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Supplementary Figure 2. Analysis of PKC and MAPK signaling pathways during thyrotropin
(TSH)-mediated regulation of Sox9. (A) PCCI3 cells were maintained for 48 hours in
starvation medium (=) and then treated with 1 nM TSH for 48 hours. The GF1 and U0126
inhibitors were added 30 and 60 minutes, respectively, before the treatment. Total protein
extracts were analyzed by western blotting for the detection of Sox9. Tubulin was used as
a loading control. (B) PCCI3 cells were maintained for 48 hours in starvation medium (-)
and then treated with different stimuli for 5 minutes. 500 nM PDBU (phorbol 12,13-
dibutyrate) and 10ng/ml EGF (epidermal growth factor) were used to activate PKC and
MAPK pathways, respectively. The GF1 and U0126 inhibitors were used as in panel A.
Total protein extracts were analyzed by western blotting for the detection of pPKD, and
PKD (left panel) and ppERK and ERK (right panel). B-Actin and vinculin were used as
loading controls.
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