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Supplemental Figure S1.  Transactivation studies.  RKO cells were transfected with 

NuRE-luc or NBRE3-luc (or empty vector) and different concentrations of FLAG-NR4A1 

(A) and/or the empty FLAG vector (B), and luciferase activity was determined.  (C) RKO 

cells were transfected with NuRE-luc, treated with C-DIMs and luciferase activity 

determined as outlines in the Material and Methods. 

RKO 
A 

0

100

200

300

400

500

600

N
u

rR
E 

o
n

ly

FL
A

G
-e

m
p

ty

10
 n

g

20
 n

g

40
 n

g

80
 n

g

12
0 

n
g

16
0 

n
g

FLAG-NR4A1

NurREx3-Luc (400 ng) 

* 

* 

* 

* 
* 

* 

0.0

0.5

1.0

1.5

D
M

SO

D
M

SO 1
0

2
0

1
0

2
0 10 2
0

1
0

2
0

Br OH I CO2Me

Lu
ci

fe
ra

se
 A

ct
iv

it
y 

Fo
ld

 

RKO/DIM-C-pPh-X 
NBREx3-Luc 

X= 

µM 

FLAG-NR4A1 

FLAG-empty 

B 



A B 

0 

20 

40 

60 

80 

100 

C
e

ll
 s

u
rv

iv
a

l 
(%

 o
f 

c
o

n
tr

o
l)

 

120 

--- CO2Me Br OH 

DIM-C-pPh-X (20 µM) 

*  

*  *  

c-Caspase-3 

c-PARP 

β-actin 

c-Caspase-7 

DIM-C-pPh-X (20 µM) 

--- CO2Me Br OH 

Supplemental Figure S2 

β-actin 

Survivin 

Bcl-2 

Sp1 

PTTG-1 

Id1 

DIM-C-pPh-X (20 µM) 

--- CO2Me Br OH 

D 

Supplemental Figure S2.  NR4A1 antagonist C-DIMs inhibit cell proliferation and induce 

apoptosis in RKO colon cancer cells.  (A) Cell survival.  RKO cells were treated with 

various NR4A1 antagonists for 24 hr, and the number of cells in each well was counted.  

(B - D) RKO cells were treated with various NR4A1 antagonists for 24 hr, and whole cell 

lysates were analyzed by Western blot analysis.  -Actin was used as a loading control.  
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Supplemental Figure S3 
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Supplemental Figure S3.  Quantitation of western blots and effects of C-DIMs on 

NR4A1-dependent gene products.  Quantitation of western blots in Figure 7B (A) and 

Figure 7D (B) after treatment of RKO cells with siNR4A1 or DIM-C-pPhOH.  Results of 3 

replicates (means  SE) and significant decreases/increases are indicated.  Effects of C-

DIM/NR4A1 antagonists on mTOR pathway gene products in RKO cells (C) and DIM-C-

pPhCH3 (not an NR4A1 ligand) (D) in RKO and SW480 cells. 
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