
To explore whether the PI3K-AKT and ERK pathways-dependent downregulation of MMP-9 expression exists in normal Chang liver cells, we have performed additional experiments to detect MMP-9 expression by Western blotting under various conditions. Consistent with a previous study [1], we found that Chang liver cells showed an insignificant signal for MMP-9. Pretreatment of Chang liver cells with LY294002 (10 μM) or PD98059 (25 μM) for 1 hour did not change the MMP-9 level after 24-hour incubation (Figure S1A) cause activation of PI3K-AKT and ERK pathways is not obvious in normal Chang liver cells 


[2,3] ADDIN EN.CITE , the observation that inhibitors of these pathways exerted no effect on MMP-9 expression may not necessarily exclude the possible PI3K-AKT and ERK pathways-dependent downregulation of MMP-9 expression in Chang liver cells. 

Therefore, we detected the MMP-9 level in Chang liver cells after activation of PI3K-AKT or ERK pathways with a specific activator of PI3K, a cell-permeable peptide 740 Y-P or a nonspecific activator of ERK, enterostatin. Pretreatment of Chang liver cells with 740 Y-P (20 μg/ml) for 6 hours [4] or enterostatin (100 nM) for 1 hour [5] significantly increased the levels of p-AKT or p-ERK (data not shown), as well as the level of MMP-9 after 24-hour incubation (Figure S1B). Together with another study showing that the X protein (HBx) of hepatitis B virus (HBV) induced MMP-9 expression through activation of ERK and PI3K-AKT pathways in Chang liver cells 


[6] ADDIN EN.CITE , it is suggested that PI3K-AKT and ERK pathways-dependent regulation of MMP-9 expression may also exist in normal Chang liver cells. 
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