Supplementary Figure legends

Supplementary Figure 1. The Full length promoter and 5’UTR are required for maximal
induction of the reporter gene. (A) Schematic showing the deletion constructs tested for
minimal EGR1 promoter activity. The promoter region and 5 UTR of EGR1 (-778 to +280)
inserted upstream of the EmGFP cDNA. The promoter consists of five critical ERK1/2
responsive serum-response elements (SREs), as well as two cAMP-responsive elements
(CREs) and two SP1 elements. To delineate the minimal required upstream elements deletion
constructs were made containing either all 5 serum responsive elements (SRE1-5, -426 to
+12) or just the first 2 that have previously been described as minimally essential (SRE1-2, -
113 to +12). (B) Reporter constructs containing the above upstream regions were transfected
into cells and these were then treated with 100 ng/ml doxycycline (Dox) or DMSO for 24 hours,
fixed and stained with DAPI before being imaged on a high content microscope. Results were
analysed to determine the percentage of GFP positive cells within the population.

Supplementary Figure 2. Inhibitors of PI3K, p38 MAPK or JNK do not inhibit KRAS®'?Y
or BRAFVSE dependent ERK1/2 signalling or EmGFP expression. (A) Hela cells
containing the EGR1:EmGFP reporter construct and expressing doxycycline-inducible
KRAS®™?V (KR1) or BRAFV6%E (BR5) were treated with 100nM Trametinib (Tram), 200nM
ZSTKA474 (ZSTK), 50 nM BIRB796 (BIRB), or 5uM JNK inhibitor VIII (JNK) for 24hrs. All cells
were then treated with 500 ng/ml Anisomycin for 1 hour before lysis, whole cell lysates were
fractionated by SDS-PAGE and blotted with the indicated antibodies. Results are
representative of three independent experiments. (B) KR1 and BR5 cells were treated with
inhibitors as above and also treated with 100 ng/ml Doxycycline (Dox) or DMSO, whole cell
lysates were fractionated by SDS-PAGE and blotted with the indicated antibodies



A
EGR1 full length (FL) promote
and SUTR
B
S
0
©
(&)
o
=
."(%’
o
&
o
T
Q)

EGR1 A SRE 1-5 EmGFP

= N W H O,
> 883 8

o

r
EmGFP

>

EGR1 A SRE 1-2 EmGFP

[]- Dox

[] + Dox
i [l - Dox + PD
B + Dox + PD

ﬂlln,.]n,-l

ut

FL SRE1-5 SRE1-2
EGR1 promoter and 5UTR

Supp figure 1



L ® P |cdun

50|" 0 e» o» em e @ == == ==| T hHlin

KR1
@)
h'd
= @
S 8§ & x X
() — N m -
T+ - + -+ T3 T+ +Dox
wey ewvwe - on " e p_Akt
504
754
™ ooy wo v oo g v w0 0| Akt

50| == = - - - - = T byl

50-

754

50-"--—---—-

Supp figure 2

+ Dox

p-Akt
Akt

Tubulin



