Supplementary Figure Legends

Figure S1. Schematic of the modified cytosine PBM methodology. Single-stranded Agilent
HK arrays containing 40,000 features were made double-stranded with a nucleotide mix that
contains either cytosine, SmC, or ShmC using a common primer. An epitope-tagged (GST) TF is
allowed to bind to the sequences on the microarray slide. Binding is then detected using a fluor-
conjugated antibody to the followed by measurement of bound protein (fluorescence intensities)

for each of the array features.

Figure S2. Comparison of CREB1-GST binding to DNA 8-mers between replicates. A. Z-
scores for CREB1 binding to 8-mers containing cytosine from replicatel (Y-axis) and cytosine
from replicate 2 (X-axis). Three spots are highlighted: 1.the canonical CRE 8-mer TGAC|GTCA
(red spot), 2.the CRE|C/EBP chimeric 8-mer TGAC|GCAA (green spot), and the 8-mer
TGAT|GCAA (blue spot). B. Z-scores for CREB1binding to 8-mers containing SmC from
replicatel (Y-axis) and SmC from replicate 2 (X-axis). C. Z-scores for CREB1binding to 8-mers

containing ShmC from replicate 1 (Y-axis) and ShmC from replicate 2 (X-axis).

Figure S3. Comparison of ATF1-GST binding to DNA 8-mers between replicates. A. Z-
scores for ATF1 binding to 8-mers containing cytosine from replicate 1 (Y-axis) and cytosine
from replicate 2 (X-axis). B. Z-scores for ATF1 binding to 8-mers containing SmC from
replicatel (Y-axis) and SmC from replicate 2 (X-axis). C. Z-scores for ATF1 binding to 8-mers

containing ShmC from replicate 1 (Y-axis) and ShmC from replicate 2 (X-axis).

Figure S4. Comparison of JUND-GST binding to DNA 8-mers between replicates. Z-scores
for JUND binding to 8-mers containing cytosine from replicate 1 (Y-axis) and cytosine from

replicate 2 (X-axis).

Figure S5. Heat-map of enrichment of six motifs in DHS derived from 125 human cells.
Hierarchical clustering of enrichment scores for six motifs (CRE, C/EBP, CRE|C/EBP,
TGAT|GCAA, and two negative control sequences (-)) in DHS derived from 125 samples in
human. Samples were classified according to their karyotype (cancer, normal, brain, ESC or B-

or T-cells) as indicated by the color legend.
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Figure S6. Enrichment of GO biological process terms of promoters containing

TGAT|GCAA. Promoters are defined as -10kbp to +10kbp from the transcription start site.
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Figure S2
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Figure S3
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Figure S4
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Figure S6
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