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Abstract: Objective To amplify mouse prostate stem cell antigen (mPSCA) gene and construct a recombinant plasmid to
obtain mPSCA protein and identify its antiginicity. Methods The gene of mPSCA was amplified by RT-PCR from mouse
prostate cancer cell line RM-1 with the signal peptide sequence removed. The PCR product was cloned into pET-42a
prokaryotic expression vector to construct the recombinant plasmid pET-42a-mPSCA, which was transformed into BL21 (DE3)
for mPSCA expression. The fusion protein was purified and identified by SDS-PAGE and Western blotting. The antigenicity of
the purified protein was characterized by ELISA. Results The mPSCA gene was obtained with an identical sequence to that
retrieved in GenBank. The prokaryotic expression vector for mPSCA was successfully constructed as confirmed by enzyme
digestion and DNA sequencing. Both Western blotting and ELISA demonstrated the antigenicity of the purified mPSCA
protein. Conclusion The purified mPSCA obtained possesses good antigenicity, which will facilitate further study of

immunotherapy for prostate cancer targeting PSCA.
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FiHE1:100.1:200.1:400.1:800.1:1600.1:3200 Hi ke
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M: DNA Marker (DL2000); 1: mPSCA 4k
RT-PCRY 1474

Fig.1 Agarose gel electrophoresis of the
RT-PCR product of mPSCA gene.
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2000
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Fig.2 Identification of the recombinant plasmid
pET-42a-mPSCA by enzyme digestion and PCR.
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3 GST-mPSCA REEBAFESRIEREAL I SDS-PAGE 234

M: AT Marker; 1: pET-42a 25 54K S, 2: pET-42a 25 8{K1% S 3: pET-42a-mPSCA KiET:;
4: pET-42a-mPSCA % 5: 4lifb/51H) GST-mPSCA FE 4

Fig.3 SDS-PAGE analysis of expressed and purified products of GST-mPSCA fusion

protein.

&4 GST-mPSCA R4S ZEHHY Weatern blot £7E

1: BIEXT R ORI IR F); 2: GST-PSCARE#EH
Fig.4 Identification of GST-PSCA fusion protein by
Western blotting.

% | mPSCA IR BH AL R
Tab.1 Results of ELISA with mPSCA as the coating antigen

Disomn
PUARTEREASEL  HUARIREE (ng/ul) GHRmPSCA  SehLALIEG
1:100 2 1.341+0.186 0.083+0.011
1:200 1 0.853+0.134 0.080:£0.006
1:400 0.5 0.562:+0.140 0.079+0.011
1:800 0.25 0.349:£0.093 0.073+0.007
1:1600 0.125 0.2030.065 0.061+0.009
1:3200 0.0625 0.148+0.044 -

75 X R 0 0.052:0.007 0.0530.004
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Fig.5 Curve of D450 nm for different antibody concentrations.
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T2 LL PSCA M4 5 1Y DNA £ B 1M DL e ik
N BPE2A PP ISR B9 T RS A
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