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Fig.1 SDS-PAGE of expression products
1 6. Protein molecular weight marker 2 3. E. coli BI21 harboring pET-

+ /529 induced by IPTG 4. E. coli BL21 harboring pET-32a
5. E. coli BL21 harboring pET-32a + /529 before induced by

IPTG.
2.4
529bp DNA star
BLAST
2 Dy mrp
mrp 608 HA9801 T
Dy, C HA9801 F Dy, L

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



56 44
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Table 1  Immune protective efficiencies of recombinant protein against SS2-D
MRP
Number Challenge Number 19
Immunogen Inoculate dose of mice dose/ x 107 of death RPS/ % MRP M mrp
_ , , ORF  3657bp
Recombinant protein 80.g/One mice 10 1.0 5 62.5
ORF MRP N
Recombinant protein 40pg/One mice 10 1.0 5 62.5 8
M
Recombinant protein 20p.g/One mice 10 1.0 6 50
HA9801 5x 10’ CFU 10 1.0 2 100
CK 10 1.0 8
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Cloning Expression and Animal Experiment of the Immunopotential
Fragment of mrp Gene from Streptococcus suis type 2

FAN Hong-Jie LU Cheng-Ping" TANG Jia-Qi
Key Laboratory of Animal Disease Diagnosis and Immunology Ministry of Agriculture Nanjing Agricultural University Nanjing 210095  China

Abstract  Sireptococcus suis type 2 infections are a common cause of speticemia arthritis  meningitis and sudden death
in young pigs. During the last few years S. suis type 2 infections had become a obvious problem in China and a patho-
genic S. suis type 2 strain named HA9801 was isolated in Jiangsu Province in 1998. The strain produced both muramid-
ase-released protein MRP and extracellular protein EF . The nucleotide sequence analysis showed that the mrp gene
had high homology between HA 9801 and other reported isolates. The 529bp sequence of mrp gene was amplified from
genomic DNA of Streptococcus suis type 2 strain HA9801 by polymerase chain reaction PCR . Then the amplified frag-
ment encoding the putative antigenic epitopes was cloned in the proper orientation into the site between Sac I and
Hindlll of pET32-a + via restriction endonuclease Sac I and Hindlll . The recombinant plasmid was verified by re-
striction endonuclease analysis and nucleotide sequencing and it was transformed into its host E. coli strain BI21 a
recombinant protein of 40kD was highly expressed after induced by ITPG and purified by Ni-nitrilotriacetic acid affinity
chromatography. The Balb/c mice were immunized with the purified recombinant protein and the 62.5% of mice were
survival after challenge with Streptococcus suis type 2 strain SS,-D. It demonstrated that the recombinant protein was a
protective antigen and maybe a critical functional fragment of MRP. The recombinant protein locates the N-terminus of
MRP and the MRP function is similar to the M proteins of group A Sireptococci . It suggested that the recombinant pro-
tein may locates the opsonogenic functional region since the N-terminus of the mature M protein had opsonogenic activity .

Key words Sireptococcus suis type 2 mip gene Cloning Immunigenicity

Foundation item Key Project of Chinese National Programs for Fundamental Research and Development G1999011906
* Corresponding author. Tex/Fax 86-25-4396517 E-mail lucp@njau. edu. cn
Received date 04-14-2003

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn





