Supplementary File 1

First panel: Phosphopeptide abundance after two hours of glucose depletion in SNF1 mutant strain
CKY18(snf14) carrying WT SNF1 (WT), a catalytically inactive mutant (snf1-K84R), an activation-defective
mutant (snf1-T210A), or no SNF1 (A) on low copy number CEN URA3 plasmids. The SNF1 genes were
expressed from their own promoter.

Second panel: Phosphopeptide abundance in strains TYY923, TYY924, and TYY925 (SNF1° (1132G)) after
2.5 hours of glucose depletion and treatment with the indicated concentrations of 2NM-PP1 or DMSO
(vehicle) beginning at two hours.

Third panel: Kinetics of phosphorylation and dephosphorylation of Snfl target phosphopeptides in strains
TYY923, TYY924, and TYY925 (SNF1° (1132G)) during glucose depletion and after treatment with 10 uM
2NM-PP1 at 40 min. At t=0 the cells were shifted to low (0.05%) glucose.

The numbers on the ordinate represent the abundance measured as ion counts of the phosphopeptides.
The values on the graphs represent the means and standard deviations of three biological replicates.

Black solid and dashed lines and bars represent putative SNF1-dependent phosphopeptides based on data
in experiments 1 and 2. Black dotted lines represent phosphopeptides likely to be Snfl-dependent based
on inhibition by 2NM-PP1 in experiment 3. Colored lines indicate Snfl-independent phosphopeptides.
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