
Supplementary Fig S1. Effect of itraconazole and its stereoisomers on HUVEC tube formation. 
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Supplementary Fig S1. Effect of itraconazole and its stereoisomers on HUVEC tube formation. A,

HUVEC were seeded on Matrigel and treated with itraconazole and stereoisomers at the concentration of

3 µmol/L for 16 hours. Cells were then stained with Calcein-AM and the tube formation was observed

under a fluorescent microscope. B, total tube length, size and number of junctions from the fluorescence

images were quantified using the AngioQuant software and plotted using the Graphpad prism. Data

represent the mean  SE of three independent experiments. , P  0.05 for the drug versus DMSO control

(two-tailed Single Sample t-test).

  





Supplementary Fig S2. Effect of itraconazole and its stereoisomers on pre-formed HUVEC tube formation.
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Supplementary Fig S2. Effect of itraconazole and its stereoisomers on pre-formed HUVEC tube

formation. A, HUVEC were seeded on Matrigel and allowed for tube formation for 6 hours. The pre-formed

tubes were then treated with itraconazole and stereoisomers at the concentration of 3 and 6 µmol/L and

incubated for additional 18 hours. Cells were then stained with Calcein-AM and the tube formation was

observed under a fluorescent microscope. B, average tube length, size and number of junctions from the

fluorescence images were quantified using the AngioQuant software and plotted using the Graphpad

prism. Data represent the mean  SE of three independent experiments. , P  0.05 for the drug versus

DMSO control (two-tailed Single Sample t-test).
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Supplementary Fig S3. Effect of itraconazole and the 2S4R series of stereoisomers on in vivo Matrigel 
angiogenesis in mice.

Supplementary Fig S3. Effect of itraconazole and the 2S4R series of stereoisomers on in vivo Matrigel

angiogenesis in mice. A, female BALB/cAnNCr mice with Matrigel implantation were treated i.p. with

itraconazole, IT-A and IT-C at dosages of 20 and 50 mg/kg for total of 10 days (2-day pre-treatment and

8-day post-treatment of Matrigel implantation). Matrigel plugs with mouse inner skin were isolated and

processed for Masson trichrome staining which stains Matrigel blue and the endothelial cells and vessels

red. Representative Matrigel images from 5 mice per group are shown. Arrows indicate mouse inner skin

(a layer of dark blue color) where blood vessels begin to penetrate into the Matrigel. B, the number of

erythrocyte-containing blood vessels were counted from photos taken under a bright-field microscope

and plotted using Graphpad Prism. Data represent mean  SE of four independent Matrigel images per

group. , P  0.05; , P  0.01 for each drug versus vehicle control.



Supplementary Fig S4. Effect of itraconazole and IT-C on mouse body weight change.

Supplementary Fig S4. Effect of itraconazole and IT-C on mouse body weight change. Female athymic

nude mice bearing breast cancer xenograft were given indicated drugs daily for 30 days and the body

weight was measured periodically.


