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Legumes form symbioses with rhizobia, producing nitrogen-fixing nodules on the

roots of the plant host. The network of plant signaling pathways affecting carbon

metabolism may determine the final number of nodules. The trehalose biosynthetic

pathway regulates carbon metabolism and plays a fundamental role in plant growth

and development, as well as in plant-microbe interactions. The expression of genes

for trehalose synthesis during nodule development suggests that this metabolite may

play a role in legume-rhizobia symbiosis. In this work, PvTPS9, which encodes a Class

II trehalose-6-phosphate synthase (TPS) of common bean (Phaseolus vulgaris), was

silenced by RNA interference in transgenic nodules. The silencing of PvTPS9 in root

nodules resulted in a reduction of 85% (± 1%) of its transcript, which correlated with a

30% decrease in trehalose contents of transgenic nodules and in untransformed leaves.

Composite transgenic plants with PvTPS9 silenced in the roots showed no changes in

nodule number and nitrogen fixation, but a severe reduction in plant biomass and altered

transcript profiles of all Class II TPS genes. Our data suggest that PvTPS9 plays a key

role in modulating trehalose metabolism in the symbiotic nodule and, therefore, in the

whole plant.

Keywords: Class II trehalose-6-phosphate synthase, trehalose biosynthetic pathway, legume-rhizobium symbiosis

signaling, AGO1-complex, Phaseolus vulgaris (common bean)

INTRODUCTION

Legumes have symbiotic relationships with rhizobial soil bacteria, which results in the formation
of nitrogen-fixing nodules on the roots of the plant host. Thanks to this remarkable association,
leguminous plants can grow in nitrogen-poor environments. However, the biological fixation of
nitrogen is energetically expensive; to support growth, plants must maintain a delicate balance that
ensures sufficient fixed nitrogen without depleting their carbon reserves. One way in which legumes
achieve this balance is by regulating the final number of nodules in the root (Gage, 2004; Ferguson
et al., 2010; Kouchi et al., 2010).
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Molecular genetic analyses in model legume species have
shown that legumes inhibit nodulation by systemic signals. In
the autoregulation of nodulation feedback, a signal produced in
incipient root nodules induces the production of an inhibitory
signal in the shoot; this signal is transported to the root and
limits subsequent rhizobial infection and nodulation (Limpens
and Bisseling, 2003; Searle et al., 2003; Ferguson et al., 2010). The
extent of nodulation is also regulated by the nitrate content in the
soil (Gibson and Harper, 1985; Imsande, 1986; Streeter, 1988).
Thus, disparities in the carbon/nitrogen balance or a decline
in the nitrogen demand may result in decreased photosynthate
supply from shoot to nodules, arresting their growth and
development (Bacanamwo and Harper, 1996, 1997).

The trehalose biosynthetic pathway functions as a major
regulator of carbon metabolism and thus plays a fundamental
role in plant growth and development (Wahl et al., 2013; Lunn
et al., 2014; Figueroa et al., 2016; Figueroa and Lunn, 2016).
Trehalose, a non-reducing glucose disaccharide, occurs widely
in nature. The most common route for trehalose biosynthesis
involves transfer of UDP-glucose to glucose-6-phosphate by the
enzyme trehalose-6-phosphate synthase (TPS) to form trehalose-
6-phosphate. Dephosphorylation of trehalose-6-phosphate by
trehalose-6-phosphate phosphatase (TPP) yields free trehalose.
In plants, multi-gene families encode TPS and TPP (Leyman
et al., 2001). TPS genes include Class I genes, which usually
encode catalytically active TPS enzymes, and Class II genes,
which encode proteins that do not possess TPS or TPP enzymatic
activity but contain TPS and TPP domains (Avonce et al., 2010).
The Class III family encodes functional TPP enzymes (Vogel
et al., 1998; Vandesteene et al., 2012). The catabolism of trehalose
is mediated by the enzyme trehalase (Van Houtte et al., 2013).

Interestingly, various microorganisms, including rhizobia,
produce trehalose during their symbiotic or pathogenic
interactions with plants (Brodmann et al., 2002; Foster et al.,
2003; Ocón et al., 2007; Wilson et al., 2007, 2010; Nehls, 2008;
Barraza et al., 2013; Garg and Singla, 2016). Free-living rhizobia
under physiological stress produce high levels of trehalose and
this metabolite plays an important role as osmoprotectant in
the development of symbiotic nitrogen-fixing root nodules
(Sugawara et al., 2010) or during nodule senescence (Müller
et al., 2001). Although, most of the trehalose in nitrogen-fixing
nodules is produced by the symbiotic bacteria (Suárez et al.,
2008; López et al., 2009), increases of diverse trehalose-related
transcripts have been reported in other tissues of legume plants
living in symbiosis with rhizobia (Pontius et al., 2003; Ramírez
et al., 2005; Hernández et al., 2007; Thibivilliers et al., 2009;
O’Rourke et al., 2014).

Previously, we studied the effect of modifying the endogenous
expression levels of trehalase (PvTRE1) in composite common
bean plants. Diminishing the transcript levels of PvTRE1
in transgenic nodules results in increased trehalose contents
and substantially improves the nitrogen-fixation rate without
affecting plant performance (Barraza et al., 2013). In this work,
we silenced the expression of a Class II TPS gene (PvTPS9)
in nodules of common bean elicited by Rhizobium etli strain
CFN42, and observed important systemic modifications in the
expression of all Class II TPS genes as well as in the final contents

of trehalose. Interestingly, although neither nodule number nor
nitrogen fixation rates were altered, plant biomass was severely
reduced. Altogether, the deleterious effects observed in composite
common bean plants caused by reducing the expression of
PvTPS9 in root nodules suggest that PvTPS9 plays an important
role in modulating trehalose metabolism in the symbiotic nodule
and, therefore, throughout the plant.

MATERIALS AND METHODS

Plant Materials and Growth Conditions
Phaseolus vulgaris cv. Negro Jamapa (common bean) composite
plants were used in this study. The generation of composite
common bean plants was achieved following the protocol
published by Estrada-Navarrete et al. (2007). Common bean
seeds were surface disinfected and germinated under sterile
conditions for 2 days and then transferred to pots with
vermiculite. Plantlets were grown in a greenhouse under natural
photoperiod and 26–28◦C temperature, and watered with
Broughton & Dilworth (B&D) nutrient solution (Broughton
and Dilworth, 1971). Hairy roots of 3- to 6-cm emerging
from the cotyledonary node of common bean seedlings infected
with Agrobacterium rhizogenes strain K599 were obtained after
2 weeks. Transgenic roots were identified by epifluorescence
microscopy following the signal emitted by the reporter gene
[encoding Tomato Fluorescent Protein (TdT), Valdés-López
et al., 2008]. Wild-type and untransformed roots were excised
and the composite plants were planted in new pots containing
fresh vermiculite. Immediately afterwards, transformed roots
were directly inoculated by adding 1mL of 5 × 108 mL−1 R.
etli strain CFN42 culture, and grown for 21 d. Composite bean
plants were regularly watered with a B&D nitrogen-free nutrient
solution (without the addition of KNO3). Transgenic roots and
nodules were collected in liquid nitrogen, finely ground with a
mortar and pestle and stored at −80◦C until they were used
for quantitative RT-PCR (qRT-PCR) and carbohydrate profile
analysis by high-performance liquid chromatography (HPLC).
Alternatively, transgenic nodules were collected, formaldehyde-
fixed, and embedded in LR-White for detailed characterization
by optical and confocal microscopy, and also by transmission
electron microscopy (TEM).

In silico Identification of the
Trehalose-6-Phosphate Synthase Gene
Families in Common Bean and
Phylogenetic Analysis
We identified expressed sequence tags (ESTs) corresponding
to a Trehalose-6-Phosphate Synthase (TPS) gene expressed
in common bean nodules (Ramírez et al., 2005; Hernández
et al., 2007), which is presumably involved in the
biosynthesis of trehalose, using the common bean Gene
Index v.4.0 (DFCI, http://compbio.dfci.harvard.edu/tgi/).
In addition, by analyzing the whole common bean genome
(Phytozome v11, http://www.phytozome.net; Mazorka,
http://mazorka.langebio.cinvestav.mx/blast/), we identified
the complete coding sequence of seven TPS-paralogous genes.
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The coding sequences of these putative TPS genes were analyzed
with Pfam (http://pfam.xfam.org), and then analyzed by
BLAST with other TPS sequences deposited in GenBank using
the BLASTX tool at the National Center for Biotechnology
Information (NCBI, https://blast.ncbi.nlm.nih.gov) website.
Multiple sequence alignment of the full-length TPS protein
sequences was performed using ClustalX 1.83 (Thompson et al.,
1997) and manually edited using Seaview (Galtier et al., 1996).

Phylogenetic trees were generated using MrBayes 3 (Ronquist
and Huelsenbeck, 2003) and PhyML 3.0 (Guindon et al., 2010).
In the first run of MrBayes3, all available fixed-rate amino acid
substitution models were explored, clearly showing the Whelan
and Goldman model produced the best fit for the data. In a
second iteration, the program was executed in two independent
runs with six chains for 7500 generations using the Jones-
Taylor-Thornton model. Although, the phylogenetic trees were
sampled every 100 generations, the first 500 were discarded. The
remaining 7000 were used to build a consensus phylogenetic
tree that allowed calculation of the posterior probability of
all bipartitions. PhyML 3.0 is designed to calculate maximum
likelihood phylogenies for large data sets using a Hill-Climbing
algorithm. This program was run with 100 bootstraps and the
Jones-Taylor-Thornton substitution model was used.

Molecular Chimeras and Plant
Transformation
The 3′-untranslated region (3′-UTR) of PvTPS9 (300 bp,
Figure S1) was amplified by PCR from complementary DNA
(cDNA) synthesized from total RNA obtained from 21
days post-inoculation (dpi)- root nodules elicited with R.
etli strain CFN42. DNA amplification was achieved using
a combination of PvTPS9RiFwd and PvTPS9RiRev primers
(Table S1, Figure S1). The resulting 300-bp DNA fragment was
cloned into pENTR/SD/D-TOPO (Invitrogen, Carlsbad, CA,
U.S.A.) and later recombined into the pTdT-DC-RNAi binary
vector (Valdés-López et al., 2008). The orientation of the inserted
3′UTR of PvTPS9 in this vector was confirmed by PCR using the
WRKY-5-Rev and PvTPS9RiFwd primers (Table S1). The open
reading frame of the otsA gene was obtained by amplification
with PCR using genomic DNA from R. etli as template and a
combination of ReTPSFor and ReTPSRev primers (Table S1).
The resulting 1.4 Kb DNA fragment was cloned into pCAMBIA-
1304 vector to produced the p35S::ReTPS molecular construct.
The procedure to generate the PvTRE1-RNAi plasmid has been
described by Barraza et al. (2013). Plasmids were introduced by
electroporation into A. rhizogenes strain K599, and used for plant
transformation as described.

Bacterial Strains and Cultures
R. etli strain CFN42 was grown in peptone-yeast extract (PY)
liquid culture [0.5% bactopeptone (w/v), 0.3% yeast extract (w/v),
7 mM CaCl2·2H2O] supplemented with 20 µg/mL nalidixic acid
at 30◦C to a cell density of 5 × 108 mL−1. A. rhizogenes K599
was grown in LB solid culture at 30◦C for 24 h. A. rhizogenes
K599 transformedwith pTdT-DC-RNAi,A. rhizogenesK599 with
pTdT-GUS-RNAi, and A. rhizogenes K599 with pTdT-PvTPS9-
RNAi were grown in LB solid culture supplemented with 200

µg/mL spectinomycin at 30◦C for 24 h. All these A. rhizogenes
K599 strains were used to generate composite common bean
plants.

In silico Identification of PvmiR172 in
Common Bean
The microRNA172 (miRNA172) was previously identified
in leguminous plants (Lu and Yang, 2010; Peláez et al.,
2012). Its presence in common bean was confirmed
by analyzing the whole Phaseolus vulgaris genome
(Phytozome v11, http://www.phytozome.net; Mazorka,
http://mazorka.langebio.cinvestav.mx/blast/), and the retrieved
sequence of PvmiR172 was later analyzed in miRBase
(http://www.mirbase.org/search.shtml).

TEM and Optical Microscopy
Nodules at 21 dpi (9 nodules per experiment collected from
different composite bean plants) were embedded in LR-White
resin after being fixed with 2% p-formaldehyde and 0.4%
glutaraldehyde in PBS buffer for 2 h at room temperature,
and subjected to dehydration in a graded ethanol series. For
optical microscopy, tissue sections of 7µm were stained with
toluidine blue. The optical microscopy analyses were performed
with a light microscope (Motic BA300, Xiamen, China) and
photographed with a digital camera (Motic M1000, Xiamen,
China). Samples for transmission electron microscopy (TEM)
were stained with uranyl acetate. Thin sections of 60 nm were
prepared with an ultramicrotome (Leica Ultracut R) and stained
with uranyl acetate. TEM analyses were performed with a Zeiss
EM900 transmission electron microscope dual vision coupled
cam system (Gatan, Inc., Pleasanton, CA, U.S.A.).

Culture of Rhizobium Re-Isolated from
Transgenic Nodules and Determination of
Colony Forming Units
Nodules at 21 dpi (9 nodules per experiment collected from
different composite bean plants) were surface-disinfected by
immersion in sodium-hypochlorite (10% v/v) for 10 min. Then,
each nodule was homogenized in 5 volumes of 100mM MgCl2
using a plastic pipette. For each nodule, 100µL of a serial dilution
(100–10−8) were plated onto PY solid medium supplemented
with 20µg/mL nalidixic acid and incubated for 24 h at 30◦C.
Later, R. etli CFN42 colony-forming units were determined.

Analysis of the Carbohydrate Profile of
Composite Common Bean Plants by
High-Performance Liquid Chromatography
Nodules and leaves from composite common bean plants
harvested 21 dpi were collected, weighed, frozen in liquid
nitrogen, and finely ground. Samples were mixed with 1 mL
80% ethanol (v/v) for 10 min at 80◦C. The supernatant was
dried, dissolved in 1 mL HPLC grade water, and filtered through
a 0.22-µm membrane to remove impurities. These extracts
were analyzed by high-performance liquid chromatography
(HPLC) in a Waters-600E system controller (Waters, Milford,
MA, U.S.A.) equipped with a Waters 410 refractive index
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detector (Waters, Milford, MA, U.S.A.) and a carbohydrate
analysis column (Kromasil NH2–5 mm, Supelco, St. Louis, MO,
U.S.A.). The temperature of the column was kept at 35◦C
during the analysis. The mobile phase used in these assays
was acetonitrile:water (80:20) at a flow rate of 1.2 mL/min.
Glucose, fructose, sucrose, maltose, and trehalose (Sigma-
Aldrich) standard solutions were used as reference points.
Standard curves used to carry out the quantifications had a
correlation index ranging from 0.987 to 0.993. Results were
expressed as µg/mg of fresh weight.

Efficiency of Symbiotic N2 Fixation of
Transformed Roots
Nitrogen fixation was assayed using the acetylene reduction
method (Vessey, 1994). Briefly, 21 dpi transgenic roots inoculated
with R. etli CFN42 (9 individual roots per experiment) were
placed in a 160-mL vial closed with a serum cap. Four
milliliters of air was withdrawn from the closed vial and replaced
by acetylene gas. Ethylene production was assayed in a gas
chromatograph and expressed as nanomoles of ethylene per
minute per nodule of fresh weight.

Quantitative PCR Assays
RNA from plant tissues was extracted using TRIzol (Invitrogen,
Carlsbad, CA, U.S.A.). RNA quantity was measured
spectrophotometrically, and only RNA samples with a 260/280
ratio of between 1.9 and 2.1 and a 260/230 ratio of greater than
2.0 were used. The integrity of RNA samples was confirmed
by agarose gel electrophoresis. For reverse transcription, total
RNA was treated with DNaseI (Invitrogen), and transcribed
using the Revert Aid H Minus First-strand cDNA synthesis
kit (Fermentas) with anchored-oligo (dT)18 primer, according
to the manufacturer’s instructions. For qRT-PCR analysis,
a LightCycler480 Real-time PCR system (Roche, Penzberg,
Germany) was used. qRT-PCR was performed according to the
Maxima SYBR Green qPCR Master Mix (2X) protocol (Thermo
Scientific,Waltham,MA, U.S.A.). A control sample with noDNA
was used in each assay. Primers are listed in Table S1. In general,
qPCR data came from six independent (n = 6) experimental
replicas. The statistical significance was determined with an
unpaired two-tailed Student’s t-test. Each biological replicate was
tested in triplicate and data were normalized to the Elongation
factor 1-alpha (PvEF1a) reference gene (Livak and Schmittgen,
2001).

Common Bean Argonaute (PvAGO1)
Immunoprecipitation Followed by qRT-PCR
Analysis
The immunoprecipitation (IP) assays were carried out according
to Qi and Mi (2010) with some minor modifications (Contreras-
Cubas et al., 2012). Briefly, 80mg ground tissue from 14 and
22 dpi nodules was homogenized with 1 mL extraction buffer
[50mM Tris-HCl pH 7.5, 1.5mM NaCl, 0.1% Nonidet 40,
4mM MgCl2, 5mM DTT, 1 tablet/10mL protease inhibitor
(Roche, Penzberg Germany)]. The homogenate was centrifuged
to 19,083 × g for 25min to pellet the cellular debris. The

supernatant was incubated with 5 µL protein A-agarose pearls
(Roche, Penzberg Germany) for 1 h at 4◦Cwith constant rotation.
Then, this mixture was centrifuged at 250 × g for 5min to
remove nonspecific Protein A-binding proteins. A 1:50 final
dilution of anti-PvAGO1 antibody with 10µL protein was
added to the supernatant and incubated overnight at 4◦C with
constant rotation. Material bound to the Protein A-agarose pearls
was washed with 1mL extraction buffer three times. Protein
complexes bound to the A-agarose pearls (IP samples) were
resuspended in 30µL extraction buffer and treated with TRIzol
(Invitrogen, Carlsbad, CA, U.S.A.) for RNA extraction.

The RNA purified from the IP samples was used for
cDNA synthesis with the Ncode miRNA First-strand cDNA
synthesis kit (Invitrogen, Carlsbad, CA, U.S.A.) according to
the manufacturer’s recommendations. The Ncode kit is designed
to detect the mature form of the miRNA of interest, but not
the precursor molecule. To remove DNA, the RNA was treated
with DNaseI as indicated (Invitrogen, Carlsbad, CA, U.S.A.).
The absence of DNA in these samples was confirmed by a
simple PCR assay (preheating for 5 min at 95◦C, followed by 40
cycles of denaturing for 15 s at 95◦C, annealing and elongation
for 15 s at 55.8◦C) using Taq-DNA polymerase (Fermentas Life
Sciences, Waltham, MA, U.S.A). cDNA synthesis was performed
using the standard First Strand cDNA Synthesis kit (Fermentas)
according to the manufacturer’s protocol. For qRT-PCR analysis,
a LightCycler480 Real-time PCR system (Roche, Penzberg,
Germany) was used. The qRT-PCR was performed according
to the Maxima SYBR Green qPCR Master Mix (2X) protocol
(Thermo Scientific, Waltham, MA, U.S.A.). A control sample
with no DNA was used in each assay. The primers are listed
in Table S1. The miRNAs co-immunoprecipitated with the anti-
PvAGO1 antibody were derived from three independent (n
= 3) biological replicates. Each biological replicate was tested
in triplicate technical replicates and data were normalized to
PvmiR2118 and PvmiR172 (Arenas-Huertero et al., 2009). The
statistical significance of the obtained results was determined
with an unpaired two-tailed Student’s t-test.

RESULTS

Identifying Plant Trehalose Biosynthetic
Genes in Nitrogen-Fixing Nodules of
Common Bean
We identified 10 genes encoding trehalose-6-phosphate
synthases (TPS) and 9 genes encoding trehalose 6-
phosphate phosphatases (TPP) in the common bean genome
(Phytozome v11, http://www.phytozome.net; Mazorka,
http://mazorka.langebio.cinvestav.mx/blast/). Amino acid
sequence comparisons allowed us to classify these proteins
into the previously well-established Class I, Class II, and Class
III gene families involved in the biosynthesis of trehalose
(Leyman et al., 2001; Avonce et al., 2006). The common bean
genome encoded three Class I genes (PvTPS1-PvTPS3), seven
Class II genes (PvTPS4-PvTPS10) (Figure 1A and Table S2),
and nine Class III TPP genes (PvTPPA-PvTPPI) (Table S2).
Class I gene members were divided in two subgroups that
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FIGURE 1 | Phaseolus vulgaris Class II TPS9 (PvTPS9) phylogeny and gene expression during nodulation. (A) PvTPS9 phylogenetic analysis. Multiple

sequence alignment of all full-length TPS protein sequences was performed using ClustalX 1.83 (Thompson et al., 1997) and manually edited using Seaview (Galtier

et al., 1996). PvTPS9 phylogenetic analysis was conducted using MrBayes 3 and PhyML 3.0 (Ronquist and Huelsenbeck, 2003; Guindon et al., 2010, respectively),

as described in Materials and Methods. The scale on the x-axis represents the estimated branch lengths and numbers indicate the bootstrap values. The GenBank

accession numbers for Class II TPS9 proteins are as follows: XP_007133328.1 (PvTPS1), XP_007149513.1 (PvTPS2), XP_007159510.1 (PvTPS3), XP_007142960.1

(Continued)
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FIGURE 1 | Continued

(PvTPS4), XP_007153644.1 (PvTPS5), XP_007157471.1 (PvTPS6), XP_007154820.1 (PvTPS7), XP_007155406.1 (PvTPS8), XP_007153210.1 (PvTPS9),

XP_007138100.1 (PvTPS10). (B) Relative expression levels of the P. vulgaris Class II TPS-encoding genes in 21 dpi (days post-inoculation) wild-type root nodules

elicited by R. etli strain CFN42. The qPCR data came from six independent (n = 6) wild-type roots, tested in triplicate and normalized to the expression of the

Elongation factor 1-alpha (PvEF1a) gene. Plotted data represent the expression ratio and are shown as means ± SD. (C) PvTPS9 gene expression profile during

nodule development. qPCR data came from six independent (n = 6) biological replicates, tested by technical triplicate and normalized to the expression of the

Elongation factor 1-alpha (PvEF1a) reference gene. Plotted data represent the expression level of PvTPS9 in nodules (closed squares) or in nodule-depleted roots

(open squares) at different times (dpi), and are shown as means ± SD.

diverged after the division between monocots and dicots.
One subgroup contained only PvTPS3, its sequence being
closer to TPS genes from other legume species such as Lotus
japonicus; the other subgroup contained PvTPS1 and PvTPS2
(Figure 1A). As found in other plants, common bean Class II
TPS proteins were clustered in subfamilies containing members
from both monocots and dicots (Figure 1A), suggesting
that the Class II TPS of common bean arose from ancient
gene duplication events followed by specialization, as has
been proposed for Arabidopsis thaliana Class II TPS (Ramon
et al., 2009; Avonce et al., 2010). In silico analysis of the P.
vulgaris transcriptome (Ramírez et al., 2005; Hernández et al.,
2007; DFCI, http://compbio.dfci.harvard.edu/tgi/) revealed
that all TPS and TPP genes in common bean plants were
expressed, either during some part of plant development or in a
tissue-specific manner.

We performed qRT-PCR assays using total RNA obtained
from wild-type root nodules at 21 dpi to assess the accumulation
of transcripts of common bean TPS genes. Results indicate that
the PvTPS9 transcript is the major transcript of the Class II
TPS family members that accumulated in this organ (Figure 1B).
Then, we specifically determined the expression profile of
PvTPS9 in roots and in root nodules of common bean plants
at 14, 22, 24, and 28 dpi (Figure 1C). In nodule-depleted roots,
the transcript level of PvTPS9 remained practically constant from
14 to 22 dpi. However, in root nodules from 22 to 24 dpi, its
accumulation decreased by 55 ± 2%, then returned to levels
similar to those observed at 14 to 22 dpi. The transcript level of
PvTPS9 did not change in 14 to 24 dpi root nodules, although
there was a significant increase from 24 to 28 dpi (Figure 1C),
suggesting that PvTPS9 plays an important role during the
senescence of the root nodules.

Silencing of PvTPS9 Diminishes Trehalose
Levels and Modifies the Expression of
Other Class II TPS Family Members in the
Symbiotic Nodule
Previous work demonstrated the successful use of RNA
interference (RNAi) to silence genes in composite bean plants,
which have a wild-type shoot and transgenic roots (Valdés-
López et al., 2008; Montiel et al., 2012; Barraza et al., 2013).
Here, using the same approach mediated by Agrobacterium
rhizogenes strain K599, we down-regulated the expression of
PvTPS9 by 85 ± 1% in 21 dpi transgenic nodules transformed
with the pTdT-PvTPS9-RNAi construct (Figure 2A). In these
experiments, nodules formed on hairy roots of common bean

plants induced by untransformed A. rhizogenes K599 (used as
a control) or by A. rhizogenes transformed with the pTdT-DC-
RNAi (control nodules with empty vector) had unchanged levels
of PvTPS9 expression (Figure 2A).

Transcript levels of all Class II TPS family members of
common bean were determined in pTdT-PvTPS9-RNAi 21
dpi transgenic root nodules by qPCR. Compared to control
nodules [A. rhizogenes K599 or A. rhizogenes K599 transformed
with the empty vector (pTd-DC-RNAi)], accumulation of
PvTPS9 transcript was reduced by 7-fold (Figure 2B). In these
plants, the accumulation of PvTPS6 and PvTPS7 transcripts
also decreased, by 33- and 2-fold, respectively, while PvTPS4
and PvTPS10 decreased by 3-fold (Figure 2B). PvTPS1 and
PvTPS7 were the only members of this gene family for which
expression was not altered (Figure 2B). However, in PvTPS9
down-regulated nodules, the trehalose content declined up to
30 ± 3% (Figure 2C), which did not affect the final number of
nodules (Figure 2D) or the number of bacteroids within these
nodules (Figure 2E).

Interestingly, neither the silencing of PvTPS9 or the changes
in expression of other Class II TPS genes in root nodules
modified their capacity to fix nitrogen, as deduced from the
unaltered expression of the transcripts corresponding to two key
enzymes involved in this process, NADH-Glutamate Synthase II
(PvGOGAT) and Glutamine Synthetase (PvGS) (Figure 2F), as
well as by the acetylene gas reduction rate (Figure 2G) observed
in PvTPS9 down-regulated nodules versus control nodules.

Together, these data suggest that directly or indirectly PvTPS9
modulates trehalose levels in the nodule, but does not interfere
with the nitrogen-fixation process.

Silencing of PvTPS9 in Composite
Common Bean Roots Dramatically Affects
Nodule Morphology and Bacteroid Size
Determinate common bean root nodules consist of three major
tissues: a central infection zone (mainly composed by infected
and uninfected cells), an inner cortex that includes vascular
bundles, and an outer cortex. All of our silenced and control
plants produced similar final numbers of viable bacteroids within
the nodules (Figure 2E), and similar numbers of nodules per
plant (Figure 2D). By contrast, the nodule size in pTdT-PvTPS9-
RNAi nodules dramatically increased (44 ± 4%, Figures 3A,B).
Detailed observations of nodule sections stained with toluidine
blue (Figures 3D,E) indicated a notable increase in the thickness
of the cell wall in both infected and uninfected cells (Figure 3E)
compared to controls (Figure 3D). Moreover, both infected
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FIGURE 2 | Effects of PvTPS9 down-regulation in 21 dpi transgenic root nodules from composite bean (P. vulgaris) plants. (A) Down-regulation of PvTPS9

in PvTPS9-RNAi nodules compared to control nodules (A. rhizogenes K599 or vector-transgenic roots) of the same age. qPCR data came from nodules of six

independent (n = 6) biological replicates, tested by technical triplicates; the statistical significance was determined with an unpaired two-tailed Student’s t-test (***P <

0.001), and shown as means ± SD. (B) Relative expression levels of the P. vulgaris Class II TPS-encoding genes in PvTPS9-RNAi nodules of composite bean plants.

qPCR data came from nodules of six (n = 6) independent biological replicates, tested by technical triplicates and normalized to the expression of the Elongation factor

1-alpha (PvEF1a), as reference gene. Plotted data are the log10 of the expression of Class II TPS genes in control nodules and are shown as means ± SD. (C)

Quantification of soluble carbohydrates (fructose, glucose, sucrose, and trehalose) in control nodules and in PvTPS9-RNAi nodules. The results presented for soluble

carbohydrate quantification are means ± SD from three independent (n = 3) composite plants, and statistical significance was determined with one-way ANOVA

followed by Dunnett’s test (**P < 0.01). Results are expressed as µg/mg of fresh weight. (D) The total number of nodules was scored in both, controls and in

PvTPS9-RNAi transgenic roots of composite bean plants 21 dpi (n = 3), and statistical significance was determined with an unpaired two-tailed Student’s t-test. No

statistical significance was found. (E) R. etli strain CFN42 survival determined by colony-forming units (CFUs) re-isolated from control or PvTPS9-RNAi-nodules. The

results presented for CFUs are means ± SD from nodules of three (n = 3) independent roots of composite plants, and statistical significance was determined with an

unpaired two-tailed Student’s t-test. No statistical significance was found. (F) Relative expression levels of PvGOGAT and PvGS in control and PvTPS9-RNAi nodules.

The number in brackets indicates the independent transgenic roots from composite common bean plants analyzed. (G) Nitrogenase activity in PvTPS9-RNAi nodules.

The results for nitrogenase activity are means ± SD from three independent (n = 3) composite roots. No statistical significance was found.

and uninfected cells of pTdT-PvTPS9-RNAi nodules (Figure 3E)
were larger than the cells in control nodules (Figure 3D).

Ultra-thin sections of 21 dpi pTdT-PvTPS9-RNAi transgenic
nodules as well as nodules from control roots (A. rhizogenes
strain K599 and empty vector) were analyzed by transmission
electron microscopy (TEM, Figures 3F,J). Compared to controls
(Figures 3F,G,C), bacteroids contained in pTdT-PvTPS9-
RNAi nodules were considerably larger (Figures 3H,J,C).

These bacteroids accumulated higher amounts of poly-β-
hydroxybutyrate (PHB) in the cytoplasm (Figures 3F,G
compared to Figures 3H–J), a carbon polymer product of
glucose or starch assimilation employed by rhizobia as an energy
storage molecule that can be metabolized when other common
energy sources are not available.

As the plant carbohydrate supply has been proposed to
regulate nodule development, we explored whether differences
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FIGURE 3 | Size and structure of PvTPS9-RNAi transgenic nodules in Phaseolus vulgaris. (A) Diameter and total area (B) measurements of control and

PvTPS9-silenced nodules of composite bean plants. Data came from 27 nodules of each experimental condition. Results are means ± SD from three (n = 3)

independent experiments, and statistical significance was determined with an unpaired two-tailed Student’s t-test (**P < 0.01). (C) Length of resident symbionts in

control and PvTPS9-RNAi transgenic, infected cells. Data came from 9 (n = 9) independent transmission electron microscopy (TEM) samples and are direct

measurements. Statistical significance was determined with an unpaired two-tailed Student’s t-test (****P < 0.001). (D,E) Optical microscopy of a pTdT-DC-RNAi (D)

and a PvTPS9-RNAi (e) root nodule. (F–J) TEM of bacteroids in K599 (F), empty vector (G), and PvTPS9-RNAi nodules (H–J). Representative results are shown. CW,

cell wall; IC, infected cells; NIC, non-infected cells; Bd, bacteroids; Cyt, cytoplasm; PHB, poly-β–hydroxybutyrates.

in the soluble carbohydrate content of PvTPS9-RNAi and
control nodules could explain the morphological variations
observed in pTdT-PvTPS9-RNAi nodules. Remarkably, only
trehalose showed a significant reduction in PvTPS9-RNAi
nodules compared to controls.

Silencing PvTPS9 in Root Nodules
Produces a Deleterious, Systemic Effect in
Composite Bean Plants
In pTdT-PvTPS9-RNAi composite common bean plants
inoculated with R. etli strain CFN42, we observed a clear
reduction in leaf size compared to inoculated controls
(Figure S2). We quantified the leaf area (Figure 4A) and
the leaf biomass (Figures 4B,C) in these plants, and found
reductions of 36 ± 3% and 36 ± 5%, respectively. However,
the foliage of pTdT-PvTPS9-RNAi composite bean plants did
not show chlorosis (Figure S2), a common symptom in plants
subjected to environmental stresses. The reduction in leaf size
of pTdT-PvTPS9-RNAi composite common bean plants was not
caused by water deficit, based on comparisons of the relative
water content of pTdT-PvTPS9-RNAi- and control plants
(Figure 4D).

Remarkably, analysis of the trehalose content in leaves
of pTdT-PvTPS9-RNAi composite plants indicated a 30%
reduction of this carbohydrate compared to control plants
(Figure 4E), similar to that observed in root nodules (Figure 2C).
Unexpectedly, other soluble sugars such as sucrose, glucose and

fructose, did not show any change (Figure 4E). It has been
reported that Class II TPS gene expression responds to carbon
availability in A. thaliana (Ramon et al., 2009). Accordingly,
we determined the transcript levels of the common bean
Class II TPS gene family members, and found that PvTPS4,
PvTPS5, and PvTPS8 were up-regulated by 4-fold, 1-fold, and
3-fold, respectively (Figure 4F), whereas PvTPS7 and PvTPS9
were down-regulated by 2.1-fold and 1.2-fold (Figure 4F). The
remaining Class II TPS gene family members, PvTPS6 and
PvTPS10, did not significantly change in expression (Figure 4F).

DISCUSSION

In this work we used an in silico approach to identify trehalose
biosynthesis-related genes in the genome of common bean (P.
vulgaris L.) and found 10 TPS- and 9 TPP-encoding genes
(Table S2). A similar number is found in other plant species
(Avonce et al., 2010; Vandesteene et al., 2012). In P. vulgaris,
three of the TPS genes belong to Class I (PvTPS1-3), whereas the
other seven belong to Class II (PvTPS4-10) (Table S2). As in A.
thaliana, phylogenetic analysis of the TPS genes of common bean
revealed pairs of paralogous loci, such as PvTPS1 and PvTPS2,
PvTPS5 and PvTPS6, or PvTPS8, and PvTPS10. These paralogs
have been proposed to be the result of a recent whole-genome
duplication event (Figure 1A). By contrast, other genes, like
PvTPS9 or PvTPS7, are grouped in clades formed by monocot or
dicot species (Figure 1A), suggesting their presence in a common
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FIGURE 4 | Effect on leaves of P. vulgaris PvTPS9-RNAi transgenic roots. (A) Leaf area of composite plants. The results for leaf area are means ± SD from

three independent (n = 3) composite plants and statistical significance was determined with an unpaired two-tailed Student’s t-test (***P < 0.001). (B) Trehalose

content determination in leaves of PvTPS9-RNAi composite common bean plants. Results are means ± SD from three independent (n = 3) composite plants and

statistical significance was determined with an unpaired two-tailed Student’s t-test (***P < 0.001). (C) Leaf biomass determination. Dry leaf weights were obtained

from three independent (n = 3) composite common bean plants. The results are means ± SD and statistical analysis was determined with an unpaired two-tailed

Student’s t-test (**P < 0.01). (D) Relative water content (RWC) of leaves of composite plants. The results for RWC are means ± SD from three independent (n = 3)

composite plants. No statistical significance was found with an unpaired two-tailed Student’s t-test. (E) Soluble carbohydrate (fructose, glucose, sucrose, and

trehalose) quantification in leaves of composite plants. The results presented for soluble carbohydrate quantification in leaves of composite plants are means ± SD

from three independent (n = 3) composite plants, and statistical significance was determined with one-way ANOVA followed by Dunnett’s test (***P < 0.001). (F)

Relative gene expression levels of the P. vulgaris Class II TPS-encoding genes in 21 dpi (days post-inoculation) composite common bean plants. qPCR data came

from the foliage of three independent composite plants (n = 3) tested by technical triplicate and normalized to the expression of the Elongation factor 1–alpha

(PvEF1a) gene, and statistical significance was determined with an unpaired two-tailed Student’s t-test (*P < 0.05; **P < 0.01; ***P < 0.001). Plotted data are

expressed as log10 of the relative gene expression of control Class II TPS genes, and are shown as means ± SD.

ancestor (Avonce et al., 2010; Vandesteene et al., 2012; Schmutz
et al., 2014; Vlasova et al., 2016).

In common bean plants, all the TPS genes were expressed
either in different tissues or in different developmental
stages (Ramírez et al., 2005; Hernández et al., 2007, DFCI,
http://compbio.dfci.harvard.edu/tgi/). Nevertheless, PvTPS9 was
the most abundantly expressed TPS gene in functional nitrogen-
fixing root nodules (Figure 1B), a result also seen in other
studies (Ramírez et al., 2005; Hernández et al., 2007). Moreover,
the PvTPS9 pattern of transcript accumulation during nodule
development, compared to its expression in roots (Figure 1C)
strongly suggests that PvTPS9 plays an important role in nodule
function. Interestingly, several reports have shown that, although
Class II TPS proteins contain TPS and TPP domains, they do not
possess the corresponding enzymatic activities (Vogel et al., 2001;
Ramon et al., 2009; Avonce et al., 2010; Vandesteene et al., 2012;
Lunn et al., 2014).

To evaluate the possible role of this protein during root
nodule symbiosis, we silenced the expression of PvTPS9 in roots
of composite common bean plants infected with R. etli strain

CFN42. Compared to controls, PvTPS9-RNAi nodules showed a
reduction in PvTPS9 transcript levels below 80% (Figure 2A) and
a change in expression of most Class II TPS gene family members
(Figure 2B). This variation in gene expression coincided with a
significant decrease in the nodule trehalose content (Figure 2C).
Class II TPS gene expression responds to carbon availability in
A. thaliana (Ramon et al., 2009). Our data from PvTPS9-RNAi
composite common bean plants, in which the expression of most
of the Class II TPS family members has been modified, further
indicate that Class II TPS genes could have important roles in
carbon allocation.

Remarkably, a similar effect was observed in the foliage of
pTdT-PvTPS9-RNAi composite common bean plants inoculated
with R. etli strain CFN42 (Figures 4E,F), which displayed nearly
a 40% reduction in leaf size and leaf biomass compared to
controls (Figures 4A–D and Figure S2). This is not the first
time that organ-specific manipulation of trehalose metabolism
has affected the whole plant. We previously demonstrated that
silencing the expression of trehalase (PvTRE1) in root nodules of
composite common bean plants positively influences the rate of
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nitrogen fixation by increasing the number of active bacteroids
in transformed nodules by approx. 10-fold, which induces a
significant increase in the trehalose content in nodules and
in the foliage (Barraza et al., 2013). Trehalose and associated
metabolites are important systemic modulators of plant growth
and sugar signaling (Gómez et al., 2006, 2010; Schluepmann and
Paul, 2009; Wingler et al., 2012; Lunn et al., 2014). Therefore,
although we did not observe any change in metabolizable sugars
in PvTPS9-RNAi composite common plants (Figures 2C, 4E),
the reduction of trehalose may be responsible for altering the
metabolism of carbon in the whole plant, thus reducing plant
growth.

In this work we showed that PvTPS9-RNAi nodules, which
on average contained 30% less trehalose (Figure 2C), were
33% larger (Figures 3A,B) and displayed important structural
modifications, such as the enlargement of both infected
and uninfected cells, and a remarkable thickening of the
cell wall (Figures 3D,E). Furthermore, resident bacteroids of
these organs were considerably larger than their equivalents
in control nodules and contained a higher number of
poly-β-hydroxybutyrate (PHB) granules in their cytoplasm
(Figures 3H–J compared to Figures 3C, F, G). Although, the
precise roles of PHB metabolism in the legume-rhizobium
symbiosis are not completely understood, experimental evidence
indicates that PHB is biosynthesized and turned over rapidly
during active nitrogen fixation, and is extremely important for
rhizobia to regulate plant carbon flux (Lodwig and Poole, 2003;
Trainer et al., 2010). Even though the nitrogen fixation rate
in PvTPS9-RNAi nodules was not changed (Figure 2G), their
altered morphology suggests that the metabolism of trehalose
plays a pivotal role in nodule formation and development, and
affects the carbon metabolism in rhizobia.

Different lines of evidence suggest that most of the trehalose
accumulated in the nodule originates from the bacteria, rather
than from the plant (Müller et al., 2001; Suárez et al., 2008; López
et al., 2009; Vauclare et al., 2010). Thus, the changes observed
in the concentration of trehalose in composite PvTPS9-RNAi
and control plants could be explained by an adjustment in the
biosynthesis of trehalose by rhizobia in response to changes in
the carbon metabolism of the plant caused by variations in the
expression of the plant Class II TPS genes. Although, PvTPS9
encodes a Class II TPS, a well-known non-catalytically active TPS
or TPP protein (Ramon et al., 2009; Vandesteene et al., 2012;
Lunn et al., 2014), our data indicate that PvTPS9 plays a role in
the regulation of trehalose metabolism in the symbiotic nodule
and in consequence, of the whole plant.

VuTPS6, a Class II TPS gene fromVigna unguiculata, has been
reported to be regulated by the miRNA VumiR172b (Lu and
Yang, 2010). Interestingly, PvmiR172, a homolog of VumiR172,
is abundant during common bean nodulation (Peláez et al.,
2012 and Figure S4B of this work). Excitingly, a sequence
alignment of PvmiR172 and the transcript of PvTPS9, revealed
a possible recognition site in the coding region (Figure S4A).
The transcript abundance of the canonical target of miR172,
APETALA2 (PvAP2), shows an inverse correlation to that of
PvmiR172 during nodulation, an indication that PvmiR172
modulates the expression of PvAP2 in P. vulgaris (Mlotshwa

et al., 2006; Glazińska et al., 2009; Wollmann et al., 2010;
Grigorova et al., 2011; Zhu and Helliwell, 2011; Varkonyi-Gasic
et al., 2012). Here, we found that the PvTPS9 transcript was
associated with PvAGO1-complexes from 14 and 22 dpi nodules
along with PvAP2 and PvmiR172, despite the fact that 5′-RACE
analysis revealed no evidence of processing for the PvTPS9
transcript (Figure S4C). In contrast to PvAP2, however, PvTPS9
levels showed a direct (rather than inverse) correlation with
those of PvmiR172 (Figure S4B), suggesting there is no direct
regulation of PvTPS9 by PvmiR172 via mRNA degradation.
This miRNA may affect PvTPS9 by another type of regulation,
such as inhibition of translation (Voinnet, 2009; Rüegger and
Grosshans, 2012). Still, in p35S::ReTPS and PvTRE1-RNAi
transgenic nodules, where the trehalose content increased, we
also observed a significant reduction in the PvmiR172 abundance
(Figure S4D). This behavior is opposite to that in PvTPS9-RNAi
nodules (Figure S5), suggesting that the trehalose content has
a direct effect on the abundance of PvmiR172. Interestingly,
miR172 modulates nodule organogenesis in leguminous plants
(Wang et al., 2014; Holt et al., 2015; Nova-Franco et al., 2015).

We also monitored PvmiR172 and PvAP2 transcript
abundance in the foliage of PvTPS9-RNAi composite common
bean plants (Figures S3, S5). Here also, the level of PvmiR172
increased whereas the level of PvAP2 transcript decreased
(Figures S3, S5), supporting the idea that the trehalose content
modulates the expression of PvmiR172 in planta.

In conclusion, we propose that PvTPS9 plays a key role in
modulating trehalose metabolism in the symbiotic nodule and,
therefore, in the whole plant. Through such control, PvTPS9
influences nodule and plant development. Although, we found
no evidence for direct regulation of PvTPS9 by PvmiR172,
the fact that the trehalose content in symbiotic nodules alters
PvmiR172 abundance strongly suggests that PvTPS9 is indirectly
involved in regulating PvmiR172 expression. It is tempting to
speculate that PvmiR172 regulates PvTPS9 through translation
inhibition, forming a feedback regulatory loop.

AUTHOR CONTRIBUTIONS

AB was responsible for the experimental work and made
substantial contributions to conceptualization and design of the
study. Furthermore, he was involved in drafting the manuscript.
CC, GE, MV, and JR made substantial contributions to the
experimental work. JR, NA, CQ, FS, and CD made substantial
contributions to conceptualization and design of the study and
were involved in drafting the manuscript and revising it critically
for important intellectual content. FS and CD contributed
reagents/materials/analysis and CQ and CD gave final approval
for the version to be published.

FUNDING

AB was supported by a PhD scholarship (169219) from Consejo
Nacional de Ciencia y Tecnología (CONACYT)-México. This
research was partially supported by grants from CONACYT-
México (No. 177207) and from the Universidad Nacional

Frontiers in Plant Science | www.frontiersin.org 10 November 2016 | Volume 7 | Article 1589

http://www.frontiersin.org/Plant_Science
http://www.frontiersin.org
http://www.frontiersin.org/Plant_Science/archive


Barraza et al. PvTPS9 Modulates Trehalose in Nodules

Autónoma de México (Dirección General Asuntos del Personal
Académico PAPIIT No. IN206815) to CD.

ACKNOWLEDGMENTS

We thank Guadalupe Zavala and Xóchitl Alvarado-Affantranger
for technical advice, the Laboratorio Nacional de Microscopía
Avanzada (LNMA) at the Instituto de Biotecnología of the
Universidad Nacional Autónoma de México for the use of
equipment, and Paul Gaytán, Jorge Yañez and Eugenio López
for primer synthesis and DNA sequencing (Unidad de Síntesis
y Secuenciación de ADN at the Instituto de Biotecnología). All
authors are grateful to Jennifer M. Mach and Nancy R. Hofmann
at Plant Editors (www.planteditors.com) for their detailed and
professional editing of this manuscript.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: http://journal.frontiersin.org/article/10.3389/fpls.2016.
01589/full#supplementary-material

Figure S1 | Schematic representation of the PvTPS9 cDNA sequence. The

coding sequence (CDS) and the 3′untranslated region is shown in white boxes,

and the DNA fragment amplified by qPCR and the target region to be silenced by

RNAi are shown in green and red boxes, respectively. We also indicate the primer

sequence and position to measure PvTPS9 transcript abundance by qPCR and to

amplify the 300 bp DNA sequence used in our RNAi design.

Figure S2 | Control (A. rhizogenes K599) or PvTPS9-RNAi composite bean

plants. Photograph was taken at 21 dpi.

Figure S3 | PvmiR172, PvAP2, and PvTPS9 transcript abundance

determined in the different tissues of common bean plants by qPCR

assays. Data came from plant tissues (roots, nodules, leaves, seeds and pods) of

six independent (n = 6) biological replicates and shown as means ± SD.

Figure S4 | PvmiR172 expression could be regulated systemically by the

trehalose content in P. vulgaris plants. (A) Schematic representation of the

transcript sequence of PvTPS9 and the putative interaction with PvmiR172,

showing three mismatches near the central zone of PvTPS9. (B) PvmiR172

(circles), PvAP2 (triangles), PvTPS9 (squares) gene expression profile during

nodule development. qPCR data came from six independent (n = 6) wild-type

nodules, tested by triplicate and normalized to the expression level of the

Elongation factor 1-alpha (PvEF1a) gene. Plotted data are shown as mean ± SD.

(C) Anti-PvAGO1 RNA co-immunoprecipitation (IP). Total extracts of 14 or 21 dpi

wild-type nodules were divided in four parts and used for anti-PvAGO1

immunoprecipitation followed by RNA extraction and cDNA synthesis. qPCR data

came from three (n = 3) independent experimental replicas tested by triplicate and

normalized to the PvmiR2118 reference gene (Livak and Schmittgen, 2001). (D)

PvmiR172 abundance and trehalose content in control (A. rhizogenes K599) or in

p35S::ReTPS, PvTPS9-RNAi and PvTRE1-RNAi transgenic nodules of composite

bean plants. qPCR data came from nodules of six independent (n = 6) transgenic

roots. The statistical signficance was determined with an unpaired two-tailed

Student’s t-test (∗P < 0.05, ∗∗P < 0.01, ∗∗∗P < 0.001), and shown as

means ± SD.

Figure S5 | PvmiR172 and PvAP2 transcript abundance in leaves of

PvTPS9-RNAi composite common bean plants by qPCR assays. (A,B)

Statistical significance was determined with an unpaired two-tailed Student’s

t-test (∗P < 0.05; ∗∗∗P < 0.001). Plotted data are expressed as log10 of relative

gene expression of Class II TPS genes in the control composite common bean

plants and shown as means ± SD.

Table S1 | List of primers used in this work.

Table S2 | Class I, Class II, and Class III gene families involved in the

biosynthesis of trehalose in common bean (Phytozome v11,

http://www.phytozome.net; Mazorka,

http://mazorka.langebio.cinvestav.mx/blast/).
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