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Platelet releasates promote the proliferation of hepatocellular carcinoma cells by suppressing the expression of KLF6
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Supplemental Figure 1. Platelets and their releasates regulate the apoptosis of HCC cells. The apoptosis of SMMC.7721 and HepG2 cells was analyzed after treatment with platelets (plts), platelet releasates and resuspended platelets. Images representative of the expression of PI (Propidium Iodide) and FITC-AnnexinV in HCC cells are shown.
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Supplemental Figure 2. Expression of KLF6 in HCC cells and platelets. Western blot analysis of KLF6 expression in SMMC.7721 cells, HepG2 cells and washed platelets. GAPDH served as a loading control.
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Supplemental Figure 3. The down-regulation of KLF6 in HCC cells interrupted the proliferative effect of platelets. SMMC.7721 (A) and HepG2 (B) cells transfected with control shRNA (a, CN) or KLF6 shRNA (b, siKLF6) were incubated with platelets and their releasates. EdU incorporation was measured to assess HCC cell proliferation after incubation for 12 hours, and the respective cell types cultured in fresh medium served as a control. The data are presented as the mean ± SEM (***p<0.001 compared with controls. Five fields were randomly selected and examined at ×200 magnification, and the experiment was repeated three times.). 
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Supplemental Figure 4. Platelet releasates increase Ki67 expression in SMMC.7721 subcutaneous tumors. SMMC.7721 cells and shRNA-transfected SMMC.7721 cells were treated with platelet releasate and resuspended platelet pellets for 24 hours, and the tumor cells were then subcutaneously injected into the flanks of nude mice. Representative immunohistochemical staining for Ki67 in each group is shown.
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Supplemental Figure 5. Recombinant TGF-β1 decreased expression of KLF6 in control HCC cells but not KLF6 silenced HCC cells. SMMC.7721 (A) and HepG2 (B) cells transfected with control shRNA (CN) or KLF6 shRNA (siKLF6) were treated with human recombinant TGF-β1 (10 ng/ml) for 12 (a) or 24 (b) hours, expression of KLF6 was measured by a Western blot analysis. Cells cultured in fresh medium were used as a control. A quantitative analysis of the ratio of KLF6 to GAPDH expression is shown, and data are presented as the mean ± SEM (n = 3, ***p<0.001 compared with control).
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Supplemental Figure 6. TGF-β inhibitor attenuated the promotion of HCC cell proliferation by platelets. (A) SMMC.7721 (a), control shRNA-transfected SMMC.7721 (b) and KLF6-silenced SMMC.7721 (c) cells were treated with platelets and their releasates in the absence and presence of TGF-β receptor inhibitor SB431542 (10 μM) for 12 hours. Cell proliferation was assessed with the EdU incorporation assay. (B) Quantification of EdU-positive HepG2 (a), control shRNA-transfected HepG2 (b) and KLF6-silenced HepG2 (c) cells after treatment with platelets and their releasates in the absence and presence of SB431542 (10 μM) for 12 hours; cells cultured in fresh medium were used as a control. For (A) and (B), each experiment was repeated at least 3 times in triplicate, and 5 fields were randomly selected and examined at ×200 magnification for each group. Data are presented as the mean ± SEM. (**p<0.01, ***p<0.001 compared with controls).
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