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Fig. S1. myb30-1 and myb30-2 have similar responses to abscisic acid (ABA) and osmotic/drought stress. (A) myb30-1 and myb30-2 are hypersensitive to ABA.
Seeds were sown on Murashige and Skoog (MS) medium containing 0.3 μM ABA; photographs were taken after 6 d. (B) Twelve-day-old seedlings of wild-type
and the mutants grown without or with 0.1, 0.3, or 0.5 μM ABA. (C) Green cotyledons in wild-type and the myb30-1 and myb30-2 mutants were scored at the
indicated times and represent an average of 100 seeds from three independent experiments ± SE. (D) Water loss from wild-type and themyb30-1 and myb30-2
mutants was measured using detached leaves. Water loss is expressed as a percentage of the initial fresh weight (FW). Data from one representative ex-
periment of three. (E) Wild-type and myb30-2 seeds were sown on MS medium (Left) or MS medium containing 200 mM mannitol (Right). Photographs were
taken after 8 d. (Scale bars, 1 cm.) (F) Six-day-old wild-type and myb30-2 seedlings were transferred from MS medium to MS medium without (Left) or with 400
mM mannitol (Right) and photographs were taken 8 d after transfer. (Scale bars, 1 cm.)
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Fig. S2. ABA phenotypes of the myb30-2 abi double-mutants. (A) ABA phenotype of the myb30-2 abi1-3 and myb30-2 abi2-2 double-mutants. Seeds were
sown on MS medium without (Left) or with 0.3 μM ABA (Right) and photographs were taken after 9 d. The mean germination value for wild-type and the
myb30-2, abi1-3, abi2-2, and myb30 abi1-3 and myb30 abi2-2 double-mutants in response to 0.3 μM ABA is shown in the graph to the right of the images.
Green cotyledons were scored after 6 d of growth and represent an average of 100 seeds from at least three independent experiments ± SE. (B) ABA phe-
notype of the myb30-2 abi3 and myb30-2 abi4 double-mutants. Seeds were sown on MS medium without (Left) or with 0.3 μM ABA (Right) and photographs
were taken after 6 d. The mean germination value for wild-type and the myb30-2, abi3, abi4, and myb30-2 abi3 and myb30-2 abi4 double-mutants in response
to 0.3 μM ABA is shown in the graph to the right of the images. Green cotyledons were scored after 6 d of growth and represent an average of 100 seeds from
at least three independent experiments ± SE.
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Fig. S3. Overexpression of MYB30 and MYB30K283R in wild-type and the siz1-2 mutant. RNA and protein were extracted from 7-d-old seedlings without ABA
treatment. (A) Transcript abundance of MYB30 and MYB30K283R in wild-type and myb30-2 transgenic lines was monitored using RT-PCR. Shown are RT-PCR
products after 30 cycles with MYB30 gene-specific or Tubulin gene-specific primers as a loading control. (B) MYB30 and MYB30K283R protein levels in the
transgenic lines were detected by immunoblot analysis using an anti-Flag antibody. Actin was used as a loading control. (C) Transcript abundance of MYB30 in
wild-type and siz1-2 transgenic lines was monitored by RT-RCR withMYB30 gene-specific primers. Tubulin was included as a loading control. (D) MYB30 protein
levels in wild-type and siz1-2 transgenic lines were detected by immunoblot analysis using an anti-Flag antibody. (E) Transcript abundance of MYB30 in wild-
type,myb30-2, and different transgenic lines was determined by quantitative PCR. mRNA levels are expressed relative to the value of wild-type seedlings. Data
represent means ± SD of three independent experiments. (F) Germination frequencies were determined for WT, the myb30-2 and siz1-2 single mutants and
the myb30-2 siz1-2 double-mutant seeds sown on MS medium with 0.1 μM ABA or 0.3 μM ABA. Green cotyledons were scored after 7 (0.1 μM) or 9 d (0.3 μM)
ABA. Data represent an average of 100 seeds from three independent experiments ± SE. Based on a Student t test, genotypes with different letters are
statistically different; P < 0.05.

Fig. S4. Localization and transcriptional activity analysis of MYB30K283R. (A) Nuclear localization of MYB30-GFP and MYB30K283R-GFP in wild-type protoplasts.
(Left) GFP fluorescence; (Center) bright field; (Right) merged image. One representative image of protoplasts from transiently transformed Arabidopsis leaves.
(B) Transcriptional activity analysis of MYB30 and MYB30K283R using the GAL4 transient expression assay in yeast (1). Upper panel for each represents growth
on synthetic complete medium without His and Thr (–H/T). Lower panel for each represents growth without Thr in the presence of X-Gal (–H/+X-Gal).

1. Miura K, et al. (2007) SIZ1-mediated sumoylation of ICE1 controls CBF3/DREB1A expression and freezing tolerance in Arabidopsis. Plant Cell 19:1403–1414.
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Fig. S5. ABA-responsive gene expression in wild-type and siz1. The transcript abundance of TAT3, LOX3, BGL2, bHLH, COR15b, and COR413 in wild-type and
siz1-2 mutant was determined by quantitative PCR using 1-wk-old seedlings treated with 100 μM ABA for 3 h. mRNA levels are expressed relative to the value
of wild-type seedlings. Data are mean ± SD of three independent experiments.

Fig. S6. MYB30, ABI5, and SIZ1 function in ABA signaling during seed germination. ABI5 and MYB30 regulate the expression of different sets of genes and
share few common targets. SIZ1 actives MBY30 and inactivates ABI5 through sumoylation to regulate ABA signaling during seed germination.
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Table S1. Changes in gene expression in the myb30 mutant during ABA treatment
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Table S1. Cont.
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Table S1. Cont.
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Table S1. Cont.

The genes marked with red are used in the article.

Table S2. Primer sequences used in quantitative PCR

Gene Sequence

TAT3 5′-CCTCCGCCCATTCCAACTTC-3′
5′-ACACATCCTCGGCCTTCAGC-3′

LOX3 5′-TGCCGATCTAATTCGCAGAG-3′
5′-GTTCGGGTTTGGATAGTAGC-3′

BGL2 5′-TGAACGTCTCGCCTCCAGTC-3′
5′-CCGCGTTCTCGATGTTCTGC-3′

bHLH 5′-TCTCCCACTCGCAAGTTACC-3′
5′-CGAATCCCGCGAACGAATAC-3′

COR15b 5′-AAAGTGACGGCAACATCCTC-3′
5′-CTCAGTCGCAGTTTCATTGG-3′

COR413 5′-GTGGAGAAGCGGCGAAAGAG-3′
5′-GGTGCGTGGAGAGCGAATAG-3′
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