ERmIE¥4E5 20124 1 A% 33 %% 13 Int ] Lab Med,January 2012, Vol. 33,No. 1 e 13 -«

- it -
WAEHEEL PrA BEAERSREWEXHR

}5 Z}:‘\]Avi"&’f‘%z’i‘l- éj-Zv'ﬂ—J %@]aé 7ﬂ39'§‘1ﬁ_£1
(L.XEAEFHETHERABESI, ZAITRE 163312;2. ZAIN—REXFHHHABEFR,
ZRILRK 163319;3. RAEFHFEHFRBAXLIAZE, AT KK 163312)

# E:BH MAESTPrAARAWERBARBK. FF AL AR ERG T PriA 5% 4. Hik M GenBank ¥ i
KERBALA DT AW EMALRREGR APt ZA AR A ZHERT —SHFRINH. VB RFE, 22T RT-
PCR &M 7 %, B A RT-RCR # % # ¥4 5 PrtA F e A W, 5t L% 2 pMDIS-T &4k L, ik S 2 mikEaF pMDIS-T-
PrtA, R G # 4 3] B Az ki # 4k pET-30a(+) k., 2 #4y PCR X%, 52 ¥4 % & i & pET-30a-PrtA, ¥ 4 & pET-30a-PrtA
W EWE L BELRAEH 0.6 mmol/L # IPTG %5 /6 .4 PriA B G £ Sk kik, ik Western blot Al 25 R, ml £k 69 €
WMPrHABEGWUE S RE, R FEPA LRSS GenBank ¢ L B A SR R A 9% EL R K2 IPTGHF, RRAKREY
IPTG ¥t if FEMF G AKX, A IPTGAREH 0.6 mmol/Li, B EOWNAXETRSG. A EHKREF G 18%, @it H-His
AAEREERKREIPTGHF O EAHEG PRME —L KDL H 40X10° 9 FREMEF . SAHLERMA. LW AL
HEOAMEXBRAELAPHA RS, 18 RARALEFEAXTHABRAADZROWEE PrA, AR —FH LA PriA K §
YR Fe R TR A il 7 B K 4R SR Gl A ey R 32 LA,

KER:BRE X, AB.2F; ABREAR; #ARWABROWRAMXZLARTOH

DOI;10. 3969/j. issn. 1673-4130. 2012. 01. 005 X HERERIEED : A XEHE:1673-4130(2012)01-0013-03
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Abstract: Objective To construct a prokaryotic expression vector carrying PrtA gene,and to express recombinant pneumococ-
cal surface proteins cell wall associated serine proteinase A(PrtA)fusion protein with activities, Methods PrtA gene specific prim-
ers were designed and synthesized according to database in GenBank. RT-PCR,amplifying target fragment was constructed by testi-
fying different optimized condition. Then,PrtA gene was amplified by RT-PCR from total RNA and cloned into pMD18-T vector.
The positive pMDI18-T-PrtA plasmid was constructed by screening and identification. Then the target gene was subcloned into the
downstream of pET-30a(+) vector,which was denominated as pET-30a-PrtA.and the insertion of target gene into pET-30a (+)
vector was confirmed by PCR and restriction enzyme digestion. The recombinant strain E. coli BL21 (pET-30a-PrtA) was induced
by 0.6 mmol/L IPTG and the recombinant PrtA protein was expressed at high level. It has been proved that the recombinant PrtA
The PrtA gene shared

99% nucleotide homology to GenBank sequences. Reconstructed pET-30a-PrtA plasmid, being induced by IPTG,showed that differ-

protein of Streptococcus pneumoniae(S. pneumoniae) had good reactionogenicity by western-blot. Results

ent concentrations of IPTG all could induce recombinant protein expression,and when the concentration of IPTG eventually was 0. 6
mmol/L,the expression of objective protein reached the highest level,accounts for about 18 % of thalline total proteins. Clear speci-
ficity channel of molecular weight about 40X 10* could be detected among thalline total proteins of reconstructed plasmid, when be-
ing induced by IPTG for 6 h.with monoclonal antibody labeled by Anti-His,which matched with expectation and indicated that the
expressed protein was recombinant pneumococcal PrtA protein. Conclusion PrtA gene from S. pneumoniae was cloned and ex-
pressed successfully,laying bases for further research of PrtA protein to be used as immunogen for the prevention and treatment of
diseases caused by S. pneumoniae.
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