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A common strategy among microbes living in iron-limited environ-
ments is the secretion of siderophores, which can bind poorly
soluble iron and make it available to cells via active transport
mechanisms. Such siderophore–iron complexes can be thought of
as public goods that can be exploited by local communities and
drive diversification, for example by the evolution of “cheating.”
However, it is unclear whether bacterial populations in the envi-
ronment form stable enough communities such that social inter-
actions significantly impact evolutionary dynamics. Here we show
that public good games drive the evolution of iron acquisition
strategies in wild populations of marine bacteria. We found that
within nonclonal but ecologically cohesive genotypic clusters of
closely related Vibrionaceae, only an intermediate percentage of
genotypes are able to produce siderophores. Nonproducers within
these clusters exhibited selective loss of siderophore biosynthetic
pathways, whereas siderophore transport mechanisms were
retained, suggesting that these nonproducers can act as cheaters
that benefit from siderophore producers in their local environ-
ment. In support of this hypothesis, these nonproducers in iron-
limited media suffer a significant decrease in growth, which
can be alleviated by siderophores, presumably owing to the re-
tention of transport mechanisms. Moreover, using ecological
data of resource partitioning, we found that cheating coevolves
with the ecological specialization toward association with larger
particles in the water column, suggesting that these can harbor
stable enough communities for dependencies among organisms
to evolve.

microbial diversity | ocean bacteria | population structure |
genome dynamics

Ecological populations of bacteria, comprising clusters of
coexisting close relatives with similar resource preference in

the environment, are often composed of organisms that can have
hundreds of unique genes per genome (1). This enormous diver-
sity among organisms with similar function and niche association
remains one of the most puzzling phenomena in microbiology.
Identifying the selective pressures that drive the evolution of
variable gene content—the so-called flexible genome—is essen-
tial to understand the functional impact of genomic diversity on
the ecological function of microbial populations in the environ-
ment. Functional gene annotations across close relatives in dif-
ferent bacterial species show that variable gene content is relatively
enriched in genes involved in synthesis of secondary metabolites,
proteins exposed on the cell surface, and defense mechanisms, as
well as transport of exogenous compounds (2–4). This suggests
that the high turnover of genes in bacteria could result from
adaptations to rapidly changing biotic interactions. This idea sup-
ports the emerging view that microbial diversity is not solely
explained by adaptation to abiotic conditions (5, 6) and indicates
that interactions within populations and communities play a large
role in creating genomic diversity.
Some of the better-understood types of interactions in bac-

teria are those mediated by siderophores, small molecules that
strongly bind poorly soluble iron. Under iron-limiting conditions,

siderophores are excreted outside the cell, where they form com-
plexes with ferric-iron (7). The ferric-iron–siderophore complex
is then recognized by specific outer-membrane receptors that
transport it back inside the cell. Because any cell that carries
specific outer-membrane transporters can take them up, side-
rophores can be considered a prime example of a public good.
They can be exploited by “cheaters,” which do not bear the cost
of production but nonetheless reap the benefits brought by the
iron–siderophore complex. These systems were among the first
to be studied as public goods in in vitro experiments (8, 9).
They have also been widely studied for their role in pathoge-
nicity (7, 10) and in natural environments such as the ocean,
where they may play an important role in iron acquisition un-
der limiting conditions (11–13). Because of the dilute nature of
the aquatic environment, it has been suggested that production
of public goods such as siderophores is an efficient strategy
only in environments where local cell densities are high (14). In
line with this idea, siderophore production has been described
in heterotrophic marine bacteria such as Vibrio, Alteromonas,
and Marinobacter (13), which normally exploit nutrient patches
with high local cell densities and potentially high siderophore
reabsorption rates.
Although the dynamic emerging from the interaction between

cheaters and producers has been extensively studied using
mathematical models and synthetic microbial systems (8, 15), it
has not been conclusively demonstrated that complex bacterial
populations in the environment engage in the stable or recurrent
interactions that are assumed in these models. For example, in
environments such as the ocean, where sympatric microbial
populations and species are diverse and dispersal rates are high,
it is unclear whether closely related genotypes assemble re-
producibly into nonclonal, locally interacting and coevolving
populations, as opposed to forming random assemblages. There-
fore, validating the role of social interactions such as public good
games in natural populations has potential to provide support for
the existence of stable social structure and for the hypothesis
that pervasive genomic microdiversity in the environment in part
reflects differences in social roles.
The present study seeks to unravel the evolutionary and eco-

logical dynamics of siderophore production and cheating in
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natural microbial populations, using a collection of >1,700 ma-
rine isolates of Vibrionaceae. These isolates are organized in
phylogenetic clusters of highly related but nonclonal genotypes.
Clusters of isolates are differentiated by their propensity to as-
sociate with different classes of resources, operationally defined
by separation into four size classes in the planktonic environ-
ment. The smallest class encompasses dissolved organic and in-
organic nutrients, primarily exploited by free-living cells, whereas
all other size classes represent collections of different types of
particles and organisms, onto which bacteria can attach and form
biofilms. Because these genotypic clusters group samples of
ecologically and genetically similar organisms, they are hypoth-
esized to represent samples from wild ecological populations,
and as such they serve as a platform for studies of evolutionary
and ecological dynamics of bacteria in the wild.
To explore the evolutionary and ecological dynamics of

siderophores, we performed a large-scale phenotypic screen
aimed at discerning the variability of the siderophore pro-
duction among ecologically distinct Vibrionaceae populations.
Next, we leveraged genomic analysis of 61 sequenced isolates
from these populations to identify the genomic basis of phe-
notypic variation. Finally, we integrated these results with the
habitat partitioning of the Vibrionaceae in the ocean to provide
an environmental perspective on how the interaction between
ecological and evolutionary phenomena influences iron-acquisition
strategies.

Results and Discussion
Our high-throughput phenotypic screening (Materials and Methods)
indicated that siderophore production is a patchy trait within Vibrio

populations: clusters of close relatives showed an average fre-
quency of producers of approximately 40% even in the most
shallow branches of the phylogeny where the most recently di-
verged isolates are found (Fig. 1). Three exceptions with high
frequency of producers were observed in clusters of the Vibrio sp.
F12 (16, 17), Allivibrio fischerii, and Vibrio ordalii. These latter
two are known from the literature to be associated with animal
hosts (18, 19), where iron acquisition is likely a critical factor in
colonization (20). For all other sampled populations, the pro-
duction trait is patchily distributed across the tree, implying that
it is frequently gained and lost within lineages. This suggests
variable selective pressure along each lineage to either produce
siderophores or to cheat.
Using 61 sequenced genomes from the isolate collection

(Table S1), we established the genetic basis of siderophore
production variability in the natural Vibrio populations. We
found a strong match between measured production and the
presence of siderophore biosynthesis gene clusters in the genome
annotation. Of the 61 isolates tested (25 siderophore positives,
36 negatives) there were only three discrepancies (false neg-
atives) between the functional assay and the genome annotation
data, indicating that the patchiness of the trait is primarily the
result of gene loss and/or independent acquisitions, as opposed
to differential gene regulation or errors in the phenotypic
screening assay.
Because siderophore biosynthesis genes are often coded in

large gene clusters linked with their specific transporters (21), we
expected that nonproducers would lack both biosynthesis genes
and the cognate high-affinity receptors. Further inspection of the
genomes, however, showed that nonproducers have evolved by

BA

Fig. 1. Siderophore production is an intermediate frequency trait in natural Vibrio populations. (A) The distribution of producers and nonproducers mapped
onto the isolate phylogeny (Materials and Methods). The tree is based on the genetic marker hsp60 and comprises different genotypic clusters previously
found to have cohesive ecology and hypothesized to represent samples from natural ecological populations. (B) Representation of the data shown in A in
terms of percentage of producers descending from each internal node of the phylogeny. Among the populations with a high incidence of producers are
animal host-associated V. ordalii and A. fischerii. The clade descending from node 3 corresponds to close relatives of V. splendidus (referred to as the
V. splendidus-like group). Nodes 4, 5, and 6 correspond to the most recent common ancestors of V. crassostreae, V. cyclotrophicus, and V. splendidus. Within
this large group, the patchy distribution of producers suggests that siderophore biosynthesis genes are rapidly gained and lost, possibly by recombination.
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selective loss of biosynthesis genes but retention of the specific
receptors, consistent with the canonical model of a cheater. For
this analysis, we focused on the Vibrio splendidus-like clade,
consisting of distinct subpopulations of species V. splendidus,
Vibrio crassostreae, Vibrio tasmaniensis, and Vibrio cyclotrophicus,
thought to specialize in exploiting different marine particulate
nutrient patches (16). In these populations, transitions between
production and nonproduction seem to have occurred multiple
times because of the extreme patchiness of the production trait.
The most common siderophores in this clade, vibrioferrin and
aerobactin, are encoded by superoperons in which biosynthesis
genes are adjacent to the specific siderophore receptors (22, 23).
Contrary to our expectation, whereas biosynthesis genes had
been excised or replaced, the adjacent receptors in the non-
producers were kept intact (Figs. 2, S2, and S3). Although pu-
tative aerobactin cheaters were distributed on different branches
within the V. splendidus-like clade, the genomic region harboring
the siderophore receptors was identical in gene composition and
order in these strains (Fig. S1). This observation indicates that
nonbiosynthetic gene clusters had a common evolutionary origin

and that these clusters are alternative operon variants that are
maintained in the population.
Consistent with their putative cheater role, individuals that

have lost the ability to produce siderophores suffered a clear
decrease in growth efficiency when grown in iron-poor media
(Materials and Methods). By contrast, the growth of producers
was similar in both iron-rich and iron-poor media (Fig. 3 A and
C). Moreover, when supplementing the iron-poor media with
pure siderophores, putative cheaters were able to enhance their
growth, showing that they could effectively take up the specific
siderophores under those conditions (Fig. 3). Insensitivity to
iron-limited conditions was also observed in nonproducers when
the media was supplemented with the <3 kDa fraction (small
molecules) of the cell-free supernatant from siderophore pro-
ducers (Materials and Methods), showing that the cross-feeding
interaction is possible in nature. Based on a combination of
genomic comparison and biological assays, our analysis suggests
that within the studied Vibrio populations there is fine-grained
differentiation in social roles, whereby some individuals have

A B

C

Fig. 2. Evolution of “cheating” explains patchiness of siderophore production trait in the V. splendidus-like group. (A) Phylogenetic relationship, side-
rophore production, and siderophore synthesis and transport genes for sequenced strains in the V. splendidus-like group. The tree is based on 66 single-copy
genes present in all of the sequenced isolates. The “sid-prod” column refers to the outcome of the phenotypic screen; “aer-syn” stands for aerobactin
biosynthesis genes, “aer-txpt” for aerobactin-specific transport genes, “vf-syn” for vibrioferrin biosynthesis genes, and “vf-txpt” for vibrioferrin-specific
transport genes. (B and C) Examples of configurations of siderophore synthesis and transporter gene clusters in producer and nonproducer strains. The figures
show that nonproducer phenotype evolved from excision of the biosynthesis genes from the complete synthesis-transport cluster. Black and red stars in A
indicate the presence of similar “cheater” gene cluster configurations as those shown in B and C (Figs. S1 and S2).
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evolved to exploit exogenous pools of siderophores, whereas
others remain self-sufficient.
Having established the variability in siderophore production

and its genetic basis, we asked what habitats and population
dynamics favor cheaters or producers in the marine environ-
ment. Focusing on the V. splendidus-like group containing small
subpopulations with recent and frequent transitions between
particle attached and free-living life-styles (Fig. S3), we mea-
sured the correlation between the siderophore production trait
and the size fraction associated to each isolate. To that end, we
used an adaptation of Felsenstein’s independent contrast method

to control for the fact that traits measured for each strain (e.g.,
siderophore production) are not independent observations but
related through the phylogeny (Materials and Methods) (24).
Doing this we could control for spurious correlations that may
appear as a result of the differential associations between clades
and traits and not because of a real dependency between the
traits. In addition, we accounted for the effect of phylogenetic
uncertainty by calculating the distribution of correlation values
on a set of 100 bootstrap trees.
The results of the correlation analysis (Fig. 4) show that as-

sociation with large particle sizes in the ocean is correlated with
a higher frequency of cheaters, whereas the free-living stage (<1
μm) is positively correlated with siderophore production. We
find that these correlations are significant, with P values <0.01,
and not driven by a few transitions on a few clades (Fig. S4). The
correlation between siderophore production and the free-living
lifestyle is the strongest among the four size fractions. For the
other size fractions, the distribution of correlation values shifts
progressively toward negative values, with the lowest correlation
values observed for the largest size fraction. This result shows
that the frequency of producers changes in a predictable manner,
based on the size of the particle to which the population
is specialized.
These results suggest that the opportunity for cheating is

highest on large particles. One hypothesis for the observed trend
is that higher local iron concentrations on large particles pre-
clude the need for siderophore production. However, the ob-
servation that nonproducers maintain receptors while selectively
losing biosynthesis genes (Fig. 2) indicates that social cheating—
and not only environmental selection—drives changes in side-
rophores producer abundance. We hypothesize that the ob-
served correlation is explained by differences in the structure of
social interactions between particle-attached vs. nonattached
bacteria. Vibrios are copiotrophs, which can rapidly expand their
populations under favorable conditions, in the extreme leading
to blooms that can dominate a bacterioplankton community
(25). Between blooms, some vibrios have a tendency to attach to
particles, whereas others remain planktonic (16). Marine par-
ticles can harbor dense communities of attached bacteria with
high metabolic activity (26), and therefore vibrios attached to
particles experience relatively constant high cell densities in their
local environment. On the other hand, those that remain free-
living or attached to smaller aggregates fluctuate from high cell
densities during blooms to low densities during their planktonic

A C

B D

Fig. 3. Growth assays confirm bioinformatic predictions of siderophore
biosynthesis and utilization capabilities. (A and B) Growth of producer
strains 5F-79 and 12B01 in M9-based media (Fe+) and in media supple-
mented with 100 μM EDDA (Fe−), an iron-specific chelator. The results show
that both siderophore producer strains 5F-79 (aerobactin) and 12B01
(vibrioferrin) are insensitive to EDDA addition. By contrast, nonproducers ZF-
90 and ZF-264 (C and D), which have specific receptors for aerobactin (aer)
and vibrioferrin (vf), respectively, suffered an appreciable effect when
grown in Fe− media (100 μM EDDA for ZF-90, 50 uM EDDA for ZF-264). This
effect was counteracted by addition of the corresponding siderophore aer-
obactin (80 μM) or vibrioferrin (70 μM) and by cell-free extract from corre-
sponding producers 5F-79 and 12B01.

A B

Fig. 4. Cheaters within the V. splendidus-like clade are more successful in larger particles than in smaller ones. (A) Spearman correlations calculated between
the phylogenetic contrasts of the “siderophore production” trait and the different sampling size fractions (SOM). The distributions cover values calculated for
100 bootstraps of the hsp60 tree for the 1,013 vibrio isolates. (B) Cartoon representation of the impact of particle size on frequency of siderophore producers.
Our results suggests that social interactions are more relevant on large particles, possibly owing to the higher cell densities and long periods of attachment
facilitating the accumulation and exploitation of public goods.
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phase. This type of bottleneck population dynamics experienced
by free-living vibrios has been shown to favor the abundance of
cooperators in public good games (27, 28). On the other hand,
the constant high cell densities in the local environment of
particle-attached bacteria could favor the establishment of
cheaters that “scrounge” public goods from producers (29). This
proposed model, based on the specific population dynamics as-
sociated to different microenvironments, provides an explana-
tion for the variation in frequency of producers observed
between particle attached and free-living Vibrio.

Conclusion
Our results suggest that public good interactions—in particular
those mediated by siderophores—could play an important role
in structuring natural bacterial populations in the ocean. By
studying the patterns of social interactions imprinted on bacterial
genomes, we have documented the genomic events that led to
transitions between siderophore production and cheating. The
evidence suggests that these trends are mediated by dynamic
differential gain and loss of siderophores gene cluster variants.
Phylogenetic analysis shows that although populations retain
an intermediate frequency of producers, transitions occur fre-
quently along individual lineages, so that producers and cheaters
coexist in a dynamic equilibrium whereby public good output is
stable at the population level but not at the individual level.
These results contrast with the idea that functional character-
izations of genotypes and populations are interchangeable, as is
frequently assumed. Our results further provide evidence that
the incentive to cheat in public good games can drive genomic
diversity, as recently suggested by the Black Queen Hypothesis
(30), and that this force is relevant at the scale of closely related
but nonclonal genotypes in natural populations.
Finally, the data indicate that the marine microenvironment

influences public good interactions in predictable ways, in this
case with particle size influencing the frequency of cheaters via
its effect on population dynamics. Marine particles are known
to harbor dense microbial communities with high metabolic
activity and potential for interactions (26, 31, 32), and they are
important features of the marine ecosystem (26). Here, we
propose that public good interactions impact the evolution
and dynamics of the microbial communities that colonize and
grow on marine particles and that public good game theory
could be applied to understand microbial diversity in these
important microenvironments.
Because of the dilute nature of the marine environment, the

role of siderophores as a successful iron acquisition strategy in
the ocean is often questioned (14). It has been suggested that
siderophore production may only be beneficial in high cell den-
sity environments where high local siderophore concentrations
can counteract the effect of diffusion kinetics (14). On the sur-
face, this idea would seem to contradict our result showing
a negative correlation between the frequency of producers and
particle size. However, as mentioned above, the Vibrio strains
isolated from the free-living fraction most likely experience ep-
isodic population dynamics reaching high cell densities during
punctual bursts of growth. We hypothesize that the difference in
population dynamics between small size fraction and large par-
ticle populations could explain the correlations reported in Fig.
4. Therefore, our study suggests that not only diffusion kinetics,
but also the dynamics of social interactions need to be consid-
ered to explain the distribution of siderophore producers in the
marine environment.
These hypotheses open avenues for further research, which

should explore the role of public good games among other
particle-attached species. In contrast to classic public good game
models, the populations studied here are not clonal, and al-
though we have focused our study on one particular type of
public good, because of their genome diversity cheaters with

respect to one public good could act as cooperators with respect
to another. Further research is needed to investigate these types
of synergisms. Overall, our study highlights the importance of
describing population-based phenomena, for interpreting the
mechanisms that generate and sustain the enormous genetic
diversity observed in wild populations bacteria.

Materials and Methods
Siderophore Screen of Wild Isolates. We screened a total of 1,710 Vibriona-
ceae isolates from seawater collected at the Plum Island Estuary,MA using the
well-established Chrome-Azurol S (CAS) assay (33). Biological replicate
measurements for both the liquid and solid versions of the assay were
performed in high-throughput using a 96-well format. For the solid and
liquid versions of the CAS assay, strains were first grown overnight in
duplicates in 2216 marine broth (Difco, Becton Dickinson) at room temper-
ature. Overnight cultures were stamped directly onto CAS agar plates (solid
assay) and transferred into iron-poor media to induce siderophore pro-
duction in liquid (SI Materials and Methods). After 48 h cell-free super-
natants were mixed in a 1:1 ratio with liquid CAS dye and 2 μL shuttle
solution (33). The mixture was incubated in the dark for 15 min, after which
absorbance at 630 nm was measured on a Synergy2 filter-based multimode
plate reader (Biotek). Siderophore production was considered positive for all
absorbances <0.3. The liquid CAS dye and shuttle solution were prepared as
previously described (33).

Bioinformatic Analysis of Siderophore Synthesis and Transport Gene Clusters.
Gene finding and annotations were performed using the SEED subsystems
(34) and the RAST server (35) on the 61 genomes. Siderophore biosynthesis
clusters were identified using a combination of annotation text searches and
the software AntiSMASH developed to identify biosynthetic clusters of sec-
ondary metabolites (36). Details of the search criteria used for these pro-
grams are presented in SI Materials and Methods.

Phylogenetic Correlation Analysis. We calculated the Spearman rank corre-
lation between the siderophore production and particle size traits associated
with each isolate. To correct for the fact that values measured for each strain
are not independent of each other (being related through the phylogeny),
we used Felsenstein’s independent contrast method (24). Our data are
composed of binary values on the leaves of the tree (e.g., 1 production,
0 nonproduction; 1 large-particle associated, 0 otherwise), and we recon-
structed states for internal nodes of the tree by calculating the fraction of
nonzero values under each node. We then applied Felsenstein’s in-
dependent contrast method (24) to obtain a vector of differences between
the fractions of producers under sister nodes of the phylogeny. This vector
corresponds to evolutionary transitions increasing or decreasing the fre-
quency of producers or strains associated to a specific size fraction. Using the
vectors of transitions for the siderophore production and size fraction var-
iables, Spearman rank correlations were calculated (removing nodes where
either transition was 0) between the vectors to measure the association
between the traits. To reduce the noise in the estimation of frequencies, we
did not consider evolutionary transitions between leaves or between leaves
and internal nodes. This process was repeated for each of the 100 maximum
likelihood bootstrap trees calculated with the FastTree program (37) using
the evolutionarily conserved housekeeping gene hsp60. The distributions in
Fig. 4 show the results of this analysis for each size fraction. Distributions
were smoothed using kernel density estimation as implemented in the
function “density” provided in the statistical computing language R.

Growth Enhancement Experiments. Isolates were grown overnight at room
temperature in 2216 marine broth and pelleted (2 min at 9,300 × g) to wash
cells using a modified M9 salts solution. Cells were then inoculated (1:1,000)
into modified M9 salts growth media (SI Materials and Methods) with (iron-
poor) or without (iron-replete) the iron-specific chelator EDDA (ethyl-
enediamine-N,N′-diacetic acid) (Sigma-Aldrich). During incubation at room
temperature absorbance at 600 nm was measured every 3 h for 24 h. Puri-
fied ferric-aerobactin (EMC Microcollections) and vibrioferrin (generously
provided by Carl Carrano, San Diego State University, San Diego, CA) were
added at specified concentrations. Extracts from the aerobactin producer 5F-
79 and the vibrioferrin producer 12B01 grown under iron-poor conditions
were obtained by filtering cell-free supernatant through a 3-kDa membrane
using an Amicon Ultra centrifugal unit (Millipore).
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