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BN BUNEFTAEG LS, 444 EDI-St. HRIPEHREREY, IANRAREZE VI KK 4 thEDI-8t & & #6455+
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A AT H AR R T BE A B e A K, 474 B R Fo A BB 5 endostatin 48R . {2 R B EF B ITEASEE F, thEDI-St 2
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Endothelial genesis inhibitor-8t (EDI-8t) against tumor growth
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Abstract: On the basis of the origin comparison of known endothelial genesis inhibitors, a 417-bp ¢cDNA fragment was amplified
from umbilical cord by RT-PCR and cloned into the expression vector pPIC9, followed by transformation into Pichia pastoris
GS115. The resulted yeast was induced with methanol to express recombinant protein. The resulted protein was purified from culture
broth and designated as EDI-8t. The in vitro study showed that EDI-8t, originated from collagen VIII, could specifically inhibit the
growth and migration of bovine aortic endothelial cells (BAEC) stimulated by basic fibroblast growth factor (bFGF). The protein also
exhibited the activity to cause cell apoptosis. /n vivo EDI-8t showed the identical activity comparing with endostatin to inhibit the
growth of liver tumor transplanted into nude mice. Interestingly, EDI-8t showed higher activity than endostatin to inhibit tumor

growth in metastatic model of melanoma mice.
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JEVPRERSE: PR g A= 06 P A PN B2 A= KA 57) EDI-8t 1725
FEA XV 1 RestinP! . SRIEFRIFEEH IV Y Angiostatin (Kringle 1-3,4)
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AT 509 R MR B (1), TR o —

EAIEAMEIEIE R, HES5MTEi" 4N
AR R AR 2R S 5 A A L 4 4y
X A A A A AR BARAS A — RO KB, s gy iR
P A LA A A AT 1 3R 1 B e — P M 4 ) P R A i Y
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A AR X T R i e A AR L,y e 2 A g
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pPICY, %5355 FIH Ni-NTA 5 fA:4lifk &4
B, a4 N R A0 A A )-8t (EDI-8t) (&
1), EDI-8t 41 435 bp, il 145 NEILRR (7 6xHis
tag) (Kl 2), 2+ T & 16 kDa, & 2 FMEmR, K
BC1 N . AT A R KW, rhEDI-8t &
FILE A S R R S P b A1 1) P B 48 L ) 14 5 R E RS
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Fig. 1 Endothelial genesis inhibitor derived from endogenous
protein.

Collagen VIII

A

1 GGCAAGAATG GAGGGCCAGC CTATGAGATG CCTGCATTTA CCGCCGAGCT
51 AACCGCACCT TTCCCACCGG TGGGGGCCCC AGTGAAGTTT AACAAACTGC
101 TGTATAACGG CAGACAGAAC TACAACCCGC AGACAGGCAT CTTCACCTGT
151 GAGGTCCCTG GTGTCTACTA CTTTGCATAC CACGTTCACT GCAAGGGGGG
201 CAACGTGTGG GTTGCTCTAT TCAAGAACAA CGAGCCCGTG ATGTACACGT
251 ACGACGAGTA CAAAAAGGGC TTCCTGGACC AGGCATCTGG GAGTGCAGTG
301 CTGCTGCTCA GGCCCGGAGA CCGGGTGTTC CTCCAGATGC CCTCAGAACA
351 GGCTGCAGGA CTGTATGCCG GGCAGTATGT CCACTCCTCC TTTTCAGGAT
401 ATTTATTGTA TCCCATGCAC CACCACCACC ACCAC

B
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El 2 EDI-8t DNA F% (A) MEAEEFT] (B)
Fig. 2 DNA sequence (A) and the amino acid sequence (B) of
EDI-8t.

1 #R57 %

1.1 5|4

RV 905 EDI-8t 3£ R R BE 5141 ¥ 51 5
¥ 1, ATCGCTCGAGAAAAGAGAGGCTGAAGCT
GGCAAGAATGGAGGGCCA (TFRIZH4r N5 AR
Xho 1 BV 25); 514 2, ATCGAATTCATTAGTGA
TGGTGATGGTGATGCATGGGATACAATAAATA (T
RN AT AR EcoR T EEYIN 1), AR M5
A 6xHis tago PAE51W¥ M LA TAEY) TRA
FR (Sangon) AFIA M. DNA ¥ H FigIsER4Y)
ARG R AR ZE .
1.2 F5RFH

FRHIPE N DI . T4 DNA 7% 328 | TaKaRa 2>
Al; DNA 4 FRARE ., Tag BRI 850 & A
KAy Al 5 RNA fHEERF] Trizol W H Gibco BRL 2

Journals.im.ac.cn



1726 ISSN1000-3061 CN11-1998/Q

Chin J Biotech

December 25, 2010 Vol.26 No.12

A); REQEERER AL M R & A Invitrogen 23
Al BB TR B Pharmacia 2 &) 5 LR A& K
(IR % /L= FLIR) W B Difco 23 )5 FEREh 2
Y)W H Oxoid A Al ; & MR H Nihon Seiyaku 2%
Ay HAAHI Y E = Hr 4l . Endostatin i
w1 I PEPROTECH 78w . 3l 9 5 4 BH A4 X BR o
B  (Endostar, =41 A L5 A B 0 ) 2 5
W, 15 mg/3 mL/32, IWARSEA 2R A Y 254 TR
OSEIAETRY, WA T R R
1.3 EHk. AL, ARARKFISCIE 30

KIGAFH ToplOF'. HE[CEERE GS115 LUK RA
#HAK pPICY ¥y H Invitrogen AH] ., 4 EshkN K
Y BAEC, /NERAETF4E4NME Balb/3T3 K -4 A i
HepG2 itk WA % F A7 G40 BEL-7404 ., /)N
RO R AN Ble th i B2y Tl A58 B 25 =
{#47. BALB/C #E (SPF Z%). C57BL/6 /NE I [
iR s SR S Y ST A IR A
14 FHEREFKEE

IBUHTEE A, FH Trizol Bl 8 RNA, DIt
AR, FHRAR S B R SR & S 1, 2 T
RT-PCR. PCR =¥ Xho 11 EcoR 1 XI5,
FFVREBGD) AL BRI pPICO 244 ] T4 DNA 4 $% il %
iz, 16°Cil, 4= WAL ToplOF B2 A1,
WA R AR, 37°CHIFR A, Ok B e b s 48
DN PP 98U, ARA5 BH A 20 SR
1.5 EHRFAREEFRBEGPINRAEMSEAENL

$ bR 4H ok pPIC-EDI-8t JH Bgl 11 i) )5 il
P&, AL IR RE I AT AR GS115, K5k Wik
i MD A, 30°CH;F% 3~5 d, PCR %5E HA KA
R, ARAG BH M o 28 J 3 5 PR 0T 6 A5 i 2 SRR TR A o

PRI AFS 3 00 55 B R0 2% AF 2 Bk Gk 5] & il )
oo KEEFRAFT . PREE YPD AR BTG AL Y 5%
fbFHE s AT I (BT 13.4 g BEREA
B, 10 mL Hl, 0.4 mg EHZE, 100 mL Imol/L #
FR 22 il (pH 6.0), [EEEHRY 10 g, B H K 20 g), 30°C
B, e 7% 5 AN R IR I h (BT
18.2 g K,S0,, 7.45 g MgSO,, 0.93 g CaSO,, 26.7 mL
85% H;PO,, 4.13 g KOH, 40 g Hill, H 28% %Kk
Y pH & 5.0, MA 435 mL PTM1 &) (5T+
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PTM1 #1465 g FeSO,7H,0, 6 g CuSO,5H,0, 20 g
ZnSO4, 3 g MnSO,, 5 mL H,SO4, 0.2 gHBO;, 2¢g
NaMoO,, 0.8 gKI, 0.2 g =W K), KB FEhiEE
BHIFE 30°C, pH H 5.0, A EFE 1~1.5 vwvm, 1
FR9 17 h JEIFAR G BT LB, 3 R i e
Pt F BRI SE R P ), RASF BV A 3~8 g/L,
P52 60 h 5 . KEERA R OFUIER,, T
B4 F R 100 K AT 10 K8 8 Bk 15 8 g vk 4
AAJE M NaOH 3 pH £ 8.0, /il A Tris-HCI, NaCl
FLWE N 20 mmol/L F1 0.5 mol/L, )5 b Ni
Sepharose 6 Fast Flow #1741 24T, 14 20 mmol/L
Tris-HCI (pH 8.0), 0.5 mol/L NaCl, 250 mmol/L 7S
MR 2H 4, #i B 10 £%)5 , FH Q sepharose Fast Flow
PEATaife, i 50 mmol/L, W#S-A & LA
(pH 10.0), YfE 1 mol/L NaCl VEBiZH 2>,
Sephadex G-25 #ATHiEE, ZErth 10 mmol/L 1Y
Tris-HC1 (pH 8.9). U414 C8 Jx A HPLC 434t
4l
1o EFHEBAMPINEMEMAR
1.6.1  FU#I A KE A0 A (< #20

3~5 R4 FE 3k L4l (BAEC) 355 T
DMEM+10% FBS 1,4 3 000 41 il /FLEZFIF 96
fLAkHr, 8 2~3 h 4UMONGRESS , TR LRGSR A
100 uL 7 2% FBS (¥ DME, 4350 AKE 5 R B
i B R A RF IR o 37°CHFR 1 h, AMINE A ik
AT 4E A0 A K T DMEM+2% FBS 100 pL fifi
bFGF &l 5 pg/L, 37CH;iF% 3 do HFLIMA
10 pL 10 g/L (9 MTT (WEMEHE), 37°CHE 4h, Wk
180 uL H53R%E, fA 50 uL —HIFEMHR, 3k 7% V4 i
JaMRE Aszo0
1.6.2 12 B M T 19 F

V5 PN Rz A DL — s Y LU 4R 3] 60 mm Ki SR
I, 254005 R 5 H] DMEM+29% FBS (55 73 5k ks
% 24 ho WREFRIEL, MAF 20 ng/mL HHMFEMS
(Endostatin) fJ¥53% 3, DMEM+10% FBS ;3%
24 h, PBSIHUEAIME 1 W, JEREIHILANM; 2.0
A, PBS JEUE 1 W BL.OHANM, A 1x854E
PR, FEES.O, FEAIMITTOIA 200 pL B9 1xE5 G
LW . A 1 uL B9 ApoAlert Annexin V-FITC (%
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WK 0.5 pg/mL), EREGALECE 10 min J5IA
10 uL PI (500 pg/mL). i =X 4 A 2 K %5 4 Ak 3
F R R 2 e A A A0 I F 5 T 3 2 A0 A S 5
eI

1.6.3 (&KL ML EENT 20

¥ 6 fL Transwell A HE 1 h, 4
T kAL 1.0x10° R0 7E L2 RFFRIL, KiFR 2 h
SRR RE . ARG TE BR B R I A R A E A
(20 pg/mL) (n=2), Xf BRI AL PBS, 7 T2
R A bFGF (10 pg/mL), 37°CE;3 12 h 54
JEEBCHY, PBS WEVE 2 0, IAHEEREE 15 min,
FH PBS W5 UE 1, I FHAR A EI I R0 A A0,
XA R NIRRT 24, A Gimsa 4t
PR 30 min, KRE/K b7 Wi T 0
L
1.7 EHEEBAKNFEMERR
1.7.1 AN BEL-7404 #EEE %

IR A AR A7 B R 7 968 BEL-7404 21 LRk
B, BT 37C. 5% CO, XM Fi3E, 24618
¥igt)a, BOSEUER IR, F A H R K ) 4 hL
WA 1x107~2x107 40 fif/mL (1440 i3, b T4
BRATMEZ T o JOTR A% 1 O P 2R R HE B AR 9o
JIF9iE BEL-7404 55 2 fC 5 FP RS AAS AL 1Y i Jgg ZH 21, i
I 2 mm’ FH, FHEUG MO FER B, 1§
iR K 222 100 mm? I, BEAILSM2H o ST B AR
HORE | T AL Al i S A 2 I RS AT, AR
B TR PESE, thEDI-8t KE5 DL 50 mg/(kg-d).
20 mg/(kg-d). 5 mg/(kg-d) FliE, M itx24qd (JZ
TIESEST 24 d) RGN, 25 PO RRAL G X AR
%577 (10 mmol/L PB). MRZEHII = e K/ 1N B Ao 98
BUARE, & 4 RHRRIESREMENERZE (2)
FeKfe (b), Fi(a*xb)y/2 2AFIFE R AR, AR
St A R R SR R AR R AR B (RTV),
RTV=V/Voo Horh Vo HBEHLEL (R do) BB e 44
B, v hE—wiE (B0 d,) BEAMRIARRL, LK
ZERRT, WAE A, BIBUMREARE, & FAN
2R e g 00 1 238 B AE X e 1 R o

FRE A % (%) =(OkF B Y1 2490 45 25 417
P19 )0 BRAH P 2419 <100 %

AR B e B9 B R (% )=(4h 2541 RTV/ R IR
RTV)x100% .
1.7.2  BI6 /AR CF N BRI

HUR R ZRA7 B B16 /N BUR 2R 55 7= 4 vk
EWE, BT 37C. 5% CO, &M FHFE. &8/~
WG, WA R BB K Ble /MR E
ZRIE AN, &L 2.5}10°/mL iR, T
C57BL/6 /N FUB k42 0.2 mL/f . rhEDI-8t £/
LA 50 mg/(kg-d). 20 mg/(kg-d). 5 mg/(kg-d) F&,
IR itx27qd (BRBKEZLES 27 d) IFRAZ, EA
Xof B 2H 7 5 BR ) (10 mmol/L PB)., SEG 45 I,
SEFEA B, RS 2N BRI, 3D g B
I BT B O SR V5 50, DA AR P38 4696 8, % F
N 2B TR 41 o %

Fif g i R (% )=(hF IR 41 B SE VR B - 25
SRR TE O T BT P L P 8 100 % o

PLE 2 AN i S iy B B 24 Tl i B

52
2 %

2.1 EHFIKHIHE

HRA 2% B8 A V5T g i 2, 11 A1 g i 45 g 3 )
A A A 300, FATHE I B B AR VL (9 NC1 45
P T Rt B I A R R . R T R,
FEHUBF T RNA J5iEid RT-PCR 3R19% rhEDI-8t
cDNA, W& 3 7w, H Xho 1 #1 EcoR 1 V)5,
S RRERGUIAL IR pPICO Bk, FAFEAE
ik, GWFRATINES R RR),

bp 1 2

2000

1000
750

500

250

100

El 3 RT-PCR 3R{5H9 EDI-8t cDNA
Fig. 3 Isolation of EDI-8t cDNA by RT-PCR. 1: DNA molecular
marker. 2: EDI-8t cDNA.

Journals.im.ac.cn



1728 ISSN1000-3061 CN11-1998/Q

Chin J Biotech

December 25, 2010 Vol.26 No.12

22 EREEMAEMAL

W L3R A PR AL RE SR B SR T R GS115,
PAGHEMARIIE R W BHR LM, HRHER
Bl , IR, TERCESROE T EATERAEREN . B
B BERGEUE, RARBIMENERIE 4
Firs o &y 5 B E SRR R KM HE R DS
W/ K, Fil Western blotting 45 F:—20 (5L
AR BIR),

EDL-8t M kDa
- 662

— —430

- 310
—20.0

— 144

4 rhEDI-8t & H %A SDS-PAGE Kk [E
Fig. 4 SDS-PAGE analysis of purified rhEDI-8t.

KW LR A aib s H C8 Kkt 434 EDI-8
i, AWi: 0.1% TFA; B ¥#i: 0.1% TFA+100%
P, BREE 0~100%, I[E 20 min, ZRAITE 5
Frs, FRE T AR S Al R 97.9% o
2.3 RINEMERR

A E3h kN 2 40l (BAEC) il % EDI-8t
FES RPN & B 20 pg/mL rthEDI-8t 124 54
7= 72 h J5, BAEC HifIJEA KA W A4k, K4
JL 4 AR B (25 R )5 N 2h I 3 AT AR S v

A 18 BAEC Cell
—e— Endostatin
L6 r -+ Edi-8t
14 r
. 1.2 r
%m 1.0 |
08 r M
0.6 r 1
04 r

le=5 1le—4 1le-3 le-2 le-1 let0 letl le+2
Concentration of sample (pg/mL)

bFGF 531y BAEC 41ERYEK (& 6A), I
PE I endostatin FrifE St AHIE . {2 thEDI-8t & X)L
P YA Balb/c 3T3 IR 4H L BEL7404 Y 4E K
BAE =M (K 6B), WA endostatin —4£, EDI-8t
FURR S P AR T N B 20 A, 0 Al T 4 1 2
KA

VWDI1 A, Wavelength=280 nm (C8\090526-4.D)

[ PMP1, Solvent B [=
JU E N
5 s0f H~
I 0t
3 60 H
E 50 F
£ 40 ) \
Q E
A\

0 25 5 75 10 125 15 175 20
¢ (min)

5 rhEDI-8t #i{t# M H HPLC 4 & 7 47 [E
Fig. 5 Purity of thEDI-8t analyzed by HPLC.

S A, T T Transwell 523 5E T EDI-8t %
PN R 2 R R s e, L P I A 2 B AT EDI-8t A i
OGF RRZEFL N SUm At ff), L 75 A bFGF, 7€ bFGF
(375 5T P R 40 A 3 2 AL B i FLIEAS BB T
J5 o W& 7 Brax, EDI-8t ] i 2 0] P K 40 i Y AT
%, 6.25. 25 ug/mL EDI-8t 2535 18 h J5, AHXT
25 1 HR AN 24 20 5 6 1) 400 R R s/

JH it 2K 20 SRS 00 A8 L O T, R BAR LS 1
X HRH 20 pg/mL ingy e dip kL AR E T, TR
i 5.7% 5 m%) 41.38% (A 8).

B 18 —e— BEL7404
16 L —a— Balb/c3t3
14

Jl2 1 w

S 10t
0.8
06 F e o, =t
04 r

le-5 1le-4 1le-3 1le-2 le-1 let0 let+tl let2

Concentration of Edi-8t (ug/mL)

6 rhEDI-8t EEX AKMA (A) FARAHMM. FFEMEE (B) ERKAFIE
Fig. 6 Effect of thEDI-8t on the growth of endothelial cell (A) fibroblast cell and liver cancer cell (B).
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200 r —— Endostar
l — Edi-8t
§ 150 | I
:
S 100 |
el
L
<
&
S 50 | ’_v_‘
0
0 6.25 25

Concentration of sample (pg/mL)

& 7 rhEDI-8t & 84 5 XT F K 4 BT #2 o 40 51

Fig. 7 rhEDI-8t inhibited the migration of endothelial cell.
S
& [ Apoptosis
j2]
g E Marker % Gated
3 ¢k | All_100.00 Control
n h Apoptosis 5.70
0 50 100 150 200 250
FL2-Area
1= .
& [ Apoptosis
§ 3 Marker % Gated
S t All 10000 EDI-8t
] Apoptosis 41.38
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E 8 rhEDI-St EH#AMIBFERNRMARAE AT
Fig. 8
24 (KREMEHAR
2.4.1 rhEDI-8t XIS7FREEAT T #HREHIN R T
AR5

rhEDI-8t #£ i L 50 mg/(kg-d). 20 mg/(kg-d).
5 mg/(kg-d) FlHE, %I8 itx2d4qd HFEAZY, Wi
T AN BEL-7404  (RE X g 14 4 54
BIH 24.67% . 33.11% . 41.98% . BHVEXT HR 4 JELRE

rhEDI-8t cause apoptosis of endothelial cell.

(EZH MG NI R ) DL 20 mg/(kg-d) 7
T, PRI itx24qd R ZY, AT R A R R
30.84% . SLERAERIEILFR 1 FIE 9,

rhEDI-8t #£ i L) 50 mg/(kg-d). 20 mg/(kg-d).
5 mg/(kg-d) FlHe, M itx24qd TRGEZY, XA
T BB AT BEL-7404 19 Mg 3098 85351
53.81% . 51.08% . 24.46% . PFHE X MR 24 BB LU
20 mg/(kg-d)F R, M itx24qd HEAZE, EE
H51.65% ., SLEEERIENR 1. K9

SRR MRS AL E 2. K10,
rhEDI-8t A F ¥ 7 BEZH AR J (e 1 el 298
H (1.39+0.19) g) 5 PBS Xt HAL AR (fift i P
Y dE (1.40£0.23) g) KWH W25,
2.4.2  rhEDI-8t XIZ)#f1E7 B16 2B (6 F BMiis B4
KH9#0

Ph 50, 20, 5 mg/(kg-d) rhEDI-8t 455 % 54
JiiEE B16 R (0 2R 8 i KA Al i e A 1 SE 80 bR 1 —
SE AT IR 7 Ak, F A e 4 8 A A R 4 0 o
35.08% . 27.02% . 19.24% (3 3). ifif BH:%F HE 40 &L
FELL 20 mg/(kg-d) 7148 % fili e 4 74 5 3 1 R A R
9.8%.

Solvent

thEDI-8t 50 mg/kg M M8 . .
wscomss @ 9SS HS

thEDI-8t 5 mg/kg ” ‘. " 3
Endostar 20 mg/kg ‘ ’ ’ .M,nl i

9 rhEDI-8t # & A {KBhJE AT = BEL-7404 mﬁmaﬁrs&
&

Fig. 9 Tumors from the nude mouse transplanted with human
liver cancer call BEL-7404 after therapy.

%= 1 rhEDI-8t ¥ 33 748 T 18 R A9 A (R BhJE AT 552 BEL-7404 B9 BB 730 (WABREHE X8 K E 5 it)

Table 1
relative growth rate)

Effect of rhEDI-8t on the growth of human liver cancer call BEL-7404 transplanted to nude mouse (by tumor

TV (X 5, cm’)

Sample N regimen  (starvend) () (starvend) PV, sromth re(TICY
Vo(Dy) Vo(Das) W Vo growth rate(T/C%)
Blank Solvent itx27qd 12/12 21.4/28.4 0.100+0.01 1.670+0.20 16.70
rhEDI-8t 50 itx27qd 6/6 21.4/26.7 0.103+0.01 0.424+0.05 4.12" 24.67
rhEDI-8t 20 itx27qd 6/6 21.4/26.8 0.104+0.01 0.575+0.08 5.53" 33.11
rhEDI-8t 5 itx27qd 6/6 21.1/27.7 0.103+0.01 0.722+0.13 7.01" 41.98
Endostar 20 itx27qd 6/6 21.2/27.6 0.095+0.01 0.489+0.09 515" 30.84

** P<0.01 vs negative.
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2 rhEDI-8t # &3 #8518 TR R A9 A (R B AT 2 BEL-7404 B9 P& 73 P B ah 5 Tk
Table 2 Effect of rhEDI-8t on the growth of human liver cancer call BEL-7404 transplanted to nude mouse (by tumor
volume)
Dosage Tumor volume (cm?®)
Sample Ik
(mg/ke) DO D4 D8 DI2 D16 D20 D24
Blank Solvent 0.100+0.01 0.232+0.03 0.332+0.04 0.496+0.04 0.766+0.09 1.120+0.16 1.670+0.20
rhEDI-8t 50 0.103+0.01 0.140+0.01 0.162+0.01 0.200+0.02 0.280+0.05 0.353+0.05 0.424+0.05
rhEDI-8t 20 0.104+0.01 0.142+0.02 0.184+0.02 0.223+0.01 0.299+0.05 0.435+0.07 0.575+0.08
rhEDI-8t 5 0.103+0.01 0.147+0.01 0.208+0.02 0.359+0.07 0.447+0.07 0.518+0.08 0.722+0.13
Endostar 20 0.095+0.01 0.126+0.01 0.165+0.02 0.215+0.01 0.282+0.04 0.351+0.05 0.489+0.09
% 3 rhEDI-8t # @351y Blo EE REFHKIEMMEBIRIE CUMMEEEITH)

Table 3 Effect of rhEDI-8t on the transfer of tumor in metastatic model of melanoma in mice (by amount of colonies

produced in the lung)

Sample Dosage Dosage regimen Amount of animal ~ Weight of animal (g) Amopnt of turgor colony Inhibition rate of tumor
(mg/kg) (start/end) (start/end) inlung (¥ £5) growth (%)
Blank Solvent ivx27qd 20/20 19.6/26.5 45.0+10.5
thEDI-8t 50 ivx27qd 10/10 19.4/26.2 29.8+9.0" 35.08
thEDI-8t 20 ivx27qd 10/10 19.4/26.1 33.5+7.17 27.02
rhEDI-8t 5 ivx27qd 10/10 19.4/26.1 40.2+£9.9 12.42
Endostar 20 ivx27qd 10/10 19.4/26.1 41.4+11.8 9.80

** P<0.01 vs blank.

_ 1.8 r = Solvent

"’§ }2 [ < thEDI-8T 50 mg/kg

?6’ 1:2 | - rhEDI-8T 20 mg/kg

£ 1 [ -+ rhEDI-8T5mglke

% 0.8 [ -« Endostar

g 0.6 [

2 04

S 02

0
DO D4 D8 D12 D16 D20 D24
Days after inoculation
10 rhEDI-8t & A 4 m  R R R KIEF T EAEE

1IE & B9 2200
Fig. 10 Effect of rhEDI-8t on the growth rate of human liver
cancer call BEL-7404 transplanted to nude mouse.
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