<2262 - hERFAFEZ  Chinese Journal of Pathophysiology 2007,23(11) :2262 —2264

[XEHS] 1000 -4718(2007)11 -2262 -03

MERZERAERIIMNZES PIA EEF7
SRR ZRIERFEHEE

R, RE®, ZAK, LZY, ARG, 2 &
(WL RS LR, WL B 310053; * S4B EAR#BEE 0,
WL 44 3210275 ° WA B2 R MR PRI A S OIF S, WL M 310031)

(# ZE] BE: oABKHMRRZERRKRERIMNEES PIA ZREZHRLAERTI], W PIA ZRK
BERFHERGE . FiE:RARRE PCR Y 9 thiRRZEE 2K PIA ZRFF5,T - A FENF/5E 5 GenBank A1
HIFFIHEATRITRYE LB . MR PIA JRBRE RS, RAARWKE IPTC T EH HIWER PIA %ik,10% SDS -
PAGE #/ Bio - Rad B¢ BB /M R G R 1PIA F3k 150 . KA Ni - NTA EMZEMrE:iR40E PIA, SDS - PAGE
RAFCR . HFR: 5B PIA EF 75 (GenBank No: L19962) HLEL,9 BRI A 2 B AL H BRI AR T3 AL
B E IR 99. 6% —100% F199. 1% —100% ,¥J8 F 1A6 MiEH, PIA KRB FAHESEHER 50. 1% ,1R4E
BB RE—K BRERRN . HiL: IA6 A KRR ZHNH MFE, ZEF TSR P PIA
HHFEERIERGRER A PIA, 45 B O 2% 35 5 00 2 A T ) & S e T B T 6l

[XR] RERE,MWR; EE, PIA; FAIOH; RERE

[HESES] R363 [ XHEFRIRES] A

Sequence analysis and prokaryotic expression system construction of PIA
genes isolated from Neisseria gonorrhoeae

SUN Ai —hua', SONG Chun - han’, WU Sen —lin', MAO Ya —fei’, ZHOU Hai - ou',
YAN Jie®

(' Zhejiang Medical College, Hangzhou 310053, China; > Medical School of The Professional Technique College of Jinhua,
Jinhua 321027, China; * Department of Medical Microbiology and Parasitology, Zhejiang University School of Medicine,
Hangzhou 310031, China. E —mail; Med_bp@ zu. edu. cn)

[ABSTRACT] 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. METHODS: The entire PIA genes from 9
strains of N. gonorrhoeae were amplified by using high fidelity PCR. The target amplification fragments were sequenced af-
ter 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 (rPIA) 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. 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 IA6. Output of rPIA was as high as 50. 1% of the total bacterial proteins. The purified rPIA only
showed a single target protein fragment in gel. CONCLUSION: Serovar IA6 is dominant in the local N. gonorrhoeae iso-
lates 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 vac-
cine of N. gonorrhoeae.
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Fig 1 Amplication fragment of the entire PIA gene from N. gon-
orrhoeae isolate. 1; 1 Kb marker; 2 blank control; 3
the target PCR product.
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Fig2 Expression level of rPIA induced by IPTGs with different
dosages. 1: protein marker; 2: uninduced; 3 - 4: in-
duced by 1.0 and 0. 5 mmol/L IPTG, respectively.
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Fig3 The purified rPIA by Ni — NTA affinity chromatography.
1. protein marker; 2: purified rPIA.
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