














Supplemental figure legends

Figure S1. VAl promotes Tie2 accumulation in cell-cell junctions. (A) VAl
proteins produced in 293T cells and Sf21 insect cells were analyzed by gel
electrophoresis in non-reducing (NR) vs. reducing (R) conditions and western blotting
with polyclonal antibody directed against VEGF. Note that VA1l produced in
mammalian 293T cells reveals a small fraction of high-order multimers. (B)
Fluorescent images of junctional Tie2 localization in HUVEC-Tie2-GFP cells treated
with the mammalian cell-derived factors for 45 min. Representative images from

three independent experiments are presented. Scale bar: 20 pum.

Figure S2. Comparison of VAl and VEGF-induced signal transduction and
VEGFR-2 trafficking. (A) VEGFR-2 (Y1175) phosphorylation and total VEGFR-2
protein in BECs subjected to continuous stimulation with purified VAL and VEGF for
the indicated periods. Ctrl: control. Note that VA1 induces somewhat weaker Erk1/2
phosphorylation than VEGF. (B) 5 min stimulation of BECs was followed by
incubation without ligands (chase) for the indicated time periods. Cells were lysed,
VEGFR-2 was immunoprecipitated and P-Tyr was determined by western-blotting. In
parallel, P-Erk1/2 was determined in the total lysates; (C) Comparison of VA1 and
VEGF induced phosphorylation of MAP kinase p38 and DokR in BECs. (D) CREB
phosphorylation at Ser133 in BECs stimulated with the indicated ligands. Note that
the phosphorylation decays faster after with VAL than with VEGF. (E) VAL promotes
less internalization of fluorescent VEGFR-2 than VEGF. Serum-starved BEC-
VEGFR-2-CFP cells were stimulated with the indicated factors for 45 min, fixed and
subjected to fluorescence microscopy. The nuclei were counterstained with DAPI.

Scale bar: 20 um
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Figure S3. VE-cadherin and Src phosphorylation in HUVEC cells after
treatment with the indicated proteins. (A) VE-cadherin phosphorylation in
HUVECSs. The details of the experiment are described in the legend of Fig. 3A and in
the Materials and methods. The panels are representative of two independent
experiments. Scale bar: 100 pum. (B) Cumulative quantification data of Src
phosphorylation western blots, obtained from two independent experiments. The

details are explained in Fig. 3C legend and in the materials and methods.

Figure S4. Analysis of Ang2 activity. (A) Phosphorylation of Tie2 was analyzed in
HUVECs stimulated for 10 min with Angl or Ang2 (both at 250 ng/ml); (B)
Comparison of PECAM-1 and SMA staining in t.a. muscles two weeks after
transduction with rAAVs encoding Ang2 or HSA,; (C) Quantification data from (B);
(D) Blood vessel permeability measured by Miles assay in skeletal muscle treated in
the same conditions as in (B). Data in A and D are representative of two independent
experiments. Data in B are representative of three independent experiments. In (C)
Students’ unpaired t-test was used. Error bars: mean + SD. (*) — p <0.05. Scale bar in

B: 100 pm.

Figure S5. Time-dependent vascular changes and inflammatory cell recruitment
in t.a. mouse muscles transduced with the indicated rAAVs. (A) Quantification of
total PECAM-1 and SMA positive vessel areas. Experimental conditions and asterixes
are described in Figure 4 (A, B) legend. ANOVA, followed by Dunnett post-hoc test
was used. (B) Representative images of anti-CD45 staining in sections from t.a.

muscles of FVB/N female mice treated for two weeks with the indicated rAAVS.
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Scale bar: 100 pum.; (C) Quantification of (B); (D) Miles permeability assay one and
two weeks after transduction with rAAV at 1.34E+10 vp in 30 pl per muscle. In (C)

and (D) ANOVA, followed by Tukey post-hoc test was used.

Figure S6. VAl and VEGF induce similar levels of pericyte coverage. T.a.
muscles were injected with rAAVs encoding VAL, VEGF, Angl and HSA. After two
weeks the muscles were dissected, sectioned and stained for the indicated antigens.
Data in (A) are representative of three independent experiments. Representative
images are shown. Scale bar: 100 um. (B) Quantification data from (A). Error bars,
mean + SD. ANOVA, followed by Dunnett post-hoc test was used. (*): p < 0.05, ,

(**): p<0.01.

Figure S7. VAL leads to vessel dilation and induces more sprouting than VEGF
in the ear skin, but does not lead to development of glomeruloid angiomas. Ears
of FVB/N female mice were injected with the indicated rAAVs (8.0E+10 vp/ear) and
analysed by whole-mount staining for PECAM-1 and SMA one week thereafter.
Representative images are shown. White arrowheads show sprouts, yellow arrows

point to angiomas. The inset shows sprout quantification. Scale bar: 100 pm.
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