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Supplemental Figure S1: Localisation of MAL(1-204)-2GFP and MC(1-150)-2GFP.

NIH3T3 cells transfected with 20 ng of 2GFP fusion constructs were serum-starved (0.3% 
FCS) and treated for 30 min with 15% FCS, 2 µM cytochalasin D (CD) or 20 nM leptomycin 
B (LMB) as indicated.
Upper panel shows representative micrographs; lower panel shows quantitation of 2GFP 
fusion protein localisation from 100 cells. See Figure 3 for dynamic localisation and FLIP 
analysis.

MAL(1-204), LMB MAL(1-204)-xxx, 0.3% MC(1-150), 0.3%

MAL(1-204), 0.3% MAL(1-204), 15% MAL(1-204), CD



1 
m

ot
if 

m
ut

at
ed

2 
m

ot
ifs

 m
ut

at
ed

3 
m

ot
ifs

 m
ut

at
ed

w
ild

ty
pe

 M
AL

α-
H

A
D

AP
I

D
AP

I
D

AP
I

M
A

L

x2
3

M
A

L-
1D

D

1x
3

M
A

L-
2M

C

12
x

xx
3

x2
x

1x
x

xx
x

α-
H

A
α-

H
A

α-
H

A
D

AP
I

Su
pp

le
m

en
ta

l F
ig

ur
e 

S2
: R

PE
L 

m
ot

ifs
 c

oo
pe

ra
te

 in
 M

AL
 re

gu
la

tio
n.

N
IH

3T
3 

ce
lls

 in
 a

 6
-w

el
l d

is
h 

w
er

e 
tra

ns
fe

ct
ed

 w
ith

 1
00

 n
g 

of
 th

e 
in

di
ca

te
d 

C
-te

rm
in

al
ly

 H
A-

ta
gg

ed
 M

AL
 c

on
st

ru
ct

s 
an

d 
m

ai
nt

ai
ne

d 
in

 0
.5

%
 

se
ru

m
. C

el
ls

 w
er

e 
st

ai
ne

d 
ag

ai
ns

t t
he

 d
ou

bl
e 

H
A 

ta
g 

fo
r i

m
m

un
of

lu
or

es
ce

nc
e.

 D
AP

I w
as

 u
se

d 
to

 c
ou

nt
er

st
ai

n 
ce

ll 
nu

cl
ei

. S
ee

 F
ig

ur
e 

5B
 a

nd
 

5D
 fo

r q
ua

nt
ita

tio
n.



Su
pp

le
m

en
ta

l F
ig

ur
e 

S3
: A

n 
in

ta
ct

 u
ni

t o
f M

AL
 R

PE
L 

m
ot

ifs
 1

 a
nd

 2
 is

 re
qu

ire
d 

fo
r M

AL
 re

gu
la

tio
n.

N
IH

3T
3 

ce
lls

 in
 a

 6
-w

el
l d

is
h 

w
er

e 
tra

ns
fe

ct
ed

 w
ith

 1
00

 n
g 

of
 th

e 
in

di
ca

te
d 

C
-te

rm
in

al
ly

 H
A-

ta
gg

ed
 c

on
st

ru
ct

s 
an

d 
m

ai
nt

ai
ne

d 
in

 0
.5

%
 s

er
um

. 
C

el
ls

 w
er

e 
st

ai
ne

d 
ag

ai
ns

t t
he

 d
ou

bl
e 

H
A 

ta
g 

fo
r i

m
m

un
of

lu
or

es
ce

nc
e.

 D
AP

I w
as

 u
se

d 
to

 c
ou

nt
er

st
ai

n 
ce

ll n
uc

le
i. 

Se
e 

Fi
gu

re
 6

B,
 6

E 
an

d 
6G

 fo
r 

qu
an

tit
at

io
n.

α-
H

A
D

AP
I

α-
H

A
D

AP
I

α-
H

A
D

AP
I

M
AL

-b
as

ed
 c

hi
m

ae
ra

s
M

C
-b

as
ed

 c
hi

m
ae

ra
s

C
on

te
xt

-d
ep

en
de

nt
 ro

le
 o

f R
PE

L3

M
A

L

M
C

-N
-M

A
L

M
C

-N
1-

M
A

L

M
C

-N
12

-M
A

L

M
C

-N
12

3-
M

A
L

M
C

M
A

L-
N

-M
C

M
A

L-
N

1-
M

C

M
A

L-
N

12
-M

C

M
A

L-
N

12
3-

M
C

M
C

-2
M

A
L

M
A

L

M
A

L 
12

x

M
C

M
C

 1
2x

M
A

L-
N

12
-M

C

M
A

L-
N

12
-M

C
 3

x



191
97

64

51

kDa

MAL (
50

 ng
)

MAL(2
-20

4)-
PK (1

0 n
g)

anti-α-tubulin

α-FLAG

α-HA

anti-α-tubulin

MAL
MC MC-N

-M
AL

MC-N
1-M

AL

MC-N
12

-M
AL

MC-N
12

3-M
AL

MAL-N
-M

C

MAL-N
1-M

C

MAL-N
12

-M
C

MAL-N
12

3-M
C

ve
cto

r

MAL
x2

3
1x

3
12

x
xx3 x2

x
xxx1x

x

α-HA

anti-α-tubulin

ve
cto

r

α-HA

anti-α-tubulin

ve
cto

r
MAL

MC MAL-2
MC

MC-2
MAL

α-HA

anti-α-tubulin

MAL
MC MAL 1

2x

MC 12
x

MAL-N
12

-M
C

MAL-N
12

-M
C 3

x

A

Supplemental Figure S4: Expression of the used constructs.

NIH3T3 cells in a 24-well dish were transfected with the indicated constructs. Relative amounts of DNA 
were identical to those used for immunofluorescence microscopy and luciferase reporter assays. 
Expression levels were assessed by Western blotting against the FLAG or double HA tags as indi-
cated. α-tubulin was detected as loading control. 
(A) FLAG-MAL and FLAG-MAL(2-204)-PK. (B) RPEL motif mutants. See Figure 5A for nomenclature. 
(C) MAL-MC chimaeras. See Figure 6A for nomenclature. (D) Reciprocal RPEL2 exchange. See 
Figures 5A and 6A for nomenclature. (E) RPEL3 mutation in different contexts.
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