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Comment: In Western blotting experiments, we observe a single primary band of ~70kD in HepG2 cells
stimulated with forskolin, similar to the predicted size of 70kD and consistent with previous
observations (see product literature). In panel B, we demonstrate that this band is efficiently
immunoprecipitated for forskolin-stimulated HepG2 cells (indicated by arrow), while additional bands

present at lower levels are not immunoprecipitated. Therefore, this antibody meets ENCODE standards
for validation by this criterion.
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Antibody: HSF1  Source: Santa Cruz Biotechnology sc-17756

Validation 1: Immunoblotting/Immunoprecipitation
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A. Western blot using sc-17756.Both shown lanes contain nuclear lysates from HepG2 cells stimulated with forskolin. (Lane 1), B.
Immunoprecipitation of HSF1 from forskolin-stimulated HepG2 cells using sc-17756. Lane 1: input nuclear lysate, Lane 2: unbound material from
immunoprecipitation with sc-17756, Lane3: material immunoprecipitated with sc-17756, Lane 3: material immunoprecipitated using control IgG.



Validation #2
Analysis

Calculations were done by Pouya Kheradpour using a collection of known motifs available at
http://www.broadinstitute.org/%7Epouyak/motif-disc/human/. Table 1 shows the fold-enrichments,
enrichment p-values and fraction of peaks which contain the motif. The motif which produced the
largest value for each criterion is shown in Table 1. Note that while the maximally enriched motif
differs from the motif with the highest enrichment p-values and the most represented motif, the
motifs are highly similar (Figure 1) and thus all values are similar between motifs.

Motifs were identified using a matching stringency corresponding to 4-6 (6-mer). Peaks identified by
IDR (1% cutoff) were used in the analysis and +/-50bp from peak centers were considered.
Enrichments are for a given motif vs. a background consisting of +/- 50bp from the centers of all
Dnasel hypersensitive peaks. Repeat mask/simple repeats from UCSC and all gencode v7 exons
(including non-protein coding genes) were excluded from the analysis. Comparison to shuffle motifs
were used to correct for compositional bias. Enrichment is the corrected # of motifs in ChIP
peaks/corrected # of motifs in DNasel peaks.

The current ENCODE standard calls for >4-fold enrichment and >10% motif representation for this
criteria to be used for validation. The HSF1 dataset presented here exceeds these thresholds and the
antibody is considered validated.
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Position/
Consensus

Cell Line

Motif Enrichment (log2)

Table 1. HSF1 motif enrichment.

Enrichment p-value
(-log10)

Fraction of peaks containing

motif

HepG2 (forskolin)

2.65737 (Hsf_known3)

55.9022 (Hsf_known2)

0.160602 (Hsf_known2)

Figure 2. Motif consensus sequences and position weight matrices for highly enriched HSF1 motif.
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