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Growth curve assays. 

Overnight cultures of A16R, ΔBA_3317, and HΔBA_3317 grown in LB medium were used as starters for the growth curve analyses. The three cultures were diluted to an equivalent cell density by measuring the optical density at 600 nm (OD600), and equal volumes of the diluents were washed in phosphate-buffered saline (PBS) before being inoculated into amino acid component medium. Cultures were incubated in glass bottles containing 35 ml of BHI medium or amino acid component medium (Table S1, Supplemental Material) at 37°C with magnetic bead stirring at 550 rpm. Cell growth was monitored in real time by measuring the absorbance at 600 nm using a MicroScreen instrument (Gering Scientific Instruments Co., Tianjing, China). Values represent the means of at least three independent replicates. Error bars represent the standard deviations.
 As mentioned above, BA_3317 may be involved in amino acid transport. We examined the growth of A16R, ΔBA_3317, and HΔBA_3317 strains in brain heart infusion (BHI) medium and amino acid component medium. There were no observed differences in growth between any of the strains in BHI medium. However, the final cell density of the ΔBA_3317 mutant (OD600 = 1.19) was slightly lower than that of the A16R wild-type strain (optical density (OD600 = 1.65) and the complemented HΔBA_3317 mutant strain (OD600 = 1.59) after 16 h of incubation in amino acid component medium (Table 1). These results suggest that, consistent with its genomic annotation, BA_3317 may be involved in amino acid utilization.
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Fig. S1. Growth curve assays. 

The growth of wild-type A16R (blue circle), deletion mutant ΔBA3317 (red square), and complemented mutant HΔBA3317 (green triangle) was monitored in brain heart infusion medium (A) and amino acid component medium (B) over a 24-h period. Values represent the means of at least three independent replicates. Error bars represent standard deviations.
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Fig. S2. Transcriptome Data Analysis. (A) PCA analysis of nine datasets including A16R, ΔBA3317, HΔBA3317 triple biological replicates. (B) Heatmap analysis of differentially expressed genes (DEGs) between ΔBA3317 vs A16R
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Fig. S3 Physiological Difference Analysis between A16R and ΔBA3317. (A)Analysis of spoIIE Promoter Activity between A16R and ΔBA3317. (B)Protease Activity Analysis among A16R, ΔBA3317, and HΔBA3317 on LB Agar Plates Supplemented with 1% Milk. (C)Hemolytic Activity Analysis of A16R and ΔBA3317 upon Activation of the plcR-papR QS System.
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Fig. S4 EMSA assay of the BA_3317 promoter fragment (532 bp) following incubation with SpoVG and GST-GerE (original image).
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Fig. S5 EMSA analysis. No significant binding between SpoIIID and the BA3317 promoter was observed.
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Fig. S6 The original result of EMSA analysis. 
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