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S3.5 Cytotoxicity assay against cancer and normal cell lines 

The human cancerous cell lines MCF-7 (breast cancer), NCI-H460 (Lung cancer), Hela 

(Cervical cancer) and Human normal cell BJ were collected from cell culture biobank (PCMD, 

ICCBS) obtained from American Type Culture Collection (ATCC). They were cultured in 

DMEM medium (for MCF-7, Hela, and BJ) and RPMI (ATCC modified medium for NCI-

H460) supplemented with 5% FBS, 100 IU/mL of penicillin, and 100 μg/mL of streptomycin, 

and kept at 37°C in 5% CO2 incubator. The inhibition of cancerous cells was investigated with 

the help of 3-[4, 5-dimethylthiazole-2-yl]-2, 5-diphenyl-tetrazolium bromide (MTT) assay. For this, 

we plated 100 μL/well of cell solution (10 × 104 cells/mL MCF-7 cells), (5 × 104 cells/mL NCI-

H460 cells), (6 × 104 cells/mL Hela cells), were added into 96-well plate and incubated for 24 

hrs at 37°C, before treatment with 6.25-50 µM of positive control Doxorubicin, compounds 1, 

2, 5, 6, 8, 11, and 13, or negative control DMSO for 48 hrs. After this, 20 µL of MTT (5 

mg/mL), the dye was added to each well and the plates were incubated for 4 h at 37°C. After 

the completion of incubation of 100 µL, DMSO was added to each well to dissolve the purple 

formazan crystal and the absorbance was taken at 570 nm using an ELISA plate reader. The 

growth inhibition of cancer cells was expressed as IC50 value. 

Table S1 Experimental data of Cytotoxicity assay against cancer and normal cell lines 

No. MCF7 

% inhibition  (50 

µM)  

H460  

% inhibition  (50 

µM) 

Hela 

% inhibition  (50 

µM) 

BJ 

% inhibition  (50 

µM) 

1 1.1 7.5 3.9 2.9 

2 2.0 8.2 7.9 6.6 

5 7.5 2.8 3.7 3.9 

6 5.3 3.4 11.7 8.4 

8 1.2 2.6 2.0 3.8 

11 9.6 6.9 8.6 2.8 

13 1.0 6.2 8.8 9.3 

Doxorubicin 85.3 

IC50 2.3 ± 0.2 µM 

85.3 

IC50 1.4 ± 0.1 µM 

99.5 

IC50 0.29 ± 0.01 µM 

 

 

S3.6 Nitric Oxide (NO) production inhibition assay 

The J774.2 cell line (mouse macrophage) was cultivated in 75 cc flasks IWAKI (Japan), 

containing DMEM and FBS (10%), and were incubated in CO2 (5%) at 37°C. Fully-grown 
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cells (106 cells/mL) were transferred into the 96-well plate, and nitrite production was induced 

by  by E. coli (30 μg/mL) LPS (lipopolysaccharide). Compounds 1, 2, 5, 6, 8, 11, and 13, 

positive control L-NMMA, and negative control DMSO were tested with different 

concentrations (1, 10, and 25 μg/mL), and placed in CO2 (5%) at 37°C. Griess method was 

used to analyze accumulation of nitrite in the cells (J774.2).  

Table S2. Experimental data of Nitric Oxide (NO) production inhibition assay 

No. IC50 (µg/mL) 

1 > 100 

2 > 100 

5 > 100 

6 > 100 

8 > 100 

11 > 100 

13 > 100 

LNMMA 24.2 ± 0.8 

 

 

Figure S1. EI-MS spectrum of compound 1. 
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Figure S2. HR-EI-MS spectrum of compound 1. 
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Figure S3. UV spectrum of compound 1. 
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Figure S4. IR spectrum of compound 1. 
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Figure S5. CD spectrum of compound 1. 



Page 10 of 30 
 

 

Figure S6. 1H NMR spectrum of compound 1 (500 MHz, CDCl3). 

 

Figure S7. 1H NMR assignment-1 of compound 1. 
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Figure S8. 1H NMR assignment-2 of compound 1. 

 

Figure S9. 13C NMR spectrum of compound 1 (150 MHz, CDCl3). 
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Figure S10. 13C NMR assignment-1 of compound 1. 

 

Figure S11. 13C NMR assignment-2 of compound 1. 
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Figure S12. 13C NMR assignment-3 of compound 1. 

 

Figure S13. DEPT spectrum of compound 1. 
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Figure S14. 1H–1H COSY spectrum-1 of compound 1. 

 

Figure S15. 1H–1H COSY spectrum-2 of compound 1. 
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Figure S16. HSQC spectrum-1 of compound 1. 

 

Figure S17. HSQC spectrum-2 of compound 1. 
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Figure S18. HMBC spectrum-1 of compound 1. 

 

Figure S19. HMBC spectrum-2 of compound 1. 
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Figure S20. NOESY spectrum-1 of compound 1. 

 

Figure S21. NOESY spectrum-2 of compound 1. 
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Figure S22. EI-MS spectrum of compound 2. 
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Figure S23. HR-EI-MS spectrum of compound 2. 
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Figure S24. UV spectrum of compound 2. 
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Figure S25. IR spectrum of compound 2. 
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Figure S26. CD spectrum of compound 2. 
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Figure S27. 1H NMR spectrum of compound 2 (500 MHz, CDCl3). 

 

Figure S28. 1H NMR assignment-1 of compound 2. 
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Figure S29. 1H NMR assignment-2 of compound 2. 

 

Figure S30. 13C NMR spectrum of compound 2 (150 MHz, CDCl3). 
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Figure S31. 13C NMR assignment-1 of compound 2. 

 

Figure S32. 13C NMR assignment-2 of compound 2. 
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Figure S33. 13C NMR assignment-3 of compound 2. 

 

Figure S34. 1H–1H COSY spectrum-1 of compound 2. 
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Figure S35. 1H–1H COSY spectrum-2 of compound 2. 

 

Figure S36. HSQC spectrum-1 of compound 2. 
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Figure S37. HSQC spectrum-2 of compound 2. 

 

Figure S38. HMBC spectrum-1 of compound 2. 
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Figure S39. HMBC spectrum-2 of compound 2. 

 

Figure S40. NOESY spectrum-1 of compound 2. 
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Figure S41. NOESY spectrum-2 of compound 2. 


