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Biological assays: 

 

 

Figure S1: KI determination for 6c against Rv3802c 

 

        Ag85C : 10a Progress Curves                            Ag85C : 10b Progress Curves  

   

 

 

 

 

      

  Ag85C : 10c Progress Curves                                                 Rv3802c : 10b Progress Curves 

 

 

 

 

 

 

Figure S2: Dose dependent progress curves of covalent inhibitor 10a, 10b, 10c against Ag85C and Rv3802c  
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   Ag85C : Compound 10a      Ag85C : Compound 10b  

 

 

 

 

 

   

  Ag85C : Compound 10c      Rv3802c : Compound 10c   

 

 

 

 

 

Figure S3: kinact/KI determination for covalent inhibitors    

 

Minimum inhibitory concentration (MIC) determination  

 The MIC values of compounds against M. abscessus ATCC19977 and M. tuberculosis H37Rv mc26206 were determined 

in Mueller-Hinton II broth and 7H9-OADC–0.05% tyloxapol medium supplemented with 0.2% casaminoacids, 48 μg/ml 

pantothenate and 50 μg/ml L-leucine, respectively, in 96-well microtiter plates using the colorimetric resazurin 

microtiter assay and visually scanning for growth.27 (Table S1) 

The MIC values of compounds against M. smegmatis Mc2155 were determined in LB broth containing tyloxapol (1-2 

drops) in 96-well microtiter plates using resazurin assay as well. All compounds were screened in duplicates. (Table S2) 

MICs were determined for M. tuberculosis H37Ra (ATCC 25177) in Dilfco™ Middlebrook Broth 7H9-OADC-0.05% 

Tween™ 80, performed in a 96 well microtiter plate via colorimetric resazurin microtiter assay with visual scanning for 

growth.27 (Table S3) 
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Table SI1. MIC against M. tuberculosis mc26206  

 
Compound 

 
MIC (µM) 

 

Compound MIC (µM) 

 

Compound MIC (µM) 

2a nd 2g nd 8b nd 

2b 25-50 6a 50-100 8c nd 

4a 3.12 4c 1.5 8d nd 

4b 50-100 6b nd 10a 100 

2c nd 4d nd 10b 50-100 

2d nd 6c 25-50 10c 100 

2e 100 4e 3.12 12a nd 

2f 100 8a nd 12b nd 

 

      

Table SI2. MIC against M. smegmatis Mc2155  

Compound 
 

MIC (µM) 
 

 

Compound MIC (µM)  Compound MIC (µM) 

2a 
 

>250 4a 15.6 

 

6a >250 

2b 
 

>250 4b >250 6b >250 

2c 
 

>250 4c >250 6c 250 

2d 
 

>250 4d >250 8a >250 

2e 
>250 

 
4e 62.5 8b >250 

2f 
>250 

 
10a >250 8c 250 

2g 
>250 

 
10b >250 8d >250 

12a 
>250 

 
10c >250   

12b 
>250 
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Table SI3. MIC against M. tuberculosis H37Ra (ATCC 25177)  

 
Compound 

 
MIC (µM) 

 

Compound MIC (µM) 

2a 
 

>100 8b >100 

2b 
 

>100 8a >100 

4a 
 

25 8d >100 

4b 
 

>100 8c >100 

2c 
 

>100 6a >100 

2d 
 

>100 4c 12.5 

2e 
 

>100 6b >100 

2f 
 

>100 4d >100 

2g 
 

>100 6c >100 

 
 

 4e 25 

 

Cell viability assay  

L929 murine fibroblast cell line was a kind gift from Dr. Guillermo Vazquez (the University of Toledo, OH, USA) and 

maintained in minimum essential medium (Thermo Fisher Scientific, Waltham, MA, USA) supplemented with 10% fetal 

bovine serum and 1% penicillin/streptomycin at 5% CO2 and 37 °C. 103 cells per well were seeded in 96-well plates 24 

hours prior to the experiment. To treat the cells, serial dilutions of each compound in DMSO were added to the cell 

culture, and after a 24 hour incubation, the cells were washed with PBS and treated with thiazolyl blue tetrazolium 

bromide (Sigma-Aldrich, St. Louis, MO, USA) for 4 hours, insoluble formazan dissolved in DMSO, and the optical density 

measured at 570 nm wavelength. For each compound at each concentration, the viability of treated cells was 

expressed as a percentage relative to the untreated cells, and a dose–response curve was obtained and the 

concentration causing 50% cell viability inhibition (IC50) value was calculated.  
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HRMS data for 1-(4-bromophenyl)-3-(cyclohexylmethyl)urea (4b) 
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1H NMR of 1-(4-bromophenyl)-3-(cyclohexylmethyl)urea (4b)  
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13C NMR of 1-(4-bromophenyl)-3-(cyclohexylmethyl)urea (4b)  
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HRMS data for 1-(cyclohexylmethyl)-3-(4-(trifluoromethyl)phenyl)urea (4c) 
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1H NMR of 1-(cyclohexylmethyl)-3-(4-(trifluoromethyl)phenyl)urea (4c)  
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13C NMR of 1-(cyclohexylmethyl)-3-(4-(trifluoromethyl)phenyl)urea (4c)  
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HRMS data for 1-(cyclohexylmethyl)-3-(4-fluorophenyl)urea (4d)   

 



S13 
 

1H NMR of 1-(cyclohexylmethyl)-3-(4-fluorophenyl)urea (4d)   
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13C NMR of 1-(cyclohexylmethyl)-3-(4-fluorophenyl)urea (4d)   
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HRMS data for 1-(cyclohexylmethyl)-3-(3,5-difluorophenyl)urea (4e)  
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1H NMR of 1-(cyclohexylmethyl)-3-(3,5-difluorophenyl)urea (4e)  
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13C NMR of 1-(cyclohexylmethyl)-3-(3,5-difluorophenyl)urea (4e) 
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HRMS data of 1-(3,5-difluorophenyl)-3-(furan-2-ylmethyl)urea (6c)  
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1H NMR of 1-(3,5-difluorophenyl)-3-(furan-2-ylmethyl)urea (6c)  
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13C NMR of 1-(3,5-difluorophenyl)-3-(furan-2-ylmethyl)urea (6c) 
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HRMS data of 3-(3,5-difluorophenyl)-1,1-bis(furan-2-ylmethyl)urea (8a)   
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1H NMR of 3-(3,5-difluorophenyl)-1,1-bis(furan-2-ylmethyl)urea (8a)   
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13C NMR of 3-(3,5-difluorophenyl)-1,1-bis(furan-2-ylmethyl)urea (8a) 
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HRMS data of 3-(3,5-difluorophenyl)-1-(4-fluorobenzyl)-1-(furan-2-ylmethyl)urea (8b)  
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1H NMR of 3-(3,5-difluorophenyl)-1-(4-fluorobenzyl)-1-(furan-2-ylmethyl)urea (8b)  
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13C NMR of 3-(3,5-difluorophenyl)-1-(4-fluorobenzyl)-1-(furan-2-ylmethyl)urea (8b) 
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HRMS data of 1-((1H-benzimidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8c)   
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1H NMR of 1-((1H-benzimidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8c)   
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13C NMR of 1-((1H-benzimidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8c) 
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HRMS data of 1-((1H-imidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8d)   
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1H NMR of 1-((1H-imidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8d)   
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13C NMR of 1-((1H-imidazol-2-yl)methyl)-3-(3,5-difluorophenyl)urea (8d) 
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HRMS data of N-(cyclohexylmethyl)-3-(methylthio)-4H-1,2,4-triazole-4-carboxamide (10b)    
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1H NMR of N-(cyclohexylmethyl)-3-(methylthio)-4H-1,2,4-triazole-4-carboxamide (10b)    

 



S35 
 

13C NMR of N-(cyclohexylmethyl)-3-(methylthio)-4H-1,2,4-triazole-4-carboxamide (10b)   
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HRMS data of N-(cyclohexylmethyl)-1H-1,2,3-triazole-1-carboxamide (10c) 
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1H NMR of N-(cyclohexylmethyl)-1H-1,2,3-triazole-1-carboxamide (10c) 
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13C NMR of N-(cyclohexylmethyl)-1H-1,2,3-triazole-1-carboxamide (10c)   

 




