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Fig. S1. ADF'5 expression is induced by ABA from microarray analysis.
(A) The expression level of ADF5 is upregulated by ABA from the e-FP browser

(http://bbe.botany.utoronto.ca/efp/cgi-bin/efp). Red indicates high expression, and blue

scale denotes low expression. (B) The expression levels of ADF9 after ABA treatment

from the e-FP browser (http://bbc.botany.utoronto.ca/efp/cgi-bin/efp). Red indicates

high expression, and blue scale denotes low expression.
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Fig. S2. Analysis of ADFS5 expression patterns.

The GUS activity in the PBI121-ADF5Pro-GUS transgenic plants in cotyledon (A),
rosette leaf (B) and guard cells (C).



Fig. S3
A ADF5 at2g16700

Arabidopsis eFP Browser at bar.utoronto.ca
Winter et al., 2007. PLoS One 2(8): €718

Ahsolute
475.04
427.53
380.03
332.52
285.02
237.51

- 190.01
142.51

0 . Absolute
] 12156
| 1094 .04
972.43
850.92
729.36
607.8
|

436.24
~—~ ] ) 36468
( . 24312
5 121.56
100 uM ABA ) ) 00
for 4 Hours MaSked
Cross Section of Leaf Surface View of Leaf

Fig. S3. ADF'5 expression in leaves and guard cells.
(A) and (B) The expression level of ADF5 in leaves and guard cells from the e-FP

browser (http://bbc.botany.utoronto.ca/efp/cgi-bin/efp). Red indicates high expression,

and blue denotes low expression.
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Fig. S4. The prediction of ABRE core motif and GCEs in the ADF5 promoter.
The prediction of ABRE core motif and GCEs in the ADF'5 promoter.
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Fig. S5. Expression of ADF5 in WT and abf/areb mutant plants.
qRT-PCR analysis revealed ADF5 expression by ABA. Fourteen-day-old seedlings
were treated with 40 uM ABA for different times, and the leaves of seedling were

detached for RNA extraction. UBQ1] was used as an internal gene.
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Fig. S6. Identification of the DPBF3 overexpression transgenic lines.

(A) gqRT-PCR analysis of DPBF'3 expression in 35S:DPBF3-HA overexpression plants.
(B) Immunoblot analysis of DPBF3 by HA monoclonal antibody in WT and
35S:DPBF3-HA overexpression plants. Rubisco stained by Coomassie brilliant blue

was used as an internal loading control.
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Fig. S7. Phenotypic comparison of stomatal closure and water loss among WT, dpbf3,
dpbf4 and dpbf3/4 plants.

(A) The phenotype comparison of the stomatal closing rate of WT, dpbf3, dpbf4 and
dpbf3/4 plants induced by ABA. (B) Analysis of water loss from the detached leaves of
WT, dpbf3, dpbf4 and dpbf3/4 plants. The data represent the mean + SE based on three

independent biological replicates.
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Fig. S8. Identification of the T-DNA insertion in the dpbf3/4 homozygous mutants.

(A) dpbf3/4 homozygous T-DNA insertion mutant identification by PCR. LP and RP
are mutant-specific gene primers, and LBb1.3 indicates the T-DNA left border primer.
(B) and (C) RT-PCR analysis of DPBF3 and DPBF4 expression in WT and dpbf3/4

double mutant lines.



Fig. S9

ADF1
tattttttgtagttgttgtggtgttacacatcaatattttttacttcttaaaagttgaatcaagttctcaaaccaacaaactttttatcga
atcaatggtacgacgaaattcaaaaatgttattacttactaattttatagatagtttaaaaatataaattaaaaattcagtttatttata
taacaagaaaaatcagtgttattattgaaacacctaccaaaataatgaatcaaaaacataaaattaattatagtattgaattcata
attcaacaatattattgaaaatttgaaatacataccaaataataatagttttttttcgtctctataatatggtggactcccgaataaa
gttgaagaaagaaagagaaaagaaattgagaagaaaaaagaaaaaaaggtgaccgtattctccgtcgattgtagecgecc
gaagaaatatcttctcctctctcgtttaaccacgaatttgctctgatattagtgtttctctagccATGGTAAGCTCAA
TTTTCCACTTGTTATCTCGATCTgtagtgtgcttctctcgattttggtticgtcttatatacaaatcttctgttt
acgcgattctggcteattttgttgtttcgctagatctgtatacagattttggttttagatctctaagatttggtgtttatgtgatcgtitt
gtgactgatttagaatcaaaactgtgcgagagagcttctctgttgagttcactgtggctctttcgattcctctatctaaaatttgaa
atcagaagagtatttacggcttcctgttatigcaaaaaatttcaaagttatatatcaatttcgataacatttggttgtttgatccatta
tccttgatgtttgattcatcagtttcatgtaattgataatcactctagaggtttgagaacaatagaggtttttggattgtgttatgtga
aaagatttgaatatgagtgttgtttggtttaacag

ADF?2
gttttgaccattcattcttatgtttgtttccaaagaaattgcttgtgttgaccacatttgtatagccccaacatgaagtggtaccata
tcatttaataaacacagatcatgattacactatttctaaacttgtgaacttatccaccaagttatatcacctaatccatgacattttc
aatataggttgggcaatcaaataaattcttatattatgatgattaacagaaataaaaatttaactttgggaaatagtcttatccatat
attattataataaaccaaaatgtatagaaacatataaacaaatgaaat - ¢ 'ttcattcatataattcggatagcttgcaaataac
gctgacaaaaaaagaaacagtgaagaagaaaaaaaagaaggtcattttcattttctccatttgatttttgccgaccggagaaa
atatcttcttgccgtcttcttcttcatttcaccaggaacttttatttgaaatcggtttgatttagcc AT Ggtgagctcaattttetett
gtttctgttttaagtttttcgattttgaagctttcttctcgaaaatttcgattgcttgetagtegatttcgagttcaaatcegtttgettet
cttttggataacgattctcgctcgtttagatagatctggagatgatttcagatactcgatctttggtagttgtagtgtgtgatcgga
ttagagatccgattaaagaactcgtaactttgttgttctgettcttcgetagcettatctgaaatcaggaagaatctgctgtttttcac
ttcaagttcaaatcaagtgttaaattctacgaatttttgactttttcatcagtgtttgtcaattgttcgatctatgttgtgcttettgect
cttgatgtgtcaaaattgaagtcaaaatcgttctacaaagttgtgaggagcetacttagcttctcttecttgtgatgttaacaatgtt
agagatgatgataatattatccaatttctgtgttaagttgtgatctttgttttagaaaatgtgtttttgaagagatgtgcatcttctca
gtgttttgttatgtgtattgatatgataacag

ADF3



agaaaatcaagtattgtttttcaaatcaagaaatatcaaagaagaattctgtattaagtttagttctcatggaagccatagaatat
atcagaagtttgaaacaaacagcaaatatatggaataaaaaacatagttattggaataaatagaatagttatttttttttgtttggce
ataaaataaagaaaattatttgttcaacaaattgttacagatttcacttatgtatattttgaactaattcttatttttatattaattaaatc
aagattttacttttgaaaaataattaatgaatttatgaaacaatctctatgtaaataaaataaagcaaattaaaacgctcacacatg
tttacttattcggactagagagcttccgcataaagctyaggaaaaaaaagagagaagacycacaccgaagaaaacacaca
agactccattattctcctgcttcttcgtetettcaattattttctctgagactagctttgattcaaccATGgtgagctcaagtctaa
tttttctetcttatatagttctetttctttgttctctatggettgatttgaactttgctictcgattcgagttecatttcatcttggattttcaa
ttcttccgatttaagttctcgcccagagttagatatgattagatctgtagatggactcgtttctttgtttagatctctgagattttgga
tttgtatggttagatggactgatctaggatatgaatcggecgatagtaaagtcttcaatttcagtgtgcttgtgttggttttageca
attgattttgaaaccaggaagaataatagtgttccatgtggttttcctttgattttagggttacgtctatcgtttgtttagecttttectt
ttataagatattgttttctcgcttctttgagttattatttgctgctgttgaagttttcagatgtgtgtttgattctgttgatggtagagtat
catccgattaatatgattcagaactgtaaaatctgtcaaattgatattatgatagctcaacatcatcgttcatatacgttgtggga
gtcatccacgtcttccctttgatatacacactaccaagatctgttcatgattcattatgtttgatctctgaactaatgtataaccega
acgccgttttaaaagatgggtatagtgtctactaatatgtgtattctgaagagagttgcatcttaatgttctatgttttgttggtaac
ag

ADF4
tgcgactatttcaggttcaaagtattaggaatttaggatagttccaataacgagaagagttgctcaatcgagtttggtccaataa
gataaactgaccatcaaacataaaatcctaatcgatacttttgattatttggaaacagatccaaccattggcagttgtccattgct
cattctacgcaatctttcaactgtcaaatcttagcccaacaaaaatacttagatgattattatatgttgaccaaaacaataataata
tgcttaccatatagtttattaattcataaataaattgaagaatacgaaattacgaagaaaataaataaaaatacaaaaagcaggt
tcttctctatatattcggaatttagcttccaaataacgcagaagaaagtaaagagagaagaagcaaaaagagtcatattcgttg
aaaacatcattcactcttctctgegtctecttctttcacccgaaattgtetctgacaccgttttgattcagcc AT Ggtgatacta
cattttcacttcttcttgttctctttttgtttatticagttcttcaatttttaggctegattetegatttttgctticgteteggattttgaata
acgattttggctcactagatctggtatatggatttgttttcteegatttagatctitgagattttgtgttgatgtgatcagagttagtg
atccacttgtgcttcgtaagttagaatcgaaatcatgaaggaatctgctaattttgtgtgtgtgctttcgaagtttcattaactattg
aacgittctacgaccttattcgattgtttgatccatcaggcttgttgtgtgtigaagtiocaattgaagtctaaategtigctagag
atgtattaacgagtttatgtgtgagctattctagttttagaggtttcaggaaatttctaagattcctaaataagagattcttggcetttt
agtattgtgtggattcaattataggctagetttgtgggatctgggatgtgaatcttagtgcttctgttgttttattgaaatcag
ADF6



AGAAACTGCATctctgagacacgatggcacagtcaggttccgaacgttaagagtcgecggagttggagtgaac
caccacaacagtaatcgcctagagccgictaaaaacaaaatcaaagagattatcttaacaacgacgtcgtttcticgttectttt
ctacttctgaggcccaaatgatttttgttactattcactaatgggcttaattaaggcccaatattgatagatacgcggegactagt
taaggggcaacaaatatggcccacttaaaaagaaacacgacttttcttatcgcegttgttctaacgcecaccgaccgaacactte
tttttcttcigcaataaaccaaaaaaagttaaaaattcaaaaacttaattactaagcaaaagtgigcacgaagaacaaagcgac
gcatccgattttatttgtttgataagttcgtgtegtcticgtctctctaacccaattctgtggtgtctgaagaaagcagaatcaaat
cCATGTCTTTCAGAGGACTTAGCAGGQgtaaaattacaaaaaaaaacttttctcttcttgcttaaaatcga
tgtactcttgtctatgtcgcaagcatcttcaatgttaaaaatttgatttttatgaagtcgatgttaaaaaaaactaaacccatctcca
tttttactcttattgagggtttaagatcactagatgaagtcaattcgatgaattttggattaaaaatcgaatcttttggtatggttttg
atatgtgttttggttttatatctgtag

ADF9
Acacttaatatagttttaattggtgattttcccaattctgaacatatatatgatgataagttttccatcccaagttgttttttctcatta
gtcactggaaacattaattaccagcaatcagtagttactttggtattccccacacaaattcaaatttaaaagaaataattagtagt
acttcttatgactgttttttttactgaataaaaaagaactatatataggttgttcttaactataaccactaaaaaaaggttctaaaatt
aattttaaaaagaaaaatatatgaagttaacttttatatattacacatcaaattccaatttcaggggctggtaatttggtaataatta
aagaaactcaatggcaatgatttaagcacttctttatataagtccaccaaactacactgatctcctcaacaccacacacagcaa
aacaaaaagctctctacactcaaaatataacgaaagaacaagaagacatcatcttagctcact ATGGCTTTGAAG

ACGgtaacaatatacaaactttctctattttttccacttttgatttaatgaatctaaaagaaaatattttggatgattggtatatag

Fig. S9. The prediction of ABRE core motif and GCEs in the ADFs promoter.
The prediction of ABRE core motif and GCEs in the ADFs promoter.
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Fig. S10. The expression levels of ADFs induced by ABA.
qRT-PCR analysis was used to measure ADF (1/2/3/4/6) and RD29A expression by
ABA. Fourteen-day-old seedlings were treated with 40 uM ABA for different times,
and the leaves of seedling were detached for RNA extraction. UBQ1] was used as an

internal gene.



