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Summary

� The genetic regulation underlying the effect of arsenic (As(III)) on the model symbiosis

Medicago–Ensifer was investigated using a combination of physiological (split-roots), micros-

copy and genetic (microarrays, qRT-PCR and composite plants) tools.
� Nodulation was very sensitive to As(III) (median inhibitory dose (ID50) = 20 lM). The effect

on root elongation and on nodulation was local (nonsystemic). A battery of stress (salt,

drought, heat shock, metals, etc.)-related genes were induced. Glutathione played a pivotal

role in tolerance/detoxification, together with secondary metabolites ((iso)flavonoids and

phenylpropanoids). However, antioxidant enzymes were not activated.
� Concerning the symbiotic interaction, molecular evidence suggesting that rhizobia alleviate

As stress is for the first time provided. Chalcone synthase (which is involved in the first step of

the legume–rhizobia cross-talk) was strongly enhanced, suggesting that the plants are biased

to establish symbiotic interactions under As(III) stress. In contrast, 13 subsequent nodulation

genes (involved in nodulation factors (Nod factors) perception, infection, thread initiation and

progression, and nodule morphogenesis) were repressed.
� Overexpression of the ethylene responsive factor ERN in composite plants reduced root

stress and partially restored nodulation, whereas overexpression of the early nodulin ENOD12

enhanced nodulation both in the presence and, particularly, in the absence of As, without

affecting root elongation. Several transcription factors were identified, which could be addi-

tional targets for genetic engineering aiming to improve nodulation and/or alleviate root

stress induced by this toxic.

Introduction

Arsenic (As) accumulates in the environment as a result of natural
and anthropogenic processes (Adriano, 2001; Smedley &
Kinniburgh, 2002), causing environmental and health problems
(Duker et al., 2005). Effects on plants include reduced seed ger-
mination and growth and increased sterility (Smith et al., 2010;
Garg & Singla, 2011; Rao et al., 2011). Impaired photosynthesis
leds to nutrient deficiencies and chlorosis (Ullrich-Eberius et al.,
1989; Mascher et al., 2002; Singh et al., 2006). At the cellular
level, As generates reactive oxygen species (ROS) and nitric oxide
(NO) (Mascher et al., 2002; Requejo & Tena, 2005; Rao et al.,
2011), whereas lipid peroxidation causes membrane damage
(Singh et al., 2006; Tuan et al., 2008).

Toxicity depends on the chemical species (As(III)) > (As
(V)) > organic species; Finnegan&Chen, 2012). Arsenate, chemi-
cally analogous to phosphate, is taken up by plants through root
phosphate absorption systems (Shin et al., 2004; Zhao et al.,
2009). Once inside the cell, As(V) replaces phosphate in

phosphorylation/dephosphorylation reactions (Nemeti et al.,
2010; Finnegan & Chen, 2012). Hence, As(V) is rapidly reduced
to As(III) by arsenate reductase (Ellis et al., 2006; Duan et al.,
2007). Furthermore, As(III) enters the plant via aquaglyceroporins
(Meharg & Jardine, 2003; Bienert et al., 2008; Isayenkov &
Maathuis, 2008; Ma et al., 2008; Zhao et al., 2009). Arsenite has a
great affinity for thiol groups of proteins and inhibits enzyme activ-
ities (Finnegan & Chen, 2012). This high affinity is the key for As
(III) detoxification in plants: after complexation with phytochela-
tins (PCs) and glutathione (GSH), it is transported into the vacu-
oles (Pickering et al., 2000; Schm€oger et al., 2000; Liu et al., 2010)
by the multidrug resistance-associated proteins MRP/ABCC1 and
MRP2/ABCC2 transporters at the tonoplast (Song et al., 2010;
Mendoza-C�ozatl et al., 2011). A small fraction of the As is
uploaded to the xylem, mediated by the silicon efflux transporter
Lsi2 (Ma et al., 2008), and translocated to the shoot. Other detoxi-
fication mechanisms include efflux of As(III) from the roots (Xu
et al., 2008), a process that is unclear (Smith et al., 2010). More-
over, methylated As species are found in plants, but their presence
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seems to be associated with microbial reactions (Raab et al., 2005;
Lomax et al., 2012). Arsenic also induces complex gene regulation
mediated bymicro-RNAs (Srivastava et al., 2013).

The legume–rhizobia interaction has attracted attention as a
consequence of its use in metal(loid) phytostabilization in pol-
luted soils (Pajuelo et al., 2011). Legumes combine moderate tol-
erance, accumulation in roots, low translocation to green tissues
and the ability to grow without additional nitrogen supply (Paju-
elo et al., 2007; Reichman, 2007; Dary et al., 2010). However, it
is important to determine the effect of metalloids on the symbio-
sis. Metal(loid)s decrease the biodiversity and activity of micro-
bial populations in soils, selecting resistant populations (Lakzian
et al., 2002; Broos et al., 2005; Wang et al., 2011). Arsenic resis-
tance mechanisms in bacteria include complexation with gluta-
thione/metallochaperones, efflux from the bacterial cell, arsenite
oxidation, anaerobic arsenate reduction, and methylation (Bhat-
tacharjee & Rosen, 2007).

Regarding legumes, many studies have reported that even low
As concentrations lead to a decrease in the number of nodules,
the efficiency of nodulation and/or symbiotic nitrogen fixation
(Reichman, 2007; Pajuelo et al., 2008; V�azquez et al., 2008;
Talano et al., 2012), which has been attributed to reduced rhizo-
bial infections (Pajuelo et al., 2008) or bacterial mobility (Talan-
o et al., 2012). However, data on the genetic basis of this
behaviour are scarce. Lafuente et al. (2010) reported low expres-
sion levels of several nodulin genes and reduced nodulation in
the presence of As. Nevertheless, a global transcriptomic analysis
has never been performed in legumes, although many transcrip-
tomic studies have been carried out in nonlegumes, such as
Arabidopsis thaliana (Abercrombie et al., 2008), rice (Oryza
sativa; Chakrabarty et al., 2009; Huang et al., 2012; Tripathi
et al., 2012a) and Brassica juncea (Srivastava et al., 2009). In this
work, several physiological and genetic investigations were per-
formed in order to examine the effect of arsenite on nodulation,
using the model legume Medicago truncatula and Ensifer (syn.
Sinorhizobium) medicae MA11. Ensifer medicae is considered a
better symbiont for M. truncatula, compared with Ensifer
meliloti 1021 (Terpolilli et al., 2008). Moreover, E. medicae is
more resistant to As (up to 10 mM As(III)) than E. meliloti (up
to 1 mM) (Yang et al., 2005; Pajuelo et al., 2008); thus, the
bacterial sensitivity to As will not be the limiting factor in the
legume–rhizobia interaction.

Materials and Methods

Plant growth conditions

Medicago truncatula (Gaertn.) (cv Jemalong) seeds were sterilized
and pregerminated as described previously (Lafuente et al.,
2010). Seedlings (0.5–1 cm root) were transferred to 1.5%
Buffered Nodulation Medium (BNM)-agar medium (Ehrhardt
et al., 1992) with or without 25 lM sodium arsenite and inocu-
lated with 100 ll of an overnight culture of E. medicae MA11 (c.
108 colony forming units ml�1). Plates were incubated at
22°C : 16°C and with light : dark 16 h : 8 h, with roots protected
from light.

Median inhibitory dose (ID50)

The effect of As(III) on germination, growth, nodulation and
chlorophyll content was evaluated using the median inhibitory
dose (ID50), which is the As(III) concentration needed to reduce
a particular parameter by half. For germination, sterilized seeds
were placed in 1.5% water-agar plates with increasing sodium
arsenite (0–200 lM). Germination was evaluated after 48 h. For
growth parameters and chlorophyll, noninoculated plants were
grown in plates containing BNM medium supplemented with
2 mM nitrate and arsenite (0–200 lM). After 20 d, shoot and
root length and biomass, and chlorophyll content (Harborne,
1984) were determined. For nodulation, pregerminated seeds
were transferred to BNM-agar medium (without nitrogen) with
0–35 lM sodium arsenite and inoculated with MA11. Nodules
were counted at 28 d post-inoculation (dpi).

Split-root system

A split-root system was used to determine whether the effect of
As on nodulation was local or systemic (see Supporting Informa-
tion Fig. S1 for a complete description). One of the root units
(the noninoculated half) was grown in BNM with 25 lM As(III).
The other half was grown in BNM without As and inoculated
with MA11. No nitrogen was added to either of the halves, in
order to avoid its inhibitory effect on nodulation. At 28 dpi, root
elongation and nodulation were evaluated.

Microscopy analysis of infection

Medicago truncatula plants were grown in the presence or absence
of 25 lM As(III) and inoculated with lacZ-labelled MA11. At
5 dpi, roots were harvested, fixed and stained with X-gal for
microscopy observation (Pajuelo et al., 2008).

RNA extraction and microarray hybridization

Plants were grown in four different conditions: noninoculated
roots in the absence of As; inoculated roots in the absence of As;
noninoculated roots in the presence of 25 lM As(III); and inocu-
lated roots in the presence of 25 lM As(III). Root RNA was
extracted from 5-dpi plants using TRIzol reagent (Sigma) and
20 lg was used for cDNA synthesis and Cy3- or Cy5-labelling,
using the BioScript Reverse Transcriptase Kit (Bioline, London,
UK), according to the manufacturer’s instructions. After RNA
hydrolysis with 0.2M NaOH and purification using CyScribe
GFX columns (GE Healthcare, Little Chalfont, UK), the label-
ling efficiency was checked (K€uster et al., 2004). Before hybrid-
ization, microarray slides were washed for 5 min in 0.1% (v/v)
Triton X-100, twice for 2 min in 0.01% (v/v) HCl, for 10 min in
0.1M KCl and for 1 min in MiliQ water. Slides were blocked for
15 min in QMT Blocking Solution (Quantifoil, Grobl€obichau,
Germany) containing 0.02% (v/v) HCl, rinsed in MiliQ water
for 1 min and dried by centrifugation (380 g for 3 min at room
temperature). Hybridization was performed in a hybridization
cassette (Arrayit Corp., Sunnyvale, CA, USA) in a sample volume
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of 44 ll DIG Easy Hyb solution (Roche) containing 1 ll of
salmon sperm DNA (Invitrogen). Samples were denatured for
5 min at 65°C before injection. After 18 h of hybridization at
42°C, slides were washed twice (for 1 and 5 min, respectively) in
29 SSC and 0.2% (w/v) SDS at 42°C; twice in 0.29 SSC and
0.1% (w/v) SDS at room temperature, both for 1 min; twice (for
2 and 1 min, respectively) in 0.29 SSC solution at room temper-
ature, and once in 0.059 SSC solution at 4°C for 1 min. Finally,
slides were dried by centrifugation as described above in this
section.

Microarray analysis

Mt16kOLI1Plus microarrays (Hohnjec et al., 2005) contain
16 086 70-mer oligonucleotide probes representing all tentative
consensus sequences (TCs) of the TIGR M. truncatula Gene
Index 5 plus 384 transcription factors and regulators (Moreau
et al., 2011) (available at EMBL-EBI: www.ebi.ac.uk/arrayex-
press/; accession number A-MEXP-138). Slides were scanned
using the Axon GenePix 4100A scanner and the GENEPIX PRO
6.0 software (Molecular Devices, Silicon Valley, CA, USA), fol-
lowing the manufacturer’s directions (Verdnik, 2004). Data files
were analysed using EMMA 2.0 software (Dondrup et al., 2003),
and spots analogous to background intensity levels or artifacts
were discarded. Locally weighted scattered-plot smoothing
(LOWESS) normalization was performed using a floor value of
20 and regulated genes were identified using t-statistics. To guar-
antee statistically significant differences, strong restrictions were
imposed: (1) at least eight out of 12 signals corresponding to the
same gene (3 replicates9 2 biological samples9 2 spots in each
array) had to fulfill the following criteria; (2) the deviation of the
signals had to be below P ≤ 0.05; and (3) all genes whose M val-
ues were between �1 and +1 were discarded, M being the binary
logarithm of the intensity ratio (I) in both channels
(M = log2(Ch1I/Ch2I)). Genes were regarded as significantly
overexpressed (M ≥ 1; P ≤ 0.05) or significantly inhibited
(M ≤�1; P ≤ 0.05) when their expression was ≥ 2-fold or ≤ 2-
fold the expression level in control conditions, respectively. Func-
tional visualization of gene expression was performed with MAP-

MAN (Thimm et al., 2004; Usadel et al., 2005), adapted for
Medicago genes by Goffard & Weiller (2006).

Real time qPCR

qRT-PCR was performed for 13 genes using the primers shown
in Table S1. Three independent RNA extractions of two inde-
pendent biological samples were prepared from 5-dpi inoculated
roots grown in the presence or the absence of 25 lM As(III),
using the RNeasy Plant Minikit (Qiagen, Venlo, the
Netherlands). Genomic DNA removal and reverse transcription
were performed using the QuantiTect Reverse Transcription Kit
(Qiagen). qPCR was performed as described previously (Lafuente
et al., 2010), using three constitutively expressed genes (Msc27
(Microcallus suspension gene-27), c-tubulin and the translation
initiation factor 5A-2) for normalization (Gallardo et al., 2007;
Lafuente et al., 2010).

Overexpression of selected genes in composite plants

Generation of Medicago truncatula composite plants expressing
the ethylene responsive factor ERN and the early nodulin
ENOD12 in roots The ERN and ENOD12 genes from
M. truncatula, amplified with primers described in Table S1,
were cloned into pMF-2 (Merchan et al., 2007) and electroporat-
ed into Agrobacterium rhizogenes ARquaA1 (Boisson-
Dernier et al., 2001). The empty vector was transformed as a con-
trol. After selection for kanamycine resistance (25 lg ml�1), the
positive clones were confirmed by PCR.

Medicago truncatula seedlings (n = 30) were cut c. 5 mm
from the root tip and inoculated with A. rhizogenes carrying
pMF2, pMF2-ERN or pMF2-ENOD12. Inoculated seedlings
were placed in square plates containing Fahraeus medium
(Fahraeus, 1957) with kanamycine (25 lg ml�1) for 3 d, and
subsequently transferred to plates with BNM medium, con-
taining or not containing 25 lM sodium arsenite and inocu-
lated with 100 ll of MA11. After incubation at 22°C : 16°C
with light : dark 16 h : 8 h for 1 month, root length inhibition
and nodule number were determined in individual plants.
Results were computed in plants with positive PCR amplifica-
tion (n = 19–25).

Statistical analysis

Statistical analysis was performed using Microsoft Office Excel
2007 and PASW 18 (IBM SPSS Statistic, Armonk, NY, USA). For
physiological results and nodulation, data are mean� SE for 50
plants. For qRT-PCR, data are mean� SE for three replications
of two independent biological samples. Significant differences at
P < 0.05 are indicated by different letters in Table 2 and Fig. 10.

Results

Response of theMedicago truncatula–Ensifer medicae
interaction to arsenite

The effect of arsenite was determined using the ID50 (Table 1).
Germination was less affected by As(III) compared with growth
parameters and nodulation. In general, shoot growth was severely
affected, although chlorophyll content remained high at the con-
centrations used. In particular, the number of nodules was very

Table 1 Median inhibitory concentration (ID50) for nodulation, growth
and physiological parameters ofMedicago truncatulawith the microsym-
biont Ensifer medicaeMA11 in the presence of arsenic (As(III))

Parameter ID50 for As(III) (lM)

Seed germination (48 h) 125
Shoot length (20 d) 40
Shoot biomass (20 d) 60
Chlorophyll (20 d) > 125
Root length (20 d) 50
Root biomass (20 d) 80
Number of nodules (28 d) 20
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sensitive to low As doses (ID50 20 lM), indicating that nodula-
tion was the most sensitive process.

A hydroponic split-root system was developed, in which half
of the root was incubated in the presence of arsenite, and the
other half was inoculated. Results (Fig. 1, Table 2) showed strong
root growth inhibition in the exposed half, whereas the unex-
posed half grew normally, indicating a local effect of As(III) on
root elongation. Moreover, the presence of As(III) in one side did
not affect the number of nodules induced in the other side, sug-
gesting a local (nonsystemic) effect of arsenite on nodulation.

Transcriptomic analysis of the interaction ofMedicago
truncatula–Ensifer medicae in the presence of arsenic

In order to identify the genes modulated by As(III) during the
rhizobia–legume interaction, three hybridizations were per-
formed (depicted in Fig. 2). Hybridization 1 compared noninoc-
ulated plants grown in the presence versus the absence of As.
Hybridization 2 compared inoculated plants grown in the pres-
ence versus the absence of As. Hybridization 3 compared inocu-
lated and noninoculated plants, both grown in the presence of
As. A fourth hybridization (inoculated versus noninoculated
plants in the absence of As) was performed previously (i.e. Mitra
et al., 2004; Lohar et al., 2006).

Hybridization 1 This hybridization identified genes involved
in the response to As(III), independently of nodulation. On
the basis of the very restrictive conditions for microarray analy-
sis, 5097 genes were discarded. A total of 263 genes showed
increased expression levels (≥ 2-fold) and 528 genes displayed
reduced expression levels (≤½-fold) in the presence of As(III).
The complete list of affected genes is available in the EMBL
database (access number E-MTAB-1723), whereas Table S2
shows genes up- or down-regulated more than 5-fold. Genes
were manually classified in seven function categories (Fig. 3a).
Among the over-expressed genes, the most remarkable finding
was the high abundance (20%) of stress response genes, partic-
ularly those involved in the response to abiotic stress (82% of
them). These genes included those encoding peroxidase ATP5a,
glutathione-S-transferase (GST), a germin-like protein similar
to that induced by As in rice (Tripathi et al., 2012a) and 1-
pyrroline-5-carboxilate synthase (P5CS) involved in proline
synthesis, an amino acid involved in stress responses (Szabados
& Savour�e, 2010). Among the repressed genes, those involved
in cell wall architecture constituted 11%, including genes
encoding pectin-esterase inhibitors, extensins and cell-wall spe-
cific peroxidases. Substantial remodelling of the cell wall is
known to occur upon metal stress, with the purpose of
strengthening the cell wall and protecting cells against metals
(Passardi et al., 2005; Krzesłowska, 2011). Other inhibited
genes were those related to photosynthesis, including the gene
encoding the RuBisCo small subunit, although the significance
of these results in roots is unknown.

Table 2 Results for the split-root system developed to analyse the effect of
arsenic on nodulation and root growth ofMedicago truncatula plants inoc-
ulated with Ensifer medicaeMA11

Control Arsenic

�As MA11 +As MA11

Root length 9.1� 0.7a 9.4� 0.8a 5.2� 0.4a 12.7� 1.1b

Number of nodules 0 2.8� 0.2a 0 3.0� 0.4a

In the control, half of the root system was grown in the absence of arsenic
(without inoculation) and the other half was inoculated (in the absence of
As). In the arsenic treatment, half of the root system was grown in the
presence of 25 lMAs(III) (without inoculation) and the other half was
inoculated (in the absence of As). Twenty-eight days after inoculation,
plants were harvested and the root length and the number of nodules
were determined. Data are mean� SE (n = 20 plants). Different letters
indicate significant differences at P < 0.05.

Fig. 1 Effect of arsenic (As) on nodulation and root growth ofMedicago

truncatula plants inoculated with Ensifer medicaeMA11 determined in a
split-root system. CONTROL, half of the root system was grown in the
absence of 25 lMAs(III) (–As), and the other half was inoculated with
E. medicaeMA11 and grown in the absence of arsenite (MA11).
ARSENIC, half of the root system was grown in the presence of As (+As),
and the other half was inoculated with E. medicaeMA11 and grown in the
absence of arsenic (MA11). Arrows indicate the nodules.

Fig. 2 Scheme depicting the three hybridization developed during this
work: hybridization 1 compares non-inoculated roots grown in the
presence vs the absence of As(III). Hybridization 2 compares inoculated
roots grown in the presence vs the absence of As. Hybridization 3
compares inoculated vs non-inoculated roots, both in the presence of As.
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It is worth noting that, in spite of plants being not inoculated,
5% of overexpressed genes were related to nodulation, in particu-
lar, isoflavone 7-O-methyl transferase and chalcone synthase
(8.4-fold and 6-fold induced, respectively). These genes are
involved in the synthesis of (iso)flavonoids, molecules that act as
signals for plant–bacteria recognition, and may reflect the ten-
dency of the plant to establish symbiotic relationships under
stress conditions. By contrast, nodulation genes involved in later

events were repressed (a nodule-specific cysteine-rich peptide 62
involved in nodule morphogenesis, and the early nodulins from
Medicago truncatula MtN12A (nodulin 12A), MtN12B (nodulin
12B) andMtN22 (nodulin 22). These results suggested that, even
though the plant secreted flavonoids for plant–bacteria recogni-
tion, nodulation was not further prioritized.

A deeper analysis was performed in order to identify meta-
bolic pathways affected by As(III). In addition to being one

(a)

(c)

(b)

Fig. 3 Manual classification of transcription profiling data fromMedicago truncatula for hybridizations 1 (a), 2 (b) and 3 (c). Seven different categories
were established for both up- and down-regulated genes: general metabolism, gene regulation, cell wall and cytoskeleton architecture, plant development,
nodulation, stress response, and unknown function.
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of the main ROS-scavenging metabolites in plants, glutathione
is the precursor of phytochelatins, the main peptides involved
in complexation of As(III) (Briat, 2010). Synthesis of glutathi-
one is strongly dependent on sulphur (S) supply; hence, the
pathway of sulphate assimilation was activated (Fig. 4a),
including a high-affinity sulphate transporter and ATP-sul-
phurylase, which are known to be involved in As tolerance
and accumulation (Wangeline et al., 2004; Nocito et al., 2006;
Reid et al., 2013). Moreover, the ABC-type transporter
involved in the transport of glutathione complexes into the
vacuole (Ghosh et al., 1999) was activated. This is the main
detoxification pathway for As(III) (Zhao et al., 2009). By con-
trast, the silicon aquaporin at the plasma membrane, NIP2-1
(Numerous Infections and Polyphenolics 2-1), which is similar
to Lsi1 (Low Silicon transporter 1) in rice (Ma et al., 2006),
was 2.1-fold down-regulated. This aquaporin represents the
main entrance mechanism of arsenite into the cell (Ma et al.,

2008), indicating that the plant blocked arsenite entry into
roots.

The bioinformatic tool MAPMAN was used to find pathways co-
regulated by As. Some genes involved in cell wall architecture were
repressed, as well as those involved in the light and dark reactions
of photosynthesis, and starch metabolism (Fig. 4b). We investi-
gated whether the network of redox enzymes involved in ROS
scavenging may be affected. Genes involved in the ascorbate–glu-
tathione cycle were down-regulated, including glutathione peroxi-
dase, dehydroascorbate reductase, ascorbate oxidase, ascorbate
oxidase promoter-binding protein (AOBP) and chloroplastic
superoxide dismutase (between 2- and 3-fold repressed). Other
enzymes involved in this cycle, such as glutathione reductase and
monodehydroascorbate reductase, did not show significant
changes. In addition, several peroxidases involved in H2O2 scav-
enging were 4–5-fold down-regulated. These results suggested that
antioxidant enzymes are not involved in the arsenite response in

(a) (b)

Fig. 4 Most relevant results in hybridization 1 (noninoculatedMedicago truncatula in the presence versus the absence of arsenic (As)). (a) Pathway
showing sulphate assimilation, glutathione and proline synthesis, xenobiotic complexation and the glutathione-ascorbate cycle (modified from Rausch &
Wachter, 2005 with permission). The numbers and letters indicate the enzymes and transporters involved in this pathway: A, aquaporin; B, sulphate high-
affinity transporter; C, vacuolar ABC transporter (ATP-binding cassette transporter); 1, ATP sulphurylase; 2, APS (adenosin 50-phosphosulfate) reductase;
3, sulphite reductase; 4, serine transacetylase; 5, O-acetylserine(thiol)lyase; 6, c-glutamylcysteine synthetase; 7, glutathione synthetase; 8, glutathione
transferase; 9, phytochelatin synthase; 10, dehydroascorbate reductase; 11, monodehydroascorbate reductase; 12, ascorbate peroxidase; 13, glutamine
synthetase; 14, pyroline-5-carboxilate synthetase; 15, pyroline-5-carboxilate reductase; AA, ascorbic acid; As(III), arsenite; X, xenobiotic. Red up-arrows
indicate over-expressed genes. Green down-arrows indicate repressed genes. (b) Diagram showing the MAPMAN analysis of the transcript data. Above,
general metabolism overview. Below, abiotic stress and redox response, phenylpropanoid and flavonoid metabolism, and glutathione S-transferase,
cytochrome P450 and peroxidase enzyme families. AA, ascorbic acid; DHA, dehydroascorbate; gamma-EC, gamma glutamyl cysteine; GSH, reduced
glutathione; GSSG, oxidized glutathione; MDHA, monodehydroascorbate; PC, phytochelatin; P5C, pyroline-5-carboxylate.
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this plant, similar to findings reported in rice exposed to As(V) and
As(III) (Chakrabarty et al., 2009), where only the oxidized species
As(V) induced genes involved in oxidative stress. By contrast, pre-
vious studies in maize (Zea mays; Requejo & Tena, 2005) showed
similar stress regulation by As(V) and As(III).

In contrast to antioxidant enzymes, genes involved in secondary
metabolism were highly induced by As(III) (Fig. 4b), in particular
several genes involved in the synthesis of (iso)flavonoids (i.e. isof-
lavone-7-O-methyltransferase, glucosyltransferase, O-diphenol-
O-methyltransferase, naringenin chalcone synthase and the SRG1
(SENESCENCE-RELATED GENE 1) protein). In addition to
their role in the plant–bacteria interaction, flavonoids contain aro-
matic rings involved in ROS scavenging (Pietta, 2000; Michalak,
2006). Phenylpropanoid synthesis was also enhanced (for exam-
ple, N-hydroxycinnamoyl/benzoyl transferase andO-diphenol-O-
methyl transferase were up-regulated); this pathway was induced
in plants by abiotic and biotic stresses, such as ozone exposure, low
nutrient concentration, and pathogen or herbivore attack (Vogt,
2010).

Hybridization 2 Hybridization 2 identified genes involved in
the effect of As(III) on the symbiotic interaction. On the basis of
the restrictive criteria, 4177 genes were discarded, 124 genes were

over-expressed and 128 genes were inhibited (access number
E-MTAB-1723). Table S3 shows genes over-expressed or down-
regulated by more than 4-fold. Manual classification (Fig. 3b)
showed significant differences in genes involved in stress response
and nodulation. After comparison of hybridizations 1 and 2
(Fig. 3a,b), much fewer stress genes were found to be induced
(29 versus 62). These results indicated protection, conferred by
the inoculum, from the stress caused by As(III) in roots. Induced
genes (Table S3) included a sulphate transporter (2.2-fold), GST
(5.9-fold) and an ABC transporter (2.4-fold), all of which are
involved in As detoxification. Furthermore, the gene coding for
Rab genarylgeranyl transferase, which is involved in the cadmium
(Cd) response, and Nramp1 (natural resistance-associated
macrophage protein 1), which is a root-specific metal transporter
(Xiao et al., 2008), were up-regulated by 2–2.5-fold. Other
stress-related genes were those encoding P5CS (which is involved
in proline synthesis), type A cytochrome P450 monooxigenase,
NADP-dependent oxidoreductase P2 (which has activity against
toxic substrates and participates in plant antioxidant defence) and
STO (which is involved in salt tolerance), and other genes related
to cold acclimation or heat shock. In contrast to those involved
in abiotic stress, whose expression was generally enhanced, genes
related to biotic stress were in general inhibited (Table S3),

(a) (b)

Fig. 5 MAPMAN analysis ofMedicago truncatula transcript data of hybridizations 2 (a) and 3 (b). Above, general metabolism overview. Below, abiotic stress
and redox response, phenylpropanoid and flavonoid metabolism, and glutathione S-transferase, cytochrome P450 and peroxidase enzyme families. OPP,
oxidative pentose phosphate pathway.
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including the pathogenesis-related proteins 4A and 1 (8.2-fold
and 5.4-fold repressed, respectively).

Concerning nodulation, 25% of the down-regulated genes
belonged to this category. Only two nodulation genes were
up-regulated, chalcone synthase and EST433218, an
M. truncatula expressed sequence tag (EST) highly induced in
roots 24 h after inoculation (VandenBosch et al., 2000). With
these exceptions, nodulation genes constituted one of the largest
categories of repressed genes, including several leghaemoglobin
sequences (from 15.6- to 10.9-fold repressed), Nodulin 25, which
is expressed in the peribacteroid space (Kiss et al., 1990) (14.3-
fold down-regulated), and the nodulin MtN21 (2.6-fold inhib-
ited).

The MAPMAN tool revealed that, in general, plant metabolism
seemed to be less affected by As(III) when the plant was inocu-
lated in comparison to hybridization 1; in particular, cell wall
architecture, photosynthesis and carbohydrate metabolism were
less affected (Fig 5a). Expression of genes involved in the response
to abiotic stress and in the pathway of phenylpropanoid biosyn-
thesis was enhanced, but flavonoid biosynthesis, which was previ-
ously induced in hybridization 1 (Fig. 4b), was no longer
activated in inoculated plants. These results suggested that the
presence of the bacteria could alleviate the stress produced by
arsenite.

Hybridization 3 This third array was designed to analyse the
effect of inoculation on the transcriptome of already As-stressed
plants. This hybridization can be considered the ‘subtraction’ of
hybridization 2 from hybridization 1. In total, 4509 genes were
discarded, 146 genes were up-regulated and 61 genes showed
reduced expression (access number E-MTAB-1723; Table S4).
Compared with the other two hybridizations, hybridization 3
showed the minimum number of affected genes, suggesting that
the symbiotic interaction induced fewer transcriptomic changes
compared with As stress. The overall results (Fig. 3c) showed that
15% of the total number of up-regulated genes (26 genes)
belonged to the stress response category, most of which were
involved in pathogenesis, including the pathogenesis-related pro-
tein PR-1 and the pathogen-induced calmodulin-binding protein
(3.1- and 2.1-fold induced, respectively). It is known that first
stages of the symbiotic interaction share common signalling
pathways with pathogenesis (Hentschel et al., 2000; Samac &
Graham, 2007). ACC oxidase, which is involved in the ethylene
response, was 5.7-fold up-regulated. A GST sequence was 3.1-
fold up-regulated. Some members of the GST family were up-
regulated in inoculated roots of M. truncatula 24 hpi (Lohar
et al., 2006).

In spite of the presence of As, there was induction of genes
related to the early stages of nodulation, including isoflavone-7
-O-methyltransferase (flavonoid synthesis) (2.3-fold), LysM
(lysin motif) receptor kinase (involved in Nod-factor perception)
(17.5-fold), and genes involved in the progression of the infec-
tion thread (nodulins N6, MtN15 and MtN19) (between 2- and
4-fold). Moreover, E3 ubiquitin-protein ligase (CERBERUS),
which is involved in the early steps of infection thread formation
(Yano et al., 2009), was 5.7-fold overexpressed. These data are

similar to those found in transcriptomic analysis of legume nodu-
lation in the absence of arsenite (Mitra et al., 2004; Lohar et al.,
2006), demonstrating that plants try to get the symbiotic interac-
tion started even in the presence of As. By contrast, MtN21, a
transporter induced during nodule development (Gamas et al.,
1996), and involved in late stages of nodulation (Hakoyama
et al., 2012), was 2.4-fold down-regulated.

Genes in the general metabolism category were strongly
repressed in hybridization 3, with 40% of down-regulated genes
in this category. Most of the genes involved in the dark and light
phases of photosynthesis were inhibited; that is, those encoding
chlorophyll a/b-binding protein, the RuBisco small subunit and
6,7-dimethyl-8-ribityllumazine synthase (3.9-fold, 2.9-fold and
2.4-fold, respectively) (Fig. 5). The effects of these genes in root
tissues is unknown. MAPMAN also revealed the up-regulation of
several genes involved in the cell wall, for example, a nonspecific
lipid-transfer protein (8.6-fold), an expansin (5.1-fold), and a
pectin-esterase (5.0-fold). Whether these genes may be involved
in infection thread growth is unknown. In contrast to hybridiza-
tions 1 and 2, a number of peroxidases were induced, which must
be related to nodulation, as both roots compared in hybridization
3 were in the presence of As. It is known that ROS participate in
various stages of nodule development, from infection to
senescence (Chang et al., 2009).

Validation of the microarray results

The abovementioned results were further confirmed by qRT-
PCR. In particular, we focused on nodulation genes and the
stress response. Data from qRT-PCR (Fig. 6a) confirmed that
the isoforms Ln2-1 and GST-T3 of GST were up-regulated 10.5-
and 2.1-fold, respectively. Expression of the gene encoding the
ABC transporter putatively involved in the transport of the xeno-
biotic into the vacuole was 1.6-fold enhanced; that of the root-
specific metal transporter gene Nramp1 was increased by 2.0-
fold; that of the salt-tolerant protein gene STO was 3.2-fold
enhanced; and that of the peroxidase gene PRX2 was 1.7-fold
increased. Results showed a strong increase in the expression of
FBL4 (F-box/LRR-repeat protein 4), a gene that encodes a pro-
tein of the F-box family containing 19 leucine-rich repeats with
ubiquitin-protein ligase activity (Xiao & Jang, 2000). By con-
trast, the qRT-PCR data confirmed that most of the nodulation
genes were repressed, except for chalcone synthase which was
3.8-fold over-expressed, suggesting enhanced synthesis of flavo-
noids needed for the plant–rhizobia interaction. In fact, a micro-
scopic observation of the root revealed profuse bacterial
attachment to the entire root surface in the presence of As(III)
(Fig. 6c). However, very few infection threads were observed. In
contrast, control roots showed frequent root hair curling and
infection thread initiation (Fig. 6b). These results are supported
by genetic data, as most of the subsequent nodulation genes were
repressed (Fig. 6a): Enod12 (3.3-fold), N21 (1.7-fold), N9 (1.1-
fold) and leghaemoglobin (3.8-fold). Moreover, ERN (homolo-
gous to Arabidopsis thaliana AP2/ERF transcription factor
RAP2-11), which is involved in the ethylene response during
nodulation (Penmetsa & Cook, 1997; Middleton et al., 2007),
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was 10-fold inhibited (Fig. 6a), and is a putative candidate for
genetic engineering.

Meta-analysis of genes modulated by As(III) during the
Medicago truncatula–Ensifer medicae symbiotic interaction

An analysis by hierarchical clustering was performed to identify
genes that were co-regulated by arsenite and rhizobia. Gene
expression profiles were compared pairwise and hierarchically
clustered arbitrarily into 10 clusters (0–9) containing genes show-
ing similar expression trends (Fig. 7a).

Cluster 0 included 104 genes over-expressed in hybridizations
1 and 2 and showing no significant differences in hybridization 3
(Fig. 7b). Thirty-four per cent of these genes were directly
involved in the stress response (GST, the peroxidase P5a,
Nramp1 and P5CS). In general, these genes showed higher
expression in hybridization 1 (noninoculated plants) than in
hybridization 2 (inoculated plants), again indicating the protec-
tion exerted by rhizobia. Five per cent of them were transcription
factors, including a homeodomain transcriptional regulator and a
bHLH (basic helix-loop-helix) transcription factor.

The 388 genes in cluster 1 showed moderate induction in the
three hybridizations (Fig. 7c), and were co-regulated by both As
and rhizobia. Twenty-seven per cent of the genes were stress-
related (GST, STO, several metal transporters and a P450 cyto-
chrome monooxygenase). The most remarkable finding in this
cluster was that 19% of the genes were transcription factor genes

belonging to the BZIP (Basic Leucine Zipper domain), MYB
(Myeloblast DNA-Binding Domain) and bHLH (basic helix-
loop-helix domain) families.

Cluster 2 included 161 genes which showed no significant
changes in hybridizations 1 and 2 and moderate over-expression
in hybridization 3, suggesting that they responded more to inocu-
lation than to the presence of As. Hence, they were not further
considered.

Cluster 3 included 332 genes showing moderate induction in
hybridizations 2 and 3, without significant differences in hybrid-
ization 1 (Fig. 7d). This cluster contained genes induced in the
presence of the microsymbiont (chalcone synthase, chalcone
reductase, the pathogenesis-related protein (PRP) gene PRP4,
ENODL8 and ENOD18). Three per cent of the genes encoded
transcription factors.

Cluster 4 contained 565 genes showing minor overexpres-
sion in the three hybridizations which were not further consid-
ered.

Cluster 5 included 571 genes showing slight induction in
hybridization 1 and nonsignificant changes in hybridizations 2
and 3. These genes, related to stress independently of the pres-
ence of bacteria, were not further investigated.

Cluster 6 contained 187 genes with moderate inhibition in the
three hybridizations (Fig. 7e). These genes were negatively
co-regulated by As and rhizobia. In this cluster, 23% of the genes
were related to the cell wall, including cellulose synthase and
xyloglucan endotransglucosilase/hydrolase. The early nodulins

(a)

(c)(b)

Fig. 6 Real-time RT-PCR confirmation of
Medicago truncatulamicroarray data and
microscopic observation of inoculated roots
in the presence versus the absence of arsenic
(As). (a) Expression levels of nodulation and
stress response genes in the presence of
25 lMAs(III) compared with the absence of
metalloid, both in Ensifer medicaeMA11
inoculated roots. Data are the mean + SE of
two independent samples and three
replicates of each. Below, microscopic
analysis ofM. truncatula roots with a lacZ-
labelled strain in the absence (b) and the
presence (c) of 25 lMAs(III). Ln2-1,
glutathione transferase 2-1; GST-T3,
glutathione transferase T3; ABC, glutathione
ABC transporter; Nramp1, natural resistance-
associated macrophage protein 1; STO, Salt
Tolerance Protein, PRX2, peroxidase 2; FBL4,
F-box/LRR-repeat protein 4; CHS, chalcone
synthase; RAP2.11, AP2/ERF transcription
factor; Enod12, early nodulin 12; N21,
nodulin 21; N9, nodulin 9; Lg,
leghaemoglobin.
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MtN9 and ENOD12, which are involved in infection thread pro-
gression, belonged to this cluster. In addition, two nodule-spe
cific cysteine-rich peptides, 111 and 319, putatively involved in
nodule morphogenesis (Van de Velde et al., 2010), were found.
Notably, the nitrate transporter at the plasma membrane was
inhibited both by As and in inoculated plants.

Cluster 7 contained 600 genes showing nonsignificant differ-
ences in hybridizations 1 and 3, and repression in hybridization 2
(Fig. 7f), and included genes affected by As only in inoculated
plants. In addition to the nitrate transporter (cluster 6), nitrite
reductase and ferredoxin-NADP reductase were repressed, indi-
cating inhibition of the nitrate assimilatory pathway. The two
most important groups were nodulation genes and transcription
factors. Nodulation genes included MtN25 (expressed in the
peribacteroid space), MtN21 (a nodule-specific transporter),
MtENOD16 (involved in signal transduction during nodulation),
MtN29 (with unknown function), MtEnod8.1 (involved in lipid
metabolism during nodulation), leghaemoglobin and several
cysteine-rich peptides involved in nodule morphogenesis. This
category included several transcription factors (of the zinc finger,
WRKY (Worky DNA binding proteins) and RAV (Related to
ABI3/VP1 transcription factors)-like families) and the ethylene-
responsive transcription factor ERN.

Cluster 8 contained 727 genes (showing weak inhibition
in hybridization 1) which were related to the stress response,

independently of the presence of bacteria, and were not further
considered.

Cluster 9 contained 1010 genes showing minor inhibition in
the three hybridizations.

Identification of genes playing central roles in stress and
nodulation

Venn diagrams were generated from the results for the three
arrays, in order to identify genes that were jointly induced
(Fig. 8a) or repressed (Fig. 8b). Comparison of hybridizations 1
and 2 showed 32 genes that were jointly up-regulated, 12 of
them related to stress (e.g. GST, VuP5CS, STOARATH and an
ABC transporter protein). In contrast, 10 genes were jointly
down-regulated, four of which are involved in cell wall synthesis
(extensin-like protein, cellulose synthase and pectin esterase).
After comparison of hybridizations 1 and 3, results showed 10
jointly up-regulated genes (including three transcription factor
genes of the bHLH and Myb families) and four jointly repressed
genes (including a gene encoding RuBisCo and a gene with
homology to At1g54780, which is involved in photosystem II
repair). Comparison of hybridizations 2 and 3 showed 16
up-regulated genes (GST, a cytochrome P450 and two transcrip-
tion factor genes belonging to the bHLH and Myb families) and
seven repressed genes, including the protein UPF0603 (involved

(a)

(c)

(e)

(b)

(d)

(f)

Fig. 7 Pairwise comparison and hierarchical
clustering ofMedicago truncatula gene
profiles of the three hybridizations. (a) Genes
were arbitrarily grouped into 10 clusters.
(b–f) Expression levels of the genes included
in clusters 0, 1, 3, 6 and 7, respectively.
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in photosystem II repair) and the nodulin MtN21, a vacuolar
membrane iron transporter needed for the symbiosome and/or
bacteroid differentiation (Hakoyama et al., 2012).

Only four genes (Table 3) were up-regulated simultaneously in
the three hybridizations, including two transcriptions factor genes
of theMYB and bHLH families, and a member of the nonspecific
lipid-transfer protein (nsLTP) superfamily. A member of this
superfamily (MtN5) is implicated in the epidermal stages of the
Rhizobium–host interaction (Pii et al., 2012). In the same con-
text, a wound-induced protein (TC91910) located at the central
position of the Venn diagram was described as a molecular
marker for nodule organogenesis (Jim�enez-Zurdo et al., 2000).
Only two genes were jointly down-regulated in the three hybrid-
izations (Table 3), which could occupy a central role in the
response of the symbiotic interaction to As(III).

Overexpression of selected genes in composite plants

In order to assess the functions of some of the selected genes,
composite plants, in which only the root part is transgenic upon
infection with A. rhizogenes (Boisson-Dernier et al., 2001), were
generated. This tool is widely used for demonstration of gene
function in M. truncatula, especially for processes occurring in
the roots (Cerri et al., 2012; Z�elicourt et al., 2012). Two genes
were selected in order to improve nodulation, reduce root stress,
or both: the ethylene-responsive transcription factor gene related
to nodulation ERN (Middleton et al., 2007; Cerri et al., 2012),
belonging to cluster 7 and the early nodulin ENOD12, belong-
ing to cluster 3. Composite plants expressing ERN (Fig. 9)
showed no statistically significant differences in shoot parame-
ters (biomass and number of trifolii) as compared with control

Fig. 8 Comparison by Venn diagram of
genes jointly up-regulated or down-
regulated by As(III) and rhizobia inMedicago
truncatula. The intersections in the Venn
diagram show genes up- or down-regulated
in two or three hybridizations simultaneously.

Table 3 Medicago truncatula genes jointly induced or repressed in the three hybridizations, which occupy the central position of Venn diagrams

Gene Description Reference

Up-regulated Consensus sequence Basic helix-loop-helix
dimerization domain
(bHLH)

Superfamily of transcription factors that bind,
as dimers, to specific DNA target sites.
Important regulatory components in diverse
plant biological processes

Toledo-Ortiz et al. (2003)

(TC91910) Putative wound-induced
protein (Medicago sativa)
(97% identity)

Sequence described as a molecular marker
for organogenetic pathways acting in alfalfa
(Medicago sativa) nodule development

Jim�enez-Zurdo et al. (2000)

Consensus sequence Myb-DNA binding domain Superfamily of transcription factors involved
in cell cycle, the identity and fate of plant
cells, and secondary metabolism

Stracke et al. (2001)

(TC85431) Nonspecific lipid-transfer
protein precursor (100%
identity to chickpea (Cicer
arietinum) NLTPCICAR)

Family of small cysteine-rich lipid-binding
proteins that play a key role in plant
resistance to biotic and abiotic stress, in
particular, in plant defence mechanisms
against phytopathogenic bacteria and fungi
and, possibly, in the assembly of
hydrophobic protective layers of surface
polymers. Many of them act as potent allergens

Breiteneder & Mills (2005);
Salcedo et al. (2007)

Down-regulated (TC76733) Pectinesterase Ubiquitous cell-wall-associated enzyme that
presents several isoforms that act in the
modification of cell walls via
demethylesterification of cell wall pectin

Micheli (2001)

(TC85286) 18.3-kDa thylakoid lumen
protein

Chloroplast protein involved in photosystem
II repair. The function of this protein in
roots is unknown

Sirpi€o et al. (2007)
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plants (transformed with the empty vector). Significant differ-
ences were recorded in root length (a parameter related to As
toxicity), as the expression of ERN was able to prevent root
growth inhibition caused by As toxicity (Figs 9c, 10). An
increase of 3-fold in the number of nodules formed in the pres-
ence of As was found (Figs 9e, 10), although there was no sig-
nificant difference from the control because of the high
heterogeneity of transgenic roots.

Composite plants expressing ENOD12 (Fig. 9) showed no sta-
tistically significant differences in shoot parameters compared
with control plants, or in root length (Figs 9c, 10). In this case,
the expression of the early nodulin ENOD12 in roots led to a
2-fold increase in the number of nodules formed in the absence
of As and a 10-fold increase in the number of nodules formed in
the presence of As, the differences being significant at P < 0.05
(Figs 9e, 10).

Discussion

The physiology of the effect of As on plants has been widely stud-
ied, in relation to inhibition of seed germination and root growth
and reduction of the photosynthetic rate (Rahman et al., 2007;
Mateos-Naranjo et al., 2012). Recently, the term ‘arsenomics’ has

been proposed as the approach dealing with transcriptome, prote-
ome, and metabolome alterations during plant adaptation to As
(Tripathi et al., 2012b). However, most of these results concern
nonlegume plants (Abercrombie et al., 2008; Chakrabarty et al.,
2009; Duquesnoy et al., 2009; Srivastava et al., 2009; Rao et al.,
2011; Finnegan & Chen, 2012; Tripathi et al., 2012a), and the
effect of As on the symbiotic interaction has not been examined
from a global perspective. By contrast, several transcriptomic
approaches focus on the legume–rhizobia interaction, indepen-
dently of any stress (Fedorova et al., 2002; K€uster et al., 2007;
Brechenmacher et al., 2008; Hern�andez et al., 2009; Moreau
et al., 2011). In this work, split-roots, microscopy, transcriptomic
meta-analysis and composite plants were used, in order to unravel
the effect of As on the symbiosis.

The results for split-roots suggested a local (nonsystemic) effect
of As(III) on both nodulation and root elongation. The first
approach in the meta-analysis was the global evaluation of the
effect of arsenite on the plant, independently of nodulation. This
is the first transcriptomic analysis of this type in a legume, and
the results are consistent with those previously reported for other
plants, showing activation of the abiotic stress response (cold,
heat shock, drought and salt tolerance). To cope with oxidative
stress generated by As (Leterrier et al., 2012; Tripathi et al.,

(a) (c) (e)

(b) (d) (f)

Fig. 9 Expression of ERN and ENOD12 in compositeMedicago truncatula plants. Composite plants expressing ERN (ethylene responsive factor) (c, d) or
ENOD12 (early nodulin 12) (e, f) were generated, together with control plants with the empty vector (a, b). Plants were cultivated in the absence (a, c, e)
or the presence (b, d, f) of arsenic (As) and inoculated with Ensifer medicaeMA11. Plants were photographed at 28 dpi (days post-inoculation).
Arrowheads indicate the position of nodules.
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2012a), plants have evolved a complex antioxidative defence net-
work that comprises enzymatic (peroxidase, catalase, superoxide
dismutase, glutathione reductase, etc.) and nonenzymatic (gluta-
thione, ascorbate, proline, tocopherol, carotenes, etc.) mecha-
nisms (Sharma & Dietz, 2009; Sharma et al., 2012). Phenolic
compounds also play an important role in the detoxification of
free radicals (Ksouri et al., 2007).

In our study, glutathione was found to play a central role in
both As tolerance and detoxification, as previously reported (Ahsan
et al., 2008; Tripathi et al., 2012b). GSH has redox buffering
capacity and, moreover, As(III) forms stable complexes with gluta-
thione and phytochelatins (PCs) (Raab et al., 2004), which are
transported inside the vacuoles of root cells by ABCC transporters
at the tonoplast (Song et al., 2010). This mechanism is strongly
dependent on S supply (Rai et al., 2011; Tuli, 2011; Reid et al.,
2013); thus, genes of the S assimilation pathway were over-
expressed. Moreover, secondary metabolism was strongly
enhanced, especially the synthesis of (iso)flavonoids and phenyl-
propanoids, molecules that play important roles as ROS scavengers
in plants (Pietta, 2000; Winkel-Shirley, 2001). In contrast to data
for rice and maize (Requejo & Tena, 2005; Tripathi et al., 2012a),
antioxidant enzymes were not activated, but repressed or unaf-
fected. Our results may imply that, at the concentrations of As(III)
used, the main oxidative response in M. truncatula is via aromatic
compounds or that As(III) induces different stress signalling com-
pared with As(V), as has previously been reported (Srivastava et al.,
2007; Chakrabarty et al., 2009). In the context of a legume plant,

the additional implication of flavonoids in plant–rhizobia signal-
ling must be also considered, and could be envisioned as the plant
tendency to establish symbiosis face to As exposure.

The second approach was the comparison of the transcrip-
tomic profiles of As- exposed versus unexposed plants, both
inoculated. Two remarkable conclusions were obtained; the first
was that inoculated plants showed a reduction in the stress
response. Many previous studies reported that inoculation with
resistant rhizobia protected plant roots from the deleterious
effects of metals (Reichman, 2007; Wani et al., 2008; Dary
et al., 2010), but, to our knowledge, this is the first molecular
confirmation of the protective effect of As-tolerant rhizobia.
Rhizosphere bacteria alleviate metal stress by several mecha-
nisms, such as nitrogen fixation, phosphate solubilization,
synthesis of siderophores, production of auxins, and ACC-deam-
inase activity (Glick, 2010; Glick, 2012; Ahemad & Kibret,
2014; De Bashan et al., 2012). Furthermore, the presence of
rhizobia decreases metal accumulation in plants (Reichman,
2007; Wani et al., 2008; Dary et al., 2010), as rhizobia may
restrict As from moving into the root by adsorbing the metalloid
onto the bacterial cell surface (Abd-Alla et al., 2012). In addition
to this passive mechanism, bacteria have evolved several mecha-
nisms for As detoxification, including complexation, extrusion
from the bacterial cell, oxidation/reduction, and methylation
(Bhattacharjee & Rosen, 2007). The second conclusion, based
on the extreme induction of chalcone synthase, was that the
plant is biased towards establishing interactions with rhizobia

Fig. 10 Growth parameters and nodulation
ofMedicago truncatula composite plants
expressing the ethylene responsive factor
(ERN) or the early nodulin12 (ENOD12). The
number of trifolii, shoot and root biomass,
root length and number of nodules per plant
were determined in inoculatedM. truncatula
composite plants at 28 d post-inoculation
(dpi) in the presence (red bars) and the
absence (green bars) of arsenic (As). Data are
mean� SE of 19–25 plants. Significant
differences at P < 0.05 are indicated by
different letters.
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under stress conditions. High concentrations of flavonoids,
which are the first molecules involved in the plant–rhizo
bia crosstalk, could be the reason for the extended rhizobial
colonization of the root at 5 dpi. However, the inhibition of
subsequent nodulation genes (involved in Nod factor percep-
tion, infection thread initiation and progression, and nodule
organogenesis) leads to abortion of nodulation, as previously
reported (Pajuelo et al., 2008).

The third hybridization, comparing inoculated versus noninoc-
ulated roots, both in the presence of As, showed a relatively low
number of affected genes, indicating that nodulation induces fewer
transcriptomic changes compared with As stress. A high propor-
tion of the over-expressed genes were genes involved in pathogene-
sis, confirming the known relationship between pathogenesis and
nodulation at the first stages of the symbiosis (Soto et al., 2009).

Hierarchical clustering grouped genes with similar regulation.
Clusters 0, 1 and 3 grouped genes more or less up-regulated in
the three hybridizations, widely represented by genes involved in
stress response. Moreover, clusters 6 and 7 grouped genes that
were repressed in the three hybridizations. Notably, 13 nodula-
tion genes fell into these two clusters, indicating the high repres-
sion of the nodulation process, with the exception of chalcone
synthase.

Finally, Venn diagrams were used in order to look for target
genes that could occupy a central role in both processes. Tran-
scription factors belonging to the Myb and bHLH families were
located in this central position. Some of the members of these
families are involved in metal homeostasis or nodulation (Van de
Mortel et al., 2008; Godiard et al., 2011; Ariel et al., 2012;
Borges-Osorio et al., 2012).

In order to confirm our results, composite plants expressing
a transcription factor (ERN) and an early nodulin (ENOD12)
were generated. The results showed that ERN was involved
both in improving nodulation and in alleviating root growth
inhibition. By contrast, the overexpression of ENOD12 greatly
enhanced nodulation in the presence of As (up to 10-fold), but
did not have any effect on root elongation in the presence of
the toxin.

Legumes accumulate As (and metals) mainly in the roots
(Pajuelo et al., 2007, 2011; Reichman, 2007; El Aafi et al.,
2012), and this is adequate for metal phytostabilization (V�azquez
et al., 2006; Dary et al., 2010; El Aafi et al., 2012), as it immobi-
lizes metals in the rhizosphere of the plants without increasing
translocation to shoots (M�endez & Maier, 2008). In particular,
autochthonous legumes and resistant rhizobia from metal-pol-
luted soils are the most effective partnerships (Maynaud et al.,
2013). However, for this technique to be useful, plant establish-
ment in polluted soils must be increased. Inoculation with resis-
tant rhizobia could be a way to improve plant performance under
stress conditions (Figueiredo et al., 2008; Pajuelo et al., 2011; Za-
idi et al., 2012) and usually decreases metal content in plants
(Dary et al., 2010; El Aafi et al., 2012). In addition to inoculation
with appropriate symbiotic partners, genetic engineering can
improve nodulation and/or reduce stress in legumes. In addition
to ERN and ENOD12, the newly identified transcription factors
– in view of their amplifying effect – may constitute appropriate

additional targets for biotechnological approaches with the aim
of improving tolerance (but not accumulation) and nodulation
under As stress.
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Supporting Information

Additional supporting information may be found in the online
version of this article.

Fig. S1 Split-root system developed for analysing the effect of As
(III) on nodulation in one side of the roots of Medicago
truncatula and root elongation in the other side.

Table S1 List of primers used for qRT-PCR and for generation
ofMedicago truncatula composite plants

Table S2 List of Medicago truncatula genes that were up- or
down-regulated more than 5-fold in hybridization 1
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Table S3 List of Medicago truncatula genes that were up- or
down-regulated more than 4-fold in hybridization 2

Table S4 List of Medicago truncatula genes that were up- or
down-regulated more than 3-fold in hybridization 3
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