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ABSTRACT Interactions between plant pathogens and root-associated microbes
play an important role in determining disease outcomes. While several studies have
suggested that steering these interactions may improve plant health, such ap-
proaches have remained challenging in practice. Because of low iron availability in
most soils, competition for iron via secreted siderophore molecules might influence
microbial interaction outcomes. Here, we tested if bacterial interactions mediated by
iron-scavenging siderophores can be used to predict the disease suppressiveness of
microbial consortia against soilborne Ralstonia solanacearum, a bacterial pathogen in
the tomato rhizosphere. Iron availability significantly affected the interactions within
inoculated consortia and between the consortia and the pathogen. We observed
contrasting effects of siderophores and other nonsiderophore metabolites on the
pathogen growth, while the siderophore effects were relatively much stronger. Spe-
cifically, disease incidence was reduced in vivo when the inoculated consortia pro-
duced siderophores that the pathogen could not use for its own growth. Employing
siderophore-mediated interactions to engineer functionally robust microbial inocu-
lants shows promise in protecting plants from soilborne pathogens.

IMPORTANCE Soil-borne pathogens cause high losses in crop yields globally. The
development of environmentally friendly approaches is urgently needed, but is often
constrained by complex interactions between root-associated microbes and patho-
gens. Here, we demonstrate that the interactions within microbial consortia medi-
ated by iron-scavenging siderophores play an important role in reducing pathogen
infection and enhancing plant health. This study provides a promising and novel re-
search direction for dealing with a wide range of microbial infections through iron
exploitation, which is important for the colonization and infection of both plant and
human hosts by pathogens.

KEYWORDS Siderophore, microbial interactions, plant health, plant pathogens, soil
microbiology

Soil-borne pathogens and pests represent a serious threat to agricultural production,
causing up to 30% yield losses globally (1). One environmentally sustainable way to

improve plant health is to take advantage of plant-associated microorganisms that
form the first line of defense against pathogens by preventing their growth and
subsequent virulence (2–5). The functionality of these natural communities is often
compromised in agricultural soils due to the extinction of several beneficial strains via
high-intensity agricultural practices (6, 7). Restoring microbiome ability to efficiently
suppress soilborne diseases could, therefore, play a central element for future food
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security. While several attempts have been made to augment microbiome functioning
by introducing potentially beneficial strains or consortia into the soil (8–10), the
outcomes are still highly variable. One explanation for this may be our poor under-
standing of the underlying suppressive and facilitative ecological interactions within
the rhizosphere, which could limit the success of microbe-mediated manipulations
(11–13). In this study, we focused on understanding the role of competition for iron in
engineering disease-suppressive microbial inoculants against the plant-pathogenic
bacterium Ralstonia solanacearum.

The diversity of bacterial communities has been acknowledged to play an important
role in the resistance to pathogen infections (13, 14) and this positive relationship is
often thought to arise as a result of interactions within the bacterial communities
(15–17). Specifically, metabolic interactions and resource competition have been shown
to be important in determining pathogen infections in the soil (18, 19), and how these
interactions take place within the inoculated consortium and between the consortium
and the pathogen is often essential for predicting disease outcomes (12). For example,
facilitative metabolic interactions within inoculated consortia can potentially promote
pathogen growth if the pathogen can also use the exchanged metabolites for growth
(12, 20–22). However, if the metabolic interactions are more specific, they might only
benefit the members of the inoculated consortium and have no effect, or even negative
effects, on pathogen growth via resource competition. Interference competition via
direct antagonism has also been shown to be important (23). For example, production
of secondary metabolites can drive negative interactions between the inoculated
strains, but can also indirectly inhibit the pathogen if it is susceptible to these
metabolites (19, 23–25). Alternatively, these secondary metabolites could be directly
targeted toward the pathogen without having any negative effect on the inoculated
consortium (26). Together, these findings suggest that steering the interactions in
microbial communities to suppress soilborne pathogens requires a profound under-
standing of the underlying ecological interactions both within the inoculated consor-
tium and between the consortium and the pathogen.

One potential way to manipulate microbial interactions could be via the availability
of limiting resources, such as carbon, phosphorus, and nitrogen, which are essential for
bacterial growth (13, 27, 28). Here, we chose to study the effects of iron as another
important limiting resource in mediating microbial competition in the soil. Iron is
important for bacterial growth and metabolism (e.g., reduction of oxygen for ATP
synthesis and reduction of riboside precursors of DNA) and the demand for iron often
exceeds the available iron concentrations in the soil rhizosphere, except for in highly
acidic soils, which typically have high ferric solubility (29–31). To capture iron, bacteria
either secrete or utilize at least one type of high-affinity iron-chelating compounds
called siderophores to compete for iron with other bacterial taxa (30–32). These
siderophores can be highly specific and only recognized by the receptors of the
siderophore-producing strains, thereby enhancing competition for iron (23, 33). Alter-
natively, siderophores can be produced as public goods and taken up by other bacteria
(30, 34), which could support potential siderophore-mediated facilitation between
strains (33, 35, 36). Consequently, the strength and type of interactions within bacterial
communities might be determined by iron competition, which could also affect patho-
gen growth and disease outcomes. Here, we tested if siderophore-mediated interac-
tions between inoculated consortia and the pathogen can be used as an efficient
strategy to design suppressive microbial inoculants.

To evaluate the validity of such a strategy, we conducted microcosm experiments
where we first designed microbial consortia and measured how they interacted with
each other and with the pathogen via siderophores and other secondary (nonsidero-
phore) metabolites (for more details, see the Materials and Methods section). Further-
more, we used greenhouse experiments to explore how siderophore-mediated inter-
actions within the consortium and between the consortium and the pathogen affected
the outcomes of bacterial wilt disease using tomato as a host plant species. In these
experiments, we found that siderophores played a key role in shaping the competitive
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interactions within the consortium and between the consortium and the pathogen,
and, in addition, that the strength of these interactions could be used to predict
pathogen invasion in the tomato rhizosphere. Competition for iron could thus be used
as a framework to design suppressive microbial inoculants that provide an efficient and
predictable strategy to control R. solanacearum disease outbreaks.

RESULTS
Siderophore production by each member of inoculated consortia. Five closely

related but nonpathogenic Ralstonia strains (Ralstonia mannitolilytica QL-A2, Ralstonia
mannitolilytica QL-A3, Ralstonia pickettii QL-A6, Ralstonia taiwanensis QL-117, and Ral-
stonia pickettii QL-140) were used to construct inoculated consortia. These species were
chosen as they often cooccur with the pathogenic R. solanacearum strains in China and
have been well characterized in our previous studies (13, 27, 28). Siderophore produc-
tion was indirectly measured using the chrome azurol S (CAS) assay, which can reliably
provide a relative comparison between different strains and communities (for more
details, see the Materials and Methods section). The mean siderophore production of
each inoculated strain grown in monoculture was significantly higher in iron-limited
than in iron-rich growth conditions (P � 0.001) (Fig. S1 in the supplemental material).
Compared to the background signal of no siderophore production (7.67 �mol/liter),
all inoculated strains showed lower values under iron-rich conditions (Fig. S1). This
suggests that few siderophores were produced when iron was readily available.
Siderophore production by the different consortium members spanned from
3.06 �mol/liter in iron-rich conditions to 77.95 �mol/liter in iron-limited conditions
(Fig. S1). Specifically, the strains QL-A6 and QL-140 produced surprisingly large
amounts of siderophores in iron-limited conditions (77.95 and 37.81 �mol/liter,
respectively) (Fig. S1).

Siderophore and nonsiderophore metabolite-mediated effects of inoculated
consortia members on pathogen growth. To disentangle the effects of siderophores
(S) and nonsiderophore metabolites (M) on pathogen growth, we first determined the
combined effects of total metabolites (SM) produced by each consortium member
under iron-rich and iron-limited conditions (Fig. 1A and B). While the total metabolites
of all five consortium members facilitated pathogen growth under iron-rich conditions
(Fig. 1A), their effects on pathogen growth varied from inhibitive to facilitative under
iron-limited conditions. More specifically, four out of five consortia members (Ralstonia
mannitolilytica QL-A2, Ralstonia mannitolilytica QL-A3, Ralstonia taiwanensis QL-117 and
Ralstonia pickettii QL-140) inhibited, while Ralstonia pickettii QL-A6 strain promoted the
growth of the pathogen (Fig. 1B and Fig. S2).

To determine the effects of nonsiderophore metabolites (M), iron chelation was
implemented into the previous assays to inactivate all siderophores present in the
supernatant. Interestingly, this siderophore inactivation turned all inhibitory interac-
tions into facilitative (Fig. 1C and Fig. S2) and these effects showed similar magnitude
compared to the metabolite control treatment (MC), where supernatant was derived
from iron-rich growth conditions and thus contained very few siderophores (Fig. 1A
and C and Fig. S2) (all P � 0.05). To estimate the siderophore (S)-mediated effects, we
subtracted nonsiderophore metabolite (M) effects from the combined effects (SM). Our
results showed that siderophore-mediated effects by each consortium member mainly
inhibited the pathogen growth under iron-limited conditions (Fig. 1D and Fig. S2),
which was very similar to the combined effects of the total metabolites (SM) in the
same growth conditions (Fig. 1B and D and Fig. S2) (three out of five were P � 0.05).
Altogether these results suggest that siderophore-mediated effects play a key role in
triggering pathogen inhibition and that, although these effects depended on the
identity of the consortium members, the magnitude of siderophore-mediated effects
was always relatively stronger than nonsiderophore metabolite-mediated interactions.

Siderophore and nonsiderophore metabolite-mediated growth effects be-
tween inoculated consortia members. We applied the same strategy described previ-
ously to disentangle siderophore-mediated effects from nonsiderophore metabolite-
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mediated effects on the growth of each member of the consortium in both iron-rich
and iron-limited conditions (Fig. 1A and B). While the total metabolite-mediated effects
under iron-rich conditions mostly showed facilitative effects (only 4 out of 20 pairs
showed inhibition on strain growth) (Fig. 1A), they inhibited each other’s growth under
iron-limited conditions (only 7 out of 20 pairwise were facilitative) (Fig. 1B). As observed
with R. solanacearum, four out of five consortium members (Ralstonia mannitolilytica
QL-A2, Ralstonia mannitolilytica QL-A3, Ralstonia taiwanensis QL-117, and Ralstonia
pickettii QL-140) mediated inhibitive effects in iron-limited conditions, while the R.
pickettii QL-A6 strain mediated facilitative effects between all consortium members
(Fig. 1B and Fig. S3) (P � 0.01). More specifically, R. pickettii QL-140 inhibited all other
consortium members; R. mannitolilytica QL-A2 inhibited all the other consortium
members except for R. taiwanensis QL-117; R. mannitolilytica QL-A3 inhibited all other
consortium members except for R. mannitolilytica QL-A2 and R. taiwanensis QL-117; and
R. taiwanensis QL-117 inhibited all other consortium members except for R. pickettii
QL-140 (Fig. 1B and Fig. S3). While the nonsiderophore metabolite-mediated facilitative
interactions were more common (12 versus 7) (Fig. 1B and C, Fig. S3), interactions
between consortium members were similar to the metabolite control treatment (only
6 out of 20 pairwise interactions showed slight differences) (Fig. 1A and C, Fig. S3). We
also found that siderophore-mediated interactions between consortium members were
similar to the interactions exerted by total metabolites (only 5 out of 20 pairwise
interactions showed slight differences) (Fig. 1B and D, Fig. S3). Altogether, these results
suggest that within-consortium interactions were less sensitive to siderophore produc-
tion compared to consortia-pathogen interactions and that siderophores produced by
R. pickettii QL-A6 may potentially act as public goods.

FIG 1 The interactions mediated by siderophores and nonsiderophore metabolites within the inoculated consortia and between the inoculated
strains and the pathogen. Network diagram showing the strength and directionality of all pairwise interactions mediated by different metabolites
between inoculated strains and the effect of inoculated strains on the growth of the pathogen in iron-rich (A) and iron-limited (B) conditions. The
thickness of lines represents the strength of the facilitative or inhibitive relationships and red and blue colors highlight inhibitive and facilitative
effects, respectively. Both nonsiderophore metabolite-mediated (C) and siderophore-mediated (D) interactions within the inoculated consortia
affected the growth of pathogen in iron-limited conditions. Nonsiderophore metabolite effects cover the effects of all other secondary
metabolites, except for siderophores, produced in the iron-limited supernatant. The abbreviations A2, A3, A6, 117, 140, and RS represent the
inoculated strains QL-A2, QL-A3, QL-A6, QL-117, QL-140, and the pathogen R. solanacearum, respectively.
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Siderophore and nonsiderophore metabolite-mediated effects in pathogen-
consortium communities. At the whole-consortium level, we found that both the
direct siderophore effect on pathogen growth (R2 � 0.42, F1,102 � 76.1, P � 0.01)
(Fig. 2A) and siderophore-mediated interactions within consortia (R2 � 0.16, F1,102 �

20.1, P � 0.01) (Fig. 2B) positively correlated with the overall siderophore production.
Siderophore-mediated interactions within consortia also positively correlated with
siderophore-mediated suppression of the pathogen (R2 � 0.17, F1,102 � 21.7, P � 0.01)
(Fig. 2C). However, there was a nonsignificant relationship between nonsiderophore
metabolite-mediated interactions within inoculated consortia and between the non-
siderophore metabolite effects on the growth of the pathogen (P � 0.05) (Fig. S4). This
suggests that nonsiderophore metabolite effects may be different for the whole
consortium compared to single inoculant strains, as previously observed (Fig. 1C). We
further explored the relative importance of community richness and strain identity
effects on these relationships. Siderophore production of the inoculant strains in-
creased with increasing consortium richness under iron-limited conditions (R2 � 0.06,
F1,122 � 9, P � 0.01, no relationship observed in iron-rich control conditions) (Table S1).
However, strain richness only had a weak linear relationship with the siderophore-
mediated pathogen suppression (R2 � 0.05, F1,122 � 7, P � 0.01) (Table S2) and a
nonsignificant relationship with the siderophore-mediated interactions within inocu-
lated consortia (not retained in the model) (Table S3). Instead, we found strong strain
identity effects on siderophore production by the consortia. Specifically, the presence
of strain R. pickettii QL-A6 had a significant positive effect (P � 0.001), strain R. manni-
tolilytica QL-A2 (P � 0.016) and R. mannitolilytica QL-A3 (P � 0.011) had significant
negative effects, and strains R. taiwanensis QL-117 and R. pickettii QL-140 had nonsig-
nificant neutral effects on siderophore production. In the case of pathogen suppression,
we found that strains R. pickettii QL-A6 and R. taiwanensis QL-117 had positive effects
and R. mannitolilytica QL-A2, R. mannitolilytica QL-A3, and R. pickettii QL-140 negative
effects (all P � 0.05) (Table S2). These results suggest that siderophore-mediated effects
were always relatively more important than nonsiderophore metabolite-mediated
effects, and that strain identity effects were stronger compared to consortium richness
effects in determining the strength of interactions within the consortium and between
the pathogen and consortium.

Using siderophore and nonsiderophore metabolite-mediated interactions to
predict disease incidence in the tomato rhizosphere. The proportion of wilted plants
increased with time during the greenhouse experiment and the disease spread fitted
well with a logistic regression (Fig. 3A). While the presence of inoculated consortia
significantly decreased the disease incidence, this effect depended on its composition
(58% reduction, F1,125 � 82, P � 0.01) (Fig. 3A). While siderophore production, sidero-

FIG 2 Siderophore-mediated effects on pathogen growth and interactions between consortium members. The direct siderophore
effect on the pathogen growth (A) and siderophore-mediated interactions within inoculated consortia (B) correlate with siderophore
production by the inoculated consortia. Direct siderophore-mediated effects on the pathogen growth correlate with siderophore-
mediated interactions within inoculated consortia (C). In all panels, each point refers to a defined combination of consortium
members.
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FIG 3 The suppressiveness of inoculated consortia for the disease incidence progression in tomato plant rhizosphere. (A) Progression of
bacterial wilt plant disease in the absence (black line) and presence of inoculated consortia (teal line). Disease spread was fitted with the
data using a logistic regression to obtain three variables describing the dynamics of disease: lag time before disease onset (early stage),
the maximum rate of disease onset (intermediate stage), and fraction of wilted plants (late stage). (B to D) Siderophore production (left),
the direct siderophore effect on the growth of pathogen (middle), and siderophore-mediated interactions within inoculated consortia
(right) on the disease progression during different stages of infection. In all panels, each point refers to a defined combination of consortia
members.
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phore effects on pathogen growth, and siderophore-mediated interactions within
inoculated consortia all significantly explained the disease spread, the relative impor-
tance of each factor varied along with the different stages of infection (the effect of
consortia strain richness was nonsignificant, P � 0.05) (Fig. 3B to D and Table 1,
Table S4). During the early stage of infection before the disease onset (lag phase),
siderophore production by inoculated consortia was the main factor predicting the
consortium suppressiveness (R2 � 0.30, P � 0.01) (Fig. 3B and Table 1). In contrast,
during the intermediate disease stage, the siderophore-mediated interactions within
inoculated consortia were the most important factor influencing the maximum rate of
disease onset (R2 � 0.27) (Fig. 3C and Table 1). During the last disease stage, only the
siderophore effect on the pathogen growth significantly explained the proportion of
wilted plants (R2 � 0.08) (Fig. 3D and Table 1). Moreover, the effect of siderophore
production became nonsignificant during the intermediate and last disease stages,
while siderophore-mediated interactions within inoculated consortia became nonsig-
nificant during the last disease stage. The nonsiderophore metabolite-mediated effects
on pathogen growth and nonsiderophore metabolite-mediated interactions within
inoculated consortia had nonsignificant effects on disease incidence (P � 0.05) (Fig. S5).
Furthermore, we found that the strain identity had a strong effect on the lag phase
before the disease onset (R2�0.31 and P � 0.01) (Table S4). Specifically, the presence of
strains R. pickettii QL-A6 and R. taiwanensis QL-117 reduced the lag time, strains R.
mannitolilytica QL-A3 and R. pickettii QL-140 increased the lag time, and the strain R.
mannitolilytica QL-A2 had a nonsignificant effect (Table S4). Together, these results
suggest that siderophore-mediated effects on disease incidence were stronger com-
pared to nonsiderophore metabolite-mediated effects, while these effects varied de-
pending on the stage of infection and the presence of certain species in the inoculated
consortium.

DISCUSSION

Synthetic microbial inoculants have been proposed as a way to suppress pathogens
and enhance plant health (37, 38). However, the outcomes of such manipulations still
vary considerably due to poor establishment of the inoculants, which could be caused
by mismatches in the ability to grow and survive in local abiotic and biotic environ-
mental conditions in the rhizosphere (27, 28). As iron is often an important limiting
resource in soil, we hypothesized that bacterial interactions mediated by iron-
scavenging siderophores could be used to predict the disease suppressiveness and
success of microbial inoculants. We found that siderophores produced by the inocu-
lated consortia played a more important role in pathogen growth compared to other
secondary, nonsiderophore metabolites, indicative of their importance for pathogen
suppression. Furthermore, while siderophore-mediated interactions and inoculant
strain identity effects played an important role in explaining pathogen invasion in
the plant rhizosphere, the effects of consortium richness had no effect. As a result,
depending on the consortium composition, siderophore-mediated effects could either

TABLE 1 General linear mixed model (GLM) comparing contributions of siderophore production, the direct siderophore effect and
siderophore-mediated interactions on the dynamics of disease progression in plantaa

Variable

Lag phase before disease
onset

Maximum rate of disease
onset Fraction of wilted plants

df F P df F P df F P

Siderophore production 21 44.43 <0.01 1 2.57 0.2 1 1.72 0.19
Direct siderophore effect 1 1.64 0.2 1 1.64 0.11 11 9.99 <0.01
Siderophore-mediated interaction 1 0.47 0.49 11 39.27 <0.01 1 0.01 0.93
No. of residuals 100 100 100
Model summary R2: 0.30; AIC: 384.33 R2: 0.28; AIC: �253.80 R2: 0.08; AIC: �174.09
aAll response variables were treated as continuous variables. The table shows the most parsimonious models selected based on the Akaike information criterion (AIC)
information. The upward and downward arrows denote positive and negative effects on response variables, respectively and the significant effects (P � 0.05) are
highlighted in bold.
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facilitate or suppress the pathogen growth, likely depending on the specificity of
siderophores. Our findings hence suggest that siderophore-mediated interactions
within inoculated consortia and between the consortium and the pathogen are im-
portant in predicting the effect of microbial inoculants on pathogen suppression.

Previous studies have shown that both siderophores and antibiotics are important
for suppressing the growth of pathogens (39, 40). Our results show that siderophores
play a much more important role in mediating effects on Ralstonia solanecearum
growth compared to nonsiderophore metabolites, and no direct inhibition typical for
antibiosis was observed. One potential explanation for these results is that all the
strains included in the consortia belonged to the genus Ralstonia and, due to this high
relatedness, produced and were resistant to similar antimicrobials (13). Moreover, as
iron is essential for microbial metabolism, numerous secondary metabolites, such as
antibiotics, may not be expressed at high levels under limiting iron conditions (41),
increasing the relative importance of siderophores under such conditions. Furthermore,
we have previously found that resource competition is the main factor in mediating
effects between the same consortium members and the pathogen for disease suppres-
sion (13, 28, 42). This study thus suggests that interactions between these bacteria
could be driven by a combination of iron and carbon competition.

Recent studies have shown that siderophores can mediate both antagonistic and
facilitative effects in microbial communities depending on whether other microbes
have the matching receptors to take up heterologous siderophores (43–47). In this
study, we used a relative comparison of siderophore effects using a well-established
chrome azurol S (CAS) assay that indirectly measures the siderophore effects without
quantifying the absolute number or type of siderophores. Our results suggest that
inoculated strains can either inhibit or promote the pathogen, and the resulting disease
outbreaks potentially depend on the compatibility of siderophores produced by each
strain. Other studies have reported that incompatible siderophores could potentially
constrain pathogen infection by reducing available iron in the environment (48–51).
Although bacteria belonging to the same genus may share siderophores as public
goods, e.g., Pseudomonas (45), strain-specific siderophores may be produced to avoid
intraspecific competition and exploitation by social cheats (52, 53). As shown here,
despite that the consortium members and the pathogen all belonged to the genus
Ralstonia, all but one strain, R. pickettii QL-A6, produced siderophores that had antag-
onistic effects on the growth of the pathogen. These results thus support the idea that
siderophores produced by closely related bacterial strains that potentially share the
same ecological niche are likely to be private goods and accessed only by themselves.
While the direct purification of siderophores and deciphering of their structural diver-
sity remains challenging (54), in the future it will be important to characterize
siderophore-mediated effects observed in this study at the molecular and genome level
(50). In addition to simplified lab studies, siderophore production should be quantified
in vivo in complex rhizosphere bacterial communities and the survival of inoculated
strains determined using strain-specific markers (55), allowing better understanding of
siderophore-mediated competition in field conditions.

As previously demonstrated, interactions within inoculated consortia can reliably
predict the likelihood of microbial invasions (12). However, the exact mechanisms
driving these interactions between the inoculated consortium and the pathogen often
remain unclear. While siderophore-mediated bacterial interactions have been shown to
be important in natural environments, and within eukaryotic hosts under iron-limiting
conditions (45, 56), our findings provide an ecological explanation of how siderophore-
mediated bacterial interactions could predict plant disease dynamics in the agricultural
context. Specifically, even though most of the pairwise interactions between the
consortium members and the pathogen were suppressive, the especially strong facil-
itative effect by the strain QL-A6 on the pathogen could overshadow the suppressive
effects of otherwise suppressive consortia. This result emphasizes the importance of
strain identity when choosing strains for microbial inoculants. It is also worth noting
that the explanatory power of siderophore-mediated interactions in the rhizosphere
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was moderate. Considering the complexity of natural systems, and lack of control of
several confounding and highly variable factors, this finding demonstrates that
siderophore-mediated interactions are likely to be very important for governing mi-
crobial interactions in the soil. The predictive power of these analyses could potentially
be improved via incorporation of multiple interactions, such as different forms of
resource competition, siderophore production in vivo, and inoculant survival success to
achieve a more thorough and robust predictive framework for pathogen invasions in
complex rhizosphere environments (13, 24).

In conclusion, our results suggest that iron-scavenging siderophores can both
promote or constrain pathogen invasion depending on the consortium composition,
which ultimately determines the net strength and direction of siderophore-mediated
interactions. Hence, direct effects of siderophores on pathogen growth and the
siderophore-mediated interactions within inoculated consortia are both important for
predicting pathogen suppression. We hope these results can be broadly applied to
control a wide range of microbial infections, both soilborne and human-related, as iron
exploitation is an important factor for pathogen colonization and infection with many
hosts (57–59). In the context of functional microbial inoculant design, we suggest that
including strains that trigger strong siderophore-mediated competitive interactions
into inoculant consortia is important for reaching high biocontrol efficacy. For example,
consortia whose siderophores can be used for the growth of nonpathogenic species,
but which are inaccessible to the pathogen, might allow potentially stable coexistence
of nonpathogenic competitors and strong continuous suppression of the pathogen.

MATERIALS AND METHODS
Bacterial strains and construction of inoculated consortia. We used Ralstonia solanacearum strain

QL-Rs1115 (GenBank accession GU390462) tagged with the pYC12-mCherry plasmid (13) as a model
pathogen in our study. The inoculated consortia comprised of five closely related Ralstonia strains
(Ralstonia mannitolilytica QL-A2, Ralstonia mannitolilytica QL-A3, Ralstonia pickettii QL-A6, Ralstonia
taiwanensis QL-117, and Ralstonia pickettii QL-140) that have previously been shown to inhibit pathogen
growth solely via resource competition without detectable toxin production (13). For the experiments,
one colony of each strain, recovered from – 80°C 20% glycerol stocks, was selected and grown in nutrient
broth (NB, glucose 10.0 g liter�1, tryptone 5.0 g liter�1, beef extract 3.0 g liter�1, yeast extract 0.5 g liter�1,
pH 7.0) with 170-rpm agitation at 30°C for 12 h. Bacteria were then washed three times by centrifugation
(5,000 rpm, 5 min), resuspended in 0.85 % NaCl, and adjusted to a density of 107 cells ml�1. Inoculated
consortia were constructed by using a full factorial design, including all possible strain combinations at
one to five strain richness levels (for a total of 31 communities) following a substitutive design where all
consortia had the same final total bacterial densities (107 cells ml�1) and equal ratios of all included
strains (12).

Determining the siderophore production of the inoculated consortia and consortia members.
The chrome azurol S (CAS) assays (60) were used to measure siderophore production in iron-rich and
iron-limited conditions. Even though the CAS assays does not measure the type and absolute amount of
siderophores produced, it is a well-established method for relative comparisons between different strains
and communities (61). To establish a control baseline for no siderophore production in the CAS assay, we
used two siderophore-negative mutants (Pseudomonas aeruginosa and Burkholderia cenocepacia strains).
These siderophore-negative strains showed a mean siderophore production of 6.67 and 7.67 �M under
iron-limited and iron-rich conditions, respectively (61). These values were thus considered the back-
ground signal of no siderophore production in CAS assays in both conditions. Siderophore production
of inoculated consortia and defined siderophore-negative mutants of Pseudomonas aeruginosa and
Burkholderia cenocepacia strains were tested in MKB medium (K2HPO4 2.5 g liter�1, MgSO4·7H2O 2.5 g
liter�1, glycerinum 15 ml liter�1, casamino acids 5.0 g liter�1, pH 7.2) under both iron-limited and
iron-rich conditions. The iron-rich condition was achieved by adding iron (III) solution (1 mM FeCl3·6H2O,
10 mM HCl) into MKB medium (final concentration equaling 50 �M). Each inoculated strain or consortium
was grown in both iron-limited and iron-rich MKB medium using 96-well microplate assays. The wells
contained a total of 200 �l of liquid consisting of 185 �l of MKB medium and 15 �l of inoculum of each
constructed consortium (107 cells ml�1) and were incubated at 30°C with 170-rpm orbital agitation for
48 h, which allowed all consortia to reach stationary phase. The cell-free supernatant was obtained by
centrifugation (10,000 rpm, 5 min) and filtration (0.22-micron filter) and siderophore production was
measured using a universal CAS chemical assay. Briefly, 100 �l of each cell-free supernatant, or fresh
medium as a control, were added to 100 �l of CAS assay solution in a 96-well microplate. After 2 h of
static cultivation at room temperature, the optical density at 630 nm (OD630) of cell-free supernatants and
uninoculated medium controls were measured using a spectrophotometer (SpectraMax M5, Sunnyvale,
CA, USA). Siderophore production was estimated using a reference curve based on the relationship
between OD630 values and known desferoxamine siderophore (EmergenBio) concentrations increasing
from 0 to 100 �g ml�1.
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Testing siderophore effects on pathogen growth and interactions between consortium mem-
bers. (i) Measuring siderophore and nonsiderophore metabolite effects on the pathogen growth.
The R. solanacearum pathogen strain QL-Rs1115 was exposed to supernatants produced by all strains
and consortia to test the effects of siderophores and other secondary metabolites to its growth (Fig. S6).
To disentangle these effects, we used three types of supernatant treatments. (i) Strain and consortia were
grown in iron-limited MKB medium to trigger siderophore production. This supernatant contained both
siderophore and nonsiderophore metabolites and is henceforth referred as siderophore-metabolite
supernatant (SM). (ii) To test the effect of nonsiderophore metabolites on pathogen growth, we treated
SM supernatant with 50 �M FeCl3 to chelate siderophores via an iron-chelation reaction. This supernatant
contained only nonsiderophore secondary metabolites and is henceforth referred to as nonsiderophore
metabolite supernatant (M). (iii) Finally, we also used a metabolite-control supernatant (MC) where we
grew individual strains and consortia in iron-rich conditions to obtain supernatant with secondary
metabolites but very few siderophores. This control was used as a positive control for the iron-chelation
treatment. In addition, sterilized water was used as a control instead of the supernatant (C).

To test the effect of siderophores and nonsiderophore metabolites on pathogen growth in iron-
limited conditions, we grew the pathogen in iron-limited medium with supernatant that was derived
from iron-limited conditions (i; SM). To test the effect of nonsiderophore metabolites in iron-limited
conditions, we grew the pathogen in iron-rich medium with supernatant that was derived from
iron-limited conditions and “inactivated” with FeCl3 (ii; M). To test the effect of nonsiderophore metab-
olites in iron-rich conditions, we grew the pathogen in iron-rich medium with supernatant that was
derived from iron-rich conditions (iii; MC). All measurements were conducted in 96-well microplates with
180 �l of 10% MKB medium, 20 �l of cell-free consortia supernatants, and 2 �l of inoculant of overnight
pathogen culture (adjusted to OD600 � 0.5 after 12 h growth at 30°C with shaking). Pathogen-
supernatant cultures were incubated with shaking (rotary shaker set at 170 rpm min�1) at 30°C and the
change in pathogen density was measured as optical density with a spectrophotometer after 24 h of
growth (OD600) (SpectraMax M5 plate reader). The effect of each supernatant on the pathogen growth
(SNG) was calculated as the relative growth effect (RG) compared to the water-control (CG) treatment as
follows: RG � ([SNG � CG] � 1) � 100, where SNG refers to SM, M, and MC supernatants as described
above. RG values below or above zero thus indicated growth inhibition and facilitation, respectively, and
were expressed as percentage fold changes. To quantify the effects of siderophores only (S), we used an
index based on the two supernatant treatments above by subtracting the metabolite effect from the
nonsiderophore metabolite effects (SM � M � S).

(ii) Determining siderophore and nonsiderophore metabolite-mediated pairwise interactions
between inoculated consortium members. To quantify the strength and direction of each pairwise
interaction within consortia, we tested how the supernatant of each member affected the growth of the
other four consortium members. Briefly, we used the same experimental setup to obtain S, M, and SM
supernatant as described above to disentangle siderophore and nonsiderophore metabolite effects from
each other. For each of the five consortium members, 2 �l of overnight cultures (adjusted to OD600 � 0.5
after 12 h of growth at 30°C with shaking) were separately added into microplate wells containing 180 �l
of 10% MKB medium and 20 �l of cell-free supernatant of the other strains (all pairwise interactions were
measured individually). The effect of different supernatants on the growth of consortium members was
calculated as the relative growth effect compared to the water-control treatment, as described above.

(iii) Determining siderophore and nonsiderophore metabolite-mediated growth effects by the
multistrain consortia on individual consortium members. To calculate the mean siderophore and
nonsiderophore metabolite-mediated growth effect by multistrain consortia on each consortium mem-
ber, we grew all inoculated strains individually in the presence of supernatant mix produced by all other
strains present in every given consortium. For example, in consortium A�B�C, we measured the
consortium supernatant effects individually against A, B, and C using the same methodology as
described previously. These pairwise consortia-consortia member interactions were used to calculate the
mean intensity of siderophore-mediated interactions within the consortium as an average of these
pairwise interactions.

Determining the effects of inoculated consortia on bacterial wilt disease incidence in tomato
rhizosphere. To quantify the suppressiveness of all inoculated consortia on the pathogen in vivo, we
used a 49-day greenhouse experiment with tomato to measure changes in bacterial wilt disease
progression in the presence of 31 inoculated consortia (including a positive control containing only the
pathogen and a negative control without any bacteria; all treatments were replicated three times).
Surface-sterilized tomato seeds (Lycopersicon esculentum, cultivar ‘Jiangshu’) were germinated on
water-agar plates for 3 days before sowing into seedling plates containing seedling substrate
(Huainong, Huaian soil and Fertilizer Institute, Huaian, China). Tomato plants were transplanted to
seedling trays containing the natural soil from a rice field in Wuxi (Jiangsu Province, China) at the
three-leaf stage (11 days after sowing) and inoculated with bacterial consortia using the drenching
method (final concentration of 108 cells per g of soil). The pathogen was inoculated to the
rhizosphere 1 week later using the drenching method (final concentration of 106 CFU per g soil) and
tomato plants were grown for 38 days in a greenhouse with natural temperature variation ranging
from 25 to 35°C and watered regularly. Seedling plates were arranged in a randomized order and
rearranged randomly every 2 days. The number of wilted plants per seedling plate was used to
determine disease severity as a disease index on a daily basis beginning 17 days post transplantation
and after the first symptoms became visible.

Statistical analyses. General linear mixed models were used to examine the siderophore and
nonsiderophore metabolite effects on the pathogen and consortium member growth in mono, pairwise,
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and consortia cocultures. In these analyses, we conducted separate models to explore consortium
community richness, composition and strain identity effects (i.e., the presence and/or absence of certain
strains) on strain interactions. Differences in disease incidence were explained by three quantitative
factors that were measured in vitro: consortia siderophore production, consortia siderophore-mediated
effect on the pathogen growth, and siderophore-mediated interactions between inoculated consortium
members. All variables were fitted as continuous variables and one separate model was used for each
variable. All analyses were performed using R 3.3.1 program (www.r-project.org).

Data availability. All data have been deposited to Dryad digital repository with the following digital
identifier: https://doi.org/10.5061/dryad.6djh9w0xw.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
FIG S1, TIF file, 0.8 MB.
FIG S2, TIF file, 2.5 MB.
FIG S3, TIF file, 1.7 MB.
FIG S4, TIF file, 0.4 MB.
FIG S5, TIF file, 1.9 MB.
FIG S6, TIF file, 1.7 MB.
TABLE S1, DOCX file, 0.01 MB.
TABLE S2, DOCX file, 0.01 MB.
TABLE S3, DOCX file, 0.01 MB.
TABLE S4, DOCX file, 0.01 MB.

ACKNOWLEDGMENTS
Financial support. This research was supported by the National Key Research and

Development Program of China (2018YFD1000800), National Natural Science Founda-
tion of China (41807045 to Tianjie Yang; 31972504 to Yangchun Xu; 41922053 to Zhong
Wei), Natural Science Foundation of Jiangsu Province (BK20170085 to Zhong Wei;
BK20180527 to Tianjie Yang), the Fundamental Research Funds for the Central Univer-
sities (KY2201719; KJYQ202002; KJQN201745; KJQN201922; KYXK202010). Ville-Petri
Friman is supported by Royal Society Research Grants (RSG\R1\180213 and
CHL\R1\180031) at the University of York. Alexandre Jousset is supported by the
Nederlandse Organisatie voor Wetenschappelijk Onderzoek (ALW.870.15.050) and the
Koninklijke Nederlandse Akademie van Wetenschappen (530-5CDP18).

Author contributions. S.G., Z.W., and Y.X. designed experiments. S.G., Z.S., T.W., K.C.,
and X.M. performed experiments. S.G. and T.Y. analyzed data. Q.S., A.J., V.-P.F., C.M., and
T.P. contributed intellectual input and helped to interpret data. Z.W. led the research
program. S.G., T.Y., V.-P.F., Z.W., C.M., and T.P. wrote the manuscript; all authors
discussed the results and commented on the manuscript.

Competing interests. We declare no competing interests.

REFERENCES
1. Savary S, Willocquet L, Pethybridge SJ, Esker P, McRoberts N, Nelson A.

2019. The global burden of pathogens and pests on major food crops.
Nat Ecol Evol 3:430 – 439. https://doi.org/10.1038/s41559-018-0793-y.

2. Baker KF. 1987. Evolving concepts of biological control of plant patho-
gens. Annu Rev Phytopathol 25:67– 85. https://doi.org/10.1146/annurev
.py.25.090187.000435.

3. Berendsen RL, Pieterse CM, Bakker PA. 2012. The rhizosphere micro-
biome and plant health. Trends Plant Sci 17:478 – 486. https://doi.org/
10.1016/j.tplants.2012.04.001.

4. Pinto C, Custodio V, Nunes M, Songy A, Rabenoelina F, Courteaux B,
Clément C, Gomes AC, Fontaine F. 2018. Understand the potential role
of Aureobasidium pullulans, a resident microorganism from grapevine,
to prevent the infection caused by Diplodia seriata. Front Microbiol
9:3047. https://doi.org/10.3389/fmicb.2018.03047.

5. Raaijmakers JM, Paulitz TC, Steinberg C, Alabouvette C, Moënne-Loccoz
Y. 2009. The rhizosphere: a playground and battlefield for soilborne
pathogens and beneficial microorganisms. Plant Soil 321:341–361.
https://doi.org/10.1007/s11104-008-9568-6.

6. Matson PA, Parton WJ, Power A, Swift M. 1997. Agricultural intensifica-

tion and ecosystem properties. Science 277:504 –509. https://doi.org/10
.1126/science.277.5325.504.

7. Berg G, Smalla K. 2009. Plant species and soil type cooperatively shape
the structure and function of microbial communities in the rhizosphere.
FEMS Microbiol Ecol 68:1–13. https://doi.org/10.1111/j.1574-6941.2009
.00654.x.

8. Cook RJ. 1993. Making greater use of introduced microorganisms for
biological control of plant pathogens. Annu Rev Phytopathol 31:53– 80.
https://doi.org/10.1146/annurev.py.31.090193.000413.

9. Berendsen RL, Vismans G, Yu K, Song Y, de Jonge R, Burgman WP,
Burmølle M, Herschend J, Bakker PAHM, Pieterse CMJ. 2018. Disease-
induced assemblage of a plant-beneficial bacterial consortium. ISME J
12:1496 –1507. https://doi.org/10.1038/s41396-018-0093-1.

10. Sarma BK, Yadav SK, Singh S, Singh H, Biochemistry. 2015. Microbial
consortium-mediated plant defense against phytopathogens: readdress-
ing for enhancing efficacy. Soil Biol Biochem 87:25–33. https://doi.org/
10.1016/j.soilbio.2015.04.001.

11. Compant S, Samad A, Faist H, Sessitsch A. 2019. A review on the plant
microbiome: ecology, functions, and emerging trends in microbial ap-

Siderophore-Mediated Interactions Affect Plant Health

May/June 2020 Volume 5 Issue 3 e00811-19 msystems.asm.org 11

 on A
ugust 25, 2020 by guest

http://m
system

s.asm
.org/

D
ow

nloaded from
 

http://www.r-project.org
https://doi.org/10.5061/dryad.6djh9w0xw
https://doi.org/10.1038/s41559-018-0793-y
https://doi.org/10.1146/annurev.py.25.090187.000435
https://doi.org/10.1146/annurev.py.25.090187.000435
https://doi.org/10.1016/j.tplants.2012.04.001
https://doi.org/10.1016/j.tplants.2012.04.001
https://doi.org/10.3389/fmicb.2018.03047
https://doi.org/10.1007/s11104-008-9568-6
https://doi.org/10.1126/science.277.5325.504
https://doi.org/10.1126/science.277.5325.504
https://doi.org/10.1111/j.1574-6941.2009.00654.x
https://doi.org/10.1111/j.1574-6941.2009.00654.x
https://doi.org/10.1146/annurev.py.31.090193.000413
https://doi.org/10.1038/s41396-018-0093-1
https://doi.org/10.1016/j.soilbio.2015.04.001
https://doi.org/10.1016/j.soilbio.2015.04.001
https://msystems.asm.org
http://msystems.asm.org/


plication. J Advanced Res 19:29 –37. https://doi.org/10.1016/j.jare.2019
.03.004.

12. Li M, Wei Z, Wang J, Jousset A, Friman VP, Xu Y, Shen Q, Pommier T.
2019. Facilitation promotes invasions in plant-associated microbial com-
munities. Ecol Lett 22:149 –158. https://doi.org/10.1111/ele.13177.

13. Wei Z, Yang T, Friman VP, Xu Y, Shen Q, Jousset A. 2015. Trophic network
architecture of root-associated bacterial communities determines patho-
gen invasion and plant health. Nat Commun 6:8413. https://doi.org/10
.1038/ncomms9413.

14. Haas SE, Hooten MB, Rizzo DM, Meentemeyer RK. 2011. Forest species
diversity reduces disease risk in a generalist plant pathogen invasion.
Ecol Lett 14:1108 –1116. https://doi.org/10.1111/j.1461-0248.2011
.01679.x.

15. Becker J, Eisenhauer N, Scheu S, Jousset A. 2012. Increasing antagonistic
interactions cause bacterial communities to collapse at high diversity.
Ecol Lett 15:468 – 474. https://doi.org/10.1111/j.1461-0248.2012.01759.x.

16. Hodgson DJ, Rainey PB, Buckling A. 2002. Mechanisms linking diversity,
productivity and invasibility in experimental bacterial communities. Proc
Biol Sci 269:2277–2283. https://doi.org/10.1098/rspb.2002.2146.

17. Fuhrman J. 2009. Microbial community structure and its functional
implications. Nature 459:193–199. https://doi.org/10.1038/nature08058.

18. Bäumler AJ, Sperandio V. 2016. Interactions between the microbiota and
pathogenic bacteria in the gut. Nature 535:85–93. https://doi.org/10
.1038/nature18849.

19. Pohnert G, Steinke M, Tollrian R. 2007. Chemical cues, defence metab-
olites and the shaping of pelagic interspecific interactions. Trends Ecol
Evol 22:198 –204. https://doi.org/10.1016/j.tree.2007.01.005.

20. Mallon CA, Elsas JDV, Salles JF. 2015. Microbial invasions: the process,
patterns, and mechanisms. Trends Microbiol 23:719 –729. https://doi
.org/10.1016/j.tim.2015.07.013.

21. Bulleri F, Bruno JF, Silliman BR, Stachowicz JJ, Michalet R. 2016. Facilita-
tion and the niche: implications for coexistence, range shifts and eco-
system functioning. Funct Ecol 30:70 –78. https://doi.org/10.1111/1365
-2435.12528.

22. Callaway RM, Thelen GC, Rodriguez A, Holben W. 2004. Soil biota and
exotic plant invasion. Nature 427:731–733. https://doi.org/10.1038/
nature02322.

23. Hibbing ME, Fuqua C, Parsek MR, Peterson SB. 2010. Bacterial
competition: surviving and thriving in the microbial jungle. Nat Rev
Microbiol 8:15–25. https://doi.org/10.1038/nrmicro2259.

24. Hu J, Wei Z, Friman VP, Gu SH, Wang XF, Eisenhauer N, Yang TJ, Ma J,
Shen QR, Xu YC, Jousset A. 2016. Probiotic diversity enhances rhizo-
sphere microbiome function and plant disease suppression. mBio
7:e01790-16. https://doi.org/10.1128/mBio.01790-16.

25. Freilich S, Zarecki R, Eilam O, Segal ES, Henry CS, Kupiec M, Gophna U,
Sharan R, Ruppin E. 2011. Competitive and cooperative metabolic inter-
actions in bacterial communities. Nat Commun 2:589. https://doi.org/10
.1038/ncomms1597.

26. Bletz MC, Loudon AH, Becker MH, Bell SC, Woodhams DC, Minbiole KPC,
Harris RN. 2013. Mitigating amphibian chytridiomycosis with
bioaugmentation: characteristics of effective probiotics and strategies
for their selection and use. Ecol Lett 16:807– 820. https://doi.org/10
.1111/ele.12099.

27. Yang T, Han G, Yang Q, Friman V-P, Gu S, Wei Z, Kowalchuk George A,
Xu Y, Shen Q, Jousset A. 2018. Resource stoichiometry shapes commu-
nity invasion resistance via productivity-mediated species identity ef-
fects. Proc Biol Sci 285:20182035. https://doi.org/10.1098/rspb.2018
.2035.

28. Yang T, Wei Z, Friman VP, Xu Y, Shen Q, Kowalchuk GA, Jousset A. 2017.
Resource availability modulates biodiversity-invasion relationships by
altering competitive interactions. Environ Microbiol 19:2984 –2991.
https://doi.org/10.1111/1462-2920.13708.

29. Andrews SC, Robinson AK, Rodríguez-Quiñones F. 2003. Bacterial iron
homeostasis. FEMS Microbiol Rev 27:215–237. https://doi.org/10.1016/
S0168-6445(03)00055-X.

30. Wandersman C, Delepelaire P. 2004. Bacterial iron sources: from sidero-
phores to hemophores. Annu Rev Microbiol 58:611– 647. https://doi.org/
10.1146/annurev.micro.58.030603.123811.

31. Colombo C, Palumbo G, He J-Z, Pinton R, Cesco SJ. 2014. Review on iron
availability in soil: interaction of Fe minerals, plants, and microbes. J Soils
Sediments 14:538 –548. https://doi.org/10.1007/s11368-013-0814-z.

32. Ellermann M, Arthur JC. 2017. Siderophore-mediated iron acquisition
and modulation of host-bacterial interactions. Free Radic Biol Med 105:
68 –78. https://doi.org/10.1016/j.freeradbiomed.2016.10.489.

33. Griffin AS, West SA, Buckling A. 2004. Cooperation and competition in
pathogenic bacteria. Nature 430:1024 –1027. https://doi.org/10.1038/
nature02744.

34. Loper JE, Buyer JS. 1991. Siderophores in microbial interactions on plant
surfaces. MPMI 4:5–13. https://doi.org/10.1094/MPMI-4-005.

35. Cordero OX, Ventouras LA, DeLong EF, Polz MF. 2012. Public good
dynamics drive evolution of iron acquisition strategies in natural bacte-
rioplankton populations. Proc Natl Acad Sci U S A 109:20059 –20064.
https://doi.org/10.1073/pnas.1213344109.

36. Andersen SB, Marvig RL, Molin S, Krogh Johansen H, Griffin AS. 2015.
Long-term social dynamics drive loss of function in pathogenic bacteria.
Proc Natl Acad Sci U S A 112:10756 –10761. https://doi.org/10.1073/pnas
.1508324112.

37. Papavizas GJ. 1985. Trichoderma and Gliocladium: biology, ecology, and
potential for biocontrol. Annu Rev Phytopathol 23:23–54. https://doi
.org/10.1146/annurev.py.23.090185.000323.

38. Saxena S. 2015. Agricultural applications of microbes, p 37–54. In Saxena
S (ed), Applied microbiology. Springer, New Delhi, India. https://doi.org/
10.1007/978-81-322-2259-0_4.

39. Leong J. 1986. Siderophores: their biochemistry and possible role in the
biocontrol of plant pathogens. Annu Rev Phytopathol 24:187–209.
https://doi.org/10.1146/annurev.py.24.090186.001155.

40. Heydari A, Pessarakli M. 2010. A review on biological control of fungal
plant pathogens using microbial antagonists. J Biological Sciences 10:
273–290. https://doi.org/10.3923/jbs.2010.273.290.

41. Neilands JB. 2014. Microbial iron metabolism: a comprehensive treatise.
Academic Press, New York, USA.

42. Yang C, Dong Y, Friman V-P, Jousset A, Wei Z, Xu Y, Shen Q. 2019. Carbon
resource richness shapes bacterial competitive interactions by alleviat-
ing growth-antibiosis trade-off. Funct Ecol 33:868 – 875. https://doi.org/
10.1111/1365-2435.13292.

43. Smith EE, Sims EH, Spencer DH, Kaul R, Olson MV. 2005. Evidence for
diversifying selection at the pyoverdine locus of Pseudomonas aerugi-
nosa. J Bacteriol 187:2138 –2147. https://doi.org/10.1128/JB.187.6.2138
-2147.2005.

44. Bruce JB, Cooper GA, Chabas H, West SA, Griffin AS. 2017. Cheating and
resistance to cheating in natural populations of the bacterium Pseu-
domonas fluorescens. Evolution 71:2484 –2495. https://doi.org/10.1111/
evo.13328.
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