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MenA Inhibitory Assay: 

The substrate 1,4-dihydroxy-2-napthanoic acid (DHNA) (500 µM; 20 µl), MgCl2 (5 µM; 20 µl); 

CHAPS (0.1%; 20 µl), Tris-buffer (pH = 8; 20 µl), membrane bound Men A (100 µl), inhibitors 

(0- 60 µg/ml of DMSO)  and fernesylpyrophosphate (200 µM, 40 µl) were mixed together and 

incubated for 2 h at 37 
o
C. After the incubation, the reaction mixture was quenched with 0.1 M 

AcOH in MeOH followed by the extraction with hexane (thrice). The organic portions were then 

concentrated and diluted with MeOH (300 µl). From each set of enzymatic reaction mixture 20 µl 

was injected into the HPLC and the area of the peak for DMMK was quantified to get the IC50 

value for different inhibitor molecules. 

 
   A representative MenA inhibition curve with different 
   concentrations of (R)-12  

 
 

 

Oxygen consumption assay: 

Into sterile glass vials 1.5 ml of M. tuberculosis (grown to 0.5 OD value) was placed. 80 µl of 

inhibitor molecules (total concentration ranged from 5-100 µg/ml) and 0.01% methylene blue was 

added. The glass vials were kept at 37 
o
C for 22h. The effective concentrations of the inhibitor 

molecule at which the electron transport systems were inhibited were determined by comparing 

the color intensity with the control vial (no inhibitor).   
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Cytotoxicities (IC50) of (R)-12, (R)-13, atovaquone, and rifampin in HepG2 cells. 
 

 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

E. coli Growth Inhibitory Assays under Anaerobic Conditions: 
 

The E. coli was grown under anaerobic conditions using the following growth media.  

 

Growth Media: 

Pancreatic Digest of Casein, 20.0 g 

Yeast Extract, 10.0 g 

Resazurin, 0.001 g 

Calcium Chloride, anhydrous, 0.008 g 

Magnesium Sulfate, anhydrous, 0.008 g 

Potassium Phosphate, monobasic, 0.04 g 

Potassium Phosphate, dibasic, 0.04 g 

Sodium Chloride, 0.08 g 

Sodium Bicarbonate, 0.4 g 

Hemin (0.1% Soln), 5.0 mL 

L-Cysteine, 0.5 g 

Distilled Water, 1000.0 mL 

 

 

E. coli was grown with inhibitor molecule (5 g/mL) under anaerobic conditions in the media 

summarized above, and the growth curve was monitored photometrically by reading the optical 

density at 600 nm. Similarly, E. coli growth rescue studies were performed by supplementing 

menaquinone (50 M).  
 

 

 

 

 

 

 

 

 

 

Copies of NMR Spectra and HPLC Analysis of New Compounds (follow): 
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