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LC-MS analysis.

Apotent, irreversible and specific inhibitor of deSUMOylation proteases (SENPs) that cleave SUMO2
conjugates. It is N-terminally tagged with a biotin, which allows for sensitive identification of SENPs
using HRP-conjugated streptavidin in immunoblotting assays, or purification of SENPs using
streptavidin resin. The biotin tagis separated from SUMO2 by an aminohexanoic acid (Ahx) linker that
could increase the reactivity of the biotin moiety. In addition, Cys48 in SUMO2 was mutated to Ser.

Powder at -20 °C; Solution at -80 °C; avoid multipe freeze/thaw cycles.

1) Centrifuge thetube at 10,000 xg for 2 min to pellet the powder.

2) Dissolve the powder in a small amount of DMSO (e.g. 25 pg powder in 1 uL DMSO). Vortex thetube
to completely dissolve the powder. Keep under room temperature for 5 min, and then centrifuge
under room temperature at 10,000 xg for 2 min to collect solution to the tube bottom.

3) Add 49 uL colde buffer (such as20 mM Tris, pH 7.2, 150 mM NaCl and 10% glycerol) directly into
thetubebottom in once, and pipette up and down to mix (avoid generating bubblesand notethe
order of addition).

4)The stock solution is 0.5 pug/uL (29 uM). Working concentrationsvary from 0.5 -2 pM.
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