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This supplementary file includes results from SDS-PAGE and Coomassie Brilliant Blue staining following the expression, purification, and concentration of HtrA protein, as well as the assessment of HtrA's hydrolytic activity using β-casein.

[bookmark: _GoBack]Supplementary Figure 1. Expression, Purification, and Hydrolytic Activity Verification of HtrA Protein. (a) HtrA protein containing His tag was expressed in E.coli BL21(DE3) and concentrated HtrA protein was purified by nickel column and 30 kDa ultrafiltration tubes, then subjected to Caulmers Brilliant Blue staining. Line 1: Blank control group, PET-28(+) empty vector; Line 2: Bacterial lysate supernatant; Line 3: Bacterial lysate precipitate; Line 4: 10 mM imidazole eluent during HtrA purification; Line 5: 30 mM imidazole eluate; Line 6: 50 mM imidazole eluate; Line 7: 250 mM imidazole eluate; Line 8: 30 kDa ultrafiltration tubes to concentrate the purified supernatant. (b) Three different monoclonal were selected for the expression, purification, and concentration of HtrA. Subsequently, β-casein was used as the hydrolytic substrate, and it was co-incubated with HtrA at 37°C for 3 hours to assess the hydrolytic activity of the three distinct HtrA protein samples. 1, 2, and 3 represent the three HtrA protein samples expressed and purified from three distinct monoclonal.
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