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Table S1. Primers used in this study were listed.  
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Table S2. Antibodies used in this study were listed. 

 

 

 

 

 

 

 

 



 3

 

 

 

 

Figure S1. Cancer Outlier Profile Analysis (COPA) of publicly available microarray data sets in 

Oncomine for MST1 expression in 20 different tumor types including prostate cancer.  
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Figure S2. RT-qPCR analysis of MST1, MYC and EZH2 mRNA expression in frozen normal 

and cancerous prostate tissue samples. GAPDH mRNA was used as an internal control in PCR 

reactions. NP: Normal prostate (n=4), PC: Prostate cancer (n=8). 
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Figure S3. A) Methylation sensitive PCR (MSP) analysis of bisulfite-treated genomic DNA 

from fresh-frozen cancerous prostate tissue samples for MST1 promoter methylation. B) MSP 

analysis of bisulfite-treated genomic DNA from formalin-fixed and paraffin-embedded (FFPE) 

cancerous and non-cancerous prostate tissue samples. The procedures for MSP analysis were 

described in Materials and Methods. BPH: Benign prostate hyperplasia, N: normal 

(noncancerous) prostate, #: Blindly renamed patient ID number, M: Methylation, U: 

Unmethylation. 
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Figure S4. A) Analysis of MST1, EZH2, and β-Actin protein by western blot in C4-2 cells 

treated with increasing concentrations (0, 0.15, 0.5, and 2 µM) of GSK126 for 72h in serum-fed 

conditions. MST1 protein levels were normalized to β-Actin (loading control) and the data 

presented as fold (f) change relative to DMSO control. B) Co-IF staining of EZH2 and MST1 

protein levels in prostate tumor tissue sections. Alexa Fluor 488 stained MST1 (green), Alexa 

Fluor 568 stained EZH2 (red), and DAPI stained cell nuclei (blue). Magnification is 20x. 

Micrographs are representative of multiple images from two independent experiments.  
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Figure S5. A) Analysis of Mst1, EZH2 and MYC mRNA levels by semi-quantitative RT-PCR in 

C4-2 cells that were treated with increasing concentrations (0, 10, 20, 30, 40, or 60 µM) of 

10058-F4 for 3 days in serum-fed conditions. GAPDH mRNA expression was used as an internal 

control. E) Semi-quantitative RT-PCR analysis of miR-26a and miR-26b expression levels in 

C4-2 cells treated either with DMSO, 60 µM 10058-F4 or 500 nM JQ1 for 48h. U6 expression 

was used as an internal control. C-D) QPCR analysis of MYC and EZH2 mRNA levels in p69 

cells transiently transfected with mock (vector) or MYC expression construct. E) MSP analysis 

of MST1 promoter in C4-2 cells after treatment with DMSO (vehicle) or 5 µM DZNep for 72h. 

The number below the image represents the percent ratio of methylated (m) to unmethylated (u) 

DNA intensity quantified by ImageJ software. Data are (±S.E.) from multiple experiments 


