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SUPPLEMENTAL FIGURES
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Supplemental Figure S1: Calcium-dependent activity of AtCPK6 recombinant protein. Representative gel SDS-page after Coomassie staining (a) showing a band for AtCPK6-GST at 80kDa after production and purification of the recombinant protein. Quantification of the activity of recombinant AtCPK6 kinase (b) using in vitro phosphorylation and syntide-2 peptide, n=3 independent experiments. AtCPK6 kinase activity (c) presented as function of calcium concentration (0.1 to 25µM), n=3 independent experiments.
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Supplemental Figure S2: In vitro phosphorylation of control peptides by recombinant AtCPK6. Quantification of in vitro phosphorylation of control peptides spotted on peptide array by recombinant AtCPK6 in presence (black bars) or absence (grey bars) of calcium. Results were obtained from one peptide array containing peptides in duplicates.
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Supplemental Figure S3: Putative phosphorylation sites of AKT2 Shaker channel targeted by AtCPK6. Quantification of AKT2 peptides phosphorylation by AtCPK6 (a) in presence (black bars) or in absence of Ca2+ (grey bars). Results were obtained from one peptide array containing peptide in duplicates. Schematic drawing of the secondary structure of the AKT2 shaker channel subunit, highlighting the putative sites phosphorylated by AtCPK6 (green dots) as deduced from the peptide array. Ext, stand for extracellular, S1 to S6, P, cNMP, ANK and KHA stand for transmembrane segments 1 to 6, pore domain, putative cyclic nucleotide-binding domain, Ankyrin, and domain rich in hydrophobic and acidic residues, respectively.
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Supplemental Figure S4: KAT2 Expression pattern in Arabidopsis thaliana. Representative pictures of pKAT2-GUS Arabidopsis thaliana after GUS staining (l, leaf; r, root).
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Supplemental table S2: List of AKT2 peptides included in the peptide array
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Supplemental table S3: List of primers used in this study for cloning

	Primer name
	Sequences

	[bookmark: _GoBack]AtCPK6 FW3
	5’-AGACAACGATGGACGGATTG-3’

	AtCPK6 RV3
	5’-CTCCCTACACCAGCATTTCC-3’

	AtCPK6 promoter FW
	5’-GGAGATAGAACCAGTTTGAGCAACTGTGAGCTTCGC-3’

	AtCPK6 promoter RV
	5’-TCCACCTCCGGATCCGAAACAAACTCTCTCTATTTCAC-3’

	KAT2 FW
	5’-TCCTAGTCTCAGGGGCAGTGGA-3’

	KAT2 RV
	5’-TGCATCGCCAACAACCGCCT-3’

	AKT2 FW
	5’-AGGATCACCATGGCGTCACAGC-3’

	AKT2 RV
	5’-TCTGCACCGTTCGTCGCCAG-3’







Int. J. Mol. Sci. 2021, 22, x. https://doi.org/10.3390/xxxxx	www.mdpi.com/journal/ijms

image4.tiff
2mm

Secondary vein

2mm  Primary vein





image5.tiff
KAT2 peptides

Position Peptide Serine/Threonine
on chip sequences Residues

F1 MLKRKHLNTRPMSI T9,513

E3 RPMSISCTRNFFKRFC $13, 515, T17

F6 KRFCVEEYNMDTFKH T33

F7 FKHSSFLSADLLP $37,538, 541

A10 ADLLPSLGARINQ S47

A1l LGARINQSTKLRKHII S55, T56

F10 KLRKHIISPFDPRFRG S64

F11 LVILVIYSAWICPFEFAF S84

F13 ICPFEFAFITYKKDALFI T96

A17 GFFAIDIILTFFVAYLD T109

A19 FFVAYLDSHSYLLVD $128, 5130

B1 KKIAIRYLSTWFAFDVC S146,T147

B4 WFAFDVCSTAPFQPL S$155, T156

F14 APFQSLSLLFKYNG S161, 5163

F17 LLFKYNGSEIGFRVL S171

F18 EIGFRVLSMLRLWRLRRV S179

Bl1 RLWRLRRVSSLFARLEKD $190, S191

F19 DIRENYFWTRCTKLI T207,T210

F22 KLISVTLFAVHCAGC $214,T216

F24 IADQYHDPTKTWIGAV T238, T240

G3 VYPNFKETSVWSRYVTAL T252, 5253, 5256, T260
B21 ALYWSITTLTTTGYGD $265,T267, T268, T270, T271, T272
G8 FMLFNLGFTSYLIGNM T299, S300

c7 AYLIGNMTNLVVHW T307
G11 NLVVHWTSRTRTFRD T314, 5315, T317

G12 RNFRDTVRAASEFA T323,5328

G14 EFASRNQLPPNIQD $332

G15 NIQDQMLSHICLKFK S346

G16 HICLKFKTEGLKQQEAL T354

G17 NGLPKAIRSSIANYLFFP $372,5373

G20 NVYLFHGVSRNFLFQLV $393

c23 RNFLFQLVSDIDAEYFPP $402

G22 ILVSGAVDFTVYVGE 5$430, T436

H1 AFGEIGVLCYTPQPF T464

H2 PQPFTVRTTELSQILRI T469, T472, T473, S476
H3 QILRISKKSLMSAMRAHV 5482, 5485, 5488

H6 FMKLRGQQSIAIDDPN $513

H7 IDDPNSEPESLLKEWLV $521, 8525

H9 LKEWLVGGSKTGEGNA S535, T537

H11 GEGNASDQGHGHKYL 5543

H12 GHGHKYLQLHDSENIDMG S$557

H13 NIDMGSTEWRDSRKSGYG 5564, T565, S570, S573
H17 GYGETKRVREHTIEIEEG T578, T585

H20 NKEFDGKGCSDADL S604

H21 DADLTSFEFHSQEAYP T609, S610, S615

11 QEAYPYCRSNIQIKQHEA S624

12 PKDKRVTIHLKSRDKDL T642, S647

14 RDKDLSKLIILPASIEEL $653, S661

16 GEKFGYSFTKVTNAENAE S$676, T678, T681

110 IRDGDHLYILINENS S708
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AKT2 peptides

Position Peptide Serine/Threonine
on chip sequences Residues
112 MDLKYSASHCNL S6, S8
115 HCNLSSDMKLRRFHQHRG 513,514
117 GKGREEEYDASSLSLNNL 536, 537, 539
120 LNNLSKLILPPLGVA 544
121 KLILPPLGVASYNQNHIR S55
123 NQNHIRSSGWII 563, S64
J1 GWIISPMDSRYRCWEFYM 569, S73
J3 MVLLVAYSAWVYPFEVAF 589
15 PFEVAFLNSSPKRNLCI 5102, 5103
17 FFAVDIVLTFFVAYIDER T126
J8 FFVAYIDERTQLLVREPK T136
J9 PKQIAVRYLSTWFLMDVA 5152, T153
J12 WFLMDVASTIPFDAIGYL 5161, T162
J15 IPEDAIGYLITGTSTLNI T173,T175, 5176, T177
J19 LNITCNLLGLLRFWRLRR T181
120 RLRRVKHLFTRLEKDIR T201
121 RLEKDIRYSYFWIRCFRL 5210
123 WIRCFRLLSVTLFLVHCA $221,T223
K1 LFLVHCAGCSYYLIADR 5233
K2 DRYPHQGKTWTDAIPNF T247,T249
K5 DAIPNFTETSLSIRYIAA T256, T258, 5259, 5261
K9 IRYIAAIYWSITTM $271,T273,T274
K12 IAAIYWSITTMTTVGYGDL S271,T273,T274,T276, 1277
K16 ITTMTTVGYGDLHA T273,T274,7T276, T277
K19 GDLHASNTIEMVFI 5286, T288
K21 IEMVFITVYMLFNLGL T295
K22 MLFNLGLTAYLIGNM T305
K23 LIGNMTNLVVEG T316
K24 NLVVEGTRRTMEFRN T320, T323
L2 MEFRNSIEAASNFVNRNR $329, 5334
L4 MCLRFKAESLNQQHLIDQ 5362
L5 LIDQLPKSIYKSICQHLF $375, 5379
L8 ICQHLFLPSVEKVYLFKG 5388
L10 EKVYLFKGVSREILLLLV 5399
111 REILLLLVSKMKAEYIPP 5408
L13 |IVSGEVEIIDSEMERE 5436, S444
L15 EMERESVLGTLRCGDIFG 5450, T454
L17 GEVGALCCRPQSYTFQTK S473, TA75, TA78
L20 FQTKSLSQLLRLK T478, S480, 5482
123 QLLRLKTSFLIETMQIKQ T489, 5490, T495
M2 MQIKQQDNATMLKNFLQH T505
M3 NFLQHHKKLSNLDIGDLK S$518
M4 LKAQQNGENTDVVPPNIA T534
M5 DVVPPNIASNLIAVV S543
M6 NLIAVVTTGNAALLDELL T550, T551
M8 LLDELLKAKLSPDI S566
M9 PDITDSKGKTPLHVAA T570, 572, T576
M12 PLHVAASRGYEDCVLVLL S583
M14 NIHIRDVNGNSALWEAII S609
M15 ALWEAIISKHYEIFRIL $617
M17 RILYHFAAISDPHIAGDL 5633
M19 KALLKQGLNVDTEDHHGV T666
M20 EDHHGVTALQVAMAEDQM T673
M21 QMDMVNLLATNGADVVCV T692
M22 VCVNTHNEFTPLEKLRVV T702, T707
M24 EEEEERGRVSIYRGHPLE 5727
N2 GHPLERRERSCNEAGKLI 5740
N3 GKLILLPPSLDDLKKIAG S753
N4 GEKFGFDGSETMVTNEDG S$770,T772,T775
N7 NEDGAEIDSIEVIRDND 5784
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