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Figure Captions 

 

Supplementary Fig 1 Differentially phosphorylated kinases in response to progesterone treatment of breast 

cancer cells 

The figure represents X-ray films exposed to nitrocellulose membrane for 5min with untreated and progesterone-

treated lysates from a) T47D and b) MDA-MB-231 cells. Black lines and numbers on the right of the spots indicate 

the location of differentially phosphorylated kinases in untreated and progesterone-treated sets for both cells. The 

annotation of the spots is as follows: 

1- p38α; 2- ERK1/2; 3- EGFR; 4- MSK1/2; 5- AKT1/2/3; 6- Fgr; 7- FAK; 8- p70S6K; 

9- p27; 10- STAT3; 11- RSK1/2/3; 12- PLC-γ1. 

 

Supplementary Fig 2 Progesterone suppresses phosphorylation of kinases involved in cell migration and 

invasion in breast cancer cells by up-regulating DUSP1 

a) Western blot analysis of p-EGFR (Y1086), p-AKT (S473) and p-ERK1/2 (T202/Y204) was performed in T47D 

and MDA-MB-231 (MD231) cells treated with progesterone. Total protein for each phospho-kinase was also 

probed. Numbers on blot indicate ratio of intensity of phosphorylation for each kinase with respect to its total 

protein levels. β-actin was used as internal loading control. β-actin for the p-ERK1/2 and p-EGFR panels is the 

same. “-” indicates control while “+” indicates progesterone treatment. b) Real-time PCR analysis of DUSP1 was 

performed in breast cancer cells treated with progesterone. Graph has been plotted as fold-change for DUSP1 with 

respect to GAPDH for control and progesterone-treated cells; horizontal black line indicates expression of DUSP1 in 

control cells. Figure is representative of three independent experiments performed in triplicates. P-value was 

calculated using student's unpaired t-test. ** indicates P-value <0.001; *** indicates P-value <0.0001. 

 

 

Supplementary Fig 3 Mifepristone antagonizes the effect of progesterone on cell migration 
a) T47D and b) MDA-MB-231 cells were treated with alcohol (control), progesterone, mifepristone and 

mifepristone+progesterone for 20hrs and followed for time-lapse cellular migration assay. Bar plots indicate 

percentage cellular migration of the cells, with a comparison between control and progesterone; mifepristone and 

mifepristone+progesterone; and progesterone and mifepristone+progesterone treated cells. Figures are representative 

of three independent experiments performed in triplicates. P-value was calculated using student’s unpaired t-test. ** 

indicates P-value<0.001; *** indicates P-value<0.0001. 



Untreated Progesterone

MDA-MB-231
PR-/ER-/Her2-) (

1 2
3 4 5

6
7

8

9
10

11
12

1 2
3 4 5

6
7

8

9
10

11
12

Untreated Progesterone

T47D
PR+/ER+/Her2-) (

1 2
3 4 5

6
7

8

9
10

11
12

1 2
3 4 5

6
7

8

9
10

11
12

a

b

Supplementary Fig 1



p-ERK1/2

ERK2

β-actin

p-AKT

AKT

β-actin

p-EGFR

EGFR

β-actin

EGFR
long exposure

1 0.48 1 0.51 1 0.45 1 0.59 1 0.97 1 0.58

Progesterone  -  +  -  +

T47D MD231

 -  +  -  +

T47D MD231

 -  +  -  +

T47D MD231a

b

Supplementary Fig 2

BT474T47D ZR-75-1MD-231
0.0

0.5

1.0

1.5

2.0

Fo
ld
 c
ha
ng
e

DUSP1

 **  ***  **

 **



Control Prog Mife M+P
0

20

40

60

80

P
er
ce
nt
 w
ou
nd
 m
ig
ra
tio
n

0h

20h

Control Progesterone Mifepristone M+P

T47D
 (PR+/ER+/Her2- )

 ***
 ***

 **

Control Progesterone Mifepristone M+P

MDA-MB-231
 (PR-/ER-/Her2- )

Control Prog Mife M+P
0

10

20

30

40

50

60

P
er
ce
nt
 w
ou
nd
 m
ig
ra
tio
n

 ***

 **
 **

a b

Supplementary Fig 3


	Supplemental file_20170324.pdf
	Supplementary Fig 1_20170323.pdf
	Supplementary Fig 2_20170323.pdf
	Supplementary Fig 3_20170323.pdf

