k 4. AR, VR

=. ks

1. ZE 7

W& 1 mL AR R AR B TE 37 cCKIB Pl e BV, SRETEEE TIEG
AR ZE 1S mL TEEOE, A 4mL B 7RE800% PBS IRAS, =i, 500
g, B0 Smin, FF RIEW, FSEAEIRALEEAM, R A RS N 5 R 3R LB
Fr, R TR RO A A0 AR KA
2. HpAEAR
2.1 WEEEANAALAR: MAUfRE L) 80%H), AT

a) W JE G TR L R 5 9 2, PBS 2t Be i ™I 4k, N 2 ~ 3 mL 0.25%J At
ITIEAL GERARYE BRSO, AEHREAR D

b) i FWEHAIENL, LML ZGE ), WEERABINT CA F W Ik 28 Vr R g 4%
BWATH M ESEAL, BIA] AER W] A0 2 vk, BT JE B B EEMAT AL, B AL 5E
B AR AL ) BB, N3 ~ 4 mL SEA IR, BEBWITHNE, T
M=, WRHL

c) HUH 43 4 M BB B B R B SR I, RIS M SE ARG R AR, SR MR AT
5, TR R
2.2 BUFAMAEAR: UdHp R L) 80%KT, TIHEAT AL ARE IR

a) BB IR B IR M — 2 2 2 15 mL 50 50 mL TS B 08, 400~500 g =
IR B0 5 min, WARREIREL, RPRE 8 IR AL B

b) HRHE AR AR AR, 4 S E LU AR, R 20 B B e 22 T I % T L s

[m] % ]
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FIM, BAPRE T 37°CR M %
3. HHRTE

WelEdmfl, 500 g, B§0 5min, FF BIEWR, MALMEFFBR (VGA-0046-100) 47
BREIFHM, BNGAE ST URAE

. fE Rz

D A7 b AU ST BT, NS RS =7 WEIE . $e ik ol &

2) AL ARSI U], AR TARMIRRRR R 2B 16)7, BUEf
FRE M

3) Wbt 48 h WE R ILR W, 1B IR R A, BT R AT

4) VB REAR AL AT, SNSRI RIS, AT RN RIRSS

Fiv GHHIRR B

TCTAGAGCCACCatggactacaaggatgacgatgacaagCTCGAGactgaatataaacttgtggtagttggagctgAtggecgtaggcaagagtgecttgacgatacagetaattcagaatcattttgt
! ! i ! ! ! ! ! f ! 1 ! !
t t t t t t t t t t t t t
AGATCTCGGTGGtacctgatgttcctactgctactgttcGAGCTCtgacttatatttgaacaccatcaacctcgacTaccgcatccgttctcacggaactgctatgtcgattaagtcttagtaaaaca
1 s 5 10 15, 20 25
B ¥ % DB B 8 K L E T E Y K L VvV VvV V G A D G V G K S A L T 1 Q L 1 Q N H F Vv
[ FIAG Pk L IGRE #
Kozak sequence G12D
BaF3-ffluctKRASb G12D 40,000
30,0001
=
)
220,000
Q
=
= 10,000
0 . )
BaF3 BaF3-ffluc+tKRASb G12D

Fig.1. BaF3-ffluctKRASb G12D Fa#5#k COA
A. KRASHb GI2DRAREE; B, REKEMER; C. fllucESMEKAN; 3X 10408 E:F T96-well 4 2 4R 5%
W, HEFR240FFEARSIFLAINANS UL D-luciferin FEI(VGA-0038-001), 4R & HIBEFR UGN B K815 S1H.
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