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Prokaryotic Expression and Purification of MAGE-3 Gene and Preparation of
Polyclonal Antibody against MAGE-3
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Abstract : [ Objective ] To construct MAGE-3 prokaryotic expression plasmid and express and purify protein for
preparation of polyclonal antibody. [ Methods] MAGE-3 gene was amplified by reverse transcription polymerase
chain reaction (RT-PCR). After sequencing, the gene was cloned inlo the expression vector pGEX-4T-1 1o construct
MAGE-3 expression plasmid pGEX-MAGE-3. The E.coli BL21 contained the expression plasmid was induced by
IPTG and the protein was purified with GSTrap FF column. White rabbits were immunized with the immunogen
GST-MAGE-3. The titer was measured by ELISA and the polyclonal antibody was obtained.  [Results] The
expression plasmid pGEX-MAGE-3 was constructed. The E.coli BL21 contained the plasmid expressed an 72x10°
protein afler being induced by IPTG and the 72 ku protein was purified by GSTrap FF column. The polyclonal anti-
GST-MAGE-3 antibody could specifically recognize MAGE-3 protein in Western blot. [ Conclusion] In this study,
the protein of human MAGE-3 segment was expressed and purified successfully, polyclonal anti-GST-MAGE-3
antibody has been prepared, which can be used as the diagnostic tool for further research of the MAGE-3 protein as
a promising candidate in tumor immunotherapy.
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BRI, 43 BS 1L , B -80 CIRFF,
1.6 ELISA MIZEX N Rm&ku g

ELISA (B EX 50 52 MR Bt 407 ) T 8 oA s o,
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Fig.1 Prokaryotic expression plasmid pGEX-MAGE -3
was identified by double enzyme digestion and PCR

Lane 1: Marker DL I5 000; Lane 2: Recombinant plasmid
pGEX-MAGE-3; Lane 3: Recombinant plasmid pGEX-MAGE-3
digested with Sa/ 1 and Not [ : Lane 4: PCR product of the
recombinant plasmid; Lane 3:Marker DL 2 000
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Fig.2 The expressed product of pGEX-MAGE-3 in E.
coli and its purified product(SDS-PAGE)

Lane 1: Protein marker; Lane 2: pGEX-4T-1 transformants
without IPTG induction; Lane 3: pGEX-4T-1 transformants with 1’TG
induction for 4 h; Lane 4: pGEX-MAGE-3 transformants without
IPTG induction; Lane 5,6: pGEX-MAGE-3 transformants with IPTG
induction for 4 h; Lane 7,8: Purified product of soluble protein of
pGEX-MAGE-3 transformants
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Fig. 3 Western blot analysis of GST-MAGE-3 protein
Lane 1: Prolein marker; Lane 2, 3: GST-MAGE-3 protein
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