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Table S1: Sequences of siRNAs used in this study. 

 

Table S2: Primer pairs used for amplifying FAK, FAK Y397F and EB1 sequences. 

Figure S1: Knockdown efficiency of the siRNAs. MDA-MB-231 cells and MCF10A cells treated 

with TGF- for 6 days were transfected with a control siRNA (siLacZ) or siRNAs against EB1 

(siEB1_1 or siEB1_2), CLASP1 (siCLASP1), CLASP2 (siCLASP2) or CLIP170 (siCLIP170) and 

target protein expression levels assessed by western blotting using specific antibodies. -Tubulin was 

used as loading control. 

 

Figure S2: Foci are the consequence of MMP-dependent proteolytic activity. Representative 

images of MDA-MB-231 cells transfected with a control siRNA (siLacZ) or siRNAs against EB1 

(siEB1_1 or siEB1_2) seeded on fluorescently-labeled gelatin (FITC-gelatin) and treated with the 

general inhibitor of metalloproteases GM6001 at 10M for 4 hours. Cells were fixed and stained with 

an anti-Cortactin antibody to identify invadopodia. 

 

Figure S3: Re-expression of EB1 reverts the increased degradative phenotype of EB1 depleted 
cells. MDA-MB-231 were co-transfected with a control siRNA (siLacZ) or the siEB1_2 targeting the 
3’UTR of EB1 mRNA and a plasmid expressing the mCherry alone or EB1 fused to mCherry before 
seeding on fluorescently-labeled gelatin (FITC-gelatin) for 4 hours. (A) Levels of endogenous EB1 

and EB1 fused to mCherry were analyzed by western blotting (WB) using EB1 antibody. -Tubulin 
serves as a loading control. (B) Representative images of cells fixed and stained with anti-mCherry 
and anti-Cortactin antibodies are shown. The degraded area (C) and the number of degradation foci 
(D) per mCherry positive degrading cells are represented as the mean ± SEM of three independent 
experiments. Mean of each individual experiment is reported. Statistical analysis was performed as 

described in Figure 1. *** p≤0.001, ** p≤0.01, * p≤0.05. Full-length blots are presented in 

Supplementary Figure S6. 

 

Figure S4: FAK overexpression inhibits ECM proteolysis. MDA-MB-231 cells stably expressing 

mCherrry, mCherry fused to wild type FAK or mCherry fused to the SH2-binding motif mutant of 

FAK (FAK Y397F) were transfected with a control siRNA (siLacZ) before seeding on fluorescently-

labeled gelatin (FITC-gelatin) for 4 hours. Representative images of cells fixed and stained with anti-

mCherry and anti-Cortactin (not show) antibodies. The percentage of mCherry positive degrading 

cells (B), the degraded area per cell (C) and the number of degradation foci (D) are represented as the 

mean ± SEM of three independent experiments. Mean of each individual experiment is reported. 

Statistical analysis was performed as described in Figure 1. *** p≤0.001, ** p≤0.01, * p≤0.05. 

 

Figure S5: Microtubule targeting agents do not impair ECM degradation, nor FAK activation 

levels. MDA-MB-231 cells treated at the time of seeding with the indicated drugs were seeded on 

gelatin-coated coverslips for 4 hours. (A) Representative images of cells fixed and stained with anti--

Tubulin and anti-EB1 antibodies are shown. The white-boxed regions are shown enlarged in the 



corner. Scale bars represent 10m in non-enlarged images, 4m in enlarged images. (B) 

Representative images of cells fixed and stained with anti-Cortactin and anti-TKS5 antibodies to 

quantify invadopodia, as in Figure 1, are shown. The ability of cells to degrade fluorescently-labeled 

gelatin was analyzed. The degraded area per cell (C) and the number of degradation foci (D) are 

represented as the mean ± SEM of three independent experiments. Statistical analysis was performed 

as described in Figure 1. (E) Levels of FAK and FAK phosphorylated on Tyr397 (p-Y397-FAK) were 

analyzed by western blotting using specific antibodies. -Tubulin serves as a loading control. The 

ratio p-Y397-FAK:total FAK is represented as the mean ± SEM of three independent experiments. 

The paired t test was used to determine significant differences. ns not significant. 

Figure S6: Uncropped western blots. 

  



Table S1: Sequences of siRNAs used in this study. 

Gene NCBI Reference 
Sequence 

Sequence 

siLacZ M55068 GCGGCUGCCGGAAUUUACCTT 

siEB1_1 NM_012325 UUAAAUACUCUUAAGGCAUTT 

siEB1_2 NM_012325 GAAUUGAAUUUUAAGCUAATT 

siAPC_1 NM_000038 UUAUUCUUAAUUCCACAUCTT 

siAPC_2 NM_000038 UUAUGCUCAAUGCUUAGUCTG 

siACF7 NM_012090 UAACCUUCUGAUAAGAUUGTT 

siCLASP1 NM_015282 UAUUGCUGCAUCUCGAACCTG 

siCLASP2 NM_015097 UUCUCGACUAGAAUAAAUCTG 

siCLIP170 NM_002956 UUUCUUUGUAUGUCAGAGCTG 

 

Table S2: Primer pairs used for amplifying FAK, FAK Y397F and EB1 sequences. 

Name Sequence 

FAK_For_GW GGGGACAAGTTTGTACAAAAAAGCAGGCTTCATGGCAGCTGCTTACCTTGACCCCA 

FAK_FL_rev_GW GGGGACCACTTTGTACAAGAAAGCTGGGTCTCAGTGTGGTCTCGTCTGCCCTAGC 

attB1-Nter EB1 GGGGACAAGTTTGTACAAAAAAGCAGGCTTCGAAGGAGATAGAACCATGGCAGTG
AACGTATACTCAACGTCAG 

attB2-Cter EB1 FL GGGGACCACTTTGTACAAGAAAGCTGGGTCATACTCTTCTTGCTCCTCCTGTGGGC 

 



50

28

siL
ac

Z
siE

B1_
1

siE
B1_

2

EB1
α-Tubulin

50 α-Tubulin
28

EB1
siL

ac
Z
siE

B1_
1

MDA-MB-231

MCF10A + TGF-β

Chanez et al., Figure S1

185 CLIP170
50

siL
ac

Z
siC

LIP
17

0

α-Tubulin

siL
ac

Z

185 CLASP2
50 α-Tubulin

siC
LA

SP2

siL
ac

Z
siC

LA
SP1

115 CLASP1
50 α-Tubulin



si
La

cZ
si

EB
1_

1
si

EB
1_

2

+G
M

60
01

CortactinFITC-gelatinmerged

MDA-MB-231

Chanez et al., Figure S2



D
eg

ra
de

d 
ar

ea
 p

er
 

ce
ll 

(µ
m

2 )

0

5

10

15

20

***
***

25

siLacZ
siEB1_2

EB1-mCh
mCh

+ - -
++-
-++
+--

N
um

be
r o

f d
eg

ra
da

tio
n 

fo
ci

 p
er

 c
el

l

0

20

40

60

***
***

80

siLacZ
siEB1_2

EB1-mCh
mCh

+ - -
++-
-++
+--

siLacZ siEB1

m
er

ge
d

m
C

he
rr

y
FI

TC
-g

el
at

in

EB1-mChmChmCh

C
or

ta
ct

in

siLacZ
siEB1_2

EB1-mCh
mCh

+ - -
++-
-++
+--

EB1-mCherry

EB1

α-Tubulin

30

65

50

Chanez et al., Figure S3

A B

C D



Chanez et al., Figure S4

A

B

0

20

60

80

40

mCh +
 si

La
cZ

mCh-F
AK Y39

7F
 + 

siL
ac

Z

mCh-F
AK + 

siL
ac

Z

***

%
 o

f d
eg

ra
di

ng
 c

el
ls

C
D

eg
ra

de
d 

ar
ea

 p
er

 c
el

l (
µm

2 ) 

***

mCh +
 si

La
cZ

0

10

15

mCh-F
AK Y39

7F
 + 

siL
ac

Z

mCh-F
AK + 

siL
ac

Z

**

5

D

*

N
um

be
r o

f d
eg

ra
da

tio
n

fo
ci

 p
er

 c
el

l 

mCh +
 si

La
cZ

0

10

20

40

mCh-F
AK Y39

7F
 + 

siL
ac

Z

mCh-F
AK + 

siL
ac

Z

si
La

cZ

merged mCherry FITC-gelatin

m
C

h
m

C
h-

FA
K

Y3
97

F
m

C
h-

FA
K

***
30



 

B

E

D
M

SO
 

Pa
cl

ita
xe

l 
1µ

M
N

oc
od

az
ol

e 
10

µM

TKS5 zoomCortactin FITC-gelatinmerged

A

p-Y397-FAK
102

FAK
102

52
α-Tubulin

DMSO
Pac

lita
xe

l 1
µM

Noc
od

az
ole

 10
µM

merged
D

M
SO

 

 
Pa

cl
ita

xe
l 

1µ
M

N
oc

od
az

ol
e 

10
µM

α-tubulinEB1

D
eg

ra
de

d 
ar

ea
 p

er
 c

el
l (
µm

2 )
DMSO

Noc
od

az
ole

 10
µM

Pac
lita

xe
l 1
µM

0

5

10

15

20 ns

N
um

be
r o

f d
eg

ra
da

tio
n 

fo
ci

 
pe

r c
el

l

DMSO

Noc
od

az
ole

 10
µM

Pac
lita

xe
l 1
µM

0

10

20

30

40 ns

Chanez et al., Figure S5

DMSO

Pac
lita

xe
l 1
µM

Noc
od

az
ole

 10
µM

p-
Y3

97
-F

AK
:to

ta
l F

AK

1.5

1.0

0.5

0

ns

C D



Src

siL
ac

Z
siE

B1_
2

siA
CF7

siA
PC_1

p-Y416-Src

p-Y397-FAK FAK

siL
ac

Z
siE

B1_
2

siA
CF7

siA
PC_1

52

38

102

150

76

76

31

24
17

Figure 4A

Chanez et al., Figure S6 

225
150

102

52

52

38
31

24
17

76

52

38
31

76

siLacZ
siEB1

mCh-FAK
mCh-FAK Y397F 

mCh

+ - - -
+++-
--++
-+--
+---

225
150

102

76

52

38
31

24
17

mCherry

EB1

p-Y397-FAK

α-Tubulin

siLacZ
siEB1

mCh-FAK
mCh-FAK Y397F 

mCh

+ - - -
+++-
--++
-+--
+---

Figure 4C



Figure S1

α-Tubulin

si
La

cZ

EB1

si
EB

1_
1

si
EB

1_
2

MDA-MB-231

α-Tubulin

siL
ac

Z_
m

an
ip

1
siC

LA
SP

1_
 m

an
ip

1

siC
LA

SP
1_

m
an

ip
2

siC
LA

SP
1_

m
an

ip
3

siL
ac

Z_
m

an
ip

2
siC

LA
SP

2_
 m

an
ip

1

siC
LA

SP
2_

m
an

ip
2

siC
LA

SP
2_

m
an

ip
3

siL
ac

Z_
m

an
ip

3
siC

LI
P1

70
_ 

m
an

ip
1

siC
LI

P1
70

_m
an

ip
2

siC
LI

P1
70

_m
an

ip
3

siL
ac

Z_
m

an
ip

3
siC

LI
P1

70
_ 

m
an

ip
1

siC
LI

P1
70

_m
an

ip
2

siC
LI

P1
70

_m
an

ip
3

CLASP1 CLASP2 CLIP170

Chanez et al., Figure S6 continued

420
247
214
160
107

64

51

39

28

manip1

si
La

cZ

si
EB

1_
1

si
EB

1_
2

si
La

cZ

si
EB

1_
1

si
EB

1_
2

x

manip2 manip3

si
La

cZ

si
EB

1_
1

si
EB

1_
2

manip1

si
La

cZ

si
EB

1_
1

si
EB

1_
2

si
La

cZ

si
EB

1_
1

si
EB

1_
2

manip2 manip3

x



225
150

102

76

52

38

31

24
17

76

α-Tubulin

p-Y397-FAKFAK

DMSO
Ta

xo
l 1
µM

Noco
dazo

le 10µ
M

DMSO
Ta

xo
l 1
µM

Noco
dazo

le 10µ
M

Figure S4E

α-Tubulin

EB1

siL
acZ

siE
B1_1

MCF10A + TGF-β

Figure S1

Chanez et al., Figure S6 continued

420
247
214
160

107

64

51

39

28

65

50

30

50

siLacZ
siEB1_2

EB1-mCh
mCh

+ - -
++-
-++
+--

anti-EB1

anti-α-Tubulin

Figure S3


