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Abstract: The use of biological inputs is an interesting approach to optimize crop production and
reduce the use of chemical inputs. Understanding the chemical communication between bacteria
and plants is critical to optimizing this approach. Recently, we have shown that Sphingomonas
(S.) sediminicola can improve both nitrogen supply and yield in pea. Here, we used biochemical
methods and untargeted metabolomics to investigate the chemical dialog between S. sediminicola
and pea. We also evaluated the metabolic capacities of S. sediminicola by metabolic profiling. Our
results showed that peas release a wide range of hexoses, organic acids, and amino acids during
their development, which can generally recruit and select fast-growing organisms. In the presence
of S. sediminicola, a more specific pattern of these molecules took place, gradually adapting to the
metabolic capabilities of the bacterium, especially for pentoses and flavonoids. In turn, S. sediminicola
is able to produce several compounds involved in cell differentiation, biofilm formation, and quorum
sensing to shape its environment, as well as several molecules that stimulate pea growth and plant
defense mechanisms.

Keywords: Sphingomonas sediminicola; pea; root exudates; plant–bacteria interaction; molecular
dialogue plant–bacteria

1. Introduction

Plant growth and productivity are closely associated with rhizospheric bacteria, such
as plant growth-promoting rhizobacteria (PGPR), in a reciprocal relationship that benefits
both partners [1,2]. These bacteria can live freely in the rhizosphere of plants or be directly
associated with plants in a symbiotic relationship. Free PGPR contributes to plant health
and development by producing plant growth regulators [3], increasing the availability
of nutrients and water, and reducing the effects of diseases, pests, and environmental
stressors. They can also increase the amount of soil organic matter, improve soil texture
and structure, and promote micronutrient uptake [4–6]. Symbiotic PGPR such as those of
the order Hyphomicrobiales (=Rhizobiales) are useful for agriculture because they are able to
form nodules on the roots of legumes in which the atmospheric nitrogen (N2) fixed by the
bacteria is converted into ammonia for the plant [7].

The interaction between plants and bacteria requires complex chemical communication,
which can be viewed as a conversation between the two parties in which plants and bacteria
exchange chemical signals to influence their growth and development [8,9]. First, plants and
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bacteria can sense each other’s chemical signals through specific receptors [10,11], which
usually enables the recruitment of beneficial bacteria by the plant. Plants and bacteria can
respond to chemical signals by altering their growth, metabolism, and functions that allow
bacteria to colonize plant roots. This also affects the production of chemical signals, forming
a feedback loop that leads to an equilibrium beneficial to both organisms [12,13]. PGPRs
recruitment by plants requires a significant amount of energy to attract and select bacteria
in the rhizosphere [14–16]. Plant roots release a variable and diverse set of compounds,
including carbohydrates, amino acids, organic acids, and secondary metabolites [17–19].
The compounds released by the roots are an important nutrient source for soil bacteria
and have an attractive effect [20]. In turn, PGPR produces compounds that promote plant
growth and health [19,21]. Various studies have shown that the microbial community
associated with the root can evolve depending on the chemical composition of the root
exudates, which also depends on the plant species and its stage of development [11,19,22].
For effective interaction, it is important that the bacteria are metabolically adapted to the
chemical signals released by the plant via its root exudates so that they can be recruited
and establish themselves in the root system.

Agriculture based on the interaction between plants and bacteria promises to limit
the use of chemical fertilizers that have negative effects on the environment and health
acts [23,24]. Since the last decades, bacterial fertilizers containing free N2-fixing PGPR, such
as Pseudomonas stutzeri, P. oryzihabitans, or Azospirillum brasilense, have been successfully
used in agriculture as a strategy to improve plant growth in a sustainable way [6,25–27].
This aspect is even more pronounced in legumes such as pea, which is normally thought to
interact with Rhizobium species [28]. Therefore, the molecular dialogs during this interaction
have been studied in detail [29,30]. These interactions, which depend on the specific
characteristics of the pea species and the bacterial species involved, make it possible
to predict the effectiveness of the use of this bio-input. Despite the importance of this
association, it is important to note that in conventionally plowed soils where peas are
rotated, the bacterial community may also be predominantly influenced by other bacterial
species, such as Sphingomonas [31–34].

Recently, we have shown that Sphingomonas sediminicola is also able to induce the
formation of root nodules in peas and increase the production of plant biomass [35]. This
new interaction raises the question of chemical communication between the two partners
and offers the possibility of optimizing the effect of bacterial bio-input on a pea plant.
Therefore, we examined a wide range of compounds, including carbohydrates, carboxylic
acids, amino acids, polyphenols, and flavonoids in hydroponic pea cultures inoculated
and non-inoculated with S. sediminicola. We compared these results with the metabolic
phenotyping of S. sediminicola based on its ability to degrade various carbon, nitrogen,
phosphorus, and sulfur sources. To get an overview of the effect of S. sediminicola on peas,
we also analyzed the compounds released by the bacterium.

2. Materials and Methods
2.1. Plant and Bacteria Culture

Sphingomonas sediminicola (DSM-18106) was grown in R2A medium (VWR, Fontenay-
sous-Bois, France) for 72 h at 30 ◦C under constant shaking at 150 rpm. Pea (Pisum sativum,
cv. Douce Provence, Jardiland, Paris, France) seeds were surface-sterilized with a 3.5%
(v/v) bleach solution, cold-stratified for 48 h, and germinated in the dark on a 1% (w/v)
agar medium at 21 ◦C. Five days after germination, etiolated seedlings were transferred to
hydroponic system.

2.2. Hydroponic Growth Conditions

Peas were cultivated in a homemade hydroponic system using an 8-L plastic pot
filled with 6 L of sterile distilled water supplemented with 0.23 g L−1 of Murashige and
Skoog’s basal salt mixture [36]. Each device had an air pump with a flow rate of 78 L h−1

to maintain the oxygen supply. Five plants were arranged per system. Substances released
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via pea root exudates were collected at the emergence of the first leave, second internode,
and flowering by withdrawing 1 L of hydroponic solution at each stage and replacing it
with 1 L of hydroponic solution. Half of the devices were inoculated with S. sediminicola to
obtain a concentration of 106 CFU L−1.

2.3. Extraction and Analysis of Hydroponic Compounds

Samples of the hydroponic solution were filtered with Whatman paper (GE Healthcare,
Chicago, IL, USA), and the chemical compounds in these solutions were selectively ab-
sorbed by Amberlite XAD-8 resin (Sigma-Aldrich, Taufkirchen, Germany), loaded onto the
Chromabond C-18 SPE columns (Macherey-Nagel, Düren, Germany), dropwise desorbed
with pure methanol then concentrated using a rotary evaporator at 40 ◦C.

An ultra-high performance liquid chromatography (UPLC) system (Waters Corp.,
Milford, MA, USA) was used for global analysis of the concentrated samples using
MassLynxTM software (v4.2, Waters Corp., Milford, MA, USA). Global detection of bi-
ological information was performed using high-throughput G2Si High-definition mass
spectrometry (Waters Q-TOF SYNAPT™, Waters Corp., Milford, MA, USA). Mobile phases
consisted of a gradient of 0.1% (v/v) formic acid in Milli-Q water (A) and MeOH (B). The
flow rate was maintained at 0.4 mL min−1. Elution was performed at a gradient of 10% B
for 1 min, then increased to 90% over 6 min and held for 3 min. Initial conditions were then
restored over 1 min and held for 3 min for re-equilibration.

Total polyphenol content was determined spectrometrically by the Folin–Ciocalteu
method [37] using tannic acid in the range of 0–100 µg mL−1 as a reference standard. The
flavonoid assay [38] was performed using quercetol (0.05 mg mL−1) as the reference standard.
D-glucose, D-fructose, and sucrose were determined enzymatically using the sucrose/D-
glucose kit (R-Biopharm, Pfungstadt, Germany). D-xylose, L-arabinose, D-galactose, xyli-
tol, and D-sorbitol were determined using specific enzymatic kits (Megazyme Assay Kits,
Megazyme International Ireland Limited, Wicklow, Ireland).

For the determination of amino acid content, hydroponic samples were concentrated
3-fold by ultrafiltration using a polyethersulfone membrane with a cut-off of 3 kDa (Vivaspsin®

2 concentrator). The identification and quantification of amino acids were performed using a
Kromasil C18—100 Ǻ-5 µm 4.6 × 250 mm column after derivation with o-phthalaldehyde
(OPA). For derivatization, 50 µL of sample was added to 50 µL of borate buffer containing
0.25% (w/v) OPA and 5% (v/v) β-mercaptoethanol. An injection of 5 µL of this solution was
performed. The proline content was determined using a ninhydrin assay [39].

Organic acid contents were determined by liquid chromatography with UV detector
(HPLC-UV) method [40]. After centrifugation at 12,000 rpm for 2 min, the supernatant of
hydroponic samples was filtered to 0.2 µm, and 50 µL of the filtrate was injected into the
analytical system equipped with a C18 column (Luna, 5 µm Phenomenex). Organic acids
were separated in an isocratic medium with a mobile phase consisting of 25 mM phosphate
buffer and methanol (99/1, v/v; pH 2.4). The detection of carboxylic acids was performed
at 210 nm.

2.4. Microarray Plates for Phenotypic Characterization of S. sediminicola

We used pre-configured Biolog Phenotype MicroArrays (Biolog Inc., Harvard, CA,
USA) to phenotype the metabolic potential of S. sediminicola against 190 carbon (PM1 and
PM2), 95 nitrogen (PM3), 59 phosphorus, and 35 sulfur (PM4) sources. According to the
manufacturer’s instructions, bacteria were grown on an R2A agar plate, and colonies were
harvested to achieve the required transmittance and mixed with a buffer containing IF-0
concentration 1.2X (Biolog Inc.) and the redox dye tetrazolium violet. For PM3 and PM4,
125 µL 2 M sodium succinate/200 µM ferric citrate was added to the mixture to regulate
the pH of the suspension. Each plate was incubated in an Omnilog (Biolog Inc.) at 25 ◦C
for 96 h. Three biological replicates per plate were performed. The phenotypic response of
S. sediminicola to PM substrates was monitored by the color change in each well. Reduction
of tetrazolium salt by bacterial dehydrogenases and reductases results in a purple formazan
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dye. Therefore, a color reaction indicates that the bacteria are actively metabolizing a
substrate in the well, while the absence of a color change means that the bacteria cannot
metabolize the substrate. The rate of color change in each well was monitored every
15 min at 490 nm and stored in Omnilog units generated by Biolog Data Analysis Software
(v1.7, Biolog Inc.). For each source, a color intensity greater than 500 Omnilog units were
considered positive in at least two of three replicates.

2.5. Untargeted Metabolomics of Sphingomonas sediminicola Culture Medium

The analysis was performed with the supernatant obtained by centrifugation of a
culture medium in which Sphingomonas sediminicola had been grown, reaching a concentra-
tion of 106 CFU mL−1. This untargeted metabolomic analysis was performed by Beijing
Genomics Institute (BGI, Tai Po, Hong Kong). The culture was grown in R2A medium,
according to the method described by Dunn et al. [41]. Metabolite extracts were analyzed
on a Waters 2D UPLC (Waters, Milford, MA, USA), coupled to a Q-Exactive mass spectrom-
eter (Thermo Fisher Scientific, Waltham, MA, USA) with a heated electrospray ionization
(HESI) source and controlled by the Xcalibur 2.3 software program (Thermo Fisher Scientific,
Waltham, MA, USA). Chromatographic separation was performed on a Waters ACQUITY
UPLC BEH Amide column (1.7 µm, 2.1 mm × 100 mm, Waters, Milford, MA, USA) at 30 ◦C.

For the untargeted metabolomics data, the mass spectrometry raw data collected
by LC-MS/MS were imported into Compound Discoverer 3.1 (Thermo Fisher Scientific,
Waltham, MA, USA) for data processing. The identification of metabolites is a combined
result of BMDB (BGI Metabolome Database), mzCloud, and ChemSpider (HMDB, KEGG,
LipidMaps) databases. Main parameters of metabolite identification: Precursor Mass
Tolerance < 5 ppm, Fragment Mass Tolerance < 10 ppm, RT Tolerance < 0.2 min. The
results of the Compound Discoverer 3.1 export were imported into metaX [42] for data
preprocessing. A total of 4563 and 1851 compounds were detected in the positive (pos) and
negative (neg) modes, respectively. After preprocessing, 1487 (pos) and 869 (neg) of these
compounds were identified.

2.6. Data Analysis

To compare the composition of the compounds present in the hydroponic solutions,
we used the R package agricolae [43] and a Kruskal–Wallis nonparametric one-way analysis
of variance followed by a Conover–Iman post hoc test if significant and Holm’s p-adjust
method for multiple comparisons.

Differential metabolites screening conditions were performed with a Fold-Change
(FC) ≥ 1.2 or ≤0.83 and a p-value < 0.05 obtained through Student’s t-test and corrected for
false discovery rate (FDR). Cluster analysis of differential metabolites was performed with
log2 transformation and z-score normalization (zero-mean normalization). The clustering
algorithm used hierarchical cluster based on Euclidean distance. In the bubble plots for
pathway enrichment analysis, the enrichment factor (RichFactor) on the X-axis is the
number of differential metabolites annotated for the pathway divided by all identified
metabolites annotated for the pathway. The larger the value, the greater the proportion
of differential metabolites annotated for the pathway. The dot size represents the number
of differential metabolites annotated for that metabolic pathway. Volcano plot based
on log2FC and the Heatmap of the differential metabolites were generated using the
R packages. All statistical analyzes were performed using R software (v4.2.2, The R
Foundation, https://www.r-project.org/, accessed on 13 February 2023).

3. Results
3.1. The Composition of the Hydroponic Solution Is Influenced by S. sediminicola and the Stage of
Pea Development

The compounds present in the hydroponic solution samples were structured around
two axes of PCA ordination, which accounted for 60% of the variance between samples

https://www.r-project.org/
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(Figure 1). Overall, axis 1 is related to bacterial inoculation, while axis 2 is related to the
stage of pea development.
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Figure 1. Principal component analysis (PCA) of polyphenol, flavonoid, amino acid, and carbohy-
drate content in hydroponic solutions of peas inoculated or not with Sphingomonas sediminicola at the
time of first leaf emergence, second internode, and flowering.

At the first leaf emergence stage, the composition of the hydroponic solution was
very poor in polyphenols and flavonoids (Table S1). Serine, glycine, and alanine were the
major amino acids. Citrate and especially acetate characterized the organic acid content,
while fructose, glucose, and sucrose determined the carbohydrate content. Between the
emergence of the first leaf and the formation of the second internode, there was little
change in the composition of the hydroponic solution. However, a change was observed
in carbohydrates, with a sharp increase in fructose content and a decrease in sorbitol
and xylitol content. At the flowering phase, the solutions were richer in tryptophan and
especially in cysteine, which becomes the most abundant amino acid in the solutions.
Additionally, citrate and fumarate also showed an increase during this phase, although
not to the same extent as lactate, which reached levels similar to acetate. The content
of carbohydrates also evolved, with fructose remaining proportionally dominant and an
increase in the content of galactose (Table S1).

Inoculation of peas with S. sediminicola resulted in a hydroponic solution whose
composition was almost the same as that of the non-inoculated peas until the emergence of
the first leaf (Figure 1, Table S1). However, this inoculation resulted in higher flavonoid,
galactose, glucose, and xylitol contents than under the non-inoculated conditions. Between
the emergence of the first leaf and the formation of the second internode, the composition
of the hydroponic solutions of the inoculated peas evolved with an increase in the content
of many amino acids. The content of polyphenols and flavonoids remained the same
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between the two stages, as did the content of carbohydrates. However, the content of
glucose increased, while the content of galactose decreased (Table S1). The composition of
the hydroponic solution remained relatively stable between the formation of the second
internode and flowering of the inoculated peas, with consistently higher levels of amino
acids, flavonoids, and polyphenols than in the non-inoculated condition. UPLC analysis
allowed the identification of different terpenoids and flavonoids in the solution, including
pisatin (Figure S1 and Table S2). A clear difference between non-inoculated and inoculated
conditions was also observed for other compounds. This was true for the lactate and
galactose content, which were very low in the flowering stage of the inoculated peas.

3.2. S. sediminicola Had a Specialized Carbon Metabolism and a Generalist Nitrogen Metabolism

To determine whether the compounds released in root exudates can be metabolized
by S. sediminicola, we examined the metabolic capacities of the bacteria (Figure 2; Table S3).
Of the 333 substrates tested, 189 were degraded by S. sediminicola (>500 Omnilog Unit,
OU), especially amino acids (55 of 77), nucleic acids/nucleotides/nucleosides (31/40), and
some specific nitrogen sources such as nitrogen dioxide, nitrate, nitrite, and urea (Figure 2,
Table S2). S. sediminicola showed a strong ability to metabolize certain pentoses such as
L-lyxose (12116 OU), D-xylose (6753 OU), D-ribose (7269 OU), L-arabinose (8509 OU), in
contrast to numerous hexoses such as D-glucose (664 OU), D-fructose (652 OU), D-mannose
(842 OU), or D-galactose (634 OU). Similarly, di- and trisaccharides were degraded only
very slightly or not at all. Carboxylic acids form a group of substrates that are only weakly
degraded by the bacteria but with a preference for 5-keto-D-gluconic acid (7482 OU),
L-tartaric acid (3834 OU), oxalomalinic acid (1882 OU), and for two aminocarboxylic acids,
D,L-α-aminocaprylic acid (7369 OU) and ε-amino-N-caproic acid (10123 OU).

3.3. Untargeted Metabolomics

Untargeted metabolomic analysis revealed that there are many metabolites whose
levels changed drastically during S. sediminicola growth (Figures 3a,b and S1). Indeed, the
levels of 174 and 352 compounds identified in the positive and negative modes, respectively,
decreased during S. sediminicola growth (Figure 3c,d and Table S4). Among them were many
amino acids (e.g., arginine, asparagine, aspartic acid, glutamic acid, lysine, methionine,
phenylalanine, serine, and tryptophan), peptides, or carbohydrates such as ribose, mannose,
and threose (Table S1). The levels of 389 (pos) and 316 (neg) identified molecules, including
iminoquinoline, p-coumaroyl-homoserine lactone (pC-HSL) and 2-amino-glucopyranosyl
mannitol, increased during bacterial growth. Additionally, higher contents of indole-
3-carboxylic acid, methylimidazoleacetic acid, and indole-3-acetic acid were detected
after S. sediminicola growth. 9-(α-D-glucosyl)kinetin and kinetin were also found in this
condition. Furthermore, N-acetylsphingosine, galactopinitol b, 8-methoxykynurenic acid,
and monoglycosyl-N-acylsphingosine were present in the S. sediminicola medium culture.
Overall, the bacteria caused an accumulation of compounds involved in amino acids,
pentoses, and secondary metabolic pathways (Figure 3e,f).
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L-Isoleucine amino acid 5,664 D-2-Phospho-Glyceric acid 3 carbon 1,272 D,L-Mal ic acid 4 carbon 793

D-Cysteine amino acid 4,031 N-Acetyl -D-Glucosamine 6 carbon (hexose) 1,256 m-Hydroxyphenyl  Acetic acid aromatic 763

L-Lys ine amino acid 3,536 2-Deoxy-D-Glucose 6-Phosphate 6 carbon (hexose) 1,184 m-Tartaric acid - 743

Ala-Gly dipeptide 3,438 D-Ps icose 6 carbon (hexose) 1,023 D-Mal ic acid 4 carbon

L-Val ine amino acid 3,032 Dulci tol 6 carbon (hexose) 988 Tricarbal lyl ic acid 6 carbon

O-Phospho-D-Serine amino acid 2,884 β-Cyclodextrin ol igosaccharide 918 α-Ketoglutaric acid 5 carbon

O-Phospho-L-Tyros ine amino acid 2,684 D-Glucosamine-6-Phosphate 6 carbon (hexose) 908 α-Ketobutyric acid 4 carbon

L-Cysteic acid intermediate 2,680 D-Galacturonic acid 6 carbon (hexose) 873 β-Hydroxybutyric acid 4 carbon

Phosphocreatine intermediate 2,339 D-Glucose-6-Phosphate 6 carbon (hexose) 873 D-Galactonic acid-γ-Lactone 6 carbon

Phenylethylamine intermediate 2,188 D-Mannose 6 carbon (hexose) 842 L-Galactonic acid-γ-Lactone 6 carbon

N-Acetyl -L-Cysteine amino acid 2,116 2,3-Butanone 4 carbon 812 Glyoxyl ic acid 2 carbon

O-Phospho-D-Tyros ine amino acid 1,974 D-Glucose-1-Phosphate 6 carbon (hexose) 763 Bromosuccinic acid 4 carbon

d-Amino-N-Valeric acid intermediate 1,904 Glucuronamide 6 carbon (hexose) 763 L-Lactic acid 3 carbon

Ala-Glu dipeptide 1,890 m-Inos i tol 6 carbon (hexose) 753 D,L-Carnitine 7 carbon

Cys-Gly dipeptide 1,883 L-Rhamnose 6 carbon (hexose) 748 Sebacic acid 10 carbon

L-Methionine Sul fone amino acid 1,754 Phosphoenol  Pyruvate 3 carbon Caproic acid fatty acid

L-Tryptophan amino acid 1,747 α-Methyl -D-Galactos ide 6 carbon (hexose) Glycol ic acid 2 carbon

O-Phospho-L-Serine amino acid 1,746 D,L-α-Glycerol  Phosphate 3 carbon Citric acid 6 carbon

D-Methionine amino acid 1,697 D-Gluconic acid 6 carbon (hexose) β-Hydroxypyruvic acid 3 carbon

Ala-His dipeptide 1,644 α-D-Glucose 6 carbon (hexose) Capric acid fatty acid

Tyramine intermediate 1,395 β-Methyl -D-Glucos ide 6 carbon (hexose) γ-Hydroxybutyric acid 4 carbon

Gly-Met dipeptide 1,347 D-Fructose 6 carbon (hexose) Sorbic acid -

L-Methionine Sul foxide amino acid 1,325 D-Galactose 6 carbon (hexose) Oxal ic acid -

Gly-Asp dipeptide 1,243 Mucic acid 6 carbon (hexose) d-Amino Valeric acid 5 carbon

O-Phospho-L-Threonine amino acid 1,214 D-Trehalose disaccharide Malonic acid 3 carbon

Gly-Pro dipeptide 1,123 3-0-β-D-Galactopyranosyl -D-Arabinose disaccharide D-Lactic acid Methyl  Ester 3 carbon

L-Djenkol ic acid intermediate 997 D-Glucuronic acid 6 carbon (hexose) γ-Amino-N-Butyric acid 4 carbon

α-Hydroxyglutaric acid-γ-Lactone amino acid 873 Adonitol 5 carbon (pentose) Succinamic acid 4 carbon

Phospho-L-Arginine amino acid 861 Mel ibionic acid disaccharide Itaconic acid 5 carbon

D-Serine amino acid 722 Maltose disaccharide Quinic acid 7 carbon

S-Methyl -L-Cysteine amino acid L-Fucose 6 carbon (hexose) 2-Hydroxybenzoic acid aromatic

Hydroxy-L-Prol ine intermediate D-Mannitol 6 carbon (hexose) 4-Hydroxybenzoic acid aromatic

Gly-Glu dipeptide Lactulose disaccharide Citraconic acid fatty acid

L-Cysteine Sul finic acid intermediate D-Saccharic acid 6 carbon (hexose) D,L-Ci tramal ic acid fatty acid

Glycine amino acid Sucrose disaccharide Hydroxylamine NH3 9,908

D-Alanine amino acid D-Glucosaminic acid 6 carbon (hexose) Ethylamine 2 carbon 5,600

Putrescine intermediate α-D-Lactose disaccharide N-Amylamine 5 carbon 4,123

L-Serine amino acid N-Acetyl -D-Mannosamine 6 carbon (hexose) Ethanolamine 2 carbon 3,830

L-Glutamic acid amino acid D-Mel ibiose disaccharide Formamide 1 carbon 3,514

L-Homoserine intermediate Glycerol 3 carbon D,L-Lactamide 3 carbon 3,154

L-Aspartic acid amino acid D-Sorbitol 6 carbon (hexose) N-Butylamine 4 carbon 2,563

Histamine intermediate 1-Thio-β-D-Glucose 6 carbon (hexose) O-Phosphoryl -Ethanolamine 2 carbon 1,713

D-Threonine amino acid D-Arabinose 5 carbon (pentose) Cysteamine-S-Phosphate 2 carbon 810

L-Alanine amino acid 3-Methylglucose 6 carbon (hexose) sec-Butylamine 4 carbon

L-Arginine amino acid D-Cel lobiose disaccharide Acetamide 2 carbon

D-Lys ine amino acid Chondroitin Sul fate C ol igosaccharide D,L-Octopamine aromatic

D-Val ine amino acid Phosphoryl  Chol ine 3 carbon Methylamine 1 carbon

Ala-Leu dipeptide N-Acetyl -D-Galactosamine 6 carbon (hexose) Thiophosphate P-Source 254,767

Ala-Thr dipeptide L-Sorbose 6 carbon (hexose) Dithiophosphate P-Source 139,750

Gly-Gln dipeptide α-Methyl -D-Mannos ide 6 carbon (hexose) Inos i tol  Hexaphosphate P-Source 12,042

Met-Ala dipeptide Palatinose disaccharide Ethylenediamine N-Source 10,070

L-Ornithine intermediate Amygdal in disaccharide Taurochol ic acid S-Source 9,065

Uraci l pyrimidine 20,608 Gentiobiose disaccharide Thiosul fate S-Source 7,934

Guanine hydrochloride purine 16,621 L-Glucose 6 carbon (hexose) Methylene Diphosphonic acid P-Source 7,742

Xanthos ine purine 9,086 Malti tol disaccharide Biuret Nitrogen 6,794

Cytos ine pyrimidine 8,150 β-Methyl -D-Galactos ide 6 carbon (hexose) Nitrate Nitrogen 6,228

Uric acid purine 8,017 Glycogen ol igosaccharide Nitri te Nitrogen 6,017

Adenine purine 7,481 Turanose disaccharide Pyrophosphate P-Source 5,707

Cytidine pyrimidine 7,018 i -Erythri tol 4 carbon Ammonia Nitrogen 5,325

Guanos ine purine 7,008 β-D-Al lose 5 carbon (pentose) Glutathione S-Source 5,123

Xanthine purine 6,349 D-Arabitol 5 carbon (pentose) Urea Nitrogen 4,522

Al lantoin intermediate 6,272 L-Arabitol 5 carbon (pentose) Parabanic acid N-Source 3,942

Thymine pyrimidine 5,787 β-Methyl -D-Xylos ide 5 carbon (pentose) Cystathionine S-Source 3,622

Adenos ine 3`,5`-Cycl ic Monophosphate purine 3,916 D-Lyxose 5 carbon (pentose) Lanthionine S-Source 3,529

Thymidine 5`-Monophosphate pyrimidine 3,531 D-Ribono-1,4-Lactone 5 carbon (pentose) Triethyl  Phosphate P-Source 3,383

Thymidine 3`-Monophosphate pyrimidine 3,417 L-Xylose 5 carbon (pentose) Tetramethylene Sul fone S-Source 2,607

Uridine 3`,5`-Cycl ic Monophosphate pyrimidine 3,199 Xyl i tol 5 carbon (pentose) Tween 20 C-Source 2,057

Cytidine 2`,3`-Cycl ic Monophosphate pyrimidine 3,040 D-Fucose 6 carbon (hexose) Tween 40 C-Source 1,952

Al loxan intermediate 2,976 D-Tagatose 6 carbon (hexose) D,L-Ethionine S-Source 1,580

Guanos ine 5`-Monophosphate purine 2,958 Arbutin 6 carbon (hexose) Sul fate S-Source 1,471

Adenos ine 2`,3`-Cycl ic Monophosphate purine 2,885 β-Methyl -D-Glucuronic acid 6 carbon (hexose) Cysteamine S-Source 1,437

Uridine 5`-Monophosphate pyrimidine 2,617 Sal icin 6 carbon (hexose) Tween 80 C-Source 1,248

Guanos ine 2`,3`-Cycl ic Monophosphate purine 2,539 D-Glucosamine 6 carbon (hexose) D,L-Lipoamide S-Source 1,159

Cytidine 3`-Monophosphate pyrimidine 2,259 Sedoheptulosan 7 carbon Tetrathionate S-Source 1,135

Guanos ine 2`-Monophosphate purine 1,877 N-Acetyl -Neuraminic acid 11 carbon Methane Sul fonic acid S-Source 732

Uridine 3`-Monophosphate pyrimidine 1,767 D-Lacti tol disaccharide N-Acetyl -D,L-Methionine S-Source 675

Guanos ine 3`,5`-Cycl ic Monophosphate purine 1,653 D-Raffinose trisaccharide Thiourea S-Source 536

Uridine 2`,3`-Cycl ic Monophosphate pyrimidine 1,558 Maltotriose trisaccharide Trimetaphosphate P-Source 

Uridine pyrimidine 1,407 γ-Cyclodextrin ol igosaccharide L-α-Phosphatidyl -D,L-Glycerol P-Source 

Inos ine purine 1,313 Laminarin ol igosaccharide Phosphate P-Source 

Uridine 2`-Monophosphate pyrimidine 1,313 Stachyose ol igosaccharide Butane Sul fonic acid S-Source 

Adenos ine purine 935 α-Methyl -D-Glucos ide glycos ide p-Aminobenzene Sul fonic acid S-Source 

Guanos ine 3`-Monophosphate purine 682 3-Hydroxy-2-butanone 4 carbon 5,552 Hypotaurine S-Source 

Thymidine 3`,5`-Cycl ic Monophosphate pyrimidine 2-Aminoethyl  Phosphonic acid 2 carbon 2,794 Hypophosphite P-Source 

Cytidine 5`-Monophosphate pyrimidine 2-Hydroxyethane Sul fonic acid 2 carbon 2,019 Taurine S-Source 

Adenos ine 2`-Monophosphate purine 2,3-Butanediol 4 carbon 1,679 Tripolyphosphate P-Source 

Adenos ine 5`-Monophosphate purine 2-Aminoethanol 2 carbon 1,647 L-Alaninamide C-Source 

Cytidine 2`-Monophosphate pyrimidine 1,2-Propanediol 3 carbon

Adenos ine 3`-Monophosphate purine

Thymidine pyrimidine

Cytidine 3`,5`-Cycl ic Monophosphate pyrimidine

2`-Deoxyadenos ine purine

Other

Nucleic 

acid/Nucleos ide/

Nucleotide

Alcohol

Amine/ Amide

Amino acid

Carbohydrate

Carboxyl ic acid

Figure 2. Metabolic potential of S. sediminicola against PM substrates. For each source, the level of
substrate degradation, expressed in Omnilog units, was considered only if it reached a minimum value
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of 500 Omnilog units in at least two of the three replicates. For degraded substrates, the value given
is the average of the three replicates; otherwise, a red cross indicates that the substrate was not
degraded by S. sediminicola.
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Figure 3. Untargeted metabolomics of Sphingomonas sediminicola in R2A medium. (a,b) Heatmap
of differential metabolites in positive (a) and negative (b) ion modes. Each row corresponds to
a differentially expressed metabolite, while each column represents a specific sample. The color
gradient, ranging from green to red, indicates the abundance level of the differentially expressed
metabolites, with green representing low abundance and red representing high abundance. (c,d) Vol-
cano plot of differential metabolites in positive (a) and negative (b) ion modes. Each point represents
a metabolite, horizontal coordinates indicate different multiplicities of differential metabolites (log2

values), vertical coordinates indicate p-values (−log10 values), grey indicates metabolites with no sig-
nificant differences, red indicates up-regulated metabolites (Up), and green indicates down-regulated
metabolites (Down). (e,f) bubble plots of metabolic pathway enrichment in positive (e) and negative
(f) ion modes. The x-axis in the figure represents the ratio of differentiated metabolites in a specific
metabolic pathway to the total number of identified metabolites within that pathway (RichFactor).
A higher value indicates a greater enrichment of differential metabolites in the pathway. The color
of the dots corresponds to the p-value obtained from the hypergeometric test. A smaller p-value
indicates a more reliable test. The size of the dots represents the number of differential metabolites
present in the respective metabolic pathway.
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4. Discussion

Plants release root exudates [44,45] to influence soil bacterial communities and at-
tract certain bacteria to the rhizosphere [46,47]. However, the changes in root exudate
composition induced by bacteria involved in plant growth remain poorly understood.

During pea development, carbohydrates, particularly hexoses and sucrose, accumulate
in the hydroponic solution. Fructose levels notably increase during the transition from leaf
emergence to flowering, while sorbitol and xylitol become undetectable. These compounds,
being simple sugars, can serve as a carbon and energy source for many bacteria [48]. Their
presence in the hydroponic solution may serve as a chemical communication strategy to
recruit bacterial partners capable of utilizing labile carbon. Notably, these molecules have
been described to effectively attract bacterial species such as Bacillus, Methylobacterium, or
Pseudomonas [22]. In addition, the abrupt increase in galactose content in pea hydroponic
solution at flowering is consistent with Knee et al. [49] but also with the chemotaxic charac-
ter of the molecule. Indeed, this compound induces a chemotaxis effect on some PGPR,
such as Pseudomonas with legume roots or Bacillus velezensis with cucumber roots [49,50].

In the hydroponic solution of peas inoculated with S. sediminicola, hexose contents
followed similar trends until the formation of the second internode. Compared with
the non-inoculated peas, higher pentose, and lower galactose contents were observed
under the conditions with S. sediminicola. This indicates carbohydrate communication
adapted to S. sediminicola, which fits with the more pronounced metabolic preference
of the bacterium for pentoses compared to hexoses and the predominant use of these
compounds in its culture medium. Pentoses, like hexoses, are labile carbon sources, but
their degradation may be more complex than that of hexoses because the enzymes required
for their degradation may be less abundant in soil microorganisms [51]. In addition,
pentoses may be incorporated into complex polymers such as cellulose and hemicellulose,
which are important components of fresh soil organic matter [52]. In this case, their
degradation may be slower and require the activity of specialized microorganisms such as
S. sediminicola [32].

The hydroponic solution of non-inoculated peas contains high concentrations of organic
acids, particularly acetic, citric, lactic, and furamic acids. Acetic and citric acids are generally
released by plants to increase nutrient uptake, such as phosphorus [53], manganese [54],
iron, and zinc [55]; stimulate biofilm production and motility of some PGPR [56–58]; induce
nitrogen-fixing bacteria [59], Rhizobium IC3109 [58] and acid-forming bacteria (Acetobacter
and Gluconacetobacter [60]); or stimulate bacteria such as Pseudomonas, which is capable of
producing plant growth hormones and protecting plants from disease [61]. Citric acid has
also been shown to recruit phosphate-solubilizing bacteria (Pseudomonas putida [62]) or
symbiotic bacteria (Burkholderia cepacia and Rhizobium leguminosarum [58,63–65]). Similarly,
lactic acid released from the roots of legumes has been shown to attract bacteria such as
Lactobacillus and Pediococcus [66,67]. This organic acid is also known for its antimicrobial
properties, which can help the plant against pathogens in the rhizosphere [68,69]. Furamic
acid was also present in the hydroponic solution. This acid plays an important role
in recruiting plant-friendly rhizobacteria, symbiotic nitrogen-fixing bacteria, phosphate-
solubilizing bacteria, or bacteria that produce antimicrobial compounds that protect plants
from soil pathogens [61,70,71]. Therefore, pea releases a wide range of organic acids that
serve as a broad-spectrum attractant for rhizosphere bacteria to entice any bacteria capable
of perceiving and metabolizing these compounds, potentially including beneficial bacteria
that promote plant growth. In the presence of S. sediminicola, the hydroponic solution of
peas also contains the same organic acids, except for lactic acid. The presence of these
organic acids in the hydroponic solution of peas inoculated with S. sediminicola is consistent
with the metabolism of the bacteria, which can utilize acetic and furamic acids but not
lactic acid. (Table S3). Other organic acids, such as tartaric acid and butyric acid, which
are highly metabolized by S. sediminicola and involved in regulating plant–microorganism
communication, could be further quantified [63,72].
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In the later growth stages, plants secrete amino acids and polyphenols, which shape
bacterial communities [18,73]. Amino acids serve as a nitrogen source for bacteria [74],
leading to competition for nutrient sources among them [75]. Polyphenols and flavonoids
also act as nutrient sources and chemoattractants for bacteria involved in infections or
symbiotic relationships, such as Agrobacterium tumefaciens or rhizobia [73,76]. Previous
studies have shown that Pseudomonas fluorescens and P. aeruginosa induce the secretion
of specific phenolic acids and increase the total content of polyphenols at different plant
growth stages, especially in advanced stages of chickpea plants [77]. Our study indicates
that the hydroponic solution of peas inoculated with S. sediminicola is enriched with amino
acids and polyphenols from the formation of the second internode to flowering. This
suggests that these compounds are a response of the peas to the presence of the bacteria and
may affect the bacterial community structure. In addition, bacteria capable of metabolizing
a wide range of amino acids from root exudates have a selective advantage in the plant
rhizosphere [61,78]. The metabolism of S. sediminicola exhibits a high affinity for amino acid
substrates and degrades nearly 80% of all such substrates, which also explains the large
number of amino acids used by the bacteria in its culture medium.

Flavonoids are plant secondary metabolites released into the rhizosphere, playing a
crucial role in chemical communication with rhizosphere bacteria [79]. They act as chemoat-
tractants for bacteria involved in symbiotic interactions with the plant, such as rhizobia [80].
Additionally, flavonoids stimulate biofilm production, promoting bacterial colonization of
roots, which can lead to better plant growth and health [81]. Interestingly, the hydroponic
solution of peas inoculated with S. sediminicola contained flavonoids, which were not de-
tected in the non-inoculated condition. Moreover, flavonoid content increased with pea
development. Some identified flavonoids in the solution corresponded to pisatin, a plant
phytoalexin with an antimicrobial activity produced by plants in response to infection or
stress [82–84]. Thus, the induction of pisatin production in the presence of S. sediminicola
can be considered a pea defense response. It is noteworthy that S. sediminicola has the
ability to form nodules on pea roots during nitrogen stress, aligning with observations in
pea-Rhizobium interaction and the regulatory role of isoflavonoids in nodulation [35,85,86].
Fragmentation analysis of other peaks from biochemical analysis would help in the identi-
fication of other flavonoid compounds.

During their growth, rhizospheric bacteria produce various molecules for their own
growth, including galactoside [87]. Galactopinitol b was among the galactosides detected
in the culture medium after the growth of S. sediminicola. These galactosides serve as
carbon and energy sources for the bacteria, facilitating their growth in the rhizosphere.
In addition, certain rhizobia can synthesize galactopinitol b, which may play a role in
establishing symbiotic relationships with plants [88–90]. In the culture medium, we also
detected the presence of various components involved in cell differentiation, biofilm for-
mation, and quorum sensing. Thus, the bacterial culture medium was enriched with
methyl-4-hydroxy-6-methyl-2-pyrone as well as p-coumaroyl-homoserine lactone (pC-
HSL). These compounds are quorum-sensing molecules, facilitating communication and
coordination among bacteria to regulate their collective behavior [91,92]. In the same
manner, monoglycosyl-N-acylsphingosine, which is involved in biofilm formation, may
also regulate plant growth and modulate the plant immune system [93,94]. Interestingly,
enrichment of the R2A medium with auxin-associated molecules (indole-3-carboxylic
acid, methylimidazoleacetic acid, and indole-3-acetic acid) was also observed. Therefore,
S. sediminicola might affect plant growth and development and auxin homeostasis in roots
via these molecules [95]. Thus, it would be interesting to investigate whether the presence
of S. sediminicola at the root level affects plant development, root system architecture, plant
defense mechanisms, but also the organization of microbial communities in the rhizosphere.

Overall, we provide new information on how pea plants modulate the composition of
their root exudates to recruit bacteria from which they, and Sphingomonas sediminicola in
particular, can benefit. We also describe for the first time the full metabolic and catabolic
potential of this bacterium. In future experiments, the inclusion of other rhizobia would
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provide valuable comparative data on the effects of different bacterial species. Such
information would not only improve our understanding of the specific interactions between
these bacteria and pea plants but also shed light on the broader context of plant–microbe
associations in agricultural systems. It is important to note that our study was conducted
under controlled hydroponic conditions that allowed precise control of nutrient availability
and environmental factors. However, it would be equally interesting to study the chemical
dialog between S. sediminicola and pea plants in an agricultural soil context. Soil conditions
have a significant impact on microbial community structure and nutrient dynamics, which
could influence the nature and extent of plant–microbe interactions. Future studies in
agricultural soil systems would provide a better understanding of the practical implications
and transferability of our results to real agricultural conditions.

5. Conclusions

The chemical dialog underlying plant–microbe interactions are essential to under-
standing the use of microorganisms in agriculture. We have shown that pea plants employ
a strategic mechanism to selectively recruit specific bacteria to their rhizosphere that have
the potential to confer benefits to the plants. During its development, the plant modulates
its root exudation by first releasing various generalist molecules that allow recruitment
focused on fast-growing bacteria. Then, the exudation evolves further by releasing more
specific compounds that are tuned to the metabolic potential of the targeted bacterial mi-
crobiota, such as Sphingomonas sediminicola. In return, the bacteria provide various services
to the plant that allow it to develop better and cope with environmental conditions [35].

This beneficial interaction between the plant and a bacterium is a step towards under-
standing the interaction between plants and bacteria. Indeed, the plant in agricultural soil
is in relationship with a large variety of organisms, some of which are beneficial, others less
so. Therefore, it is important to understand how the plant adapts its recruitment strategies
to select the most important partners. It is also important to identify the mechanisms that
enable molecular and chemical dialog between partners. Understanding all these strategies
is potentially an important lever for implementing more sustainable agriculture.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/microorganisms11071847/s1. Figure S1: Base peak chromatogram
of R2A (a,b) and S. sediminicola culture medium (c,d) in the negative (a,c) and positive (b,d) modes.
Figure S2: Chromatograms of total ion current UPLC-TOF-MS ES of hydroponic solution of uninoculated
peas and peas inoculated with Sphingomonas sediminicola at first leaf stage, second internode, and
flowering stage. Peak descriptions can be found in Table S2. Peak A corresponds to a hydroxibenzoic
lysine derivative, peak B is a nonaethylene glycol, while peak 3 is a coumarin derivative. Peaks E, F,
J, and N are flavonoids, peaks G, I, K, L, and M are organic acids, while peaks H, O through W are
terpenoids. Table S1: Polyphenol, flavonoid, amino acid, and carbohydrate contents in hydroponic
solutions of peas inoculated or not with Sphingomonas sediminicola at the time of first leaf emergence
(stage1), second internode (stage 2) and flowering (stage 3). Values shown are means with SD (n = 3).
Letters indicate statistically significant differences between groups according to Tukey’s test at p ≤ 0.05.
Table S2: List des picks chromatograms of total ion current UPLC-TOF-MS ES of hydroponic solution of
uninoculated peas and peas inoculated with Sphingomonas sediminicola. Table S3: Metabolic potential of
S. sediminicola against PM substrates. Each source in the PM plates corresponds to a carbon (C), nitrogen
(N), or phosphorus (P) source and has a unique substrate type with specific characteristics that contribute
to a particular metabolic pathway. For each source, at least three biological replicates were performed.
Values correspond to the reduction of tetrazolium to a purple formazan dye, which was monitored and
expressed in Omnilog units. For each source, the level of substrate degradation was considered only if
it reached a minimum value of 500 Omnilog units in at least two of the three replicates. For degraded
substrates, the value indicated is the average of the three replicates; otherwise, a red cross indicates that
the substrate was not degraded by S. sediminicola. Table S4: List of metabolites identified during the
untargeted metabolomics of Sphingomonas sediminicola. Each metabolite is accompanied by its molecular
weight, retention time (RT), and chemical formula. The metabolite IDs starting with BGI, M, S, and
HMDB refer to the IDs in the BMDB, mzCloud, ChemSpider (HMDB, KEGG, LipidMaps), and HMDB
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Libraries, respectively. mzVault.Best.Match is the compound’s secondary spectrum matching score in
the BMDB Library, while mzCloud.Best.Match is the compound’s secondary spectrum matching score
in the mzCloud standard library. Level indicates the confidence level of metabolite identification results.
Additional information is provided if a metabolite is identified in HMDB, such as Super.class, Class, Sub.
class, and Pathway. The difference in metabolite content was determined by comparing conditions with
and without S. sediminicola growth. Significant changes (sig = down or up) in metabolite content were
identified using a Fold-Change (FC) ≥ 1.2 or ≤0.83 and a p-value < 0.05 obtained through a Student’s
t-test, which was then corrected for false discovery rate (FDR).
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2. Oleńska, E.; Małek, W.; Wójcik, M.; Swiecicka, I.; Thijs, S.; Vangronsveld, J. Beneficial Features of Plant Growth-Promoting
Rhizobacteria for Improving Plant Growth and Health in Challenging Conditions: A Methodical Review. Sci. Total Environ. 2020,
743, 140682. [CrossRef]

3. Khan, A.L.; Waqas, M.; Kang, S.-M.; Al-Harrasi, A.; Hussain, J.; Al-Rawahi, A.; Al-Khiziri, S.; Ullah, I.; Ali, L.; Jung, H.-Y.; et al.
Bacterial Endophyte Sphingomonas Sp. LK11 Produces Gibberellins and IAA and Promotes Tomato Plant Growth. J. Microbiol.
2014, 52, 689–695. [CrossRef]

4. Sharma, S.B.; Sayyed, R.Z.; Trivedi, M.H.; Gobi, T.A. Phosphate Solubilizing Microbes: Sustainable Approach for Managing
Phosphorus Deficiency in Agricultural Soils. SpringerPlus 2013, 2, 587. [CrossRef] [PubMed]

5. Etesami, H.; Adl, S.M. Plant Growth-Promoting Rhizobacteria (PGPR) and Their Action Mechanisms in Availability of Nutrients
to Plants. In Phyto-Microbiome in Stress Regulation; Kumar, M., Kumar, V., Prasad, R., Eds.; Environmental and Microbial
Biotechnology; Springer: Singapore, 2020; pp. 147–203, ISBN 9789811525766.

6. Shah, A.; Nazari, M.; Antar, M.; Msimbira, L.A.; Naamala, J.; Lyu, D.; Rabileh, M.; Zajonc, J.; Smith, D.L. PGPR in Agriculture: A
Sustainable Approach to Increasing Climate Change Resilience. Front. Sustain. Food Syst. 2021, 5, 667546. [CrossRef]

7. Geddes, B.A.; Kearsley, J.; Morton, R.; diCenzo, G.C.; Finan, T.M. Chapter Eight—The Genomes of Rhizobia. In Advances in
Botanical Research; Frendo, P., Frugier, F., Masson-Boivin, C., Eds.; Regulation of Nitrogen-Fixing Symbioses in Legumes; Academic
Press: Cambridge, MA, USA, 2020; Volume 94, pp. 213–249.

8. Smith, D.; Praslickova, D.; Ilangumaran, G. Inter-Organismal Signaling and Management of the Phytomicrobiome. Front. Plant
Sci. 2015, 6, 722. [CrossRef]

9. Leach, J.E.; Triplett, L.R.; Argueso, C.T.; Trivedi, P. Communication in the Phytobiome. Cell 2017, 169, 587–596. [CrossRef]
10. Zipfel, C. Plant Pattern-Recognition Receptors. Trends Immunol. 2014, 35, 345–351. [CrossRef]
11. Lareen, A.; Burton, F.; Schäfer, P. Plant Root-Microbe Communication in Shaping Root Microbiomes. Plant Mol. Biol. 2016, 90, 575–587.

[CrossRef]
12. Mhlongo, M.I.; Piater, L.A.; Madala, N.E.; Labuschagne, N.; Dubery, I.A. The Chemistry of Plant–Microbe Interactions in the

Rhizosphere and the Potential for Metabolomics to Reveal Signaling Related to Defense Priming and Induced Systemic Resistance.
Front. Plant Sci. 2018, 9, 112. [CrossRef]

13. Pascale, A.; Proietti, S.; Pantelides, I.S.; Stringlis, I.A. Modulation of the Root Microbiome by Plant Molecules: The Basis for
Targeted Disease Suppression and Plant Growth Promotion. Front. Plant Sci. 2020, 10, 1741. [CrossRef]

https://doi.org/10.1016/j.scitotenv.2020.140682
https://doi.org/10.1007/s12275-014-4002-7
https://doi.org/10.1186/2193-1801-2-587
https://www.ncbi.nlm.nih.gov/pubmed/25674415
https://doi.org/10.3389/fsufs.2021.667546
https://doi.org/10.3389/fpls.2015.00722
https://doi.org/10.1016/j.cell.2017.04.025
https://doi.org/10.1016/j.it.2014.05.004
https://doi.org/10.1007/s11103-015-0417-8
https://doi.org/10.3389/fpls.2018.00112
https://doi.org/10.3389/fpls.2019.01741


Microorganisms 2023, 11, 1847 13 of 16

14. Kaschuk, G.; Leffelaar, P.A.; Giller, K.E.; Alberton, O.; Hungria, M.; Kuyper, T.W. Responses of Legumes to Rhizobia and Arbuscular
Mycorrhizal Fungi: A Meta-Analysis of Potential Photosynthate Limitation of Symbioses. Soil Biol. Biochem. 2010, 42, 125–127.
[CrossRef]

15. Haichar, F.e.Z.; Santaella, C.; Heulin, T.; Achouak, W. Root Exudates Mediated Interactions Belowground. Soil Biol Biochem. 2014,
77, 69–80. [CrossRef]

16. Ferguson, B.J.; Mens, C.; Hastwell, A.H.; Zhang, M.; Su, H.; Jones, C.H.; Chu, X.; Gresshoff, P.M. Legume Nodulation: The Host
Controls the Party. Plant Cell Environ. 2019, 42, 41–51. [CrossRef] [PubMed]

17. Venturi, V.; Keel, C. Signaling in the Rhizosphere. Trends Plant Sci. 2016, 21, 187–198. [CrossRef] [PubMed]
18. Haichar, F.e.Z.; Heulin, T.; Guyonnet, J.P.; Achouak, W. Stable Isotope Probing of Carbon Flow in the Plant Holobiont. Curr. Opin.

Biotechnol. 2016, 41, 9–13. [CrossRef]
19. Vives-Peris, V.; de Ollas, C.; Gómez-Cadenas, A.; Pérez-Clemente, R.M. Root Exudates: From Plant to Rhizosphere and Beyond.

Plant Cell Rep. 2020, 39, 3–17. [CrossRef]
20. Abedini, D.; Jaupitre, S.; Bouwmeester, H.; Dong, L. Metabolic Interactions in Beneficial Microbe Recruitment by Plants. Curr.

Opin. Biotechnol. 2021, 70, 241–247. [CrossRef]
21. Pereira, S.I.A.; Abreu, D.; Moreira, H.; Vega, A.; Castro, P.M.L. Plant Growth-Promoting Rhizobacteria (PGPR) Improve the

Growth and Nutrient Use Efficiency in Maize (Zea mays L.) under Water Deficit Conditions. Heliyon 2020, 6, e05106. [CrossRef]
22. Badri, D.V.; Chaparro, J.M.; Zhang, R.; Shen, Q.; Vivanco, J.M. Application of Natural Blends of Phytochemicals Derived from the

Root Exudates of Arabidopsis to the Soil Reveal That Phenolic-Related Compounds Predominantly Modulate the Soil Microbiome.
J. Biol. Chem. 2013, 288, 4502–4512. [CrossRef]

23. Foley, J.A.; DeFries, R.; Asner, G.P.; Barford, C.; Bonan, G.; Carpenter, S.R.; Chapin, F.S.; Coe, M.T.; Daily, G.C.; Gibbs, H.K.; et al.
Global Consequences of Land Use. Science 2005, 309, 570–574. [CrossRef]

24. Paungfoo-Lonhienne, C.; Redding, M.; Pratt, C.; Wang, W. Plant Growth Promoting Rhizobacteria Increase the Efficiency of
Fertilisers While Reducing Nitrogen Loss. J. Environ. Manag. 2019, 233, 337–341. [CrossRef]

25. Ke, X.; Feng, S.; Wang, J.; Lu, W.; Zhang, W.; Chen, M.; Lin, M. Effect of Inoculation with Nitrogen-Fixing Bacterium Pseudomonas
stutzeri A1501 on Maize Plant Growth and the Microbiome Indigenous to the Rhizosphere. Syst. Appl. Microbiol. 2019, 42, 248–260.
[CrossRef]

26. Pii, Y.; Aldrighetti, A.; Valentinuzzi, F.; Mimmo, T.; Cesco, S. Azospirillum Brasilense Inoculation Counteracts the Induction of
Nitrate Uptake in Maize Plants. J. Exp. Bot. 2019, 70, 1313–1324. [CrossRef] [PubMed]

27. Kumawat, K.C.; Singh, I.; Nagpal, S.; Sharma, P.; Gupta, R.K.; Sirari, A. Co-Inoculation of Indigenous Pseudomonas oryzihabitans
and Bradyrhizobium sp. Modulates the Growth, Symbiotic Efficacy, Nutrient Acquisition, and Grain Yield of Soybean. Pedosphere
2022, 32, 438–451. [CrossRef]

28. Rather, S.A.; Hussain, M.A.; Sharma, N.L. Effect of Bio-Fertilizers on Growth, Yield and Economics of Field Pea (Pisum sativum L.).
Int. J. Agric. Sci. 2010, 6, 65–66.

29. Checcucci, A.; Marchetti, M. The Rhizosphere Talk Show: The Rhizobia on Stage. Front. Agron. 2020, 2, 591494. [CrossRef]
30. Valdés-López, O.; Reyero-Saavedra, M.d.R.; Isidra-Arellano, M.C.; Sánchez-Correa, M.d.S. Early Molecular Dialogue Between

Legumes and Rhizobia: Why Are They So Important? In Symbiosis: Cellular, Molecular, Medical and Evolutionary Aspects;
Kloc, M., Ed.; Results and Problems in Cell Differentiation; Springer International Publishing: Cham, Switzerland, 2020;
pp. 409–419, ISBN 978-3-030-51849-3.

31. Dong, W.; Liu, E.; Yan, C.; Tian, J.; Zhang, H.; Zhang, Y. Impact of No Tillage vs. Conventional Tillage on the Soil Bacterial
Community Structure in a Winter Wheat Cropping Succession in Northern China. Eur. J. Soil Biol. 2017, 80, 35–42. [CrossRef]

32. Alahmad, A.; Decocq, G.; Spicher, F.; Kheirbeik, L.; Kobaissi, A.; Tetu, T.; Dubois, F.; Duclercq, J. Cover Crops in Arable Lands
Increase Functional Complementarity and Redundancy of Bacterial Communities. J. Appl. Ecol. 2019, 56, 651–664. [CrossRef]

33. Li, Y.; Jian, X.; Li, Y.; Zeng, X.; Xu, L.; Khan, M.U.; Lin, W. OsPAL2-1 Mediates Allelopathic Interactions between Rice and Specific
Microorganisms in the Rhizosphere Ecosystem. Front. Microbiol. 2020, 11, 1411. [CrossRef]

34. Peltoniemi, K.; Velmala, S.; Fritze, H.; Lemola, R.; Pennanen, T. Long-Term Impacts of Organic and Conventional Farming on the
Soil Microbiome in Boreal Arable Soil. Eur. J. Soil Biol. 2021, 104, 103314. [CrossRef]

35. Mazoyon, C.; Hirel, B.; Pecourt, A.; Catterou, M.; Gutierrez, L.; Sarazin, V.; Dubois, F.; Duclercq, J. Sphingomonas Sediminicola Is an
Endosymbiotic Bacterium Able to Induce the Formation of Root Nodules in Pea (Pisum sativum L.) and to Enhance Plant Biomass
Production. Microorganisms 2023, 11, 199. [CrossRef]

36. Murashige, T.; Skoog, F. A Revised Medium for Rapid Growth and Bio Assays with Tobacco Tissue Cultures. Physiol. Plant. 1962,
15, 473–497. [CrossRef]

37. Singleton, V.L.; Rossi, J.A. Colorimetry of Total Phenolics with Phosphomolybdic-Phosphotungstic Acid Reagents. Am. J. Enol.
Vitic. 1965, 16, 144–158. [CrossRef]

38. Atanassova, M.; Georgieva, S.; Ivancheva, K. Total Phenolic and Total Flavonoid Contents, Antioxidant Capacity and Biological
Contaminants in Medicinal Herbs. J. Univ. Chem. Technol. Metall. 2011, 46, 81–88.

39. Bates, L.S.; Waldren, R.P.; Teare, I.D. Rapid Determination of Free Proline for Water-Stress Studies. Plant Soil 1973, 39, 205–207.
[CrossRef]

40. Cawthray, G.R. An Improved Reversed-Phase Liquid Chromatographic Method for the Analysis of Low-Molecular Mass Organic
Acids in Plant Root Exudates. J. Chromatogr. A 2003, 1011, 233–240. [CrossRef]

https://doi.org/10.1016/j.soilbio.2009.10.017
https://doi.org/10.1016/j.soilbio.2014.06.017
https://doi.org/10.1111/pce.13348
https://www.ncbi.nlm.nih.gov/pubmed/29808564
https://doi.org/10.1016/j.tplants.2016.01.005
https://www.ncbi.nlm.nih.gov/pubmed/26832945
https://doi.org/10.1016/j.copbio.2016.02.023
https://doi.org/10.1007/s00299-019-02447-5
https://doi.org/10.1016/j.copbio.2021.06.015
https://doi.org/10.1016/j.heliyon.2020.e05106
https://doi.org/10.1074/jbc.M112.433300
https://doi.org/10.1126/science.1111772
https://doi.org/10.1016/j.jenvman.2018.12.052
https://doi.org/10.1016/j.syapm.2018.10.010
https://doi.org/10.1093/jxb/ery433
https://www.ncbi.nlm.nih.gov/pubmed/30715422
https://doi.org/10.1016/S1002-0160(21)60085-1
https://doi.org/10.3389/fagro.2020.591494
https://doi.org/10.1016/j.ejsobi.2017.03.001
https://doi.org/10.1111/1365-2664.13307
https://doi.org/10.3389/fmicb.2020.01411
https://doi.org/10.1016/j.ejsobi.2021.103314
https://doi.org/10.3390/microorganisms11010199
https://doi.org/10.1111/j.1399-3054.1962.tb08052.x
https://doi.org/10.5344/ajev.1965.16.3.144
https://doi.org/10.1007/BF00018060
https://doi.org/10.1016/S0021-9673(03)01129-4


Microorganisms 2023, 11, 1847 14 of 16

41. Dunn, W.B.; Broadhurst, D.; Begley, P.; Zelena, E.; Francis-McIntyre, S.; Anderson, N.; Brown, M.; Knowles, J.D.; Halsall, A.;
Haselden, J.N.; et al. Procedures for Large-Scale Metabolic Profiling of Serum and Plasma Using Gas Chromatography and Liquid
Chromatography Coupled to Mass Spectrometry. Nat. Protoc. 2011, 6, 1060–1083. [CrossRef]

42. Wen, B.; Mei, Z.; Zeng, C.; Liu, S. MetaX: A Flexible and Comprehensive Software for Processing Metabolomics Data. BMC
Bioinform. 2017, 18, 183. [CrossRef]

43. de Mendiburu, F. Agricolae: Statistical Procedures for Agricultural Research Version 1.3-5. Available online: https://CRAN.R-
project.org/package=agricolae (accessed on 13 February 2023).

44. Hütsch, B.W.; Augustin, J.; Merbach, W. Plant Rhizodeposition—An Important Source for Carbon Turnover in Soils. J. Plant Nutr.
Soil Sci. 2002, 165, 397–407. [CrossRef]

45. Wang, Y.; Thorup-Kristensen, K.; Jensen, L.S.; Magid, J. Vigorous Root Growth Is a Better Indicator of Early Nutrient Uptake than
Root Hair Traits in Spring Wheat Grown under Low Fertility. Front. Plant Sci. 2016, 7, 865. [CrossRef]

46. Lv, X.; Wang, Q.; Zhang, X.; Hao, J.; Li, L.; Chen, W.; Li, H.; Wang, Y.; Ma, C.; Wang, J.; et al. Community Structure and Associated
Networks of Endophytic Bacteria in Pea Roots throughout Plant Life Cycle. Plant Soil 2021, 468, 225–238. [CrossRef]

47. Anzuay, M.S.; Viso, N.P.; Ludueña, L.M.; Morla, F.D.; Angelini, J.G.; Taurian, T. Plant Beneficial Rhizobacteria Community
Structure Changes through Developmental Stages of Peanut and Maize. Rhizosphere 2021, 19, 100407. [CrossRef]

48. Tian, T.; Sun, B.; Shi, H.; Gao, T.; He, Y.; Li, Y.; Liu, Y.; Li, X.; Zhang, L.; Li, S.; et al. Sucrose Triggers a Novel Signaling Cascade
Promoting Bacillus Subtilis Rhizosphere Colonization. ISME J. 2021, 15, 2723–2737. [CrossRef]

49. Knee, E.M.; Gong, F.-C.; Gao, M.; Teplitski, M.; Jones, A.R.; Foxworthy, A.; Mort, A.J.; Bauer, W.D. Root Mucilage from Pea and Its
Utilization by Rhizosphere Bacteria as a Sole Carbon Source. MPMI 2001, 14, 775–784. [CrossRef]

50. Liu, Y.; Feng, H.; Fu, R.; Zhang, N.; Du, W.; Shen, Q.; Zhang, R. Induced Root-Secreted d-Galactose Functions as a Chemoattractant
and Enhances the Biofilm Formation of Bacillus Velezensis SQR9 in an McpA-Dependent Manner. Appl. Microbiol. Biotechnol.
2020, 104, 785–797. [CrossRef]

51. Gunina, A.; Kuzyakov, Y. Sugars in Soil and Sweets for Microorganisms: Review of Origin, Content, Composition and Fate. Soil
Biol. Biochem. 2015, 90, 87–100. [CrossRef]

52. Souza, W.R.d. Microbial Degradation of Lignocellulosic Biomass; IntechOpen: London, UK, 2013; ISBN 978-953-51-1119-1.
53. Honvault, N.; Houben, D.; Firmin, S.; Meglouli, H.; Laruelle, F.; Fontaine, J.; Lounès-Hadj Sahraoui, A.; Coutu, A.; Lambers, H.;

Faucon, M.-P. Interactions between Below-Ground Traits and Rhizosheath Fungal and Bacterial Communities for Phosphorus
Acquisition. Funct. Ecol. 2021, 35, 1603–1619. [CrossRef]

54. Lambers, H.; Hayes, P.E.; Laliberté, E.; Oliveira, R.S.; Turner, B.L. Leaf Manganese Accumulation and Phosphorus-Acquisition
Efficiency. Trends Plant Sci. 2015, 20, 83–90. [CrossRef] [PubMed]

55. Sindhu, S.S.; Sehrawat, A.; Glick, B.R. The Involvement of Organic Acids in Soil Fertility, Plant Health and Environment
Sustainability. Arch. Microbiol. 2022, 204, 720. [CrossRef]

56. Ling, N.; Raza, W.; Ma, J.; Huang, Q.; Shen, Q. Identification and Role of Organic Acids in Watermelon Root Exudates for
Recruiting Paenibacillus polymyxa SQR-21 in the Rhizosphere. Eur. J. Soil Biol. 2011, 47, 374–379. [CrossRef]

57. Chen, Y.; Cao, S.; Chai, Y.; Clardy, J.; Kolter, R.; Guo, J.; Losick, R. A Bacillus Subtilis Sensor Kinase Involved in Triggering Biofilm
Formation on the Roots of Tomato Plants. Mol. Microbiol. 2012, 85, 418–430. [CrossRef]

58. Vora, S.M.; Joshi, P.; Belwalkar, M.; Archana, G. Root Exudates Influence Chemotaxis and Colonization of Diverse Plant Growth
Promoting Rhizobacteria in the Pigeon Pea—Maize Intercropping System. Rhizosphere 2021, 18, 100331. [CrossRef]

59. Raffi, M.M.; Charyulu, P.B.B.N. Chapter 18—Azospirillum-Biofertilizer for Sustainable Cereal Crop Production: Current Status. In
Recent Developments in Applied Microbiology and Biochemistry; Viswanath, B., Ed.; Academic Press: Cambridge, MA, USA, 2021;
pp. 193–209, ISBN 978-0-12-821406-0.

60. Archana, G.; Buch, A.; Kumar, G.N. Pivotal Role of Organic Acid Secretion by Rhizobacteria in Plant Growth Promotion. In Mi-
croorganisms in Sustainable Agriculture and Biotechnology; Satyanarayana, T., Johri, B.N., Eds.; Springer: Dordrecht, The Netherlands,
2012; pp. 35–53, ISBN 978-94-007-2214-9.

61. Panichikkal, J.; Krishnankutty, R.E. Root Exudate Components Induced Production of Plant Beneficial Metabolites in Rhizospheric
Pseudomonas Spp. Rhizosphere 2021, 19, 100366. [CrossRef]

62. Israr, D.; Mustafa, G.; Khan, K.S.; Shahzad, M.; Ahmad, N.; Masood, S. Interactive Effects of Phosphorus and Pseudomonas putida
on Chickpea (Cicer arietinum L.) Growth, Nutrient Uptake, Antioxidant Enzymes and Organic Acids Exudation. Plant Physiol.
Biochem. 2016, 108, 304–312. [CrossRef] [PubMed]

63. Singh, G.; Mukerji, K.G. Root Exudates as Determinant of Rhizospheric Microbial Biodiversity. In Microbial Activity in the
Rhizoshere; Mukerji, K.G., Manoharachary, C., Singh, J., Eds.; Soil Biology; Springer: Berlin/Heidelberg, Germany, 2006; pp. 39–53,
ISBN 978-3-540-29420-7.

64. Macias-Benitez, S.; Garcia-Martinez, A.M.; Caballero Jimenez, P.; Gonzalez, J.M.; Tejada Moral, M.; Parrado Rubio, J. Rhizospheric
Organic Acids as Biostimulants: Monitoring Feedbacks on Soil Microorganisms and Biochemical Properties. Front. Plant Sci.
2020, 11, 633. [CrossRef]

65. Wang, H.-W.; Ma, C.-Y.; Xu, F.-J.; Lu, F.; Zhang, W.; Dai, C.-C. Root Endophyte-Enhanced Peanut-Rhizobia Interaction Is
Associated with Regulation of Root Exudates. Microbiol. Res. 2021, 250, 126765. [CrossRef]

https://doi.org/10.1038/nprot.2011.335
https://doi.org/10.1186/s12859-017-1579-y
https://CRAN.R-project.org/package=agricolae
https://CRAN.R-project.org/package=agricolae
https://doi.org/10.1002/1522-2624(200208)165:4&lt;397::AID-JPLN397&gt;3.0.CO;2-C
https://doi.org/10.3389/fpls.2016.00865
https://doi.org/10.1007/s11104-021-05124-3
https://doi.org/10.1016/j.rhisph.2021.100407
https://doi.org/10.1038/s41396-021-00966-2
https://doi.org/10.1094/MPMI.2001.14.6.775
https://doi.org/10.1007/s00253-019-10265-8
https://doi.org/10.1016/j.soilbio.2015.07.021
https://doi.org/10.1111/1365-2435.13823
https://doi.org/10.1016/j.tplants.2014.10.007
https://www.ncbi.nlm.nih.gov/pubmed/25466977
https://doi.org/10.1007/s00203-022-03321-x
https://doi.org/10.1016/j.ejsobi.2011.08.009
https://doi.org/10.1111/j.1365-2958.2012.08109.x
https://doi.org/10.1016/j.rhisph.2021.100331
https://doi.org/10.1016/j.rhisph.2021.100366
https://doi.org/10.1016/j.plaphy.2016.07.023
https://www.ncbi.nlm.nih.gov/pubmed/27485620
https://doi.org/10.3389/fpls.2020.00633
https://doi.org/10.1016/j.micres.2021.126765


Microorganisms 2023, 11, 1847 15 of 16

66. Ghasemi, A.; Moosavi-Nasab, M.; Setoodeh, P.; Mesbahi, G.; Yousefi, G. Biosurfactant Production by Lactic Acid Bacterium
Pediococcus dextrinicus SHU1593 Grown on Different Carbon Sources: Strain Screening Followed by Product Characterization. Sci.
Rep. 2019, 9, 5287. [CrossRef] [PubMed]

67. Raman, J.; Kim, J.-S.; Choi, K.R.; Eun, H.; Yang, D.; Ko, Y.-J.; Kim, S.-J. Application of Lactic Acid Bacteria (LAB) in Sustainable
Agriculture: Advantages and Limitations. Int. J. Mol. Sci. 2022, 23, 7784. [CrossRef]

68. Saranraj, P.; Naidu, M.A.; Sivasakthivelan, P. Lactic Acid Bacteria and Its Antimicrobial Properties: A Review. Int. J. Pharm. Biol.
Arch. 2013, 4, 1124–1133.

69. Naik, K.; Mishra, S.; Srichandan, H.; Singh, P.K.; Sarangi, P.K. Plant Growth Promoting Microbes: Potential Link to Sustainable
Agriculture and Environment. Biocatal. Agric. Biotechnol. 2019, 21, 101326. [CrossRef]

70. Zhang, N.; Wang, D.; Liu, Y.; Li, S.; Shen, Q.; Zhang, R. Effects of Different Plant Root Exudates and Their Organic Acid
Components on Chemotaxis, Biofilm Formation and Colonization by Beneficial Rhizosphere-Associated Bacterial Strains. Plant
Soil 2014, 374, 689–700. [CrossRef]

71. Yuan, J.; Zhang, N.; Huang, Q.; Raza, W.; Li, R.; Vivanco, J.M.; Shen, Q. Organic Acids from Root Exudates of Banana Help Root
Colonization of PGPR Strain Bacillus amyloliquefaciens NJN-6. Sci. Rep. 2015, 5, 13438. [CrossRef] [PubMed]

72. Yang, T.; Liu, G.; Li, Y.; Zhu, S.; Zou, A.; Qi, J.; Yang, Y. Rhizosphere Microbial Communities and Organic Acids Secreted by
Aluminum-Tolerant and Aluminum-Sensitive Soybean in Acid Soil. Biol. Fertil. Soils 2012, 48, 97–108. [CrossRef]

73. Chaparro, J.M.; Badri, D.V.; Bakker, M.G.; Sugiyama, A.; Manter, D.K.; Vivanco, J.M. Root Exudation of Phytochemicals in
Arabidopsis Follows Specific Patterns that Are Developmentally Programmed and Correlate with Soil Microbial Functions. PLoS
ONE 2013, 8, e55731. [CrossRef]

74. Canarini, A.; Kaiser, C.; Merchant, A.; Richter, A.; Wanek, W. Root Exudation of Primary Metabolites: Mechanisms and Their
Roles in Plant Responses to Environmental Stimuli. Front. Plant Sci. 2019, 10, 157. [CrossRef]

75. Smirnova, I.; Sadanov, A.; Baimakhanova, G.; Faizulina, E.; Tatarkina, L. Metabolic Interaction at the Level of Extracellular Amino
Acids between Plant Growth-Promoting Rhizobacteria and Plants of Alfalfa (Medicago sativa L.). Rhizosphere 2022, 21, 100477.
[CrossRef]

76. Shaw, L.J.; Morris, P.; Hooker, J.E. Perception and Modification of Plant Flavonoid Signals by Rhizosphere Microorganisms.
Environ. Microbiol. 2006, 8, 1867–1880. [CrossRef]

77. Singh, U.P.; Sarma, B.K.; Singh, D.P. Effect of Plant Growth-Promoting Rhizobacteria and Culture Filtrate of Sclerotium rolfsii on
Phenolic and Salicylic Acid Contents in Chickpea (Cicer arietinum). Curr. Microbiol. 2003, 46, 131–140. [CrossRef]

78. Feng, H.; Zhang, N.; Du, W.; Zhang, H.; Liu, Y.; Fu, R.; Shao, J.; Zhang, G.; Shen, Q.; Zhang, R. Identification of Chemotaxis Com-
pounds in Root Exudates and Their Sensing Chemoreceptors in Plant-Growth-Promoting Rhizobacteria Bacillus amyloliquefaciens
SQR9. MPMI 2018, 31, 995–1005. [CrossRef]

79. Bag, S.; Mondal, A.; Majumder, A.; Mondal, S.K.; Banik, A. Flavonoid Mediated Selective Cross-Talk between Plants and Beneficial
Soil Microbiome. Phytochem. Rev. 2022, 21, 1739–1760. [CrossRef]

80. Shah, A.; Smith, D.L. Flavonoids in Agriculture: Chemistry and Roles in, Biotic and Abiotic Stress Responses, and Microbial
Associations. Agronomy 2020, 10, 1209. [CrossRef]

81. Singh, K.; Chandra, R.; Purchase, D. Unraveling the Secrets of Rhizobacteria Signaling in Rhizosphere. Rhizosphere 2022, 21, 100484.
[CrossRef]

82. Cannesan, M.A.; Gangneux, C.; Lanoue, A.; Giron, D.; Laval, K.; Hawes, M.; Driouich, A.; Vicré-Gibouin, M. Association between
Border Cell Responses and Localized Root Infection by Pathogenic Aphanomyces euteiches. Ann. Bot. 2011, 108, 459–469. [CrossRef]
[PubMed]

83. Selim, S.; Sanssené, J.; Rossard, S.; Courtois, J. Systemic Induction of the Defensin and Phytoalexin Pisatin Pathways in Pea (Pisum
sativum) against Aphanomyces euteiches by Acetylated and Nonacetylated Oligogalacturonides. Molecules 2017, 22, 1017. [CrossRef]

84. Olanrewaju, O.S.; Ayangbenro, A.S.; Glick, B.R.; Babalola, O.O. Plant Health: Feedback Effect of Root Exudates-Rhizobiome
Interactions. Appl. Microbiol. Biotechnol. 2019, 103, 1155–1166. [CrossRef]

85. Turetschek, R.; Desalegn, G.; Epple, T.; Kaul, H.-P.; Wienkoop, S. Key Metabolic Traits of Pisum sativum Maintain Cell Vitality
during Didymella pinodes Infection: Cultivar Resistance and the Microsymbionts’ Influence. J. Proteom. 2017, 169, 189–201.
[CrossRef]

86. Novák, K.; Lisá, L.; Škrdleta, V. Rhizobial Nod Gene-Inducing Activity in Pea Nodulation Mutants: Dissociation of Nodulation
and Flavonoid Response. Physiol. Plant. 2004, 120, 546–555. [CrossRef]

87. Bringhurst, R.M.; Cardon, Z.G.; Gage, D.J. Galactosides in the Rhizosphere: Utilization by Sinorhizobium meliloti and Development
of a Biosensor. Proc. Natl. Acad. Sci. 2001, 98, 4540–4545. [CrossRef]

88. Xie, Z.-P.; Staehelin, C.; Broughton, W.J.; Wiemken, A.; Boller, T.; Müller, J. Accumulation of Soluble Carbohydrates, Trehalase
and Sucrose Synthase in Effective (Fix+) and Ineffective (Fix–) Nodules of Soybean Cultivars that Differentially Nodulate with
Bradyrhizobium japonicum. Funct. Plant Biol. 2003, 30, 965–971. [CrossRef]

89. Palacios, O.A.; Espinoza-Hicks, J.C.; Camacho-Dávila, A.A.; López, B.R.; de-Bashan, L.E. Differences in Exudates between Strains
of Chlorella sorokiniana Affect the Interaction with the Microalga Growth-Promoting Bacteria Azospirillum brasilense. Microb. Ecol.
2022, 85, 1412–1422. [CrossRef]

90. Poole, P.S.; Ledermann, R. Maintaining Osmotic Balance in Legume Nodules. J. Exp. Bot. 2022, 73, 8–10. [CrossRef] [PubMed]

https://doi.org/10.1038/s41598-019-41589-0
https://www.ncbi.nlm.nih.gov/pubmed/30918296
https://doi.org/10.3390/ijms23147784
https://doi.org/10.1016/j.bcab.2019.101326
https://doi.org/10.1007/s11104-013-1915-6
https://doi.org/10.1038/srep13438
https://www.ncbi.nlm.nih.gov/pubmed/26299781
https://doi.org/10.1007/s00374-011-0608-7
https://doi.org/10.1371/annotation/51142aed-2d94-4195-8a8a-9cb24b3c733b
https://doi.org/10.3389/fpls.2019.00157
https://doi.org/10.1016/j.rhisph.2022.100477
https://doi.org/10.1111/j.1462-2920.2006.01141.x
https://doi.org/10.1007/s00284-002-3834-2
https://doi.org/10.1094/MPMI-01-18-0003-R
https://doi.org/10.1007/s11101-022-09806-3
https://doi.org/10.3390/agronomy10081209
https://doi.org/10.1016/j.rhisph.2022.100484
https://doi.org/10.1093/aob/mcr177
https://www.ncbi.nlm.nih.gov/pubmed/21807690
https://doi.org/10.3390/molecules22061017
https://doi.org/10.1007/s00253-018-9556-6
https://doi.org/10.1016/j.jprot.2017.03.001
https://doi.org/10.1111/j.0031-9317.2004.0278.x
https://doi.org/10.1073/pnas.071375898
https://doi.org/10.1071/FP03002
https://doi.org/10.1007/s00248-022-02026-4
https://doi.org/10.1093/jxb/erab425
https://www.ncbi.nlm.nih.gov/pubmed/34986228


Microorganisms 2023, 11, 1847 16 of 16

91. Hickey, A.; Pardo, L.M.; Reen, F.J.; McGlacken, G.P. Pyrones Identified as LuxR Signal Molecules in Photorhabdus and Their
Synthetic Analogues Can Alter Multicellular Phenotypic Behavior of Bacillus atropheaus. ACS Omega 2021, 6, 33141–33148.
[CrossRef] [PubMed]

92. Schaefer, A.L.; Greenberg, E.P.; Oliver, C.M.; Oda, Y.; Huang, J.J.; Bittan-Banin, G.; Peres, C.M.; Schmidt, S.; Juhaszova, K.;
Sufrin, J.R.; et al. A New Class of Homoserine Lactone Quorum-Sensing Signals. Nature 2008, 454, 595–599. [CrossRef]

93. Lynch, D.V.; Dunn, T.M. An Introduction to Plant Sphingolipids and a Review of Recent Advances in Understanding Their
Metabolism and Function. New Phytol. 2004, 161, 677–702. [CrossRef] [PubMed]

94. Michaelson, L.V.; Napier, J.A.; Molino, D.; Faure, J.-D. Plant Sphingolipids: Their Importance in Cellular Organization and
Adaption. Biochim. Biophys. Acta Mol. Cell Biol. Lipids 2016, 1861, 1329–1335. [CrossRef]

95. Spaepen, S.; Vanderleyden, J. Auxin and Plant-Microbe Interactions. Cold Spring Harb. Perspect. Biol. 2011, 3, a001438. [CrossRef]
[PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1021/acsomega.1c05508
https://www.ncbi.nlm.nih.gov/pubmed/34901665
https://doi.org/10.1038/nature07088
https://doi.org/10.1111/j.1469-8137.2004.00992.x
https://www.ncbi.nlm.nih.gov/pubmed/33873728
https://doi.org/10.1016/j.bbalip.2016.04.003
https://doi.org/10.1101/cshperspect.a001438
https://www.ncbi.nlm.nih.gov/pubmed/21084388

	Introduction 
	Materials and Methods 
	Plant and Bacteria Culture 
	Hydroponic Growth Conditions 
	Extraction and Analysis of Hydroponic Compounds 
	Microarray Plates for Phenotypic Characterization of S. sediminicola 
	Untargeted Metabolomics of Sphingomonas sediminicola Culture Medium 
	Data Analysis 

	Results 
	The Composition of the Hydroponic Solution Is Influenced by S. sediminicola and the Stage of Pea Development 
	S. sediminicola Had a Specialized Carbon Metabolism and a Generalist Nitrogen Metabolism 
	Untargeted Metabolomics 

	Discussion 
	Conclusions 
	References

