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Supplement figure legends

Fig.S1.

Fig.S2.

Fig.S3.

Fig.S4.

Fig.S5.

Graph grid of time-course binding profile of ERK cascade components, hnRNP K
and Pol Il along the serum-induced EGR-1 gene. Matrix ChIP analysis of sheared
chromatin from a time-course of serum-treated (10%FBS for 0, 5, 15, 30, 60, 180 min)
HCT116 WT human colon carcinoma cells was done using in-lab coated Protein A
polypropylene 96-well plates. The antibodies used are listed in Table.1. Real-time PCR
was done using primers to the regions shown in the diagram of the EGR-1 gene (the two
exons are shown as boxes). The primers are listed in Table. 2. The ChIP results are
expressed as fraction of input DNA. The graphs represent meant+SEM from six
experiments.

High constitutive levels of Pol 11, hnRNP and ERK cascade components at the highly
expressed house-keeping GAPDH gene. Quantitative RT-PCR analysis of mRNA (A)
and Matrix ChIP (B) was done in untreated and serum-treated (30min) HCT116 WT
human colon carcinoma cells. The primers are listed in Table 2. The graphs represent
mean+SEM from three experiments.

SiRNA SRF knockdown inhibits serum-induced co-recruitment of Pol I, hnRNP K
and ERK signaling cassette along the EGR-1 locus. Cells were transfected using
Lipofectamine RNAIMAX with either SRF siRNA or non-complementary (NC) siRNA.
24hrs after transfection cells were switched to low serum medium and 24hrs after
quiescence cells were treated with 10%FBS for 0, 5, 15, 30, 60 and 180 min. Matrix ChIP
data are presented as a fraction of input DNA, means+SEM, n=3 experiments.

DRB-inhibited Pol Il elongation decreases serum-induced levels of hnRNP K and
ERK signaling cassette along EGR-1 regions distal to TSS. HCT116 WT cells grown
to 40%—60% confluence were made quiescent overnight by lowering FBS concentration
in the medium from 10% to 0.5 %. After 24hrs cells were pretreated with DRB (50uM
dissolved in DMSO) in 0.5 % FBS media for 6h. DMSO alone was used as control. Cells
were switched to 10%FBS media for 0, 15, 30, 60 and 120min, at which times they were
cross-linked, chromatin was sheared. Matrix ChIP data are presented as fraction of input
DNA, means+SEM, n=3 experiments.

1,4-Diamino-2,3-dicyano-1,4-bis(methylthio)butadiene (U0126) [1,2] blocks serum-
induced EGR-1 mRNA expression and recruitment of Pol 1l, hnRNP K and ERK
cascade components to the egr-1 gene. HCT116 WT cells were grown in 6-well plates
to 40%—60% confluence then made quiescent overnight by lowering FBS concentration
in the medium to 1%. After 24hrs cells were pretreated with 10nM U0126 (Sigma; 10uM
stock suspended in DMSO) in 1% FBS media for 1h. A 0.1% DMSO alone was used as a
control. Cells were switched to 10% FBS media containing either DMSO or inhibitor for
0, 5, 15, 30, 60 and 180min, at which times they were immediately overlaid with Trizol
(for RNA isolation) (A) or cross-linked with 1% formaldehyde followed by 125mM
Glycine incubation for chromatin isolation (B). A. Total RNA was extracted from cells as
described previously [3]. 1 pg of RNA was used in reverse transcription (RT) reaction
carried out using random hexamers. Levels of EGR-1 mRNA were assessed by real- time
RT-PCR, normalized for B-Actin transcript and expressed as fold change of a U0126 0’
time point sample. Data represent mean+SEM, n=3 experiments. B. Matrix ChIP data are
presented as fraction of input DNA or as ratios of modified histone marks to total H3
ChIP signals, means+SEM, n=2 experiments.
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