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B OE: WERAR RS R L AR pET28-Trx 4 & 69 A MR R 4 A K B -F B (Human platel et-derived growth factor
B, hPDGF-B) #%J&/& 9 %2 Btk, A HE#FF b 8= £ 43 hPDGF-B # /K uk st A HepG2 4m A3 74 44 4 4] 15
. AFFR G ik hPDGF-B 9 % 103-118 A 152-167 £ LB /5 715 A 4R & Ax, M pET28-Trx-£ 48 Rt &
KBAR, KA SF LA IRIF 6xhis Trx-hPDGF-BA103-118 % 6xhis Trx -hPDGF-BA152-167 £ 40%& &1 ; R /E1EF thib
W EREG R R, T T I IEA H22 I8 0 JoH) & I K04k, ELISA 4 m #u4k i &, Western blotting
A M ShAG IR AR B L 4 A 49 PDGF-B 44 66 /); /51812 CCK8 I b M| 41+ PDGF-BB #v #) A 4h AL K
TR AT & HepG2 w e 38 74 e94E A . AF R A I LR AT L& A A KB R ¥ THF R ™ £ 5 iE A4 PDGF-B
B Ae b AR FAP hPDGF-B 4646 I K 304K A B S 47 | PDGF-BB I A %% HepG2 m fitu3% 78 e9 4R st 4E Al . 45 R R =,
Trx-PDGF-B T 0% G 1E 4 %K % % PDGF-B A G 64| & RBEF 09 F %, AR ETRGETRBET —FF
oy B3k
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PDGF-B immunogen preparation and the suppressive effect
of anti-PDGF-B ascite antibody on the proliferation of
hepG2 cells
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Abstract: To observe the immunogenicity of hPDGF-B immunogens that were synthesized with the fusional expression
vector pET28-Trx and to test the suppressive effect of these specific antibodies induced by both of immunogens on
proliferation of human HepG2 hepatoma cells. First, we chose 2 antigenic epitopes hPDGF-BA103-118aa and
hPDGF-BA152-167aa from human PDGF-B and inserted these 2 coding regions into the empty vector plasmid pET28-Trx,
separately. Second, mice were immunized with purified recombinant proteins to generate polyclonal antibody. Then we
intraperitoneally injected mice bearing hepatoma 22 (H22) tumor cells to prepare antibody ascites. ELISA and Western blot
were used to detect the titer and the utility of the antibody, respectively. Finally, HepG2 cells were exposed to PDGF-BB
protein or anti-PDGF-B ascite antibody in different dilution concentrations groups and the proliferation of HepG2 cells was
quantified by CCK8 assay. As the results, we identified mice that could produce high drop of neutralizing antibodies against
hPDGF-B induced by both two recombinant proteins. Two anti-PDGF-B ascite antibodies could markedly inhibit the
proliferation of HepG2 cells by blocking the stimulating effect of PDGF-BB protein. Our results suggest that Trx-PDGF-B
recombinant protein as immunogen provides a new method for the preparation of PDGF-B vaccine, and also a new ideafor the
treatment of hepatocellular carcinomain clinical practice.

Keywords: hepatocellular carcinoma (HCC), PDGF-B, polyclonal antibody, cytokine vaccine

JF 40 ffid%  (Hepatocellular carcinoma, HCC) BB A0 3 R R R Rl S 70— R A, 5 /MR AT A

S B U P D e e P IV I eE L A e )
AT R, fFRFRE . Wik R, &
F TR E KRB R GRS, IHIRIBITRCR
FEABIAR DA R 25 R e K 1 A P R
()53 FN A B AL EDZ B AR, AR 2
TTE e A 2k R T b VR E 5 DR AT R 56
e, BHWTAE A P 5 32 AR 4 A BAE AT se 72 i
IR 7 RS — Tk
MM AT A A K F (Platelet-derived growth
factor PDGF) J& 30 Z4FHI AR /M Hh 4325 13
KMRRAERK AT, FEATE 4 A E R 2 ik
PDGF-A. B, C, D, fl PDGF £kt —

&: 010-64807509

KK FZIK (Patdet-derived growth factor
receptor PDGFR) 454 & #EAH I ) A 228001
Doolittle 45 % Bl PDGF-B %3 [K 55 4% 1A J5 i 75 1)
LA v-sisf 92% [A] R 14 , PDGF-B 5 p28V-sis
SER AL, PDGF-B I il i 5 iy
ZARGE G, BIEARNL A NG S R, =
oA Mk s 78 5 R ORI B R
PDGF-AA., PDGFAB, PDGF-BB. PDGF-CC #l
PDGF-DD ', PDGF-BB J& JH[1] Jiz 4 ifd 73 W4 1) 5
FEM T RIRG Y, EME—fEY 3% PDGF 1k
PDGFR-aa . PDGFR-ap & PDGFR-BB 4 1] 254 1)
Gy, R BRSSP S A AR R R
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WA T, IER PR A B 1) PDGF-B, {H
SETE LT 44t & A I PDGF-B (1365 K- ] B,
5 KB PDGF-B 3L /INRAE 6 M H INAT LA &
Mt & AEIFET 4k, 1 H PDGF-B 553 K/ NRUAE
—ZHEHERE (Diethylnitrosamine, DEN) ST,
B AR BE RN B R % A2 HCC, T L g ok J o
Pl RS PDGF-B 5T 1 & A & R
YA, BT PDGF-B Al GE#E HCC AT J7 Tl
BAG—ES TR

H A PR 418 hPDGF-B 43171 5 Hi A= 9y
=3 P VIR 6 i S B 45 e A B Bl Rk
K pET28-Trx 1, HEAFSILHER RS HE, %
FIRTFAb A B O R e, E3h e
B, B/ 7 445 hPDGF-B B4 SvERUIA,
WX N HepG2 4 it 3 5 g Ml VE .
PDGF-B &1 I E K HCC JRITIRRF Al 17

wit.

1 MBEFE

1.1 HE#h. FREL. MBER ST EY

E. coli BL21(DE3). pGEM-T #/4& . pET-28a(+)
JkL, pET-28a-Trx Jiiki . AJFEA R HepG2
BIRA SIS S R AE s P R B/ B VP 2258 K
FEAEBE S LSt
12 FZEiXF

FRAIPEN VIR (Pst] . BamH I . Xho I
Ndel). T4 DNA JE#f . PCR 5. Bk DNA
G BRSO I A TakaRa AW T
BORE)VARAR; sIRE2AEN . 3 IRA TS

5], DMSO. CCK8. R [ Sigma/Al;
NEH MK F PDGF-BB I H R&D 74l ;
pET28-PDGF-B i £H £ |1 F 4 55 5 = i 0+ I
F#ik; Histag HiiAl H Abcam A H]; HRP Bt
AAbPmgpric il ~EHt/M R 190G W A EarthOx 23w .
13 5%t

FIH] Primer5 #4153 hPDGF-BA103-118 #
hPDGF-BA152-167 4t )55 14, 5 | W75 I3 1.
51¥H TaKaRa A w4

14 FHitFESH

G SPSS 19.0 #HF 1450, P<0.05
FORAGITFE L A T TR R
BbrifE 2 (X +s) F£on; 4R H R A
LSD-t kriidi; SRAHEE 25047 (One Way
ANOVA) Xt Z 2HFEA 84T LA

15 hPDGF-B % & RAYH| &
1.5.1 hPDGF-B #i R KM

i 2 [ 2 SCHER AN AR B A i 2R o T A 14
(http://ailab.ist.psu.edu/bcpred/predict.html 78 £k T
), 4%t hPDGF-B 5 PDGFR YRR, 3T
Bt 16 P2 LR AR, B VFEISRRLIDRTNANF
(16AA, 103 fii 2| 118 {37 )Fl QVRKIEIVRKKPIFKK
(16AA, 152 1 F] 167 if), #rvic iy hPDGF-BA103-118
# hPDGF-BA152-167.
1.5.2 hPDGF-BA103-118 #ll hPDGF-BA152-167
4 PP 51 1Y 3 R

RH PCR BARLUE R A SEHE L cDNA S
435414 hPDGF-BA103-118 il hPDGF-BA152-167 %
)75, DNA 51#)¥5 3%k 1. Hr hPDGF-

% 1 hPDGF-BA103-118 1 hPDGF-BA152-167 #5813 | ¥ HER FF 5 &
Tablel Primersused for expanding hPDGF-BA103-118 and hPDGF-BA152-167

Primer name Primer sequence (5'-3) Size (bp)
hPDGF-BA103-118 F CCCTCGAGGTGTTCGAGATCTCCCGGC 65
hPDGF-BA103-118 R CCCGGATCCGAAGTTGGCGTTGGTGCGG 65
hPDGF-BA152-167 F CCCTCGAGCAGGTGAGGTGAGAAAGATT 65
hPDGF-BA152-167 R CCCGGATCCCTTCTTAAAGATTGGCTTCTTC 65

http://journals.im.ac.cn/cjbcn
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BA103-118 1F il hPDGF-BA152-167 1F f 5543
HEIA Pst 1 EEVI{ 4, hPDGF-BA103-118 1R il
hPDGF-BA152-167 1R 1 3" 435151 A BamH T fiff
PIfi i . PCR 434K 2342k 65 bp.
1.5.3 hPDGF-BA103-118 #1 hPDGF-BA152-167
JR %R IR EAR I

RGBS hPDGF-BA103-118 FiI
hPDGF-BA152-167 JE[A 5 Br4: PCR yHyInlAciatnl &
afift,, 5 pGEM-T #ikiE, ZrifEffik,. PCR 4"
W R FERMFSE (ETAY TR () BER
o] . BREEBAYE RS, pGEM-T/hPDGF-BA103-118
1 pGEM-T/hPDGF-BA152-167 L)) Pt [ il BamH [ X
Mg, I aife s, 5 R BER) pET28-Trx
FIRBARTE TA DNA EHEIEER T ¥ 1k E. coli
DH5a §" 4, Nde I +Xho [ XUEFVIW AL 4 h, HEEY)
TR AT B R A B S FEL K R LRI DU Y, A T R
A TR A IE A
154 BEHAEOWIEZRRIE KL

Pk HU pET28-Trx-hPDGF-BA103-118 il
PET28-Trx-hPDGF-BA152-167 fH{%: E. coli BL21(DE3)
7 B HE v, IPTG S RXHMEN,
SDS-PAGE %7, MEATLHMFEN; Kiihs
F Ik pET28-Trx-hPDGF-BA103-118 # 41 4K 11 Fll
PET28-Trx-hPDGF-BA152-167 # £H & 11 43 1) 18 it
Ni-NTA #fifk., 2ifb/58EF 530015y 6xhis Trx-
hPDGF-BA103-118  2H # [1 1l 6xhis Trx-hPDGF-
BA152-167 B4 H -

1.6 hPDGF-B #{ka) il & R 4k
1.6.1 P

W 4 SRS i B BRI /NER 15 1, B AL
6xhis Trx-hPDGF-BA103-118 T 4 % [ f 2 2H |
6xhis Trx-hPDGF-BA152-167 & 414 [ i 20 X
XL 45 5 H MG BT AR Al hPDGF-B 41 &
A3 S o e w4 10 1 R A, R
5] e FUAb I I VS A N B TR A4 0.2 mL,

&: 010-64807509

YRRZH ST PBS W 0.2 mL; 2 JEJGE, W MFh

hPDGF-B E 413 H Al 5 s A ekl 101

LR A, se4FUb)E 5 /N RES 0.2mL, Xf
WEZH T 5 PBS W 0.2 mL, 4 2 iy —w; LU
Jo BB L Ao e R R I i, LA ELISA
25 hPDGF-B Hi A4 i .
1.6.2 ELISA J5 A /) B & T A3 o
JR A% F ik ) PDGF-B #H 4 & A& &5 %
20 ng/fLALwE 96 FLEGbRAR , A 5K b ik BUR i
Tt F 10%I 2 I 775 /PB ST i BRI 14— 5 1Y HL 491
BeIm, S—fURBEEL N 10 200, MKIRAS LR RS,
B Ja — L BATEXT BE, LA HRP SRR 1 A AL W B b
AT 19G Zht (11 5000) TR,
0 8 e A ALK UM AR 40 A R i €5 B YR 25 1R
5 min [a] 45 SV AL IMAZ LR C 1%, W4
FLEI I PR TR .
1.6.3 hPDGF-B £ iREHLMARE K A i & Fnstifh
T8 /I B H22 98 48 I i, 6xhis Trx-hPDGF-
BA103-118 2] & [1 £ 4 S 6xhis Trx-hPDGF-

BA152-167 B4 I L P TIARTR 77k 1 0 8 000

DL s FAE R /K AR H22 Mk B 1207 AN/mL
¥ H22 4R 0.5 mL/ i 7 i A e it i
NI s TEA H22 4ifl)E 7 d 24, /DA
B IR, E R B, iR, KE
TCHEBE, X BRI BURS # K — ER S BIE R o B
INERUIR KN BRARFESH U K, 345 PDGF-B £

PUiyg M2 HhihEK, b3 ELISA A/ P
B, T AMUZ BT IEIE K s 4 °C . 12 000 r/min

B0 15 min, ICEE BIE, RS RE KRR R
HoE TR R gk i A M K P Ak, b aaifb s my
PUiOE SRR SS, ELISA Jr ik 4l Ak i K oA
A 5 LR
1.6.4 Western blotting I IEALIE K itk 5
PDGF-B W45 & REJ1

WS ) Al AR I K 28 3 ELISA K 55 A w8 i i
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ik, B®FERIEH S PDGF-B 45467, b
FEE % $% pET28-PDGF-B H 40 A , i o il FE
HLyk, 5, 10 %R BEIR Wk B0 2 h, 435
IMA—¥HT Anti-hPDGF-BA103-118 4fifk i /K 41 14
(1:500), Anti-hPDGF-BA152-167 Ziifk i /K14
(1:500) J His-tag #ifk (1:1000),4 CHEF it
B, A A Z i 4t/ 19G (1 0 10 000) F
37 CW#HF 1 h, ECL b2kt &R 6, RH
i R I RE MR (32 E GE Amersham Imager
600; %15 AI600) “RAEH M5 EIR .

1.7 hPDGF-B ikt BT HepG2 ARG TE HY
HIHIMER
1.7.1 PDGF-BB Xf A i HepG2 4 M5 f 2 nr

B $cA: K9 HepG2 41 g, LA%EAL 1x10° 4>
L FEAN T 96 fLM, H&fLAN 150 pL, JA FEILLI
WA PBS, BT 37 C. 1% 5% CO,. 1ANEER
M FRAR R R L4 O DMEM
4 ; @1 ng/mL PDGF-BB 4] ; ®2 ng/mL PDGF-BB
4l ; @4 ng/mL PDGF-BB 41 ; 8 ng/mL PDGF-BB
4H; ©16 ng/mL PDGF-BB 41, f4Hi% 5 1ME 1L ;
MpE4ERh 24 h 5, FBEGPA S BIIAAR R G TR 5L,
YkLERE SR 48 h; 48 h J5 AL A CCK-8 ¥ 10 pL,
AkLL3E R 1-2 hy TEREAR I F 5 FLIOB EMH
M P 450 nm, X CCK-8 5L 3k, il
S5 T2 A a3 7 i £k
1.7.2 hPDGF-B Hixt iF# HepG2 41 a3 7H
WHIER

4ha F—S2Iesk R, PDGF-BB WeETE 4 ng/mL
X HepG2 4 ffl {2 4 46 5 1 e vt , i PDGF-BB ¥k
JEE R 4 ng/mL; BOH A KU HepG2 4l it
1L 1x 1034 il ffa g T 96 FLAR L 4L 150 pL,
JAFEFLWMA PBS, & T 37 C. 1% 5% CO,. 1
IR EE A s SR rh s 97 Ll s O
% DMEM #H; @4 ng/mL PDGF-BB £H : 535 i
A hPDGF-BB 4 ng/mL; ®Anti-hPDGF-BA103-118

http://journals.im.ac.cn/cjbcn

aifp K FIAA (1 10 1R, 4 15250 R,
@PDGF-BB + Anti-hPDGF-BA103-118 #i fk. Jiff 7k
ikl (HEFRWhIEIE A PDGF-BB 4 ng/mL F
3FARFEMBEE (1 10 4, 4 f5R5IFRE) M/
f PDGF-B 4lifb i /K Hti4); G©Anti-hPDGF-BA152-
167 4ifbEKBUIALE (1: 10 B, 4 15 R9FE);
®PDGF-BB + Anti-hPDGF- BA152-167 #ifk 5 /K
ikl (HEFRWhEIE A PDGF-BB 4 ng/mL F
IFARRIFRE (1110 &y, 4fERFNFER) 1/
i PDGF-B 4lifb i /K Hiihk); D3 FlA [F]H #8 B
(1: 10%h, 4M5RIERE) Trx brikdl, S4B 514
AL difadEFh 24 h 5, $& IS5 AR TR
BRFRHE, AkZLiGSE 48h; 48 h 5 RfLINA CCK-8
VW10 pL, 4RER59E 1-2 hy LEREAR Y EIE A
UGS, MK 450 nm, & CCK-8 5L
3K, O SEGh I 40 8 A £

2 HERSAM

21 pET28-Trx-hPDGF-BA103-118 #1 pET28-
Trx-hPDGF-BA152-167 [R#Z R iA F kA2

K PCREGAR LLIE # AR SEE 41 cDNA S
Ml 7 B 65 bp ) hPDGF-BA103-118 il
hPDGF-BA152-167 #ifih /741 (& 1A), =4 kL
PET28-Trx-hPDGF-BA103-118 Fl pET28-Trx-hPDGF-
BA152-167 Z Nhe I Al Xho [ XUV , Witk =9
2B R Tk AT UL 394 bp fEY) A BE (1 1B); Sk
PRI e 445 S TR A

2.2 6xhis Trx-hPDGF-BA103-118 X 6xhis
Trx-hPDGF-BA152-167 EHAE A E#ZKRIE
Fpargla

T 4H Jioki pET28-Trx-hPDGF-BA103-118 Al

PET28-Trx-hPDGF-BA152-167 L) K X} B 25 J5i K
PET28 1k A BL21(DE3) /& A 40@, W H LB
2 A M AR K TR R 2, PRI S I TR VR A
R RPIPE LB Wik A b REd 15 mA
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IPTG i 551k, 12% SDS-PAGE A L% 16.3 kDa
f) 6xhis Trx-hPDGF-BA103-118 i # & 1 Fll
16.4 kDa 1] 6xhis Trx-hPDGF-BA152-167 T 40 14
ik 47 ; BL21(DE3)-pET28-Trx-hPDGF-BA103-118
1 BL21(DE3)-pET28-Trx-hPDGF-BA152-167 %
R4 Ni-NTA 2lifb )5 aT ULAR R /N0 2 41 2R

itk s (8 2).

2.3 ELISAENE M;EhPDGF-B ki E 4 R
4351 ] 6xhis Trx-hPDGF-BA103-118 & 2 & |1

1 6xhis Trx-hPDGF-BA152-167 & 2H & [ f /)N

R, 3 7 A o 26 2 1 B /DN BRUS B BE AR PRugh ik

#|1:8000, IMiHAIMZERE/N (2K 3),

A bp B bp kDa M 1 2 3 4 5
y et 5
10 000 116.0— — B L
66.2— === .
3 000 e
250 45.0— 5
200
150 35.0— =

1 000
100

500
50—

IR (TT CRmaCaee

100

1 BRERMTBREHLHRKAL PCR MEGTILE
Fig. 1 Amplification products of target genes and
identification of the recombinant plasmids by PCR and
restriction enzyme analysis. (A) Amplification products
of hPDGF-BA103-118 and hPDGF-BA152-167 gene with
PCR. M: 50 bp Ladder DNA marker; 1, 2:
PDGF-BA103-118 and hPDGF- BA152-167 amplified
fragments. (B) ldentification of the recombinant plasmids
pPET28-Trx-hPDGF-BA103-118 and pET28-Trx-hPDGF-
BA152-167 by PCR and restriction enzyme analysis. M:
DNA ladder mix; 1-3: PpET28-Trx, pET28-Trx-
hPDGF-BA103-118, pET28-Trx-hPDGF-BA152-167.

25.0_ R i !
18.4— - &
s .—""

El 2 SDS-PAGE 4 #i4k{L i /F &9 6xhis Trx-hPDGF-
BA103-118 X 6xhis Trx-hPDGF-BA152-167 E4HEH
Fig. 2 SDS-PAGE analysis of expressed and purified
6xhis Trx-hPDGF-BA103-118 and 6xhis Trx-hPDGF-
BA152-167 proteins. M: unstained protein marker; 1:
pPET28-E. coli BL21(DE3); 2: pET28-Trx-PDGF103-
118-E. coli BL21(DE3); 3: pET28-Trx-PDGF103-118
(purified by Ni-NTA); 4: pET28-Trx-PDGF152-167-E. coli
BL21(DE3); 5: pET28-Trx-PDGF152-167 (purified by
Ni-NTA).

% 2 6xhisTrx-hPDGF-BA103-118 EHE R R & /MR MFHIK#HE (pET28-PDGF-B EHEH 1))
Table 2 pET28-PDGF-B recombinant protein detected antibody titers in 6xhis Trx-hPDGF-BA103-118 mice

401

antisera
Groups Number First immunization Second immunity Third immunization

1 1:800 1:3 200 1:12 800
2 1:800 1:3 200 1:12 800

6xhis Trx-NPDGF-BA103-118 3 1:800 1:6 400 1:25 600

recombinant protein group

4 1:400 1:3 200 1:12 800
5 1:200 1:3 200 1:6 400

&: 010-64807509 B<: cjb@im.ac.cn
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% 3 6xhisTrx-hPDGF-BA152-167 EHE R B/ RMEBHINEE (pET28-PDGF-B EHE R &1R)

Table3 pET28-PDGF-B recombinant protein detected antibody titersin 6xhis Trx-hPDGF-BA152-167 mice antisera

Groups Number First immunization Second immunity Third immunization
1 1:200 1:6 400 1:25 600
6xhis 2 1:800 1:1 600 1:6 400
Trx-hPDGF-BA152-167 3 1:200 1:6 400 1:25 600
recombinant protein group 4 1:400 1:3 200 1:12 800
5 1:400 1:1 600 1:25 600
1 2 3

2.4 I & F 4L hPDGF-B Bk ik
2.4.1 ELISA & hPDGF-B 4tk JG KT
RS R

4f 1k J5  Anti-hPDGFA103-118 4 1 Anti-
hPDGFA152-167 ZH /K BT BE 11431 1 © 16 000
Vb, BB HANPURHE (& 4).
2.4.2 Western blotting B-iF hPDGF-B Zii{LjiE /K
ERES TR

Western blotting 46 & B, PiFf hPDGF-B
afifb KTtk (1: 500) ¥JREFI pET28-PDGF-B
EHEA KA, 78 33 kDa kb ] I PDGF-B &
HEE 54 . 4k )5 1 hPDGF-B i K ik ] LA 5
E2 4 PDGF-B 454, AT s (& 3).

2.5 PDGF-BB XfAf i HepG2 ZH i 15 58 Y 12 i3
ER

CCK-8 s 45 R g7k, PDGF-BB X} HepG2 4
TS, PDGF-BB 4545 2H 55 %) B AH
L, A ARS A ORI el (P<0.05). 3&5# Hh
4B/ PDGF-BB 24t 58 i /E 5 AR R Fuk
TR, 4 ng/mL WeEERHE R (14 4).
* 4 YA /E Anti-hPDGFA103-118 4B #1 Anti-

hPDGFA152-167 A7k iniAi#E (PET28-PDGF-B E4H

E4=R300)
Table 4 pET28-PDGF-B recombinant protein detected
ascite antibody titers of Anti-hPDGFA103-118 and

Anti-hPDGFA152-167 groups before and  after
purification
Groups Anti-h?DGFAlOS- Anti-hPDGFA152-167
118 antibody group antibody group

Non purified 1:8 000 1: 8000

group

Purified 1:16 000 1:32 000

group

http://journals.im.ac.cn/cjbcn

PDGE-B | siwrasss qewans. WM — 33 kDa

3 Western blotting #2445 89 hPDGF-B fg 7k
Hiik5 pET28-PDGF-B EAEHME SR

Fig. 3 Western blotting analysis of purified hPDGF-B
ascites antibody responses to pET28-PDGF-B proteins. 1:
anti-hPDGFA103-118 antibody; 2: anti-hPDGFA152-167
antibody; 3: Histag antibody.

0.8

<
>
;

OD,,, value
<
.

o
o
!

0 l 2 3 4 5 6 7 8 9 l'()lll II2I‘31I4]|5I‘6
PDGF-BB dose (ng/mL)
4 PDGF-BB 3t HepG2 4fi ft 1% 58 A9 52 Ml
Fig. 4 Positive effect of PDGF-BB on HepG2 cells
proliferation. Compared with the control group, the

growth rate of the HepG2 cells was obviously accelerated
in different PDGF-BB concentration groups (P<0.05).

2.6 hPDGF-B R /K #{AXf BT &z HepG2 41 A1
SE R0 I 4E A

CCK-8 fril &5 K &8, 4 ng/mL PDGF-BB 41
At B ZHAH HCBH B HepG2 40 ok 4, [=] s 5 A
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PDGF-B 4lifL /K HL A REW] AN PDGF-BB BT I4FE A4 I/E R 21 1A 22 5 A7 & gt it
R AMIE S, BEEDUAME R, WA S (P<0.05) (% 5).

% 5 hPDGF-B #i{AXt HepG2 4l A3 & 58 B9 52 M
Table5 Inhibitory effect of Anti-hPDGF-B antibodies on HepG2 cell proliferation

Groups Concentration Sample number OD value (A)
Serum-free DMEM 0 5 0.318 3+0.026 0
PDGF-BB 4 ng/mL 5 0.554 9+0.028 6
Anti-hPDGF-BA103-118 antibody 1:10 dilution 5 0.200 3£0.014 4A
1:40 dilution 5 0.234 3£0.018 4A
1:160 dilution 5 0.302 3+0.011 0
PDGF-BB + Anti-hPDGF-BA103-118 antibody 1:10 dilution 5 0.300 3+£0.019 0AA
1:40 dilution 5 0.335 1+0.019 8AA
1:160 dilution 5 0.497 4+0.009 0
Anti-hPDGF-BA152-167 antibody 1:10 dilution 5 0.202 3£0.013 7A
1:40 dilution 5 0.212 5+0.002 0A
1:160 dilution 5 0.304 3+0.006 7
PDGF-BB + Anti-hPDGF-BA152-167 antibody 1:10 dilution 5 0.292 3+0.010 1AA
1:40 dilution 5 0.339 1+0.012 1AA
1:160 dilution 5 0.466 2+0.014 8
Anti-Trx-antibody 1:10 dilution 5 0.313 1+0.023 7
1:40 dilution 5 0.332 1+0.016 0
1:160 dilution 5 0.326 3+0.025 4

Compared with serum-free medium group, AP<0.05; compared with 4 ng/mL PDGF-BB group, AP<0.05.

0.8
=1 Control

mm PDGEF-BB

== Anti-hPDGF-BA103-118 ascite antibody
Anti-hPDGF-BA103-118 ascite antibody
and PDGF-BB

& Anti-hPDGF-BA152-167 ascite antibody

- Anti-hPDGF-BA152-167 ascite antibody

and PDGF-BB

) Anti-trx ascite antibody

0.6+

0.4+

0D, value

0.2}

0.0L

Anti-hPDGF-B ascite antibody (dilution)

B 5 hPDGF-B #ifkx HepG2 4 Al & 5& Y 5

Fig. 5 Inhibitory effect of Anti-hPDGF-B antibodies on HepG2 cell proliferation. Compared with serum-free medium
group, the growth rate of the HepG2 cells was obviously inhibited in Anti-hPDGF-BA103-118 antibody groups (1:10
dilution and 1:40 dilution) and Anti-hPDGF-BA152-167 antibody groups (1:10 dilution and 1:40 dilution; P<0.05).
Compared with 4 ng/mL PDGF-BB group, the growth rate of the HepG2 cells was obviously inhibited in
PDGF-BB+Anti-hPDGF-BA103-118 antibody groups (1:10 dilution and 1:40 dilution) and PDGF-BB+Anti-hPDGF-
BA152-167 antibody groups (1:10 dilution and 1:40 dilution; P<0.05).
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3 itk

4 M (HCC)J2 B U A it P JHF
PEREE, BTRMRRE . WIS L RRE . FARK
KRBTSR R AL, TP R R 7 R8CR
FERAL, SRR I VI SRR A BOR YT
Jiidis

PDGF 1E A1 30 R4 SRR A KA
T, BRI R — P EE A 20 2T,
FEAE T UL AN . i LA . o
YMISE. BEHFRAIRA, K3 PDGF & 5
S ARG, WG R T . T KA.
A, BT X5 2R R A B UTAE OG, dn
defe . O LT YRAL . 25 . B R
5 pi g 200N PDGE M HLsz M 4 5 B 22 ik 2
JipE w WL RRIE Z — , fER R . B . S5 .
B . BRARIE . BT IRE . MR S R A
T Fp A AT G ) 5 ek K 9 PDGF B Hiaz 118
5% & B PDGF 5 HAZ RS54 J5 vl i 32 1A B 2 IR
VRS DTS A N 2 5505 5 i R E v
FEE L A - I A S A AR,
A3 ) 55 43 0 B T XA ol A AU A A AR
A48 200 i A SR TR A A B RN R AR M TR
PDGF A] fig 3 %55 12k 3 /N7 11 F Mg 1) & A= A
R I ANNE B 3 WA O A B
TR E . Ak E N AMIF ST K B PDGF
TERHER A LR | R R B A% 3 P AT e e #  EA
S 3R T PDGF M H 32 /K TT BE A o i
JEIRTT R

9 ) & AR R R S Z R A i R A 56, T
HW R 2 %550, Wl 7ey7 oM ez iz
] e P e A VAT I O YR R R . H AT
XF TR B R I R B Bk = A L A RIRYT
Jide, BARZHE AL ZBIEEI R PR e ik
Xof T 2 TR VA T R 22 S T 1 73 A T YA e 1) 900+ £ P
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I SE KT IR T R A A (AR T
s s, T HAE 250 FE b A e A 2 1 B AR
BRI T AR IR ERN . 25T PDGF 7EJi
Jed AN ML B 0 SRR L AR I A B KT R 4 e
OAEEIPE R, AT A D ZE W5 I & Ak
il 4 M RRBHIKT PDGF 125 sk F B .
X B 5|52 4 FH T PDGF/PDGFR {5518 J& 4 A X
EEOR, mHAREs R EZMREERIER, frak
e] SCHk 2 BE PDGF-B AL T HoAth LA S0 70 25+
FEICONEAE, T EAE P 0 R A R TR R R &
FEEEMER, RATA T K PDGF-B
A BB . HATBHWT PDGF {555 %19
Ik EEASLAUUE . DNA &R 7. PDGF Al %
R BN ERER 2o BiiR 20 il K RN 2|
SR THEORMER K, s m & BRI RSN
ME DL I R HE T o A E T b R JL AR BH B
PDGF {5 5 7%, 4 M D i 3 2o R
TRRUGE L R IBFF RIS, LA 4 R 5
PE PDGF Hitfhk, Aos#ea B esh LN A, W
ANy s BN R OS5 T HL L Y AR Bl 4 S 5
% B2 R DR 5 AN 23 3 kG Al T R A R
i, [Ntk PDGF-B FE M A IRYT msk . HilVE 7k &y
B fEAE . AR ASEICRT L,
JE T A R A I DR 1 i 5

ARSI 1 PDGF-B 8412 (H Fah Sy ()
2, FE LA =4 hPDGF-B $ifk , W28 hPDGF-B
oS i HepG2 4 i3 7 i i I VE T, B 7E 45
157 PDGF-B ¥ 1 # 72 % B r PDGF/PDGFR {55 %%
SE HCC AT By AT AT o S5 v e FH i 480k 2
FIRlG R AR BRRE N R IR IR, HAER
ki vl e e Rk AT A H i s, B
Wi pET28-Trx 25 #RRLE R 8A, 10 b 4351
A 2 Bk B PDGF-B [ XS4 iS 751, 2454
Fikaifb 1 Wi Fh B 4 & 1 6xhis Trx-hPDGF-
BA103-118 F1 6xhis Trx-hPDGF-BA152-167, iffij:)



SEIEE %/ PDGF-B SR IRAIFISE R EIEKFIE HepG2 HIIEIARIZZ NN

F g e /N R 4% IF 4l kil 2 Fl PDGF-B £
vEREPUIA, Ak 5 I K BUIATR EE R ik 1 0 16 000
PLE, T HBUARRE S LS A PDGF-B LB, TIE
WA EAE RS R RN, Eat
CCK8 s k¥ 2 Fh PDGF-B 4iifk i /K Hit &
(=1 A0FWRERE) mT A 254 PDGF-BB X HepG2
I PR VR . BRSO 25 R R 6xhis
Trx-hPDGF-BA103-118 & 6xhis Trx-hPDGF-BA152-
167 WAE M HA RGN RRERM, HAE sk
JE T LAS RN BT AR = T B 1 PDGF-B Hp A
Pk, i H PDGF-B “lifb i Kbtk HA Ky
FNEE, FAANE PDGF-BB X 4i A1 5 iy
TEHER, X AR AR RA A G H PDGF-B 4%
HERHE TR, oI IR | HCC BTR YT F it
T —RloHr ) S
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