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[Abstract] Objective To construct the prokaryotic expression plasmid containing thioredoxin TP0100 gene of
Treponema pallidum, express recombinant TP0O100 protein in E. coli and to investigate the application in serodiagnosis
of syphilis. Methods TP0100 gene was amplified by PCR and cloned into plasmid vector pET-28b. The recombinant
plasmid pET-28b-TP0100 was transformed into E. coli BL21(DE3) for protein expression on IPTG induction. The ex-
pressed protein was purified using Ni2 + affinity chromatography and then identified by mass spectrometry and
Western blotting. The indirect ELISA method was developed by using TP0100 protein as antigen. Twenty TPPA
positive sera and twenty TPPA negative sera were tested by TP0100-ELISA. Results The recombinant plasmid
pET-28b-TP0100 was constructed correctly. The sequencing result confirmed that the sequence of the fragment in-
serted in the plasmid was the same as the coding sequence of TP0100 protein recorded in GenBank. Protein with rela-
tive molecular mass of 23X 10° was expressed in about 40 % of total bacterial proteins. The result of mass spectrome-
tric analysis demonstrated that the fragment was from TP0100 protein which could react with syphilitic sera. The co-
incidence rate was 95% in TPPA positive sera and 100% in TPPA negative sera with the result of TP0100-ELISA.
Conclusion The recombinant thioredoxin TP0100 has specific reactivity with TPPA positive sera and could be an al-
ternative antigen for serological diagnosis of syphilis.
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1.2 Kk

L2.1 5t masE -5y DAt B8 2 iE /R 35 41 DNA
PR 8 4 B4 I 3 (PCRO §7 3% TPo100 X . 59 % 1)
T B#EEI4 5-CAT GCC ATG GGC ATG AGT TGC TCC
CGT ACG AC-3' fl F 814 5'-ACG CGT CGA CGT CAC
GCG CCA GTT CCT TAA AG-3', RINAKZE N MMk 0.2 ng,
514 0.3 pmol/L,2 X Premix Ex Taq 25 pL,#F/K & 50 pl.,
F I SN 98 “CHIAS P 5 min; 98 “CAE ¢ 10 5,58 Cil & 30
$.72 CHEA 45 s, 3L 30 PMEHF ;72 “CHEAH 5 min, PCR F=H%
15 g/L B NE A e e vl vk 45 72

1.2.2 H\AFRMMEE ST PCR ™# %4 Neol A Sal T
XYL A GO0 B 5 pET-28b 4R 4K1E 16 ‘C%E 4k 4 h )5 4%
He = e A KW ¥ A T DHOSa o, 28006 R A0 85 38 19 Bt 245 M i
396 PH M 5 4T PR R 1 S R 51 4 R AT B VE PCR %85 L B M
T R BRI S 8 WU Y) 8 R L IE A ) B ORI A R
1.2.3 HEEFREMLif K EA R pET-28b-TP0100 T A
KA i BL2ZI(DES) {7 KiK. MA IPTG EL K
B 1.0 mmol/L #4715 5. 3 Ll IPTG % 5 i £ 25 # 1k pET-
28b #z 4k iy BL21 B Ry X R, 3.0 T P W B ORI
VE - BTN 97 Tk e B8 52 HL VK (SDS-PAGE) % 22 H 9 & [ 19 £ X 6
L, RKEFIFEHEHFREFAIE. RO EEKES, &
8 mol/LIR ¥ fift & #F A7 8 A 2l 4k, 8 F§ 500 mmol/L B sk 7
JBE R B O TR IR e L s L R R 2B v T
(PBS,pH 7.5),
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MK F 355+ 50 fF 5 R B 550 5 w0 AR 7T R
TR 4y M. ARSI 90 R BE 4% 3 of GPS Explore {4
MASCOT & AR5 PR & e AR IS T R .
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20 5y .
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RAH MASCOT B4 ity NCBI 456 17 & B Bl A ik Be A8
X T B E Ok 10590, 78 19 ik Bt & %8R ¥ 5 O GND-
FQIVAVNVGDSR, ¥ H TP0100 & & . 3¢ B i fit Bk Btk B H
94 F1 . TPO100 114 Bk 5 & 4 2 (&l 1 (PMF) #1157 3% B % (MS/
MS) 43 H7 WL 5] 3.,

2.5 Western blot 43 #f Western blot 43 #3iE B , 2 {k 1) & 2
TPO100 4 [ Al 5 TPPA FH 4k 9 #5251 37 & A8 i 5 4 B L
4,

aThE 1 2

X10°
116.0 —=
66.2 —
45.0 -
35.0 -
25.0 —
18.4 -
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iy E. coli BL21(DE3) 4 1 1 24 % i
B 4 T4 TP0100 BB Western blot 5%
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3 it i

il 5 % [ A 5 S G o 181 0 %) AN T I T RN R 8 S A B AR
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TPA7 S8 ATE (B LA A 1R BT L 07 2 (0 SRR ml A sk
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