Supplementary Information

Supplementary Figure 1. Identification and characterization of gap mutants.
Controls of endogenous NO detection in seeds by using DAF-2DA.

a, Post-germinative growth of wild-type (Col-0), abi5-1 and abi5-7 seedlings in media
containing 0 and 100 uM cPTIO after 6 days. Scale bars 1 mm.

b, Chromosomal position of the two identified loci (abi5, gapl). cM, centimorgan.

¢, Autofluorescence of the testa tissues in untreated control seeds. Scale bar 100
pm.

d, Fluorescence of seeds treated with the NO scavenger cPTIO (1 mM) that were
stratified during 3 days at 4°C and germinated for 2 days at 21°C on agar plates and
then subjected to DAF-2DA incubation. Scale bar 100 pm.

e, NO production detected by DAF-2DA as in Figure 1c. For detection of endogenous
NO production seeds were stratified for 3 days at 4°C and grown for 1 to 3 days at

21°C on agar plates and then subjected to DAF-2DA incubation. Scale bar 100 pm.



Supplementary Figure 2. Tissue specific reduction of ABI5-GUS protein.

a, Construct used to generate the pABI5:ABI5-GUS transgenic lines.

b, Representative GUS staining images of pABI5:ABI5-GUS 1 to 2-day-old seeds
germinated on MS plates. Scale bars 100 pum.

c, Representative GUS staining images of pABI5:ABI5-GUS 15-minutes imbibed

testas after embryo removal. Scale bars 100 pm.



Supplementary Figure 3. NO-promoted ABI5 degradation and seed germination
phenotypes.

a, GSNO and SNAP treatments promote ABI5 degradation in 2 days ABA (5 pM)-
treated after ripened seeds. Immunoblot analysis of ABI5 protein levels in seed
extracts of Col-0, treated with or without (C) ABA, NO scavenger (cPTIO) and NO
donors (GSNO and SNAP). Actin protein levels are shown as a loading control.

b, Quantitative data of immunoblot analysis of ABI5 protein levels in seed extracts of
Col-0, treated with or without (C) ABA, NO scavenger (cPTIO) and NO donors
(GSNO and SNAP). Values represent the mean +SE (n=3) and normalized against
actin. Asterisks indicate significant differences compared with C (t-test, *P<0.05,
*P<0.01). AU, arbitrary units.



¢, Representative seed germination images of wild-type (Col-0) dormant seeds
grown for 4 days on MS agar plates untreated (Control, C), or supplemented with 5
UM ABA, 300 uM of the NO-scavenger cPTIO, 300 uM of the NO-donors GSNO and
SNAP and 300 uM GSNO or SNAP plus 100 uM of the proteasome inhibitor MG132.
Phenotype of abi5-1 mutant is included as a control. Scale bars 1 mm.

d, Representative seed germination images of wild-type (Col-0) and mutants atnoal-
1, nialnia2, atnoal-2nialnia2, and abi5-1 4-day-old seedlings in the presence of
0.1uM ABA highlighting germination inhibition. Scale bars 1 mm.

e, Representative seed germination images of WT, 35S:AHbl (H7) and
35S:antiAHb1 (L1) 4-day-old seedlings in MS (Control) and 0.1 uM ABA. Scale bars
1 mm.

f, Graph showing the quantification of seed germination in WT, 35S:AHb1 (H7) and
35S:antiAHbl (L1) 4-day-old seedlings in MS (Control) and 0.1 uM ABA. Values
represent the mean £SE (n=3). Asterisks indicate significant differences compared
with WT (t-test, **P<0.01).



Supplementary Figure 4. In vitro S-nitrosylation of ABI5 and identification of
the candidate ABI5 Cys residue in silico.

a, In vitro S-nitrosylation of wild-type ABI5 recombinant protein by the NO donor
GSNO (200 pM). Sodium ascorbate (Asc) was used to specifically detect S-
nitrosylated SNO-ABI5. ABI5 protein loading was detected by anti-His antibody.

b, Schematic ABI5 structure showing the conserved domains (C1-4 and bZIP) and

the position of the 4 Cys residues.



¢, Sequence alignment of ABI5 (At2g36270) protein with other members of the ABI5-
like bZIP family in Arabidopsis. Positions with identical amino acids residues are
highlighted in black. The Cys residue is red boxed.

d, Computational prediction of ABI5 S-nitrosylation sites. GPS-SNO

(http://sno.biocuckoo.org)' has been used to calculate ABI5 Cys targets of S-

nitrosylation using the High Threshold option.
e, dbSNO database (http:/csb.cse.yzu.edu.tw/SNOSite/index.html)? has been also

used to predict ABIS S-nitrosylation sites identifying the matched MDD-clustered
motifs of the target cysteines. MDD: maximal dependence decomposition. Target
Cys of the MDD-clustered motif is in green, and the maximal dependence with the
occurrence of basic (blue) or acid (red) amino acids in each position is marked.
Target Cys of the S-nitrosylation sites are in blue and amino acids that match with
the respective MDD-clustered motif are in red.


http://sno.biocuckoo.org/
http://csb.cse.yzu.edu.tw/SNOSite/index.html
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Start - End ODhserved Mr{expt) Mr{calc) Delta Miss Sequence

8 - 22 855.3200 1708.6254 1708.8050 -0.1795 1 K.LTSEREVESSMAQAR.H Oxidation (M) (Ions score 55)
8 - 22 855.3200 1708.6254 1708.8050 -0.1795 1 K.LTSEREVESSMAQAR.H Oxidation (M) (Ions score 49)
8 - 22 570.5900 1708.7482 1708.8050 -0.0568 1 K.LTSEREVESSMAQAR.H Oxidation (M) (Ions score 10)
& - 22 570.6900 1709.0482 1708.8050 0.2432 1 K.LTSEREVESSHMAQAR.H Oxidation (M) (Ions score 57)
13 - 22 554.2100 1106.4054 1106.5026 -0.0971 0 R.EVESSMAQAR.H (Ions score 73)
23 - 39 564.7700 1691.2882 1692.7717 -1.4835 0 R.HHGGGGGENHPFTSLGR.Q (Ions sScore 39)
23 - 39 846 .8700 1691.7254 1692.7717 -1.0462 0 R.HHGGGGGEHHPFTSLGR.Q (Ionz score 22)
23 - 39 847.2800 1692.5454 1692.7717 -0.2263 0 R.HHGGGGGEHHPETSLGR.Q (Ionz score 88)
23 - 39 847.2800 1692.5454 1692.7717 -0.2263 0 R.HHGGGGGEHHPETSLGR.Q (Ions score 125)
23 - 39 847.2800 1692.5454 1692.7717 -0.2263 0 R.HHGGGGGEHHPEFTSLGR.) (Ions score )
23 - 39 565.2300 1692.6682 1692.7717 -0.1035 0 R.HHGGGGGEHHPEFTSLGR.(Q (Ions sScore 62)
23 - 39 565.2300 1692.6682 1692.7717 -0.1035 0 R.HHGGGGGEHHPEFTSLGR.(Q (Ions sScore 64)
23 - 39 565.2700 1692.7882 1692.7717 0.0165 0 R.HHGGGGGEHHPFTSLGR.(Q (Ions score 54)
23 - 39 565.4600 1693.3582 1692.7717 0.5865 0 R.HHGGGGGEHHPETSLGR.(Q (Ions score 46)
23 - 39 847.7600 1693.5054 1692.7717 0.7338 0 R.HHGGGGGEHHPETSLGR.(Q (Ions sScore 64)
23 - 39 §47.7600 1693.3454 1692.7717 0.7738 0 R.HHGGGGGENHPETSLGR.Q (Ions Score 62)
23 - 39 565.5500 1693.6282 1692.7717 0.8565 0 R.HHGGGGGENHPFTSLGR.Q (Ions Score 61)
23 - 39 565.6100 1693.85082 1692.7717 1.0365 0 R.HHGGGGGENHPFTSLGR.Q (Ions sScore 60)
23 - 39 565.7400 1694.1982 1692.7717 1.4265 0 R.HHGGGGGEHHPFTSLGR.Q (Ionz score 55)
132 - 142 600.4100 1198.3054 1198.6418 0.1636 1 EK.RGIAWESSLPR.( (Ions score 53)
133 - 142 1043.4200 1042.4127 10425407 -0.1280 0 R.GIAHESSLPR.(Q (Ions score 31)
133 - 142 522.6100 1043.2054 1042.5407 0.6648 0 R.GIAHESSLPR.(Q (Ions score 43)
143 - 154 842.4900 1682.9654 1682.8670 0.0984 0 R.QGSLTLPAPLCR.K EBiotin-HPDF (C) (Ions score 435)
143 - 154 562.0100 1683.0082 1682.8670 0.1412 0 R.QGSLTLPAPLCR.K EBiotin-HPDF (C) (Ions score 30)
155 - 166 749.7900 1497.5654 1497.7576 -0.1921 1 R.KTVDEVHSEIHR.G (Ions score 99)
155 - 166 500.2200 1497.6382 1497.7576 -0.1194 1 R.KTVDEVHSEIHR.G (Ions score 54)
135 - 166 749.8500 1497.6854 1497.7576 -0.0721 1 R.KIVDEVWSEIHR.G (Ions score S38)
155 - 166 749.9000 1497.7854 1497.7576 0.0279 1 R.KTVDEVWSEIHR.G (Ions score 585)
155 - 166 500.5200 1498.5382 1497.7576 0.7806 1 R.KTVDEVWSEIHR.G (Ions score 54)
156 - 166 685.7500 1369.4854 1369.6626 -0.1772 0 EK.TVDEVWSEIHR.G (Ions score 65)
156 - 166 685.8200 1369.6254 1369.6626 -0.0372 0 EK.TVDEVWSEIHR.G (Ions score 67)
156 - 166 685.8200 1369.6254 1369.6626 -0.0372 0 EK.TVDEVWSEIHR.G (Ions score 56)
156 - 166 685.8800 1369.7454 1369.6626 0.0828 0 EK.TVDEVWSEIHR.G (Ions score 55)
156 - 166 685.8900 1369.7654 1369.6626 0.1028 0 K.TVDEVWSEIHR.G (Ions score 57)
156 - 166 685.9100 1369.85054 1369.6626 0.1428 0 K.TVDEVWSEIHR.G (Ions score 60)
156 - 166 685.9200 1369.85254 1369.6626 0.1628 0 K.TVDEVWSEIHR.G (Ions score 60)
156 - 166 685.9500 1369.8854 1369.6626 0.2228 0 K.TVDEVWSEIHR.G (Ions score 53)
156 - 166 685.9600 1369.9054 1369.6626 0.2428 0 K.TVDEVWSEIHR.G (Ions score 585)
136 - 166 4537.7100 1370.1082 1369.6626 0.44535 0 K.TVDEVWSEIHR.G (Ions score 26)
167 - 198 974.9900 2921.9482 2921.2229 0.7253 1 R.GGGSGHGGDSHGRSSSSHGOHHAQHGGETAAR.(Q (Ions score 16)
199 - 213 877.3700 1752.7254 1753.8597 -1.1342 0 R.QPTFGEMTLEDFLVE.A (Ions score 33)
199 - 213 877.3700 1752.7254 1753.8597 -1.1342 0 R.QPTFGEMTLEDFLVE.A (Ions score 15)
199 - 213 877.3800 1752.7454 1753.8597 -1.1142 0 R.QPTFGEMTLEDFLVE.A (Ions score 29)
199 - 213 877.38600 1752.7454 1753.8597 -1.1142 0 R.QPTFGEMTLEDFLVE.A (Ions score 17)
199 - 213 877.3900 1752.7654 1753.8597 -1.0942 0 R.QPTFGEMTLEDFLVE.A (Ions score 31)
199 - 213 877.3900 1752.7654 1753.8597 -1.0942 0 R.QPTFGEMTLEDFLVE.A (Ions score 15)
199 - 213 877.3900 1752.7654 1753.8597 -1.0942 0 R.QPTFGEMTLEDFLVE.A (Ions score 32)
199 - 213 §77.3900 1752.7654 1753.8397 -1.0942 0 R.QPTFGEMTLEDFLVEK.A (Ions score 3&)
199 - 213 §77.4000 1752.7854 1753.8597 -1.0742 0 R.QPTFGEMTLEDFLVE.A (Ions score 32)
199 - 213 877.4000 1752.7854 1753.8597 -1.0742 0 R.QPTFGEMTLEDFLVE.A (Ions score 17)
199 - 213 877.9000 1753.7854 1753.8597 -0.0742 0 R.QPTFGEMTLEDFLVE.A (Ions score 69)
199 - 213 585.6400 1753.8982 1753.8597 0.0385 0 R.QPTFGEMTLEDFLVE.A (Ions score 51)
199 - 213 §85.3800 1768.7454 1769.8340 -1.1092 0 R.QPTEGEMTLEDELVE.A Oxidation (M) (Ions score 51)
199 - 213 G85.8400 1769.6654 1769.85546 -0.1892 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 485)
199 - 213 885.8600 1769.7054 1769.8546 -0.1492 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 53)
199 - 213 885.8700 1769.7254 1769.8546 -0.1292 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 50)
199 - 213 885.8700 1769.7254 1769.8546 -0.1292 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 70)
199 - 213 G85.8700 1769.7254 1769.8546 -0.1292 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 54)
199 - 213 885.8800 1769.7454 1769.8546 -0.1092 0 R.QPTFGEMTLEDFLVEK.A Oxidation (M) (Ions score 50)
199 - 213 885.8800 1769.7454 1769.8546 -0.1092 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 66)
199 - 213 885.8800 1769.7454 1769.8546 -0.1092 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 51)
199 - 213 885.8800 1769.7454 1769.8546 -0.1092 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 44)
199 - 213 G85.8900 1769.7654 1769.8546 -0.0892 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 51)
199 - 213 885.8900 1769.7654 1769.8546 -0.0892 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 66)
199 - 213 885.9000 1769.7854 1769.8546 -0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 64)
199 - 213 885.9000 1769.7854 1769.8546 -0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 66)
199 - 213 §85.9000 1769.7854 1769.8340 -0.0692 0 R.QPTEGEMTLEDELVE.A Oxidation (M) (Ions score 61)
199 - 213 G85.9000 1769.7854 1769.8546 —-0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions sScore 62)
199 - 213 885.9000 1769.7854 1769.8546 -0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 70)
199 - 213 885.9000 1769.7854 1769.8546 -0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 67)
199 - 213 885.9000 1769.7854 1769.8546 -0.0692 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions score 72)
199 - 213 590.9800 1769.9182 1769.834% 0. 0636 0 R.QPTEGEMTLEDELVE.A Oxidation (M) (Ions score 52)
199 - 213 G86.0500 1770.0854 1769.8546 0. 2308 0 R.QPTFGEMTLEDFLVE.A Oxidation (M) (Ions sScore 66)



LoOCTs NP_5655840 442 za linear PLN 2ZB-MA¥-2011
LDEFINITICH protein asbscisic acid-insensitiwve 5 [Arabhidopsis thaliana] .
ACCESSION NP_S&5540
WVERIION NP_565540.1 GI:15404091
DESCOURCE REF3IEQ: accession NM 129155.3
EETWORDS .
SOURCE Arabidopsis thaliana (thale cress)
ORGAMNIZN Arabidopsis thaliana
Eukaryota; Wiridiplantae; 3treptophyta; Embryophyta:; Tracheophyta:
Spermatophyta; Magnoliophyta; eudicotyledons; core eudicotyledons;
rosids: malvids: Brassicales: Brassicaceae; Camelineas:
Arsbidopsis.
REFERENCE 1 iresidues 1 to 442)
LUTHORS Lin,X%., EKaul,3., Rounsley,3., Shea,T.P., Benito,M.I., Town,C.D.,
Fujii,C.¥., Mason,T., Bowman,C.L., Barnstead,M., Feldblyum,T.V.,
Buell,C.R., Eetchum,E.L., Lee,J., Ronning,C.HM., Koo,H.L.,
Moffat,K.3., Cronin,L.k., 3hen,M., Pai,G., Van iken,3., Umayam,L.,
Tallon,L.J., Gill,J.E., Aidams,M.D., Carrera,i.J., Creasy,T.H.,
Goodman, H. M., Somerville,C.R., Copenhaver,5.P., Preuss,D.,
Nierman,W.C., White,O., Eisen,J.A., Salzherg,3.L., Fraser,C.M. and
Venter,J.C.
TITLE Sequence and analysis of chromosome 2 of the plant Arsbidopsis
thaliana
JOURMAL Nature 40z (6763), 761-765 (1999)
FUEMED 10617197
REFERENCE Z  (residues 1 to 442)
CONSRETH Arabidopsis TAIR10 Release
TITLE Direct Submission
JOURMAL Submitted (15-FEE-zZ011) Department of Plant Biology, Carnegie
Institution, 260 Pansma 3treet, Stanford, CL, UL
COMMENT REVIEWED REFZEQ: This record has heen curated by TALIR. The
reference segquence is identical to AECOSZZA.
Method: conceptual translation.
FEATURES Location/Cualifiers
source 1..442
forganisw="Arabidopsis thaliana™
fdb_xref="taxon:3702"
/ohromosome="2"
fecotype="Columbia™
Protein 1..442
fproduct="protein abscisic acid-insensitive 57
fealoulated mol wo=46576
Fegion 356..410
fregion_name="bZIIP_1"
/fnote="hIIP transcription factor: clOZ57e™
Hdb_xref="CDD:198?28"
CDs 1..442

fogene="AEIS™

Hlocus_tag="AT2G362?D"

ngne_svnonym="EBE INSENZITIVE 5; AEIS: F2H17.12:
F2H17_1z2; GIAl; GROWTH-INSENSITIVITY TO ABA 1™
Hcoded_by="NH_129185.3:1?6..1504"

/inference="Similar to DNL

sequence: IN3D: AF334206.1, INSD:BETOZ26517. 1"
/inference="%imilar to RNA sequence,

EST:INSD:DRE750187.1, INSD:DR3S0305.1, INSD::DR225222.1,
INZD:E3145762.1, INSD:ES150720.1, INSD:DRZE5221.1,
INSD:EZ001012.1, INSD:DR354055 .1, INSD: E3005965.1,
INZD:ES088346.1, INSD:EL982026. 1, INSD: AV785099.1,
INZD:E3143521.1, INSD:EP650511.1, INSD: DINaO4474.1,
INSD:DR350304.1, INSD:DR2605035 .1, INSD:EL937210.1,
INZD:EL997657.1, INSD:ES1635158.1, INSD:ES101562.1,
INZD:DRZ60505.1, INSD:ES152551.1, INSD:EP64449:2.1,
INSD:AVS20566. 1, INSD: AWVS23995 .1, INSD: E3092060.1,

INZD:DRZ 60509, 1™

fnote="Basic-leucine zipper (LZIP) transcription factor
family protein ABA INSENSITIVE 5 (ABIS): CONTALINS InterPro
DOMAIN/=2: Basic-leucine zipper [(bIIP) transcription factor
[InterPro: IPRO04527) , BZIP transcription factor, hiIP-1
[InterPro:IPRO11616) ; BE3ST Arsbidopsis thaliana protein
match iz: abscisic acid responszive element-binding factor
1 (TAIR:AT1G49720.1); Has 3780 EBlast hits to 3404 proteins
in 335 species: Archae - 4; Bacterias - 363; Metazoa - 820:
Fungi - 233: Plants - 1594; Wiruses - 1Z; Other Eukaryotes
- 754 [(source: NCEI ELink)."™

Hdb_xref="GeneID:818199"

Jdb_xref="TAIR: AT2G36270"

Mascot: hitpJ/fwww matrizscience. com/

Supplementary Figure 5. Analysis of in vitro ABI5 S-nitrosylation.



Protein sequence using protein view-MASCOT search, including observed mass,
expected mass, calculated mass, Mascot score, expectation score and rank, and

peptide sequence. Nominal mass (Mr).
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Monoisotopic mass of neutral peptide Mr{calc):
Variabhle modifications:

1632.8670

c11 : Biotin-HFDFP (C)

Ions Score: 43 Expect: 0.13

Matches : 9/114 fragment ions using 13 most intense peaks {help)

# b bt b* bt Lo Lot Seq. v }_-H- v* }_.*-H- YI] yI]-H- #
1| 129.0659| 65.0366( 112.0393| 56.5233 Q 12
2] 136.0573) 93.5473) 163.0608| 35.0340 3 115558157 778.4115|1538.7552|765.6552 | 1537.6052 | 765 4062 11
3| Z731193|137.0633) 256.0828|128.5500) 255 1088 (128.05801 8 | 149879431745 5008 1451.7677|741.3875 | 1480.7837 | 740.8555| 10
4| 3B86.2034|193.6053] 369.1769(185.0921| 368.1928(184.6001| L |I4171.7622|706.3848(1394.7357|657.8715|1393.7517|697.3795| 9
S| 4872511244, 1252 470.2245|235.6155 ) 469.2405(235. 12358 T |1298.6782|645 842712816516 |641.3204 | 1280.6676 |640.8374| 8
G| 600.3352|300.6712) 583.3086(292.1579| 582.3246(291.665%| L |Z197.6305|595 3185 1180.6032|520.8056 7
T| 6573873451876 680.3614(340.6843| 6793774340 1923 P |08 5404|342.77769| 1067.5159|534. 2636 3
8| 76B.4250|384.7162| T751.3985|376.202%) 7041453757109 A | 9RFL037 484 2505) BI0.4671|485.7372 5

BES.ATTE|433.2425| 848.4512|424. 7293 B4T 4672|424 2373 P | 9I6.4565(458.731%| B39.4300|450.2186 4

10} 578.5619|485.7846) 961.5353|481.2713) 9605513 (4807753 L | 8194035|410.2055) BOZ.3772)401.6523 3
11| 1508 7626|755 3850(1492.7361|746.8717 | 1491.7521 [746.3797| C | 706.3197|353.6635| 689.2032(345.1502 )
12 R | 17511%0] 38.0631) 153.0%24) 79.5455 1

Error Distnibution Errer Distribution (ppm)

NCEIBLAST search of QGSITLPAPLCE
(Parameters: blastp, nr protein database, expect=20000, no filter, PANIZ0)
Other BLAST web gateways
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Supplementary Figure 6. Analysis of in vitro ABI5 S-nitrosylation.
a, Peptide view-MASCOT search showing the MS/MS spectrum.

b, Peptide view-MASCOT search showing all matched ions. Nominal mass (Mr).
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Supplementary Figure 7. Expression pattern of ABI5 and ABI5-like genes.

a, Gene expression profiles of ABI5 and ABI5-like genes relative to the
developmental map using the Meta-Analyzer platform from Genevestigator software
(http://www.genevestigator.ethz.ch) reveals that expression of ABI5 (At2g36270) was
present in seeds®.

b, Comparison of the transcription levels of ABI5 (At2g36270) vs. AtbZIP67
(At3g44460) in different plant tissues, based on data obtained using the eFP browser
(http://bar.utoronto.ca).
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Supplementary Figure 8. ABI5 Cys153 mutation does not abolish protein
homodimerization. Yeast two-hybrid assay for ABI5 protein homodimerization. Two-
hybrid interaction test of ABI5 (wild-type) and ABI5C153S (mutated version). Upper,
control plates. Middle and right, test plates (-His) and (-His, +3-Amino-Triazole),
respectively. For the constructs, the ABI5 and ABI5C153S were fused to the Gal4
DNA-binding domain (BD) and Gal4 activation domain (AD) as indicated.

Supplementary Figure 9. ABI5 Cys153 mutation and S-nitrosylation do not
abolish DNA binding.

a, Electrophoretic mobility shift assay (EMSA) of ABI5 (wild-type) and ABI5C153S
(mutated version) binding to DNA fragments containing the ABRE motif under
reducing conditions.

b, EMSA of ABI5 (wild-type) and ABI5C153S (mutated version) binding to DNA
fragments containing the ABRE motif under non-reducing conditions and in the
absence and presence of GSNO (1 mM).

See Methods for a description of the probe. (Control) ABRE-box incubated without
recombinant protein.
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Supplementary Figure 10. Generation and molecular analysis of 35S:ABI5 and
35S:ABI5C153S transgenic lines.

a, Construct used to generate the transgenic lines.

b, Q RT-PCR analysis of ABI5 expression levels in Col-0, the abi5-1 background and
35S:ABI5 and 35S:ABI5C153S transgenic lines.

c, ABI5 levels in 35S:ABI5 and 35S:ABI5C153S transgenic plants. Immunoblot
analysis of in vivo ABI5 protein levels in 35S:ABI5 and 35S:ABI5C153 seedlings.
Actin protein levels were also determined as a loading control.

d, Seed-specific phenotypes of 35S:ABI5 and 35S:ABI5C153S lines. ABA-
hypersensitive inhibition of germination and post-germinative growth in two 35S:ABI5
and 35S:ABI5C153S lines as compared to wild-type plants. Photographs show wild-
type (Col-0) and two 35S:ABI5 and 35S:ABI5C153S independent lines (1, 2) in
medium supplemented with 0.2 uM ABA 4 days after sowing. Scale bars 1 mm.

e, Restoration of abi5-1 mutation by both 35S:ABI5 and 35S:ABI5C153S constructs.
ABA-hypersensitive inhibition of germination and seedling establishment in 35S:ABI5

and 35S:ABI5C153S lines compared to wild-type and abi5-1 mutant plants.
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Photographs show wild-type abi5-1 and two 35S:ABI5 and 35S:ABI5C153S
independent lines (1, 2) in medium supplemented with 0.2 uM ABA 4 days after
sowing. Scale bars 1 mm.

f, NO-insensitivity during seedling establishment in 35S:ABI5C153S lines as
compared to 35S:ABI5 plants. NO donor and scavenger effect in seedling growth of
wild-type (Col-0), abi5-1, 35S:ABI5 and 35S:ABI5C153S lines grown for 3 days on
MS agar plates untreated (Control), or supplemented with 300 uM of the NO-donor
SNAP and 100 pM of the NO-scavenger cPTIO. Values represent the mean +SE
(n=3). Asterisks indicate significant differences compared with Control (t-test,
*P<0.05, **P<0.01).
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Supplementary Figure 11. Quantitative data of NO-promoted ABI5 degradation.
a, Quantitative data of immunoblot analysis of ABI5 (wild-type) and ABI5C153S
(mutated version) degradation by application of GSNO (500 uM) in the presence of
cycloheximide (CHX, 1 mM). Values represent the mean £SE (n=3) and normalized
against actin, as shown in Fig. 4a. Asterisks indicate significant differences compared
with 0 hours (t-test, *P<0.05, **P<0.01).

b, Quantitative data of immunoblot analysis of CUL4 and KEG involvement in NO-
promoted ABI5 degradation. Values represent the mean +SE (n=3) and normalized
against actin, as shown in Fig. 4b. Asterisks indicate significant differences compared
with 0 hours (t-test, *P<0.05, **P<0.01).

AU, arbitrary units.
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Supplementary Figure 12. Uncropped scans of the most important immunoblot

results. Black boxes highlight lanes used in figures.
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