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Supplemental Figure S1. Cell viability was investigated using the Cell Titer 96 AQueous One 

Solution Reagent (Promega, USA). Briefly, preosteoblast MC3T3-E1 cells were plated at 

5x105/cm2 under completed media (alpha-MEM + 10% FBS + 1X anti/anti 

(Pen/strep/amphotericinB) and attached for 24 hours. Then various concentrations of BCE (0, 

20, 50, 100, 150, 300, 500 ng/mL) were treated for 48 hours.  Cells with fresh completed 

media (100 μL) supplemented with CellTiter 96® AQueous One Solution Cell Proliferation 

Assay (MTS, Promega) solution 20 μl/well were incubated for 2 hours, and then the absorbance 

was recorded at 490 nm with a 96-well plate reader (BioTeK, Vermont, USA).  The data are 

presented as the means ± SEM. Statistical analysis (multiple student t-test) was performed 

using the GraphPad Prism software (GraphPad Software, Inc., San Diego, CA, USA). Asterisk 

indicates significant differences between groups (*p < 0.001). 
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Supplemental Figure S2. Changes of body weight, water intake and feed intake in mice. In 

preliminary experiment, to evaluate the toxicity of BCE to mice, weight changes and dietary 

changes (water, feed) of mice were monitored at every week for six weeks.  Four-week mice 

(a total of 20 mice) were adapted in two groups for two weeks, and the change in weight (A), 

water intake (B), feed intake (C) were measured weekly by oral administration of saline or 1.7 

mg/kg of BCE.  The data are presented as the means ± SEM. Statistical analysis (multiple 

student t-test) was performed using the GraphPad Prism software (GraphPad Software, Inc., 

San Diego, CA, USA). Asterisk indicates significant differences between groups (#p < 0.05). 


