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HCV *
200433
hepatitis C virus HCV PCX B3
GZ SL3261 pWR PCX
6 -GZ-PCX IgG 1:200 3
1:800  1:25 600 SL3261
-GZ-PCX slgA  GZ-PCX
DTH
HCV
HCV
Q781 A 0001-6209 2000 05-0495-99
HCV 5 T B HCV
1 B_
SL3261 pWR PCX HCV
1
1.1
1.1.1 pWR450-1 pWR PCX

LB5000 SL3261 Stanford Stocker B A

* 39780002
1969 —

! 200433
2 510515
1999-04-05 1999-06-07
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1.1.2 HRP- IgA LPS BSA Sigma
HRP- IgG HRP- IgG HRP- IgG ConA PHA-M
GZ-PCX GZ 2 SH Amersham
1.1.3 ICR 6
17~2l1g 2~2.5kg 5~10 4~5
1.2
1.2.1 pWR450-1  pWR PCX LB5000
SL3261 SL3261
pWR450—1  SL3261 pWR PCX LB
1.2.2 3
1 < 108CFU 2x10°CFU 024 2
1.2.3 1 -GZ-PCX IgG ELISA 3
GZ-PCX HRP- HRP- IgG 1:10 000 2
-GZ-PCX IgA ELISA GZ-PCX HRP-
IgA  1:1000 3 sIgA 10cm
0.8mL PBS HRP- IgA 4 -
LPS IgG LPS HRP- HRP- IgG
1.2.4 1 LTT 3H-TdR 4
2mL 24 0.9mL RPMI-1640
100pL 3 GZ-PCX 10pmol L 37C
72h 2~3 16h 2pul. *H-TdR
40pL Smin 3mL 5%
TCA 3mL 80°C 4g PPO +
0.04g POPOP L SmL .S-6500 CPM 2
DTH 4 GZ-PCX
10pg 50pg
1.2.5 4
2
2.1 SL3261 pWR PCX
12% SDS-PAGE GZ-PCX SL3261 GZ-
PCX 10% ~ 15% GZ
2.2 -GZ-PCX IgG

SL3261 pWR PCX
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1:800  1:25 600 12

4 -GZ-PCX IgG
P<0.001
0.30 0.35 S
0T _g—s13261 (pWR/PCX) 0300 4 g‘[gzz?l(PWWPCX)
0.25 —a—SL3261 (pWR 450-1) e N
—— 513261 0.25F  (pWR 450-1)
020k | —e—s13261 1'\'.
1 —o—Blank £0.20 -
20.15r g —8— Blank
= < 0.15
0.101
0.05F
0
1 2 3 4 5 6 7 8
t/ Week
t/ Week
1 -GZPCX 1gG 2 -GZ-PCX IgG
Fig.1 Detection of anti-GZ-PCX IgG in the sera 1:6400

of immunized mice sera 1:100 dilution

Fig.2 Detection of anti-GZ-PCX IgG in the sera

of immunized rabbits sera 1:6400 dilution

2.3 -GZ-PCX IgA

SL3261 pWR PCX -GZ-PCX IgA
P<0.05

2.4 -GZ-PCX sIgA 0.9

8'3 M Rabbit

0:6 O Mouse
sIgA SL3261 pWR PCX zos

P<0.05 T o3 L

L

2.5 -LPS IgG 0 -
SL3261 SL 3261 S13261 Blank #8 Group
(pWR/PCX)  (pWR 450-1)
"LPS P< 3 ’ o - ’
0.05 <o0.01 3 . . e T .
Fig.3 Detection of anti-LPS IgG in immunized
2.6 rabbits and mice sera 1:100 dilution
2.6.1 LTT GZ-PCX
256.0% 95.8% P<
0.05 139.8% 102.6%
2.6.2 DTH 4 DTH
SLL3261 SL3261 pWR PCX SL3261 pWR450-1 SL3261
P<0.05 12 6 DTH

2.7
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1 GZ-PCX DTH 9
Table 1 Delayed type hypersensitivity reactions induced by GZ-PCX

antigen in immunized mice at week 9

Group n + + + + -
SL3261 pWR PCX 6 2 3
SL3261 pWR450-1 5 2 1
SL3261 3 1
Blank 5 5
+ + Significant swollen + Swollen * Slight swollen — No swollen
2 GZ-PCX DTH 4 9
Table 2 Delayed type hypersensitivity reactions induced by GZ-PCX
antigen in immunized rabbits at week 4 and week 9
G week 4 1°d Week 9 1°d Week 9 2°d
5rou
P Diameter mm Mean mm Diameter mm Mean mm Diameter mm Mean mm
SL3261 pWR PCX 55505 4.0 612806 6.3 410857 6.7
SL3261 pWR450-1 0155108 5.6 408125 5.8 55410 10 6.7
SL3261 500 1.7 000 0 000 0
Blank 0000 0 0000 0 0000 0
2.8
3
WHO
HCV
HCV
HCV HCV 5 TB
HCV P5 P6 P2
GZ-PCX HC
GZ HCV
1
HCV SL3261 pWR PCX
GZ-PCX IgG  IgA  -LPS IgG
GZ-PCX DTH
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slgA
HCV

DNA
37 PCX
SL3261 GZ-PCX

1999 39 3 87~90.
1999 37 4 551~554.
. 1996 36 3 234~236.
Huang J] S Wang CC Ren DM et al.] Med Col PLA 1997 12 2 166~171.
Darji A Guzman C A Geratel B et al. Cell 1997 91 765~775.
Lowrie D B. Nature Medicine 1998 4 2 147~ 148.
Sizemore D R Branstrom A A Sadoff ] C. Vaccine 1997 15 8 804~807.

~N O B WD

IMMUNE RESPONSES OF A RECOMBINED LIVE SALMONELILA
TYPHIMURIUM SL3261 EXPRESSING A
MULTI-EPITOPE ANTIGEN OF HCV "

Huang Jiansheng Xie Yongmei Zhang Qian Shen Xianrong Ren Daming
School of Life Seience  Fudan University Shanghai 200433

Abstract A multi-epitope antigen gene of hepatitis C virus HCV  was fused to -galactosidase gene
and introduced into attenuated Salmonella typhimurium SL.3261 to construct HCV recombined live
vaccine candidate SI.3261 pWR PCX . When the oral live bacteria were used to immunize mice or
rabbits specific anti-GZ-PCX IgG was detected at week 6 and the strongest antibody responses hap-
pened at week 12 at a titer of 1:800 and 1:25 600 in mice and rabbits respectively which showed
significant difference compared with those of SLL3261 and blank controls. Anti-GZ-PCX sIgA in
mice’ s intestine and anti-LLPS antibody in sera were also detected. The oral live bacteria elicited ob-
vious DTH reaction and proliferation response of peripheral lymphocytes by GZ-PCX antigen. The
body weight of immunized mice slightly decreased but no other toxic effects was observed which
showed the safety of oral immunization. The study of oral live HCV multi-epitope vaccine might be
able to provide a new route for the researches of HCV vaccines.

Key words Hepatitis C virus HCV  Oral live vaccine Multi-epitope antigen Immune response
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