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Abstract: Biological nitrogen fixation gives legumes a pronounced growth advantage in nitrogen-

deprived soils and is of considerable ecological and economic interest. In exchange for reduced 

atmospheric nitrogen, typically given to the plant in the form of amides or ureides, the legume 

provides nitrogen-fixing rhizobia with nutrients and highly specialised root structures called 

nodules. To elucidate the molecular basis underlying physiological adaptations on a genome-wide 

scale, functional genomics approaches, such as transcriptomics, proteomics, and metabolomics, 

have been used. This review presents an overview of the different functional genomics approaches 

that have been performed on rhizobial symbiosis, with a focus on studies investigating the 

molecular mechanisms used by the bacterial partner to interact with the legume. While rhizobia 

belonging to the alpha-proteobacterial group (alpha-rhizobia) have been well studied, few studies 

to date have investigated this process in beta-proteobacteria (beta-rhizobia). 

Keywords: alpha-rhizobia; beta-rhizobia; symbiosis; transcriptomics; proteomics; metabolomics; 

flavonoids; root exudates; root nodule 

 

1. Introduction 

Nitrogen fixation in agricultural systems is of enormous agricultural importance, as it increases 

in situ the fixed nitrogen content of soil and can replace expensive and harmful chemical fertilizers [1]. 

For over a hundred years, all of the described symbiotic relationships between legumes and nitrogen-

fixing rhizobia were confined to the alpha-proteobacteria (alpha-rhizobia) group, which includes 

Bradyrhizobium, Mesorhizobium, Methylobacterium, Rhizobium, and Sinorhizobium [2]. However, in 2001, 

beta-proteobacteria belonging to the genera Burkholderia and Cupriavidus were first described as being 

able to nodulate legumes and fix nitrogen [3]. These so-called beta-rhizobia have been isolated mainly 

from Mimosa species (subfamily Mimosoideae) from different continents, but also from papilionoid 

legumes [4–12]. The rapid increase in the number of described legume-nodulating rhizobial strains 

over the last 20 years [13–15] can be attributed to advances in next-generation sequencing (NGS) 

technologies, which have allowed the sequencing and de novo assembly of the complete genomes of 

previously unsequenced and newly discovered bacterial species [16]. 

Rhizobia are able to switch from their free-living state into an N2-fixing symbiotic state inside 

root and stem nodules of certain legumes [17–19]. The sequential molecular mechanisms that lead to 

the infection of the legume and to the differentiation of the bacteria into bacteroids in a mature 

functional nodule have been studied in detail for alpha-rhizobia [20–29]. The sequencing and public 

availability of the complete genomes of several rhizobia and legumes have allowed researchers to 

develop and apply functional genomics approaches to comprehensively understand how rhizobia 

reorganize and adapt to new environments, such as the root nodule [30–34]. Such approaches include 
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transcriptomics and proteomics, which report changes in transcript and protein profiles, respectively. 

In addition to transcriptomics and proteomics, analysis of metabolites can be carried out to allow for 

integration of the complex interactions between genotype and phenotype. 

Over the past few decades, several functional genomics studies have been published on 

rhizobia-legume symbioses. Often, depending on the research field, the study has focused on either 

the legume or on the rhizobial partner. This review aims to present the relative merits of different 

technical approaches in functional genomics for identifying genes/proteins/metabolites relevant for 

the establishment of a functional symbiosis with an emphasis on the rhizobial partner (Figure 1). For 

the sake of clarity, we provide a greater coverage on the global analysis performed on a standard 

model for investigation of the Rhizobium-legume symbiosis: the interaction between Bradyrhizobium 

diazoefficiens and Glycine max (soybean). 

 

Figure 1. Workflow summarizing the main steps required for the characterization of genes important 

for different stages of the establishment of a functional symbiosis using functional genomics 

approaches. First, the investigated growth conditions are shown (first chevron), then the functional 

genomics technologies (second chevron) and their integrative data analyses (third chevron) used to 

prioritize candidate genes (fourth chevron). Finally, genes important for the different steps of 

symbiosis are identified and validated (fifth chevron). MM: minimal medium; 2D-GE: 2-dimensional 

gel electrophoresis; RNA-seq: RNA-sequencing. 
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2. Functional Genomics of Rhizobia-Legume Symbiosis 

2.1. Transcriptomics 

2.1.1. Microarrays versus RNA-sequencing 

Transcriptome analysis aims to quantify the expression level of each gene encoded in a genome 

in response to defined changes. In recent decades, several tools have been developed that allow 

researchers to unravel global transcriptional changes. The two most commonly employed techniques 

are based on either the hybridisation of cDNAs (DNA microarrays) or on deep sequencing of cDNA 

(RNA sequencing) [35–37]. RNA sequencing (RNA-seq) was first published in 2009 [37] and has an 

increased resolution (single base pair) and specificity (low background noise), a higher dynamic 

range of expression levels (>4 orders of magnitude), and a lower requirement for input material (a 

few nanograms) when compared with microarrays [38,39]. Moreover, it offers the possibility of 

simultaneously looking at the expression profiles in both the plant and bacterial partners during 

symbiosis [40]. In contrast to microarrays, in which the ribosomal RNA (rRNA) does not hybridise to 

the chip as homologous probes are not present, in RNA-seq, the abundant rRNA is ideally removed. 

The rRNA can be removed either right after the isolation of total RNA using the Microbe Express™ 

kit (Ambion, Waltham, MA, USA) [41] or Ribo-ZeroTM rRNA removal kit (Bacteria) (Epicentre, 

Madison, WI, USA) [42], or during library preparation using the Insert Dependent Adaptor Cleavage 

(InDA-C) technology of NuGEN (NuGEN, San Carlos, CA, USA), which is based on specific 

amplification and cleavage of cDNA derived from rRNA [43]. The development of differential RNA-

seq (dRNA-seq), which includes the sequencing of a library enriched in primary transcripts, enables 

the mapping of all transcriptional start sites in different growth conditions and the identification of 

alternative and novel transcripts, including small regulatory RNAs [44,45]. 

We describe here the rhizobial transcriptomic changes occurring (i) after the addition of root 

exudates or flavonoids to free-living cultures; (ii) in nitrogen-limited conditions; (iii) during 

microaerobiosis; and (iv) when bacteria are living as bacteroids inside nodules of different legumes 

and at different developmental stages (Figure 1, Table 1). 
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Table 1. Summary of studies performed on rhizobial-legume symbioses using transcriptomics, proteomics, or metabolomics. For transcriptomic and proteomic 

studies, we have focused on studies of the microsymbiont. 

Bacteria Plant Host Strain Conditions Reference 

Transcriptomics (microarrays and RNA-seq *) 

Alpha-rhizobia     

Bradyrhizobium diazoefficiens 

USDA110 
Glycine max wt, rpoN double mt microoxia (0.5% O2), nodule development (10, 13, 21 and 31 dpi) [46] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt bacteroids (28 dpi), salt stress [47] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt nodules (21 dpi) [44] * 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt, regR mt microoxia (0.5% O2), nodule development (13 and 21 dpi) [48] 

Bradyrhizobium diazoefficiens 

USDA110 
 

wt, nodW mt, nodW-nswA double mt 

with over-expression of nwsB 
application of genistein [49] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt, fixk2 mt, fixJ mt nodules (21 dpi) [50] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt, nifH mt, nifA mt nodules (21 dpi) [51] 

Bradyrhizobium diazoefficiens 

USDA110 

G. max, Macroptilium 

atropurpureum, Vigna 

unguiculata 

wt nodules (21 or 31 dpi M. atropurpureum) [52] 

Bradyrhizobium diazoefficiens 

4534, 4222 
 wt application of root exudates [53] * 

Mesorhizobium huakuii 7653R Astragalus sinicus wt bacteroids (32 dpi) [54] * 

Mesorhizobium loti 

MAFF303099 
Lotus japonicus wt microoxia (1.5% O2), bacteroids (42 dpi) [55] 

Rhizobium etli CFN42 Phaseolus vulgaris wt, nifA mt microoxia (1% O2), nodules (11 dpi) [56] 

Rhizobium leguminosarum 

biovar viciae 3841 
Pisum sativum, Vicia cracca wt bacteroids (28 dpi), bacteroid development (7, 15, and 21 dpi) [57] 

Rhizobium leguminosarum 

biovar viciae 3841 

P. sativum, Medicago sativa, 

Beta vulgaris 
wt application of root exudates, rhizosphere [58] 

Rhizobium mesoamericanum 

STM3625 
Mimosa pudica wt application of root exudates [41] * 

Rhizobium tropici CIAT 899  wt, nodD1 mt, nodD2 mt  application of apigenin, salt stress [59,60] * 

Sinorhizobium fredii HH103  wt, nodD1 mt, ttsI mt application of genistein [61] * 

Sinorhizobium meliloti 1021 Medicago truncatula, M. sativa wt, bacA mt 
application of luteolin, microoxia (<1 µM O2), nodule 

development (8 and 18 dpi for Fix+ nodules and 11 dpi for Fix−) 
[62] 

Sinorhizobium meliloti 1021 M. sativa wt microoxia (<1 µM O2), bacteroid (18–22 dpi) [63] 

Sinorhizobium meliloti 1021 M. sativa wt, bacA mt nodule development (5, 8, 11, 14, or 18 dpi) [64] 
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Sinorhizobium meliloti 1021  wt, wt with over-expression of nodD1 application of luteolin [65] 

Sinorhizobium meliloti 1021 M. truncatula 

wt, nodD123 triple mt, nodD123 triple mt 

over-expressing nodD1 or nodD3, rpoN 

mt, fixJ mt 

application of luteolin, nodules (33–35 dpi) [66] 

Sinorhizobium meliloti 1021 M. sativa wt, fixJ mt, nifA mt, fixK mt, nifH mt microoxia (2% O2), nodules (14 dpi) [67] 

Sinorhizobium meliloti 2011 M. truncatula wt nodules (10 dpi) [68] * 

Sinorhizobium meliloti 2011 M. truncatula wt nodule development (10 or 15 dpi, laser dissection) [69] * 

Sinorhizobium sp. NGR234 
V. unguiculata, Leucaena 

leucocephala 
wt bacteroids (21 dpi or 31 dpi for L. leucocephala) [42] * 

Beta-rhizobia     

Cupriavidus taiwanensis 

LMG19424 
M. pudica wt application of root exudates [41] * 

Paraburkholderia phymatum 

STM815 
P. vulgaris wt, rpoN mt nodules (21 dpi) [43,70] * 

Paraburkholderia phymatum 

STM815 
M. pudica wt application of root exudates [41] * 

Paraburkholderia phymatum 

STM815 
 wt nitrogen starvation [43] * 

Proteomics (2-D GE and LC-MS/MS *) 

Alpha-rhizobia     

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt bacteroids (28 dpi or 21 dpi) 

[71,72] 

[46,73] * 

Bradyrhizobium diazoefficiens 

USDA110 

G. max, M. atropurpureum, V. 

unguiculata 
wt bacteroids (21 or 31 dpi M. atropurpureum) [52] * 

Bradyrhizobium diazoefficiens 

USDA110 
 

wt, flagellin-ttsI double mt, flagellin-

T3SS double mt 
application of genistein [74] 

Bradyrhizobium diazoefficiens 

USDA110 
 wt, flagellin mt  application of genistein [75] * 

Bradyrhizobium diazoefficiens 

USDA110 
 wt microoxia (2% O2), anoxia [76] 

Bradyrhizobium diazoefficiens 

4534, 4222 
 wt application of root exudates [77] 

Bradyrhizobium diazoefficiens 

CPAC 15 
 wt application of genistein [78] 

Bradyrhizobium sp. ORS278 Aeschynomene indica wt bacteroid development (14 and 21 dpi) [79] * 

Mesorhizobium loti 

MAFF303099 
L. japonicus wt nodules (49 dpi) [80] * 

Mesorhizobium loti 

MAFF303099 
L. japonicus wt bacteroid development (14, 21 and 28 dpi) [81] * 

Rhizobium etli CFN42 P. vulgaris wt, nifA mt bacteroids (11 dpi) [56] 

Rhizobium etli CE3  wt application of naringenin [82] * 
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Rhizobium leguminosarum bv 

viciae 3841 
 wt application of naringenin [83,84] * 

Rhizobium leguminosarum bv 

trifolii ANU843 
 wt application of 7,4′-dihydroxyflavone (DHF) [85] 

Sinorhizobium meliloti 1021 M. truncatula, Melilotus alba wt nodules, bacteroids (12 dpi) [86–88] 

Sinorhizobium meliloti 2011 M. truncatula wt 
bacteroids, nodule development (+ or − drought stress) (3 and 6 

dpi) 
[89] * 

Sinorhizobium meliloti M. truncatula wt bacteroids, nodule development (10, 14 and 28 dpi) [90] * 

Sinorhizobium meliloti 2011  wt, pRm211aΔ14-16, pRm2011a cured application of luteolin [91] 

Metabolomics 

Alpha-rhizobia     

Bradyrhizobium diazoefficiens 

USDA110 

G. max, M. atropurpureum, V. 

unguiculata, Vigna radiata 
wt, nifA mt, nifH mt nodule development (13, 21 and 31 dpi) [51] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt root hairs [92] 

Bradyrhizobium diazoefficiens 

USDA110 
G. max wt bacteroids (28–32 dpi) [93] 

Mesorhizobium loti R7A L. japonicus wt nodules (84 dpi) [94,95] 

Sinorhizobium meliloti 1021 M. sativa wt, exoY mt, nifH mt nodules (21 dpi) [96] 

Sinorhizobium meliloti 1021 M. truncatula wt, fixJ mt nodules (14 dpi) [97] 

Beta-rhizobia     

Paraburkholderia phymatum 

STM815 
P. vulgaris wt, rpoN mt nodules (21 dpi) [70] 

* Indicates studies performed with RNA-seq (transcriptomics) or liquid chromatography combined with tandem mass spectrometry (LC-MS/MS) (proteomics); wt: 

wild-type strain; mt: mutant strain; dpi: days post infection. 
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2.1.2. Transcript Profiling of Alpha-Rhizobia 

The secretion of root exudates (RE) containing flavonoids into the rhizosphere is the first step of 

the symbiotic dialogue between the host plant and the rhizobia. Several studies have focused on the 

transcriptome profile of rhizobia in response to the perception of a single flavonoid during free-living 

conditions (Table 1). Other studies have unravelled the transcriptomic changes in the presence of RE 

from host and non-host legumes, as well as non-legume plants (Table 1). The study of Ramachandran 

and colleagues on Rhizobium leguminosarum biovar viciae 3841 cultured in the rhizospheres of Pisum 

sativum (host legume), Medicago sativa (a non-host legume), and Beta vulgaris (a non-legume) revealed 

the induction of a common set of genes (e.g., the dctA gene responsible for C4-dicarboxylate transport 

and the rmrA gene encoding an efflux pump) [58]. As expected, the induction of the nodulation (nod) 

genes was observed following the addition of exudates from both legumes, but not with those of B. 

vulgaris. Recently, the effects of G. max RE on two B. diazoefficiens strains, 4534 and 4222, were analysed 

by transcriptomics [53], which showed that several genes coding for two-component systems (nodW, 

phyR-σEcfG), bacterial chemotaxis (cheA), ATP-binding cassette (ABC) transport proteins, and indole-

3-acetic acid (IAA) metabolism were upregulated in the more competitive B. diazoefficiens strain 4534. 

A recent publication of Jiménez-Guerrero and colleagues extensively reviewed the transcriptomic 

studies performed in alpha-rhizobia with an emphasis on the effect of flavonoids on the activation of 

nod genes [98].  

To elucidate the hierarchical regulatory cascade controlling nif (nitrogen fixation) transcription 

in the alpha-rhizobial strains Sinorhizobium meliloti and B. diazoefficiens, transcriptomic experiments 

using the wild type and different regulatory mutants have been performed under microoxic growth 

conditions (mimicking the environment inside nodules) and during symbiosis in several studies 

(Table 1) [46,48,50,55,62,63,67]. In 2004, the pioneer work of Barnett and colleagues investigated 

symbiotic gene expression using a dual-genome microarray that allowed the simultaneous 

examination of changes in the expression of both the bacterial and plant partners [66]. In a number 

of studies, the expression of certain gene clusters required for symbiotic functions—such as fix 

(respiration), nif, and hup (hydrogen uptake)—was shown to be activated under low-oxygen 

conditions and to be dependent on the sigma factor 54 (or RpoN) [46,54,55,66]. However, the overlap 

between genes induced in microoxia and in symbiosis was partial and suggested that low oxygen is 

not the only signal required for an efficient lifestyle inside nodules. Unsurprisingly, most of the genes 

expressed differentially during symbiosis were downregulated, indicating that rhizobia invest a large 

proportion of their energy sources into reducing nitrogen for the host plant. Among the 

downregulated genes, some were involved in cell division, flagella synthesis, DNA and RNA 

metabolism, chemotaxis, phosphorus uptake and utilisation, glycolysis, and aerobic respiration 

[42,55,62,63]. In transcriptome studies analysing different nodule developmental stages, distinctive 

gene expression profiles were observed in early and mature bacteroids offering reference markers for 

bacteroid development [46,57,62–64,69]. In B. diazoefficiens-determinate G. max nodules, genes 

encoding the type 3 secretion system (T3SS) are induced in young nodules (10–13 days post infection, 

or dpi), while several transporter encoding genes (e.g., those for the transport of sulfate and sulfonate) 

are specifically upregulated in mature nodules (21–31 dpi) [51]. However, the expression of nif and 

fix genes was shown to be induced even in young bacteroids [46]. The outstanding work of Roux and 

colleagues coupled RNA-seq to laser-capture microdissection of specific M. truncatula nodule regions 

infected with S. meliloti to analyse plant and rhizobial gene expression profiles during the 

development of indeterminate nodules [69]. This study found that the expression of the sigma factor 

RpoN increased gradually and was maximal in terminally differentiated bacteroids (zone ZIII). 

Unexpectedly, the genes involved in the tricarboxylic acid (TCA) cycle showed downregulation in 

ZIII, suggesting a decline in nitrogen fixation in ZIII. Rhizobial adaptation to different plant hosts has 

been investigated using transcriptomics for the symbiosis of B. diazoefficiens with three different 

legumes: Macroptilium atropurpureum, G. max, and Vigna unguiculata [52] (discussion in Section 3), and 

in Sinorhizobium fredii NGR234 in symbiosis with V. unguiculata (determinate nodules) and Leucaena 

leucocephala (indeterminate nodules) [42]. Finally, transcriptome analyses based on dense tiling 
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microarrays or RNA-seq allowed the confirmation of predicted small RNAs [99–102] and the 

identification of novel small RNAs upregulated and/or important during symbiosis [44,103,104]. 

2.1.3. Transcript Profiling of Beta-Rhizobia 

In contrast to alpha-rhizobia, only a few transcriptomic studies have been performed on beta-

rhizobial symbioses. A comparative transcriptomic profiling analysis of two beta-rhizobia—

Paraburkholderia phymatum STM815 and Cupriavidus taiwanensis LMG19424—as well as an alpha-

rhizobium—Rhizobium mesoamericanum STM3625—in the presence of M. pudica RE [41] partly 

supported the previously observed differences in the competitive ability of these three strains to 

infect M. pudica [105]. Major changes were observed by RNA-seq in the highly competitive and 

original mimosa symbiont P. phymatum in response to mimosa RE. P. phymatum was shown to 

upregulate several genes involved in plant-bacterial interactions, such as acdS coding for a 1-

aminocyclopropane-1-carboxylate (ACC) deaminase, an operon potentially involved in rhizobitoxine 

biosynthesis, a indole-3-acetic acid (IAA) biosynthesis gene, and clusters for secretion systems (a type 

4 and a type 6 secretion system (T4SS and T6SS)). As expected, all three rhizobia reacted to RE. In 

addition to a common upregulation of nod genes, all three rhizobia reacted to RE with the induction 

of a newly identified fatty acid hydroxylase that may play a role during plant infection. Our own 

investigation on transcript profiling of a P. phymatum strain inside the root nodules of the 

promiscuous legume Phaseolus vulgaris identified an operon encoding a putative cytochrome o 

ubiquinol oxidase potentially needed for respiration inside the nodule as being highly upregulated 

during symbiosis [43]. In the same study, a transcript analysis was carried out on free-living P. 

phymatum growing under nitrogen-limited conditions that partially mimicked the environment 

encountered by rhizobia in nitrogen-deprived soils. Besides genes known to be involved in nitrogen 

assimilation, such as the key regulatory gene in control of nitrogen metabolism ntrC, amtB (encoding 

an ammonium transporter), and the ure cluster (encoding a urease), genes associated with important 

traits for legume infection, such as exopolysaccharide (EPS) production and motility, were 

upregulated [43]. Moreover, a recent comparative transcriptome analysis between P. vulgaris nodules 

induced by P. phymatum wild-type (Fix+) and by an rpoN mutant (Fix−) strain has confirmed the 

importance of RpoN in controlling the expression of nif genes and identified potential additional 

target genes of this alternative sigma factor in nodules [70].  

2.2. Proteomics 

2.2.1. 2-Dimensional Gel Electrophoresis versus Liquid Chromatography Combined with Tandem 

Mass Spectrometry 

Proteomics technologies have allowed for the investigation of expression changes directly at the 

protein level—that is, the players that ultimately carry out most functions in a living cell [106,107]. 

This ability gives a considerable advantage over transcriptomic studies. In addition, using the open 

software PeptideClassifier [108], the large majority of peptides can specifically be assigned to proteins 

originating from either the rhizobium or the host plant [73], which overcomes the problem caused by 

cross-hybridisation issues in microarrays [46]. Proteomics also opens avenues for analysing the 

subcellular localisation of proteins [109], discovering posttranslational modifications (PTMs) [90], 

studying their interaction partners [107], or identifying as-yet-unannotated protein coding genes 

[44,110,111]. However, it is more difficult to achieve good coverage of the expressed proteins, 

particularly for proteins expressed at a low abundance [112]. In addition, the data analysis poses 

greater challenges, as fewer standardised analysis software solutions are available when compared 

with transcriptomics [113]. Until the late 1990s, the identification of proteins was primarily performed 

using 2-dimensional gel electrophoresis (2D-GE)-based methods [114]. However, this has been 

changed with the introduction of high-performance liquid chromatography combined with tandem 

mass spectrometry (LC-MS/MS), also known as shotgun proteomics. In contrast to 2D-GE 

methodologies, shotgun proteomics is more sensitive and allows for the detection of hydrophobic 

membrane proteins [115]. Thus far, to our knowledge, proteomic approaches have been applied only 
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to the study of alpha-rhizobial nitrogen fixing legume symbioses (Table 1) [116]. To identify proteins 

of interest, the protein expression profiles of free-living rhizobia are usually compared to the 

proteomes of bacteroids, or to those of cultures incubated with RE or specific flavonoids (Table 1). 

2.2.2. Protein Profiling of Free-Living Alpha-Rhizobia 

Liu and coworkers [77] compared the proteome of two B. diazoefficiens strains showing different 

competitive abilities (strains 4534 and 4222) in response to G. max exudates and showed that the more 

competitive strain (4534) expressed more proteins potentially important for successful plant 

colonisation (e.g., regulation of signal transduction, chemotaxis, phytohormone metabolism, and 

ABC transporters). Several studies have investigated the extra- or intracellular proteomes of 

flavonoid-induced B. diazoefficiens, R. leguminosarum biovar viciae, and R. etli [74,75,78,82–85]. 

Proteomics on B. diazoefficiens cells treated with genistein allowed for the identification of proteins 

transported by T3SS [74,75]. In R. etli, several naringenin-induced exoproteins are involved in cell 

wall metabolism, EPS biosynthesis, and myo-inositol catabolic pathway [82]. Indeed, EPS and myo-

inositol catabolism have been previously shown to be required for nodulation competitiveness 

[117,118]. 

2.2.3. Protein Profiling of Alpha-Rhizobia Living Inside Nodules 

The rhizobial protein profile in root and stem nodules of legumes has been investigated in 

several nitrogen-fixing symbioses. Using 2D-GE approaches, the first proteomic studies were 

performed on G. max–B. diazoefficiens nodules [119,120] and M. truncatula and M. alba nodules induced 

by S. meliloti [86–88]. These studies showed that the metabolic shift rhizobia undergo when entering 

symbiosis was reflected in the upregulation of proteins involved in N2 fixation, a subset of ABC-type 

transporters for transporting amino acids and inorganic ions (PO4 and Fe), and stress-related proteins 

such as chaperones, heat-shock proteins, and catalases. 

A 2D-GE-based comparative proteomic investigation of free-living and bacteroid-state B. 

diazoefficiens suggested increased nitrogen metabolism and decreased nucleotide and fatty acid 

metabolism in bacteroids [72]. Thanks to the application of a more sensitive LC-MS/MS shotgun 

proteomic approach, the number of identified proteins inside B. diazoefficiens bacteroids increased 

substantially (from a few hundred to 2315). This approach also allowed for the identification of 

additional proteins involved in carbon and nitrogen metabolism (including a full set of TCA enzymes 

and enzymes involved in gluconeogenesis and the pentose phosphate pathway) and several proteins 

that were previously considered to be not expressed during symbiosis (e.g., in pathways for 

nucleoside and nucleotide biosynthesis) [73]. In another study based on the B. diazoefficiens–G. max 

symbiosis, proteins related to transcription, translation, protein folding, and degradation were shown 

to be upregulated in young nodules (7 and 10 dpi), while Nif and Fix proteins were upregulated in 

mature nodules [121]. An interesting investigation of proteins from root and stem nodules induced 

by a photosynthetic Bradyrhizobium sp. ORS278 in symbiosis with the semiaquatic plant Aeschynomene 

indica found a high correlation in the proteomes of the two types of nodules and discovered an 

important role for electron transfer flavoprotein FixA during these symbioses [79]. In contrast, 

proteins associated with the phototrophic ability of Bradyrhizobium sp. ORS278 were found to be 

expressed exclusively inside stem nodules. Proteome analyses of Mesorhizobium loti bacteroids 

isolated at different time stages during Lotus japonicus development (14, 21, and 28 dpi) revealed that 

bacteroids were nitrogen-deficient during their initial stages [81]. An exemplary large-scale, 

quantitative proteomic analysis was recently conducted on the model legume M. truncatula and its 

prokaryotic endosymbiont S. meliloti, which provided unique insights into PTMs of the nodule 

proteome and mechanisms regulating symbiosis [90]. With affinity enrichment technologies, Marx 

and colleagues [90] were able to identify the phosphorylation of rhizobial proteins associated with 

nitrogen fixation, such as NifH, NifX, and ferredoxin III, as well as the acetylation of NifH, NifB, FixT, 

and FixX. In the same study, 252 nodule-specific cysteine-rich peptides (NCRs) were detected and 

quantified over different nodule developmental stages. To identify rhizobial NCR targets, the 

abundances of the 3334 detected S. meliloti proteins were analysed and compared in young (10 dpi) 
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and old (28 dpi) nodules. This comparison led to the identification of proteins related to regulation 

of cell cycle and cell division, transcriptional regulators, thereby partially confirming prior studies on 

rhizobial NCR targets [122,123]. 

2.3. Metabolomics 

2.3.1. Nuclear Magnetic Resonance versus Mass Spectrometry 

Metabolomics aims to measure the presence and abundance of small molecules (metabolites) 

present within a system, the levels of which are constantly influenced by metabolic fluxes and 

enzyme activity [124]. The main reason for measuring metabolites is that they are more representative 

of metabolic phenotypes. Moreover, metabolome profiling requires relatively low material input and 

simple sample preparation [125]. Mass spectrometry (MS) and nuclear magnetic resonance (NMR) 

spectrometry are the two principal analytical approaches employed for metabolomic analysis [126]. 

Despite the fact that, nowadays, the majority of metabolomic studies are based on MS, both analytical 

methods have specific merits and drawbacks. NMR is superior in structural elucidation and can 

discriminate between molecules with the same mass, and its quantification of compounds in complex 

mixtures is very precise [127]. Furthermore, NMR offers the possibility of tracking metabolite 

dynamics intracellularly and in vivo [128]. On the other hand, MS is generally more sensitive and 

enables the simultaneous distinction of more metabolites, up to thousands of features with high-

resolution instruments such as time-of-flight (TOF) or Orbitrap [125,129]. Both techniques can be 

coupled with chromatography-based systems, mainly gas chromatography (GC) and liquid 

chromatography (LC) [130]. With MS, chromatography is mainly employed to separate compounds 

with identical molecular weights or to reduce matrix effects (i.e., the interference between analytes 

that biases quantification). Metabolomic experiments can be roughly divided into two 

complementary approaches. The decision on which approach to pursue depends on the research 

purpose. Targeted metabolomics focuses on the measurement of a defined and typically small 

number of chemically characterised small molecules to obtain quantitative data. Untargeted 

metabolomics, in contrast, aims to comprehensively and nonselectively analyse the possibly well-

known and possibly unknown low-molecular-weight molecules contained in a sample [131]. 

Untargeted metabolomics is a qualitative measurement that is particularly useful for the discovery 

of new metabolites [131].  

2.3.2. Metabolic Profiling of Nodules Induced by Alpha-Rhizobia 

When looking at the interactions between two organisms—in this case, the rhizobial–legume 

symbiosis—the main disadvantage of metabolomics is that the origin of the metabolites often cannot 

be distinguished (i.e., whether they originated from the bacterial or the plant partner). Thus far, a few 

studies have been conducted using MS and NMR as analytical approaches to unravelling metabolic 

changes in the rhizobia–legume symbiosis by (i) comparing the metabolite profiles of root nodules 

and roots; (ii) performing kinetic experiments for nodule development; (iii) comparing nodules 

induced by the wild-type strains versus mutant strains; and (iv) analysing the metabolome of nodules 

from different plants infected by the same rhizobial strain. In several cases, the characteristic 

metabolites for a specific condition have been identified. Metabolic profiling of nodules and roots 

from four different B. diazoefficiens host plants, such as G. max, V. unguiculata, V. radiata, and M. 

atropurpureum, indicated that the amount of C4-dicarboxylate compounds and of several amino acids 

(glutamate, glutamine, proline, serine, and glycine) increased in all of the B. diazoefficiens-induced 

nodules [51]. Interestingly, the same set of metabolites also accumulated in nodules induced by M. 

loti in L. japonicus and by S. meliloti in Medicago spp., suggesting a role during symbiosis [94,96,97]. 

However, for each B. diazoefficiens host plant, a cluster of host-specific accumulated metabolites were 

identified; for example, ribose in G. max, tartaric acid in V. radiata, hydroxybutanoyloxybutanoate in 

M. atropurpureum, and catechol in V. unguiculata. In the same study [51], a metabolite analysis during 

different stages of nodule development revealed a maximum of C4-dicarboxylic acids in young 

nodules (13 dpi) and an accumulation of trehalose-phosphate and indole-3-acetate at 21 and 31 dpi, 
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respectively. The accumulation of trehalose was also reported in nodules at 28–32 dpi in the same 

model (B. diazoefficiens–G. max) by another group [93]. In a study of the response of G. max root hairs 

to B. diazoefficiens inoculation, several (iso)flavonoids, amino acids, fatty acids, and carboxylic acids, 

as well as trehalose, were more abundant in root hairs following inoculation [92]. Metabolomic 

analysis of a rhizobial mutant defective in trehalose biosynthesis (otsA treS treY triple mutant) 

suggested that B. diazoefficiens perceives osmotic stress during the earliest stages of the infection 

process and that trehalose may have a role in how nodulated roots cope with drought and other stress 

factors [92]. Metabolome profiling of M. sativa nodules induced by a S. meliloti exoY mutant (EPS−, 

Fix−) and a nitrogenase nifH mutant (Fix−) showed altered levels of metabolites involved in nitrogen 

and carbon metabolism, which are important for the establishment a functional symbiosis [96]. While 

nodules infected by an exoY mutant showed elevated levels of carbohydrates, the amount of all 

detected TCA intermediates was reduced. However, only the abundance of the two C4 -dicarboxylic 

acids, fumaric acid, and malic acid were found to be significantly reduced in nodules induced by the 

S. meliloti nifH mutant, which lack the nitrogenase and thus cannot provide ammonium to the host 

plant [96]. 

2.3.3. Metabolic Profiling of Nodules Induced by Beta-Rhizobia 

Recently, the first metabolomic study of the beta-rhizobia P. phymatum during symbiosis with P. 

vulgaris was published [70]; it showed that nodules formed by beta-rhizobia also accumulated 

compounds such as glutamine, chorismate, and arginine, when compared with the roots. In the same 

study, P. vulgaris nodules infected by the wild type (Fix+) and by the Fix− rpoN mutant strain showed 

the accumulation of flavonoids in the nodules elicited by the Fix− strain. In contrast, the amount of 

the precursor of the aromatic amino acids chorismate, and the level of other compounds such as 

alanine and ectoine, was decreased in Fix− nodules. A preliminary comparison between the 

metabolomes of nodules induced by either alpha- or beta-rhizobia revealed that the C4-dicarboxylate 

compounds—succinate, malate, and fumarate—and the amino acid glutamine are more abundant in 

all nodules, when compared with roots. However, in contrast to nodules induced by alpha-rhizobia, 

certain compounds, such as glutamate, did not accumulate in beta-rhizobia-elicited nodules. 

3. Integration of Different Omics Technologies 

The integration of different functional approaches is a very powerful way to gain a better 

understanding of the cellular activities of rhizobia, and to elucidate how they can adapt their life 

styles from free-living to a symbiotic state. An integrative approach allows one to confirm expression 

data with metabolite-level information and to complement the results with an additional layer of 

knowledge. For example, for B. diazoefficiens bacteroids, transcriptomic data based on hybridisation 

of nodule cDNA on tiling microarrays [46,132] were integrated with proteomic results obtained from 

proteins isolated from bacteroids. The resulting final reference dataset for expression in B. 

diazoefficiens bacteroids contained genes detected only at the transcript level (e.g., those encoding 

several integral membranes or secreting proteins and weakly expressed genes such as transcriptional 

regulators) and proteins that were only identified by the proteomic approach [73]. Another study 

combined transcriptomics and proteomics to understand how B. diazoefficiens adapts to symbiotic life 

in three different host plants—G. max, M. atropurpureum, and V. unguiculata [52]. Among the genes 

and proteins specifically induced in one of the three host plants, a B. diazoefficiens gene cluster for a 

predicted ABC-type transporter was identified as M. atropurpureum-specific. Indeed, a strain in which 

the gene encoding this ABC transporter was mutated showed a symbiotic defect only in M. 

atropurpureum, but not in the two other legumes that were tested [52]. More recently, transcriptomic 

and proteomic studies of this model system (B. diazoefficiens in different host plants) were 

complemented by a metabolomic approach that confirmed the specific upregulation of certain 

pathways in a specific host [51]. For example, G. max’s specific upregulation of a threonine synthase 

at the transcript and protein levels was reflected by a specific accumulation of threonine metabolite 

in G. max nodules. In the same study, the identification of oxalate as a marker metabolite in young 

soybean nodules was in line with high expression levels of genes and enzymes responsible for the 
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oxidation of oxalate to formate and CO2 in mature nodules [73]. G. max nodules induced by B. 

diazoefficiens mutants defective in nitrogen fixation (nifA and nifH mutant strains) were investigated 

by metabolomics in combination with transcriptomics [51]. Consistent with the fact that plants 

infected with both mutants phenotypically showed signs of nitrogen starvation, the amount of amino 

acids and their precursors was drastically reduced in the nodules induced by those mutants. 

Interestingly, in G. max nodules induced by the B. diazoefficiens nifA mutant strain, the amount of a 

phytoalexin was highly increased and, concomitantly, genes coding for T3SS were upregulated in 

nifA nodules, supporting the hypothesis that the legume induces a defence and stress response 

against this specific mutant. The regulons of NifA in R. etli growing in free-living conditions and 

during symbiosis with P. vulgaris were characterised using transcriptomics and proteomics. The 

study showed that besides nif and fix genes, a cytochrome monooxygenase operon and a putative 

hydroperoxide reductase were also expressed in a NifA-dependent way [56]. Thus far, to our 

knowledge, only one study has integrated different ‐omics technologies for studying beta-rhizobial 

symbiosis. Therein, transcriptomics and metabolomics were applied to shed light on the role of the 

key regulator of symbiosis P. phymatum RpoN in P. vulgaris nodules [70]. In several cases, metabolite 

measurements in Fix+ (wild type) and Fix− (rpoN mutant) nodules confirmed transcript changes 

observed by RNA-seq analysis. For example, the increased amounts of aconitate and isocitrate were 

supported by the upregulation of the citrate synthase gene (gltA) in nodules induced by the rpoN 

mutant. The decreased amount of D-alanine/D-alanine in Fix− nodules was in line with the 

downregulation of the D-alanine/D-alanine ligase and of the mur gene cluster required for 

peptidoglycan biosynthesis. It seemed that nodules elicited by the rpoN mutant strain accumulated a 

substantial amount of flavonoids, which have been proposed in another study to modify the rhizobial 

cell wall [82]. The accumulation of flavonoids in Fix− nodules also suggested that, similarly to the 

situation in B. diazoefficiens, the non-fixing mutant strain generated a plant defence reaction. This was 

in line with the increased expression of resistance-nodulation-division (RND) efflux transporter 

genes and other genes associated with stress resistance inside nodules induced by the rpoN mutant 

strain. 

For the B. diazoefficiens–G. max symbiosis, dRNA-seq data have been combined with proteomic 

and genomic analyses in a so-called proteogenomics approach to identify new open reading frames 

(ORFs) and correct existing genome annotations [44]. The new approach led to the discovery of 107 

new B. diazoefficiens proteins and the novel N-terminus of 178 proteins in comparison to the existing 

annotation. 

Finally, the integration and mapping of transcriptomic, proteomic, and metabolomic data onto 

known pathways in metabolic databases, such as KEGG (http://www.genome.jp/kegg/ 

http://pathways.embl.de/), MetaCyc, and BioCyc [133], facilitate data integration and identification 

of key differentially regulated pathways, and provide a basis for the prioritization and selection of 

candidate genes for further mutagenesis and validation experiments. 

4. Future Perspective 

Using functional genomics to elucidate the molecular processes underlying the establishment of 

an efficient nitrogen-fixing symbiosis between legumes and rhizobia is crucial for identifying the 

traits to increase the yield of agriculturally important crops. The rapid development of new, faster, 

and more sensitive instruments for measuring transcripts, proteins, and metabolites has allowed 

researchers to generate larger datasets from a smaller amount of input material. Metabolite profiling 

is a powerful way to monitor and assess the end products of bacterial and plant gene expression and 

can then be used to map these changes onto pathways and eventually identify new symbiosis-specific 

physiological changes. Metabolomics on nodules arrested at different developmental stages (exoY 

and nifH mutant strains) provide important insights that lead to a better understanding of nodule 

metabolism [51,96]. However, the fact that label-free metabolomic approaches do not allow 

differentiation between metabolites produced by the plant and those produced by the symbiont can 

be seen as a disadvantage of this technology. For this purpose, RNA-seq from nodules can be used. 

In fact, with the appropriate preparation of cDNA from the plant and bacterial partners, one can 
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simultaneously monitor the transcript profile of both organisms in vivo. Therefore, the integration of 

-omics technologies is especially important for pinpointing important functions of each partner and 

providing a unified view of nodule metabolism. The combination of high-throughput approaches 

with innovative technologies such as laser-capture microdissection [69] enables researchers to record 

bacterial and plant gene expression in different stages of symbiotic interaction. Other innovative 

approaches such as proteogenomics, which allows for the identification of expression evidence for 

novel protein coding genes [44,110,111] and transposon sequencing (Tn-Seq) [134], could be 

employed to identify novel, as-yet-unannotated protein-coding genes or essential rhizobial genes 

required under symbiotic conditions. The complete sequencing of more rhizobial genomes and 

subsequent comparative genomic studies will help to reach an accurate list of the core, accessory, and 

unique genes and, lastly, will lead to the elucidation of the genetic elements required from both the 

bacterial and the plant partner for an efficient symbiosis. By generating and integrating -omics data 

for additional beta-rhizobial symbioses and comparing them with the existing data on alpha-

rhizobial symbioses, we expect to identify mechanistic differences between alpha- and beta-rhizobial 

symbiosis, which was shaped by 50 million years separate evolution. Finally, further efforts from the 

scientific community are needed to develop platforms to store large -omics datasets in order to enable 

their integrative analysis and mining, and comparison between different rhizobial–legume model 

systems. 

Author Contributions: M.L. and G.P revised the literature, conceived and wrote the manuscript. 

Acknowledgments: We thank Kirsty Agnoli and Yilei Liu for proofreading the text and Nicola Zamboni for 

feedback on the metabolomics section. This work was supported by the Swiss National Science Foundation 

(31003A_153374 to Gabriella Pessi). 

Conflicts of Interest: The authors declare no conflict of interest. 

References 

1. Herridge, D.F.; Peoples, M.B.; Boddey, R.M. Global inputs of biological nitrogen fixation in agricultural 

systems. Plant Soil 2008, 311, 1–18, doi:10.1007/s11104-008-9668-3. 

2. Peix, A.; Ramírez-Bahena, M.H.; Velázquez, E.; Bedmar, E.J. Bacterial associations with legumes. Crit. Rev. 

Plant Sci. 2015, 34, 17–42, doi:10.1080/07352689.2014.897899. 

3. Moulin, L.; Munive, A.; Dreyfus, B.; Boivin-Masson, C. Nodulation of legumes by members of the β-

subclass of Proteobacteria. Nature 2001, 411, 948–950, doi:10.1038/35082070. 

4. Chen, W.-M.; James, E.K.; Prescott, A.R.; Kierans, M.; Sprent, J.I. Nodulation of Mimosa spp. by the β-

Proteobacterium Ralstonia taiwanensis. Mol. Plant. Microbe Interact. 2003, 16, 1051–1061, 

doi:10.1094/MPMI.2003.16.12.1051. 

5. Chen, W.-M.; Moulin, L.; Bontemps, C.; Vandamme, P.; Bena, G.; Boivin-Masson, C. Legume symbiotic 

nitrogen fixation by β-proteobacteria is widespread in nature. J. Bacteriol. 2003, 185, 7266–7272, 

doi:10.1128/JB.185.24.7266-7272.2003. 

6. Elliott, G.N.; Chen, W.-M.; Bontemps, C.; Chou, J.-H.; Young, J.P.W.; Sprent, J.I.; James, E.K. Nodulation of 

Cyclopia spp. (Leguminosae, Papilionoideae) by Burkholderia tuberum. Ann. Bot. 2007, 100, 1403–1411, 

doi:10.1093/aob/mcm227. 

7. Elliott, G.N.; Chen, W.-M.; Chou, J.-H.; Wang, H.-C.; Sheu, S.-Y.; Perin, L.; Reis, V.M.; Moulin, L.; Simon, 

M.F.; Bontemps, C.; et al. Burkholderia phymatum is a highly effective nitrogen-fixing symbiont of Mimosa 

spp. and fixes nitrogen ex planta. New Phytol. 2007, 173, 168–180, doi:10.1111/j.1469-8137.2006.01894.x. 

8. Elliott, G.N.; Chou, J.-H.; Chen, W.-M.; Bloemberg, G.V.; Bontemps, C.; Martínez-Romero, E.; Velázquez, 

E.; Young, J.P.W.; Sprent, J.I.; James, E.K. Burkholderia spp. are the most competitive symbionts of Mimosa, 

particularly under N-limited conditions. Environ. Microbiol. 2009, 11, 762–778, doi:10.1111/j.1462-

2920.2008.01799.x. 

9. Angus, A.A.; Hirsch, A.M. Insights into the history of the legume-betaproteobacterial symbiosis. Mol. Ecol. 

2010, 19, 28–30, doi:10.1111/j.1365-294X.2009.04459.x. 

  



High-Throughput 2018, 7, 15 15 of 20 

 

10. Dos Reis, F.B., Jr.; Simon, M.F.; Gross, E.; Boddey, R.M.; Elliott, G.N.; Neto, N.E.; de Fatima Loureiro, M.; 

de Queiroz, L.P.; Scotti, M.R.; Chen, W.-M.; et al. Nodulation and nitrogen fixation by Mimosa spp. in the 

Cerrado and Caatinga biomes of Brazil. New Phytol. 2010, 186, 934–946, doi:10.1111/j.1469-

8137.2010.03267.x. 

11. Liu, X.; Wei, S.; Wang, F.; James, E.K.; Guo, X.; Zagar, C.; Xia, L.G.; Dong, X.; Wang, Y.P. Burkholderia and 

Cupriavidus spp. are the preferred symbionts of Mimosa spp. in southern China. FEMS Microbiol. Ecol. 2012, 

80, 417–426, doi:10.1111/j.1574-6941.2012.01310.x. 

12. Mishra, R.P.N.; Tisseyre, P.; Melkonian, R.; Chaintreuil, C.; Miché, L.; Klonowska, A.; Gonzalez, S.; Bena, 

G.; Laguerre, G.; Moulin, L. Genetic diversity of Mimosa pudica rhizobial symbionts in soils of French 

Guiana: investigating the origin and diversity of Burkholderia phymatum and other beta-rhizobia. FEMS 

Microbiol. Ecol. 2012, 79, 487–503, doi:10.1111/j.1574-6941.2011.01235.x. 

13. Gyaneshwar, P.; Hirsch, A.M.; Moulin, L.; Chen, W.-M.; Elliott, G.N.; Bontemps, C.; Estrada-de los Santos, 

P.; Gross, E.; dos Reis, F.B.; Sprent, J.I.; et al. Legume-nodulating betaproteobacteria: diversity, host range, 

and future prospects. Mol. Plant. Microbe Interact. 2011, 24, 1276–1288, doi:10.1094/MPMI-06-11-0172. 

14. Lemaire, B.; Chimphango, S.B.M.; Stirton, C.; Rafudeen, S.; Honnay, O.; Smets, E.; Chen, W.-M.; Sprent, J.; 

James, E.K.; Muasya, A.M. Biogeographical patterns of legume-nodulating Burkholderia spp.: from African 

fynbos to continental scales. Appl. Environ. Microbiol. 2016, 82, 5099–5115, doi:10.1128/AEM.00591-16. 

15. Sawana, A.; Adeolu, M.; Gupta, R.S. Molecular signatures and phylogenomic analysis of the genus 

Burkholderia: proposal for division of this genus into the emended genus Burkholderia containing pathogenic 

organisms and a new genus Paraburkholderia gen. nov. harboring environmental species. Front. Genet. 2014, 

5, doi:10.3389/fgene.2014.00429. 

16. Goodwin, S.; McPherson, J.D.; McCombie, W.R. Coming of age: ten years of next-generation sequencing 

technologies. Nat. Rev. Genet. 2016, 17, 333–351, doi:10.1038/nrg.2016.49. 

17. Fischer, H.M. Environmental regulation of rhizobial symbiotic nitrogen fixation genes. Trends Microbiol. 

1996, 4, 317–320. 

18. Gage, D.J. Infection and invasion of roots by symbiotic, nitrogen-fixing rhizobia during nodulation of 

temperate legumes. Microbiol. Mol. Biol. Rev. 2004, 68, 280–300, doi:10.1128/MMBR.68.2.280-300.2004. 

19. Masson-Boivin, C.; Giraud, E.; Perret, X.; Batut, J. Establishing nitrogen-fixing symbiosis with legumes: 

how many rhizobium recipes? Trends Microbiol. 2009, 17, 458–466, doi:10.1016/j.tim.2009.07.004. 

20. Fischer, H.-M. Genetic regulation of nitrogen fixation in rhizobia. Microbiol. Rev. 1994, 58, 352–386. 

21. Spaink, H.P. Root nodulation and infection factors produced by rhizobial bacteria. Annu. Rev. Microbiol. 

2000, 54, 257–288, doi:10.1146/annurev.micro.54.1.257. 

22. Long, S.R. Genes and signals in the Rhizobium-legume symbiosis. Plant Physiol. 2001, 125, 69–72, 

doi:10.1104/pp.125.1.69. 

23. Dixon, R.; Kahn, D. Genetic regulation of biological nitrogen fixation. Nat. Rev. Microbiol. 2004, 2, 621–631, 

doi:10.1038/nrmicro954. 

24. Lee, A.; Hirsch, A.M. Signals and responses: choreographing the complex interaction between legumes and 

α- and β-rhizobia. Plant Signal. Behav. 2006, 1, 161–168. 

25. Oldroyd, G.E.D.; Murray, J.D.; Poole, P.S.; Downie, J.A. The rules of engagement in the legume-rhizobial 

symbiosis. Annu. Rev. Genet. 2011, 45, 119–144, doi:10.1146/annurev-genet-110410-132549. 

26. Oldroyd, G.E.D. Speak, friend and enter: signalling systems that promote beneficial symbiotic associations 

in plants. Nat. Rev. Microbiol. 2013, 11, 252–263, doi:10.1038/nrmicro2990. 

27. Udvardi, M.; Poole, P.S. Transport and metabolism in legume-rhizobia symbioses. Annu. Rev. Plant Biol. 

2013, 64, 781–805, doi:10.1146/annurev-arplant-050312-120235. 

28. Laranjo, M.; Alexandre, A.; Oliveira, S. Legume growth-promoting rhizobia: an overview on the 

Mesorhizobium genus. Microbiol. Res. 2014, 169, 2–17, doi:10.1016/j.micres.2013.09.012. 

29. Poole, P.; Ramachandran, V.; Terpolilli, J. Rhizobia: From saprophytes to endosymbionts. Nat. Rev. 

Microbiol. 2018, 16, 291–303, doi:10.1038/nrmicro.2017.171. 

30. Kaneko, T.; Nakamura, Y.; Sato, S.; Minamisawa, K.; Uchiumi, T.; Sasamoto, S.; Watanabe, A.; Idesawa, K.; 

Iriguchi, M.; Kawashima, K.; et al. Complete genomic sequence of nitrogen-fixing symbiotic bacterium 

Bradyrhizobium japonicum USDA110 (supplement). DNA Res. Int. J. Rapid Publ. Rep. Genes Genomes 2002, 9, 

225–256. 

  



High-Throughput 2018, 7, 15 16 of 20 

 

31. Guo, X.; Castillo-Ramírez, S.; González, V.; Bustos, P.; Luís Fernández-Vázquez, J.; Santamaría, R.; 

Arellano, J.; Cevallos, M.A.; Dávila, G. Rapid evolutionary change of common bean (Phaseolus vulgaris L) 

plastome, and the genomic diversification of legume chloroplasts. BMC Genom. 2007, 8, 228, 

doi:10.1186/1471-2164-8-228. 

32. Saski, C.; Lee, S.-B.; Daniell, H.; Wood, T.C.; Tomkins, J.; Kim, H.-G.; Jansen, R.K. Complete chloroplast 

genome sequence of Glycine max and comparative analyses with other legume genomes. Plant Mol. Biol. 

2005, 59, 309–322, doi:10.1007/s11103-005-8882-0. 

33. Young, N.D.; Debellé, F.; Oldroyd, G.E.D.; Geurts, R.; Cannon, S.B.; Udvardi, M.K.; Benedito, V.A.; Mayer, 

K.F.X.; Gouzy, J.; Schoof, H.; et al. The Medicago genome provides insight into the evolution of rhizobial 

symbioses. Nature 2011, 480, 520–524, doi:10.1038/nature10625. 

34. Moulin, L.; Klonowska, A.; Caroline, B.; Booth, K.; Vriezen, J.A.C.; Melkonian, R.; James, E.K.; Young, 

J.P.W.; Bena, G.; Hauser, L.; et al. Complete Genome sequence of Burkholderia phymatum STM815T, a broad 

host range and efficient nitrogen-fixing symbiont of Mimosa species. Stand. Genomic Sci. 2014, 9, 763–774, 

doi:10.4056/sigs.4861021. 

35. Schena, M.; Shalon, D.; Davis, R.W.; Brown, P.O. Quantitative monitoring of gene expression patterns with 

a complementary DNA microarray. Science 1995, 270, 467–470. 

36. Ekins, R.; Chu, F.W. Microarrays: their origins and applications. Trends Biotechnol. 1999, 17, 217–218. 

37. Wang, Z.; Gerstein, M.; Snyder, M. RNA-Seq: a revolutionary tool for transcriptomics. Nat. Rev. Genet. 2009, 

10, 57–63, doi:10.1038/nrg2484. 

38. Sorek, R.; Cossart, P. Prokaryotic transcriptomics: a new view on regulation, physiology and pathogenicity. 

Nat. Rev. Genet. 2010, 11, 9–16, doi:10.1038/nrg2695. 

39. Mäder, U.; Nicolas, P.; Richard, H.; Bessières, P.; Aymerich, S. Comprehensive identification and 

quantification of microbial transcriptomes by genome-wide unbiased methods. Curr. Opin. Biotechnol. 2011, 

22, 32–41, doi:10.1016/j.copbio.2010.10.003. 

40. Westermann, A.J.; Gorski, S.A.; Vogel, J. Dual RNA-seq of pathogen and host. Nat. Rev. Microbiol. 2012, 10, 

618–630, doi:10.1038/nrmicro2852. 

41. Klonowska, A.; Melkonian, R.; Miché, L.; Tisseyre, P.; Moulin, L. Transcriptomic profiling of Burkholderia 

phymatum STM815, Cupriavidus taiwanensis LMG19424 and Rhizobium mesoamericanum STM3625 in response 

to Mimosa pudica root exudates illuminates the molecular basis of their nodulation competitiveness and 

symbiotic evolutionary history. BMC Genom. 2018, 19, 105, doi:10.1186/s12864-018-4487-2. 

42. Li, Y.; Tian, C.F.; Chen, W.F.; Wang, L.; Sui, X.H.; Chen, W.X. High-resolution transcriptomic analyses of 

Sinorhizobium sp. NGR234 bacteroids in determinate nodules of Vigna unguiculata and indeterminate 

nodules of Leucaena leucocephala. PLoS ONE 2013, 8, e70531, doi:10.1371/journal.pone.0070531. 

43. Lardi, M.; Liu, Y.; Purtschert, G.; Bolzan de Campos, S.; Pessi, G. Transcriptome analysis of Paraburkholderia 

phymatum under nitrogen starvation and during symbiosis with Phaseolus vulgaris. Genes 2017, 8, 

doi:10.3390/genes8120389. 

44. Čuklina, J.; Hahn, J.; Imakaev, M.; Omasits, U.; Förstner, K.U.; Ljubimov, N.; Goebel, M.; Pessi, G.; Fischer, 

H.-M.; Ahrens, C.H.; et al. Genome-wide transcription start site mapping of Bradyrhizobium japonicum 

grown free-living or in symbiosis—A rich resource to identify new transcripts, proteins and to study gene 

regulation. BMC Genom. 2016, 17, doi:10.1186/s12864-016-2602-9. 

45. Sharma, C.M.; Vogel, J. Differential RNA-seq: The approach behind and the biological insight gained. Curr. 

Opin. Microbiol. 2014, 19, 97–105, doi:10.1016/j.mib.2014.06.010. 

46. Pessi, G.; Ahrens, C.H.; Rehrauer, H.; Lindemann, A.; Hauser, F.; Fischer, H.-M.; Hennecke, H. Genome-

wide transcript analysis of Bradyrhizobium japonicum bacteroids in soybean root nodules. Mol. Plant. Microbe 

Interact. 2007, 20, 1353–1363, doi:10.1094/MPMI-20-11-1353. 

47. Chang, W.-S.; Franck, W.L.; Cytryn, E.; Jeong, S.; Joshi, T.; Emerich, D.W.; Sadowsky, M.J.; Xu, D.; Stacey, 

G. An oligonucleotide microarray resource for transcriptional profiling of Bradyrhizobium japonicum. Mol. 

Plant. Microbe Interact. 2007, 20, 1298–1307, doi:10.1094/MPMI-20-10-1298. 

48. Lindemann, A.; Moser, A.; Pessi, G.; Hauser, F.; Friberg, M.; Hennecke, H.; Fischer, H.-M. New target genes 

controlled by the Bradyrhizobium japonicum two-component regulatory system RegSR. J. Bacteriol. 2007, 189, 

8928–8943, doi:10.1128/JB.01088-07. 

49. Lang, K.; Lindemann, A.; Hauser, F.; Göttfert, M. The genistein stimulon of Bradyrhizobium japonicum. Mol. 

Genet. Genom. 2008, 279, 203–211, doi:10.1007/s00438-007-0280-7. 



High-Throughput 2018, 7, 15 17 of 20 

 

50. Mesa, S.; Reutimann, L.; Fischer, H.-M.; Hennecke, H. Posttranslational control of transcription factor FixK2, 

a key regulator for the Bradyrhizobium japonicum-soybean symbiosis. Proc. Natl. Acad. Sci. USA 2009, 106, 

21860–21865, doi:10.1073/pnas.0908097106. 

51. Lardi, M.; Murset, V.; Fischer, H.-M.; Mesa, S.; Ahrens, C.H.; Zamboni, N.; Pessi, G. Metabolomic profiling 

of Bradyrhizobium diazoefficiens-induced root nodules reveals both host plant-specific and developmental 

signatures. Int. J. Mol. Sci. 2016, 17, doi:10.3390/ijms17060815. 

52. Koch, M.; Delmotte, N.; Rehrauer, H.; Vorholt, J.A.; Pessi, G.; Hennecke, H. Rhizobial adaptation to hosts, 

a new facet in the legume root-nodule symbiosis. Mol. Plant. Microbe Interact. 2010, 23, 784–790, 

doi:10.1094/MPMI-23-6-0784. 

53. Liu, Y.; Jiang, X.; Guan, D.; Zhou, W.; Ma, M.; Zhao, B.; Cao, F.; Li, L.; Li, J. Transcriptional analysis of genes 

involved in competitive nodulation in Bradyrhizobium diazoefficiens at the presence of soybean root exudates. 

Sci. Rep. 2017, 7, doi:10.1038/s41598-017-11372-0. 

54. Peng, J.; Hao, B.; Liu, L.; Wang, S.; Ma, B.; Yang, Y.; Xie, F.; Li, Y. RNA-Seq and microarrays analyses reveal 

global differential transcriptomes of Mesorhizobium huakuii 7653R between bacteroids and free-living cells. 

PLoS ONE 2014, 9, e93626, doi:10.1371/journal.pone.0093626. 

55. Uchiumi, T.; Ohwada, T.; Itakura, M.; Mitsui, H.; Nukui, N.; Dawadi, P.; Kaneko, T.; Tabata, S.; Yokoyama, 

T.; Tejima, K.; et al. Expression islands clustered on the symbiosis island of the Mesorhizobium loti genome. 

J. Bacteriol. 2004, 186, 2439–2448. 

56. Salazar, E.; Diaz-Mejia, J.J.; Moreno-Hagelsieb, G.; Martinez-Batallar, G.; Mora, Y.; Mora, J.; Encarnacion, 

S. Characterization of the NifA-RpoN regulon in Rhizobium etli in free life and in symbiosis with Phaseolus 

vulgaris. Appl. Environ. Microbiol. 2010, 76, 4510–4520, doi:10.1128/AEM.02007-09. 

57. Karunakaran, R.; Ramachandran, V.K.; Seaman, J.C.; East, A.K.; Mouhsine, B.; Mauchline, T.H.; Prell, J.; 

Skeffington, A.; Poole, P.S. Transcriptomic analysis of Rhizobium leguminosarum biovar viciae in symbiosis 

with host plants Pisum sativum and Vicia cracca. J. Bacteriol. 2009, 191, 4002–4014, doi:10.1128/JB.00165-09. 

58. Ramachandran, V.K.; East, A.K.; Karunakaran, R.; Downie, J.A.; Poole, P.S. Adaptation of Rhizobium 

leguminosarum to pea, alfalfa and sugar beet rhizospheres investigated by comparative transcriptomics. 

Genome Biol. 2011, 12, R106, doi:10.1186/gb-2011-12-10-r106. 

59. Pérez-Montaño, F.; del Cerro, P.; Jiménez-Guerrero, I.; López-Baena, F.J.; Cubo, M.T.; Hungria, M.; Megías, 

M.; Ollero, F.J. RNA-seq analysis of the Rhizobium tropici CIAT 899 transcriptome shows similarities in the 

activation patterns of symbiotic genes in the presence of apigenin and salt. BMC Genom. 2016, 17, 

doi:10.1186/s12864-016-2543-3. 

60. Del Cerro, P.; Pérez-Montaño, F.; Gil-Serrano, A.; López-Baena, F.J.; Megías, M.; Hungria, M.; Ollero, F.J. 

The Rhizobium tropici CIAT 899 NodD2 protein regulates the production of Nod factors under salt stress in 

a flavonoid-independent manner. Sci. Rep. 2017, 7, 46712, doi:10.1038/srep46712. 

61. Pérez-Montaño, F.; Jiménez-Guerrero, I.; Acosta-Jurado, S.; Navarro-Gómez, P.; Ollero, F.J.; Ruiz-Sainz, 

J.E.; López-Baena, F.J.; Vinardell, J.M. A transcriptomic analysis of the effect of genistein on Sinorhizobium 

fredii HH103 reveals novel rhizobial genes putatively involved in symbiosis. Sci. Rep. 2016, 6, 

doi:10.1038/srep31592. 

62. Ampe, F.; Kiss, E.; Sabourdy, F.; Batut, J. Transcriptome analysis of Sinorhizobium meliloti during symbiosis. 

Genome Biol. 2003, 4, R15. 

63. Becker, A.; Bergès, H.; Krol, E.; Bruand, C.; Rüberg, S.; Capela, D.; Lauber, E.; Meilhoc, E.; Ampe, F.; de 

Bruijn, F.J.; et al. Global changes in gene expression in Sinorhizobium meliloti 1021 under microoxic and 

symbiotic conditions. Mol. Plant. Microbe Interact. 2004, 17, 292–303, doi:10.1094/MPMI.2004.17.3.292. 

64. Capela, D.; Filipe, C.; Bobik, C.; Batut, J.; Bruand, C. Sinorhizobium meliloti differentiation during symbiosis 

with alfalfa: a transcriptomic dissection. Mol. Plant. Microbe Interact. 2006, 19, 363–372, doi:10.1094/MPMI-

19-0363. 

65. Capela, D.; Carrere, S.; Batut, J. Transcriptome-based identification of the Sinorhizobium meliloti NodD1 

regulon. Appl. Environ. Microbiol. 2005, 71, 4910–4913, doi:10.1128/AEM.71.8.4910-4913.2005. 

66. Barnett, M.J.; Toman, C.J.; Fisher, R.F.; Long, S.R. A dual-genome symbiosis chip for coordinate study of 

signal exchange and development in a prokaryote-host interaction. Proc. Natl. Acad. Sci. USA 2004, 101, 

16636–16641, doi:10.1073/pnas.0407269101. 

67. Bobik, C.; Meilhoc, E.; Batut, J. FixJ: A major regulator of the oxygen limitation response and late symbiotic 

functions of Sinorhizobium meliloti. J. Bacteriol. 2006, 188, 4890–4902, doi:10.1128/JB.00251-06. 



High-Throughput 2018, 7, 15 18 of 20 

 

68. Sallet, E.; Roux, B.; Sauviac, L.; Jardinaud, M.-F.; Carrere, S.; Faraut, T.; de Carvalho-Niebel, F.; Gouzy, J.; 

Gamas, P.; Capela, D.; et al. Next-generation annotation of prokaryotic genomes with EuGene-P: 

application to Sinorhizobium meliloti 2011. DNA Res. 2013, 20, 339–354, doi:10.1093/dnares/dst014. 

69. Roux, B.; Rodde, N.; Jardinaud, M.-F.; Timmers, T.; Sauviac, L.; Cottret, L.; Carrère, S.; Sallet, E.; Courcelle, 

E.; Moreau, S.; et al. An integrated analysis of plant and bacterial gene expression in symbiotic root nodules 

using laser-capture microdissection coupled to RNA sequencing. Plant J. 2014, 77, 817–837, 

doi:10.1111/tpj.12442. 

70. Lardi, M.; Liu, Y.; Giudice, G.; Ahrens, C.; Zamboni, N.; Pessi, G. Metabolomics and transcriptomics 

identify multiple downstream targets of Paraburkholderia phymatum σ54 during symbiosis with Phaseolus 

vulgaris. Int. J. Mol. Sci. 2018, 19, 1049, doi:10.3390/ijms19041049. 

71. Sarma, A.D.; Emerich, D.W. Global protein expression pattern of Bradyrhizobium japonicum bacteroids: a 

prelude to functional proteomics. Proteomics 2005, 5, 4170–4184, doi:10.1002/pmic.200401296. 

72. Sarma, A.D.; Emerich, D.W. A comparative proteomic evaluation of culture grown vs. nodule isolated 

Bradyrhizobium japonicum. Proteomics 2006, 6, 3008–3028, doi:10.1002/pmic.200500783. 

73. Delmotte, N.; Ahrens, C.H.; Knief, C.; Qeli, E.; Koch, M.; Fischer, H.-M.; Vorholt, J.A.; Hennecke, H.; Pessi, 

G. An integrated proteomics and transcriptomics reference data set provides new insights into the 

Bradyrhizobium japonicum bacteroid metabolism in soybean root nodules. Proteomics 2010, 10, 1391–1400, 

doi:10.1002/pmic.200900710. 

74. Süss, C.; Hempel, J.; Zehner, S.; Krause, A.; Patschkowski, T.; Göttfert, M. Identification of genistein-

inducible and type III-secreted proteins of Bradyrhizobium japonicum. J. Biotechnol. 2006, 126, 69–77, 

doi:10.1016/j.jbiotec.2006.03.037. 

75. Hempel, J.; Zehner, S.; Göttfert, M.; Patschkowski, T. Analysis of the secretome of the soybean symbiont 

Bradyrhizobium japonicum. J. Biotechnol. 2009, 140, 51–58, doi:10.1016/j.jbiotec.2008.11.002. 

76. Dainese-Hatt, P.; Fischer, H.-M.; Hennecke, H.; James, P. Classifying symbiotic proteins from 

Bradyrhizobium japonicum into functional groups by proteome analysis of altered gene expression levels. 

Electrophoresis 1999, 20, 3514–3520, doi:10.1002/(SICI)1522-2683(19991201)20:18<3514::AID-

ELPS3514>3.0.CO;2-T. 

77. Liu, Y.; Guan, D.; Jiang, X.; Ma, M.; Li, L.; Cao, F.; Chen, H.; Shen, D.; Li, J. Proteins involved in nodulation 

competitiveness of two Bradyrhizobium diazoefficiens strains induced by soybean root exudates. Biol. Fertil. 

Soils 2015, 51, 251–260, doi:10.1007/s00374-014-0969-9. 

78. Da Silva Batista, J.S.; Hungria, M. Proteomics reveals differential expression of proteins related to a variety 

of metabolic pathways by genistein-induced Bradyrhizobium japonicum strains. J. Proteom. 2012, 75, 1211–

1219, doi:10.1016/j.jprot.2011.10.032. 

79. Delmotte, N.; Mondy, S.; Alunni, B.; Fardoux, J.; Chaintreuil, C.; Vorholt, J.; Giraud, E.; Gourion, B. A 

proteomic approach of Bradyrhizobium/Aeschynomene root and stem symbioses reveals the importance of 

the fixA locus for symbiosis. Int. J. Mol. Sci. 2014, 15, 3660–3670, doi:10.3390/ijms15033660. 

80. Tatsukami, Y.; Nambu, M.; Morisaka, H.; Kuroda, K.; Ueda, M. Disclosure of the differences of 

Mesorhizobium loti under the free-living and symbiotic conditions by comparative proteome analysis 

without bacteroid isolation. BMC Microbiol. 2013, 13, 180, doi:10.1186/1471-2180-13-180. 

81. Nambu, M.; Tatsukami, Y.; Morisaka, H.; Kuroda, K.; Ueda, M. Quantitative time-course proteome analysis 

of Mesorhizobium loti during nodule maturation. J. Proteom. 2015, 125, 112–120, 

doi:10.1016/j.jprot.2015.04.034. 

82. Meneses, N.; Taboada, H.; Dunn, M.F.; Vargas, M. del C.; Buchs, N.; Heller, M.; Encarnación, S. The 

naringenin-induced exoproteome of Rhizobium etli CE3. Arch. Microbiol. 2017, 199, 737–755, 

doi:10.1007/s00203-017-1351-8. 

83. Tolin, S.; Arrigoni, G.; Moscatiello, R.; Masi, A.; Navazio, L.; Sablok, G.; Squartini, A. Quantitative analysis 

of the naringenin-inducible proteome in Rhizobium leguminosarum by isobaric tagging and mass 

spectrometry. Proteomics 2013, 13, 1961–1972, doi:10.1002/pmic.201200472. 

84. Arrigoni, G.; Tolin, S.; Moscatiello, R.; Masi, A.; Navazio, L.; Squartini, A. Calcium-dependent regulation 

of genes for plant nodulation in Rhizobium leguminosarum detected by iTRAQ quantitative proteomic 

analysis. J. Proteome Res. 2013, 12, 5323–5330, doi:10.1021/pr400656g. 

85. Guerreiro, N.; Redmond, J.W.; Rolfe, B.G.; Djordjevic, M.A. New Rhizobium leguminosarum flavonoid-

induced proteins revealed by proteome analysis of differentially displayed proteins. Mol. Plant. Microbe 

Interact. 1997, 10, 506–516, doi:10.1094/MPMI.1997.10.4.506. 



High-Throughput 2018, 7, 15 19 of 20 

 

86. Natera, S.H.A.; Guerreiro, N.; Djordjevic, M.A. Proteome analysis of differentially displayed proteins as a 

tool for the investigation of symbiosis. Mol. Plant. Microbe Interact. 2000, 13, 995–1009, 

doi:10.1094/MPMI.2000.13.9.995. 

87. Djordjevic, M.A.; Chen, H.C.; Natera, S.; Van Noorden, G.; Menzel, C.; Taylor, S.; Renard, C.; Geiger, O.; 

Weiller, G.F. A global analysis of protein expression profiles in Sinorhizobium meliloti: discovery of new 

genes for nodule occupancy and stress adaptation. Mol. Plant. Microbe Interact. 2003, 16, 508–524, 

doi:10.1094/MPMI.2003.16.6.508. 

88. Djordjevic, M.A. Sinorhizobium meliloti metabolism in the root nodule: a proteomic perspective. Proteomics 

2004, 4, 1859–1872, doi:10.1002/pmic.200300802. 

89. Larrainzar, E.; Wienkoop, S.; Weckwerth, W.; Ladrera, R.; Arrese-Igor, C.; Gonzalez, E.M. Medicago 

truncatula root nodule proteome analysis reveals differential plant and bacteroid responses to drought 

stress. Plant Physiol. 2007, 144, 1495–1507, doi:10.1104/pp.107.101618. 

90. Marx, H.; Minogue, C.E.; Jayaraman, D.; Richards, A.L.; Kwiecien, N.W.; Siahpirani, A.F.; Rajasekar, S.; 

Maeda, J.; Garcia, K.; Del Valle-Echevarria, A.R.; et al. A proteomic atlas of the legume Medicago truncatula 

and its nitrogen-fixing endosymbiont Sinorhizobium meliloti. Nat. Biotechnol. 2016, 34, 1198–1205, 

doi:10.1038/nbt.3681. 

91. Chen, H.; Higgins, J.; Oresnik, I.J.; Hynes, M.F.; Natera, S.; Djordjevic, M.A.; Weinman, J.J.; Rolfe, B.G. 

Proteome analysis demonstrates complex replicon and luteolin interactions in pSyma-cured derivatives of 

Sinorhizobium meliloti strain 2011. Electrophoresis 2000, 21, 3833–3842, doi:10.1002/1522-

2683(200011)21:17<3833::AID-ELPS3833>3.0.CO;2-I. 

92. Brechenmacher, L.; Lei, Z.; Libault, M.; Findley, S.; Sugawara, M.; Sadowsky, M.J.; Sumner, L.W.; Stacey, 

G. Soybean metabolites regulated in root hairs in response to the symbiotic bacterium Bradyrhizobium 

japonicum. Plant Physiol. 2010, 153, 1808–1822, doi:10.1104/pp.110.157800. 

93. Vauclare, P.; Bligny, R.; Gout, E.; Widmer, F. An overview of the metabolic differences between 

Bradyrhizobium japonicum 110 bacteria and differentiated bacteroids from soybean (Glycine max) root 

nodules: an in vitro 13 C- and 31 P-nuclear magnetic resonance spectroscopy study. FEMS Microbiol. Lett. 

2013, 343, 49–56, doi:10.1111/1574-6968.12124. 

94. Colebatch, G.; Desbrosses, G.; Ott, T.; Krusell, L.; Montanari, O.; Kloska, S.; Kopka, J.; Udvardi, M.K. Global 

changes in transcription orchestrate metabolic differentiation during symbiotic nitrogen fixation in Lotus 

japonicus. Plant J. 2004, 39, 487–512, doi:10.1111/j.1365-313X.2004.02150.x. 

95. Desbrosses, G.G.; Kopka, J.; Udvardi, M.K. Lotus japonicus metabolic profiling. Development of gas 

chromatography-mass spectrometry resources for the study of plant-microbe interactions. Plant Physiol. 

2005, 137, 1302–1318, doi:10.1104/pp.104.054957. 

96. Barsch, A.; Tellström, V.; Patschkowski, T.; Küster, H.; Niehaus, K. Metabolite profiles of nodulated alfalfa 

plants indicate that distinct stages of nodule organogenesis are accompanied by global physiological 

adaptations. Mol. Plant. Microbe Interact. 2006, 19, 998–1013, doi:10.1094/MPMI-19-0998. 

97. Gemperline, E.; Jayaraman, D.; Maeda, J.; Ané, J.-M.; Li, L. Multifaceted investigation of metabolites during 

nitrogen fixation in Medicago via high resolution MALDI-MS imaging and ESI-MS. J. Am. Soc. Mass 

Spectrom. 2015, 26, 149–158, doi:10.1007/s13361-014-1010-0. 

98. Jiménez-Guerrero, I.; Acosta-Jurado, S.; del Cerro, P.; Navarro-Gómez, P.; López-Baena, F.; Ollero, F.; 

Vinardell, J.; Pérez-Montaño, F. Transcriptomic studies of the effect of nod gene-inducing molecules in 

rhizobia: different weapons, one purpose. Genes 2017, 9, 1, doi:10.3390/genes9010001. 

99. Schlüter, J.-P.; Reinkensmeier, J.; Daschkey, S.; Evguenieva-Hackenberg, E.; Janssen, S.; Jänicke, S.; Becker, 

J.D.; Giegerich, R.; Becker, A. A genome-wide survey of sRNAs in the symbiotic nitrogen-fixing alpha-

proteobacterium Sinorhizobium meliloti. BMC Genom. 2010, 11, 245, doi:10.1186/1471-2164-11-245. 

100. Madhugiri, R.; Pessi, G.; Voss, B.; Hahn, J.; Sharma, C.M.; Reinhardt, R.; Vogel, J.; Hess, W.R.; Fischer, H.-

M.; Evguenieva-Hackenberg, E. Small RNAs of the Bradyrhizobium/Rhodopseudomonas lineage and their 

analysis. RNA Biol. 2012, 9, 47–58, doi:10.4161/rna.9.1.18008. 

101. Vercruysse, M.; Fauvart, M.; Cloots, L.; Engelen, K.; Thijs, I.M.; Marchal, K.; Michiels, J. Genome-wide 

detection of predicted non-coding RNAs in Rhizobium etli expressed during free-living and host-associated 

growth using a high-resolution tiling array. BMC Genom. 2010, 11, 53, doi:10.1186/1471-2164-11-53. 

  



High-Throughput 2018, 7, 15 20 of 20 

 

102. Torres-Quesada, O.; Reinkensmeier, J.; Schlüter, J.-P.; Robledo, M.; Peregrina, A.; Giegerich, R.; Toro, N.; 

Becker, A.; Jiménez-Zurdo, J.I. Genome-wide profiling of Hfq-binding RNAs uncovers extensive post-

transcriptional rewiring of major stress response and symbiotic regulons in Sinorhizobium meliloti. RNA Biol. 

2014, 11, 563–579. 

103. Schlüter, J.-P.; Reinkensmeier, J.; Barnett, M.J.; Lang, C.; Krol, E.; Giegerich, R.; Long, S.R.; Becker, A. Global 

mapping of transcription start sites and promoter motifs in the symbiotic α-proteobacterium Sinorhizobium 

meliloti 1021. BMC Genom. 2013, 14, 156, doi:10.1186/1471-2164-14-156. 

104. Becker, A.; Overlöper, A.; Schlüter, J.-P.; Reinkensmeier, J.; Robledo, M.; Giegerich, R.; Narberhaus, F.; 

Evguenieva-Hackenberg, E. Riboregulation in plant-associated α-proteobacteria. RNA Biol. 2014, 11, 550–

562, doi:10.4161/rna.29625. 

105. Melkonian, R.; Moulin, L.; Béna, G.; Tisseyre, P.; Chaintreuil, C.; Heulin, K.; Rezkallah, N.; Klonowska, A.; 

Gonzalez, S.; Simon, M.; et al. The geographical patterns of symbiont diversity in the invasive legume 

Mimosa pudica can be explained by the competitiveness of its symbionts and by the host genotype: 

Competition for nodulation in α- and β-rhizobia. Environ. Microbiol. 2014, 16, 2099–2111, doi:10.1111/1462-

2920.12286. 

106. Ahrens, C.H.; Brunner, E.; Qeli, E.; Basler, K.; Aebersold, R. Generating and navigating proteome maps 

using mass spectrometry. Nat. Rev. Mol. Cell Biol. 2010, 11, 789–801, doi:10.1038/nrm2973. 

107. Aebersold, R.; Mann, M. Mass-spectrometric exploration of proteome structure and function. Nature 2016, 

537, 347–355, doi:10.1038/nature19949. 

108. Qeli, E.; Ahrens, C.H. Peptide Classifier for protein inference and targeted quantitative proteomics. Nat. 

Biotechnol. 2010, 28, 647–650, doi:10.1038/nbt0710-647. 

109. Stekhoven, D.J.; Omasits, U.; Quebatte, M.; Dehio, C.; Ahrens, C.H. Proteome-wide identification of 

predominant subcellular protein localizations in a bacterial model organism. J. Proteom. 2014, 99, 123–137, 

doi:10.1016/j.jprot.2014.01.015. 

110. Nesvizhskii, A.I. Proteogenomics: concepts, applications and computational strategies. Nat. Methods 2014, 

11, 1114–1125, doi:10.1038/nmeth.3144. 

111. Omasits, U.; Varadarajan, A.R.; Schmid, M.; Goetze, S.; Melidis, D.; Bourqui, M.; Nikolayeva, O.; Québatte, 

M.; Patrignani, A.; Dehio, C.; et al. An integrative strategy to identify the entire protein coding potential of 

prokaryotic genomes by proteogenomics. Genome Res. 2017, 27, 2083–2095, doi:10.1101/gr.218255.116. 

112. Omasits, U.; Quebatte, M.; Stekhoven, D.J.; Fortes, C.; Roschitzki, B.; Robinson, M.D.; Dehio, C.; Ahrens, 

C.H. Directed shotgun proteomics guided by saturated RNA-seq identifies a complete expressed 

prokaryotic proteome. Genome Res. 2013, 23, 1916–1927, doi:10.1101/gr.151035.112. 

113. Liu, Y.; Pessi, G.; Riedel, K.; Eberl, L. Identification of AHL- and BDSF-controlled proteins in Burkholderia 

cenocepacia by proteomics. Methods Mol. Biol. 2018, 1673, 193–202, doi:10.1007/978-1-4939-7309-5_15. 

114. Rogowska-Wrzesinska, A.; Le Bihan, M.-C.; Thaysen-Andersen, M.; Roepstorff, P. 2D gels still have a niche 

in proteomics. J. Proteom. 2013, 88, 4–13, doi:10.1016/j.jprot.2013.01.010. 

115. Washburn, M.P.; Wolters, D.; Yates, J.R. Large-scale analysis of the yeast proteome by multidimensional 

protein identification technology. Nat. Biotechnol. 2001, 19, 242–247, doi:10.1038/85686. 

116. Larrainzar, E.; Wienkoop, S. A proteomic view on the role of legume symbiotic interactions. Front. Plant 

Sci. 2017, 8, doi:10.3389/fpls.2017.01267. 

117. Fry, J.; Wood, M.; Poole, P.S. Investigation of myo -inositol catabolism in Rhizobium leguminosarum bv. viciae 

and its effect on nodulation competitiveness. Mol. Plant. Microbe Interact. 2001, 14, 1016–1025, 

doi:10.1094/MPMI.2001.14.8.1016. 

118. Geddes, B.A.; González, J.E.; Oresnik, I.J. Exopolysaccharide production in response to medium 

acidification is correlated with an increase in competition for nodule occupancy. Mol. Plant. Microbe Interact. 

2014, 27, 1307–1317, doi:10.1094/MPMI-06-14-0168-R. 

119. Winzer, T.; Bairl, A.; Linder, M.; Linder, D.; Werner, D.; Müller, P. A novel 53-kDa nodulin of the 

symbiosome membrane of soybean nodules, controlled by Bradyrhizobium japonicum. Mol. Plant. Microbe 

Interact. 1999, 12, 218–226, doi:10.1094/MPMI.1999.12.3.218. 

120. Panter, S.; Thomson, R.; de Bruxelles, G.; Laver, D.; Trevaskis, B.; Udvardi, M. Identification with 

proteomics of novel proteins associated with the peribacteroid membrane of soybean root nodules. Mol. 

Plant. Microbe Interact. 2000, 13, 325–333, doi:10.1094/MPMI.2000.13.3.325. 



High-Throughput 2018, 7, 15 21 of 20 

 

121. Nomura, M.; Arunothayanan, H.; Van dao, T.; Le, H.T.-P.; Kaneko, T.; Sato, S.; Tabata, S.; Tajima, S. 

Differential protein profiles of Bradyrhizobium japonicum USDA110 bacteroid during soybean nodule 

development. Soil Sci. Plant Nutr. 2010, 56, 579–590, doi:10.1111/j.1747-0765.2010.00500.x. 

122. Farkas, A.; Maroti, G.; Durg, H.; Gyorgypal, Z.; Lima, R.M.; Medzihradszky, K.F.; Kereszt, A.; Mergaert, P.; 

Kondorosi, E. Medicago truncatula symbiotic peptide NCR247 contributes to bacteroid differentiation 

through multiple mechanisms. Proc. Natl. Acad. Sci. USA 2014, 111, 5183–5188, 

doi:10.1073/pnas.1404169111. 

123. Penterman, J.; Abo, R.P.; De Nisco, N.J.; Arnold, M.F.F.; Longhi, R.; Zanda, M.; Walker, G.C. Host plant 

peptides elicit a transcriptional response to control the Sinorhizobium meliloti cell cycle during symbiosis. 

Proc. Natl. Acad. Sci. USA 2014, 111, 3561–3566, doi:10.1073/pnas.1400450111. 

124. Patti, G.J.; Yanes, O.; Siuzdak, G. Metabolomics: the apogee of the omics trilogy: Innovation. Nat. Rev. Mol. 

Cell Biol. 2012, 13, 263–269, doi:10.1038/nrm3314. 

125. Fuhrer, T.; Zamboni, N. High-throughput discovery metabolomics. Curr. Opin. Biotechnol. 2015, 31, 73–78, 

doi:10.1016/j.copbio.2014.08.006. 

126. Markley, J.L.; Brüschweiler, R.; Edison, A.S.; Eghbalnia, H.R.; Powers, R.; Raftery, D.; Wishart, D.S. The 

future of NMR-based metabolomics. Curr. Opin. Biotechnol. 2017, 43, 34–40, 

doi:10.1016/j.copbio.2016.08.001. 

127. Veenstra, T.D. Metabolomics: the final frontier? Genome Med. 2012, 4, 40, doi:10.1186/gm339. 

128. Cai, H.; Chuang, W.-G.; Cui, X.; Cheng, R.-H.; Chiu, K.; Chen, Z.; Ding, S. High resolution 31P NMR 

spectroscopy generates a quantitative evolution profile of phosphorous translocation in germinating 

sesame seed. Sci. Rep. 2018, 8, doi:10.1038/s41598-017-18722-y. 

129. Want, E.J.; Nordström, A.; Morita, H.; Siuzdak, G. From exogenous to endogenous: the inevitable imprint 

of mass spectrometry in metabolomics. J. Proteome Res. 2007, 6, 459–468, doi:10.1021/pr060505+. 

130. Zhou, J.; Yin, Y. Strategies for large-scale targeted metabolomics quantification by liquid chromatography-

mass spectrometry. Analyst 2016, 141, 6362–6373, doi:10.1039/C6AN01753C. 

131. Scalbert, A.; Brennan, L.; Fiehn, O.; Hankemeier, T.; Kristal, B.S.; van Ommen, B.; Pujos-Guillot, E.; Verheij, 

E.; Wishart, D.; Wopereis, S. Mass-spectrometry-based metabolomics: limitations and recommendations 

for future progress with particular focus on nutrition research. Metabolomics 2009, 5, 435–458, 

doi:10.1007/s11306-009-0168-0. 

132. Hauser, F.; Lindemann, A.; Vuilleumier, S.; Patrignani, A.; Schlapbach, R.; Fischer, H.M.; Hennecke, H. 

Design and validation of a partial-genome microarray for transcriptional profiling of the Bradyrhizobium 

japonicum symbiotic gene region. Mol. Genet. Genom. 2006, 275, 55–67, doi:10.1007/s00438-005-0059-7. 

133. Caspi, R.; Foerster, H.; Fulcher, C.A.; Kaipa, P.; Krummenacker, M.; Latendresse, M.; Paley, S.; Rhee, S.Y.; 

Shearer, A.G.; Tissier, C.; et al. The MetaCyc Database of metabolic pathways and enzymes and the BioCyc 

collection of Pathway/Genome Databases. Nucleic Acids Res. 2008, 36, D623-631, doi:10.1093/nar/gkm900. 

134. Van Opijnen, T.; Bodi, K.L.; Camilli, A. Tn-seq: high-throughput parallel sequencing for fitness and genetic 

interaction studies in microorganisms. Nat. Methods 2009, 6, 767–772, doi:10.1038/nmeth.1377. 

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access 

article distributed under the terms and conditions of the Creative Commons Attribution 

(CC BY) license (http://creativecommons.org/licenses/by/4.0/). 

 


