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Purification and hemolytyic activity detection of Staphylococcus
aureus o-hemolysin from gene expression product
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Abstract; [Objective] The study was to purify the Staphylococcus aureus a-hemolysin(o-HL) which
was expressed in the host strain BLL21(DE3) as a genetic engineering recombinant protein,and then its bio-
logic activity was analyzed to establish foundation for the vaccine research prospect. [Method] The BL21
(DE3) containing the plasmid pET32a" o-HL with IPTG was induced to made sure that the interest protein
was expressin, Then the BL21(DE3) culture solution under ultrasonic was exposed,and the purification of
a-hemolysin was achieved by gel filtration chromatography(GFC). The purified product was analyzed with
SDS-polyacrylamide gel electropheresis,and then subjected to the analysis with hemolytic tested on rabbit
erythrocyte to detect the median hemolytic dose potency(HD;,). Protein concentrations were determined by
the method of Bradford. [Result] There was an expected protein band with molecular mass of 53 ku by
SDS-PAGE. The protein level was 0. 127 7 mg/ml, and hemolysis specific activity was 8 192 HU/mg.
[Conclusion) The Staphylococcus aureus o-HL was obtained successfully,and it shows good hemolytic ac-
tivity.
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Fig. 1 Micrograph of recombinant BL21(DE3) processed by ultrasonic( X1 000)

A. Before processed; B. After processed
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Fig. 2 SDS-PAGE analysis of S. aureus «-HL

M. Protein marker; 1. Purified o-HL with GFC;

2. BL21(DE3) (pET32a" -o-HL) after induction;

3. BL21(DE3) (pET32a" -o-HL) before induction
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x1 BELHEBNSEE «HLZE 414 nm L &E (OD,,,)
Table 1 Multiproportion and shade selection at 414 nm of diluted S. aureus o~ HL(ODyy,)
o HL Hi B A £ o HL Hi B A £ a-HL i B £
Multiproportion ODy1y Multiproportion ODy1y Multiproportion ODyyy
of «-HL of «-HL of «-HL

21 0. 881 26 0.721 21 0.122

22 0. 865 27 0.667 212 0.042

23 0. 842 28 0.603 218 0. 034

24 0. 800 29 0.539 21 0.036

25 0.764 210 0.251 210 0.030
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