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Supplemental Figure S1. Identification of PP2A in peroxisomes and constructing BiFC recombinant genes.
(a) Catalytic subunit detection in isolated A. thaliana peroxisomes by Western blotting with specific
antibodies against methylated (upper panel) and demethylated (lower panel) C-terminal end of PP2A-C. Two
preparations of peroxisomes were used together with A. thaliana leaf extract (5-week-old plants) as a control.
The detected band equals to 35 kDa. (b) Schematic representation of generated BiFC vectors. PP2A subunits
(B'6, C, A) were inserted in pVYNE, pVYCE, pVYNE(R) and pVYCE(R) (Waadt et al., 2008). 35S,
promoter of the cauliflower mosaic virus (CaMV); Venusyi7s, N-terminal fragment of YFP (Venus type)
amino acids 1-173; Venuscsss, C-terminal fragment of YFP amino acids 156-239; NosT, terminator of the

Nos gene; (R) indicates right and a free C-terminus of the protein of interest.
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Supplemental Figure S2. Clustering and co-expression of Arabidopsis PP2A subunits C and A with B'6.
The expression analyses support the identification of C5 and C2 as interacting partners of B'0. (a) List of
genes co-expressed with B'0 according to the co-expression tool of external stimuli. (b-d) Gene expression
profiles based on microarray data were clustered according to similarity in expression patterns. (b)
Hierarchical clustering in the case of plant development and (c) Hierarchical clustering of various stimuli, (d)
Biclustering. Hierarchical clustering is grouping genes based on similar expression in all conditions.
Biclustering tool identifies groups of genes that exhibit similarity only in a subset of conditions, irrespective
of their profiles in other conditions. The figures are from an output result of MetaAnalyzer of
GENEVESTIGATOR (www.genevestigator.com (Zimmermann et al., 2004)). Clustering results were
generated by default settings. Results are given as heat maps coding that reflect absolute signal values.
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Supplemental Figure S3. Identification of PP2A complexes in peroxisomes of onion epidermal cells.
Visualization of B'6/C5 and B'6/A2 complexes formation and localization into peroxisomes by BiFC. (1)
Co-expression of C5-VYNE and B'6-VYCE(R); (1I) co-expression of A2-VYNE(R) and B'6-VYCE(R). (2
and 11,) Peroxisomes were labeled with RFP-SKL (Matre et al., 2009). (I3 and 113) are the merged images.
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Supplemental Figure S4. Gene expression profiles of Arabidopsis PP2A subunits C, A and B’6 in response
to various stimuli. Expression table obtained from Arabidopsis microarray experiments as reported by
Genevestigator (www.genevestigator.com (Zimmermann et al., 2004)). The examples of perturbations used
for this analysis include hormones, stress (drought, heat, and salt treatments) and others (germination and
stratification conditions). The color code is in the log, scale where red represents up-regulation and the green
represents down-regulation. Exp.-ID = Experiment Identifier.
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Supplemental Figure S5. PP2A subunits C5 and B'6 show high expression during senescence. Proteins
which are involved in peroxisomal B-oxidation, glyoxylate cycle and PTS1 import, were subjected to gene
expression analysis by Genevestigator (www.genevestigator.com (Zimmermann et al., 2004)). The
expression pattern in the developmental map show that most of the genes are up-regulated during senescence
(rightmost column), as are C5 and B'6. Expression levels are given as heat maps coding that reflect absolute
signal values, darker color represents stronger expression as indicated by the scale.



http://www.genevestigator.com/

Supplemental Table S6. Summary of phosphorylated peroxisomal proteins involved in B-oxidation,
glyoxylate cycle and PTS1 import. S indicates Serine; T is for Threonine and Y for Tyrosine. Experimentally

identified phosphoproteins are summarized in columns 4-6 and extracted from PhosPhAt 4.0 (Heazlewood et

al., 2008).

AGI Acrony ANOTATION Experimentally detected Mod. aa Experimental data sources :
m Phospho-peptides (PhosPhAt 4.0)
AT3G05970 LACS6 Long-chain acyl-CoA IYAGIINAVK Y363 PhosPhAt 4.0
synthetase 6
AT3G51840 ACX4 Acyl-CoA oxidase 4 LGAMGVAGGSIK 5104 Nakagamiet al., 2010
ATAG29010 AIM1 Enoyl-CoA VAVIGGGLMGSGIATALLLSN 5$331,T326 Nakagamiet al., 2010
hydratase/isomerase family AMNGMLLSESK 5712 PhosPhAt 4.0
AT3G06860 MFEP2 Multifunctional protein 2 SMIIPLMQEDK S$565 PhosPhAt 4.0
SISGVKLDPK S611
AT1G04710 KAT1 Peroxisomal 3-ketoacyl-coa AASATASGKFK 5219 PhosPhAt 4.0
thiolase 4
AT1G65520 ECI1 Delta(2)-enoyl CoA SDPSFSQSVLITTSDGK 543,554, PhosPhAt 4.0
isomerase 1 s47
751,752
At3g06810 IBR3 Acyl-CoA dehydrogenase- DVSPSYESLVDGSGR S387,5389 Nakagamiet al., 2010
related Y390 Sugiyamaet al., 2008
AT3G21720 ICL Isocitrate lyase EARMSMSR 5154 Engelsberger & Schulze 2012
5156
AT3G58750 CsY2 Citrate synthase 2 FGQVSISNASR 5499, 5501 Nakagamiet al., 2010
S504 Sugiyamaet al., 2008
ATAG39850 PXA1 Peroxisomal ABC transporter | LCNGQSDDDETLEK 559, 764, Reiland et al., 2011
1 LIGLSVLQSGASSIIAPSLRHL S806 Engelsberger & Schulze 2012
IASLNGTTVKYVLEQDK T786,T787
AT5G56290 PEX5 Peroxin 5 LAHTLSQDGNPK 5173,5174 Nakagamiet al., 2010
DRSSIMAR 5308 Wanget al., 2013
AT3G07560 PEX13 Peroxin13 GGMLYGELAR Y241 Nakagamiet al., 2010
AT5G62810 PEX14 Peroxin 14 SASPPAAPADSSAPPHPK $310, 5312, Wanget al., 2013
QRSWVPPQPPPVAMAEAVE $320,5321, Reiland et al., 2009
AIR 5427 Reiland et al., 2011
Sugiyamaet al., 2008
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Supplemental Figure S7. PP2A B’6 homolog sequences alignment. Sequences of full-length protein
homologs were identified by BLAST, aligned by ClustalW/MEGAG6 (Tamura et al., 2013), and conserved
residues were shaded by BoxShade (http://www.ch.embnet.org/software/BOX_form.html). For phylogenetic
analysis and PTS1 conservation, see also Figure 5. The species abbreviations are as follows: At, Arabidopsis
thaliana; Al, Arabidopsis lyrata; Cr, Capsella rubella; Es , Eutrema salsugineum; Csi, Citrus sinensis; Pv ,
Phaseolus vulgaris; Cs , Cucumis sativus; Sl, Solanum lycopersicum; Vv, Vitis vinifera; Os , Oryza sativa;
Zm, Zea mays; Gm, Glycine Max; Cmsm, Cucumis melo subsp. melo; Smo , Selaginella moellendorffii; Pp ,
Physcomitrella patens; M. RCC299, Micromonas.sp.RCC299;Vcfn , Volvox carteri f. nagariensis; cre,
Chlamydomonas reinhardtii; Hs , Homo sapiens; Dr , Danio rerio; Sc, Saccharomyces cerevisiae; Kl ,
Kluyveromyces lactis; Eg, Eremothecium gossypii; Sp, Schizosaccharomyces pombe; Mo, Magnaporthe
oryzae; Nc, Neurospora crassa.
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