Figure S1. The order of ARPP19 phosphorylation by PKA and Gwl does not modify the ability of S67-phosphorylated ARPP19 to promote Cdk1 activation.
A. Recombinant WT-ARPP19 was incubated in the presence of S-ATP with: no kinase; PKA alone; Gwl alone; PKA first then Gwl (PKA>Gwl); Gwl first then PKA (Gwl>PKA) or both kinases together (PKA+Gwl). The phosphorylation of WT-ARPP19 at S109 and S67 was ascertained by western blot using specific antibodies directed against S109-phosphorylated ARPP19 (pS109-ARPP) or S67-phosphorylated ARPP19 (pS67-ARPP). Total ARPP19 was immunoblotted using an anti-GST antibody (GST-ARPP).
B and C. Prophase-arrested oocytes were stimulated with progesterone (Pg) or injected with either unphosphorylated WT-ARPP (ARPP) or in vitro thiophosphorylated ARPP19 proteins: by PKA alone (pS109-ARPP); by Gwl alone (pS67-ARPP); by PKA first then Gwl (pS109>pS67-ARPP); by Gwl first then PKA (pS67>pS109-ARPP) or by both kinases together (pS67-pS109-ARPP). Oocytes were collected 18 hours after and ARPP19 proteins were GST-pulled down. B. After GST-pull down, supernatants were western blotted for Gwl, S287-phosphorylated Cdc25 (pS287-Cdc25) and S67 phosphorylation of injected ARPP19 (pS67-ARPP). C. GST-pulled downs fractions were immunoblotted for B55, PP2A-A and PP2A-C subunits. Total ARPP19 was western blotted using an anti-GST antibody (GST-ARPP).

Figure S2. In vitro thiophosphorylation of ARPP19 and S28A-ARPP19 by Cdk1 and Gwl.
A. WT-ARPP19 (ARPP) and S28A-ARPP were incubated with S-ATP and Cdk1 purified from either prophase (Pro) or metaphase II oocytes (MII). The thiophosphorylation of WT-ARPP and S28A-ARPP was monitored by western blot using antibodies directed against alkylated thiophosphates (ThioP). Total ARPP19 was immunoblotted with an anti-GST antibody (GST-ARPP). Cdk1 purification was further ascertained by western blotting p13 beads with Cyclin B2 antibody.
B. WT-ARPP (ARPP) and S28A-ARPP were incubated with both Cdk1 and Gwl in the presence of S-ATP. The incorporation of thiophosphates in WT-ARPP and S28A-ARPP was monitored by western blot using antibodies directed against alkylated thiophosphates (ThioP). S67 phosphorylation of ARPP19 and S28A-ARPP was western blotted using an antibody directed against phospho-S67 (pS67-ARPP). Total ARPP19 was immunoblotted with an anti-GST antibody (GST-ARPP).

Figure S3. S109A-ARPP does not restore the inhibition of Cdk1 induced by S109D-ARPP.
Prophase-arrested oocytes were injected either with S109A-ARPP (400 ng per oocyte), or S109D-ARPP (200 ng per oocyte) or both S109A-ARPP and S109D-ARPP together (respectively 400 ng and 200 ng). Oocytes were then stimulated or not with progesterone (Pg) and collected 18 hours later. Cdk1 activation was monitored by western blotting Gwl, phosphorylated MAPK (pMAPK), Cyclin B2, Y15-phosphorylated Cdk1 (pY15-Cdk1) and phosphorylated Cdk substrates (pCdk substrates).
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