Supplemental figures
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Supplemental Fig 1. Kill-time curves of FLO. a, Kill-time curves of S. aureus with different concentrations of positive control FLO. b, Kill-time curves of E. coli with different concentrations of positive control FLO. 
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Supplemental Fig 2. Organ toxicity of F8 and FLO in mice. Histopathological assessment of spleen, thymus, and bone marrow in mice after treatment with F8 or positive control FLO at a dose of 1500 mg/kg (n=6). 
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Supplemental Fig 3. Acute toxicity of F8 and FLO in mice. a, Acute toxicity test, record of mouse body weight after a single dose of F8 or positive control FLO at 5000 mg/kg (n=6). b, Gross autopsy of heart, liver, spleen, lungs, and kidneys. 
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Supplemental Fig 4. Cytotoxicity experiment of F8 and FLO. Toxicity of different concentrations of F8 or positive control FLO (0 – 256 μM) on cells. (n=6). a, Vero cells. b, L0-2 cells, c, pk15 cells. 
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Supplemental Fig 5. Hemolytic activity of F8 and FLO. Hemolytic activity of sheep red blood cells by different concentrations of F8 or positive control FLO (0 – 256 μM) (n=6). a, Hemolysis rate. b, Blood cell smear. 
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Supplemental Fig 6. Differentially expressed genes of S. aureus with F8. a–i, Using RT-qPCR to detect the differentially expressed genes in S. aureus after treatment with F8 or positive control FLO. 
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Supplemental Fig 7. The binding of arcB and FLO. The simulated image of the 4 Å drug binding domain (DBD) of FLO in arcB (PDB: 2ksd) generated by PyMOL shows a magenta color. 
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Supplemental Fig 8. The binding of arcA with F8 or FLO. a, Expression of arcA, in SDS-PAGE analysis, the target protein expressed in total protein (T), soluble (S), and insoluble (P) fractions of the lysate compared with negative control (C). b, c, ITC detection of ligand-target binding affinity. 
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Supplemental Fig 9. Effect of F8 on bacterial content. Changes in extracellular DNA, RNA, and protein concentrations at different time points after treatment with different concentrations of F8 (4×MIC, 2×MIC, and MIC). a, S. typhi. b, P. aeruginosa. c, B. subtilis. d, E. faecalis. e, P. multocida. f, A. pleuropneumoniae. g, S. suis. h, H. parasuis. 


[image: ]
Supplemental Fig 10. Effect of F8 on bacterial cytoplasmic membrane permeability. Increased membrane permeability in bacteria after treatment with 4×MIC of F8. Membrane permeability measured by propidium iodide (PI), with excitation/emission wavelength at 535 nm/615 nm. a, S. typhi. b, P. aeruginosa. c, B. subtilis. d, E. faecalis. e, P. multocida. f, A. pleuropneumoniae. g, S. suis. h, H. parasuis. ns, not significant; *, p < 0.05; **, p < 0.01; ***, p < 0.0001. 
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Supplemental Fig 11. Effect of F8 on bacterial proton kinetic parameters. Detection of ΔpH in bacteria after treatment with 4×MIC of F8. Measured using the fluorescent probe, BCECF-AM, with excitation/emission wavelength at 488 nm/535 nm. a, S. typhi. b, P. aeruginosa. c, B. subtilis. d, E. faecalis. e, P. multocida. f, A. pleuropneumoniae. g, S. suis. h, H. parasuis. ns, not significant; *, p < 0.05; **, p < 0.01; ***, p < 0.0001. 
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Supplemental Fig 12. Effect of F8 on bacterial ROS. Changes in intracellular ROS levels in bacteria after treatment with 4×MIC of F8. Using ROSUP as a positive control. a, S. typhi. b, P. aeruginosa. c, B. subtilis. d, E. faecalis. e, P. multocida. f, A. pleuropneumoniae. g, S. suis. h, H. parasuis. ns, not significant; *, p < 0.05; **, p < 0.01; ***, p < 0.0001. 
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Supplemental Fig 13. Effect of F8 on bacterial ATP levels. Changes in intracellular ATP levels in bacteria after treatment with 4×MIC of F8. a, S. typhi. b, P. aeruginosa. c, B. subtilis. d, E. faecalis. e, P. multocida. f, A. pleuropneumoniae. g, S. suis. h, H. parasuis. ns, not significant; *, p < 0.05; **, p < 0.01; ***, p < 0.0001. 
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Supplemental figures     Supplemental Fig  1 .  Kill - time curves   of FLO .  a , Kill - time curves of  S. aureus   with  different concentrations of positive control FLO.  b , Kill - time curves of  E. coli   with  different concentrations of positive control FLO.     

