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Figure S1 rpn3-L140P does not increase Mec1-W2368A kinase activity. Protein extracts were prepared by bead lysis
in buffer containing protease inhibitors from strains CY6194 (Flag®>-MEC1 RPN3), CY6175 (Flag>-mec1-W2368A RPN3)
and CY6391 (Flag®-mec1-W2368A rpn3-L140P) grown at 30°. Two milligrams of protein was immunoprecipitated with
anti-Flag M2 magnetic beads. Two-thirds of the immunoprecipitate was suspended in 60 ul of kinase buffer. Aliquots
of four microliters were used in kinase assays performed at 30° with 4E-BP1 as substrate. Shown is the amount of 4E-
BP1 phosphorylation normalized to Mec1 protein levels. Error bars represent the mean + SD of three replicates.
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