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Supplementary Figure 3. The binding of TPP to the putative C. reinhardtii riboswitches. A. Equilibrium dialysis of the putative riboswitch domains
from the C. reinhardtii THIC (Cr ThiC) and THI4 (Cr Thi4) genes against 500 nM [β-32P]-TPP in 50 mM Tris-HCl (pH 8.0), 20 mM MgCl2. RNA
concentration was approximately 200 nM. After equilibration there is more TPP in the RNA containing chamber (white) than in the buffer only
chamber (grey), demonstrating that these regions of RNA are able to bind TPP. The putative riboswitch domain from the C. reinhardtii THIM (Cr
ThiM) gene is not able to bind TPP in vitro, since there is no shift in TPP across the membrane when this RNA is used in equilibrium dialysis. The
riboswitch aptamer domain of E. coli thiM (Ec ThiM) was used as a positive control. Varying the concentration of TPP demonstrated that the Kd of
THIC was approximately 400 nM (data not shown) but the affinity of THI4 for TPP was too high to be measured in these conditions. B. Isothermal
titration calorimetry of TPP against the THI4 riboswitch aptamer domain shows nanomolar affinity for TPP. The THI4 riboswitch binds TPP with a Kd
of 30-40 nM in 20 mM Tris-HCl (pH 8.0), 200 µM MgCl2.
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