4 5 ( ) Vd 42 No.5
2003 9 ACTA SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI Sep 2003

FPIRIF 35 234 1K hZP3 B 40 M 2 A7 iR & ik
) B 5 i T A A

X, B MR, A, R, H B4, Mabit’, Ta’
(L. Bk FARLBEARTS, J & J M 510632
2. PLKFABHEZD RS, TH SN 510275;
3. B RF EF IRA BHAE, J A T M 510632;
4, P LUKFE =M BERR, J A& TN 510630;
5. Bk FEFEAH, AR TN 510632)

pP3 B (BCP)
Bbep §9 BCP. Tricine SDS-PAGE
. . 59 3bep . 6 000
: 59 : :
BCP
3 ; H
: Q786 .\ : 0529-6579 (2003) 05-0070-04
(ZP) 7P3 T T
. 3 ; T ,
(hzP) 3 hZP1. hZP2.
hZP3, WZP3 44 , . ZP3
, ZP3 B T ,
, , Bagavant 7P3 34~
341 hZP3p T
hCP1. 50 nmol L. hCP1 .
, 14 hCP1  WZP3p
. . . B-
, hZP3p
Paterson hZP3 341 ~ 360
: 15 000
. . thZP3. 3
ZP3 , . 19. 19 27 . .
. " Paerson ' CHO WZP3  334~360 .
7P3 (1hZP3) , hZP3 334 ~360 T
1 310 000 , : B
1:100000.  WZP3 (BCP) DNA'Y |
, . DNA 23bep .
* . 2002— 11— 25
(30271370); (010398)

(,1963 ). 5 ; .E-mail:, . caozuowu @yahoo com. cn



5 : WP3 B

71

1
1.1
z3bcep , s
Hyclone , Boster
1.2
L2 1 A&EHW 8 B mAn & 4z 4k & IR £ AR
E A S ; 59
, 1 (z3bep) , 27
OC ,
, PMSF, 5000 g
s 0 ° ~§7(9
1.2.2 %31k Z 4949 Tricine SDS PAGE 4 #7
, Tricine SDS -
PAGE , 3
10 “L, 10 L , 5 min,
( Bio -Rad)
(20 mA) . ,
3~4 5 w=0.05%
R 250 , 1 h,
1.23 #l&#i# PAGE 3,
PAGE
( BCG)
: 5 (No. 1
~5),
: 5 (No. 6~10),
( 0
) 0.2 mL
14, 21, 28 35

35 ,

.24 %% éw}]u&%ﬁh ,

2 2

$=2% H.0: PBS

30 min,
10 mg L BSA /PBS 15
15 .
( ) ,
30 min, PBS , 10 mg/mL
BSA /PBS
IeG (kG HRP) 25 IsG HRP
30 min. PBS , ( DABH:02)
5 ~7 min, , PBS
2
21
z3bep 59 ,
ZP3 :
SDS PAGE ,
Tricine SDS PAGE ,
z3bcp
6000 (1 ),
, ZP3

;._Ei

1 Tricine -SDS -PAGE
FHg 1 Idfection mediun by Tricine -SDS -PAGE
1:
2 z3bep
3: 99

2.2

<



72 ( ) %)

, , ] .
1. 3 , PhaiMingen
s R pAcGP67
. ACNPV
2.3 .
, [7] .
; IeG .
s 7P3 B
, (BCP) DNA  EcoRI  BamHI ,
R pA GP67
( 2 ) , .
, BaculoGold DNA sf9 R
( 3 ). 1, 3 73bep.
s BCP.
BCP 49 R
SDS PAGE
Tricine SDS PAGE R “ +
+ :
2 ( ) R 6 000,
BCP (400X ) . ,
Fig 2 Human zona pellucida (amowhead) reacted Western blot R
with mouse anti -BCP antiserum (400X ) ,
, HRP
3 ( ) (200)
Fig 3 Human zona pellucida ( arowhead) ’
incubated with control serum (200X ) ’
HRP H-0: - (DAB)
3 ?
K]
(BEVS) , °
N— O— . R ? ?

°
2 2

(C)1994-2019 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net



73

5 : WP3 B
5 [2]
. @ \
; @ .
2 2 . [3]
0 H @ [4]
, s [3

[1] RHM S h, MILIAR S E, ROBEY F, et al. Autoimmune
disease of the ovary induced by a ZP3 peptide from the mouse
zona pellucidd J] . J Clin Invest, 1992, 89: 28.

PATERSON M, WILSON M R, MORRIS K D, et, al
Evalution of the contraceptive potential of recombinant human
7P3 and human ZP3 peptides in a primate model: Their
safety and efficacy| J] . Am J Reprod Immunol, 1998, 40.
198.

BAGAVANT H, FUSI F M, BAISCH J, et al Immuno-
genicity and contraceptive potential of a human zona pellucida
3 peptide vaccine[ J] . Biol Reprod, 1997, 56(3) . 764.

) ) , . ZP3 B

DNA [J. ( ), 2000,
21(4): 42.

CAO Z W, YANG L, LIU S L, et al, The expression of a
gene encoding a chimeric peptide of spemm receptor-associated
B-cell epitope| J] . Dev Reprod Biol 2001, 10( suppl. ): 60.

KIDD T M, EMERY V C. The use of baculoviises as
expression vectors [ J]. Applied Biochemistty and
Biotechnology, 1993, 42 137.

[ M].
, 1996: 45—53.

[M] . : , 1990 125— 184.

Studies on the Immunocytochemistry of hZP3 B cell Epitope Chimeric
Peptide Expressed by Baculovirus Expression System

CAO Zuowu', YANG Lin’, ZlﬂNGHuf, LIU Sui z’ing4, XIAO Luarj uan', XIE Oi xuan', WANG Zi 7’teng5
(1. Center for Reproductive Immunology Research, Jinan University, Guangzhou 510632, China;

2. Biopharmaceutical Center, Sun Yatsen University, Guangzhou 510275, China;

3. Department of Physiology, College of Medicine, Jinan University, Guangzhou 510632, China;
4. 3rd Affiliated Hospital, Sun Yatsen University, Guangzhou 510630, China;
5. Department of Ob byn, College of Medicine, Jinan University, Guangzhou 510632, China)

Abstract: To produce the recombinant B cell epitope chimeric peptide (BCP) of human zona pellucida 3 ( hZP3) and

study its immunogenicity and cross reactivity with human zona pellucida, recombinant virus ( z3bep vims) containing
hZP3 BCP DNA fragment was used to infect sf9 cells to express BCP. Tricine SDS PAGE was perfomed to resolve the

specific poduct of small molecular mass. The antiserum against recombinant BCP was produced by immunization of mice.

Immunocytochemical assay was performed to test the cross reactivity of BCP with human zona pellucida. After 59 cells

were infected by the recombinant virus, a specific peptide band was separated from the medium of the z3bep virus -
infected cells by PAGE. The molecular weight of the specific peptide is about 6 000, as compared to the standard
potein. No identical band was observed in the sample of the normal §f9 cells. Immunocytochemical assay showed that

antibody against the specific peptide is specifically bound to the zna pellucida on human $ ovary sections. These results
suggest that the WZP3 BCP gene was successfully expressed in the sf9 cells. The recombinant BCP is antigenic in animals

to induce antibody cross reacted with human zona pellucida.
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