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Abstract: Objective: To optimize the prokaryotic expression conditions of AMPs17 recombinant protein and
analyze the antifungal activity of recombinant protein. Method: Compare different induction temperatures (25 ° C,
28°C,30°C, 32°C, 34 ° (), isopropylthio-p-D galactoside (IPTG) induced concentration (0.025, 0.05, 0.1, 0.3,
0.5, 0.8, 1.0 mmol-L-1) and induction time (12h, 15h, 18h, 21h, 24h) on the expression of AMPs17 recombinant
protein, screening the optimal expression conditions of AMPs17 recombinant protein. The recombinant protein
was purified by nickel ion metal chelator affinity chromatography column, and the expression results were
analyzed by SDS-PAGE electrophoresis and ImageJ image analysis system. The recombinant protein of AMPs17
was identified by Western blot and the purity of the recombinant protein was analyzed by high performance liquid
chromatography (HPLC) . The antifungal activity was detected by a micro liquid dilution method and a colony
counting method. Results: The results showed that the expression of AMPs17 recombinant protein was the highest
and the most stable when induced at 32 °C and IPTG concentration of 0.05 mmol-L™! for 15h. The HPLC analysis
showed that the purity of AMPs17 recombinant protein reached 90%. In addition, AMPs17 recombinant protein
can effectively inhibit the growth of Candida albicans. Conclusion: The induction and expression conditions of
antibacterial peptide AMPs17 were optimized, and proteins with high expression, stability and antifungal activity
were obtained, which provided certain experimental basis for the follow-up antibacterial mechanism and

application research.
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Fig.2 Amplification cDNA fragment of AMPs17 gene
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Fig.2 Identification of recombinant plasmit pET-28a (+) - AMPs17 by endonuclease digestion
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Fig 3 SDS-PAGE analysis of the expression of AMPs17 protein at different induction temperatures
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Fig 4 SDS-PAGE analysis of the expression of AMPs17 protein at different induction times
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Fig 5 SDS-PAGE analysis of the expression of AMPs17 protein at different IPTG concentrations
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Fig 6 Induction expression and purification of AMPs17 protein
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Fig.7 Identification of AMPs17 protein by his-tag serum
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Fig 8 Determination of purity of AMPs17 protein
2.2 AMPs17 & B 5 E HiE AR
2.2.1 AMPs17 & [ %} F &k B MIC / MBC il 5

AMPs17 EAFEAEH T A &ERE 24h J5, flgs R E/RH MIC H5 20 ug-mL-,

MBC 184 40 ug-mL", BABUF IR E G
% 1 AMPs17 BRI EEE MG
Table 1 Detection of antifungal activity of AMPs17 protein

MIC (pg-mL™) MBC (pg-mL"1)
PR
AMPs17 FLC AMPs17 FLC
C. albicans
20 3.125 40 6.25

ATCC10231
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Fig 9 Anti-C. albicans activity of AMPs17 protein
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