Mitostatin role in prostate cancer
Data S1
Fassan et al.


Data S1
Supplemental Materials and Methods
Generation of Stable Clones

Cells were transfected using Lipofectamine and OligofectamineTM 2000 reagent (Invitrogen, Carlsbad, CA) according to the manufacturer’s protocols with the open reading frame encoding MITOSTATIN-V5 fusion protein (PC3, LNCaP) or the antisense cDNA (PC3, DU145) of the coding sequence of MITOSTATIN, both cloned into a Genestorm expression vector pcDNA3.1/GS (Research Genetics, Huntsville, AL). Before transfection, the MITOSTATIN cDNA clone was verified by sequencing. We have also cloned MITOSTATIN coding sequence in a self-inactivating retroviral vector (kind gift of Dr. Baserga, Kimmel Cancer Center, Philadelphia) under the control of an inducible Drosophila HPS70 promoter. DU145 cells were infected using a methodology previously described [1]. Cells were selected in medium supplemented with either G418 (400 μg/ml) or puromycin (0.75 μg/ml) for 3 weeks. 

Immunoblot Analysis
Cells and tissues were lysed in Ripa lysis buffer, clarified by centrifugation, resolved on SDS-PAGE, and transferred to nitrocellulose membrane (Bio-Rad Laboratories, Melville, NY). After blocking in 5% nonfat dry milk, membranes were sequentially incubated with primary and secondary antibodies. Specific signals were revealed with a chemiluminescence detection system (Amersham Life Sciences, Piscataway, NJ). Anti-Mitostatin 1:1,000 [2] and anti-β-actin 1:10,000 (Sigma, St. Louis, MO) were used as primary antibodies.

Immunohistochemistry
Routine de-paraffinization of all sections mounted on positively charged slides was carried out according to the standard procedures, followed by re-hydration through serial ethanol treatments. The slides were immersed in citrate buffer [0.01 M sodium citrate (pH 6.0)] and heated in a microwave oven at 600 W (three times for 5 min each) to enhance antigen retrieval. Endogenous peroxidase was blocked with 0.3 % hydrogen peroxide in methanol for 30 min. Sections were immunostained overnight at room temperature with a 1:100 dilution of the anti-Mitostatin antibody [2]. The primary antibody was omitted and replaced with pre-immune serum in the negative control. Sections were reacted with a biotinylated anti-rabbit antibody and streptavidin-biotin-peroxidase (Histostain-SP Kit, Zymed Laboratories, San Francisco, CA). Diaminobenzidine was used as a chromogene substrate. Finally, sections were washed in distilled water and weakly counterstained with Harry’s modified hematoxylin.
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