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Methods
Stimulation of THP-1 macrophages
PMA-stimulated THP-1 macrophages were stimulated as follows: i) for 16h with CSE, followed by an additional 24h stimulation with 1,25(OH)2D (1,25(OH)2D post-treatment) or ii) for 24h with 1,25(OH)2D, followed by an additional 16h stimulation with CSE (1,25(OH)2D pre-treatment).

Results
Effect of CSE on cytotoxicity in THP-1 macrophages
THP-1 macrophages were either stimulated for 16h (1,25(OH)2D pre-treatment) or 40h (1,25(OH)2D post-treatment) with CSE. To determine working CSE concentrations, THP-1 macrophages were incubated for 16h or 40h with different concentrations of CSE, ranging from 0 to 100%, and cytotoxicity was evaluated. Cell viability was not affected by CSE concentrations up to 50% following 16h or 40h incubation (S1 Fig). Future experiments were performed with CSE concentrations of 10 or 25%, which were confirmed not to induce cytotoxicity.
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S1 Fig. Effect of CSE on cytotoxicity in THP-1 macrophages. THP-1 macrophages were incubated for (A) 16h or (B) 40h with different concentrations of CSE and cytotoxicity was evaluated using the MTT assay. Results are expressed as percentage of viable cells compared to control values. Independent experiments were performed in triplicate. mean±SEM. *p<0.0001 vs CSE 0-50%, #p<0.05 vs CSE 75%.
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