Supplementary Material

Table S1. Angiogenesis pattern and scoring

Pattern of endothelial cell arrangement Angiogenesis score
Well separated individual cells 0
Cells begin to migrate and align themselves 1
Capillary tubes visible; no sprouting 2
Sprouting of new capillary tubes visible 3
Closed polygons begin to form 4
Complex mesh-like structures develop 5
f 0
Figure S1. Chemical structure of PZ-DHA
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Figure S2. Determination of sub-cytotoxic concentrations of PZ-DHA for HMVECs and HUVECs
in vitro.

HMVECs and HUVECs were seeded and treated with 10, 20, or 30 uM PZ, DHA, PZ-DHA, vehicle
or medium alone and cultured for 72 h at 37°C Cells were then harvested and stained with
0.525 pg/mL 7-aminoactinomycin D for 5 min at room temperature and the live cell population
was identified by reading samples at FL3 detector of the flow cytometer. Data shown are mean
% live cellstSEM of 4 independent experiments; ns: not significant.
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Figure S3. PZ-DHA inhibits angiogenesis ex vivo. Sectioned thoracic aortas from adult male
Wistar rats were embedded in Matrigel and covered with 200 pL EGM-2 supplemented with
VEGF and bFGF containing PZ, DHA, PZ-DHA (20 uM), vehicle, or medium alone and cultured for
8 days. Sprouting and branching of endothelial cells from the aortas are shown. Scale bar
shown is the same for all images. The surface area covered by sprouted microvessels was
calculated. Data shown are the mean microvessel sprouting area from 2 independent
experiments that yielded comparable results.
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Figure S4. Original western blot images for Figure 3.
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(B) p-mTOR
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Figure S5. Original western blot images for Figure 5.
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(A) RhoA (no VEGF) (B) Cdc42 (no VEGF) (C) Rac1/2/3 (no VEGF)
250
130 120 8
100 100 FT— o
75 75 75
e — e — —
50 50 50
37 37 37
25 25
25
RhoA: 22 Cdc42: 21 2210 A A .
E - ke wn 50| - ——— v o |Rac1/2/3: 21 --
20 20 20
10 I 10

(A) B-actin (no VEGF)
kD

(8) B-i([:)tin (no VEGF)

(C) B-actin (no VEGF)
kD

250
150 oo e 120 B ammme
100 100 — — —— 100
nel 1Y i 00 -§-§ §~
5 - actin 2] e s e s o e e . -
Bactin:42 T e EREHE- B-actin: 42 - —————
37 25 37
ooeee o > € > -
25 25
[=-TemlasY Xt 20— - a——
20 0 EHENEENED
10 10 l 10
f o w0
SEL o F SEE o F SEL o F
] & @ Q ) b
TSy TSy TSy
(D) RhoA (with VEGF) (E) Cdc42 (with VEGF) (F) Rac1/2/3 (with VEGF)
] - B
75 75
50 ! 50 50
37 37 37
nas 25 25
RhoA: %% Cdc42: %% - en aB @b e Rac1/2/3: %(]). -
15 15 15
10 10 10
|
(D) B-actin (with VEGF) (E) B-actin (with VEGF) (F) R B-actin (with VEGF)
kD kD kD
8 | i ]
75 10 100
. 50 . 50
B-actin :34’2 —————w— B.actin: %; - ————— B-actin: ig - ——— ——
25 ‘ 25 25
20 20
15 15 15
10 10 10
L— —

Figure S6. Original western blot images for Figure 6.



