
0 2 4 6 8
Time (h)

0.5

1

1.5

2

Sc
al

ed
 n

uc
le

ar
 s

ig
na

l mCitrine-SMAD2
SMAD2/3 IF
SMAD2 IF

0 500 1000 1500 2000 2500 3000

RFP-SMAD1 (nuclear, a.u.)

0

0.1

0.2

0.3

0.4

0.5
Fr

eq
ue

nc
y

Pre-stimulus
BMP4 (T = 2 h)
BMP4 (T = 10 h)

F

LAM B1

SMAD2

mCit-SMAD2

WT SMAD2 reporter

6h6h1h
A10

0h 6h6h1h
A10

0h

0 2 4 6 8 10
Time (h)

400

500

600

700

800

900

1000

m
C

itr
in

e-
SM

AD
2 

(c
yt

op
la

sm
ic

, a
.u

.)

0 2 4 6 8 10
Time (h)

500

1000

1500

2000
50 ng/mL
25 ng/mL
10 ng/mL
5.0 ng/mL
2.5 ng/mL
1.0 ng/mL
0.5 ng/mL

Nuclear signal Cytoplasmic signal

0 2 4 6 8 10
-1

-0.5

0

0.5

1

0 2 4 6 8 10
-0.5

0

0.5

1

CB
m

C
itr

in
e-

SM
AD

2 
(a

.u
.)

Sc
al

ed
 m

C
itr

in
e-

SM
AD

2

Time (h) Time (h)

A

10-1 100 101 102

ACTIVIN (ng/mL)

1

2

3

4

m
C

itr
in

e-
SM

AD
2 

(n
uc

-to
-c

yt
o) Peak

Baseline (post-stim)

E

G

0 500 1000 1500 2000 2500 3000

mCitrine-SMAD2 (nuclear, a.u.)

0

0.1

0.2

0.3

0.4

0.5
Pre-stimulus
ACTIVIN 10 ng/mL (T = 10 h)
ACTIVIN 1 ng/mL (T = 10 h)

0 500 1000 1500 2000 2500 3000

mCitrine-SMAD2 (nuclear, a.u.)

0

0.1

0.2

0.3

0.4

0.5

Fr
eq

ue
nc

y

Pre-stimulus
ACTIVIN 10 ng/mL (T = 1 h)
ACTIVIN 1 ng/mL (T = 1 h)

D

0 2 4 6 8 10
Time (h)

0

1

2

3

4

5

6

m
C

itr
in

e-
SM

AD
2 

(n
uc

-to
-c

yt
o) 1 ng/mL (1:10 transer from cells)

1 ng/mL (fresh preparation)

0 0.5 1 1.5 2 2.5 3
GFP-SMAD4 (nuc-to-cyto)

0

0.05

0.1

0.15

0.2

0.25

0.3

Fr
eq

ue
nc

y

E7
BMP4 10 ng/mL (T = 10 h)
ACTIVIN 10 ng/mL (T = 10 h)

H


