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Dermatophagoides farinae Hsp60--DNA sequencing,
cloning and prokaryotic expression
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Abstract: We identified new Dermatophagoides farinae allergens by DNA sequencing, cloning and prokaryotic expression
of Heat shock protein 60 (Hsp60) from Dermatophagoides farinae. With degenerate primer polymerase chain reaction (PCR)
to amplify the Dermatophagoides farinae cDNA, the cDNA fragments of the Hsp60 were abundantly obtained. The ¢cDNA se-
quence and amino acid sequence encoded by it were detected and analysed. Meanwhile, the Hsp60 gene fragment was cloned in-
to the pet-28a vector and transformed into E. coli for prokaryotic expression of the Hsp60. In this study, the cDNA sequence
of Dermatophagoides farinae Hsp60 successfully was determined first, and the Hsp60 expressed in E. coli BL.21. Results of
this research laid a foundation for further analysis and study of Dermatophagoides farinae Hsp60.
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Fig. 1 cDNA sequence and amino acid sequence of Hsp60
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Lane M: DNA Marker 2000; Lane 1: PCR products.

2 M4 Hsp60 EEF B PCR &R

PCR amplification of Dermatophagoides farinae
Hsp60
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Lane M: DNA Marker 2000; Lane 1: PCR products of recombinant
plasmid; Lane 2: Recombinant plasmid digested by BamHJand Xhol.
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Fig. 3 Identification of recombinant plasmid
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Lane M: Protein marker; Lane 1: Expression products of pET-28a
(+);Lane 2: Expression products of pET-28a(+)-Hsp60.
B 4 pET-28a(+)-Hsp60 Fi& =4 K SDS-PAGE %&£ R
Fig. 4 Expression of pET-28a( + )-Hsp60
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Lane M: Protein marker;
Lane 1: The insoluble expression products of pET-28a(+)-Hsp60;
Lane 2: The insoluble expression products of pET-28a(+);
Lane 3: The soluble expression products of pET-28a(+)-Hsp60;
Lane 4: The soluble expression products of pET-28a(+).
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Fig. 5  Soluble analysis of pET-28a ( + )-Hsp60 expression
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