Supplemental Data. Vlad et al. (2009). Protein Phosphatases 2C Regulate the Activation of the Snfl Related
Kinase OST1 by Abscisic Acid in Arabidopsis.
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Supplemental Figure 1. HAB1 and hab1°“*°*” show a slight preference for
phospho-Thr (pT). HAB1 and hab1%24P phosphatase activity was measured as
the speed of phosphate hydrolysis from degenerate peptides either
phosphorylated on Thr (YAXXXXXpTXXXXAKKK, black bar) or on Ser
(YAXXXXXpSXXXXAKKK, white bar). The data were normalized to the activity of
HAB1 to the pT peptide.




ABH [P|G Aflc|s T|Vv 1 L m[|[F ¥ K R|N Q|D E
-5 [1,39]1,00]1,00]0,75|1,04|1,04|0,62]0,62]0,62[0,62|0,83]0,83 1,15[1,15]1,06| 1,06[1,15/1,15
-4 [1,38[1,25 1,25“1,15 1,15[0,70] 0,70 0,70[ 0,70] 0,73] 0,73[ 0,51 1,08[1,08[1,22[1,22[1,41[1,41
-3 [1,27]|1,21]1,21|0,68|1,13|1,13[0,70] 0,70] 0,70 | 0,70 0,88 | 0,88 0,88|0,88]1,38( 1,38/ 1,05/ 1,05
2 [1,10]1,12]1,12[ 1,00 1,15]1,15] 0,76 0,76] 0,76 | 0,76 | 0,93 0,93 0,85/0,85]1,14]1,14[ 1,01[1,01
-1 [161]|0,89|0,89|0,76]|1,08]1,08[0,62|0,62]0,62|0,62|0,71]0,71 1,25(1,25]1,27(1,27[1,18] 1,18
0 0,00 0,00( 0,00/ 0,00 |11,00{11,00{ 0,00 | 0,00 0,00] 0,00 0,00] 0,00]0,00|0,00]0,00]0,00|0,00]0,00]0,00]0,00
+1 -1,35 1,35]1,32|1,30{ 1,30 1,60] 1,60[ 1,60[1,60] 1,60[ 1,60{ 0,84| 0,76 1,03 1,03| 0,92] 0,92
+2  |071[1,38[1,38]1,00]1,24|1,24]|1,12[1,12[ 1,12|1,12] 0,87 | 0,87 | 0,89 | 0,93 | 0,65| 0,65 1,28 | 1,28| 0,94 | 0,94
+3  [1,39[1,13]1,13]0,74] 0,99[ 0,99 0,88 | 0,88| 0,88 | 0,88] 0,84 | 0,84 | 0,80| 1,08 | 0,91| 0,91 1,20] 1,20 1,04 1,04
+4 [1,20|1,15|1,15]|0,87|1,07|1,07|1,06|1,06]1,06]|1,06|0,96|0,96]|0,97|1,02|0,77|0,77]| 0,20 0,90 1,03 | 1,03

ab I'plg alc|s y(w|lH|k R[N a@|D E
-5 [1,32]1,14]1,14[0,70 1,24|1,14]1,14[1,12[1,12] 1,28] 1,28
-4 [1.21]1,06[1,06]0,64 [1.11]107[1,07[1,27]1.27]1,83] 1,63
-3 [1,34]1,32]1,32|063 1,18|0,74]0,74[1,50(1,50] 1,07[ 1,07
2 [107]118]1,18[0,79 1,17|0,96]0,96]1,31[1,31[1,11] 1,11
-1 [1,70]1,44]1,44[0,66 (0,48 1,00]1,22]1,22[ 1,04] 1,04|1,24[ 1,24
0 [o,00]0,00]0,00{0,00 0,00/0,00]0,00{0,00{0,00]0,00{0,00
+1 -1‘20 1,20[1,61 0,97| 1,00 1,00 [0,54] 0,54
+2  |0,58[0,94|0,94]1,30 0,90]0,57] 0,57 1,52| 1,52 0,89 0,80
+3  [1,58[1,00]1,00]0,74]0,97[ 0,97 0,70] 0,70[ 0,70] 0,70] 0,81 | 0,81 | 0,69] 1,12] 1,17[ 1,17 1,25] 1,25] 0,88 0,88
+4  |1,24]1,18]1,18]0,73] 1,06 1,06 1,06]1,06[1,06|1,06]0,95]0,95(1,05|0,85| 0,89 0,89 | 0,94] 0,94 1,05| 1,05

aB2 [P|c Aflc]s Y H|K R[N a|D E
-5 [151]1,20]{1,20{0,77] 1,15 0,77 1,12[1,10[1,10]0,95]0,95{ 1,26 1,26
-4 [1,34]1,19]1,19[0,58] 1,00 i|0,56[0,50]1,19]1,17[1,17[1,25] 1,25 1,68[ 1,68
-3 [118]1,32]1,32[0,83] 1,17 ] | 0,63 1,29/1,01]1,01[1,46/1,46/1,33[ 1,33
-2 [1,28[1,43]1,43]0,79] 0,99 0,70 0,84/0,96/0,96[1,36|1,36] 1,37 1,37
-1 |1,50]1,39]1,39] 0,75 1,01 1,01 |0,42] 0,42] 0,42| 0,42] 0,58 | 0,58 1,24[1,20]1,20[1,15[1,15] 1,34] 1,34
0 |0,00]0,00]0,00]0,0011,00011,00 0,00{0,00]0,00]0,00{0,00(0,00 0,00/ 0,00]0,00{0,00{0,00]0,00{0,00
+1 -1,50 1,50|1,48]1,47[1,47|1,17]1,17[ 1,17 [ 1,17 ] 1,40[ 1,40 0,90]1,00]1,00{0,94| 0,94
+2  |o076[1,12[1,12[1,14]0,91[0,91]1,02] 1,02[ 1,02 1,02] 1,06] 1,06 0,83|0,62] 0,62 1,44 1,44]1,32] 1,32
+3  |1,50[1,12[1,12]|0,94] 1,00{1,00|0,63] 0,63| 0,63| 0,63 0,77[ 0,77 1,00|0,67]0,67[1,18[1,18]1,40[ 1,40
+4 [1,38[1,19]1,19]1,02]0,92[ 0,92]0,81[0,81[0,81|0,81]0,74] 0,74 0,86] 1,00 | 0,68| 0,68] 1,06] 1,06[ 1,34 1,34

abiz Tpleg alcl s tv|v 1+ L m|[Fr vY[w|[H][Kk
-5 1,12|1,12|0,62|0,62|0,62| 0,62 0,87 | 0,87 | 0,80 1,05/ 0,95
-4 1,09]1,09 0,59 0,60 0,60|0,55| 1,08 | 1,06
-3 1,00 0,81/0,81]0,77[ 0,93 0,83
-2 0,82 0,74|0,74|0,75{1,21| 0,77
-1 1,04 0,71|0,71]0,50{ 1,15 1,32
0 11,00 0,00 0,00 0,00 0,00
+1 i ar[1,7] 177 1,77 168 097[1,10
+2 1,41 1,41]1,41[1,41[1,14[1,14] 0,85[ 0,86 [0,57]
+3 0,61/0,61]0,61[0,61|0,72|0,72] 0,68 1,38]1,17]1,17[ 1,14[ 1,14] 1,15] 1,15
+4 0,85/0,85]0,85[0,85[1,01[ 1,01 1,00[0,97[0,81]0,81]0,64|0,64] 1,02] 1,02

Supplemental Figure 2. Position-Specific Scoring Matrix (PSSM) of ABIA1,

abi1®"*® ABI2 and abi2®'%*°, The weight (w) of each amino acid at each position

reported

dephosphorylation of the corresponding peptide and the mean speed of peptide

dephosphorylation at a given position. Weights were colored from blue (1<w<2.5 and

in the PSSM corresponds to the

ratio between the speed of

over) to red (1>w=0.2 and under) using Excel conditional formatting.
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Supplemental Figure 3. OST1 interacts with HAB1 and ABI1 in vitro. GST-
HAB1 (1), GST-hab1%*P (2), GST-ABI1 (3), GST-abi1°'®P (4), GST (5) proteins
(upper panel, GST is not visible because of its lower size) were bounded to
gluthatione-sepharose beads and incubated with His-OST1 for 2 h at 20°C in
binding buffer (20 mM Tris-HCI pH 8, 100 mM NaCl, 1 mM EDTA, 1 mM DTT).
After thorough washing with the binding buffer, His-OST1 attached to the beads

was detected by immunoblotting using the anti-OST1 antibody.
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Supplemental Figure 4. Wild-type and G to D mutant PP2Cs interact with OST1
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in plant cells. (A) The YFP fluorescent signal (left panel) resulting from the
interaction between HAB1-myc-YFP" and YFP®-OST1 is visible at the periphery of
epidermal cells and in spherical structures, in regions corresponding to nuclei visible
in the bright field microphotograph. Scale bars correspond to 25 um. (B) Larger views
of the BIiFC fluorescent images presented in Figures 4D showing the interaction of
OST1 with the PP2C ABI1 and ABI2 and their G to D mutant forms. Scale bars
correspond to 25 um. (C) Larger views of the BiFC fluorescent images presented in
Figures 5A showing the interaction between HAB1 and different OST1 mutant and
deletion forms. Scale bars correspond to 25 um.



