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$8[@ EGFR BRI RN EESEZNHERENMEBEARNFRERD

FMdE BB IR, E R LERBRFEFR WELFER LETHBAL BARRAMXARIERE
BRI E | LA 200032)

(4 FE] 89 R ELERKE T2 epithelial growth factor receptor, EGFR )&l 2 51( 287-302 )W) 8 2%, I %
HAEY e, 7 ok i 5N TR KDt EGFR( 287-302 )11 806 FAEEHTIA( 806 single-chain antibody fragment ,806scFv )3
PR 22 2 P RS R 2% (R PR L T 78 B2 - AC Pseudomonas exotoxin A, PEA )R 3 PE3SKDEL 4 32, ¥4 2 JF A% R ik 2K pET-
22b-806sckv-PE3SKDEL Jf- % AL XA BL21( DE3 ), 4l {k 3545 1% 5 5 75 Z B 85 11 806scFv-PE3SKDEL, ELISA Flif
HAMARKINIL S EGFR M5 & 15 M: | [ e vtk il 8 241 e e 35 2 1 N E AT, CCK-8 3L Kl 806scFv-PE3SKDEL Xf A i
JBE A 4L USTMG il USTMG-EGFRy Il 4 Az A 40l A431 FLARJE AN A MDA-MB468 E i 4IiE CAL-27 M dstt., 4 &
TR M T T 21 S T R 806scFv-PE38KDEL, 15 5 3535 1 4K 1 806scFv-PE3SKDEL DAL IE RAFAE , 2oL F 4 E >95% ,
£& SDS-PAGE Fll Western blotting % & 7 H i % 4. 806scFv-PE38KDEL fit EGFRv I il #M Bt 45 15 45 &, i A 55 M E % 3k
EGFRv Il 1 b2 4 B #1725 32 35 EGFR (M ed 4 MLAHSS & , 1 45 3B MR/K 7 EGFR 19 IR A LA 45 & . 806scFv 4 T H 41
JETE RN, 806scFv-PE3SKDEL X H 41 Jif A7 W1 i #4445 45 11, % i % 35 EGFRv 1 79 USTMG-EGFRv Il 4 il 1C,, {5 1
(5.85+0.03) ng/ml, % EGFR 75 #3520 MDA-MB-468 . A431 ,CAL-27 Y 1C,, fE43 5 ( 162.80 0. 06 ).( 75.72 £0.04 ),
(123.70 £0.03 ) ng/ml. 7E 1 pg/ml BT , A H PBS XF R4 ,806scFv-PE3SKDEL % US7MG-EGFRvII .MDA-MB-468
A431 Fl CAL-27 4G5 Al 2R 2 i 28 5 (98.67 £0.07 )% vs (2.45 +2.85)% (86.26 +1.01 )% vs (0.48 £1.76 )% .
(96.72£0.16 )% vs (1.33 £1.31 )% (96.29 +0.30 )% vs (2.00 £0.60 )% ,¥J P <0.01 ], %t USTMG 4 JL-F- B4 4 HI4E
FAL(3.59 £2.09)% vs(0.19 £0.95),P >0.05 ], 4 & : AHFFEHT I 4 HOHE 1] EGFR( 287-302 ) F 57 (Y T4 4 i 75 K 806scFv-
PE38KDEL REN: S 1254 3 23407 EGFRv I 8 EGFR 25283k 4 fith 83 21 e
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Preparation of immunotoxin directed to a cryptic epitope in EGFR and its anti-
tumor activity

Li Yating, Shi Bizhi, Kong Juan, Li Zonghai ( State Key Laboratory of Oncogenes & Related Genes, Cancer Instituteof
Shanghai, Renji Hospital, Medical College, Shanghai Jiaotong University, Shanghai 200032, China )

[ Abstract ] Objective:To prepare recombinant immunotoxin targetting a cryptic epitope ( 287-302 residues ) in epithelial
growth factor receptor ( EGFR ) and to explore its biological properties. Methods: Prokaryotic expression vector pET-22b-
806scFv-PE38KDEL encoding anti-EGFR ( 287-302 ) 806 single-chain antibody ( 806scFv ) fused with PE38KDEL, a trun-
cated form of pseudomonas exotoxin A ( PEA ), via a flexible peptide was constructed. The immunotoxin fusion protein
( 806scFv-PE38KDEL ) was expressed in E. coli strain BL21 ( DE3 ) and purified. The binding capacity of the immunotoxin
to EGFR was detected by ELISA and flow cytometry. The internalization of immunotoxin was showed via indirect immuno-

fluorescent assay. The cytotoxicity effect of the immunotoxin on human glioma cell US7MG and U87MG-EGFRVII, epidermis
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tumor cell A431, breast cancer cell MDA-MB-468 and tongue cancer CAL-27 cell lines were assessed by CCK-8 assay. Re-
sults: The recombinant immunotoxin 806scFv-PE38KDEL was constructed successfully. The induced expression product
806scFv-PE38KDEL existed in a form of inclusion body and the purity was above 95% after purification. The protein was
identified by SDS-PAGE and Western blotting. 806scFv-PE38KDEL can bind to the protein of EGFRvII extracellular domain
and also the cancer cells with exogenous EGFRVII or with a endogenous EGFR overexpression but not to the cancer cells with
a low level of endogenous EGFR. The immuno-fluorescent assay showed that the internalization of immunotoxin was mediated
by 806scFv. 806scFv-PE38KDEL showed the cytotocicity on targeted cells with EGFRvII overexpression such as US87TMG-
EGFRVII cells with ICs, values of (5.85 +0.03 ) ng/ml ( P <0.01 ) and EGFR overexpression cancer cells such as MDA-
MB-468, A431 and CAL-27 cells with ICs, values of ( 162.80 £0.06 ) ng/ml, ( 75.72 £0.04 ) ng/ml, ( 123.70 +0.03 )
ng/ml, respectively. 806scFv-PE38KDEL almost completely inhibited the growth of cancer cells such as U§7MG-EGFRvII,
MDA-MB-468, A431 and CAL-27 cells compared the control group, and the inhibitory rates significantly increased
([98.67+0.07 1% vs[2.45+2.851% ,[86.26 +1.01 1% vs[ 0.48 £1.76 1% , [ 96.72 +0.16 1% vs [ 1.33 +1.31 1%,
[96.29 +0.30 1% wvs [ 2.00 £0.60 1% ; P <0.01 ) but no effect on USTMG cells ([ 3.59 +2.09 % »s [ 0.19 +0.95 ],
P >0.05). Conclusion: Recombinant immunotoxin 806scFv-PE38KDEL that targeted to EGFR ( 287-302 ) epitope prepared
in this study is a candidate cancer therapeutic agent which can selectively bind and significantly inhibit the growth of the
cancer cells with EGFRVIIl or EGFR overexpression.

[ Key words ] epidermal growth factor receptor ( EGFR ); cryptic epitope; immunotoxin; single chain variable fragment
( scFv )3 Pseudomonas exotoxin A ( PEA ); cancer
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2 G R R A L A AR A B )
VERIRYCAR BCOR B A0 i N 1 5 B R AR 2 &
W, CRERR Ry A R A R A
FIRIT PSR T Tz BB SR T O I T R B
IRCR Sed 2K R TR AR, DR Ao Sk 4
U R R ERPUATS S IR R A A S
RAFINEE,

R B K T 3Z K ( epithelial growth factor re-
ceptor, EGFR )4y 52 1A It 0 R 018 2 I W A, L E
T A T i 0 i Y A R A B, 7 22 R 2 Y
AN Bkt R AR K PR A2 R TR A
( epidermal variant I,

growth factor receptor

EGFRvIL )J& EGFR ' WA 52K, iy EGFR Jg4h
X6 ~ 273 F MR | | IZ A AE T I g v, 7E Ak
/NGRS TR LR Sk ST IR A R .
M1 T EGFRv ITAAF7E T AR VR MR 41 84 rh , T A 1E
HAP LRI 2], DTSR 1 g 38 m] 35 7 B
G I LY R

Hi K 2 #H EGFR Uik, W6 % & st
( cetuximab, IMC-C225 ) AN Y RE 5 I 412119 EGFR
g4 MRE S IEW AL EGFR 456 . N T k3| —
MG g 41 20 EGFR 25 & i ik, A< 52 50 = Al
Ludwig & AE B 78 0 20 0 Bl T 5135 EGFR Fetile
FA( 287-302 ) Y B FEREST 1A CHI2 J B v BB AR
806( monoclonal antibody 806, mAb806 ) **', & i1

RERL I EGFRy I, 30 fE 514 335 EGFR Y 4Hl f AR 45
&S IEH LR EGFR LT AREE &, KT AL
NARPERE R B w1 EARSEE R, A X
BEHUAR ) BEEHTIA( single chain antibody , scFv )54
2RI BB 1R A B R A ( Pseudomonas exotoxin A,
PEA R EEIE 3 PE3SKDEL HEATRl A #3k , IF7E(A
AP S G UE AR ) A 1 A, DU A e A e 3 o 4R
fi—Fkr Bt

1 #MEEFZE

1.1 fmiak & £ %35

JFiki pCANTAB-5E-806scFv £l pET-22b-EGF-PEA0
P A S 6 2 ) 8 1 DR A, NG Jie Jo 78 241 L USTMG
L9 40 L MDA-MB-468 . A 3¢ Jz 9 41 it A431 .
NFEIEAML CAL-27 ¥ [ 3¢ B Wy A s oo, 52
EFEYY EGFRy 1 3£ K 1) USTMG 4 fifi( USTMG-EG-
FRvIT400E ) A S2 0 3 gl bk T A7), IR 0k
K pET-22b( + ) . KIHFFE Topl0.BL21( DE3 )
N Novagen N PR . KOD plus fifs A Toyobo N H)
7, Taq DNA 5 G il . BR %17 N VT g Nde T F01
Not 1 23 [ NEB 23 5] iy, Uk il 52 F1 DNA #E i
[ IR 84 98 [ Axygen 23 67 i 5 IPTG  H &R |
Tris . JK & A Sigma 2\ # 7 i ; Ni Sepharose 6 Fast
Flow N GE healthcare 2N 77 5%, EGFRv Il i #h B &
A AR S 50 %8 ) 45 T O/ FF s $T His-Tag HUAA, FITC-3
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P 1gG M FITC-FHi5 1gG W A R w5 4t
PEA %ty H Sigma 23 H]; Cell Counting kit-8( CCK-
8 )ik &M Dojindo 7= i
1.2 F4 & 4 pET-22b-806scFv-PE3SKDEL #9
M

514) 8HF:5'-GGAATTC |[CATATG| CACCAC-

CACCACCACCACGATGTGCAGCTTCAG-3',8LR: 5'-
AGAGCCACCTCCGCCTGAACCGCCTCCACCACGTTT
GATTTCCAG-3'; 3% PF:5'-GGCGGAGGTGGCTCT-
GGCGGTGGCGGATCGGGCGGCAGCCTGGCC-3,

PM1:5’ -GCCGGGCCGTTGGCCGCGCCGGCCTCGTC-
3,514 PM2:5'-GGCCAACGGCCCGGCGGACAGCG-

3", 5l ¥ PR: 5'-ATAAGAAT |GCGGCCGC| TCA-
CAGTTCGTCCTTCGGCGGTTTG CCGGG-3'( fH &

PRER Sy R AP Bl , I HEFR 5353 30 A Nde T F1 Not 1
BT 05, PRI ZR A3 6 A~ His FE P A1, iR 4k
T4 AT FERR , DRI o L ST, MR 4R
#4530 KDEL FER 74, A4 H & H A
Bt). ki pCANTAB-5E-806scFv M4y , 514 8HF
Al 8LR 4 PCR ¥ 34 806scFv 3 [A ; pET-22b-EGF-
PE40 N4 M, 514 PF Al PM1 2 PCR ¥4 A Bt —,
5149 PM2 1 PR 28 PCR ¥84 B =, Biie W e v v
VKRS E LY ), slifk 5l & PCR S B
— M Bt~k PE3SKDEL, ) i 4 & PCR %
1% 806scFv il PE38KDEL & 806scFv-PE38KDEL.
ik pET-22b( + )5 PCR 4tk =¥ 45 Nde 1 F Not
[ WY , 48 T4 DNA %EH:l 16 C#ERELK, &
G 1 pET-22b-806scFv-PE3SKDEL #4 1k 2 K 7 #TF
Top10 J&Z S AL, DL 20 75 2 i B M s ke, il
PE ORI 4 PCR RS YI9) 25 %5 22 I Y o

1.3 THURIREHLBRTEDR

B P IE #f B 4] 3R 3K KL pET-22b-

806scFv-PE3SKDEL % b &7 A4 T E. coli BL21
(DE3),IRAI T H A NERMN 2 x YT [E 14 1L
o, PRI — TR %, 2 A0 T 100 mg/L &R R
B ek 37 CPREEFR, A S N B s A 7L
B ( isopropyl B-D-1-Thiogalactopyranoside,
IPTG ) EZ W E K 1 mmol/L,30 CiEF 4 h )5,
Sy oMW 4R 1 S RN B S TR R AT SR E A T
WHEIFERRBEWEWE, 85 A E,4C.
12 000 x g B0 W AR L35 FITVE AT FL UK 34T -
1.4 Western blotting %2 806scFv-PE38KDEL % J%
FFE
BB BITCEE FH & 8 mol/L JR M54 2% thil

4 CARMEE R ,20 000 x g #5:0> 30 min J5 7 LIEIR B
ULVE,0. 45 pm JEMEEUE  2lifk GEHT 1 48 h, B
PR M 5 IRCIKIR & IRE 6.4.2.1.0 mol/L),
)i FH PBS &7 3 K. 4lifb Bk~ 4 806scFv-
PE38KDEL £ % H¢ i UKk 45 5 AR B, IF APt His-tag
PR —PT HRP-FEHL R 1gG i —HL 1T Western
blotting %572 . 4 L& I LW 185 -20 C I}
fEE
1.5 ELISA % # M % %8 806scFv-PE3SKDEL 5
EGFRvII M sh B & G ey 67

#7519 EGFRv I e 41 B & 1 LA FL 50 ng,
4 CHMIER, PBS ¥t 2 WA H & 5% B s 05k 1
PBS 37 CCHfH] 1 h,PBS ¥ 2 K, It Aglifb)s 245 L
Fi B 1 806scFv-PE3SKDEL il & & 11 100 pl/4L,
37 °C 1 h, 1% 0.5% Tween 20 [ PBST ¥t 4 X
JNAPT His-Tag HTAR( 5% WLAE U5 H PBS 1:1 000 F
F%,50 pl/fL),37 CHER 1 h 5Tk 4 W, FhA HPR
FRic BT 1G (5% BEAS W58 PBS 1: 1 000 #
BE,50 wl/fL),37 CHFFE 1 he A ABTS &,
BT 37 C .10 min J5 HEFPR T4 405 nm Zb
FEALCEEC DA,
1.6 X fmie Kt £ 28 806scFv-PE3SKDEL %,
BAEETEmMENELSRN

R U EGFRVIIY USTMG 4iififi( US7TMG-
EGFRvII ); EGFR 5 £ 35 (1 2 fd ( MDA-MB-468 ).
A431 .CAL-27 } USTMG,1 000 x g B5.0> 5 min, £45
2 x 10840, PBS( & 19 NBS ¥k 2 IR A4tk )5
i) 806scFv-PE3SKDEL( 7 1% NBS [ PBS i B¢ &
10 pg/ml, 100 wl/%8 ), BIPEXS B INATR B, 4 °C
WFE 1 he YEU 2 K IMAPL His-Tag LI % 1%
NBS i PBS 1: 50 Fifé,100 pul/%& ),4 CHFE 1 ho
W2 WS HHINA FITC A B FEHT R [gG( % 1% NBS
PBS 1:50 ik, 100 /4 ),4 CIFE 1 ho PRS2 X
JEEFEIIA 200 wl PBS FEAT MG
1.7 193 %. 9% % e m £ 40 USTMG-EGFRy 1T 5. 7%
FEHNAER

B K R ) USTMG , USTMG-EGFRy I 41 i
PIBAL 5 x 10* i fp F 24 fLAR A B A b, 85
Ferd B, SRIGIA 20 pg/ml Y 806scFyv-PE3SKDEL
BIETFER 37 CHIMIEFRARME T 3 h, VEW 3 1K,
FEIEE T, FIMAYL PEA G4t( 1: 50 FiBE )37 °C 7
F 1 hs PR 3 R BN FITC ARic i EH %R 1gG
(1:50 FB& )37 CHFE 1 h,DAPI et ¥Ei%k 3 Ik,
Hhd R, OB R AR B R T S E 4 UBTMG-
EGFRv I %% 85 2 WAL S L -
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1.8 CCK-8 &4 %40 USTMG-EGFRv Il % %% & %
PSE) ADE S E X

WAt K R USTMG , USTMG-EGFRy I 41 it
(1x10° /4L ); MDA-MB-468 . A431 ,CAL-27 4 jifl
(3 x10° AN/FL)EFh T 96 FLAN ML KE 77 Ak, 2 FL
100 wl, 24 h J5 43 5 A XF 50 B (4 806scFv-
PE3SKDEL i 2, MK E 5 A2 AL, Bt
X HRFLA N A S5 PBS. 1535 72 h 5 3 B3, AL
FIA 100 wl &5 10 % CCK-8 M fH5E 41373k ,37 C
WEE 1 h, BEAR A E P K 450 nm A 45 FLOG 2

( D)E. f#iH GraphPad Prism 5 314 1C, H. 1 EAFH pET-22b-806scFv-PE3SKDEL [
1.9 %itzEam Nde 1/Not 1 MEBYIEE
B x + 5 345, 5% SPSS15. 0 it ik, %% Fig.1 Identification of recombinant plasmid 806scFv-
\ N . — PE38KDEL le digesti
ST LB ¢ Ko L P <0. 05 8% P <0. 01 %775 38 by Nde 1 /Not 1 double digestion

B3 [ o 2 s o M1: DS2000 DNA marker; 1: PCR product; 2: pET-22b-806
T RAGIHE R scFv-PE38KDEL digested by enzyme Nde | /Not | ;
2 # = 3. pET—22b—8O6scFv—PIE38KDEL;
4. pET-22b ( + ); M2: N Hind Il DNA marker

2.1 A3 ##% pET-22b-806scFv-PE3SKDEL &

R K B 2.2 FM %% FHE 806scFv-PEISKDEL #9 & ik %
TR CHI2 1 mAbSO6 Hyipi e fefn i
FoRmT, & 3 B A mAb806 1T 1k 1 Bt By 4 {1 B3 ¥ IPTG i 3 R85 17 H)4 SDS-PAGE 4347,

THUFH 5 EGFR B A MR A1 Vopbk g AORCEI AR SRR 4 b AEHXTO) T
7 ), B 4 mAbSOS B MEE LI e e B0 65 000 MR RONISIAS ik SPTE
o PEIRKDEL M H & ik e g EALRIETER O T RCMAE . LR R 12
W5 % A B pET22b-806scFyv-PE3SKDEL % Western blotting ‘%‘g%ﬂ‘j H R B RiAmEHEN,
Nde T 1 Not 1 SUEGYI G , 250 1 800 bp 2 AfifERTF 95% , H-48 SDS-PAGE ) Western blotting 43

7 \J 806sckv-PE38KDEL 2B.C ).
BHCTE 1), WP S AE 0, T AR BresfuR Y &I 2B.C)

A B C
M(x10) M 1 2 3 4 M(x10°) M 1 M(x10 M 1
97.4— 97.4— 100
66.2— 66.2—
70—
43.0— 43.0— 55—
40—
31.0—
31.0— 35—

2 806scFv-PE3SKDEL HyZi{k fiEE
Fig.2 Purification and identification of 806scFv-PE38KDEL
A: SDS-PAGE alalysis of 806scFv-PE38KDEL expression products. M: Protein marker; 1: pET-22b-806scFv-PE38KDEL
without IPTG induction; 2: pET-22b-806scFv-PE38KDEL with IPTG induction; 3: Supernatant of induced expression product by
ultrasonication; 4: Precipitation of induced expression product by ultrasonication. B: SDS-PAGE alalysis of the purified immunotoxin;
M: Protein marker; 1: Purified immunotoxin. C: Western blotting alalysis of the purified immunotoxin

M: Protein marker; 1: Purified immunotoxin

2.3 ¥4 %% &% 806scFv-PE38KDEL 5 EGFRv EGFRv Il 1 ifa M B2 8 H AL 8% ELISA B, IMA A
I 3% R 4 4 ] i) 4k 0 38 75 K 806scFyv-PE38KDEL , % H 1]
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% ELISA Rl HLAE 5 T0 k. 4520 18] 3 )R W, KK
JIA () 4 S P 75 32 ek AR, D, 1L AL 18
(r=0.795, P <0.01), 3L W] %5 7 K 806scFv-
PE38KDEL fit 5 EGFRv Il 2& (1 HL AR, &, A I
UFIES T P

147
12F kA
1.0
0.8
0.6
0.4
0.2

Binding activity (D,,)

25 100 500 2500 10000
806scFv-PE38KDEL (p,/ng'ml™)

E 3 806scFv-PE3SKDEL 5 EGFRvII iR K& &%
Fig.3 Binding activity of 806scFv-PE3SKDEL
with EGFRVII antigen
" P<0.01 vs 0 ng/ml group

2.4 %% # % 806scFv-PE3SKDEL 4% J& 1 24 4 &

ix EGFRvII #= & £ 35 EGFR &4 i 7% 48 e %
it WL A P2 7 R 806scFv-PE3SKDEL J&

ik 5235 EGFRv I 85 EGFR 1/M& 20 i 4l 4 , %

US7MG U87MG-EGFRvIII

128
128
128

Events
64

64

64

o = A
10°10' 102 10° 10* 10° 10" 102 103 10*
FITC FITC

10°10' 102 103 10*
FITC FITC FITC

FAAS 92 56 % 1 K8 /8 5% Y EGFRv I A4 i 983 40 it ik
US7MG-EGFRvII K AH X i (4 40 il USTMG 5 /= 2% ik
EGFR A4 8 ZH o Fk MDA-MB-468 . A431 .CAL-27, i
it A A R A ) i 2 0 9% BE R 806scFv-PE38KDEL
5 EGFRvIIEY EGFR W45 & He 1. R &l 4)
7R, 5 PBS ZHAH It , 806scFv-PE38KDEL 5 US7MG-
EGFRvIN4H I 14 45 A 58 J1 fc o[ (275.4 £35.54 ) vs
(3.63+0.41),P <0.05 |, Jf H 7] 5 MDA-MB-468
[(4.66+0.26) vs (2.34 £0.05),P <0.05 ].A431
[(14.59 £0.41 ) vs (3.21 £0.11 ),P <0.05 JF1 CAL-
27 4HI (11.51 £1.63 ) vs (2.87 £0.38 ),P <0.05 |
454 15 UBTMG Al JL-F-AZE-G1 (3.88 £0.73 ) vs
(3.35+0.41),P>0.05 ].

2.5 %% H& % 806scFv-PE38KDEL #E 4 US7TMG-
EGFRv Il 2a it 1 4%

) e B P D GG I 25 SR ( &1 5 ) 7R, 10 pwg/ml
R v Y f0 9% 7 X 806scFyv-PE3SKDEL 43 3] 5
US7MG .US7TMG-EGFRv IIl 4 ffd % & & , #E USTMG-
EGFRv Il 2 fg 7] WA K i 1Y 806scFv-PE38KDEL
AL EE AL , 11 7E USTMG 40 Jifd v L& A 3 2%
o $E78 USTMG-EGFRv I 4 iy I %351 EGFRv I
fig 45 4 806scFv-PE38KDEL, 4 § T i 9 7 &
806scFv-PE3SKDEL i AR AP, il A HEHE R 1Y)
BEPEAEI

A431 CAL-27 ﬁ MDA-MB-468
—

128

64
64

o < -
10°10' 102 10° 10¢  10° 10! 102 10° 10*

B4 FXAEMAKEN%EEHE 806scFv-PE3SKDEL 5 R B B4 M & & 8L N
Fig.4 Binding ability of 806scFv-PE3SKDEL with different cancer cells by FCM alalysis

US7MG-EGFRvIII USTMG

-

B 5 EHEREREHN 806scFv-PE3SKDEL 7£
US7MG-EGFRvII 1 US7MG #AAE B9 4L 1E5R( x1 000 )
Fig.5 Internalization of 806scFv-PE3SKDEL
in the US7MG and US7MG-EGFRvVII cells

by indirect immuno-fluorescent assay( x1 000 )

2.6 9% % % 806scFv-PE38KDEL 3t & iX EGFRy
Il = & A& ik EGFR A 98 20 i 7 44 45 1E )

CCK-8 # M 45 £ ( B 6 ) & 78, 806scFv-
PE3SKDEL X US87MG-EGFRv 1. MDA-MB-468 .
A431 (CAL-27 434 R 1k, &0 72 h b3
Je , FEXT AR AR Y 1C, 1843 3 (5. 85 £0. 03 )ng/ml .
(162.80 0. 06 )ng/ml.( 75.72 £ 0. 04 )ng/ml,
(123.70 £0. 03 )ng/ml, i %t USTMG 4 g 1) 1Cs, fEL
(33 0832. 00 + 0. 48 )ng/ml., 7% 806scFv-
PE38KDEL 7E 1 pg/ml 1 Biim BT, AH L PBS Xt
M8 2H ,806scFv-PE3SKDEL JL-FfE 5¢ 44 il USTMG-
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r [ R A AT 27,2013 A2 8 H L2004 )

EGFRv I 40 2 [ ( 98. 67 + 0. 07 )% wvs (2. 45 =
2.85)% , P<0.01 ]. MDA-MB-468 4 /ifi ( 86.26 +
1.01)% vs (0.48 +1.76 )% ,P <0.01 ) ].A431 4§
MIL(96.72 £0.16 )% vs (1.33 +1.31 )% ,P <
0.01 ] Al CAL-27 40 B[ ( 96. 29 + 0. 30 )% ws
(2.00+0.60 )% , P<0.01 Jf K, %} USTMG
LAY AR LA IR L (3,59 £2.09 )% vs
(0.19+0.95)% , P>0.05 |,

| —e—USIMG
1001 g Us7MG-EGERvII
g0 —A—MDA-MB-468
—V_A431
60 —e—CcAL27

40

Inhibitory rate (%)

201

100 1000 10000

0.1 1 10
806scFv-PE38KDEL (p,/ng'ml™)

6 AR E 806scFv-PE3SKDEL 1£F
72 h 534 7 B B 40 B B SR 45 4E R
Fig.6 Cytotoxity of 806scFv-PE3SKDEL at
different concentrations against different
cancer cells after treatment for 72 h
**P<0.01 vs 0 ng/ml group

3 3 i
B T R0 ) MR VAT IR A R 25,
MR RE A O 22— B R TS

TETT BT RUECIT (1 b6 L R LA R S5 i 1 )
A, A IR AR, SOELA AR LU o S B A
SRAEEPEVER . BB DR TR T AL 45 A e B
WA F KM G, BT TR/, e AL
A RAFMH B ZEE T, by Tk A S v, i Bl F
HARE T g BT PP R AR S A T AR X,
DRI 3 A 1 o e e 7 R R AR 23 2. PEA
J2 PR SRABCPAL I B 430 ) — bl i 210 A 2 T A1 2
L 3 IR, AR R T AR T4 A IX
[ a #8401 b XMife 218X PE38, I H C
A 9 REDLK # ¥ b KDEL 4 % g J¥ 41, f
JL IR KDEL W] M58 65 75 8 M R R SR R N
[ e d DA T S R LR R R T o 7R PR R
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