
Figure S1. Jump-dilution progress curves for Mtb DHFR inhibitors (PLAs, MTX, and PAS-M), Related to Table 1. 

 

 
Legends indicate the inhibitors tested against MtbDHFR. Reactions were conducted under conditions where compound 
rebinding after dissociation is minimized and the observed time constant for reactivation is indicative of residence time. 
Progress curves were fit into integrated rate Equation 1 (STAR methods) using GraphPad Prism 7.0 to yield initial velocity 
(Vi), steady-state velocity (Vs), and the observed recovery rate constant (kobs). kobs was then used to calculate residence 
time using Equation 2 (STAR methods and Table 1). Constraint for kobs value was set to be greater than zero.  Error bars, 
indicating standard deviation, are from triplicates.



Figure S2. Dose-response curve of PAS-M FDTS inhibition, Related to Figure 4. 

 
 

 
 
Curve fitting was performed using nonlinear regression and (log)inhibitor vs. response equation in GraphPad Prism 7.0. with a 
standard slope (Hill slope= 1.0). The model was as Y=Bottom + (Top-Bottom)/(1+10^((X-LogIC50))) where X values are 
logarithms of concentration, Y=response (%inhibition), Bottom and Top= plateaus in same units as Y and LogIC50= same log 
unit as X. No constraint was set for the model. Error bars, indicating standard deviation, are from triplicates. 
  



 
 
Figure S3.  Crystal structure of Mtb FDTS tetramer bound with FAD (yellow) and dUMP (magenta), Related to Figure 4. 
 



 

Table S1. Kinetic parameters of Mtb DHFR, Hu DHFR, and Mtb Rv2671, Related to Table 1. 
 

Enzyme 
Kcat 
(1/sec) 

Km (µM) Vmax (µmol/mL/min) 
DHF NADPH DHF NADPH 

MtbDHFR 1.67 9.8 11.6 0.023 0.019 
MtbRv2671 0.69 40 9.83 0.015 0.021 
HuDHFR 0.47 8 12.56 0.012 0.013 

 
 
 
 
 
 
Table S2. In vitro selection of Mtb strains resistant to INCAs, Related to Table 2. 
 

Compounds Mutation ratea Wild-type MIC 
(µg/mL) 

Mutant MIC 
(µg/mL) 

Fold potency 
lossb 

PAS MIC 
(µg/mL) 

UCP1172 2.4 × 10-8 ± 0.5 0.03 1 32 16 
UCP1175 8.5 × 10-8 ± 0.39 0.125 4 32 16 

a per bacterium per generation 
b Fold potency loss= mutant MIC/wild-type MIC 
 
 
 



Table S3. Crystallography data collection and refinement statistics, Related to Figure 3 and STAR methods. 

 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 
 

Scheme S1. Synthesis of PAS-M, Related STAR methods. 
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