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S1:  Bioactivity Assays  

 

Cell Culture: The RAW 264.7 mouse macrophage cell line was purchased from the Cell Bank 

of Shanghai Institute of Biochemistry and Cell Biology, Chinese Academy of Sciences 

(Shanghai, China), and was cultured in Dulbecco’s modified Eagle medium (DMEM, Gibco 

Invitrogen Corp., Carlsbad, CA, USA) which was supplemented with 10% FBS, 100 Units/mL 

penicillin and 100 g/mL streptomycin. The cells were placed at 37 °C in a humidified 

incubator containing 5% CO2. The inhibitory activity of the isolated compounds toward NO 

production was determined using the Griess reagent system (Beyotime, Beijing, China). Cells 

were cultured in each well of 96-well plates in the density of 5 × 104 cells/well with 100 L 

DMEM for 24 h. Then test samples which dissolved in DMSO and diluted with DMEM were 

added as well as LPS 2 g/mL as stimuli. The final drug concentration was 50 (25 or 12.5) M 

with 1% DMSO. Wells treated with only LPS were served as model control and wells treated 

with neither LPS nor test samples were served as blank control (all contained 1% DMSO). After 

24 h incubation, half of the medium (50 L) in each well was harvested.  

 

MTT Assay: The cytotoxicity of the isolated compounds toward RAW 264.7 cells was 

determined by MTT assay. RAW264.7 cells were planted in 96-well plates (5 × 103/well) for 

24 h. Then they were treated with test samples which dissolved in DMSO and diluted in 100 

μL DMEM making the final drug concentration 50 (25 or 12.5) μM and 1% DMSO. 1% DMSO 

served as solvent control. Wells without cells contain only 100 μL DMEM were served as blank 

control. 24 h later, 20 μL solution MTT was added in each well. After incubation for 4 h, the 

medium was removed and 100 μL DMSO was added in each well, then the absorbance (A) was 

detected at 490 nm using a microplate reader. The inhibition of cell growth was calculated 

according to the following formula: % Inhibition = [1 (Asample  Ablank) / (Asolvent  Ablank)] × 

100. 

 

Inhibitory activity toward NO: Nitric oxide release was assessed by a colorimetric assay based 

on a diazotization reaction using the Griess reagent system. After 50 L Griess reagent I and 

50 L Griess reagent II were added in each well, the absorbance (A) was measured at 540 nm 

using a microplate reader. The inhibition of NO release was calculated according to the 

following formula: % Inhibition = [1  (Asample - Ablank) / (Amodel - Ablank)] × 100 
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Figure S1: 1H NMR Spectrum of 1 in CD3OD (400 MHz) 
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Figure S2: 13C NMR Spectrum of 1 in CD3OD (100 MHz) 
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Figure S3: HSQC Spectrum of 1 in CD3OD 
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Figure S4: 1H-1H COSY Spectrum of 1 in CD3OD 
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Figure S5: HMBC Spectrum of 1 in CD3OD 
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Figure S6: NOESY Spectrum of 1 in CD3OD 
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Figure S7: HRESIMS spectrum of 1 
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Figure S8: Scifinder report for 1 
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Figure S9: 1H NMR Spectrum of 2 in CD3OD (400 MHz) 
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Figure S10: 13C NMR Spectrum of 2 in CD3OD (100 MHz) 
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Figure S11: 1H NMR Spectrum of 3 in CD3OD (400 MHz) 
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Figure S12: 13C NMR Spectrum of 3 in CDCl3 (100 MHz) 
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Figure S13: 1H NMR Spectrum of 4 in CDCl3 (400 MHz) 
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Figure S14: 13C NMR Spectrum of 4 in CDCl3 (100 MHz) 
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Figure S15: 1H NMR Spectrum of 5 in CDCl3 (400 MHz) 
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Figure S16: 13C NMR Spectrum of 5 in CDCl3 (100 MHz) 
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Figure S17: 1H NMR Spectrum of 6 in CDCl3 (400 MHz) 
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Figure S18: 13C NMR Spectrum of 6 in CDCl3 (100 MHz) 


