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ABSTRACT BACKGROUND & AIM: MAP30 (Momordica anti-HIV protein of 30 kDa) is a 30 kDa, a single-stranded
ribosome inactivating protein purified from the fruits and seeds of bitter melon (Momordica charantia). In order to fully
understand the relationship between gene function and domain of MAP30, the active gene fragment of this protein must
be cloned and expressed precedingly. MATERIALS AND METHODS: Two PCR primers, one for amplifying coding gene for
T8N263 amino acids of mature MAP30 (large fragment), the other for amplifying coding gene for T8-S194 amino acids
of mature MAP30 (small fragment) were designed firstly. The objective genes were amplified by PCR from the DNA of
bitter melon, and then cloned into the prokaryotic expression vector pET-28a to construct the expression vectors,
containing 6 His-tag in C-terminal. After sequencing analysis, the vectors were transformed into E. coli Rosetta™(DE3)
pLysS by calcium chloride transformation method to obtain the recombinants respectively. The recombinants were induced
by IPTG to express the recombinant proteins, which were analyzed by Western blot. RESULTS: Western blot analysis
indicated that the recombinant proteins demonstrated antigenicity to rabbit anti-His-tag polyclona antibody. CONCLUSION:
The result demonstrated that both of the two constructed expression vectors could express the expected recombinant
proteins in E. coli RosettaTM (DE3)pLysS.
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Figure 1 PCR amplification results of bitter melon genomic DNA.M:
Lambda DNA/ EcoR I + Hind Il marker; 1: Negative control; 2:
Primer B PCR product; 3: Primer A product.
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Figure 2 Con.struction of expression vectors
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Figure 3 Identification of pET-28a-MAP30 by enzyme digestion. M1:
1kb DNA ladder; 1-2: Large fragment expression vectors; 3<4: Short
fragment expression vectors; M2: 1kb plus DNA ladder.
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Figure 4 Solubility analysis of recombinant protein of MAP30

1-2: Supernatant liquor and deposit of large fragment induced by 1
mmol/ L IPTG at 37 °C for 22 h, after ultrasonication, respectively;
34: Supernatant liquor and deposit of large fragment induced by 1
mmol/ L IPTG at 28°C for 22 h, after ultrasonication, respectively;
56: Control without induction; MW: Protein molecular weight marker;
7-8: Supernatant liquor and deposit of small fragment induced by
Immol/ L IPTG at 28 °C for 22 h, after ultrasonication, respectively;
910: Supernatant liquor and deposit of small fragment induced by
Immol/L IPTG at 37°C for 22h, after ultrasonication, respectively.
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Figure 5 Solubility analysis of recombinant protein of MAP30 produced
by induced at 16°C.1-3: Deposit, supernatant liquor and total protein of
large fragment induced by Immol/ L IPTG at 16°C for 22 h, after
ultrasonication, respectively; MW: Protein molecular weight marker;
46: Deposit, supernatant liquor and total protein of small fragment
induced by Immol/ L IPTG at 16 °C for 22 h, after ultrasonication,
respectively; 7: Control without induction.
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Figure 6 Western blot analysis of recombinant proteins MW: Protein
molecular weight marker; 1: SDSPAGE of large fragment: 2: Western
blot of large fragment; 3: SDSPAGE of small fragment; 4: Western
blot of small fragment
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