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Abstract

Important functions of the plant hormone abscisic acid (ABA) in stress reactions, growth and
photosynthetic processes are extensively studied in the model plant Arabidopsis thaliana. This
paper investigates the importance of Moco-sulphurase ABA3 and aldehyde oxidase (AO) on ABA-
biosynthesis in Populus x canescens. ABA3 is essential for activation of the molybdenum enzymes
AO and xanthine dehydrogenase (XDH). AO itself catalyzes the last step in ABA-biosynthesis. Gen-
eration of transgenic poplar plants altered in ABA3 and AO-activity using RNAi knock down and
overexpression was performed. Whereas RNAi-AO plants show a specific loss of AO activity, the
RNAi-ABA3 plants has a strongly reduced activity of both molybdenum enzymes: AO and XDH.
Constructs of AO and ABA3-promoters fused to -glucuronidase provide the basis to investigate
transcriptional regulation of ABA-biosynthetic processes under stress conditions. Application of
high salt concentrations and different drought stress intensities does change the endogenous AO
or XDH neither on the side of transcription nor on protein activity. On phytohormone level how-
ever, water loss leads to increased ABA-amounts regardless of whether transgenic or wildtype
plants are studied. Salt application resulted in higher ABA-levels in all analyzed plant lines. The
down regulation of AO in the two different RNAi-plant lines strongly prevented a wildtype-like in-
crease of ABA-levels. Whereas the WT plants accumulated up to 6000 ng ABA g-1 FW-1 after 16 h of
salt stress exposure, plants of the RNAI lines revealed a markedly lower increase of only up to 2000
ng ABA g-1 FW-1, Opposing to these observations, ABA-levels increased during drought without any
influence by the RNAi-effect. These results revealed that although stresses did not result in a visible
increased AO-activity, ABA-production was influenced by AO and ABA3 at least under salinity.
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1. Introduction

Every organism depends to some extend on water supply. Plant cell expansion and vegetative growth are heavily
dependent upon a positive water-generated turgor pressure which is maintained by keeping a constant osmotic
potential. Abiotic factors such as high salinity and drought cause shifts in this osmotic potential. To overcome
those stresses and to avoid disorders in plant cell activities or even plant death, different defense mechanisms
have evolved.

Water deficits in plant cells result in ionic, osmotic or mechanical signals, which are all differentially record-
ed by several receptors. Since these signals have an influence on plant cell turgor they lead to conformational
changes of membrane proteins and activate further signaling cascades [1]. Multiple primary receptors initiate
secondary signals like hormones and secondary messengers, whereby the plant hormone abscisic acid (ABA) is
participating in stress responses. ABA has broad functions in growth and development but it is mainly involved
in plant water status regulation [1]-[4]. Maintenance of water status is mediated by ABA-induced H,O, produc-
tion, which further leads to stomatal closure by changing Ca** channels in guard cells [1]. ABA is further needed
to induce the transcription of dehydration tolerance genes [4]-[6]. These signals and reactions are extended in
secondary responses by triggering the already generated signals to gain maximal efficiency. Although both sa-
linity and drought lead to ABA release, a further upstream component involved in salinity response makes these
stresses distinguishable: the SOS pathway (Salt Overly Sensitive, [4]). This results in activation of membrane
associated Na'/H" antiporters, which are directly involved in recovering ion homeostasis [1] [4] [7] [8].

ABA synthesis is compartmentalized and starts within the plastids: associated genes were identified initially
in ABA-deficient Arabidopsis mutants [2] [9]-[15]. In Arabidopsis, ABA synthesis starts with the cleavage of a
Cyo carotenoid precursor, which is further epoxidized to violaxanthin by zeaxanthinepoxidase (ZEP). NCED3
(9’-cis-epoxycarotenoid dioxygenase 3) generates xanthoxin by cleavage of 9-cis violaxanthin and 9-cis neox-
anthin. After transporting xanthoxin across the plastid membranes, ABA is formed via abscisic aldehyde in the
cytoplasm. This involves two enzymatic steps catalyzed by the short-chain dehydrogenase ABA2 and the AAO3
protein [2] [12] [16] [17]. NCED3 and AAO3 catalyze the two known key regulatory steps of ABA biosynthesis
in Arabidopsis [2] [18] [19].

Climatic changes in general affect plant growth, susceptibility to abiotic stresses such as drought and salinity
and, in this regard, food and wood producing economies. Therefore, research especially on tree stress reaction
mechanisms is necessary to obtain instruments overcoming those changes. Poplar plants are widely spread to
function in timber production, for bioenergy generation and are also used in environmental protection [20]-[22].
Furthermore, various Populus species serve as models for woody plants [20] [23]-[26] and sequencing of the Po-
pulus trichocarpa genome [27] offers the possibility to study ABA biosynthesis. Based on the identified sequences
it is assumed that ABA formation in trees follows the biosynthetic pathway known from Arabidopsis [20]. Yet, the
regulation of ABA metabolism, long/short distance translocation and the control steps in ABA biosynthesis are still
not fully understood neither in Arabidopsis nor in Populus. We therefore intend to shed more light on the regula-
tion of ABA synthesis by studying the roles of aldehyde oxidase (AO) and its regulator enzyme ABA3. AO be-
longs to the five molybdenum enzymes known in plants [28] [29] and its activity requires complexation with a
sulphurated molybdenum cofactor (Moco). In Arabidopsis this final activation step is catalyzed by the Moco sul-
phurase ABA3 [30]-[33], which responds to the same stimuli like its target enzyme AO including drought, salt,
cold and freezing stress, but also to endogenously and exogenously applied ABA [6] [30] [32]. Furthermore, over-
expression of ABA3 in cotton and tobacco resulted in enhanced stress tolerance by increased ABA levels, thereby
supporting a crucial function for this regulatory protein in ABA biosynthesis [34] [35].

In our investigations we used Populus x canescens with modulations in AO and ABAS3 activity generated via
Rhizobium mediated stable poplar transformation. Because poplar gene knockouts are difficult to generate due to
long generation times we used RNAi-constructs [36] for decreasing AO enzyme activity and consequently, de-
creasing endogenous ABA levels. For aba3 and ao promoter analyses, f-glucuronidase (GUS) fusion approach-
es were used. ABA levels and AO activities were determined to uncover similarities or differences in ABA
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modulating mechanisms across the species Populus and Arabidopsis to get deeper insights into poplar ABA
responses during drought and high salinity.

2. Materials and Methods
2.1. Promoter: GUS Constructs

For analysis of ABAS3 transcriptional regulation 1.0 kb upstream of the PtABA3 coding sequence was amplified
from Populus trichocarpa genomic DNA (Primer: Table S1) and the resulting putative ptaba3 promoter se-
quence was cloned into pRT99GUS [37] using restriction enzymes Smal and EcoRI. Subsequently, the cassette
consisting of the aba3 promotor, the S-glucuronidase (GUS) coding sequence was transferred into the binary
vector pBIN19 [38] using Hindlll restriction sites at the 5” end of the ptaba3 promotor and the 3’ end of the
terminator. AO transcriptional changes were analysed accordingly using a 1.5 kb sequence upstream of ptao2
that was defined as putative promoter sequence and fused to gusA to generate ptao2::gusA transformants. The
ptao2 promoter sequence was amplified via nested PCR using P. trichocarpa genomic DNA (Primer: Table S1).
The resulting fragment was cloned into the binary vector pKGWSF7 via GATEWAY technology (Life technol-
ogies, Darmstadt, Germany). Correctness of cloning was confirmed by DNA sequence analysis (Eurofins MWG
Operon, Ebersberg, Germany).

2.2. RNAi Constructs

Generation of constructs for PtAO2 and PtABA3 knock down transformants was accomplished according to
[36]. For the ABA3-RNAI constructs two exons of ptaba3 (LG_VII 7136650-7136823 (174 bp) and LG_VII
7137117-7137323 (207 bp)) were combined in a fusion PCR using P. trichocarpa DNA as template. For
AO-RNAI constructs a 410 bp fragment of the ptao2 sequence was amplified from P. trichocarpa genomic
DNA (Primer: Table S1). In each case the resulting fragments were used as sense and antisense fragments and
exchanged the gusA fragments in the existing RNAI construct from [36] for creating a ptaba3 or ptao2 RNAI
cassette, respectively. After generation of the chimeric gene cassettes cloning into the binary vector pBIN19 was
achieved via HindlII restriction sites [38].

2.3. ABA3 Overexpressing Lines

A 35S-promoter::gfp::35S-terminator construct was generated by fusion of the enhanced version of the caulif-
lower 35S-promoter and the coding sequence of the enhanced green fluorescence protein (gfp). Ncol and BamHI
sites were inserted into the 5’- and 3’-regions of the full-length Arabidopsis aba3 cDNA by PCR (Primer: Table
S1) to allow ligation of aba3 into the 35S-promoter::gfp::35S-terminator construct after partial digestion with
Ncol and complete digestion with BamHI. Subsequently, the 35S-promotor::gfp-aba3::35S-terminator construct
was partially digested with BamHI and completely digested with Hindlll, which enabled ligation into in the
pBIN19 binary vector [38].

2.4. Poplar Transformation

Stable transformations were performed with the P. tremula x P. alba hybrid P. x canescens (no. 7171-B4,
French National Institute for Agricultural research (INRA), Paris, France). Rhizobium tumefaciens (former
known as Agrobacterium tumefaciens, strain C58C1/pMP90) was used for transformation of at least 150 inter-
nodes. Regeneration from independent callus lines followed the protocol of [39]. Correct transformation of se-
lected plant lines was validated by PCR using specific primer (Table S2). The entire regeneration and selection
procedure of transgenic poplar plants lasted about a year, in which in vitro plants were cultivated on modified
Murashige and Skoog Medium [40] with half strength Macro-nutrients and 20 g-L* sucrose (M1/2-medium).
Hydroponic culture was grown as described earlier in [41]. For ABA3-RNAI plants reduced or absent AO and
XDH activities were chosen as selection criteria, whereas reduced or absent AO activity with simultaneous
maintenance of XDH activity were chosen as criterion for AO-RNAI plants. ABA3 overexpressing transfor-
mants (GFP-ABA3) were identified by distinct cytoplasmic fluorescence and immune-detection of GFP-ABA3
proteins. PtAO2::GUS and ABA3::GUS plants were selected based on specific GUS activities. For each expe-
rimental set three independent transgenic lines of the AO-RNAi, ABA3-RNAI, PtAO2::GUS, ABA3::GUS and

the GFP-ABAS transformants were used.
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2.5. Salt Stress Application

Salt stress experiments were executed using in vitro plants of PtAO2::GUS, PtABAS3::GUS, AO-RNAI,
ABA3-RNAI, GFP-ABA3 and WT plants. Five plants per pot were grown under sterile conditions on 72 mL
M1/2 medium in the absence of NaCl. After six weeks 3 mL sterile NaCl solution were added to the medium to
final concentrations of 50, 75, 100 and 150 mM. Instead of NaCl water was added to the control plants. After
different time points (1, 5, 16, 24, 40 and 120 h) whole plants were harvested and roots were removed. Shoots
were frozen in liquid nitrogen for further analyses. Total protein extracts were prepared from one individual of
each plant line and used exemplarily for AO and XDH activity staining. Two to five plants were used for ABA
measurements in replicates of three to nine.

2.6. Drought Stress Application

Drought stress experiments were performed with detached leaves of hydroponically grown plants (PtABAS3::
GUS, AO-RNAI, ABA3-RNAI, GFP-ABAZ3) or alternatively with detached leaves of in vitro plants (PtAO2::
GUS). Middle-aged leaves of poplar (height approx. 80 cm) were clipped off and dried in a glass Petri dish (O
15 cm) to a remaining fresh weight of 80% in approx. 8 to 10 h and to 60% in approx. 22 to 24 h. The complete
number of leaves from in vitro poplar (6 weeks old) was handled in © 6 cm plastic Petri dishes. The drying
process was observed hourly at the beginning and shortly before achieving the correct drought stress intensity.
Leaf material was harvested and veins removed from hydroponically cultivated poplar after reaching the appro-
priate drying stage. Total leaves of in vitro grown poplar were harvested after having reached the desired
drought stage and leaf samples were frozen in liquid nitrogen. As for salt stress experiments one sample from
each transgenic line was used representatively to visualize AO and XDH activities. Two to five plants were used
for ABA measurements in replicates of three to six.

2.7. Protein Extraction

150 mg plant material was ground in liquid nitrogen, sonified in 200 pL extraction buffer (100 mM potassium
phosphate, pH 7.5, 5 mM DTT, 2 mM EDTA) and centrifuged at 4°C. For GUS measurements 150 mg plant
material were homogenized in 500 pL of 50 mM potassium dihydrogen orthophosphate and 1 mM DTT using a
Precellys tissue homogenizer (6500 rpm, two times for 15 sec including 15 sec pause; Precellys 24, Bertin
Technologies, Montigny-le-Bretonneux, France). After disruption plant material was sonicated and centrifuged
two times (4°C, 32,000 g, 20 min). For AO and XDH activity staining the supernatant was mixed with 15 mg
polyvinylpyrrolidone (Sigma Aldrich, Steinheim, Germany) and cleared by centrifugation. Protein concentra-
tions were determined according to [42] with bovine serum albumin as a standard.

2.8. Enzyme Activity Assays (AO, XDH, GUS)

AO and XDH activities were determined by in gel activity staining as described in [43] and [44]. Native polya-
crylamide gel electrophoresis (7.5%) was used for separation of 250 pg protein per sample. Gel staining was ap-
plied overnight in 30 mL staining solution containing 100 mM potassium phosphate, 18 mg methylthiazolyldi-
phenyl-tetrazolium bromide and 0.25 pM phenazinemethosulphate. Indole-3-carboxaldehyde was used for AO
activity detection and a mixture of 15 mg xanthine and 15 mg hypoxanthine for detection of XDH activity (sub-
strates purchased by Sigma Aldrich).

GUS activities of AO::GUS and ABA3::GUS transformants were assayed using 50 uL protein extract in 450
puL GUS reaction buffer (50 mM potassium phosphate buffer, pH 7.0, 10 mM g-mercaptoethanol, 10 mM
Na,-EDTA, 0.1% N-lauroylsarcosine, 0.1% triton X-100 and 1 mM 4-methylumbelliferyl-D-glucuronide hy-
drate) at 37°C. The reaction was stopped after 10, 20 and 30 min in 0.2 M sodium carbonate and the reaction
product 4-methylumbelliferone (4-MU) was measured using a luminescence spectrometer LS30 (Perkin-Elmer,
Massachusetts, USA) or the Tristar Multimode Plate Reader (Berthold Technologies, Wildbad, Germany) de-
tecting excitation at 365 nm and emission at 455 nm. GUS activity was calculated using a 4-MU standard.

2.9. ABA Determination

ABA concentrations were determined using the Phytodetek ABA enzyme immunoassay test kit (Agdia Inc.,
Elkhart, USA) according to the manufacturer’s protocol. Aqueous isolation allowed the simultaneous measure-
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ment of physiologically active ABA as well as the inactive form ABA-GE (abscisic acid-f-D-glucopyranosyles-
ter).

2.10. Immunoblot and Immunodetection

For immunodetection 50 pg protein were separated by 7.5% SDS polyacrylamide gel electrophoresis (SDS-
PAGE) prior to transfer onto nitrocellulose membrane (Hybond-P, GE Healthcare, Fairfield, USA) by elec-
tro-blotting. As protein marker PageRuler™ Prestained Protein Ladder (Fermentas, St. Leon-Rot, Germany) was
used. The primary anti GFP-antibody (Anti-GFP rabbit polyclonal serum, Invitrogen, Darmstadt, Germany) was
diluted 1:750 prior to use. The detection was finalized with an alkaline phosphatase-conjugated anti-rabbit anti-
body (Sigma Aldrich), diluted 1:7500 prior to use, and BCIP/NBT staining reagents (Promega, Fitchburg, USA).

2.11. Microscopic Analyses

Fluorescence of the lower leaf epidermis was visualized with the confocal laser scanning microscope (CLSM)
510 META (Release Version 4.2 SP1) connected to an Axiovert 200M (Carl Zeiss, Oberkochen, Germany). The
specimens were examined either using the C-Apochromat 40x/1.2 water-immersion objective for detailed pic-
tures with excitation using the argon laser (488 nm line for GFP and chlorophyll auto-fluorescence). The emitted
light passed the primary beam splitting mirrors UV/488/543/633 and was separated by a secondary beam splitter
at 545 nm. Fluorescence was detected with filter sets as follows: BP 505-530 for GFP and LP 650 for red au-
to-fluorescence of chlorophyll. When appropriate, the bright field images of samples were imaged with the
transmitted light photomultiplier, and the Lambda-mode was used to examine the spectral signature of fluoro-
phores. All images were processed with LSM Image Browser Release 4.2 (Carl Zeiss).

3. Results
3.1. Identification of Poplar AO and ABA3

Arabidopsis thaliana AO genes comprise a multigene family of four isoforms: aaol (AT5G20960), aao2
(AT3G43600), aao3 (AT2G27150) and aao4 (AT1G04580) [45]. P. trichocarpa shotgun sequence assemblies
were annotated, preferentially based on their homologies to A. thaliana genes [27], which established the basis
for identification of P. trichocarpa genes. NCBI (National Center for Biotechnology Information,
www.ncbi.nIm.nih.gov) recorded four Poplar AO isoforms: ptaol (Gl: 224104955), ptao2 (Gl: 224131694),
ptao3 (Gl: 224145733) and ptao4 (Gl: 224145729). ptaol presents most notable similarities to aao2 and aao4,
and ptao2 presents similarities to aaol and aao3. ptao3 and ptao4 represent truncated sequences (Supporting
Information Figure S1) and are thus likely to be derived from incomplete gene duplication events. Therefore,
two AO isoforms were expected for P. trichocarpa [18] with PtAO2 being the most likely candidate for
representing the ABA-synthesizing protein isoform due its similarity to AAO3.

In Arabidopsis, the Moco sulphurating enzyme ABA3 (At1g16540) regulates the activation of AO and XDH
by inserting a sulphur atom into the Moco to generate its sulphurized form, which is required by AO and XDH
to accomplish their tasks in drought and salt stress reactions [13] [30]. ptaba3 is described in the P. trichocarpa
database (www.phytozome.net) as POPTR_0007s08330/PtABA3 (“similar to ABA DEFICIENT 3”) representing
an ‘ortholog of Arabidopsis At1g16540°’. The comparison of the aba3 and the ptaba3 domain structures clearly
demonstrates this orthology (Supporting Information Figure S2).

3.2. Characterization of Poplar Transformants

Generation of the different transgenic poplar lines was accomplished using a minimum of 150 internodes for
each construct, from which 7 to 44 independent callus lines were established. According to the used constructs,
33 to 128 plants were regenerated (Supporting Information Figure S3). Three plant lines from independent
original calli were chosen for further analyses. Plant lines for promoter-GUS transformants (PtABA3::GUS and
PtAO2::GUS) were selected with regard to similar expression levels of gusA: no. 8, 27 and 50 for PtA-
BA3::GUS and no. 12, 19 and 20 for PtAO2::GUS (Supporting Information Figure S4).

AO- and ABA3-RNAI lines were chosen after PCR verification of the insertion of the RNAI cassette and
based on AO and XDH activity staining results. Among AO-RNA. transformants, lines with residual AO activi-
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ty but unaffected XDH activity were selected. ABA3-RNAIi plants presenting neither AO nor XDH activity were
used (Figure 1 & Figure 2).

Expression of GFP-ABAS3 fusion proteins in transgenic lines was detected by immunoblot analyses using a
GFP-specific antibody. GFP-ABA3 expressing poplars no. 6, 14b and 28 presented a distinct band in the range
of 117 kDa representing the calculated size of the fusion protein (92 kDa ABA3 plus 27 kDa GFP, Figure 3(a)).
Confocal laser scanning microscopy of the fusion protein in poplar leaves verified the transformation. Moreover,
GFP-specific fluorescence was completely precluded from organelles and gave a clear cytoplasmic localization
(Figures 3(b)-(d)). The lambda mode verified the GFP-specific emission at 515 nm (Figure 3(e)).

The growing behavior of all transgenic poplar lines was studied in in vitro and hydroponic cultures and com-
pared to the appearance of WT plants. Morphological characteristics of the plants (size of the plant, leaf size and
shape, stem diameter, guard cell size and guard cell numbers per leaf area) did not differ between the different
transgenic plants and the WT. At non-stressed conditions, the ABA content of ABA3-RNAI, AO-RNAI and
GFP-ABA3 poplar transformants ranged around basal WT level (Figure 4 & Figure 5).
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Figure 1. AO and XDH in gel activity assays of control and transgenic poplar plants after NaCl stress. Untreated Arabidop-
sis is shown for comparison. Black arrow-heads mark the respective activity band for AO and XDH. Enzyme activities were
determined for poplar wild type (WT) and for plants with a knock down of AO or ABA3 (AO-RNAI no. 22, 35 and
ABA3-RNAI no 4, 7, 14) as well as for the ABA3 overexpressing plants (GFP-ABAS3, no. 14b and 28). Plants were analyzed
at control conditions and after exposure to 75 and 150 mM NaCl each for 16 and 40 h, respectively.
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Figure 2. AO and XDH in gel activity assays of control and transgenic poplar plants after drought stress. Untreated Arabi-
dopsis is shown for comparison. Black arrow-heads mark the respective activity band for AO and XDH. Enzyme activities
were determined for poplar wild type (WT) and for plants with a knock down of AO or ABA3 (AO-RNAI no. 22, 35 and
ABA3-RNAI no 4, 7, 14) as well as for the ABA3 overexpressing plants (GFP-ABA3, no. 14b and 28). Plants were sub-
jected to drought stress by allowing loss of fresh weight to remaining 80% and 60% of their initial fresh weight (FW).
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Figure 3. Immunological (a) and microscopic ((b)-(e)) analyses of GFP-ABAS3 transformants. (a) The immunological verifi-
cation of correct poplar transformation was obtained using a green fluorescent protein (GFP)-specific antibody and an anti-
body against recombinant A. thaliana ABA3. Both immuno analyses presented the GFP-ABA3 fragment mass of 117 kDa in
all tested poplar lines (no. 28, 14b and 6). No band was detectable in WT plants. Confocal laser scanning microscope (cLSM)
analyses presented a clear GFP fluorescence localized in the cytoplasm of GFP-ABAS3 plant no. 14b in epidermal cells (b),
guard cells (c) and cells of the shoot (d). Lambda mode recordings of the upper epidermis of plant no. 28 resulted in correct

GFP-specific emissions at 515 nm (e).
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Figure 4. Variation of ABA content in wildtype and transgenic poplar plants after salt stress application. GFP-ABA3 plants
(no. 6, 14b and 28) overexpress Arabidopsis ABA3, ABA3-RNAI plants (no. 4, 7, 14) have reduced expression of endogen-
ous Populus aba3 gene and simultaneously strongly decreased AO and XDH activities, AO-RNAI plants (22, 35, 53) showed
no AO activity. All plants were treated with 75 and 150 mM NaCl for 16 and 40 h. Controls without exposure to high salini-
ty were harvested at the beginning of the experiment. ABA content is given in ng ABA per g fresh weight. Significance was
calculated using Man-Whitney-U statistics. Small letters indicate changes within the treated lines (p < 0.0025) and capital
letters describe differences between the different poplar lines (p < 0.0042).

3.3. ABA3 and AO Transcriptional Regulation

Promoter-GUS fusion constructs were used to investigate the transcriptional regulation of ptaba3 and ptao2.
Therefore, changes in GUS activity of PtAO2::GUS and PtABA3::GUS transformants were analyzed under salt
and drought stress conditions. In general, GUS levels of PtAO2::GUS transformants appeared to be three times
higher in comparison to ABA3::GUS plants.

When subjected to drought stress conditions at which plants were allowed to lose 20%, 40% and 60% of fresh
weight, GUS activities of ABA3::GUS plants no. 8, 27 and 50 remained stable. For the same plants, 50, 100 and
150 mM NacCl stress for 1, 5, 24 and 120 h likewise did not alter GUS activities and thus ptaba3 transcription
levels (Supporting Information Figure S5). Similar, PtAO2::GUS transformants no. 12, 19 and 20 did not show
considerable changes in GUS activity, neither when dehydrated to 80 and 60% of their respective initial fresh
weight, nor when exposed to 75 or 150 mM NaCl for 16 and 40 h (Supporting Information Figure S6).

3.4. ABA Responses to Stress and Modifications in ABA3 and AOQ Activity

Leaves of WT and GFP-ABAS3 overexpressing plants indeed had the highest AO and XDH activities, while AO
and XDH or only AO activities, respectively, were significantly diminished or not detectable in leaves of
ABA3-RNAI and AO-RNAIi plants (hon-treated material in Figure 1 & Figure 2).

High salinity for different time intervals in different concentrations generally did not result in phenotypical
changes in any of the investigated plant lines. Instead, plants appeared healthy and did not exhibit clear visible
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Figure 5. Variation of ABA content in wild type and transgenic poplar plants after drought stress treatment. GFP-ABA3
plants (no. 6, 14b and 28) overexpress Arabidopsis ABA3, ABA3-RNAI plants (no. 4, 7, 14) have reduced expression of en-
dogenous Populus aba3 gene and simultaneously strongly decreased AO and XDH activities, AO-RNA.i plants (22, 35, 53)
showed no AO activity. All transformants were dried to 80 and 60% of their initial fresh weight (FW). ABA content of
treated and control plants was measured in ng ABA per g fresh weight. In all lines an equally pronounced significant in-
crease of ABA application was observable due to drought stress. Statistics were calculated using ANOVA with post-hoc
Holm-Sidak correction. Small letters indicate changes within the treated lines (p < 0.0001) and capital letters describe dif-
ferences between the different poplar lines (p < 0.0083).

symptoms such as stress-induced senescence. Moreover, no salinity-induced change in AO or XDH enzyme ac-
tivity was observed in any of the transgenic lines, independent from the salt concentration or the duration of
treatment (Figure 1). However, 16 h after application of NaCl all plants presented a significant increase in ABA
levels at both concentrations 75 and 150 mM. Interestingly, this salt stress-induced increase of ABA levels was
found to be only transient since ABA levels dropped near to control levels when NaCl exposure times were ex-
tended to 40 h. An important observation in these experiments concerns the total ABA levels in WT and
GFP-ABAZ3 transformants relative to the ABA3- and AO-RNA.i lines: while WT and GFP-ABA3 accumulated
up to 6000 ng ABA g* FW ! after 16 h of salt stress exposure, plants of both RNA.I lines revealed a markedly
lower increase of only up to 2000 ng ABA g™ FW™ (Figure 4). Although total ABA levels have dropped after
40 h of salt stress in all plants, the differences between WT and GFP-ABAS3 overexpressing plants (about 1000
ng ABA g FW ) relative to ABA3- and AO-RNAI plants (about 500 ng ABA g FW ™) were still statistically
significant, indicating a crucial role of PtAO2 and PtABAS3 for salt stress-induced ABA synthesis in poplar.
When subjecting WT, GFP-ABA3, ABA3-RNAi and AO-RNAI leaves to drought stress by allowing them to
dehydrate to 80% and 60% of their initial fresh weight, all treated leaves clearly appeared flaccid. However, no
phenotypical differences were evident between the various transgenics and controls, and also AO and XDH ac-
tivities remained constant along the drought stress procedure in all investigated poplar leaves (Figure 2). Yet,
neither 20% nor 40% drought stress-induced loss of fresh weight resulted in markedly altered AO and/or XDH
activities relative to untreated leaves. In contrast, ABA levels were strongly enhanced with an overall 5-fold in-
crease after 20% loss of fresh weight and a 15- to 20-fold increase after 40% loss of fresh weight in leaves of all
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plant lines (Figure 5). Unlike salt stress treatment however, drought stress did not expose significantly different
response efficiencies between the individual transgenic and control plants, suggesting that the ABA-mediated
drought stress response is relatively independent from altered AO and/or XDH activities.

4. Discussion

Enzymes involved in Arabidopsis ABA synthesis and signaling have orthologous genes in Populus. The P. tri-
chocarpa genome sequencing project [27] in conjunction with stress experiments involving transgenic plants
gave first interesting insights into ABA signaling in poplar [20]. In addition to these previous findings, the
present work asks whether the regulation of ABA synthesis under drought and high salinity conditions in Popu-
lus is identical to or different from Arabidopsis with a special emphasis on the molybdenum enzymes AO and
XDH and their common regulator protein ABA3.

In Arabidopsis, AAO3 represents the AO isoform, which catalyzes the oxidation of abscisic aldehyde and
which is therefore crucial for ABA synthesis in particular at drought stress conditions [46]. Significant similari-
ties on protein sequences and domain structures between AAO3 and one of the putative poplar AO isogenes lead
us to propose that PtAO2 represents the abscisic aldehyde-specific AO isoform in poplar. Such sequence and
domain structure similarities also exist between the Arabidopsis Moco sulphurase ABA3 and the putative PtA-
BA3 protein, which therefore served as basis for our investigations in poplar. In this work, the GFP-ABA3 fu-
sion construct allows the characterization of ABA3 as enzyme with clear cytoplasmic localization. 35S::GFP-
ABA3 plants are additionally used for studying the overexpression of the Moco-sulphurase.

GUS expression levels in PtAO2::GUS and PtABA3::GUS plants indicate that basic promoter activities of
PtAO2 and PtABA3 are relatively low with the activity of PtAO2 being approximately three times higher than
that of PtABA3, which corresponds well to the extremely low gene expression of ABA3 in Arabidopsis [6] [30].

According to their functions in ABA synthesis, Arabidopsis mutants with a deficiency in ABA3 or AAO3 are
typically characterized by moderately decreased basal ABA levels but are dramatically impaired in stress-induced
ABA synthesis [6] [13] [46] [47]. This indicates a crucial role in ABA synthesis for both AAO3 and ABA3. In
fact, some recent work has demonstrated the limitation of ABA synthesis by ABA3 and AAO3 during stomatal
closure [48] [49] and natural leaf senescence [50]. On the other hand, overexpression of Arabidopsis ABA3 in
heterologous plant species such as cotton [35] and tobacco [34] leads to increased production of ABA and en-
hances drought stress tolerance, which likewise indicates the limiting nature of ABA3 and its target enzyme
AAO3 for ABA synthesis. For trees such as poplar however, genetic modification of the ABA biosynthetic
pathway has not been described so far. To shed light on the as yet enigmatic ABA synthesis in poplar we there-
fore initially studied the transcriptional regulation of PtAO2 and PtABA3, which are likely to resemble the func-
tional orthologues of the two ABA synthesis proteins AAO3 and ABA3 in Arabidopsis, whose expressions are
not only induced by abiotic stresses such as drought and salinity but also positively feed-back regulated by ABA
[6] [30] [39] [51] [52]. In contrast to Arabidopsis however, the here presented PtAO2::GUS and PtABA3::GUS
plants do not display transcriptional regulation of poplar PtAO2 and PtABA3 genes in response to drought or
salinity. Nevertheless, a clear accumulation of ABA in response to the applied stresses is detected in all investi-
gated transgenic and control lines, with PtAO2 and PtABA3 obviously having crucial functions in de novo ABA
synthesis at salt stress conditions as suggested by less pronounced increases of ABA in PtAO2- and PtA-
BA3-RNAI lines. This clearly indicates that under salt stress conditions de novo synthesis of ABA basically fol-
lows similar ways in poplar as compared to Arabidopsis, where both AO and ABAS3 catalyze limiting steps in
salt stress-induced ABA synthesis.

Another interesting issue concerns the observation that initially increasing ABA levels have dropped to basal
levels after 40 h, which however is likewise in agreement with similar situations in other plant species such as
Arabidopsis. Osmotic stresses such as salt application and drought are well known to initially stimulate the ABA
biosynthetic pathway and the ABA signaling cascade to affect rapid stomatal conductance. The primary aim is
to preserve the main plant functions and to simply avoid water loss [18] [20]. Such initial stress responses
usually are noticeable in increased ABA content - very similar to what has been demonstrated in this work for
all poplar lines after 16 h of salt stress. Under prolonged stress however, plants attempt to adapt to the present
stress conditions by maintaining ABA homeostasis [2] and long-term stress responses - mostly on the gene ex-
pression level to further affect photosynthesis, respiration, growth and development [1] [4] [8]. At this point
elevated levels of ABA are no longer required and turned back to or near to basal levels, such as those observed
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in poplar 40 h after salt stress treatment. Obviously and in accordance with herbaceous plant species such as
Arabidopsis, short-term salt stress in poplar requires rapid ABA response and thus rapidly increasing ABA con-
centrations, whereas control conditions and long-term stress are likely to rely on maintenance of ABA homeos-
tasis in first priority [2].

In contrast to salt stress, drought stress caused a similarly high but continuous increase of ABA levels in all
investigated poplar lines, independent from the respective genetic manipulation, which is therefore likely to de-
rive from either a remobilization of ABA conjugates or from a de novo synthesis of ABA in which proteins oth-
er than AO and/or ABAS3 represent limiting factors. Regarding the first hypothesis of ABA remobilization,
Commelina communis maintains a constant total ABA pool consisting of free and conjugated ABA, from which
ABA is initially mobilized in response to short-term stress [53]. If this was true also for poplar, no increase of
ABA would have been detected upon salt and drought stress treatment as free and conjugated ABA is impossi-
ble to be distinguished by the ABA detection method used in this work. Thus, the second hypothesis of stimu-
lated ABA synthesis appears much more likely, albeit AO and ABA3 obviously have no prominent role under
drought stress conditions. Yet, de novo ABA synthesis resulting in increased ABA amounts may instead origi-
nate from enhanced synthesis of ABA precursors in the chloroplasts such as antheraxanthin, violaxanthin and/or
neoxanthin, or from precursors produced in the cytosolic step preceding AO/ABA3-dependent oxidation of ab-
scisic aldehyde to abscisic acid, i.e. from xanthoxin. Since among these possibilities only the production of xan-
thoxin from 9-cis-violaxanthin and 9-cis-neoxanthin by 9-cis-expoxycarotenoid dioxygenase (in Arabidopsis:
NCED3) has been demonstrated to be limiting for ABA synthesis [54]-[56] it can be speculated that this might
indeed represent a limiting step also in poplar. Further analysis in this direction will reveal whether this assump-
tion is valid, e.g. by a detailed MRNA expression analysis of ABA synthesis or/and ABA signaling in poplar.

In either case, it can be concluded that poplar appears to have established distinct ways of ABA accumulation
for coping with prominent abiotic stresses such as salinity and drought, with its adaptation to salt stress being
similar and its adaptation to drought stress being different from the adaptation process in herbaceous plants such
as Arabidopsis. PtAO2 and PtABA3 appear to represent enzymes catalyzing critical steps in ABA synthesis un-
der high salt conditions but do not appear to be limiting for ABA synthesis under drought stress conditions. Be-
sides the assumption of distinct ABA responsive ways for salt and drought stress conditions, the possibility must
be considered that stress perception, integration and stress response realization in poplar differs from that of
herbaceous plants, which however would open other new and interesting fields of research for the next years.
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Supporting Information

Table S1. Primer for cloning and fragment amplification.PtABA3 promoter, AO-RNAI and GFP-ABAS3 fragments were am-
plified directly out of genomic or cDNA. Amplification of the AO promoter was obtained via nested PCR, the ABA3 frag-
ment for the RNAI construct was generated by fusion PCR.

Amplified fragments
for poplar transformation

PtABA3 promoter
PtAO2 promoter
outer primer for nested PCR

PtAO2 promoter
inner primer for nested PCR

ABA3-RNAI
with intron

ABA3-RNAI
fusion PCR

AO-RNAI

GFP-ABA3

Primer

Forward: GGG GAC AAG TTT GTA CAA AAA AGC AGG CTT ATATGC CTC TGT ACA TCG
TGT G

Reverse: GGG GAC CAC TTT GTA CAAGAAAGC TGG GTCATG TTCTTTTTGGCTCTTCTT
Forward: GGA AGT CAATTG GCT GTT GAC ATT

Reverse: CTG TGT TTT TTG TGT CTG CGT CAG

Forward: AAC CCA TCC AAC TTG ATG GCC ACC

Reverse: TTG GAT CCA CAG CGA GCG CAT AAG AAG CTG GC
Forward: TTG GAT CCT CGA GTT CCT GAC ATG TGC TCT ATT AGT
Reverse: TTC CAT GGA ATT CAATCT GTT GTT GAG GTC GGA CAC
Forward: ACT GAT TTT GAA GAG AAT GAT GTC GAC TTG TGG
Reverse: GAC ATC ATT CTC TTC AAAATC AGT ATT ACC ATACC
Forward: AAG GAT CCT CGA GTG CCT GTT GTG CAT GAAG
Reverse: AAC CAT GGA ATT CAA GTC AGG GAC AAA GAA AG

Forward: TTT CTT GGA TCC ATG GAAGCA TTT CTT AAG GAATTC
Reverse: CAC AAG CGG ATC CTT ATT CAATAT CTG GAT TAACTTCTT CCCC

Table S2. Primer for verification of correct transgene insertion. DNA was isolated from the different P. x canescenstrans-
formantsPtABA3::GUS, AO- and ABA3-RNAi and GFP-ABA3. Plants containing the different integrated fragments (GUS
fusion construct, GFP fusion construct, RNAI cassettes) were used for further experiments.

Inserted foreign DNA

PtABA3::GUS

Primer
Forward: CAATTG GGT GTT GGT TCT GCC GGG
Reverse: CGG TAA TCA CCATTC CCG GCG GG
Forward: ACA GTG GTC CCA AAG ATG GAC CCC

AO- and ABA3-RNAI cassette

GFP-ABA3

Reverse: GCT GTC GGC TTT CAA AGC TGT ACG
Forward: ACA GTG GTC CCA AAG ATG GAC CCC
Reverse: ATG CCGTTC TTC TGC TTG TCG GCC
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Figure S1. Domain structures of Arabidopsis thaliana aldehyde oxidases (AAOs) and Populustrichocarpa aldehyde oxidas-
es (PtAOs). AAOs are a multigene family with the four isoforms AAO1, AAO2, AAO3 and AAO4. In P. trichocarpa the
genes PtAO1, PtAO2, PtAO3 and PtAO4 were identified based on their similarities to Arabidopsis AAO genes. Taking the
domain structures into consideration PtAOl is similar to AAO2 and AAO4 presenting the fer2, the fer2 2, the
CO-deh_flav_C, the Ald_Xan_dh_C and the Ald_Xan-dh_C2 domains. PtAO2 and AAO1/AAO3 have high similarities and
differ only from the others AO because of the lacking fer2 domain. Both PtAO3 and PtAO4 appear to represent truncated
gene copies with either an isolated Ald_Xan_dh_C2 domain or an isolated fer2/ fer2_2 domain. From these, PtAO?2 is being
the most likely candidate for representing the ABA-synthesizing isoform due its similarity to AAO3.
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MOSC (MOCO sulfurase C-terminal) domain (pfam03473)
MOSC N | MOSC N-terminal beta barrel domain (c104100) found to the

N-terminus of pfam03473

Figure S2. Domain structures of the Mocosulphurase ABA3 in A. thaliana (ABA3) and P.trichocarpa (PtABA3). ABAS3 is
described in the P. trichocarpa database as orthologous to Arabidopsis ABA3 with regard to the domain structures. Both
enzymes contain the AATI, the MOSC and the MOSC_N domain.
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total number chosen plant lines
constructs transformed
internodes callus | plants | original-callus | plant no.
PtABA3:- GUS 2-8 8
Smal EcoRlI
150 11 50 1-5 27
ABA3-Prom gus
2b-6
50
PtAo::GUS
Xhol0 BamHI 3a-3 12
= 200 16 33 3a-6 19
AO-Prom > gus
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AO-RNAi 22 ”
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220 44 113
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ABA3-RNAj 6-24 4
Hindlll Xhol EcoRl1 Ncol BamHI Hindlll 1 -
230 33 128
1-7 14
GFP-ABA3 4-14 6
BamHI Hindlll 4-3 14b
180 7 53
1]
i ﬁ 3-13 28

Figure S3. Overview of generated constructs for P. X canescens transformation. Gene constructs for promoter analyses con-
tained the putative promoter sequences of ptaba3 or ptao2 which were fused to g-glucuronidase (gusA). RNAI constructs
were generated using the RNAi-cassette obtained from Meyer et al. (2004). ABA3 over-expressors were constructed using a
combination of the cauliflower 35S-promoter, the enhanced green fluorescent protein (gusA) and the Arabidopsisaba3 se-
quence. The ptao2::gusA construct was cloned into the binary vector pPKGWSF7 via GATEWAY technology. ptaba3::gusA,
ao- and aba3-RNAi and gfp/aba3 were cloned into the pBIN19 binary vector. These constructs were used for stable trans-
formation of P. x canescens with R. tumefaciens using the indicatednumbers of internodes. From several generated calli and
callus-derived plants three independently generated plants were chosen for further investigations. Besides the respective ge-
netic modification GUS, AO and XDH activity, microscopically detectable fluorescence and ABA content were criteria for
poplar selections.
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Figure S4. Determination of basal GUS activities for selection of transformed poplar. Constructs were generated using P.
trichocarpaaba3promotor fused to gusA within the pBIN19 vector and PtAO2 fused to gusA with GATEWAY technologies.
The plant selection for further promoter studies was accomplished with regard to basal GUS activities of the different trans-
formants. PtABA3::GUS transformants present a generally lower GUS level than PtAO2::GUS poplar. Plants no. 8, 27 and
50 were chosen for PtABA3::GUS transformants and poplar no. 12, 19 and 20 for PtAO2::GUS according to their appropri-

ate GUS expression.
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Figure S5. Analyses of variations in aba3-promotor activity during application of high salinity (a) and different drought in-
tensities (b) using PtABA3::GUS transformants and g-glucuronidase (GUS) measurements. Application of 50, 100 and 150
mMNacCl for 1, 5, 24 and 120 h (a) and drying of PtABA3::GUS poplar to 80, 60 and 40% of their fresh weight (b) is pre-
sented. Capital letters indicate significant changes within the experiment based on the duration of salt exposure or alterna-
tively the different drought intensities. Small letters indicate significant differences within the different applicatedNaCl con-
centrations. Data of PtABA3::GUS transformants no. 8, 27 and 50 were combined. Relative GUS activity was calculated
based on the relation of treated salt or drought samples to the referring control samples.
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Figure S6. Analyses of variations in PtAO2-promotor activity during application of high salinity (a) and different drought
intensities (b) using PtAO2::GUS transformants and p-glucuronidase (GUS) measurements. Poplar transformed with
AO2-promoter constructs fused to gusA were used to investigate changes in AO2 transcription during 16 and 40 h of expo-
sure to 75 and 150 mMNacCl or during controlled drying to 80 and 60% of initial leaf fresh weight. Capital letters indicate
significant changes of GUS within the used concentration. Small letters indicate differences of GUS levels within the same du-
ration of NaCl exposure or alternatively between the different drought intensities. GUS data of all investigated poplar lines (no.
12, 19 and 20) were combined and GUS activity was set in relation to GUS activity of control samples for comparability.
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