WP EDRER A EI ARG 2007 23 (11): 2262-2264  ISSN: 1000-4718 CN: 44-1187/R

W&

RIS 2% 355 A I D B PR A0 B 1 P LA TR 7 271 0 BT B R A% 3 Tk 2R 45 1) ) 7
PNEAEL R, St B €3, gt eSS

1 W2 S LR BT BN 310053;2 4NV H R LB 22, WiVl 4t
321027;3 WL K2 B¢ Bk A AN 25 A48 B2 2800 =5 WL Fii 310031

WoFs H# 2006-4-6 &[0 H #1 2006-10-16 W 2% iz & A H # 2008-8-28 % H #] 2006-10-16

e HM: WA R 4 B IR AR M R APIASE R R M R IER T8, RIEEPIAJL N ) J5% Rk
RE. itk R EAIIPCRY WO 2= B A KPIARK FA, T-ATHITE 5 GenBank A T 515
ATRVEMEELE . WEPIAREERIE RS . KHAANFKRZIPTGE S EMH HEArPIAEZE, 10%SDS-PAGEA!
Bio-Rad #1573 W R G MIrPIAL IS TE WL . RHINI-NTASEF EHNTEIR4EIrPIA, SDS-PAGEMMIAR AR R .
. SEMPIAKEE Y] (GenBank No: L19962) HU#E, QMR 25 B v % 1 e M s W e AR ALLE 23
7 E11£99.6%-100%#199.1%-100%, )& TIAGILIER . rPIAKEE A HAI# B EAEMNS50.1%, 45
BRI HMEASN. 4508 IAGHARMD MR M AMER, ZREE P ISR FTAERPIA
FE DR RUAZ R IE R R RRIErPIA, A T IR 993 2% 258 B LY AR AR 6 B 2 T Al B8 77 kAo

K SERRELE O EDLPIA RO EREEIE

%5 R363

Sequence analysis and prokaryotic expression system
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Abstract

<FONT face=Verdana>AIM: To analyze the nucleotide and putative amino acid
sequences of PIA genes isolated from N.gonorrhoeae and to construct the
prokaryotic expression system of PIA gene.<BR>METHODS: The entire PIA genes
from 9 strains of N.gonorrhoeae were amplified by using high fidelity PCR.The
target amplification fragments were sequenced after T-A cloning.Homology
comparison of the nucleotide and putative amino acid sequences of PIA genes from
the isolates with the reported sequences in GenBank was then performed.A
prokaryotic expression system of PIA gene was constructed.Different dosages of
IPTG were applied to induce the expression of the target recombinant protein
(rP1A) and 10% SDS-PAGE plus Bio-Rad Agarose Image Analysor was used to
determine the expression level of rPIA.rPIA was extracted using Ni-NTA affinity
chromatography and the purified effect was detected by SDS-PAGE.<BR>RESULTS:
In comparison with the reported PIA gene sequences (GenBank No: L19962),the
homologies of nucleotide and putative amino acid sequences of PIA genes from the
isolates were 99.6%-100% and 99.1%-100%,respectively,which indicated that all
the isolates were belonging to serovars 1A6.0utput of rPIA was as high as 50.1%
of the total bacterial proteins.The purified rPI1A only showed a single target protein
fragment in gel.<BR>CONCLUSION: Serovar I1A6 is dominant in the local
N.gonorrhoeae isolates and sequences of the encoding gene are relatively
conserved.The constructed prokaryotic expression system is able to express rPIA
with high efficiency,which may lay a foundation for further development of
serological detection kit and vaccine of N.gonorrhoeae.</FONT>
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