























Figure 3: Migration and invasion of transfected MEF. A: wound healing assay at the
scratch (0 h) and after 6 hours (6 h) of wound recovering, the graph represents the recovery
expressed as um in independent experiments (n=3). B: invading cells in Boyden chamber
coated by collagen, the graph reports the mean number of invading cells counted in 10 ran-

domly chosen fields for each sample in independent experiments (n=3). * p<0.05
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Figure 4: Cytoskeletal components of transfected MEF and their interaction with colla-
gen I. A: Distribution of paxillin (green) that represents focal adhesion and phalloidin (red)
that represents stress fibres in the indicated MEF analysed on surface of collagen | gel after 4
hours from plating. Nuclei were stained with DAPI (blue) and images were captured by con-
focal microscopy (63x). Asterisk: lamellipodia. Arrow: retraction tail. Double arrow: filopo-
dia. B: graph of the adhesion ability of indicated MEF. The adhesion assay has been per-
formed on 96-well collagen-coated plates and the values of absorbance measured at 590 nm
represent independent experiments (n=5). C: western blot of indicated MEF hybridised with
antibodies against phosphoY118-paxillin and paxillin. D: Indicated MEF migrated for 4
hours inside the collagen I gel, representing a 3D environment, and staining of paxillin
(green) and phalloidin (red). Pictures have been captured by confocal microscopy (63x) in the
z-stack range of 5-20 um from the gel surface. E: Collagen contraction by MEF embedded
into collagen I gels. Areas of collagen I plugs with indicated embedded fibroblasts at zero (0
h) and 72 hours (72 h) of incubation. The graph shows the percentage of contraction induced

by the MEF analysed in independent experiments (n=4). * p<0.05

Downloaded from http://bio.biologists.org/ by guest on March 26, 2019

-
o
fw
Q
(2]
=)
[
©
S
©
(]
-
Q
(O]
O
O
<
(]
[
()
Qo
@)
>
(@)}
o
9
om



http://bio.biologists.org/

>

MEF-DM

Arg-/- 1ALCTL  1BLCTL B

Stiffness

109

108 e &

Fibronectin

10°

Young Modulus (Pa)
*
o

collagen |

100

wt  Arg/- 1ALCTL 1BLCTL

MEF-DM
C
786-0 cells in MEF-DM Elliptical Factor
- 154 -
5
% g 10
LIJ § *
< 59
% e
Arg-/- 1ALCTL 1BLCTL  —

wt  Arg/- 1ALCTL 1BLCTL
786-0 cells in MEF-DM

Figure 5: Architecture and functionality of ECM produced by different MEF. A: Fi-
bronectin and Collagen I staining of MEF-Derived Matrices (MEF-DM) after the removal of
MEF. B: Evaluation of stiffness of the MEF-DM. Dot plot shows the stiffness expressed as
Young Modulus (Pa) of the different matrices, each dot represents a measure performed in
different positions of MEF-DM during independent experiments (n=3). C: 786-0 cells trans-
fected with pCX-C1-EGFP vector and grown on the indicated MEF-DM for 48 hours, the
graph shows the Elliptical Factor (ratio of the cell length/cell breadth) of 786-0 cells evaluat-

ed in independent experiments (n=3). * P<0.05
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Figure S1. A: Percentage of recovering of EGFP positive cells of the indicated transfected MEF. B:
Western blot of 2 pg of Enolase hybridized with antibodies against PhosphoTyrosine (PY) and Eno-

lase. C: western blot of Arg”- MEF transfected with the indicated vectors, immunoprecipitated (IP)
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with antibodies against Flag, blotted and hybridised (IB) with antibodies against Phosphotyrosine

and Flag.
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Figure S2. A: distribution of a-sma and stress fibres, respectively stained with antibody against a-
sma (green) and phalloidin (red), in the indicated MEF. B: Dot blot of cell spreading of indicated

MEF. The Cell Area expressed in um has been measured by Image as described (Bianchi et al.,

2013). Each dot represents ameasure of single cell area in independent experiments (n=3). *P<0.05.
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C: Dot plot of PY 118-Paxillin bands normalised for Paxillin (n=3). D: Representative image of
transfected Arg”- MEF migrated inside the collagen gel. Immunofluorescence staining of Phalloidin
captured by Zeiss confocal microscopy. YZ and XZ sections have been obtained with ImageJ soft-
ware (Orthogonal Views Plugin), after acquiring Z-Stack sections. 50 pictures along the Z-plane,

0.50 um each, have been taken.
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