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ABSTRACT Objective: To investigate the significance of Hsp16.3, Ag85B, ESAT6-CFP10, Ag85B-Hsp16.3 and Ag85B-ESAT6 of
Mycobacterium tuberculosis (MTB) in the serological detection. Methods: The five recombinant plasmids (pProEXHTb-Hsp16.3,
pProEXHTa-Ag85B, pProEXHTb-ESAT6-CFP10, pProEXHTa-Ag85B-Hsp16.3 and pProEXHTa-Ag85B-ESAT6) were transfered into
E.coli DH5a , respectively. The five proteins were induced by IPTG and purified by Ni-NTA purification system under denaturing condi-
tion. Following by renaturation of dialysis, the five proteins were used as antigen to detect sera of 22 TB patients, 10 non-TB patients and
6 controls by indirect ELISA. OPD was chromogenic agent, and OD490 were detected. Results: The sensitivities of Hsp16.3, Ag85B,
ESAT6-CFP10, Ag85B-Hsp16.3 and Ag85B-ESATG6 to 22 TB patients were 36.4 %, 90.9 %, 77.3 %, 95.5 %, 100%, respectively, while
the specificity to 16 non-TB patients were 100 %,75 %,100 %,93.8 %,93.8 %, respectively. There was no difference for the ELISA detec-
tion result between ESAT6-CFP10 and Ag85B, Ag85B-Hspl16.3, Ag85B-ESAT6, while there was difference between ESAT6-CFP10
with Hsp16.3 and sputum-smear. Conclusion: Ag85B-Hsp16.3 and Ag85B-ESAT6 could be used as the original selective antigens in de-
tecting MTB by ELISA.
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E 1 I ENEANESREMALERXE: M EEBHSFE; 1 KF
S/ DH5a ;2:pProEXHTb-Hsp16.3 BYFRIE=40;
3:pProEXHTb-Hsp16.3 FI4E{L =4 ;4 : pProEXHTa-Ag85B H)3RiA =
#7;5: pProEXHTa-Ag85B BRI {L =4 ; 6 : pProEXHTa -Ag85B- Hsp16.3
HIRIE =4 ;7 . pProEXHTa -Ag85B- Hsp16.3 By 4hi{k =41 ;
8:pProEXHTa -Ag85B- ESAT6 HyFRZLF=41;9: pProEXHTa -Ag85B-
ESAT6 HI4E{L =4
Fig.1 SDS-PAGE analysis of expressed and purified products: M: Protein
marker; 1: DH5a without induction; 2: expression product of
pProEXHTb-Hsp16.3; 3: purified product of pProEXHTb-Hsp16.3;

4: expression product of pProEXHTa-Ag85B; 5: purified product of
pProEXHTa-Ag85B; 6: expression product of pProEXHTa -Ag85B-
Hsp16.3; 7: purified product of pProEXHTa -Ag85B- Hsp16.3;

8: expression product of pProEXHTa -Ag85B- ESAT6;

9: purified product of pProEXHTa -Ag85B- ESAT6

I FH Bradford 25 11k 2 0 e 3500 45 D045 A Rl R i
ESAT6-CFP10 . Hspl6.3. Ag85B . Ag85B-Hspl6.3 HI Ag85B-
ESAT6 (13 543 514 0.44 mg/ml. 1.13 mg/ml.0.58 mg/ml.0.44
mg/ml.0.49 mg/ml,
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& 2 ESAT6-CFP10 ZEERIFSRIEMANBIKXE M. EAH FE;
1: KiFESH DH5a ;2:pProEXHTb-ESAT6-CFP10 HyFRIAF=41;3 .4:
pProEXHTb-ESAT6-CFP10 B4 1L F=41
Fig.2 SDS-PAGE analysis of expressed and purified ESAT6-CFP10: M:
Protein marker; 1: DHSa  without induction; 2: expression product of

pProEXHTb-ESAT6-CFP10; 3 4: purified product of
pProEXHTb-ESAT6-CFP10
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Hspl16.3 TR AN 22 25 120 4 A 535 77.3 %
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ST G A% X (x2=2.25,0.1<P<0.25) ;ESAT6-CFP10 F
Ag85B-ESAT6 155, 22 I G145 L (x*=3.2,0.05<P<0.
1) ;ESAT6-CFP10 £ Hsp16.3 [b#, 2R A G FE L (X¥*=
7.111,0.005<P<0.01) , %54, ESAT6-CEP10 Fililfs K & F#6 I 45
MR FE T - PRIR A B AR LR (WK 2) , 2R A 4
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Table 1 The ELISA result of all groups with five antigens

antigens
groups total ESAT6-CFP10 Ag85B Ag85B-Hspl6.3 Ag85B-ESAT6 Hspl16.3
(+) (+) (+) (+) (+)
TB patients 22 17(77.3 %) 20(90.9 %) 21(95.5 %) 22(100 %) 8(36.4 %)
non-TB patients 10 10 3 0 0
controls 6 0 1 1 0

Note: "+" is positive cases.

R 2 EimAERBE ESAT6-CFP10 5 Ag85B. Ag85B-Hsp16.3 . Ag85B-ESAT6 ., Hsp16.3 i@ it ELISA #&ill LUK K& F SR 45 RV L3k
Table 2 Comparison of 22 TB patients detected by ESAT6-CFP10 with Ag85B, Ag85B-Hsp16.3, Ag85B-ESAT6, Hspl6.3 and sputum-smear

ESAT6-C Ag85B Ag85B-Hspl16.3 Ag85B-ESAT6 Hspl16.3 Sputum-smear
FP10 + _ 4 ) . _ R ] N - total
Positive 15 2 17 0 17 0 8 9 5 12 17
Negative 5 0 4 1 5 0 0 5 2 3 5
total 20 2 21 1 22 0 8 14 7 15 22

Note: "+" is positive cases; "-" is negative cases.
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Hsp16.3 FAML s 22 B 25 k20 40 i RS 5350 h 77.3 %,
90.9 %.95.5 % . 100 %71 36.4 % ;3X 5 FPHL K 16 {55 B 45
KSR LA S 23 A 100 % .75 %.93.8 %.93.8 %F1 100 %.,
R SRS L RE T R AR | AR R R S WA (R g
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AR, HEMI T BESE R Hsp16.3 £y MTB ARHR R 5 LR 11,
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I, T HEXT MTB PRHR B HL RS

AT BERE 1 22 f41) TB J5 A H G PRI 2 10 45 12 FR 3
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AT R PR AAG  J775 iR , 22 3] TB 5 A MTB FHH:
K 2B R B R 31.8 % (7/22), FHIAS B 5E bR H
ESAT6-CFP10.Ag85B Ag85B-Hspl6.3 Fll Ag85B-ESAT6 [
ELISA il 45 R4 3% 25 5 . 28 LTk, Ag85B-Hspl16.3 Fll
Ag85B-ESAT6 1 ELISA Kl 45 B Ayt ins
H i F IR EA Ag85B Fl Hspl6.3 4540 4, BE AT LA H
MTB & Sl A, a] DRI H MTB ARIR B A, A Al fig <
HE—2 3 1R MTB JERYLAG I (1 72 f0RE Ry S
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