SUPPLEMENTAL MATERIAL

Additional Information on Plasmid Constructs

Construction of the (ELK1),-TATA-Luc plasmid and the ARE-TATA-Luc plasmid has been
previously described (1). The Gal4-ELK1 fusion construct in which the DNA binding domain of
ELK1 (amino acid residues 1-86) was deleted and replaced with the Gal4 DNA binding domain
was constructed by PCR by using the ELK1-pCMV expression plasmid (Origene, Rockville,
MD) as the template. The appropriate PCR primers were custom synthesized to generate the
various amino-terminal and carboxyl-terminal deletion constructs of Gal4-ELK1 using the
ELK1-pCMYV expression plasmid as the PCR template and subcloned at BamHI (upstream) and
Notl (downstream) sites in the pBind vector expressing Gal4 fusions. The following ELK1
deletions reported previously (2) i.e., pPCMVS5L ELK1 A31, pCMVS5L ELK1 AD, pCMVS5L
ELKI1 A32, pCMVS5L ELK1 A32, pCMVSL ELK1 A24, pCMVS5L ELK1 A19, pCMVSL ELK1
FxLa were subcloned into the appropriate vectors. PCR primers were designed to subclone each
of the ELK1 deletions into the pBind vector at BamHI (upstream) and Notl (downstream) sites.
All other ELKL1 internal deletion and mutant constructs were generated using the The
QuickChange Il XL Site-Directed Mutagenesis kit (Agilent Technologies) according to the
manufacturer’s protocol. They include: Lentiviral ELK1 A308-321 and Lentiviral ELK1 FxLa,
Gal4-ELK1A287-306, Gal4-ELK1A307-313, Gal4-ELK1A307-315, Gal4ELK1A400-407, Gal4-
ELK1A331-340, and Gal4-ELK1A340-350.

The AR(A/B)-VP16 fusion construct was initially constructed using the VP16 expression
plasmid from Promega. Using this plasmid as the PCR template, custom synthesized PCR

primers were then used to amplify the AR(A/B)-VP16 sequence which was cloned into the



pCDH-CMV-MCS-EF1-Puro cDNA Cloning and Expression Vector (System Biosciences) at
Nhel (upstream) and BamHI (downstream) sites. The full length AR was subcloned from the
pCMV expression vector (Origene) into the pPCDH-CMV-MCS-EF1-Puro cDNA Cloning and
Expression Vector (System Biosciences) at Nhel (upstream) and BamHI (downstream) sites.
Generation of the AR(A/B) expression plasmid in the pCDH vector has been described (1).
Custom synthesized PCR primers were used to amplify and clone the five tandem Gal4 elements
from the pG5luc vector into the pGreenFirel™-mCMV-EF1-Neo (Plasmid) at Spel (upstream)
and BamHI (downstream) sites.

All of the plasmid constructs generated above were sent to either the Plant-Microbe Genomics
Facility for DNA Sequencing at The Ohio State University (Columbus, OH) or to Genewiz

(South Plainfield, NJ) to verify DNA sequences before the constructs were used in the studies.
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