Supplementary: High Throughput Chemical
Screening Reveals Multiple Regulatory Proteins on
FOXAT1 in Breast Cancer Cell Lines
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Figure S1. Analyzing the binding of FOXA1 or ER at the TTF1 promoter. MCE-7 cells were
plated and then transfected with TFF1promoter-luciferase vector, empty vector (without
TTF1 promoter) or with the TTFl-mutant-promoter vector (double mutant for
forkheadmotifs). After transfection cells treated with hormone stripped media (media
deprived of estrogen) as previously described [28]. After 24h of hormone deprivation,
chromatin was cross-linked with formaldehyde and the isolated chromatin from each
condition was splitted in two for ER or FOXA1 ChIP. We performed ChIP as previously
described [12]. The binding of ER or FOXA1 at the TTF1 promoter was analyzed by
realtime PCR of primers that specifically amplify the region across the TFF1 promoter and
the N-terminus of luciferase coding region. The y-axis shows the binding of ER or FOXA1
normalized with input (isolated chromatin before ChIP) of regions amplifying control
vector (CTR), TFF1 carrying wild type Forhkead motif (WT) or TTF1 carrying double
mutant Forkhead motif (DM).



TFF1 promoter luc2 P

Transfection

e S S

ER+ ER+ ER-
HER2- HER2+ HER2+

Plating

[ s
I

Reporter activity
measurement

Readout of the screening

FOXA1 FOXA1
activating repressive
pathways / pathways

; LUCIFERASE - LUCIFERASE

e

Figure S2. Pipeline of the high throughput chemical screening. pGL4.20-WT reporter
plasmid was first transfected into MCF-7, BT474, and MDA-MB-453 cells in full culture
media; 6 h after transfection cells were plated into 384 well plate in white DMEM with 5%
hormone striped serum; 24 h after the plating, cells were treated with different chemicals
from the library at concentration of 10 uM; 24 h after the start of the chemical treatment,
luciferase assay was performed to measure the activity of the reporter.
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Figure S3. Complement of figure 3 and related with the second drug screening. The figure
contains three plots and three tables. The three plots represent the luciferase expression
(expressed as % of expression of each compound vs. control treated cells) of each of the cell
lines analyzed (MCF-7, BT474 and MDA-MB-453). Each plot represents the % of inhibition
of each compound at the concentration of 1 microM (blue) or 5 microM (red). The X axis
indicates a number, which represents each of the compounds. The tables indicate the name
of the compounds and their primary protein target.
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Figure S4. Validation of chemicals by the second screening. Heatmap showing the result of
the compounds without a significant change in luciferase expression. 45 chemicals were
used for the second chemical screening for 3 cell lines and 2 concentrations (5 and 1
microM). The heatmap illustrates the log2 fold change in luciferase expression (drug
treatment vs. control) of cells treated with the 24 compounds without a significant p value.



