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be adjusted to 200 pL, 200 L, and 500 uL, respectively. The
concentration of galectin depends on the activity. For example,
for galectin-9, we used 500 nM [ 11].

14. As a positive control for the induction of sprouting, add
100 nM of the y-secretase inhibitor dibenzazepine (DBZ) to
the medium. As a positive control for inhibition of sprouting,
10 uM Sutent can be added to the medium.

15. For reliable analysis of sprouting, at least 10 spheroids per
treatment condition should be photographed and analyzed.

16. Sprout number and/or length can be assessed manually in
Adobe Photoshop by using the “count tool” or “ruler tool”
in Image analysis. ImageJ also provides similar tools or even
plugins to analyze sprouting.
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