Additional file 1	 Validation of the alamarBlue assay 
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[bookmark: _GoBack]left: Different dilution series (n = 10 per dilution) of the inoculum (S. mutans, S. oralis, A. naeslundii) were plated out (CFU) and measured using the alamarBlue assay over time until complete substrate conversion (resazurin reduction to resorufin). Fluorometrical measurements were conducted every 15 min for 2 h. The measured relative fluorescence units (rfu) of each dilution were plotted against the incubation time. The dashed lines illustrate linear substrate conversion rate of alamarBlue (initial 30% of total conversion). All measurements of the experiment were conducted within this range. 

right: The inter-assay variation (recovery and coefficient of variation (COV) of 10 repeats) illustrates the limits of this method after 30 min. Recovery for CFU resulted in 94-102%. The COV of 20% limited the lower level of quantification to 50 x 106 CFU/ml.
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Effect of time on the conversion of different dilutions 

of the bacterial inoculum 

Inter-assay variation 

of the bacterial inoculum at time point 30 min
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