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Supplemental Methods 

Western blot. 

Western blot analysis was performed basically as previously described 

(Khunweeraphong et al., 2012). The parental JTREx-CHO cells, JTREx-CHO-SGLT1 

cells and JTREx-CHO-SGLT2 cells were incubated with or without doxycycline for 24 

h. Cells were collected in ice-cold phosphate buffered saline (PBS) and lysed by 

sonication in lysis buffer containing 20 mM Tris-HCl (pH7.5), 150 mM NaCl, 1 mM 

EDTA and protease inhibitor cocktail (Roche Diagnostics GmBH, Mannheim, 

Germany). Whole lysate was centrifuged at 1000 × g for 5 min and the supernatant was 

further centrifuged at 391,000 × g for 15 min to obtain crude membrane fraction. After 

solubilization with the lysis buffer containing 1% FC-12 and mixing with Laemmli 

buffer, 50 μg/lane of the crude membrane factions were separated on 10% SDS-PAGE 

gel. The proteins were transferred electrophoretically onto Hybond-P PVDF membrane 

(GE Healthcare; Buckinghamshire, UK). Membranes were blocked at room temperature 

for 1 h with Tris-buffered saline Tween-20 (TBS-T) containing 5 % skim milk and 

incubated overnight at 4°C with primary antibodies. The following antibodies were 

used: anti-SGLT1 antibody (Abcam, Cambridge, MA, ab14686), anti-SGLT2 antibody 

(Santa Cruz Biotechnology, Santa Cruz, CA, sc-47402). The membranes were then 

washed with TBS-T and incubated at room temperature for 1h with appropriate 

secondary antibodies conjugated to horseradish peroxidase. Signals were developed by 

ECL Plus Western Blotting Detection System (GE Healthcare, Piscataway, NJ) and 

visualized using LAS-4000 mini Ver. 2.0 (Fujifilm Corporation, Tokyo, Japan). 
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