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Figure S1:  Conservation of AR binding sites based on the alignments of 7 vertebrate 

genomes (chimp, dog, mouse, rat, chicken, fugu and zebrafish) with human. The center 

of AR binding regions is designated as coordinate 0, and the distance from the center is 

shown in nucleotides. 



 

 

Figure S2: Real-time RT-PCR validation of gene expression changes from the U133 plus 

2.0 expression array analyses for six target genes: PSA, TMPRSS2, PDE9A, UNC84B, 

ADAMTS1, and CLDN8 (primers are listed in Table S1). The vehicle control was 

measured at 4 hr. The data were presented as the mean ± SE of three replicates. 

 

 



 

 

Figure S3: Control for 5C assay. 5C was performed using fixed, BstYI digested 

chromatin from vehicle- or DHT treated LNCaP cells. Primers (Table S1) flanking the –9 

kb AR binding region and –700 bp promoter region were used to PCR amplify DNA after 

ligation. 

 



 

Figure S4: Regular ChIP validation of marginally enriched AR binding regions on 

chromosomes 21 and 22 (p-value<1E-03). (A) Two AR binding sites relative to the 

TMPRSS2 gene. (B) AR ChIP assays were performed on the TMPRSS2 –13.5 kb, –60 kb 

binding sites and 9 other randomly selected sites.  The results were shown as either 

percentage input (left) or fold enrichment to vehicle control (right). 

 

 



 

Figure S5: Independent GATA2 and Oct1 siRNAs have same effects on decreasing 

androgen-stimulated cell cycle progression.  GATA2 siRNAs (SMART pool and 3’UTR) 

and Oct1 siRNAs (SMART pool and 3’UTR) were transfected into LNCaP cells. 

Western blots (A) and (B) were performed as described in Figure 6A and cell cycle 

analyses (C) were carried out as described in Figure 7D in the presence or absence of 10 

nM DHT. Values represent the mean ± SE of the two independent experiments (C). 

 



 

Figure S6: Effects of siRNAs on HeLa cell cycle progression. Forty-eight hours after 

siRNAs transfection, HeLa cells were treated with vehicle or 10 nM DHT for 24 hr. Cell 

cycle assays were performed as described in Figure 7D.  

 

 

 

 

 

 

 

 

 

 



 

Figure S7. Effects of silencing AR collaborating factors on cell cycle progression. Cell 

cycle analyses were performed as described in Figure 7D in the presence or absence of 10 

nM DHT. The results were presented as the mean ± SE of the two independent 

experiments.  

 



Table S1: Primer and siRNA sequences  

ChIP real-time PCR primers  
Primer name Sequence (5’-3’) 

B11+ 
B11- 
B13+ 
B13- 
B19+ 
B19- 
B20+ 
B20- 
B21+ 
B21- 
B27+ 
B27- 
B30+ 
B30- 
B33+ 
B33- 
B35+ 
B35- 
B38+ 
B38- 
B39+ 
B39- 
B40+ 
B40- 
B41+ 
B41- 
B44+ 
B44- 
B46+ 
B46- 
B50+ 
B50- 
B51+ 
B51- 
B52+ 
B52- 
B58+ 
B58- 
B60+ 
B60- 
 
 

CTTATCCCCAAGTTGCTGGAAT 
ACGAACAACAGGAATCCATCG 
GAAAGGTCACATTTCTAGCTCGTG 
AAGATGCTATACACATTCCCAAAACA 
CACTACTAAGACATTTCATTTGGTCCA 
AAGAATCTCCAGCAAGCTTTGTG 
CCAAGAACAATCAGTACATGTGGTG 
AAGTGATGGTGATACTATCCTTTGTCA 
GACATGGCGTGACTATAAATAAGGAC 
GCAAACACCTGGTATCAACAGACT 
GAACATGGAGTTCCTGAGAATTTAGG 
TGGTCTAGCAGACAGGCAACA 
TGCTTGACTGAATAAAGATACGGC 
CGGAAGAGTTGTGGGATTCG 
CAGTGGCTTCTCCATCGGAA 
CGTGGGCCAGTGTGTAACAG 
TGGGCCATTGACCTCATAGAG 
AGTCTAATCCTTTGATGCCTGCA 
TGTAGGGAGGGAGCCACACT 
AATGGCCGGGTGTGCC 
TCCAGGCAGAGGTGTGGC 
CGTATGTCTCCCTGCACCACT 
AAGGCAAACAGAGCTGCACA 
TGGTCTGAACGAAGGCGAG 
GCCTCCCCCGTGCAG 
TGCAAGGCACGTCTCAATTC 
CACTCCGTTTCTTAGCCGTGA 
AGGCCTGTGGCTCCCC 
GAGAAAACTCTGACCTGCCGG 
ACTAAGTCATGGTCGAGTCGGAC 
TCACACTTTTGGTATTAGCAAAAGTGA 
GCAAGTGCAAAAGACAAGATGC 
CCTTCCATATCTATCCAGTGCATTTA 
TGGCCTCACACCACTGTTACTT 
TGAAATAATGCTGATTCCTGAGATAAG 
TGCTGGTGCAGGATTTATTCTACT 
CCAAAGGATGCCAAAGTCCA 
TGCCTGCATCCGAGAGATTT 
CTTGTTATCCACCCTTTGCAGTT 
TGACCACGGGAGCCCTAA 
 



ChIP real-time PCR primers 
(continued) 

 

Primer name Sequence (5’-3’) 
B64+ 
B64- 
B66+ 
B66- 
B70+ 
B70- 
B71+ 
B71- 
B73+ 
B73- 
B77+ 
B77- 
B85+ 
B85- 
B88+ 
B88- 
B90+ 
B90- 
PSA enhancer+(Wang et al., 2005) 
PSA enhancer-(Wang et al., 2005) 
XBP promoter+(Carroll et al., 2005) 
XBP promoter-(Carroll et al., 2005) 
pol II control+ 
pol II control- 
TMPRSS2 14 kb ARE I+ 
TMPRSS2 14 kb ARE I- 
TMPRSS2 14 kb ARE II+ 
TMPRSS2 14 kb ARE II- 
TMPRSS2 14 kb ARE III+ 
TMPRSS2 14 kb ARE III- 
TMPRSS2 14 kb ARE IV+ 
TMPRSS2 14 kb ARE IV- 
TMPRSS2 14 kb ARE V+ 
TMPRSS2 14 kb ARE V- 
TMPRSS2 –60 kb + 
TMPRSS2 –60 kb - 

TCTTCCCTAGCCCGTGATCA 
CAGCCTCCTTTGCAGAGCC 
CCAAAGGATGCCAAAGTCCA 
TGCCTGCATCCGAGAGATTT 
CACCACGGAAGGGAGAAAAG 
TGGGTGATGGGCCGG 
AAGTTACACAGGCGGGCG 
CTGCTCAGGTCTCAGAAAAGGAG 
TTTCCATGTTCTTTTGCCTTTGT 
GGCAGTTGGCATTTACCCG 
AAGCATGTCAACCTGACCTTCA 
AAAGCACCATAAGTGCTGGCA 
AGGAAAGACCCCAGTCCACA 
TCACTGAATTGCCCCTGACTT 
CCAGATACCCGCCTTACAGC 
GCCCCAGGCACAAAACC 
TTTGGGAGCCAGTGATGGA 
AGCCGCCGCCTGAAGT 
TGGGACAACTTGCAAACCTG 
CCAGAGTAGGTCTGTTTTCAATCCA 
TCTGGAAAGCTCTCGGTTTG 
AATCCCTGGCCAAAGGTACT 
GATCTTAGTTGCTTTGCCTCTCTTATC 
TTTCTTCTCTTGCCCCTGGA 
CTGAGCCCCCACAATTGC 
GGTGGGACACACCTCAGCC 
TGGATGTTGTCTTTTGTTTTATAATGC 
TGCCACTGCACTCCATCCT 
CCAGAAGAATACAATGATTAAAAGGCT
TGGAACTGAAGTATTGGAAAACCA 
TCCCAAATCCTGACCCCA 
ACCACACAGCCCCTAGGAGA 
TGGTCCTGGATGATAAAAAAAGTTT 
GACATACGCCCCACAACAGA 
AGGAGGGACCAGAGCCGT 
GACACCCAGAAAATACCAGCG 

ChIP and 5C assays regular PCR 
primers 

 

PSA enhancer+ (Louie et al., 2003) 
PSA enhancer- (Louie et al., 2003) 
TMPRSS2 5CEcoRI+ 
TMPRSS2 5CEcoRI/BstYI- 
TMPRSS2 5CBtgI+ 

ATGTTCACATTAGTACACCTTGCC 
TCTCAGATCCAGGCTTGCTTACTGTC 
GAGTGTGGTGACTGGCAAAG 
GCCTAGGCTGGCATTTCTT 
CTGGTGAACGCAGGTTGCC 



TMPRSS2 5CBtgI- 
TMPRSS2 5CBstYI+ 
B38+ 
B38- 

GCAGAGTCGACATCAGCAAA 
ATGAGCATGAGCTGGAGCCC 
ATCCATCAGCCAACAACTCC 
CACTGTGGGTCTCAGGGTTT 

mRNA real-time RT-PCR primers  
PSA mRNA+ 
PSA mRNA- 
TMPRSS2 mRNA+ 
TMPRSS2 mRNA- 
PDE9A mRNA+ 
PDE9A mRNA- 
UNC84B mRNA+ 
UNC84B mRNA- 
ADAMTS1 mRNA+ 
ADAMTS1 mRNA- 
CLDN8 mRNA+ 
CLDN8 mRNA- 

TGTGTGCTGGACGCTGGA 
CACTGCCCCATGACGTGAT 
GGACAGTGTGCACCTCAAAGAC 
TCCCACGAGGAAGGTCCC 
GATCCCAATGTTTGAAACAGTGAC 
TCCCAAAGTGGCTGCAGC 
ATCAGGACGGCGAGCCTAT 
CCACCTGGTACGTGGCCA 
GCCAAAGGCATTGGCTACTTC 
TGGAATCTGGGCTACATGGAG 
CGGCTGGAATCATCTTCATCA 
TTGGCAACCCAGCTCACAG 

 
Primers for 

plasmid 
constructions and 

mutagenesis 

 

Primer name Sequence (5’-3’) 
B13 enhancer+ 
B13 enhancer- 
B30 enhancer+ 
B30 enhancer- 
B38 enhancer+ 
B38 enhancer- 
B40 enhancer+ 
B40 enhancer- 
B41 enhancer+ 
B41 enhancer- 
B58 enhancer+ 
B58 enhancer- 
B71 enhancer+ 
B71 enhancer- 
B85 enhancer+ 
B85 enhancer- 
B90 enhancer+ 
B90 enhancer- 
B21 enhancer+ 
B21 enhancer- 
B21 mutated enhancer+ 
B21 mutated enhancer- 
B39 enhancer+ 
B39 enhancer- 

AGTGGTACCTTTCTGTTAATGCCATCC 
AGGCTCGAGACATCCCAGGAGGGA 
GGTGGTACCGCTCTGCTTACACTGGAC 
AGGCTCGAGCCTAAGTAATGAGTTTCA 
AGTGGTACCTGTGGCCAGTTATGCCGCA 
AGGCTCGAGGTCTGGTCTGCAGTCCAGTG 
AGTGGTACCAACTCCCTCAAAGATA 
ATACTCGAGGTGTGAACCAGGGTGA 
AGTGGTACCCTTATGACTAAGCCTGG 
ATACTCGAGAGTGGTCTCTCAGCAGAC 
AGTGGTACCATACAGCATATAAACAAC 
AGGCTCGAGAACAGGAGATGAGAAAGAG 
AGTGGTACCCCATGCCAGTGAACAGAG 
AGGCTCGAGCGATCTCAATGGAGCAAC 
AGTGGTACCCACTCCCGATGACTCCAAAG 
AGGCTCGAGCCTTCTTGTTGAACAGTGGGA 
AGTGGTACCATTCTGTGAGACCGGGTG 
AGGCTCGAGGGTCCAACTCCCAAA 
GGTGGTACCTCTATTGTATGTTGATTTC 
AGGCTCGAGCACGACCATTTTAGCTC 
TTATTAGGGTTGGGATGCACACATTTACCTTTGCCAAATCATT 
AATGATTTGGCAAAGGTAAATGTGTGCATCCCAACCCTAATAA 
AGTGGTACCATTGCAATAAGAACTTC 
AGGCTCGAGGCCTTGTGACACTTCACCC 



B39 mutated enhancer+ 
B39 mutated enhancer- 
FKBP5 enhancer+ 
FKBP5 enhancer-
TMPRSS2 14 kb A+ 
TMPRSS2 14 kb A- 
TMPRSS2 14 kb B+ 
TMPRSS2 14 kb B- 
TMPRSS2 14 kb C+ 
TMPRSS2 14 kb C- 
TMPRSS2 14 kb D+ 
TMPRSS2 14 kb D- 
TMPRSS2 14 kb E+ 
TMPRSS2 14 kb E- 
TMPRSS2 14 kb F+ 
TMPRSS2 14 kb F- 
TMPRSS2 14 kb G+ 
TMPRSS2 14 kb G- 
TMPRSS2 14 kb H+ 
TMPRSS2 14 kb H- 
TMPRSS2 14 kb I+ 
TMPRSS2 14 kb I- 
TMPRSS2 14 kb J+ 
TMPRSS2 14 kb J- 
TMPRSS2 14 kb K+ 
TMPRSS2 14 kb K- 
TMPRSS2 14 kb L+ 
TMPRSS2 14 kb L- 
TMPRSS2 14 kb M+ 
TMPRSS2 14 kb M- 
TMPRSS2 14 kb N+ 
TMPRSS2 14 kb N- 
PSA GATA Mt+ 
PSA GATA Mt- 
PSA enhancer Oct Mt+ 
PSA enhancer Oct Mt- 
PSA promoter Oct Mt+ 
PSA promoter Oct Mt- 
TMPRSS2 GATA Mt+ 
TMPRSS2 GATA Mt- 
TMPRSS2 Oct Mt+ 
TMPRSS2 Oct Mt- 
 
 
 
 

GTGCAGGGAGACATACGCCCCAATGGCCACCTGGTGAAGTGCA 
TGCACTTCACCAGGTGGCCATTGGGGCGTATGTCTCCCTGCAC 
AGTGGTACCCTTGGAACACTGATGTG 
ATACTCGAGCCAGGTTCCACGCCTG 
CGACGCGTAACCATGGAAAGCAGGTGC 
CTAGCTAGCAGGGAGGCAGTTGCA 
CGACGCGTCTGGGTTCTGGAGCTA 
CTAGCTAGCTCTGGTGTGCTGAGGAC 
GAACGCGTGATTTGCTTCACCTGGC 
CCGGCTAGCGCACTATTTCTACTGC 
CGACGCGTTTCTCTGAACATGTG 
CCGGCTAGCGGAGATGACTTAATGA 
CGACGCGTTTCTCGCTCCTCTCA 
CAGGCTAGCTTATGGGCCTGGCGTGA 
CTACGCGTGCTCATTGTAGCCTCCG 
CAGGCTAGCGTAAGATACACTGGC 
CGACGCGTCACCAGTACTTTGATA 
CAGGCTAGCCTGATACAGCAGCTGCCA 
CGACGCGTTGGCAGCTGCTGTATC 
CAGGCTAGCGATCAGGCCTGACCA 
CGACGCGTTGGTCAGGCCTGATC 
CAGGCTAGCACCTGCTGCCATGCTCA 
CAACGCGTTGAGCATGGCAGCAGGTG 
CAGGCTAGCATGTGGAGCTCAGCG 
CAACGCGTCACGCTGAGCTCCAC  
CAGGCTAGCCCATTTAGAAGGCTG 
CGACGCGTTCAGCCTTCTAAATGG 
CAGGCTAGCTCTCCAGCACATAGG 
CGACGCGTCCTATGTGCTGGAGA 
CAGGCTAGCACCTGCGTTCACCAG 
CGACGCGTGCCGTGTGAGGCAGATAA 
TAAGCTAGCCCTCCGCCTCCTGCTTAG 
AACAAATCTGTTGTAAGAGACAGGACAGTAAGCAAGCCTGGAT 
ATCCAGGCTTGCTTACTGTCCTGTCTCTTACAACAGATTTGTT 
GATATCATCTTGCAAGGATGCCCTTGAAACAACAATCCAGAAA 
TTTCTGGATTGTTGTTTCAAGGGCATCCTTGCAAGATGATATC 
GTCTTAGGGCACACTGGGTCTCTAGGCACGTGAGGCTTTGTAT 
ATACAAAGCCTCACGTGCCTAGAGACCCAGTGTGCCCTAAGAC 
AATGAAAATGTTGGTCCTGGAAAAAAGTTTTTCACACAGCAAC 
CTTGCTGTGTGAAAAACTTTTTTCCAGGACCAACATTTTCATT 
GGGTACGGCAGGTACTCATATACTTCACCAGGTGGCCATTTGT 
ACAAATGGCCACCTGGTGAAGTATATGAGTACCTGCCGTACCC 

 
 



 
siRNA sense sequences  

siRNA name Sense sequences (5’-3’) 
 
siLuc(Wang et al., 2005) 
siFoxA12 
siGATA2(SMART pool 
sequences from Dharmcon) 
 
 
siGATA2 (3’UTR) 
siOct1 (SMART pool 
sequences from Dharmcon) 
 
 
siOct1(3’UTR) 
siAR (SMART pool 
sequences from Dharmcon) 
 
 

 
CACUUACGCUGAGUACUUCGA 
GAGAGAAAAAAUCAACAGC 
(1)UCGAGGAGCUGUCAAAGUG 
(2)ACUACAAGCUGCACAAUGU 
(3)GAAGAGCCGGCACCUGUUG 
(4)GCCCAGGCCUAGCUACUAU 
ACCCUUAGCAGCCCAGCAU 
(1)GAAGAAACGCACCAGCAUA 
(2)GGACAGAUAACUGGGCUUA 
(3)CAACACAGCAACCGUGAUU 
(4)ACACCAAAGCGAAUUGAUA 
CUGCCAGCCAGGUUAAUAAUC 
(1)GGAACUCGAUCGUAUCAUU 
(2)CAAGGGAGGUUACACCAAA 
(3)UCAAGGAACUCGAUCGUAU 
(4)GAAAUGAUUGCACUAUUGA 

 
 



Table S2. Differentially expressed transcripts on chromosomes 21 and 22.Each gene 

symbols, the RefSeq and accession numbers, probe set are provided. The fold change and 

p-value of androgen treatment (4 hr and 16 hr) versus vehicle control is showed.  

 
 



Table S3: List of AR binding sites and adjacent androgen-regulated gene locations. 

Distance to gene transcription start site, gene Refseq number and a brief description, 

chromosome number, the start and stop site of each AR binding site, block number and 

length of each AR binding region and  -10 X log10 (p-value) are provided.  



 

 

 

 

 



Table S4. List of typical AREs and non-typical AREs in 90 AR binding regions. Four 

types non-typical ARE: 1) ARE half-site, AGAACA  (score cutoff is 7.0, corresponding 

to its exact match); 2) ARE head to head, AGAACA[0-8n]TGTTCT; 3) ARE tail to tail, 

TGTTCT[0-8n]AGAACA; 4) ARE direct repeat, AGAACA[0-8n]AGAACA (type 2 to 

4, score cutoff 8.5, allowing the 0-8 bases variable gap between two AR half-sites) and 

typical ARE (AGAACAnnnTGTTCT) (score cutoff 8.5, allowing only 3 bases gap 

between two AR half-sites) are listed for 90 AR binding regions. 



 



Supplemental Experimental Procedures 

ChIP-on-chip data analysis 

To ensure there is only one probe measurement within any 1 kb window, the short-range 

(< 1 kb) repetitive probe measurements in tiling arrays were filtered out as previously 

described (Li et al., 2005). Quantile normalization (Bolstad et al., 2003) was used to 

make the distribution of probe intensities the same across all arrays. A generalized Mann-

Whitney U-test, considering probe by probe variability, was then used for the ChIP-

enriched region detection. Briefly, (PM-MM) values for each probe are transformed into 

ranks across the ChIP and control experiments to remove probe variability, followed by 

regular Mann-Whitney U-test on the ranks over each 1 kb sliding window. The p-value 

was derived from the null hypothesis that the treatment set median is no larger than that 

of the control set. Two treatments (100 nM DHT 1 hr and 16 hr) and two controls 

(vehicle and genomic input) experiments were performed (3 biological replicates each). 

The ChIP-enriched regions were identified for each treatment against each control (1 hr-

vehicle, 1 hr-input, 16 hr-vehicle, 16 hr-input,) using a stringent p-value cutoff 1E-05. 

The resulting four sets of regions were merged together to form the 90 nonredundant AR 

binding regions.  

Sequence analysis 
 
The repeat-masked genomic DNA of every AR binding regions was retrieved from 

http://genome.ucsc.edu. We applied the MDscan motif finding algorithm (Liu et al., 

2002) on the 90 AR binding regions ranked by p-value score, but could not find any 

sequence pattern resembling the typical palindrome ARE consensus 

(AGAACAnnnTGTTCT) (Verrijdt et al., 2003). 



We used the positional weight matrix to scan the entire AR binding regions for 

the inexact matches to the typical and non-typical AREs. The positional weight matrix for 

AR half-site is derived directly from the ARE consensus as AGAACA. We determined 

how well a given sequence segment of width w matched a motif (positional weight 

matrix) as the maximum score from the following scoring formula applied on the 

sequence segment itself and its reverse complement: 

 

 

Where pij is the frequency of nucleotide j at position i in the motif, sp is a pseudocount of 

0.04, jb  is the background probability of nucleotide j calculated from the intergenic 

regions of the human genome. δij =1 if nucleotide j is present at position i; 0=ijδ  

otherwise. The score for typical ARE is computed by summing the 12 positional weights 

corresponding to the ARE consensus, allowing 3-nt spacing between two half-sites. 

Despite choosing a relatively loose score cutoff of 8.5 (corresponding to up to 2 bases 

difference from the ARE consensus), we identified only 9 ARE occurrences in the 90 AR 

binding regions. For non-typical ARE, we allowed a variable gap of 0-8 bases between 

the two AR half-sites and allowed the AR half-sites to be in all possible orientations 

(Verrijdt et al., 2003) including head to head AGAACA[0-8n]TGTTCT, tail to tail 

TGTTCT[0-8n]AGAACA, and direct repeat AGAACA[0-8n]AGAACA. The score 

cutoff (8.5) is the same for the typical ARE. We also considered the exact matches to the 

AR half-site (score cutoff 7.0) as another kind of non-typical AREs.  

In order to identify the cooperative binding partner of AR, we mapped all the 

mammalian transcription factor motifs in the TRANSFAC database (Matys et al., 2003) 
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to the nonrepetitive sequences of human chromosomes 21 and 22. We chose score cutoffs 

from 4.0 to 14.0 at 0.5 intervals for each TRANSFAC motif, and required the minimum 

number of motif hits in the 90 AR binding regions to be greater than 20. For each motif at 

each score cutoff, we calculated the fold-enrichment of this motif co-occurring with AR 

half-site in the 90 AR binding regions compared with that in the human chromosomes 21 

and 22 genomic background. When we ranked all the motifs by the maximum fold-

change, Forkhead, GATA, Oct motifs that are associated with AR half-site came on top 

of the list. The p-value associated with each fold-change was derived from the one-tailed 

binomial test. 

We expanded all 90 AR binding sites equally in both directions to 4 kb long. The 

phastCons (Siepel et al., 2005) conservation scores for alignments of 7 vertebrate 

genomes (chimp, dog, mouse, rat, chicken, fugu and zebrafish) with human were 

downloaded from http://genome.ucsc.edu. The conservation score of each nucleotide in 

the expanded binding region is further defined as the average phastCons scores of a 500-

mer window centered at the nucleotide.  

 

ChIP and re-ChIP 

Antibodies used were as follows: anti-RNA pol II (8WG16) from Covance (Berkeley, 

CA), anti-AR (N20), anti-TRAP220 (M255), anti-HNF3α (H120), anti-GATA2 (H116), 

anti-Oct1 (C21), and rabbit IgG (sc2027) from Santa Cruz Biotechnology (Santa Cruz, 

CA). For re-ChIP assays, ChIPs were first performed with anti-AR antibodies (N20). The 

immunoprecipitated complexes were washed, eluted with 10 mM dithiothreitol at 37 °C 

for 30 min and diluted 50 times with ChIP dilution buffer. The second 



immunoprecipitation were then performed with IgG or indicated antibodies. The PCR 

primers for ChIP and re-ChIP are listed in Table S1. 

Reporter gene assays 

Twenty-four hours after transfection, cells were treated with 100 nM DHT or vehicle for 

another 24 hr and then harvested. Transfection efficiency was normalized by co-

transfection of pRL promoter renilla luciferase vector (Promega). Firefly and renilla 

luciferase activity were measured using the Dual-Glo lucifearse assay kit (Promega).  

Co-immunoprecipitation and Western blotting 
 
Hormone-depleted LNCaP cells were treated with or without 100 nM DHT for 24 hr. The 

cells were lysed in 1 ml of ice-cold buffer A. The lysate was rotated for 1 hr at 4°C and 

precleared by 25 μl of packed protein A-Sepharose. 10 μg IgG or specific antibodies 

against AR collaborating factors were then added and immunoprecipitation was 

performed overnight. After immunoprecipitation, 25 μl of packed protein A-Sepharose 

were added for 1 hr and the beads were washed with lysis buffer A twice. The 

precipitated protein complexes were fractionated by 8% SDS-PAGE and Western 

blotting were performed with an anti-AR (441) antibody. The same membranes were then 

reprobed with antibodies against AR collaborating factors. Antibodies used were anti-AR 

(441), anti-HNF3α (H120), anti-GATA2 (H116), anti-GATA2 (CG296), anti-Oct1 

(C21), and anti-Oct1 (12F11) from Santa Cruz Biotechnology, anti-FoxA1 (ab5095) from 

Abcam (Cambridge, CA). 
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