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Figure S1. RhoJ, GIT1, GIT2 and B-PIX localize to focal adhesions and
reducing RhoJ expression reduces RhoJ size

(A) HUVECs were fixed and stained for vinculin and RholJ, GIT1, GIT2 or 3-
PIX. Scale bar: 20 um
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Figure S1. RhoJ, GIT1, GIT2 and B-PIX localize to focal adhesions and reducing RhoJ
expression reduces RhoJ size

(B) HUVEC:s were transfected with siControl or an alternative RhoJ siRNA duplex and after 48
hours were stained with vinculin specific antibodies. The box indicates the enlarged area. Scale
bar: 20 um. (C) Focal adhesion areas were measured using ImageJ of 100 - 120 focal adhesions
from a total of 5 or 6 cells and mean focal adhesion area calculated per condition. This was
performed three times and plotted are the mean focal adhesion areas from each experiment, error
bar represent SEM. A reduction in focal adhesions area was observed in each of the three
experiments.
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Figure S2. Inhibition of Src and FAK reduce levels of phospho-GIT2 (Y392)

HUVECs were transduced to express either GFP or GFP-daRhoJ. Prior to lysis they were incubated
with 50 nM Dasatinib (Src inhibitor), 1 uM PF573228 (FAK inhibitor) or both. Lysates were
subjected to SDS-PAGE and western blotting for phosph-GIT2 (Y392), GIT2 or GFP. This is
representative of 3 experiments.
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Figure S3(A) GIT1/2 and B-PIX knockdown reduce RhoJ recruitment to focal adhesions.
HUVECs were transfected with siControl, RhoJ siRNA, B-PIX siRNA or both GIT1 and GIT2 siRNA
duplexes. After 48 hours HUVECs were fixed and stained for vinculin and Rhol. Scale bar: 20 pm
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Figure S3(B) GIT1/2 and RhoJ knockdown reduce -PIX recruitment to focal adhesions.
HUVECs were transfected with siControl, RhoJ siRNA, B-PIX siRNA or both GIT1 and GIT2 siRNA
duplexes. After 48 hours HUVECs were fixed and stained for vinculin and -PIX. Scale bar: 20 pm
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Figure S3(C) B-PIX and RhoJ knockdown reduce GIT1 recruitment to focal adhesions.
HUVECs were transfected with 10 nMsiControl, RhoJ siRNA, B-PIX siRNA or both GIT1 and GIT2
siRNA duplexes. After 48 hours HUVECs were fixed and stained for vinculin and GIT1. Scale bar:
20 um
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Figure S3(D) B-PIX and RhoJ knockdown reduce GIT2 recruitment to focal adhesions.
HUVECs were transfected with siControl, RhoJ siRNA, B-PIX siRNA or both GIT1 and GIT2 siRNA
duplexes. After 48 hours HUVECs were fixed and stained for vinculin and GIT2. Scale bar: 20 um
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Figure S4. Knockdown of RholJ, -
PIX, GIT1/2 or a combination of all
four similarly impairs tube formation.
(A) HUVECs were transfected with
siControl, and alternative RhoJ siRNA,
B-PIX siRNA or GIT1 and GIT2 siRNA
or a combination of the alternative Rhol,
B-PIX siRNA B-PIX, GIT1 and GIT2 duplexes. 48

| hours after transfection, the cells were
replated on matrigel and imaged after 12
and 24 hours. Scale bar: 200 um (B)
Analysis of the tubule formation using
the angiogenesis analyser ImagelJ plugin
to show the number of loops formed by
the tubules. For each experiment the
mean loop number was calculated from
five to six fields of view. The mean of
these values from three replicates is
plotted.
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