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Purification and Anti-bacterial Activity Evaluation of Anti-bacterial Peptides from Skin of Rana chensinensis
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Abstract Rana chensinensis skin was extracted using acidified methanol for preparing anti-bacterial peptides and the resulting
crude extract was then purified by gel filtration chromatography. Purified anti-bacteria peptides werefound to berich in F2
fraction up to 90% by tandem Sephadex G-50 and G-25 column chromatography. The purified anti-bacterial peptides could
effectively inhibit the growth of Gram-positive bacteria, Gram-negative bacteriaand fungus. The minimum inhibitory concentra-
tions(MIC) were0.2 mg/mL against Staphylococcus aureusand Streptococcus, 0.4 mg/mL against Bacillus subtilisand Escherichia
coli, 0.8 mg/mL against Bacillus cereus, 1.2 mg/mL against Candida albicans, 1.5 mg/mL againg Saccharomyces cerevisia and

Mucor, and 2.0 mg/mL against Rhizopu.
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Fig.1 Sephadex G-50 gel filtration chromatogram of acidified
methanol extract of Rana chensinensis skin
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Fig.2 Tandem Sephadex G-50 and G-25 gel filtration chromato-
gram of acidified methanol extract of Rana chensinensis skin
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Table 1 Inhibitory rate of resulting purification fractions in
Sephadex G-50 chromatography and tandem Sephadex G-50 and
G-25 column chromatography
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Table 3 Mean inhibitory diameters of fraction F2 (shown in Fig. 2)
with optimal antibacterial activity against different species of
microbes (from three replicates)

1%

/mm

D1 D: Ds D

21 18 19 19.3
17 14 13 14.7
15 13 15 14.3
11 13 9 11.0
22 24 23 23.0
12 9 11 10.7
11 13 10 11.3
9 14 13 12.0
11 13 8 10.7

1 2 3
71.4 67.6 73.1 70.7
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Table 2 Protein concentrations and yield of anti-bacterial
peptides in resulting purification fractions in Sephadex G-50
chromatography and tandem Sephadex G-50 and G-25 column

chromatography
/(mg/mL) /mL 1%
3.1 200 6.2
G50 A2 7.2 60 4.3
G50+G25 F2 5.8 9 0.7
G50+G25 F4 5.0 12 0.9
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Table 4 Minimum inhibitory concentrations of fraction F2 (shown
in Fig.2) with optimal antibacterial activity against different
species of microbes
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