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Validation 1: Immunoblot/immunoprecipitation with sc-150 (CEBP [3)
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Arrow indicates band consistent with expected size (~40 kD) of

CEBP B in nuclear lysates from (left to right): K562, GM12878,
HelLaS3, and HepG2 cell lines.
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Arrow indicates immunoprecipitated band of expected size from
HelLa S3 nuclear lysates. Lane 1= HelLa S3 nuclear lysate, Lane
2= supernatant from HeLa S3 immunoprecipitation (IP), Lane 3=
bound material from HeLa S3 IP, Lane 4= bound material from
control IgG IP from HelLa S3.
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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 motifs
may differ 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 4 CEBP/b datasets presented here exceed these thresholds and
the antibody is considered validated
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Table 1. CEBP/b motif enrichment.

Cell Line Motif Enrichment (log2) Enrichment p-value Fraction of pealfs containing
(-log10) motif

Hela-S3 2.86562 (CEBPB_known5) 5053.02 (CEBPB_known5) 0.37903 (CEBPB_known1)

HepG2 3.3304 (CEBPB_known5)  2358.53 (CEBPB_known5) 0.433258 (CEBPB_knownb5)

HepG2 (forskolin)
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3.36494 (CEBPB_known5) 5209.69 (CEBPB_known5)  0.47111 (CEBPB_known5)
3.24554 (CEBPB_known5) 3812.18 (CEBPB_known5) 0.429311 (CEBPB_known5)

Figure 2. Motif consensus sequences and position
weight matrices for highly enriched CEBP/b motifs.
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C/EBP_transfac M00912 + >CEBPB_known5 C/EBPbeta_transfac_M00117 +
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.213483 0.202247 0.224719 D 0.352941 0.117647 0.235294 0.294118
.011236 0.000000 0.988764 K 0.117647 0.117647 0.352941 0.411765
.000000 0.101124 0.887640 V 0.352941 0.235294 0.294118 0.117647
.022472 0.505618 0.202247 T 0.000000 0.000000 0.058824 0.941176
.988764 0.000000 0.000000 T 0.000000 0.000000 0.000000 1.000000
.258427 0.112360 0.202247 R 0.176471 0.000000 0.764705 0.058824
.393258 0.089888 0.292135 C 0.058824 0.823529 0.117647 0.000000
.235955 0.056180 0.056180 D 0.352941 0.117647 0.352941 0.176471
.033708 0.112360 0.089888 H 0.235294 0.470588 0.000000 0.294118
.269663 0.202247 0.438202 M 0.705882 0.235294 0.058824 0.000000
.280899 0.157303 0.348315 A 0.882352 0.058824 0.000000 0.058824
.280899 0.089888 0.325843 Y 0.117647 0.411765 0.117647 0.352941
H 0.176471 0.235294 0.117647 0.470588
N 0.235294 0.294118 0.294118 0.176471
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