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Kanamycin

Concentration

(mg/mL)
—Blank Media
—0.256
—0.128
—0.064
—0.032
—0.016
—0.008
—0.004
—0.002
—0.001
—0.0005
—0.00025
—0.000125
—0.0000625
—0.00003125
—0.000015625
—0

Gentamicin
Concentration
(mg/mL)

—Blank Media
—0.256
—0.128
—0.064
—0.032
—0.016
—0.008
—0.004
—0.002
—0.001
—0.0005
—0.00025
—0.000125
—0.0000625
—0.00003125
-—0.000015625
—0

depicting the standard deviation over the replicates.

Fig S1. Growth curves for the S. Typhimurium 4/74 used in this study show differential resistance to kanamycin and gentamicin
To work out appropriate antibiotic doses to treat biofilms with a susceptible and non-susceptible response, growth curves were performed with different
concentrations of kanamycin (top) and gentamicin (bottom). These growth curves indicated that the S. Typhimurium 4/74 was susceptible to kanamycin
and non-susceptible to gentamicin. Each antibiotic concentration was run in triplicate and the mean of these replicates was plotted, with error bars
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Fig S2. S. Typhimurium 4/74 biofilm grown on M9 medium containing standard >C-glucose does not show isotopic shifts

A Optical image of biofilm section with red markers highlighting point spectra that were collected every 5 pm B) O-PTIR single frequency images
ratioed to show *C incorporation [1616 cm™:1655 cm™]. This shows no evidence of an amide | shift from 1655 cm™ to 1616 cm™ throughout the
biofilm, confirming that the previous shifts detected in the spectra were indeed due to the incorporation of '*C from the growth medium by the
metabolically active cells C) Spectra collected from the top to the bottom of the biofilm, overlaid to show there are no notable amide | shifts




