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1.1.2 Escherichia coli BIL21
JM109 BI21 DE3 pET30a 1.4 MOMPyy, vis
1.1.3 Pfu- Taq PCR pET30a-MOMP, 11
TaKaRa BamH | Hind Il 30 ~ 50yug/m B
DNA
37C
Ni-NTA Qiagen HRP
37°C ODsy, 0.4~0.6 IPTG
IeG HRP IeG
T™MB Immol/L PBS 4°C
SDS-PAGE
Costar
Cpn IPTG I mmol/
Cpn IgG ELISA L 37°C 5h 4000r/min
PCR Biometra Multiskan MK-3 20min PBS
DU640 10mmol/L. Tris-Cl 8mol/L. Urea
Beckman pHS.0 Ni-NTA
1.2 ompA
GenBank Cpn ompA Gi
144534 ExPASy www . ExPasy . org SDS-PAGE BCA
MOMP Western blot
TMPred www. ch. 1.5
embnet. org/software/TMPRED . form. Html 8 BALB/c
VD2-VD3 3
S50pg/
1.3 pET30a-MOMPy,;, v 15d
S50pg
VD2-VD3 3 7d
442nt ~ 873nt Sangon ELISA
P1 5'-CGGGATCCAACTCTACAGC 1.6 ELISA
GTTCAATCT-3’ BamH [ Cpn IgG
P2 5'-CCAAGCTTTTATCGAGACCATTGTACTCC-3' MOMPy, 1 0.05mol/L.
Hind[ll 50pL PCR SpL pH7 .4 10041/
10 x buffer MgCl2  4pl. dNTPs 25mmol/L Cpn TeG FLISA Cpn
0.5pL S50pmol/L. Cpn DNA 1pL
2.5ng Taq  0.25pL 5U/ul. PCR VB A
94°C 5min 94°C 1min 48°C Imin 72°C 1min 35
79 10min ELISA 126
PCR T T4 DNA 1+100 As +25
16°C JM109 cutoff Ao >
BamH 1 Hindlll Cpn IgG
pET30a ELISA

pET30a-MOMPy,, v
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2 0.55mg/mL
| 2
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148 ~ 291aa ompA vy v 451bp
144
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8.5 i 4 I
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s W I Y V l\i H 2.3 Western blot
LR ! | . .
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Position Fig.3  Western blot analysis of recombinant protein. 1. IPTG induced
BL21/pET30a-MOMPypy yps 2. IPTG uninduced BL21 3. IPTG induced
1 ompA A B BI21/pET30a 4. Purificd MOMPypy v -

Fig.1 Analysis of ompA gene for the hydrophilicity A and antigenicity B .

2.2
P1 P2 PCR
450bp
BamH 1 Hindll DNA
ompAypy vy
12%

SDS-PAGE

24kDa
2

BCA

2.4
ELISA
1 :20480
MOMPVDZ—VD} 1
1 ELISA MOMPyy,; v

Table 1 Antibody titer and serum positive rate analysis by indirected ELISA

Group Mice amount Serum titer Serum positive rate
Immunization 8 =1:20480 8/8
Control 8 - 0/8

The mice were immuned with purified recombinant protein by calculating
Auso of the serum sample/ A5 of the negative control the ratio=2.1 was
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2.5 ELISA Cpn IgG
100% 126
Cpn 38
Cpn 88 Cpn IgG ELISA
33 93
96.3% 2
2 ELISA Cpn IgG 126

Table 2 The comparison between two different ELISA methods

for 126 serum specimens’ detection

Cpn IgG ELISA The recombinant antigen-ELISA test

diagnosis kit + - Total
+ 33 0 33
- 5 88 93
Total 38 88 126

Concordance= 33 +88 / 38+88 =96.3%.

3
PCR
8
MIF
MOMP
Cpn
MOMP
MOMP
Cpn MOMP
4 VD
 Klein °’
Cpn MOMP VD2 VD3

ELISA

MOMP
MOMP

69% ~ 70%
3% ~ 80%

Cpn
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Cpn VD
VD
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pET30a/MOMPy,, v
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1:20480
Western blot Cpn
MOMP mAb
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5
IsG
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MOMPy .3 ELISA
)
Cpn
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80%  Cpn
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Application of the recombinant protein MOMPy;y,_yp; from
Chlamydia pneumoniae in sero diagnosis

ZHOU Zhou' WU Yi-mou'® LIU Jie® CHEN Chao-qun’ YANG Ling'

Institute of Pathogenic Biology NanhuaUniversity Hengyang 421001 China

Abstract To express the recombinant protein MOMPy, s of Chlamydia pneumoniae and research on the
immunocompetence of the MOMPy, v to support serodiagnosis PCR and gene recombinant technique was used to clone
the targeted DNA fragment from a strain AR-39. The recombinant plasmid was induced in E. coli BL21 after having
constructed the prokaryotic expression system then the immunocompetence of the expression product was analyzed by
Western blot and indirected ELISA which is based on the animal experimentation. A group of control sera and 126 sera
from patients with coronary heart disease were examined by using ELISAs based on the recombinant protein

MOMPy,.v3  and then the results were evaluated comparing with a commercial ELISAs kit. The results of the Western
blot and indirected ELISA showed ompAy;,.v; gene inserted in pET30a could express a recombinant protein with the
molecular weight of 24kDa in BL21 and specifically reacted with the antibodies against the MOMP. Specific humoral
response was elicited after immune the BALB/c mouse with protein and the specific antibody titer was more than 1 :
20480. Using a panel of control sera the participation of the recombinant antigen the sensitivity and the specificity of the
indirected ELISAs were 100% respectively. Comparisons between two methods in detecting 126 sero samples the
concordance of two tests was 96.3% . The results reported here show that the recombinant protein with excellent
immunocompetence could benefit the research on the serodiagnosis to Chlamydia pneumoniae .

Keywords Chlamydia pneumoniae major outer membrane protein immunocompetence —serodiagnosis indirected

ELISA
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