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Supplemental Figure Legends 

 

Fig. S1. MED1 antibody specificity. (A) 250 ng of full-length purified baculovirus (bv)-

expressed MED1 (expressed and purified as previously described in refs. 23 and 24) and 2 µg of 

LNCaP nuclear extract (prepared as previously described in Methods Mol. Biol. 202:195-214, 

2002) were fractionated by 8% SDS-PAGE, transferred to a nitrocellulose membrane and probed 

by immunoblot with anti-MED1 antibodies (sc-8998; Santa Cruz Biotechnology). Molecular 

weight markers (in kDa) are indicated. (B) LnCaP cells were transiently transfected with MED1 

siRNA or a scrambled control siRNA (as described in detail in refs. 10 and 15). Whole cell 

extract was then prepared and probed by immunoblot with antibodies against MED1 (sc-8998) or 

α-tubulin (sc-8035; Santa Cruz Biotechnology). (C) Consecutively sectioned Nkx3.1;Pten 

mutant mouse prostate adenocarcinomas (see Methods) were stained with control normal rabbit 

IgG (sc-2027; Santa Cruz Biotechnology), anti-MED1 antibody, or without antibody (-IgG). 

Each slide was counterstained with hematoxylin. 

 

Fig. S2. Anti-phospho-MED1 antibody specificity. (A, B) Activated ERK was immunopurified 

from serum stimulated HeLa cells using anti-phospho-ERK IgG (cat. # 4370; Cell Signaling 

Technology) coupled to protein A-sepharose beads. As a negative control, protein A-sepharose 

beads coupled to normal rabbit IgG (sc-2027; Santa Cruz Biotechnology) were incubated with 

HeLa cell extract in parallel and then precipitated. The precipitated p-ERK or control beads were 

then incubated with 250 ng of full-length purified baculovirus (bv)-expressed MED1 wild type 

(panel A) or bv-MED1 mutant (threonine 1032 to alanine) (panel B) in kinase buffer containing 

ATP as previously described (see refs. 23 and 24). As a positive control for ERK 



phosphorylation, 250 ng of recombinant myelin basic protein (MBP) (Upstate/Millipore) was 

included in each reaction. The kinase reactions were fractionated by SDS-PAGE, transferred to a 

nitrocellulose membrane and then probed with anti-MED1 IgG (sc-8998) or anti-phospho-MED1 

(Thr 1032) (see methods section in manuscript text). (C, D) Activated AKT was immunopurified 

from insulin stimulated LNCaP cells using anti-phospho-AKT IgG (cat. # 3787; Cell Signaling) 

coupled to protein A sepharose beads. As a negative control, protein A-sepharose beads coupled 

to normal rabbit IgG were incubated with LNCaP cell extract in parallel and then precipitated. 

The precipitated p-AKT or control beads were then incubated with bv-MED1 (panel C) or bv-

MED1 mutant (Thr-1032-Ala) (panel D) in kinase buffer as described above. As a positive 

control for AKT phosphorylation, 250 ng of recombinant glycogen synthase kinase 3 (GSK3) 

(Cell Signaling) was included in each reaction. As outlined above, the kinase reactions were 

probed by immunoblot using antibodies specific for MED1, phospho-MED1 (Thr 1032), or 

phospho-GSK3 (cat. # 9331, Cell Signaling Technologies).  

 

Fig. S3. Inhibition of ERK or AKT signaling decreases MED1 phosphorylation and expression 

in prostate cancer cells.  (A, B) DU145 cells (panel A) or PC3 cells (panel B) were treated with 

50 µM LY294002, 50 µM U0126 or vehicle (untreated) for 8 h. Whole cell extract was then 

prepared and probed by immunoblot using the anti-MED1, anti-phospho-MED1 and anti-β-actin 

antibodies as described in Figs. S1 and S2. Immunoblot signals were digitalized and quantified 

using Image J software (NIH). Relative MED1 and phospho-MED1 levels normalized to β-actin 

are indicated. (C) MED1 expression and phosphorylation in LNCaP cells treated with 1 µM PD-

0325901 or vehicle for 24 h was determined as described above in panels A and B. (D) MED1 

expression and phosphorylation in androgen-starved LNCaP cells (cultured in phenol-red free 



RPMI containing 10% charcoal/dextran-stripped FBS) treated with 50 µM LY294002, 50 µM 

U0126 or vehicle for 8 h was determined as described above in panels A and B. 

 

Fig. S4. Phospho-MED1 binds to the androgen receptor in prostate cancer cells. Androgen-

starved LNCaP cells were grown to 70% confluency in phenol-red free RPMI containing 10% 

charcoal/dextran-stripped FBS (Gemini Bioproducts). The cells were then treated with or without 

10 nM DHT for 24 h and subsequently harvested in lysis buffer (50 mm Tris-Cl (pH 7.4), 150 

mm NaCl, 5 mm EDTA, 0.5% Nonidet P-40, plus phosphatase and protease inhibitor cocktail 

[Sigma]). One milligram of lysate from each sample was combined with 2 µg of rabbit anti-

phospho-MED1 or 2 µg normal rabbit IgG together with 10 µl (packed) protein A-agarose beads 

(Roche Applied Science) overnight at 4 °C. The beads were then washed three times in lysis 

buffer, and the precipitated immune complexes were resolved by SDS-PAGE. The gel was then 

processed by immunoblot using antibodies specific for the androgen receptor (sc-816; Santa 

Cruz Biotechnology). 


