MRE MYC P-box LTR

I+ TTGGAAGTAA AAACCTAAAT AATTARATCA ACTCAATTGT TGAAAARAACC TGTTTAACAA ACACCTTTITG ACA AACI cT T CTGEEGABAT TCAAGCATGA
o oA, ACA ACTTTTTTGG ACi AR
141 + RAGATCAAAT TACATTTAGT TAATCACTTT TGRAGAGTCC CCACAACCTT TGATCCCATG ARACARACGT ACGGTGAAGA TACAGCATTG TACTTGAAAC AAATCARARA AR ACA
- ATGTAAATCA TTT CCABBBGGET TAGGGTCTTT TGTTATTCTT
LTR
28 + A TG ACT A A AAACTTGTAA
- TGAGTCGGAA TAGAGATTCT AGAGAGCAAT AACTATTAAC CACCCGTTGA TATAGCCTTT CCARCGCCTA TTACAAAATA AATAAACATA RATCACCACC
CGTCA-motif
42 ¢ TCTAAACTGG CcTT GATTGATTTA ATTACTAGAR ATCCAACATA T CAA TCAARCEGTEIAGCCGAACCG
- CAATTAGGAA CGGTCCARAT ATATAATAGA CTAACTAARAT TAATGATCTT TAGGTTGTAT GTT
361 + GTTTAACAAT TTCGCCAARTG ATAGCTCTTG AR AGCCCCGGGA AATGAATTAG TTAARATTARA TTT TT
- AR AC CACAACCTTT GAATGCCEGGNABAACCCCTG TACTCTTCTG TCGGGGCCCT TTACTTAATC AATTTAATTT RATCCCARAAR GCTCIHN TTTCGARACCT ARARRRAAAA
ARE GC-motif
01 + TARGAATTGT CATACTARAT TARAAGTTTC TA A ci TATTTTATTA TACCTCTGAR ACATGATATT TATTAAGTAT TATTATTTTT AAATCTTTAA
- A ATT AAR ATARAATAAT AR TT
ERE
81 + ATATARCAAG ci A C TTESSEEN TATATTTTAT AAGTARARAT TA
- TATTAACAGC TACAAAAATT TCCCAARATGG CTAATTATAA AATAAAATTT TTA AT AT
MYB ERE
%8l + B AATTAAAATT ATA. CAA CTi A BN T
- TTAATTTTAA TAT T ACTCAACGTT GACTCACTAT TACCGIGICT T A R .
ERE
121 + ATATCTTTCT TTTTAATIGT AAACTATTAT TTATCTCAAG AGCATTGATA TATTAAATAC TAGTCAACAT AATCAACAAA TATAAAARAC T
- TC TCGTAACTAT ATATTTTTTG ACCTCAGCAC GCACTAGTAT GGAAGCTAGT TAAAACAAAA AGTACAACTT
G-box
26 + AR TT CCCARAAAGA ATT TTTAATTATT A TA
- A AR GGGTTTTTCT TTACACAAAT A A ATTAAATCTT TAACAAGAAT CACAGCTACA ATGGAAAARA
MRE CGTCA-motif
1401 + ACTATTTTTT AGTATCCAAT TGACAATTCT ABMGGEMNCT TGATATTCCA ACTAATATTT ACAATAATTC TEGECATCGA A CTT A
- TGATARARAR TCATAGGITA ACTATAAGGT A TGT AG AGCAGTAGCT GAA TAA AT TCA
MYC
1341 + TA ATCATTTARA ACATTCAATT AATCGAARAT TGATARCCAC CTCGATTTGG GTTGARATAT TTA Ci AR
MYB
- TAGTAAATTT AA GAGCTAAACC CAACTTTATA AAACACCCTC CCGTACGGGG AACCGGTAAT GICTATCTTT TACCGCCCCC
1681 + GAGGGATCAA CTCGGGCGGG TCARATCTTG AGTCGAGAAC CCC cc ch TACAGACCCG TGTGTGGCAT CTCTCTACTG CARATCCCAC ARATCTCCCT GCCACGTAGG
- CTCCCTAGTT GAGCCCGCHBJBEESTAGAAC AG ACACACCGTA coiiEEREcc
W-box ABRE
GC-motif
1221 + CCACCCACCT AGA CAACTTTTCT TC! ccccccCCAGCTAA TATTAGTATG
- G GAAGAAGAAG TCTTTTGAGA GTTGAAAAGA ATAATCATAC
1961  + ATTCTGTAGT T TAT CG GCAAGGCTAA ACATG (The start of the coding region) P CHAI
- TAAGACATCA ARAGAGARAT TARAARCARAT ATA c T TGTAC

Supplementary Figure S1 Promoter sequence analysis of Populus euphratica PeHA1. The PeHA1
promoter was isolated via genomic walking with a series of PCR amplifications. The primer
sequences used for PeHA1 promoter isolation are shown in Table S2. The double-stranded 2022-bp
DNA sequence was analyzed using the PLACE and Plant-CARE databases. The following putative
cis-acting elements are shown: MRE, MYB binding site involved in light responsiveness; MYC,
cis-acting element response to drought and ABA; P-box, gibberellin-responsive element; LTR,

cis-acting element involved in low-temperature responsiveness; CGTCA-motif, cis-acting




regulatory element involved in the MeJA-responsiveness; ARE, cis-acting regulatory element
essential for the anaerobic induction; GC-motif, enhancer-like element involved in anoxic-specific
inducibility; MYB, gene element involved in response to drought and ABA signals; G-box,
cis-acting regulatory element involved in light responsiveness; W-box, the binding site for the
WRKY family of transcription factors; ABRE, transcription factor involved in abscisic acid
responsiveness; ATG, start codon of PeHAL. The start of the coding region of the PeHA1 sequence

is underlined.
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Supplementary Figure S2 Semi-quantitative RT-PCR analysis of PeWRKY1 in wild-type (WT) tobacco and transgenic lines L1-L15. The

housekeeping gene elongation factor /a (NtEF1a) served as the internal control. The forward and reverse primers of PeWRKY1 and NtEFla are

shown in Supplementary Table S1.
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Supplementary Figure S3 Phenotype tests of wild-type (WT) tobacco and PeWRKY1-transgenic plants. Four-week-old seedlings of WT, vector control (VC), and
two transgenic lines L-9 and L-12 were exposed to 0 or 200 mM NaCl in MS nutrient solution for 3 days, and then leaf fresh weight and malondialdehyde (MDA)
content were examined. (a) Representative images of salt-stressed plants. (b) Leaf fresh weight. (c) MDA content. Each column shows the mean of three independent
experiments. Bars represent the standard error of the mean. Columns labeled with different letters show significant differences (P < 0.05) between the WT and

PeWRKY1-transgenic lines.
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Supplementary Figure S4 Na* concentrations and fluxes in roots of wild-type (WT) tobacco
and PeWRKY1-transgenic plants. (a) Na® concentrations in root cells. Four-week-old
seedlings of WT, vector control (VC), and transgenic lines L-9 and L-12 were exposed to 0 or
200 mM NaCl for 24 h. CoroNa-Green AM was used to detect the concentration of Na™ in
tobacco roots. Scale bar = 1.0 cm. (b) Na* fluxes at the root tip. Steady-state Na* fluxes were
measured at the apical zones (200 um from the root tip) in control and salinized plants. Each

column shows the mean of three independent experiments. Bars represent the standard error



of the mean. Columns labeled with different letters show significant differences (P < 0.05)

between the WT and PeWRKY1-transgenic lines.



ABRE AuxRR-core
ATCAGGAGAT ATTGCTGCTT GATCAGTGAG ACTTATCTCC TTEAGGTGCA TCTCACATGT ATAGGTTGAT CATGACTGTG CTTCACATGA TGGACCTGGENCCATGACTGA GTTTATTTGT CATTCTTCAA AACTTCACTT
- TAGTCCTCTA TAACGACGAA CTAGTCACTC TGAATAGAGG AAGTGCACGT AGAGTGTACA TATCCAACTA GTACTGACAC GAAGTGTACTEIAGCTGGACCA GGTACTGACT CAAATAAACA GTAAGAAGTT TTGAAGTGAA
MYC MYC AuxRR-core

+

MYB
141 + GITGTTGGGC CAACAGTGCG ACAARAAGGT GCCACCAAAA TTTAAAAGAT AAGTTATATA GAGTGGTGGT CAGACTCAGA GGCAGATCCA AGATTTAGAA GCTCCGGGTG ACAAAAATTT TGAACGTATT CATATTACAA
— CAACAACCCG GTTGTCACGC TGTTTTTCCA CGGTGGTTTT AAATTTTCTA TTCAATATAT CTCACCACCA GTCTGAGTCT CCGTCTAGGT TCTAAATCTT CGAGGCCCAC TGTTTTTAAA ACTTGCATAA GTATAATGTT

AuxRE
281 + TTTACATTEGTNCTARATAAGG TTTAAATTTA AGCAGTTTGG TCTATTGGGA TTTCGGTTTG GGTTATTCAT CTTTGGAGTT AATATAAACA AATCGATAGA GTAAAAAGAT TACGTAATAA TCATGATAAC TTGGGAAAAA
— AAATGTAACA GATTTATTCC AAATTTAAAT TCGTCAAACC AGATAACCCT AAAGCCAAAC CCAATAAGTA GAAACCTCAA TTATATTTGT TTAGCTATCT CATTTTTCTA ATGCATTATT AGTACTATTG AACCCTTTTT

421 + AGGCATARRA TTCAACTAGA TCATGTATTT TGTACAAGAR AAAAGACTCG TTATCACTTT ATATTTAGAT ACTTAAGGCA AAAACTTATA CTAATAAGCA CTCTAAATAA TAAGTAAGTT TACGGATATT TTTTAATTTA
- TCCGTATTTT AAGTTGATCT AGTACATAAA ACATGTTCTT TTTTCTGAGC AATAGTGAAA TATAAATCTA TGAATTCCGT TTTTGAATAT GATTATTCGT GAGATTTATT ATTCATTCAA ATGCCTATAA AAAATTAAAT
961 4 TATTTTTTAT GAAAATTAAT TCACTCAATA TTATATACAT CTGACAACAA AATAAACTTT CATCATTGAT TARAATAATA ACTTATTCAA GGATTCTTTT TTTATTTTTT ATTTCTACAA ATAGATTTITC AGAGTTGTGG

— ATAAAAAATA CTTTTAATTA AGTGAGTTAT AATATATGTA GACTGTTGTT TTATTTGAARA GTAGTAACTA ATTTTATTAT TGAATAAGTT CCTAAGAAAA AAATAAAAAA TAA 'GTT TATCTAAAAG TCTCAACACC

701 + TCCTGGAGAA AACGATTAAT TTTTCAAAGT CAATAAGACC TAATAATAAA CAAAAAAGAA CAATTAAGTA AAGAARAAGA AGAACCAAAG CATAGAGTAA GCAAGGCTGG ATTCGAACCC CATTATTTGA GTGAAAATGG
— AGGACCTCTT TTGCTAATTA AAAAGTTTCA GTTATTCTGG ATTATTATTT GTTTTTTCTT GTTAATTCAT TTCTTTTTCT TCTTGGTTTC GTATCTCATT CGTTCCGACC TAAGCTTGGG GTAATAAACT CACTTTTACC

841 + CAATGACTGT TAGTGGCACC TTGAGCCTTT ATGTTAAGGG TGCCACTTAA AATATTTGTA TATATTCCTT CTATATATAC ATGCATGTAT ACATACTATT GTATAGTCTC GGTCAAAGCT TGCGGGTGGT GTACCACCCT
- GTTACTGACA ATCACCGTGG AACTCGGAAA TACAATTCCC ACGGTGAATT TTATAAACAT ATATAAGGAA GATATATATG TACGTACATA TGTATGATAA CATATCAGAG [BBEEMITCGA ACGCCCACCA CATGGTGGGA
W-box

G-box
981+ greccTTGlGATCTG CCCCTGGTCA GACTGACAAT GTTGTATGGG GCCGAATGTT GGCCAGTCAA GAGCGCCCAC ATCCAGAAGA TGAAGGTAGC AAAGATGAGA ATGTTGATCA AGATATGCGG GCATACCAGG
- cacGGAACHMMMCTAGAC GGGGACCAGT CTGACTGTTA CAACATACCC CGGCTTACAA CCGGTCAGTT CTCGCGGGTG TAGGTCTTCT ACTTCCATCG TTTCTACTCT TACAACTAGT TCTATACGCC CGTATGGTCC
G-box

MYC
1121 4+ TTAGATATGA TTAAGAATGA GGTTATTCGC GACAAGGTTG GCGTGGTTCC TAATGAGGAT AAGATGCGGG AAGCGAGGCT TAGATGGTTT GGACATGTGA GGAGGAACAT AGTCGTCCGA GTGAGGAGGT ATGAGGTTAA
— AATCTATACT AATTCTTACT CCAATAAGCG CTGTTCCAAC CGCACCAAGG ATTACTCCTA TTCTACGCCC TTCGCTCCGA ATCTHGGAMN CCTGTACACT CCTCCTTGTA TCAGCAGGCT CACTCCTCCA TACTCCAATT
ARE

TCA-element
1401 + CATTGGAGAG CCARGANGANGETAGAGATA AGCCGAAGAA GAAGTTGGGT GAGATGATTA GGCAAGACAT GGCGCAACAT ACCGAGGACA TGACCCTTGA TAGGAAGGCG TGAAGGTCAA GGATTAAGAT AATACGGTAG
- GTAACCTCTC GGATTCTTCT CCATCTCTAT TCGGCTTCTT CTTCAACCCA CTCTACTAAT CCGTTCTGTA CCGCGTTGTA TGGCTCCTGT ACTGGGAACT ATCCTTCCGC ACTTCCHEMMNBBTAATTCTA TTATGCCATC
W-box

1541 4+ GTGGTCAARA TTATTCATAC CGGTAGCATT AGTACGTACT CTTATATTCT ATTGGACTAC CTGTCATTTC TTTCATTTTG ATCTTCTTAA TATCTTTCTT TTTATGTTGC TTTTACATGG CTTCTAAGTG ATGTCACTTC
c T AATAAGTATG GCCATCGTAA TCATGCATGA GAATATAAGA TAACCTGATG GACAGTAAAG AAAGTAAAAC TAGAAGAATT ATAGAAAGAA AAATACAACG AAAATGTACC GAAGATTCAC TACAGTGAAG
‘W-box

1681 + TTGTCTGTTT CATGAACACA TGATCTATTA GAAACAGTTT CTTTATTTTC ACAAGGTAGG ATTAAATTCT AGTACATACT ACTCTTCTCA AAGCCCATTG TGTAGGATTA TAGTGGGTAT ATTGTTACAC TACTTGAAGT
— AACAGACAAA GTACTTGIGT ACTAGATAAT CTTTGTCAAA GARATAAAAG TGTTCCATCC TAATTTAAGA TCATGTATGA TGAGAAGAGT TTCGGGTAAC ACATCCTAAT ATCACCCATA TAACAATGTG ATGAACTTCA
MYC

Mye NtHA4

1821 + TATAATACTC TTAAACCGATITTGCAGTTAC CAAACAACCT TTTTAAAAAA AMATTCCCTT TCCGTTTATG GTAATACCGA caarg (The start of the coding region)

- ATATTATGAG AATTTGGGTA AACGTCAATG GTTTGTTGGA AAAATTTTTT TTTAAGGGAA AGGCARATAC CATTATGGCT GTTAC
MYB

Supplementary Figure S5 Promoter sequence analysis of tobacco NtHA4. The NtHA4 promoter
was isolated by genomic walking and a series of PCR amplifications. The double-stranded 1912-bp
DNA sequence was analyzed using the PLACE and Plant-CARE databases. The primer sequences
for NtHA4 promoter isolation are shown in Table S2. The following putative cis-acting elements
are shown: ABRE, abscisic acid responsiveness element; AuxRR-core, cis-acting regulatory
element involved in auxin responsiveness; MYC, cis-acting element response to drought and ABA,;
AuxRE, cis-acting regulatory element involved in auxin responsiveness; W-box, the binding site
for the WRKY family of transcription factors; G-box, cis-acting regulatory element involved in
light responsiveness; ARE, cis-acting regulatory element essential for anaerobic induction; TCA
element, salicylic acid responsiveness element; MYB, gene element involved in response to
drought and ABA signals; ATG start codon of NtHA4. The start of the coding region of the NtHA4

sequence is underlined.



1 + TACTACTATA TTTAGATATA AATTGTTCAA ACAATTAAGA AATATTTTTC TATGATTAAA TTAAAATTCT AAAAATATAR ATTAATTTCT AATATAGGTA ATTTTACTAA TGATAATTAA AAATTAAATT TGTATCTTAA
- ATGATGATAT AAATCTATAT TTAACAAGTT TGTTAATTCT TTATAAAAAG ATACTAATTT AATTTTAAGA TTTTTATATT TAATTAAAGA TTATATCCAT TAAAATGATT ACTATTAATT TTTAATTTAA ACATAGAATT

141

+

AGCTAAAAAG AAAAGAAAAC TTAACTGCAT CTAATACAAA AATAATTATA AGAGAACTCA ATATATTTGG AACGTAATAA TCAAATAACT TATGTACTAA TATTTTAGGC TAATTCAAAG TTACAATTTA AAATAAATAT
- TCGATTTTTC TTTTCTTTTG AATTGACGTA GATTATGTTT TTATTAATAT TCTCTTGAGT TATATAAACC TTGCATTATT AGTTTATTGA ATACATGATT ATAAAATCCG ATTAAGTTTC AATGTTIrTTATA
ERE

281+ GATATTATTT TGGTTATAGG TAAAATATTA ATATAAAAAC TATTTAAAAT ATAGTAGGGA AGAGATGTAT AAAARAATAA AGGTAGTGTG ATTTATACTT TAAATTAATT GAAARATAAA TAAATTAAAT AATTAATTTA
- cTATAATAAA ACCAATATCC ATTTTATAAT TATATTTTTG AT|NNEMEE TATCATCCCT TCTCTACATA TTTTTTTATT TCCATCACAC TAAATATGAA ATTTAATTAA CTTTTTATTT ATTTAATTTA TTAATTAAAT
MYB ERE

421+ TATTTAAAAA TATTACTGAT AAATTTAAAT GATTAAAAAA TTTCGAATAR GAGGATACAA GCATAAAAAT ATACCAAATT TCAAGAATAA AATATTTATA TTTATTAAAG ACTATTAAAR AGATAATAAG CAAGATATTA
ATAAATTTTT ATAATGACTA TTTAAATTTA CTAATTTTTT AAAGCTTATT CTCCTATGTT CGTATTTTTA TATGGTTTAA AGTTCTTATT TTATARATAT AAATAATTTC TGATAATTTT TCTATTATTC GTTCTATAAT
561+ ATTAARTTAT TAGGATAATA AAAAATTATA TGATATTATA ATAATATTAA ATAATAAATA ATACAATAAC TATAAGARAA GAATAAAAAT AAAAAAGAAT TTGCATARAR TGATGIGATG AATAAGACAT ATTTGACTTT
~ TAATTTAATA ATCCTATTAT TTTTTAATAT ACTATAATAT TATTATAATT TATTATTTAT TATGTTATTG ATATTCTTTT CTTATTTTTA TTTTTTCTTA AACGTATTTT ACTACACTAC TTATTCTGTA TAAACTGAAA

701  + CAGICAAAAA CAAAGTGATA ATAAGAATTT TCTTARAATA ATATGATATA ATGTGCTCAA ACAATAAAGA TCACAACATG ACATATTTAG TATTTTTTAA TATTGACACC TAARCGARAT ACAAGTACTA AAATCAAGGG
~ GTCAGTTTTT GTTTCACTAT TATTCTTAAA AGAATTTTAT TATACTATAT TACACGAGTT TGTTATTTCT AGTGTTGTAC TGTATAAATC ATAAAAAATT ATAACTGTGG ATTTGCTTTA TGTTCATGAT TTTAGTTCCC

ERE
841 4 ATTAGGTTGC TACAAATAAA ATARAAGTTG TTTACTACGA GATTTGAATA GTG Ml rcITGCTTC AAAATTAATA TCTAATGTTA TATAAGTTTT ATATGAAAGG TTTATATTTT AAGGTTATTT GCACATAATT
- TEETGEMNCG ATGTTTATTT TATTTTCAAC AAATGATGCT CTAARCTTAT CACTAAAGTA TAGAACGAAG TTTTAATTAT AGATTACAAT ATATTCAAAA TATACTTTCC AAATATAAAA TTCCAATAAA CGTGTATTAA
MRE
MYC
981 + CAAATAACAT AAATTACAAT TTGACATAAT TTATGTCCGC ACATCACGCG GGTACTAATA CTAGATACTA TTAATTCCAG AGAAGAATAG AGAAGAATGT GT' BCAGGCACAA
- GTTTATTGTA TTTAATGTTA AACTGTATTA AATACAGGCG TGTAGTGCGC CCATGATTAT GATCTATGAT AATTAAGGTC TCTTCTTATC TCTTCTTACA CAAccCCCCicTTTG TACTCGTACA CGTCCGTGTT
GC-motif
MBS

1121 + CACTCATTTA ATTTAGAAGT GCTTTCAAAA TAAAGATAGA TTATTATTAT TATTATTATT ATTATTATTA TTATTATTAT TATTATTATT ATTATTATTA TTATTATTTC ATCCGTTTTA ATTCATATAA ACCTATTTCC
- GTGAGTAAAT TAAATGTTGA CGAAAGTTTT ATTTCTATCT AATAATAATA ATAATAATAA TAATAATAAT AATAATAATA ATAATAATAA TAATAATAAT AATAATAAAG TAGGCAAAAT TAAGTATATT TGGATAAAGG

1261 + TTTTTAGTCA GTGCAAAARA ATAAATARCC CCTTTTTCTA TTTGAAAATA ATTTACCTTT ATGCAATGAT TTATAGCCAT ACAAAATATA TGTGCCTCAT TTTACATCAC AAGTTCAARA GTCTTCTCTC TTTTCTTAAR
- AAAAATCAGT CACGTTTTTT TATTTATTGG GGAAAAAGAT AAACTTTTAT TAAATGGAAA TACGTTACTA TTATAGCCAT ACAAAATATA TGTGCCTCAT TTTACATCAC AAGTTCAAAA GTCTTCTCTC TTTTCTTAAA

M0l 4 CTCCGTGCCA GTCABATGAG TTTGCATAAA TTGAAACGGA GAGAGTATTA TTTTGGACCT ATTATTATTA TGATCACACC GAATTTTAAT ATAATGTTCT AAAGTTTCTT AATATTTTTA GTTTTAAAGT TTTGCAAACT
- GAGGCACGGT CAGTTTACTC AAACGTATTT AACTTTGCCT CTCTCATAAT AAAACCTGGA TAATAATAAT ACTAGTGTGG CTTAAAATTA TATTACAAGA TTTCAAAGAA TTATAAAAAT CAAAATTTCA AAACGTTTGA
MYC

ERE
1541 4+ AATACATAAG AATGAGTAGT ATTTTTATGT ATTATTATAT AAGTATATGT TTTAAARAAA ATTAAAATTC AAATTAAGAG AARAATGATAC TTGTTTAATT TTAGCCTTTA TTCTTTTlcGACS AGTTCGAGCC
- TTATGTATTC TTACTCATCA TAARAAATACA TAATAATATA TTCATATACA AAATTTTTTT TAATTTTAAG TTTAATTCTC TTTTACTATG AACAAATTAR AATCGGAMAT AAGAAAATAA AATTTCCTGC TCAAGCTCGG

1681 4 GTGAAAACAA CAATATACTT TTATTAGCCG ACCGTATTAA CACTCATGCG CTCGTTGAGA CAAGGAGACT TTCTTTCTGG GAAAAAACTA TTTTACTTTT TCAAATATTG AAAAGTAAAT GTAAAAAATG AAACAAGATE
- CACTTTTGTT GTTATATGAA AATAATCGGIEMEEMEANTT GTGAGTACGC GAGCAACTCT GTTCCTCTGA AAGAAAGACC CTTTTTTGAT AAAATGAAAA AGTTTATAAC TTTTCATTTA CATTTTTTAC TTTGTTGTAA
ABRE

MYC MYB
1821 + TEARATAARA ATATGTATGA AGGGTTARAG TTAGARGGAG CTTTAGCAAT ATAAGTATTT CTTGAGGGAG GCTATTGTAA TAAATARGAG AGGGTAGCAA CAGTGTTAGT ATTATTATTA CTCTTCCACA CTCTTTGTGG
- ACTTTATTTT TATACATACT TCCCAATTTC AATCTTCCTC GAAATCGTTA TATTCATAAA GAACTCCCTC CGATAACATT ATTTATTCTC TCCCATCGTT GTCACAATCA TAATAATAAT GAGAAGGTGT GAGAAACACC

- NtHA2
o+ wroaro (T s ol oliog ) e

— TAATAC

Supplementary Figure S6 Promoter sequence analysis of tobacco NtHA2. The NtHA2 promoter
was isolated by genomic walking and a series of PCR amplifications. The double-stranded 1963-bp
DNA sequence was analyzed using the PLACE and Plant-CARE databases. The primer sequences
for NtHA2 promoter isolation are shown in Table S2. The following putative cis-acting elements
are shown: MYB, gene element involved in response to drought and ABA signals; ERE, ethylene
responsive element; MRE, MYB binding site involved in light responsiveness; MYC, cis-acting
element response to drought and ABA; GC-motif, enhancer-like element involved in
anoxic-specific inducibility; MBS, MYB binding site involved in drought-inducibility; ABRE,
abscisic acid responsiveness element; ATG start codon of NtHA2. The start of the coding region of

the NtHA2 sequence is underlined.



Supplementary Table S1. Primer sets used for quantitative real-time PCR.

Gene Name  Accession Primer sets Primer sets
Forward Primer CACACTGGAGTGATGGTTGG
PeACT7 XM_011034907  po\erse Primer ~ ATTGGCCTTGGGGTTAAGAG
Forward Primer GTGGTGATGACTTGGATGA
PeWRKY1 XM_011034907  poyerse Primer ~ CTTGGTTCTCTTACTGTTCTG
Forward Primer TGTGGTACTTGGTGGTGT
PeHAL XM_O011046711  peerse Primer ~ CCTAAATGACGGAACAAT
Forward Primer GCTGTGAGGGACATGCGTCAAA
NtEFla NM_001326165  poerse Primer ~ GTAGTAGATATCGCGAGTACCACCA
Forward Primer TCGTAGTGCTTCTGACATTG
NtHA2 KM_016602228  peerse Primer ~ TACCGTCATTGAGGATTGC
Forward Primer  TTTCCCGAGCACAAGTATGA
NtHA4 XM_016619330

Reverse Primer

GGTAACCTCCAAGAACAACAC




Supplementary Table S2. Primers used for cloning the promoters of Populus

euphratica PeHA1 and Nicotiana tabacum L. NtHA2 and NtHAA4.

Gene Name Primer sets Primer sets
Forward Primer CACCGACCAGCTGATAAAAGAAGG
PeHA1 Pro
(2022bp) Rewverse Primer TTAACTCTAGCCGAGAAACC
Forward Primer TGCGCTGTTCCGAAGATTGAATT
PeHA1 Pro
(1266bp) Rewverse Primer TTAACTCTAGCCGAGAAACC
Forward Primer TTACTACTATATTTAGAT
NtHA2 pro
(1963bp) Rewverse Primer AAATCCACAAAGAGTGTGG
Forward Primer ATCAGGAGATATTGCTGCTT
NtHA4 pro

(1912bp) Reverse Primer TGTCGGTATTACCATAAAC




Table S3. PeWRKY1 DAP-seq peaks located upstream of the transcription start site

(TSS) of the PeHAL gene.

Name

Chromosome

Start
End
Strand
Stat
Parent files
Total
Subpeaks
Peakl
Peak2
Region
Strand
GenelD

Description

Merged-NW_011499985.1-371816-2

NW_011499985.1

371584

372038

+

0

WRKY _1 peaks.filter.narrowPeak| WRKY_2_peaks.filter.narrowPeak
2

WRKY_1 peak 38234

WRKY_2_peak_39059

up

+

LOC105140044
0i|743903334|ref|XP_011045013.1}/0.0e+00/PREDICTED: plasma

membrane ATPase 4 isoform X2 [Populus euphratica]

0i[743903333|ref|XM_011046711.1|/0.0/PREDICTED: Populus euphratica
plasma membrane ATPase 4 (LOC105140044), transcript variant X2, mMRNA

sp|Q03194|PMA4_NICPL/0.0e+00/Plasma membrane ATPase 4
OS=Nicotiana plumbaginifolia. GN=PMA4PE=1 SV=1

PF00690.26/1.8e-14/Cation transporter/ATPase, N-terminus






