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Abstract: Rhizoremediation is a bioremediation technique whereby microbial degradation of organic
contaminants occurs in the rhizosphere. It is considered to be an effective and affordable “green
technology” for remediating soils contaminated with petroleum hydrocarbons. Root exudation of
a wide variety of compounds (organic, amino and fatty acids, carbohydrates, vitamins, nucleotides,
phenolic compounds, polysaccharides and proteins) provide better nutrient uptake for the rhizosphere
microbiome. It is thought to be one of the predominant drivers of microbial communities in the
rhizosphere and is therefore a potential key factor behind enhanced hydrocarbon biodegradation. Many
of the genes responsible for bacterial adaptation in contaminated soil and the plant rhizosphere are
carried by conjugative plasmids and transferred among bacteria. Because root exudates can stimulate
gene transfer, conjugation in the rhizosphere is higher than in bulk soil. A better understanding of
these phenomena could thus inform the development of techniques to manipulate the rhizosphere
microbiome in ways that improve hydrocarbon bioremediation.

Keywords: rhizosphere microbiome; root exudates; biodegradation; hydrocarbon; lateral gene
transfer; plasmid

1. Introduction

Since the nineteenth century, the industrial production of chemicals (including their improper
use, incorrect elimination and accidental losses) has caused pollution of many environments. The loss
of crude oil was estimated at 600,000 tonnes (˘200,000) per year worldwide [1,2]. Anthropogenic
substances that cause serious ecotoxicological problems include halogenated aromatic compounds,
polycyclic aromatic hydrocarbons (PAHs) and BTEX (benzene, ethylbenzene, toluene and xylene) [3].
PAHs are frequently found in the soil environment at relatively large concentrations (hundreds of
mg¨ kg´1) [4–6]. The main sources of these toxic substances are oil refineries, gas stations, agrochemical,
petrochemical and pharmaceutical industries. In addition to harming the sustainability of various
ecosystems, the presence of these pollutants in the environment has posed a danger to public health
due to their toxicity, their mutagenic and carcinogenic properties, and their ability to accumulate in the
food chain [3,7]. Most aromatic compounds are recalcitrant and persist in the environment for long
periods of time. Cleaning up these environments has become a major environmental and health issue.

In Canada alone, 30,000 contaminated sites have been identified [8] and their rehabilitation could
cost billions of dollars using standard approaches (these consist of soil excavation and transportation
to a landfill, commonly referred as the “dig-and-dump” strategy). Due to the prohibitive cost of
standard strategies, a high proportion of contaminated sites are either left as is or the rehabilitation is
postponed. Thus, others alternatives are clearly required. Biological techniques of remediation, called
bioremediation, directly benefit from the ability of some organisms (plants, fungi and bacteria) to
sequester, concentrate and/or degrade contaminants [9]. Bioremediation is considered to be a “green”
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approach that is one of the prospects for sustainable development. Bioremediation helps to clean
up the sites that are inaccessible to the excavation or that do not allow for the high cost required for
standard strategies, does not require transportation of contaminated soil and requires less labor, is less
expensive and has a lower carbon footprint (amount of CO2 emitted) than traditional techniques of
remediation [9]. Current rehabilitation costs can total over $1 million per hectare and some studies
have indicated that implementing phytoremediation may result in a cost savings of 50 to 80 percent
over traditional technologies [10–13].

Phytoremediation is the direct use of living plants for in situ bioremediation of contaminated
environments, such as soils [14,15]. This technique can be used to clean up sites with shallow, low
to moderate levels of various contaminants, such as hydrocarbons [14,16–19]. It is a promising
technique which saves biological activity of micro and macroorganisms, and improves soil structure
and fertility [20]. However, phytoremediation is a relatively slow process and may take several years
to reduce the contaminant content in the soil to a safe and acceptable level due to small size and
slow growth of most plants used for that purpose [16]. One avenue to circumvent this problem and
accelerate decontamination is the use of fast-growing trees, such as willows and poplars [21–25].
Through their extensive and widespread root systems, which can measure up to several meters
long, willows improve the structure and texture of soil [26] and reduce erosion [27]. Furthermore,
willows have demonstrated an ability to adapt to varying soil textures (sandy to clay) and humidity,
due to their high transpiration rate and their roots ability to tolerate seasonal floods. In addition
to improving the landscape and providing habitat for wildlife, willows play a positive role in the
restoration and accelerated revegetation of degraded areas (lands disturbed by industrial activities
or left by agriculture) in temperate and boreal regions of the world due to their ability to remove
contaminants [28]. After their harvest, they provide wood, fiber, biofuel and other forest products, due
to their high biomass production. Some fast growing grasses and forbs are also used extensively in
phytoremediation for similar purposes [29–31].

Phytoremediation is considered more effective for native microbial communities than human
induced bioaugmentation. There are two types of factors that influence the effectiveness and survival of
microbial strains introduced into the soil: (1) biotic factors (quick growth, easy to cultivate, tolerance to
high concentrations of contaminants, competition between indigenous and exogenous microorganisms
for carbon sources) and (2) abiotic factors (type and amount of contaminants, temperature, humidity,
pH, organic matter, aeration, soil type, chemical composition of the root exudates, etc.) [14,32–37].
Selection of microorganisms can be done either from sites with similar types of contaminants or by
pre-adaptation in the laboratory. Indeed, bacteria can be isolated from contaminated soils, grown
under certain conditions to obtain pure strains and then returned to the same soil: this is considered a
re-inoculation with indigenous microorganisms [3,38,39]. In many cases, inoculation of a consortium
of hydrocarbon-degrading bacteria is more effective than single strains, because the intermediate
of a catabolic pathway for a strain can be degraded by other strains that have the suitable catabolic
pathway [3,40–42].

In addition to providing mechanical support, water and nutrients, roots perform more specialized
roles in the rhizosphere including the ability to synthesize and secrete a multitude of metabolites [43–45].
Plant roots release between 6% and 21% of photosynthetically fixed carbon [43,46–48] in organic, amino
and fatty acids, carbohydrates, vitamins, nucleotides, phenolic compounds, polysaccharides and
proteins [49–51]. Microorganisms are attracted through chemotaxis [46,52] to these substrates and
can use them for their metabolism. As a result, the rhizosphere is up to 100 times richer in microorganism
biomass but poorer in diversity than bulk soil [53–56]: this is called “the rhizosphere effect” [57–59].
In addition to exudation of nutrients, vitamins, and minerals, the plant and its associated microbiome also
produce and/or exude various secondary metabolites, many of which act as signals [44] or as compounds
inhibitory to the growth and functioning of microorganisms or roots called allelochemicals [43,60–62].
For example, specific specific secondary products can initiate communication between microorganisms
and conduct specialized interactions such as nodulation, pathogenesis, antibiotic production and DNA
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transfer between bacteria (conjugation) [63]. Many genes responsible for bacterial adaptation in soil
and rhizosphere (e.g., degradation of organic compounds) are carried by conjugative plasmids [64].
In return, the ecological functions carried by the microbiota allow the plant to adapt to many types of
environmental conditions and environmental changes [65].

2. Actors of Phytoremediation: The Holobiont

In phytoremediation, plants can absorb, concentrate, sequester, transform and eliminate
contaminants (Figure 1) [16,17,66]. Even if plants can also produce several enzymes to degrade organic
compounds (such as peroxidases and phenol oxidases), they are generally considered as a minor
contributor to the dissipation of organic contaminants in soil [67]. Phytoremediation of hydrocarbons
depends primarily on rhizoremediation (Figure 1) which involves the breakdown of contaminants in soil
as a result of microbial activity at the roots [66,68,69]. Microorganisms can colonize three distinct areas of
the root zone of a plant [46,63]: (1) the endosphere, i.e., all the cells inside the roots [70]; (2) the rhizoplane
which is the root surface [63,71], usually as biofilm (i.e., multiple layers of mature microcolonies covered
by mucus [63]); and (3) the rhizosphere, i.e., the soil immediately adjacent to roots (a few millimeters
thick) and influenced by plant roots [72,73]. Rhizosphere is a complex ecosystem characterized by a large
amount of microniches—spatially close, but chemically heterogeneous—containing a high diversity of
microorganisms [74]. The structure of the rhizosphere microbial community depends on soil type [75–78],
temporal changes (seasons) and environmental factors [79,80], plant species and genotype [75,81–85],
plant development stage [85–87] and signaling of plant hormones [88].
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Figure 1. Mecanisms involved in phytoremediation [16,17,66].

Plants and microorganisms have co-evolved to each take advantage of their association. Because
of their sessile lifestyle, plants need to adjust to biotic and abiotic stresses present in their immediate
environment [61]. Thus, a plant may promote the presence of certain microorganisms if they provide
a selective advantage, in particular to act as a defense against certain pathogens [89] or enhance its
growth and nutrition [90]. This symbiotic system is called “a holobiont”. This notion extended the
concept of an organism to all internal or surface microbial communities associated with it, i.e., the
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plant with its microbiota [91]. The microbial portion of the plant holobiont can be seen as a “facilitator
component” that provides additional genes to the host and allows it to adjust to environmental
conditions [90,92]. It is, therefore, considered that the unit of selection processes and adaptation is not
the isolated individual but the whole “meta-organism”, i.e., the species community; and the metabolites
it produces is referred to as the metabolome [91,93]. This meta-organism results from the interaction
of the host genome (plant) and its associated microbiome (including metabolites produced by both
the plant and its associated microbiome), making a single dynamic entity: the hologenome, a target
of natural selection [94,95]. Co-evolution shows that microorganisms present in a plant, whether
parasite or symbiont, may have a considerable influence on their host. On one hand, the survival of
the plant may be affected, through changes to many physiological functions, such as reproduction,
development or immunity [91,96–102]. Disruptions of this association can then overturn acclimation
capacity and thus the fitness of the species assemblage [91]. On the other hand, the interaction between
heterogeneous communities with rapid (microbiota) and slow (macro-organisms) adaptability can
bring out new selective traits and influence the species adaptability [91]. Indeed, under stressful
environmental conditions, the symbiotic community can change quickly and this plasticity may play
an important role both in the acclimatization and evolution of the plant [90]. In fact, phytoremediation
results in a symbiotic interaction in the rhizosphere where plants and microorganisms act jointly in the
degradation of organic contaminants [66,68,69,103].

3. Hydrocarbon Rhizoremediation

Organic contaminants can provide microorganisms with a carbon source and electrons required in
respiration [104]. Microorganisms are able to degrade simple hydrocarbons (linear and branched alkanes)
to complex (aromatic compounds), with the exception of complex polyaromatic hydrocarbons (PAHs)
that are not, in general, fully degraded [105]. Soil conditions were shown to be important for hydrocarbon
degradation by microorganisms, and some authors proposed the following levels as optima: soil moisture
at 30% of water holding capacity, soil pH between 6.5 and 8, oxygen content between 10% and 40%,
and low clay or silt content for soil type [9,17]. Even if hydrocarbon biodegradation has been reported
in psychrophilic environments in temperate regions [106,107], the rate of biodegradation generally
decreases with a decrease in temperature because it affects hydrocarbon solubility [108] and microbial
activity [109]. Generally, the optimum temperature for hydrocarbon degradation in a soil environment is
between 20 and 40 ˝C [54,110,111]. Nutrients (nitrogen, phosphorus) have also been reported to be very
important for hydrocarbon biodegradation [111–113]. The optimum nutrient content has been found
to follow a C:N:P ratio of 100:10:1 [17,114]. However, excessive nutrient concentrations can also have
negative effects, especially on aromatics, and inhibit hydrocarbon biodegradation [113,115–117].

Most individual species are not equipped with all the appropriate enzymes, so degradation
is mainly achieved via a consortium of microorganisms with various enzyme systems [118–120].
Hydrocarbon-degrading microorganisms can be subdivided into two groups [17]: aerobic (in presence
of oxygen) and anaerobic (in absence of oxygen). The fastest and most complete degradation of most
organic pollutants is performed under aerobic conditions, due to the metabolic advantage of having
the availability of O2 as an electron acceptor (Figure 2) [9,121].

Aerobic bacteria such as Pseudomonas, Alcaligenes, Sphingomonas, Rhodococcus and Mycobacterium
have often been reported to degrade hydrocarbons, both alkanes and polyaromatic compounds [17].
Many of these bacteria use hydrocarbons as the only source of carbon and energy. The key step of
aerobic degradation is the activation, i.e., the addition of one or two oxygen atoms to the hydrocarbon
molecule (monooxygenases introduce one oxygen atom to a substrate while dioxygenases introduce two).
For aliphatic hydrocarbons, the activation is catalyzed either by substrate-specific terminal oxygenases
(monooxygenases, non-heme iron monooxygenases, dioxygenases) or subterminal oxidation (cytochrome
P450) [9,121,122]. In aromatic hydrocarbons, four types of enzymes are involved: the Rieske non-heme
iron oxygenases (RNHO), the flavoprotein monooxygenases (FPM), the soluble di-iron multicomponent
monooxygenases (SDM) and the CoA ligases [123]. This activation makes the hydrocarbon more soluble
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in water, marks a reactive site, and introduces a reactive site for the next reactions [9,121]. In the case
of aliphatic hydrocarbons, the activated molecule is then converted to an alkanol, then oxidized to
the corresponding aldehyde, and converted into a fatty acid. Fatty acid is conjugated to CoA—which
forms an acyl CoA—and processed by β-oxidation to generate acetyl-CoA [123]. Therefore, the final
product of the oxidation of aliphatic hydrocarbons is acetyl-CoA, which is catabolised in the Krebs cycle,
and fully oxidised to CO2 [121]. In the case of aromatic hydrocarbons, the activated molecule is not
converted in alkanol, but in phenol intermediates (catechol or a structurally related compound) via
peripheral pathways [121]. Phenol intermediates are further degraded by central pathways (intradiol or
extradiol dioxygenases), resulting in di- or trihydroxylated aromatic compounds that can be introduced
into the Krebs cycle, and fully degraded to CO2 [121,123]. Biosynthesis of cell biomass occurs from
the central precursor metabolites, for example acetyl-CoA, succinate and pyruvate. Methylotrophs
(methanogens) bacteria are also aerobic bacteria able to degrade hydrocarbons, using methane as source
of carbon and energy [124,125]. In methanogenesis, the terminal process of biomass degradation, acetate
and hydrogen are the most important immediate precursors. They are respectively converted into
methane by acetoclastic and hydrogenotrophic methanogens [126]. Acetate can also be a precursor for
methanogenesis through syntrophic acetate oxidation coupled to hydrogenotrophic methanogenesis,
which is mediated by syntrophic bacteria and methanogenic archaea [126–129].
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subterminal oxidation; Term. ox.: terminal oxidation; Ortho: ortho cleavage pathway; Meta: meta
cleavage patway; CoA: coenzyme A. [9,121,123,130–133].

Anaerobic bacteria are able to use different terminal electron acceptors to degrade hydrocarbons,
such as sulfate (sulfate-reducing bacteria), nitrate, iron, manganese and, more recently found,
chlorate [134]. These bacteria use a complete different pathway, based in reductive reactions to
attack the aromatic ring: alkane activation at the subterminal carbon by the addition of fumarate,
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or carboxylation [9,121,123]. Anaerobic degradation has also been coupled to methanogenesis,
fermentation and phototrophic metabolism but growth of these microorganisms and as a result,
biodegradation rates are significantly lower compared to aerobic degraders. Despite not often being
considered as aerobic bacteria, there is an increasing interest in the use of anaerobic bacteria for
bioremediation [17,135–138].

4. Mechanisms of Root Exudation

Rhizosphere microorganisms generally live under conditions of “nutrient starvation” and are
thus constantly looking for nutrients. The most important nutrient sources excreted by roots
are organic acids (citric, malic, succinic, oxalic and pyruvic), carbohydrates (glucose, xylose,
fructose, maltose, sucrose, ribose), amino acids, fatty acids, proteins, enzymes, nucleotides and
vitamins [43,49,52,63,139]. Microorganisms have developed sensory systems (chemotaxis) that guide
them to these roots-secreted components in order to provide the necessary nutrition and energy for
their survival and reproduction [140,141].

Root exudates can be grouped into two specific categories: low molecular weight compounds
(LMWCs: amino and organic acids, sugars, phenolic compounds and other secondary metabolites)
and high molecular weight compounds (HMWCs: polysaccharides and proteins) [43,49,142,143].
The quantity and quality of root exudates are determined by the cultivar, plant species, developmental
stage, various environmental factors (soil type, pH, temperature, nutrient availability) and the presence
of microorganisms [49,144–149]. The greatest concentration of exudates occurs mostly at the root tips
and at sites of lateral branching, decreasing with increasing distance from the root surface [54,67,144,150].
Gao et al. [67] proposed that decreases in concentrations of root exudates depend mainly on two aspects:
diffusion and degradation due to chemical (sorption or desorption) [151,152] or biological process
(e.g., microbial consumption). Microbial consumption contributes to the dissipation of root exudates
because it provides the nutrition and energy necessary for survival and reproduction of rhizosphere
microorganisms [140,141]. Diversity in root exudates generates different microbial communities that are
specific to each plant species [46].

Plants use several mechanisms to export and secrete compounds in the rhizosphere [45,49].
Generally, root exudates are released either by passive (diffusion, ion channels and transport vesicles)
or active mechanisms (secretion) [43,45,46]. The majority of organic low-molecular weight compounds
(LMWC) are released through a passive transport (i.e., not requiring energy) which permits passage of
an ion or a molecule across a membrane without energy intake [46,143]. Passive transport is opposed
to active transport that requires energy.

Passive transport can be achieved through two means [153]. The first is a concentration gradient,
spread by osmosis. Solutes diffuse through the cell membrane to reach an equilibrium concentration
between the exterior and the interior of the molecule [153]. Non-polar molecules can pass through the
membrane without making use of channels or transfer proteins due to their hydrophobic characteristics,
this is simple diffusion [153]. Polar-molecules and ions can diffuse through the membrane due to a
phenomenon called facilitated diffusion, using channels or permeases. The channels allow the passage
of water and specific small ions such as H+, Na+, K+, and Cl´, which establish a pH gradient and
membrane potential, maintain osmotic balance and stabilize cell volume [153,154]. Permeases can
change their conformation upon binding with the molecule and upon its release. These proteins
oscillate between two conformations, allowing them to spread the solute through the membrane.
Small polar and uncharged molecules are transported by direct passive diffusion [155], a process
that depends on membrane permeability [156], polarity of excreted compound and cytosolic pH [49].
Passive transport can also be mediated by an electrochemical gradient for charged molecules or ions.
This gradient is influenced both by the concentration between intracellular and extracellular spaces
and the electrical gradient of the membrane. Other compounds such as sugars, amino acids and
caboxylates anions are transported across the membranes with the help of proteins, and their direction
of movement is dependent on the electrochemical gradient that allows them to pass from the cytoplasm
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of root cells to the soil. There are specific transporters of sugars, amino acids and metals involved in the
secretion of specific compounds by root cells [157–162]. Plants have metal homeostasis mechanisms
to avoid excessive concentrations of free metal ions (e.g., Fe, Zn, Mn and Cu). These mechanisms
involve coordination of transport for assimilation, translocation and compartmentalization [163].
For example, grasses secrete mugineic acid, a ligand for metal secreted by the roots, and the complex
Fe(III)-AM reduce Fe toxicity and get it into root cells through a specific transporter YSL identified in
maize [164,165]. However, passive transport with an electrochemical gradient cannot be done against
the concentration gradient: it requires active transport and an energy intake.

Active transport refers to the passage of an ion or molecule through a membrane against its
concentration gradient, and involves the hydrolysis of ATP. Plants have a sessile lifestyle and require
many adaptive strategies to interact with the environment, suggesting that the number of compounds
produced by plants may require a large number of transporters [166]. The excretion of compounds of
high molecular weight by the roots usually involves transport vesicles [45,167]. Plant defense responses
are accompanied by traffic of antimicrobial compounds at the site of infection by a pathogen. For
example, pigmented-antimicrobial naphthoquinones are secreted in the apoplast of Boraginaceae roots
(Lithospermum erythrorhizon) by a mechanism that has been observed in roots or root suspension cultures
in response to a fungal elicitation (induction and enhancement of secondary metabolites to stimulate
plant natural defenses) [61,168–170]. Although other unrelated studies have demonstrated transport
via vesicles in plant leaves, there is no evidence that this mechanism exists in the roots, except for
mucilage polysaccharides transported by Golgi through the root cap [171]. Root cells secrete secondary
metabolites, polysaccharides and proteins, with the help of membrane transport proteins [45,61].
These transporters include ABC (ATP-binding cassette transporters) transporters [172–174], MATEs
(multidrug and toxic compound extrusion) [168], MFS (major facilitator superfamily) [175], and ALMT
(aluminum-activated malate transporter) [45]. Badri, Quintana et al. (2009) found that 25 genes of ABC
transporters were significantly overexpressed in roots of Arabidopsis thaliana and played important
roles in the process of secretion. In bacteria, ABC transporters function as importers and exporters
of compounds. In addition to the ABC transporters, MATEs are active transporters who export
a wide range of substrates across membranes by using the electrochemical gradient of other ions [45].
Many MATE genes playing a role in the export of different compounds (such as alkaloids, antibiotic,
anions citrate, phenolic compounds) have been identified and characterized in Arabidopsis [176–178],
sorghum [179], barley [180], and rice [181]. ABC transporters and MATEs are involved in the transport
of flavonoids to the vacuole [168].

5. Root Exudation, the Ecological Driver of Microbial Communities in the Rhizosphere

While plants produce and receive specific rhizosphere signals, they can also interfere with
rhizosphere signals [60]. Root exudates are involved in determining the composition and diversity of
the microbial community in the rhizosphere and can also play a significant role in the formation of the
rhizosphere [43,51,60,172,182–187].

First, root exudates can alterate the microbial diversity. Micallef et al. [84] showed that each of eight
different ecotypes of Arabidopsis released a unique suite of compounds into its rhizosphere, and that
these exudation differences targeted different bacterial communities. Furthermore, a positive correlation
has been demonstrated between phenolic compounds and a large number of unique OTUs (operational
taxonomic units), compared to other exudates, such as sugars and amino acids [51]. For example, an
Arabidopsis-mutant plant (containing ABC transporters that secrete more phenolic compounds to sugars
compared to the wild type) caused significant changes in the microbial community [172]. Application
of p-coumaric acid and vanillic acid, components of cucumber root exudates, increased the abundance
and changed the composition of the rhizosphere bacterial community [188,189]. The abundances of
Firmicutes, Betaproteobacteria and Gammaproteobacteria increased, indicating that these taxa may be
involved in the degradation of p-coumaric acid.
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Secondly, roots can also alter the communication among bacteria, secreting compounds that mimic
bacterial signals of quorum sensing [190]. Quorum sensing is described as the coordination of bacterial
behaviors by regulation of gene expression in response to population densities of bacteria [60]. It is a
form of communication between bacteria, mediated by autoinducers (small signal molecules) which
are generally N-acyl homoserine lactones (AHLs) in Gram-negative and peptides in Gram-positive
bacteria [44,60]. After reaching a high population density, an autoinducer activates transcription
proteins that induce specific genes. Thus, intercellular signals allow a bacterial population to
control expression of genes in response to cell density [44]. In plants, quorum sensing plays an
important role in establishment of symbiotic, pathogenic or beneficial plant-microbe associations,
and for regulating bacterial behaviors important for host infection (including motility, biofilm
formation, plasmid transfer, nitrogen fixation, and synthesis of virulence factors, exopolysaccharides,
and degradative enzymes) [60]. For example, pea (Pisum sativum) root exudates contain bioactive
compounds that mimic AHLs signals that stimulate AHL-regulated behaviors in certain strains of
bacteria and inhibit in others [191,192]. Similarly, compounds mimicking the activity of AHLs and
affecting bacterial behaviors regulated by quorum sensing are present in Coronilla varia (crownvetch),
Medicago truncatula (barrel medic, at least 15 compounds) [190], Oryza sativa (rice), Glycine max
(soybean) and Lycopersicon lycopersicum (tomato) [191,193,194]. Moreover, strigolactones produced by
Physcomitrella patens (moss) act as signaling factors that control the developmental process and the
production of pseudo-quorum sensing signals [195].

Thirdly, root exudates can mediate rhizospheric interactions (plant-microbe and microbe-microbe)
by recruiting beneficial specific microorganisms such as PGPR (plant growth promoting rhizobacteria),
mycorrhizal fungi or nitrogen-fixing bacteria [46,60,81,89,196–201]. The release of exudates, such
as sugars and amino acids, was shown to attract PGPR [46,97]. Pseudomonas possesses chemotactic
proteins for malic acid, citric acid, and amino acids (especially leucine) that help colonization of tomato
roots [202,203]. Likewise, Rudrappa et al. [204] demonstrated that released-malic acid allows the
recruitment of Bacillus subtilis (PGPR). Some cell surface glycoproteins called arabino galactan proteins
are secreted by the root cap of Arabidopsis, and also play an important role in the recognition and
attachment of rhizobia on the root surface [205]. Regarding the phenolic compounds, these can act
as specific substrates and signaling molecules, while at the same time playing multifunctional roles
in rhizospheric plant-microbe interactions, such as legume-rhizobia symbioses [51,206–210]. Indeed,
legume plants can secrete phenolic compounds to attract and induce the chemotaxis of Rhizobium
species, which have the ability to use phenolic acids as a carbon source [211,212], and can also initiate
symbiosis between them [213]. Weston and Mathesius [214,215] described production, transport
and roles in the rhizosphere of two phenolic compounds: (1) flavonoids (low molecular weight
compounds), generally described as non-essential for plant survival, unlike primary metabolites; and
(2) long chain hydroquinones or phenolic lipids (including sorgoleones), released by passive exudation
from Sorghum spp. [216]. Some of the more well-known biological roles of flavonoids in the rhizosphere
include [60,214,215]: (1) chemo-attraction that lead rhizobia to the root surface [217] (2) induction of
the expression of nod genes, which encode enzymes for the synthesis of Nod factors or lipochitine
oligosaccharides (LCOs) [207,210] (3) activation of nodule formation in which bacteria fix atmospheric
nitrogen for plants [63,218] (4) increasing of the efficiency of indol-3-acetic acid production by Rhizobium
species and regulate nodule morphogenesis [213]. The auxin phytohormone indol-3-acetic acid can
also be produced by bacteria and is suspected to act as a signaling molecule that can affect their gene
expression [219]. Similarly, phenolic acids involved nodule morphogenesis and in rhizobial defense
have been detected in roots and root nodules of Arachis hypogaea [220].

Plants can also use exudates to defend themselves against pathogens [217]. Proteins secreted by
roots are important for recognition of pathogenic and non-pathogenic bacteria [221,222]. For example,
lectins function as defense factors and recognition in symbiotic interactions [223]. During the flowering
period of Arabidopsis thaliana, roots excrete more protein involved in defense, such as chitinases,
glucanases and myrosinases [224]. Furthermore, protein patterns released as root exudates depend



Agronomy 2016, 6, 19 9 of 27

on the identity of microorganisms exposed to the roots of A. thaliana [222]. Pseudomonas syringae,
an A. thaliana pathogen, highly induced secretion (from A. thaliana) of defense proteins, such as
peroxidases, glycosyl hydrolase family 17, chitinase, and glycosyl hydrolase family 18 [222].

In return, the quality and quantity of exudates is highly influenced by the presence of
microorganisms. For example, Matilla, et al. [138] found that A. thaliana produce distinct patterns of
root exudation when it grows with and without Pseudomonas putida KT2440. In addition, when the
biocontrol strain Pseudomonas WCS365 is added in sufficient quantity for the biocontrol to operate,
organic acids (citric acid especially) is strongly increased, while the amount of succinic acid drastically
decreased [225]. Similarly, mycorrhizal colonization was shown to modify the exudates of tomato
roots [52], and the stimulatory effect of root exudates from many plant species to the germination of
conidia of Fusarium oxysporum f. sp. lycopersici, a tomato root pathogen [226].

6. Impact of Root Exudates on Hydrocarbon Degradation

Root exudation is now considered to be the most important factor in the mediation of hydrocarbon
biodegradation in the rhizosphere [54,67,104,141,227–232]. Root exudates serve as a carbon source
and energy for microorganisms, and also improve the hydrocarbon degradation in the rhizosphere by
stimulating hydrocarbon-degrader populations [67].

In contaminated soil, the contaminant distribution gradient is negatively correlated with the gradient
of root exudates, with the lowest hydrocarbon concentration and the highest exudate concentration close
to the roots [67,233]. Corgié et al. [68] reported that phenanthrene biodegradation reached 86% in the first
3 mm from the roots, 48% between 3 and 6 mm, and 36% between 6 and 9 mm. They observed a parallel
bacterial gradient, where high numbers of heterotrophs and PAH-degrading bacteria were close to the
roots. Similarly, in the rhizosphere of perennial ryegrass (Lolium perenne L.) growing in a petroleum
hydrocarbon contaminated soil, the highest rates of hydrocarbon degradation and the microbial
degraders were mainly found within 3 mm of the root surface [234]. In a phenanthrene-contaminated
soil, Cébron et al. [235] observed that major phenanthrene degraders were Pseudoxanthomonas spp.
(Gammaproteobacteria) and Microbacterium spp. (Actinobacteria). But when root exudates of ryegrass
were added, the population of phenanthrene degraders shifted towards mostly the Actinobacterium
Arthrobacter spp., the Gammaproteobacteria Pseudomonas stutzeri and Pseudoxanthomonas mexicana.
Interestingly, the Firmicutes Bacillus spp., Paenibacillus spp. and Pseudomonas spp. were also found to be
able to use both root exudates and phenanthrene as carbon source [182]. Arthrobacter spp. was shown to
degrade hydrocarbons and more specifically phenanthrene [236,237]. Kozdrój and van Elsas [238] also
found Pseudomonas and Arthrobacter as dominant active phenanthrene degraders either in the presence
of artificial root exudates or with phenanthrene alone.

Plant roots may enhance microbial biodegradation of petroleum hydrocarbons via physical
processes such as nutrient and pollutant transport, microbial attachment sites and soil aeration
(Figure 3) [54]. The first and most significant role of root exudates in the improvement of petroleum
hydrocarbon degradation is that they provide microorganisms with a source of energy and nutrients,
which supports their growth and activity [239,240] (Figure 3A). The forms of carbon and nitrogen
exuded by roots, i.e., high molecular weight organic polymers, are complex and mostly insoluble [54].
Therefore, they may have relatively long biodegradation times [80,241]. Increasing the microbial
biomass and activity by exudation of labile C and N can be a solution. For example, the addition
of root debris to phenanthrene contaminated soils only improve phenanthrene degradation after
20 days, in contrast to more labile water soluble exudates, which reflects the low biodegradability
of the root debris [231]. In contrast, the high solubility of low molecular weight exudates allows
them a higher mobility in soil and a rapid uptake by microbial cells [54]. Carbohydrates, amino acids
and organic acid represent the largest proportion of low molecular weight root exudates, and are
fundamental to the provision of easily degradable energy and nutrient sources to the rhizosphere [242].
For example, the addition of low molecular weight root exudates can generate a rapid response (within
1 h) in the microbial respiration. However, several days may be required to observe changes in gene
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expression and microbial biomass [243,244]. Furthermore, root secreted compounds involved in plant
nutrient acquisition, such as enzymes (e.g., acid phosphatases), protons and chelating agents (e.g.,
organic acid anions and other phytosiderophores), also provide a source of nutrients to rhizosphere
microorganisms [150,245–247].Agronomy 2016, 6, 19  10 of 26 
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Secondly, plants may directly improve degradation via the root exudation of enzymes, such as
laccases, phenol oxidases and peroxidases which catalyze the oxidation of various hydrocarbons and
degrade them into intermediate products (Figure 3B) [54,67]. However, microbially derived enzymatic
breakdown is considered to be the primary pathway for petroleum hydrocarbons degradation [54].

Thirdly, many secondary plant metabolites exuded by roots, such as flavonoids, are structurally similar
to aromatic hydrocarbons (Figure 3C) [248,249]. Therefore, structural analogy improve hydrocarbon
degradation by stimulating co-metabolic processes, which involves the oxidation/mineralization of
petroleum hydrocarbons molecules that do not supporting growth (for example benzo-a-pyrene [250]) in
the presence of other growth supporting root exudates [251,252]. Co-metabolism seems to be the primary
process underlying degradation of recalcitrant hydrocarbons [240,253].

Finally, bioavailability is often a limiting factor for hydrocarbon degradation because polycyclic
aromatic hydrocarbons are easily adsorbed by soil solids, such as soil organic matter, after entering
the soil (Figure 3D) [67]. Root exudates can increase the solubility of hydrocarbons and alter their
bioavailability [54,254,255], making them more available for a future microbial attacks [256,257]. Root
exudates collected from plant roots [230,231,258] or artificial root exudate mixtures [229] can be
amended to contaminated soils to enhance desorption and promote the success of rhizoremediation.
For example, Gao et al. [255] used artificial root exudates as amendments, and observed a considerable
increase of desorption of phenanthrene and pyrene from soils. Similarly, LeFevre et al. [259] showed
that root exudates, both artificial and harvested from plants, enhanced naphthalene desorption from
soils, providing an abiotic contribution to the “rhizosphere effect” for degradation of naphthalene.
As exudate amendments, low-molecular-weight organic acids (LMOAs) can influence desorption
of hydrophobic organic contaminants from soil and hence alter their bioavailability [7,260–262].
White et al. [263] showed that bioavailability of dichlorodiphenyldichloroethylene (DDE) in soils
is increased in the presence of LMOAs, such as succinic, tartaric, malic, malonic, oxalic, citric and
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ethylenediaminetetraacetic acid (EDTA). Similarly, Zhao et al. [264] observed an enhanced release of
hexachlorocyclohexane from soils in the presence of oxalic, tartaric and citric acid.

Yang et al. [69] and Ling et al. [7,265] found that LMWOAs (such as citric and oxalic acids)
significantly enhanced the desorption availability of hydrocarbons from a contaminated soil, and
continued to desorb more PAHs from soil during multiple desorption cycles. In fact, the mechanism by
which LMWOAs promote desorption of PAHs from soil was proposed to begin by a disruption of soil
organic matter (SOM)-metal cation-mineral linkages in soils, thus releasing SOM and simultaneously
increasing dissolved organic carbon in the surrounding solution which causes the enhanced PAH
desorption from soil [7]. All these results suggest that the amendment of contaminated soils with
LMWOAs can promote PAH desorption from soils, which might be used as a new approach to enhance
bioavailability—and therefore bioremediation—of hydrophobic organic compounds in soils [7].
Organic acid anions exuded by roots may also enhance the desorption of hydrocarbons and/or
compete for soil adsorption sites from the soil matrix, such as clay surfaces [6,255,266]. Moreover,
some microorganisms are able to release biosurfactants, such as rhamnolipids, that can increase the
solubility of certain organic contaminants and improve the ability of microbial cells to attach to oil
droplets [267–269].

7. Lateral Gene Transfer in Rhizosphere and Hydrocarbon Degradation

The evolution of bacteria is accelerated by their ability to acquire genes directly from other
organisms [270]. The acquired amount of genes in a prokaryotic genome has been found to vary
between 66% and 96% [271]. Horizontal acquisition of catabolic genes allows microbial populations
that have different physiological properties, cellular structures or ecological niches, to acquire new
capabilities to improve their performance in their current ecological niche (such as using root exudates
for growth) or to invade a new niche [270,272]. Lateral gene transfer is a major driver of bacterial
evolution and adaptability [273], and is driven by three mechanisms: the transformation (acquisition of
foreign naked DNA), transduction (bacteriophage-mediated gene transfer) and conjugation (plasmids
and integrative conjugative elements—ICEs) [274]. Of the three mechanisms of lateral gene transfer,
conjugation is one of the most important for exchanging genes [275,276]. Plasmids are autoreplicatives
extrachromosomal molecules of DNA, mostly circular but otherwise linear [277], and are transmitted
both vertically (from mother cell to daughter during bacterial division) and horizontally (from a
donor cell to a recipient cell). Plasmids are mosaic genomes that include two distinct regions [278]:
(1) skeleton genes, often conserved among members of the same family of plasmids, ensure replication
and maintenance of the plasmid in the cell and transfer [279]; and (2) accessory genes encoding
functions that are frequently beneficial to the host cell. These functions benefit the host cell in many
different ways, e.g., degrading environmental pollutants and using them as a carbon or nitrogen
source, or providing virulence [280], resistance to an antibiotic [281] or a metal or metalloid trace
element, and other catabolic functions [282].

Root exudation has been to have an effect on conjugation. A large number of environmental
“hot spots” where lateral gene transfer is high were identified [283], including the rhizosphere of
plants [284]. Lateral gene transfer is known to occur with high frequency in the rhizosphere [285–287],
and to be stimulated in part by an increased root exudation [283]. The high rates of lateral gene transfer
in the rhizosphere, compared to bulk soil, were attributed to the high cell density, distribution, and
accessibility to root exudates that stimulate bacterial activity, exudation and root growth [287,288].

Molbak et al. [283] studied lateral gene transfer in the rhizospheres of pea and barley.
They discovered that there was 17 times more lateral gene transfer in pea rhizosphere than in barley
(3.5 ˘ 0.7 ˆ 10´3 trans-conjugants per donor for peas and 2 ˘ 0.5 ˆ 10´4 for barley). They proposed
that in the pea rhizosphere, dense and uniform colonization of donor cells along the whole length of
the root resulted in a higher encounter frequency between donor and recipient cells, and therefore
a larger transfer rate. The spread into pea roots deeper in the soil is suspected to be due to passive
transport or motility. In barley rhizosphere, populations are present mainly in the spermosphere and
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in the root portion closer to the surface of the soil, so few encounters between donor and recipient
cells take place. Schwaner and Kroer [289] observed similar results using different bacterial strains,
plasmids and inoculation techniques which confirmed species-specific differences in the frequency
of rhizospheric lateral gene transfer. Differences in bacterial activity have also been suggested as an
important determinant of the transfer [289].

Many bacterial genes involved in PAH degradation are carried on conjugative plasmids [290].
Phillips et al. [228] studied two catabolic genes involved in hydrocarbon degradation commonly carried
by conjugative plasmids: C2,3O (catechol 2,3 dioxygenase) and nahAc (naphthalene dioxygenase
(NDO) iron sulfur protein). On one hand, C2,3O is an enzyme encoding an archetypal pathway
for the catabolism of monocyclic aromatics to aliphatic metabolites [291]. It is more specifically
involved in the degradation of xylene, catalyzing the oxidative cleavage of catechols (i.e., incorporate
dioxygen into the substrate catechol) to form a 2-hydroxymuconate semialdehyde [291]. C2,3O is
carried by the TOL plasmid of Pseudomonas putida mt-2 (ATCC 23973) and the bacterium degrades
m-xylene to CO2, acetate, acetaldehyde, and pyruvate. On the other hand, biodegradation pathways
of aromatic hydrocarbon by bacteria are initiated by aromatic hydrocarbon dioxygenases [292].
The three-component naphthalene dioxygenase enzyme system catalyzes the first step in the aerobic
degradation of naphthalene by Pseudomonas sp. strain NCIB 9816-4 [293,294]: naphthalene + NADH
+ H+ + O2 Ø (1R,2S)-1,2-dihydronaphthalene-1,2-diol + NAD+ [292]. C2,3O and nahAc genes are
commonly found on the same plasmid [228] with C2,3O often present in multiple copies [295,296].
Phillips et al. [228] observed a positive correlation between the copy numbers of the two genes and
the PAH-mineralization rate, suggesting that plasmid transfer may have been a significant factor
influencing the changes in degradation potential. The authors also observed that nahAc and C2,3O
copy numbers are significantly impacted by exudate composition, with specific compounds associated
with either increased (acetate, alanine) or decreased (malonate) degradative capacity. Organic acid
acetate and the amino acid alanine have already been shown to directly increase HGT events [297].

8. Conclusions and Perspectives

Rhizoremediation can provide a cost effective and environmentally sustainable remediation
alternative for the breakdown of hydrocarbon contaminants from the soil [54]. In this review, we clearly
identified root exudates as a key ecological driver in the rhizosphere. Although numerous studies
speculated that root exudation of organic compounds is the driving factor behind hydrocarbon
rhizoremediation [54,67,104,141,227–232], the extent to which biodegradation is achieved is highly
variable amongst plant species [54]. Furthermore, studies directly linking the composition and
quantity of root exudates to hydrocarbon biodegradation are scarce [54]. Carboxylates (LMWOA)
are a significant component of the root exudate mixture and are thought to improve hydrocarbon
biodegradation by promoting microbial activity through the provisioning of an energy source,
increasing phosphorus supply and/or enhancing the bioavailability of the contaminant [54]. However,
the impact of carboxylates on the soil microbial community has received considerably little attention
and their influence on rhizoremediation of petroleum hydrocarbons so far lacks experimental study.

In contrast, over the past ten years many studies have demonstrated the
beneficial impacts of biostimulation (amendment) with root exudates on hydrocarbon
degradation [7,69,230,231,255,258,259,263–265,298,299]. Furthermore, root exudates stimulate lateral
gene transfer in the rhizosphere [283,289], including hydrocarbon degrading genes [228]. However,
the evolution of indigenous microorganisms—which implies mutational events and horizontal gene
transfer—and the development of their hydrocarbon-degrading abilities are relatively slow processes [3].
The improvement of the biodegrading potential of microbial communities can be resolved by promoting
horizontal gene transfer between modified organisms and wild strains, allowing them to acquire new
degradation functions. For example, hydrocarbon-degrading genes carried by plasmids in one or
more donor strains can be transferred to a recipient indigenous microflora, i.e., bioaugmentation of
contaminated soil with genetic modified microorganisms. Weyens et al. [300] studied lateral transfer
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of toluene-degrading genes between the donor strain Burkholderia vietnamiensis BU61 (equipped with
plasmid TOM-TEC coding for degradation of toluene and trichlorethylene (TCE)) and two recipient
strains, Burkholderia sp. HU 001 (rhizosphere) and Pseudomonas sp. HU 002 (endophyte). Conjugation
produced rhizospheric and endophytic strains able to degrade toluene, which were inoculated in
willow rhizosphere. Inoculation with this consortium of plant-associated bacteria equipped with the
appropriate characteristics resulted in an improved phytoremediation of a toluene contaminated site: the
degradation of toluene was improved leading to decreased toxicity and evapotranspiration for willows.
Filonov et al. [301] constructed a Pseudomonas putida strain (KT 2442), with naphtalene-degrading genes
carried by pNF142 plasmid. Twelve days after the bioaugmentation of a naphtalene-contaminated soil,
the naphthalene concentration decreased from 2 to 0.2 mg/g of soil and pNF142 plasmid has been
transferred to indigenous bacteria. The inoculated strain remained stable and competitive for 40 days.
More recently, Wang et al. [302] inoculated Pseudomonas fluorescens TP13 strains, which contained
C23O (catechol 2,3-dioxygenase) genes carried by TOL plasmids, into the soil of a tomato farmland
contaminated with hydroxybenze. Strain TP13 was able to colonize the tomato rhizosphere. The number
of rhizosphere bacteria containing TOL plasmids with C23O gene increased gradually in the later stages
of the experiment, and was strongly negatively correlated with phenol content. Furthermore, six strains
of rhizosphere bacteria isolated were found to possess large plasmids containing identical C23O genes
almost identical to those of strain TP13. Wang et al. [302] confirmed that plasmids were transferred
from strain TP13 to rhizosphere bacteria, and that horizontal gene transfer stimulated hydroxybenzene
degradation and plant growth in the contaminated farmland after 20 days.

It would be interesting to combine biostimulation with root exudates and bioaugmentation of
hydrocarbon degrading genes carried by plasmids to improve hydrocarbon degradation, i.e., creating a
microorganism that is able to degrade hydrocarbon and transfer its degradation capacities to others (with
degradation genes carried by plasmid) and inoculating them in soil with root exudates amendments.
At this time, to our knowledge, no experiment on this scale has yet been conducted.
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