Supplementary Material 3: Validation Experiments

A) Identification of SRC-3 and RNA Polymerase Il Binding Sites in MCF-7 Breast
Cancer Chromatin by ChlIP-chip

We previously used Genpathway’s FactorPath and TranscriptionPath methods to identify
possible SRC-3 target genes in MCF-7 cells [1]. To better understand the differences
between the ChlP-seq and ChIP-chip approaches in this work, we replicated the genomic
mapping for SRC-3 high affinity sites by hybridizing LM-PCR amplified SRC-3 DNA
from E2 treated MCF-7 cells to the Affymetrix tiled microarrays. Data analysis using a
threshold that produced a FDR of 1.29% identified a total of 6,364 SRC3_E2 sites and
2,847 potential target genes that had SRC-3 tag sequences within a 10Kb gene margin.
2,538 tag sequences (about 40%) were not within 10Kb of any annotated genes (data not
shown). Comparative analyses using different threshold settings showed that the different
readouts in the two ChlIP platforms produced highly compatible results, indicating that
the bias introduced by amplification of the DNA fragments in the ChlP-chip method was
negligible in this case. The figure below illustrates an example of a good peak correlation
between the two ChIP platforms for the SLC22A5 gene, and the perfect alignment in the
UCSC Genome Browser [2] of the SRC-3 tag sequences with ER and FoxALl binding
sites from the re-calculated ER and FoxAl cistromes. For the analysis of the SRC-3
cartography presented in the paper we simply used the SRC3-ChlP-seq data.
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B) IP Validation by Q-PCR
Real-time quantitative PCR on 126 randomly selected SRC-3 and Pol Il ChIP target
DNAs validate our ChIP assays; we found only one gene (RAPGEF1) for which

recruitment was not increased upon E2 treatment of the MCF-7 cells. The SLC22A5 gene

shown in the above figure, for example, measured a 42.5 fold increase in DNA over
vehicle control sample.
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