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1 kbR 5 4500, 4 T 80U 5 T -7l D) 45 7 ,
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TEJGEE T AT UL B () TR AU 8 (9 CPE 1 X if
0N o B BE Y L FE FLBE T B gL AR T
B MRS B R T, Il 1 AT L2 80 nm BRIE R B
UKL, 55 20 TR XS B OB B 4106 #E rAd . rAd-Ag85B
PLEUH B RNA #5417 cDNA 4 A%, DL fbpB L4 45 5
PEGIY) Ry 250347 PCR &35 45 5RAE29 1 kb ib 4™ 3

B1 BHRRENFHRSEEER (135000 x)
Fig.1 The TEM photo graph of recombinant adenovirus amplified
135000.

SRR S A (IR ), T rAd U 3% A, 26 W T 40 0% 7%
rAd-Ag85B T LI % 5t H i 3L K. Western blot %% R
137 rAd-Ag85B 7E 35 kDa /N b HY PR R 5 1 f oF
B3t 2575, 0 IR AT, SR W] Ag85B I 7E rAd-Ag85B
I RIE (B 2)

2 rAd-AgSSB %75 E 4
Fig. 2 Analysis of rAd-Ag85B by Western-blot. M. protein
marker; 1. rAd-Ag85B virus; 2. rAd control.
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Fig.3 CD69 expression analysis of T cells by FACS.
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L A B R R R R F 2, 5 rAd X R A B 22
(P <0.01)(El5),
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Fig.4 CD69 expression analysis of each immunized group. Each

bar represents the sample mean (N =6) +S.D. a: P< 0.01.
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BS5 WEMEIGEREER
Fig.5 Lymphocyte proliferation assay of immunized mice. Each bar

represents the sample mean (N=6) +S.D. a: P < 0.01.

2.4 ELISPOT LI 4R

ELISPOT 45 3 7~ rAd-Ag85B fEi% 4% w5 /K -
BT X PPD B 5 22 JIR Y 40 AR 2 25, 5 rAd
AL 22 5 1 % . Hor PPD JI 1) rAd-Ag85B h J3
W TFN-y [ 40 g 2k 260. 0 +24. 60/5 x 10° , £ Jik il i
(9 TFN-y 43 006 40 iy 237. 0 +22. 10/5 x 10° ; ifij [\ k¢
0 TL-4 43 9 40 M2 Sk 30.0 = 8.0/5 x 10° Al
15.0 £1.80/5 x 107, 43 #ih TFN-y 41 il %% B % =5 T 4>
WA IL-4 4 EC (P <0.01) (1 6) , % %5 2H 75 A [F)
SR Z TR S 7R T[] B B 8 R oS, SR B Thl A e

300 a
a
@ 2507 EE PPD/IFNgamma
E] [ PPD/IL-4
5 200 mmm pep/IFNgamma
(]
a @ pep/IL-4
S 150+
(=3
<
S 100t
Q°
& 50t
0
rAdAg85b s.c rAds.c
Groups

6 PEREYHBE ELISPOT X I6 45
Fig. 6 Number of specific cytokine producing spleen cells. Each

bar represents the sample mean (N =6) +S.D. a: P <0.01l.
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Construction of recombinant adenovirus expressing Ag85B of
Mycobacterium bovis and its cellular immunoproperties in mice

L 1# . 1# .1 . 2 . 2 . . 1
Haixia Zhou ", Xiang Chen™, Yan Ji , Weidong Zhou”, Maozhi Hu", Jinlin Huang ,
. . 1 . . 1
Zhiming Pan , Xin’an Jiao °
(' Jiangsu Key Lab of Zoonosis, Yangzhou University, Yangzhou 225009, China)
(? Test Center of Yangzhou University, Yangzhou 225009, China)

Abstract ; [ Objective] We constructed recombinant adenovirus rAd-Ag85B expressing antigen 85B of Mycobacterium bovis
and analyzed cellular immune responses after mice immunization. [ Methods] We amplified the fbpB gene from genomic
DNA of BCG by PCR and cloned into pMD18-T vector for sequence analysis. Then we constructed pDC516-Ag85B and
co-transfected with plasmid pBHGfrtAEL, 3FLP into Ad293 cells by lipofectamine™ 2000. Then we identified the
recombinant Ad-Ag85B virus by RT-PCR, Western blot assay and TEM observation after negative staining. BALB/¢ mice
were subcutaneously immunized with the dose of 10° TCID,, rAd-Ag85B or rAd. Two weeks after immunization, CD69
expression, T lymphocyte proliferation and ELISPOT were detected in spleen cells of immunized mice. [ Results] We
obtained the correct recombinant adenovirus rAd-Ag85B expressed Ag85B antigen. The level of both splenic CD69 * CD4 *
T and CD69 " CD8 " T cells of rAd-Ag85B group were significantly higher than those of rAd control. The SI index of rAd-
Ag85B was much higher than rAd. In ELISPOT assay more IFN-vy specific secreting cell spots other than IL-4 were
detected in rAd-Ag85B group. [ Conclusion | The recombinant adenovirus rAd-Ag85B can induce specific Thl cell
immune responses in mice.

Keywords: Ag85B; Mycobacterium bovis; recombinant adenovirus; IFN-y; CD69
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