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Figure S1. The graph represents the preformed biofilm disruption at different concentrations of the 

compound 35 (1/2x, 1x, 2x, 4x and 6x MIC) while vancomycin is used as drug control at respective 

concentrations. The untreated cells or growth control in (A) S. aureus and (B) MRSA show the biofilm 

formation ability. In (A) S. aureus, compound 35 exhibits the potency of disrupting biofilm at 4x and 6x 

of MIC (maximum 30%) while the drug control vancomycin shows 40-50% disruption ability at 4x and 

6x of MIC. In (B) MRSA, compound 35 exhibits similar ability at 4x and 6x of MIC compared to the 

drug control vancomycin. The figure is representative of three experiments. 

 

 

Figure S2. The compound 35 (blue bars) shows >50% growth of macrophage cells RAW264.7 at all 

concentrations ranging from 100µg/ml to 1.5µg/ml when exposed for A) 48 h and B) 72 h. The untreated 

cells (red) act as growth control. Drug control (green), Doxorubicin was used at a concentration of 10μM 

which showed a greater reduction in the growth of cells. 
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Figure S3. Killing efficacy of synergistic combinations of (A) compound 35 with vancomycin in S. 

aureus and (B) compound 35 with rifampicin in MRSA strains. Sub-inhibitory concentrations of 

vancomycin (0.5µg/ml), and compound 35 (0.02µg/ml) in S. aureus and rifampicin (0.0025µg/ml) and 

compound 35 (0.075µg/ml) in MRSA were used. The untreated growth control was used to compare the 

data. 
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Figure S4. Scanning electron micrographs of MRSA at 2 hours of incubation with compound 35, 

including images at 5μm and 1μm scales, with the 1μm scale image providing a magnified view of a 

portion of the 5μm scale image. Panels A1 and A2 depict the morphology of untreated cells, which appear 

in clusters. The treated samples with compound 35 at 1x MIC (B1, B2), 2x MIC (C1, C2), and 4x MIC 

(D1, D2) exhibit concentration-dependent morphological disruption. The drug controls vancomycin 1x 

MIC (E1, E2), 2x MIC (F1, F2) and daptomycin 1x MIC (G1, G2), 2x MIC (H1, H2) were used which 

demonstrated significant disruption at both concentrations. 

 

 

 

Figure S5. Scanning electron micrographs of MRSA at 6 hours of incubation with compound 35, 

including images at 5μm and 1μm scales, with the 1μm scale image providing a magnified view of a 

portion of the 5μm scale image. Panels A1 and A2 depict the morphology of untreated cells, which appear 

in clusters. The treated samples with compound 35 at 1x MIC (B1, B2), 2x MIC (C1, C2), and 4x MIC 

(D1, D2) exhibit concentration-dependent morphological disruption. The vancomycin control 

demonstrates significant disruption at both concentrations, 1x MIC (E1, E2) and 2x MIC (F1, F2).  
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Figure S6. Fluorescence micrographs of MRSA stained with DAPI and PI after treatment with compound 

35 at 1X and 2X MIC. Vancomycin, at 2X MIC, served as a positive control. In the blank control 

(untreated bacteria), DAPI staining was present without PI staining, signifying intact bacterial 

membranes. Conversely, treatment with compound 35 showed intense blue (DAPI) and red (PI) 

fluorescence, indicating a compromise in bacterial cell wall integrity. Scale bar: 10 µm. 

 

 

 

 

 

 


