GPR55 senses lactate to sustain motility in prostate cancer cells
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Supplementary Fig. 1 
Lactate promotes GPR55 activation and RhoA-dependent invasiveness in PC3 cells. A) RT-PCR analysis for the GPR55 and GPR81 in DU145 cells treated as figure 1A. B) RT-PCR analysis for GPR55 in HEK293T cells transfected with GPR55-expressing plasmid versus mock-transfected controls. C) Representative confocal images showing the levels of intracellular calcium flux assessed after stimulation with lactate (2.5 mM) or LPI (10 µM) in GPR55-OE and mock-transfected HEK293T cells. Ionomycin (5 µM) was reported as positive control (magnification 40×; time = 0 and 15 min post-stimulation). D) Total protein lysates from PC3 cells, treated with 2.5 mM lactate for 15 min ± ML193 (5 µM) were subjected to WB analysis of pMLC2 and total MLC2. HSP90 was used as housekeeping protein. E) 5x104 PC3 cells, treated with 2.5 mM lactate for 48 hours and administered with CT04 (1 µg/mL) or ML193 (5 µM) were allowed to invade through matrigel-coated transwell chambers for 16h. All data are represented as the mean ± SEM of n=3 experiments. Two-way ANOVA following Sidak’s multiple comparisons (A); One-way ANOVA following Tukey’s corrected (B, D, E). * p<0.05; ** p<0.01; ***p<0.001; **** p<0.0001
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