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Abstract: Phosphoglycerate mutase (PGAM) is a key enzyme in glycolytic pathways. With PCR technique based on an EST
identified in our lab, a novel gene named SJPGAM (GenBank Accession No. EU374631) was cloned. Sequence analysis revealed that
the ORF of SJPGAM gene contained 753 nucleotides, encoding 250 amino acids, and the molecular weight was about 28.26 kD.
Real-time PCR analysis showed that the mRNA level of SPGAM was much higher in the 14 days and 19 days schistosomula than
other stages, suggesting that the gene was a schistosomula stage differential expression gene. The SJPGAM cDNA fragment was
subcloned into an expression vector pET-28a (+) and transformed into Escherichia coli BL21 cells. In the presence of IPTG, the
31 kD fusion protein was expressed in included bodies. Western blotting revealed that the fusion protein could be recognized by the
rabbit serum anti-Schistosoma japonicum adult worm antigen preparation. The study provides important basis for investigating the
mechanism of the PGAM in the glycolytic pathways of Schistosoma japonnicum.
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Fig. 2 Stage and gender differential expression of SPGAM
in Schistosoma japonicum by real-time PCR
7 d: 7 days schistosomula; 14 d: 14 days schistosomula;
19 d: 19 days schistosomula; 27 d: 27 days worms; 32 d: 32 days
worms; 42 d (F): 42 days female adult worms; 42 d (M): 42 days
male adult worms; 42 d: 42 days adult worms

SJPGAM %#3 & B R K () F B IR X () 9 1
Analysis of the hydrophobicity (left) and transmember (right) region about SjPGAM protein
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Fig. 3 Identification of recombinant plasmid pET28a(+)-
SjPGAM by restriction enzyme analysis and PCR
M1: DNA marker DL15 000; 1: pET28a(+)-SjPGAM digested with
Hind IIT and Xho [; 2: pET28a(+) digested with Hind III and Xho I,
M2: DNA marker DL2 000; 3: product of PCR
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972 — e ==
66,4 — — “'!'Q
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& 4 SDS-PAGE 43 #7 pET28a(+)-SjPGAM/BL21(DH5a)
AR RIEZER
Fig. 4 SDS-PAGE analysis of the expression products of
pET28a(+)-SjPGAM/BL21(DH5¢) in E. coli
M: low-molecular protein marker; Lane 1~6: pET28a (+)-

SjPGAM/BL21 (DH50) induced with 1mmol/L IPTG for Oh, 0.5 h,

1 h,2h,4h,6h;7: pPET28a(+)-SjPGAM/BL21(DH50a) without

IPTG for 6 h

&5 pET28a(+)-SjPGAM E4HE HHJ Western blotting 74
Fig. 5 Western blotting analysis of SJPGAM expression
product
M: marker; 1: expressed product of pET28a(+)-SjPGAM uninduced
with IPTG; 2: expressed product of pET28a(+)-SjPGAM induced
with IPTG. Recombinant protein was probed with the serum from
rabbit immunized with Schistosoma japonicum adult worm antigen
preparation
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