Y TR R Chin J Biotech 2010, March 25; 26(3): 363-370
journals.im.ac.cn Chinese Journal of Biotechnology ISSN 1000-3061
cijb@im.ac.cn ©2010 CJB, All rights reserved.

EFS5REEYRA

N LA EREF 28 2100 KHRE R EHRRE
FHREMEILREAE RS

kF4L ZmA Y BAML AW PHREL A2 RWE BE

I B R A TR T IS D TAR 25 [ R TR TS ol TR TR E RS0 E, WM 510632
2 YT W XA PR B vE B, I 518000

B OE: EFARSLE@EAE KB F LA 200c (FGFR2IIIc) AR S252W RER FMm A, BRELIRE @B
MDA-MB-231, % F—3#F5 FGFR2IIIc A B 495t A A ALk B2 Kok, ARSI FIRA44E FGFR2IIc AR &) i
A3 A A, PCR ¥ 38 4F3] FGFR2IIIc £ B, & &34k PCR 313 FGFR2 IIcS252W RER AR, o544 Lk 54 A fe
RERMARNABRERHEFHRMAE pAdTrack-CMV L+, 53] 4 FH /A4 pAdTrack-FGFR2IIIc #= pAdTrack-
FGFR2I11cS252W, DNA M FiE%. Pme | B&40/E 5 %) 5 M m &8 R 42 pAdEasy-1 24540 BJ-5183 B Z A mH Rk
H, 133 éﬁﬁéﬂiilﬁﬁ Ad-FGFR2IIIc ## Ad-FGFR2ITIcS252W Pac I B47 & 105 4% % HEK293A ‘et AT Z 4%
FBEWHOE Y, @i GFP REABRNRARFRAE L., KETARETEFNZFEE, #—F R LN E @0
MDA-MB-231, RT-PCR #= Western blotting 7 ik 4| B 44 3k B 49 & ik, 3-(4,5-=F & ‘lﬁv;l:-z)-z 5-Z KA v R kg 3 (MTT)
EAAX MRS mRIG A ., S REW, RAMET A FGFR2IIc B S252W R A A FH 69 & 4002 % & R X
R, KT F IR R A UR B 5 2R MDA-MB-231 e, FRZA B #9AE. MTT 4R 27 FGFR2IIIc #= S252W
47 4] MDA-MB-231 48 L3875, S252W 4 4| % # w8l 2 . A X 20 6. R & 80 FGFR2IIIc = S252W 3 442 MDA-MB-231
w6 B B4R T GO/GL H, sl mfedgah.

X7 : FGFR2IIIc, S252W R %, IE#FH AR, MDA-MB-231 4@ e
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Abstract: To study the functions of human Fibroblast growth factor receptor 21lIc(FGFR2IIIc) gene in cancer cells, breast cancer
cells MDA-MB-231 were infected by recombinant adenoviruses containing FGFR2IIIc and its S252W mutant, respectively.
FGFR2Illc gene was amplified from an existing plasmid and its S252W mutant was obtained by overlapping extension PCR. These

two genes were separately cloned into the adenoviral shuttle plasmid pAdTrack-CMV, confivmed by DNA sequencing linearized,
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and co-transformed into Escherichia coli BJ-5183 with the adenoviral vector pAdEasy-1. The resulting recombinant expression
vectors Ad-FGFR2IIIc and Ad-FGFR2IIIcS252W were linearized and transfected into HEK293A cells to get adenoviral particles.
GFP was used to verify the gene expression. The recombinant adenoviral particles were harvested, titrated, and then infected
MDA-MB-231 cells. The expression of FGFR2IIIc and its S252W mutant were examined by RT-PCR and Western blotting, and the
effect of these recombinant adenoviruses on MDA-MB-231 cell proliferation was analyzed by 3-(4,5-Dimethylthiazol-2-
yl)-2,5-diphenyltetrazolium bromide (MTT) and flow cytometry. The results showed the recombinant adenoviral particles could
infect MDA-MB-231 cells and express the target proteins. MTT showed that both FGFR2IlIc and its S252W mutant inhibited
MDA-MB-231 cell proliferation, but the mutant was more effective. Flow cytometry showed that both FGFR2Illc and its S252W

mutant arrested MDA-MB-231 cell cycle at GO /G1 phase, resulting in low cell proliferation.
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NIEF Y20 i A= K K F-3Z2 4k (Fibroblast growth
factor receptors, FGFRs) J&—JSHA A BB LIG
PEM S R 2k, BRTC A 5 Flot, efl
FEARGEM G 3 Rk E H (g PhREIX (4l
#°4 D1, D2 #1 D3) A MEAMX | B K #5 5 IX
Wil R M X BT mRNA B8] AR
], BRI AR AR IR . L, FGFR2 /) D3
X 3 AR TS, H mRNA Mgy 80
D3 X[ C Sl R s T AR X, = A HLA B 2 A 1)
/5 3E 1 /7 FGFR211Ib & FGFR211Ic Ay 2

FGFR2Illc fi£5 FGF1, FGF2, FGF4, FGF6,
FGF9, FGF16, FGF20 %25 404 Ui sz 1A i
P DX T R T, R A ) — R A AE A, Xt
ML IETE . B . A CHERT, JFEIR R K
H . AgUERK g R EE N A Al

FGFR2Illc Ser252Trp /& 2875 ik i il Apert 233k
JfdE (b)) WIELRGIE % 58800 T i B ORAF 1Y) S i
BREE MIRETHAEIX D2 A D3 BEHR A, TR T IhRESR
391 (Gain-of-function mutation)!®”, 3 33 X} i%
S252W Z& LA FGF2 P 52 &5 1A i AR S5 A 1 43
K PUER B R R R AR 5 FGF2 A5 SR A0 35 Fn 389,
AT B AR FGF-2 % 2L A8 40 M A7 S0 kil 4, Hod i
HRFEMNZIRGEEHRA T HETRER, %k
ik FGFR2 Befg {2 kI AR 37 19/ BRFL ARG R 4n e
BT, 0| EMT (Epithelia-mesenchymal-transition)
WA, I EMT 530G & A R,

o THESE FGFR21e B 5 iAo i 55 Fi )
(1) S252W 5748 X i Je 4 it A A 1 E ), AR S A

Journals.im.ac.cn

HET W Y A RO BE R A A, 5 HEK293A
2 AR A 2 R 7 ORE, AR5 IR MDA-MB-231
LR T A0 M A7 23k B . AR5 Ry i — A A5
FGFR2IIlc X3 S252W 275 RIFE JifJe 4 ffd v i) 2y fig
FVEFIPLERI B8 1 B fil

1 AR

1.1 Ak, ZHBEAR AN R R i

IR 9 B 2k K R 48 it B pAdtrack-CMV |
pAdEasy-1, KGHF# BJ-5183, HEK293A 4l jiu Iy [
% [H Biogene /A H], Lipofectamine™2000 5 1A%E
Y04 H 3¢ [ Invitrogen A Fl . Kpn 1, Hind 111,
Tag DNA R G H§404 H H A< TaKaRa A Al Pme 1
Pac 114 A ZEE NEB A H] . Bk Balm &, wml
W & K PCR =9 G & ¥ 3T Omega
OS] o 2 ARSI R B ) R et LR AR R
RIEABR AT

DMEM. Ja4- g A £ Gibeo A, ftht
A FGFR2Illc Z 5EfEHiiA A € [E Santa Cruz
biotechnology A F), F-HiH-HRP Pkl [ 3 [E Pierce
A KIAFF DHSa MARSER SR, 5196 K
FI 3% ph 3 S 08 LR W HR A BR AT A W) 58 1
12 EARBEIFRFA Ad-FGFR2IIc 1 Ad-
FGFR2111cS252W HI#)3&

VIR RAE I & A AN FGFR2 I ¢ &K

L SR AR AR, PCR 93945 8] N FGFR21IIc %
A, R5WNIEYE FGFR2IIc X5, 1EAMESRR C
A mye bRZEFFH, 5B R e 19 4 i &
Kpn T BV 25 A Hind T BEVI0L, 5197500 -
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F-IIIc:5'-CATGGGTACCTCAGTGGGGGCGCTTCA
TCTGCCTGGTCTTGGTCACAATGGCAACCTT-3';

R-11Ic:5-CCGAAGCTTTCATGTTTTAACACTGCCG
TTTATGTG-3'. [Rl#f LhA B 5% BT AR A7 10 & A A
FGFR2 III ¢ &K JE P JBORE A A5, SR FH 2 25 4
% PCR, W LRy 38T 51 WMo 42 51 91 3k
1% FGFR2 IcS252W ZRAF RIS, A5 975
T : F-S252W:5-GGAGCGATGGCCTCACCGG-3';
R-S252W: 5'-CCGGTGAGGCCATCGCTCC-3', PCR
FHILL 0.8 % B REWHEE e LUK % 5, VIR i B 1Y
B R B

HABHE K FGFR2IIIc f1 FGFR2 IIcS252W %4
Kpn 1 Al Hind 11 SRV I 204K f5 o b 22 25 48 Bk
pAdtrack-CMV 1, 73l 4t DH5a 2845, R
T2 Z e HVE LR, Kpn 1 F Hind 11 W) %5 52
20 B T JF W0 T O B 09 J5ORL A 4 4 pAdTrack-
FGFR2IIIc 1 pAdTrack-FGFR2I11cS252W ., F—#
K EMATFRFR Pme 1 BN, 209045 IR
BN, pAdBasy-1 5G4k BJ-5183 4R i1 7[H]
VR, IR 20 1 PH M o R A 3] i A e ik
ik ik Ad-FGFR2I1Ic fil Ad-FGFR2I11cS252W,
Pac 1 VI %5
1.3 E:HAR% S Ad-FGFR2IIIc #1 Ad-FGFR2IIIc
S252W HI B, HIGFNIEE N E

&4 PR W # R R Ad-FGFR2IIlc  fl - Ad-
FGFR2I11cS252W £t Pac 1 BV kAL )G, £B%
DLVE, SRJ5 M Lipofectamine™2000 Jg 5 {A 4/ S 4%
Ad-FGFR2IIIc 1 Ad-FGFR2I1IcS252W 4351 %% ¢
509%~60% fili 4 ) HEK293A 4iifd, #5344 6 h J5 8t
M 10% a4 LT Y DMEM, 24 h J5 WLEE40 T 25
AL K G NERIR N O, 10~12 d J57, 4 90% LA
4 B AR A, RN, FJE I DMEM =
&, —T0°CH 37TCIREURRL 4 UCRLRRANNL, B0k
B EE RN L, —70°C O] A7 B RO e
HEK293A 4fififd, K 4 I .

95 B 1 £ 7% AdEasy ™ vector system user manual
(18 B R AT 0 5, o HEK293A 40l B (1x
10*4L) A 96 fLHH, I ERAE 70%~80%

B R A R IR, PR EE DY 2% 4 i i 45
NI SRR TR SEE 10 1000 Fike, SRJE UK
LA 10 f5 LR BRI 10710, A5 B AR 2 A
) 96 FLARH, BEFRRERE IRk 10 SE LA 2 A
oI TR YL B XS B AL, B LIS IR 200 uL. 2R
Je ks 96 FLIE T 37°C . 5% CO, I FRAaTF {2
1 JE, TR R i & A= CPE BYFLEL, A
M5B CPE [r%., AR Titer=
10790 TCID s /mL=10" 00T PEU/mML
I d = Log 10 BB HL (4 10 R REI=1),
s = MR CPE AR M GEF M 107 Fi
BRI
1.4 EHRFS L MDA-MB-231 4k

B 1x10° 4~ MDA-MB-231 4 Jfid 4 Ff 2] 15 4%
3.5 em WYIGEFRIL, MAHIA K 5] 60%~70%HT,
RBRGEARE A, 4 1O A R B2 5 R URL 1Y TG
Mg IR, 37C. 5% CO, &MF FE3% 2 h, HiA]
0.5 h R R AR ST, SR N A5 & 0 BURS o
R FRELARSE R FE . 48 h R ARG (SO EE Rk
L, VPRI YL R 2 80 % ~95 % Fir 5 B (1) /N MOI
(BLAE hy J 52 5 3o A ] ) R
1.5 RT-PCR X Western blotting & B B9 £ H
Fix

MDA-MB-231 ZHILA 1x10° LI IRTE 6 1L
M, BT IC IR TR BN B2 . Ad R4
Ad-FGFR211Ic J& Y4 Fl Ad-FGFR2I11cS252W Jakijy
4, HHANES, TR EEG 48 h 5, KRR
SEFVKYA 1Y PBS W IR PR 2 36, 8 A0 i ) T s
., 2540 2 ANEFLAYIIEE T Trizol 21 i 24 i
R TR 247 10 min, WU (Y 240 0 — P4 RNA,
K H] RT-PCR J2#% 5% 1, ¢cDNA J5, H%& myc 74 )F
YR SRS K I FGFR2I0Ie Rk, 5IHFS)
IR : F-5-CTTCGGGGTGTTAATGTG-3'; R-5"-ATC
CTCTTCTGCGATGAGTTT-3'. %41 A 4b 2 A2 £LIK
20 i FH R 1 5 A M ZE VK 284 30 min, 4°C = 1S
O BiEHIAE, BOE R E P M Z T SDS-PAGE
JBE 43 85 )5 AT R BRI Western blotting SE56, HAKRY
S BOCHR[ 1213617 o

© hERIER M MRS TR & sia 2 TS IMACED in ac. cn



366 ISSN1000-3061 CN11-1998/Q

Chin J Biotech

March 25, 2010 Vol.26 No.3

1.6 FHRHSHE MDA-MB-231 ARy
MTT S0

¥ MDA-MB-231 4L LA 1x10* A FLEEFP T 96
b, BEFRANMEETE 2 709% 0, B Uik 37 S gk
ZeiigR 24 h JE, BT TCIRREEERGL N BREH . Ad
JE Y 41 | Ad-FGFR2IIlc /& Y 41 . Ad-FGFR2IIIc
S252W UL, MURTEMEE 48 h )5, FEAKRSRA,
A MTT ¥ 50 pL 4kZe555% 4 h, AT FLINE TR
J& . M 150 uL DMSO AL YR 7 #% L 4% 10 min.
AR AR &L OD B (Kl K 570 nm, Z %
1 630 nm). TH5 H A BN EE AT MDA-MB-231 4 fifl
HEFE R I R = (- 11 OD/X R - 34
0D)x100% .
1.7 FREAE N MDA-MB-231 4 i1 ) £

MDA-MB-231 4ififi ) 1x10° /ALK FE1E 6 FLik
o, B JCRR T BT IR AL . Ad 4] Ad-
FGFR2IIIc Y41 Fl Ad-FGFR2IIIcS252W J&L4 ,
Bl 2 NEFL. e 48 h ), A alES U
MDA-MB-231 #ififd, #.05% B JH PBS P vk
w1, BOE EE AR 709% L1, —20°C
B 12 h, 207 EIE. sl PTR L Eh &
bufferA LY 1 K5, B2 [, 300 pL bufferA
WH B AN, A RNaseA £ UKEF 250 pg/mL,
A3 pL PL G4, ZEIREDEIRTF 30 min, iR
U 2 LRV o e LSRG 10 240 A ) 3 AR Ak

S R ] SPSS13.0 G i+ 444 5 2243 Wi iy
AT, P<0.05 NAEGHFE X,

2 HR

21 EHRHSHKEHA Ad-FGFR2IIe 1 Ad-
FGFR2II1cS252W BY#43E

LI FGFR2IIIc 5 (K/N29H 2675 bp) Kk
M i i B B AE AR AR A FGFR2 I11cS252W 58 A T %L
(B 1), EHZFERFHR pAdTrack-FGFR2I1Ic #ll
pAdTrack -FGFR2 I11cS252W , 5 FR il 7 P V1 il Kpn 1
1 Hind 1 {HACALIE S, 1530 H 19 B 2675 bp FlZk
PEAEBURL 9200 bp, HI TEEVIAGE 5553 1] W 9875 bp
R TR A (Bl 2). iE—25 4 DNA MFUESE,
FGFR2 II1cS252W SN R ) (AR ARBR), &E
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ZH % R JR BL pAdTrack-FGFR2IIlc F1 pAdTrack-
FGFR2 I11cS252W A4 1) .

A S50 BT FH e B 2R G0 H JR BORE  SE AR Bk ] 7 AR
PR IEOL: 1) A E; 2) A S5AE LifME
HlE G AL s A . R S ] Pac T EEDIIT, 5ERTHE
WL 1) A RAETEARN, BYIH 30 kb il 3 kb
5T 2) A S A LU R ih A S k A
At WY1 30 kb A1 4.5 kb B (Qbiogene
Inc.AdEasy™ vector system application manual version
1.4), & 3 Jyd 4 Ik 8 R A Bkl Ad-FGFR2IIIc Al
Ad-FGFR2I11cS252W , 28 Pac 1 4] J5 1 UL 30 000 bp
1 4500 bp MYRFAEPERYRLIK 5547, RUIE A KETE
FRE S BRI G AL Z (8], R R
H I

1 #J3 FGFR2II1cS252W PCR E MR %

Fig. 1 Construction of site-specific mutagenesis FGFR2IIIcS252W
M: DNA marker ADNA/Hind 11I; 1: FGFR2IlIc S252W gene; 2:
upstream of FGFR2IIlc S252W gene; 3: downstream of
FGFR21llc S252W gene; m: DNA marker DL2000.

2 FHRFEK pAdTrack-FGFR2IIIc #1 pAdTrack-
FGFR2I11cS252W HIBGH & &

Fig. 2 Identification of shuttle plasmids pAdTrack-
FGFR2IIlc and pAdTrack-FGFR2IIIcS252W by restriction
enzyme digestion 1: pAdTrack-FGFR2Illc/Kpn 1+Hind III; 2:
pAdTrack-FGFR2IIlc S252W/Kpn 1+Hind 11I; M: DNA marker
ADNA/Hind III.
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3 ZE4ARHK Ad-FGFR2IIIc #1 Ad-FGFR2IIIcS252W
HIBBYI S E

Fig. 3 Identification of recombinant plasmids Ad-FGFR2IIIc
and Ad-FGFR2IIIcS252W by restriction enzyme digestion. M:
DNA marker ADNA/Hind 1II; 1: Ad-FGFR2IlIc/Pac 1; 2: Ad-
FGFR2IIIc S252W/Pac 1.

22 FETRMELE. IEFHEE

Ad-FGFR2IIIc 1 Ad-FGFR2111cS252W 453 Pac 1
Ltz Ja, 0 BEE Y HEK293A 41, 3 dJ574%
IS T W, GFP 235, Bl A 4E K GFP &1k 4 i
R, B 12d)E, Mk . 4, 2
%%ﬁ%ﬂﬂﬂéﬂiﬂﬁﬁ%’i (CPE) (1 4), Woikds =, Jf

T3 A

FH TCIDso W0 8 i #5127 4 X H 20 s
Ad B9 K 6.31x10° PFU/mL, Ad-FGFR2IlIc K3
J#F4 1.26x10° PFU/ mL, Ad-FGFR2IIIcS252W ()7
J& 4 3.16x10° PFU/ mL.
2.3 ELHRRFEE MDA-MB-231 A pyRIx

FHES 4 A 21 iR 2 W Y« MDA-MB-231 2
i, 4 MOI=60 £ 28 AT DLk B4 i L ROR
48 h J GFP By3Rik WLl 5,
2.4 RT-PCR % Western blotting i 5N& B #Y
HERE

Pl MOI=60 J&4 MDA-MB-231 4iiffl 48 h )5,
fh# S RNA, HF myc #R&MReSo1 9P 1 H ey
498 bp HIFFFMES (K 6), 1 Ad 2 AN ARG X 18
YA ) H 0250, E BTSN SE R 7R 5 5K A
Zeik . Western blotting #f — 25 2% %E , 458 BININ
YL RERIM B HER (B 7), W Ad HHR
Jext A AGER I B H A E AW ERE, WY
FGFR2IIIc #1 FGFR2IIIcS252W fEfE MDA-MB-231
HRe et Rk

4 FEHAPRFEEE HEK293A 0P8 12 d IF GFP B9%

AR

Fig. 4 Expression of GFP in HEK293A cells infected by
recombinant adenoviruses. (A) HEK293A cells infected by
recombinant adenoviruses (bar=200 um). (B) Fluorescent image
of HEK293A cells infected by recombinant adenoviruses.

5 RUfE MDA-MB-231 4AEA T 5 F U8

Fig. 5 Morphology of infected MDA-MB-231 cells. (A)
Non-infected MDA-MB-231 cells (bar=200 pm). (B)
Fluorescent image of non-infected MDA-MB-231 cells. (C)
MDA-MB-231 cells infected by Ad. (D) Fluorescent image of
MDA-MB-231 cells infected by Ad. (E) MDA-MB-231 cells
infected by Ad-FGFR2IIlc. (F) Fluorescent image of
MDA-MB-231 cells infected by Ad-FGFR2IIlc. (G)
MDA-MB-231 cells infected by Ad-FGFR2I1IcS252W. (H)
Fluorescent image of MDA-MB-231 cells infected by
Ad-FGFR2IIIcS252W.
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6 B3P E MDA-MB-231 #i+ FGFR2IIIc #0
FGFR2II1cS252W mRNA #Fi%

Fig. 6 RT-PCR detection of FGFR2IIIc and FGFR2111c¢S252W
mRNA expression in infected MDA-MB-231 cells. M: 100 bp
marker; 1: MDA-MB-231 cells infected by Ad-FGFR2IIIc; 2:
MDA-MB-231 cells infected by Ad-FGFR2I11cS252W; 3:
MDA-MB-231 cells infected by Ad; 4:
MDA-MB-231 cells.

non-infected

7 blotting #2 M FGFR2Illc #A
FGFR2111cS252W #i%iA

Fig. 7  Detection of FGFR2IIlc and FGFR2IIIcS252W
expression in infected MDA-MB-231 cells by Western blotting.
(A) 1: MDA-MB-231 cells infected by Ad-FGFR2IlIc; 2:
MDA-MB-231 cells infected by Ad-FGFR2IIIcS252W; 3:
MDA-MB-231 cells infected by Ad; 4:
MDA-MB-231 cells. (B) B-actin.

Western

non-infected

2.5 Ad-FGFR2IIIc #1 Ad-FGFR2IIIcS252W X
MDA-MB-231 £ B34 78 B4 22 Ml

MTT 253 ER (K 8), SXE4 i, iy
MDA-MB-231 4ififd 48 h Ji5, Ad X2 g 384 5 (4 30 il 2%
XK 0.55%, Ad-FGFR2IIIc X2 Mt il i 5 oh
8.79%, 1 Ad-FGFR2IIIcS252W Xif 4 g 15 ()41 1
FHik 66.04% , 156 FGFR2I1Ic }2 FGFR2111cS252W
#0 HE B0 I FL AR 40 M MDA-MB-231 # 3% 5 ,
FGFR2111cS252W I il R0 50 i B

MmN R (&) HE—LEW &Y MDA-
MB-231 4iififd 48 h J& , Xf FRZLFN Ad 2145193 400 i L B3
¥ % 22 5% . Ad-FGFR2IIIc 41 GO/G1 1] 4 ifd L 141
B BRZHFN Ad 2H E RGN, G2/M S 40 i L 5] B i
W/ AR, Ad-FGFR2ITIcS252W 21 5% B4 Al Ad
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AL, GO/G1 AN L BB R34, S A G2/M
WA Le BB b ;5 Ad-FGFR21Ie 4HAH I,
GO/G1 Wi4n i 7R B 38, S J0I 40 i b 491 B 8 sk />
Ui B FGFR2IIIc 1 FGFR2IIcS252W 4 fE i
MDA-MB-231 40 fifs B GO/G1 WIBH A , A i 41 1 2
W34, T FGFR2IIIS252W 111l 211 i 144 i 1) 204 S
CEpIILERT

B8 ZFHRRFHEX MDA-MB-231 fHRAILFEAEZNE (n = 3)
Fig. 8 Effects of recombinant adenoviruses on the proliferation
of MDA-MB-231 cells (n = 3).

F1 FLHEBFSX MDA-MB-231 aEHABY N0 (n=3)
Table 1 The effect of recombinant adenoviruses on cell
cycle in MDA-MB-231 cells (n=3)

Groups GOG1 (%) S-Phase (%) G2M (%)
Control 14.52+0.55 81.21+2.23 4.27+0.88
Ad 14.79+0.23 81.25+0.45 3.96+0.37
Ad-FGFR2IIIc 17'1321'66 82.12+1.65 0'75;??'15
Ad-FGFR2IIIc 24.23£1.09 75.13+4.23 0.65+0.16

S252W *&N *&N *&

*. P<0.05, Ad-FGFR2IIIc or Ad-FGFR2I11cS252W vs control; &:
P < 0. 05, Ad-FGFR2IIIc or Ad-FGFR2IIIcS252W vs Ad; ~: P <
0.05, Ad-FGFR2111cS252W vs Ad-FGFR2IlIc.

3 W

A 5T 8 U F T O AL MR B AR AR Ad-
FGFR2I1Ic Fl Ad-FGFR2 111cM252, Jf:Jdk e T 7L M s
YAl MDA-MB-231, Ay W52 (475 i 96 4 i v 1
THRERF ST 3R B T AR TARSERE . ABTF5E 2 B LA
E#E MDA-MB-231 A VE Ry —Fh A FE AL, 2 Ky
Chandler %53 i1 REAY RNA FREFEI 60 FlA R 2
SRR I 88 40 Bt 45 Ff FGFR 9 mRNA £k, &
LA AR 3] MDA-MB-231 H FGFR2 fi 723k,
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Z 45 R McLeskey 25 K E!", i A BF 5%
Western blotting 5% 5 7 A A6 I 21| P YR FGFR2 £ 119
ik, WL, RAZER AT DL N IR FGFR2 1T
e, XX P SZ R S AT RERF 5 A A X

PR A Z IR DI RERE Y, 7E W AdEE T igR
FLAE A MR b 1) 5 37 B JFE 5 40 DG 2 11 09 A A T
R EZ ., ACHCRHEL N FGFR2 ik f%
HEK?293 4 fi ke f 5% , i J2& K o HEK293 41 it 4% &
ek 2 5 K B 4N FGFR2 1 X TG R A9 T
P U7, A St AR R 7 2L IR 9 40 A P g
FGFR2IMIc N HEAERI T RETNT & , % 1 0 5 20 Bk
Il TP 0 TG W P L MR 00 L P R AS R 0 i Y IR AR
Fik, MR RIARG R THE EEE), fER
B KA R 2NN SRR R E, R ZE AR
B EE AR SE P AL b, DT AT LA s G | R R Y
B PR AR A5 RS, , A P30 S5 s 2 55 280K W
ST F RIS GFP ARid, 76 H AL IRR
BE TR G A6 450 206 200 B I RE T 03 5 9l 1 flU B Lg%
it Y 5 L) B N S A0 B A SR AR, O S
FERRAE T O E, MOSC I I FRA R

M MTT Fj 4 Ml A 25 5o 204, it 3Rk
FGFR2IIIc #l FGFR2I1IcS252W HJfiEffi MDA-MB-
231 M B GO/G1 JHBH A, DA T i 4 3 5
1M FGFR2111cS252W AR BT 2, U BH 3
N ZAREIR A — AR 22 57, (H5 M AN A2
ERA—FER . A SCERIE IR, XA 2K SRR
EMAARR, AR EERET; Ahmed X} iX
PN 22 VT TR I 5 5 sk i) A B 5 5 P 26 1 45 6 A st
AT TR, REA B2, DL S s
A SR &35 SR 14 Ay HE — A X6F 12 9 52 A 988 A o v 14
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