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Fig. S1. The S244A and Y271A MBP-KdpD(USP) variants, which show reduced c-di-AMP 

binding, are stable and folded. (A) Thermal transition profiles of the MBP, MBP-KdpD(USP), 

MBP-KdpD(USP)S244A and MBP-KdpD(USP)Y271A proteins. A thermofluor experiment was 

performed in DRaCALA binding buffer with 10 µM of purified protein and 5x concentrated 

Sypro Orange dye using an Applied Biosystems OneStepPlus Real Time PCR System. The 

temperature was raised from 25°C to 95°C by 1°C every 30 seconds, the fluorescence intensity 

measured and the data analyzed using the Applied Biosystems StepOne Plus software. To 

determine the background fluorescence, blank reactions were set up in the absence of protein. 

After subtraction of the blank values, the fluorescence readings from three replicates were 

averaged and normalized to yield the unfolded protein fraction as a function of temperature. (B) 

DRaCALAs were performed with radiolabelled c-di-AMP and 25 µM of the purified proteins 

used in the thermofluor experiment. Average fraction bound values and standard deviation from 

two replicates with two spots each are plotted. The c-di-AMP binding ability is similar to that 

reported in Fig. 6B. 


