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Fig.1  Agarose gel electrophoresis of PCR products of Ct ompl gene
fragment. 1.Negative control ddH,O 2 ~ 8.980bp amplification

products from clinical strains M.200bp DNA marker.
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Table 1 Nucleotide changes found in 28 genetic variants of 96 clinical C.

trachomaiis specimens compared to reference sequences

No. of
Genotyp ¢ Sm,lins Nucleotide .. . Am.ino GenBank
No. of with Position Domain ~ acid
. change No.
cases nucleotide change
changes/total
Bal 1 1/3 A—>G 154 CDI  Thr—>Ala AY950626
A—>G 184  CDI  Met—>Val
G—=>T 186  CDI
T=C 195 CDI Silent
T—A 198  CDI Silent
A—>T 228 CDI Silent
C—>T 246 CDI Silent
A—G 249  CDI Silent
A—>G 511 VDIl Ser—>Gly
G—~A 586 CDII Val—>Ile
=G 760 VDI Ser—>Ala
Ba2 2 2/3 C—>T 129 CDI Silent  AY950630
A—>G 154  CDI Thr—>Ala
A—~G 184  CDI Met—Val
G—>T 186  CDI
T=C 195 CDI Silent
T—=A 198  CDI Silent
A—>T 228 CDI Silent
C—>T 246 CDI Silent
A—>G 249  CDI Silent
A—>G 511 VDI Ser>Gly
G—~A 586 CDIIl Val—lle
DI 2 No variants 1>G 760 VDI Ser—>Ala
D2 1 1/12 C—>T 711 CDHI Ala—>Val AY950628
D3 1 1/12 C—>T 1092 VDIV Ala—>Val AY950633
D4 1 1/12 C—>T 1113 VDIV Ala—>Val
D5 6 6/12 G—~A 1091 VDIV  Ala—>Thr
D6 1 1/12 C—>T 244 CDI Silent  AY950634

A—G 338  CDI Lys>Glu
T—A 343  CDI Silent
T—=C 361 CDI Silent
G—>C 364 CDI Gln—>His
A—>T 751 CDII  Silent
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No. of
Genot strai i
No yze b:;?tl}:ls Nucleotide Position Domain A::;(Illo iir;?::)l;
cases nucleotide change change  numbers
changes/total
Dal 1  No variants
Da2 1 12 G—>A 1092 VDIV Ala—>Thr AY950629
El 30 No variants
E2 1 1/33 T—C 984 VDIV ~ Silent  AY950632
E3 1 1/33 T—C 150  CDI Silent  AY950623
4 1 1/33 G—>A 997 VDIV Ala—>Thr AY950619
F1 8  No variants
Gl 3 No variants
G2 1 1/7 A—>G 985 VDIV Ser—>Gly AY950624
G3 1 177 A—>G 985 VDIV Ser>Gly AY950627
=G 1003 VDIV Ser—>Ala
G4 2 2/7 C—>T 129  CDI Silent  AY950618
A—>G 154  CDI  Thr—>Ala
G—>A 487 VDIl  Gly—>Ser
T—A 1003 VDIV Ser—>Thr
Hl 2 No variants
H2 1 1/3 A—>G 439 VDI  Asn—>Gly AY950631
A—>G 440 VDI
C—T 446 VDI Ala—>Val
C—~A 449 VDI Ala—>Glu
A—>G 452 VDI  Asp—~>Gly
C—>A 683 VDIl Thr—>Lys
G—>T 690 VDIl Lys—>Asn
A—>G 866  CDIIl Asn—>Ser
C—>T 1018 CDIV  Silent
G—>A 1168 VDIV Ala—>Tyr
21 T—>C 764 VDI Ile>Thr AY950625
2 21 21/24 C—>T 369  CDIT Silent
B 1 1724 C—>T 369  CDII Silent  AY950620
G—>A 1010 VDIV Ser—>Asn
C—>T 281 VDI Ala—>Val AY950635
11 1724 C—>T 369 CDII Silent
51 1/24 T—C 132 CDI Silent  AY950622
A—~>G 684 CDIII  Silent
T—>C 720 CDIII  Silent
A—>G 991 VDIV  ThrAla
G—>T 1000 VDIV Ala—Ser
C—~A 1020 VDIV Asp—~>Glu
Kl 1  No variants
K2 2 2/3 A—>G 293 VDI  Asn—>Ser AY950621

The following reference strains were used for comparison with sequences

obtained in this study Ba/Apache-2 D/B-120 identical to D1
identical to Dal E/Bour identical to E1 F/IC-Cal3
UWS57/Cx identical to G1 H/Wash H/UW4  identical to H1
identical to I J/UW36/Cx identical to JI and K/UW31

2.3 C. trachomatis omp1
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Fig.2 The distance neighbor-joining tree based on the C. trachomatis
MOMP amino acid sequences from 28 genetic variants in the clinical
material and 18 reference sequences available from GenBank. The

sequence from C. muridarum is used as an outgroup to root the tree.
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DNA sequence polymorphism of Chlamydia trachomatis omp1 gene

CHEN Li-li" WU Yi-mou' LEI Da*> WU Zhi-zhou® HUANG Shu-jie?

!Institute of Pathogenic Biology Nanhua University Hengyang 421001 China
2 Guangdong Second People’s Hospital Guangzhou 510220 China
3 Jiangmen Skin Disease Hospital Jiangmen 529000 China

Abstract A method for detection and genotyping of genital Chlamydia trachomatis infections based on ompl gene amplification and
sequencing was developed and the character of ompl gene of Chlamydia trachomatis was analysed. Urethral or endocervical
specimens were collected from 323 patients attending STD clinics in Hengyang Shanghai Guangzhou and Jiangmen from
November 2003 to May 2004. DNA was extracted by usual method and an approximately 980bp fragment from the major outer
membrane protein  ompl gene of Chlamydia trachomatis was amplified by nested polymerase chain reaction nPCR . The PCR
products were purified by DNA agarose gel purification system and the sequence of the ompl gene was determined by using an ABI
PRISM 3700 Genetic Analyser and genotyping was performed by BLAST similarity search. Multiple alignment was performed with
CLUSTAL package CLUSTAL X and a phylogenetic tree was constructed by Mega3 software to illustrate the evolutionary
relationships between clinical isolates and reference strains of C. trachomatis obtained from GenBank. All variable sequences were
submitted to GenBank by Banklt programe. The overall prevalence of urogenital chlamydial infection was 29.7% 96 of 323 . All the
96 C. trachomatis-positive cases were sequenced and 10 genotypes and 28 genetic variants were detected. The most prevalent
genotype was E 34.4%  followed by J 25.0% D 12.5% F 83% G 7.3% H 3.1% Ba 3.1% K 3.1% Da
2.1% 1 1.1% . The distribution of C. trachomatis genotypes in the four cities in sourth China was similar to other countries in
the world. The ompl gene was highly conserved for genotype E and F but appeared slightly less conserved for other genotypes
where the sequences displayed one or several nucleotide substitutions relatived to the corresponding reference sequence. And a
similar recombination was found between genotypes Ba and D in CD1. Phylogenetic tree showed that Chlamydia trachomatis
genotypes were mainly divided into three clusters according to previous grouping in the B F-G  and C complexes. Clusters F-G and
C were characterized by small genetic distances within each cluster but clusters B displayed larger genetic distances. And the clinical
isolates were highly related to the reference strains. It is concluded that the isolated Chlamydia trachomatis strains exhibit remarkable
ompl DNA sequence polymorphism which can encourage for vaccine design and infection control.
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