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ABSTRACT Iron is an essential micronutrient and can limit the growth of both ma-
rine phytoplankton and heterotrophic bacterioplankton. In this study, we investi-
gated the molecular basis of heme transport, an organic iron acquisition pathway, in
phytoplankton-associated Roseobacter bacteria and explored the potential role of
bacterial heme uptake in the marine environment. We searched 153 Roseobacter ge-
nomes and found that nearly half contained putative complete heme transport sys-
tems with nearly the same synteny. We also examined a publicly available coculture
transcriptome and found that Roseobacter strain Sulfitobacter sp. strain SA11 strongly
downregulated a putative heme transport gene cluster during mutualistic growth
with a marine diatom, suggesting that the regulation of heme transport might be
influenced by host cues. We generated a mutant of phytoplankton-associated Roseo-
bacter strain Ruegeria sp. strain TM1040 by insertionally inactivating its homolog of
the TonB-dependent heme transporter hmuR and confirmed the role of this gene in
the uptake of heme and hemoproteins. We performed competition experiments be-
tween iron-limited wild-type and mutant TM1040 strains and found that the wild
type maintains a growth advantage when competing with the mutant for iron com-
pounds derived solely from lysed diatom cells. Heme transport systems were largely
absent from public marine metagenomes and metatranscriptomes, suggesting that
marine bacteria with the potential for heme transport likely have small standing
populations in the free-living bacterioplankton. Heme transport is likely a useful
strategy for phytoplankton-associated bacteria because it provides direct access to
components of the host intracellular iron pool after lysis.

IMPORTANCE Ecosystem productivity in large regions of the surface ocean is fueled
by iron that has been microbially regenerated from biomass. Currently, the specific
microbes and molecules that mediate the transfer of recycled iron between micro-
bial trophic levels remain largely unknown. We characterized a marine bacterial
heme transporter and verified its role in acquiring heme, an abundant iron-containing
enzyme cofactor. We present evidence that after host cell lysis, phytoplankton-
associated bacteria directly extract heme and hemoproteins from algal cellular debris in
order to fulfill their iron requirements and that the regulation of this process may be
modulated by host cues. Direct heme transport, in contrast to multistep extracellular
processing of hemoproteins, may allow certain phytoplankton-associated bacteria to rap-
idly extract iron from decaying phytoplankton, thus efficiently recycling cellular iron into
the wider microbial loop.

KEYWORDS roseobacter, diatom, algae, phytoplankton-bacterium interactions,
marine, iron transport, heme, iron cycling, remineralization, gene knockout, gene
expression

Marine phytoplankton are responsible for about half of net global primary produc-
tivity, but nearly half of marine primary production is consumed by heterotrophic

marine bacteria through the microbial loop (1). Rapidly responding heterotrophic
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bacteria frequently accompany marine phytoplankton blooms, especially during bloom
decline (2), and are important balances to primary productivity (3). These bacteria
consume phytoplankton biomass and recycle nutrient elements such as carbon, nitro-
gen, and iron back into the wider microbial food web. Heterotrophic bacteria require
iron to efficiently consume organic carbon because many of the enzymes necessary for
bacterial oxidative respiration contain iron as a cofactor. Indeed, heterotrophic marine
bacteria can consume a large amount of iron through the microbial loop, and up to
45% of total biological iron uptake in iron-limited waters may be attributed to hetero-
trophic bacteria (4). Marine bacterial growth efficiency may even be limited by iron
availability under certain conditions (5, 6). In the context of phytoplankton bloom
decline, iron compounds derived from phytoplankton cells are likely an important
nutrient source for heterotrophic bacteria (2).

The marine iron cycle is closely linked to the activities of the ocean microbiome,
which is increasingly being recognized as a structured, dynamic, and heterogeneous
microscale landscape occupied by organisms employing an enormous diversity of
ecological strategies (7). Currently, very little is known about the exact molecular units
transferred between biogeochemical iron pools in the marine environment: for exam-
ple, the iron-containing molecules that marine bacteria consume during the reminer-
alization of lysed or decaying phytoplankton. Recent work has highlighted the role of
phytoplankton-bacterium interactions (8) in modulating the marine carbon cycle and
has largely focused on mutualistic interactions between heterotrophic bacteria and
marine phytoplankton (9, 10). Antagonistic phytoplankton-bacterium interactions are
also important in shaping the development of phytoplankton blooms (11, 12), and
interactions between marine bacteria and sinking particulate organic matter, much of
which consists of living or dead phytoplankton cells, affect the export of carbon to the
deep ocean (1). These kinds of microbial interactions likely shape the marine iron cycle
as well, but there is currently little experimental data constraining relationships be-
tween microbes and specific iron-containing molecules (13).

Here we focus on the Roseobacter group as a model heterotrophic bacterial lineage.
Roseobacter bacteria are among the most abundant Alphaproteobacteria groups in the
marine environment, are important organic carbon consumers during and after phy-
toplankton blooms (3), and play important roles in the global biogeochemical cycles of
carbon and sulfur (10, 14). Roseobacters are commonly observed living in close
association with eukaryotic phytoplankton (8) and can have both mutualistic and
antagonistic relationships with their hosts (9, 12, 15). The metabolic diversity of the
Roseobacter clade indicates that these organisms can utilize multiple organic substrates
(16) and are well adapted to dynamic conditions (3). These characteristics suggest that
roseobacters play important roles in recycling organic carbon, nitrogen, and phospho-
rus into the wider microbial microbial food web.

In this study, we sought to explore the role that roseobacters may play in recycling
organic iron in the marine environment. Although iron is a critical micronutrient, the
microbial processes underlying its biological remineralization remain largely unknown.
Bacterial heme uptake is one mechanism that has been hypothesized to recycle
particulate organic iron back into the microbial food web (17). Heme is an iron-
containing heterocyclic enzyme cofactor, is biologically ubiquitous, and is widespread
in the marine environment (18). Prior work has shown that heme comprises approxi-
mately 20% of the total iron pool in marine phytoplankton cultures and is present in
similar proportions in marine particulate organic matter (19, 20). Because of its preva-
lence in marine phytoplankton, heme may be a potentially abundant local iron source
for bacteria living in close proximity to phytoplankton. Indeed, one prior study iden-
tified a Roseobacter strain associated with the cyanobacterium Trichodesmium that
could grow on heme and further identified 19 other Roseobacter genomes with
putative heme transport gene clusters (21). Due to the lack of a knockout system for the
particular strain, that study was not able to conclusively link growth on heme to a
specific set of genes or completely distinguish direct heme transport from extracellular
heme processing with subsequent free iron transport. Here we expand on those earlier
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reports of heme uptake in marine roseobacters specifically by confirming the role of the
hmuR gene in transporting heme and by showing that mutants with an insertionally
inactivated hmuR gene are deficient in their ability to compete for phytoplankton-
derived organic matter under conditions of iron limitation. We further show that hmuR
is widespread in Roseobacter genomes and present evidence that the expression of
Roseobacter heme transport systems is sensitive to host phytoplankton cues. These
results provide insight into the potential role for heme in phytoplankton-bacterium
interactions and an additional context for the broader marine biogeochemical cycle of
iron.

RESULTS
The Sulfitobacter sp. strain SA11 heme transporter is downregulated during

exponential growth in coculture with a marine diatom. While examining the data
from a recent transcriptomic experiment (9), we noticed that a putative heme transport
system from a diatom growth-promoting bacterial strain (Sulfitobacter sp. strain SA11)
was strongly downregulated during symbiotic growth with a marine diatom (Pseudo-
nitzschia multiseries PC9) compared with axenic bacterial controls. In the original work,
transcriptomes were generated from SA11 and P. multiseries cocultures harvested at
mid-exponential growth (96 h after inoculation). At 96 h in coculture with P. multiseries,
SA11 upregulated pathways associated with the production of the plant hormone
indole-3-acetic acid relative to axenic controls, which stimulated the growth of P. mul-
tiseries. We examined in this data set the expression of 13 putative iron transport
systems encompassing 42 different genes identified in SA11 (see Data Set S1 in the
supplemental material). At mid-exponential growth in coculture, there appeared to be
a broad shift in the expression of iron transport capabilities in SA11 (Fig. 1). For
example, genes encoding a putative heme transporter, two putative siderophore
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FIG 1 Differential expression of putative Sulfitobacter sp. strain SA11 iron transporters between axenic
conditions and coculture with the diatom Pseudo-nitzschia multiseries PC9. The horizontal axis displays gene
locus tags for transcripts with an FDR-corrected P value of �0.01 and a log2 fold change magnitude greater
than 1. The vertical axis displays the log2 fold change of SA11 transcripts. Error bars indicate estimated
standard errors of log2 fold change. The values at the top of the bars represent the variance stabilizing
transformed expression levels of each transcript averaged over all samples. Genes with a positive log2 fold
change were upregulated in coculture, while those with a negative fold change were downregulated. SBP,
solute binding protein; Sidero., siderophore utilization gene cluster.
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transport systems (“Sid1” and “Sid3”), and a putative ATP-binding cassette transporter
(ABCT) system (“Fe3� SBP3”) were significantly downregulated during exponential-
growth-phase coculture. For context, the TonB-dependent transporter (TBDT) of the
heme transport system was differentially expressed at nearly twice the intensity of the
indole-3-acetic acid biosynthesis components reported by Amin et al. (9) (Data Set S1).
A different potential siderophore transporter (“Sid2”) and two other putative iron
uptake ABCTs (“Fe3� SBP1 and SBP2”) were upregulated during coculture. Most of the
genes in the six other potential iron transport systems were either not differentially
expressed or had small log2-fold changes (see Fig. S1A in the supplemental material).
These results suggest that SA11 was differentially regulating multiple potential iron
transporters in response to a phytoplankton host, even though iron was not a variable
manipulated in the original experiment.

Heme transporters are abundant in marine Roseobacter genomes. We explored
the distribution of potential heme transporters in the marine Roseobacter clade, which
is of the same taxonomic lineage as Sulfitobacter sp. strain SA11. We examined amino
acid homology between the SA11 heme TBDT (Fig. S1B), which is an outer membrane
receptor, and 436 other TBDT sequences from 153 different genomes of the Roseobac-
ter lineage. We initially identified TBDTs by sequence homology at the protein family
level (Pfam accession no. PF00593), but TBDT sequences are divergent, and it is
challenging to predict substrate specificity with alignment-based methods alone (22).
We instead opted to construct sequence similarity networks (SSNs) as a method for
viewing homology between sequences (23). In these network representations (Fig. 2),
nodes represent sequences while edges represent similarity scores between sequences.
For our TBDT network, edges between nodes are drawn for pairwise similarities
corresponding to an E value threshold of 10�110, which is equivalent to a mean amino
acid sequence identity of 34%. Most Roseobacter TBDTs cluster into six groupings of at
least 20 sequences each, and the SA11 heme TBDT falls into a distinct cluster with 44
other sequences (group 4), including those of related Roseobacter strains Ruegeria sp.
strain TM1040 and Ruegeria sp. strain CH4B. All TBDTs in group 4 share a syntenic gene
neighborhood (10 genes upstream or downstream) that includes other genes predicted
to be involved in heme transport (24). Additionally, most of the TBDT sequences (with
the exception of six sequences) in group 5 have synteny similar to that of the SA11

SA11
CH4B
TM1040

Group 1

Group 5

Group 2 Group 3

Group 4 Group 6

FIG 2 Sequence similarity network of 436 TonB-dependent transporters from 153 different Roseobacter
genomes. The network is displayed with an E value threshold of 10�110 (corresponding to ~34%
sequence identity). Increasing edge opacity is proportional to decreasing E value. The 45 sequences in
group 4 all have shared synteny with the TM1040 heme transport cluster, and 23 sequences in group 5
are also syntenic (dark gray nodes indicate sequences that lack neighborhood synteny). Sulfitobacter sp.
strain SA11, Ruegeria sp. strain TrichCH4B, and Ruegeria sp. strain TM1040 heme TonB-dependent
transporters are highlighted for reference.
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heme transport system, although they are distinct enough to fall into a separate cluster.
Generally, the genome neighborhoods of the nonheme TBDT clusters are much less
regularly ordered than those seen with group 4 and group 5. Based on gene cluster
synteny and sequence clustering, it appears that 16% of all Roseobacter TBDT genes
code for heme transporters. As a result, 45% of the 153 Roseobacter genomes surveyed
here appear to have a complete heme transport system.

The TM1040 genome contains a putative heme transporter. Ruegeria sp. strain
TM1040 is a genetically tractable Roseobacter strain, which makes it an appealing target
for physiological and genetic investigations. The putative heme transport clusters in
both SA11 (Fig. S1B) and TM1040 (Fig. S2) are syntenic. The heme transport TBDTs from
these clusters share 48% amino acid identity. The TM1040 genome contains 10 colo-
calized genes (Fig. S2) organized similarly to heme transport clusters in other Gram-
negative bacteria (24). The 10 genes are organized in two divergently transcribed
operon-like structures and include putative components of sequences encoding an ATP
binding cassette transporter (ABCT) system (hmuTUV), a heme oxygenase (hmuS), the
outer membrane TBDT (hmuR), and the energy transduction components of the TBDT
system (exbB, exbD1, tonB). A duplicate of the exbD1 gene (exbD1a) and a gene
encoding a hypothetical protein are also included in the putative TM1040 heme
transport operons. The top BLAST hit for the TM1040 hmuR gene (UniProtKB accession
no. Q1GJT6) in the curated Swiss-Prot database (25) is to Haemophilus ducreyi (23.6%
amino acid identity; UniProtKB accession no. Q7VNU1), while the top hit of TM1040
hmuS is to Yersinia pestis (36.8% amino acid identity; UniProtKB accession no. Q56990).

The TM1040 heme transporter is upregulated under iron stress conditions and
cotranscribed. We examined the expression of the 10 putative heme transport genes
under iron-limiting (no added iron) and iron-replete (5 �M FeCl3 added) conditions
using two-step reverse transcription-quantitative PCR (RT-qPCR). All genes in the
TM1040 putative heme transport operons were upregulated between approximately
41-fold and 201-fold under iron stress conditions relative to iron-replete conditions
(Fig. S3). The three most highly expressed genes were those encoding the putative
TBDT (hmuR), the solute binding protein of the ABCT system (hmuT), and the hypo-
thetical protein (hyp). The gene encoding the putative heme oxygenase (hmuS), which
has been used as a diagnostic gene for identifying heme transport systems (18), was
also upregulated more than 140-fold. We also analyzed cotranscription of consecutive
genes in the putative heme transport gene clusters as has been described previously
(26). Although the 10 components were not upregulated at uniform levels under iron
stress conditions, the genes in each divergent cluster were cotranscribed. RT-PCR
amplification products spanning junctions of the six genes in the hmuR cluster and four
genes in the hmuS cluster were observed in all cases (Fig. S2), indicating cotranscription
on the respective strands.

TM1040 can utilize heme or hemoglobin as an iron source. Because the TM1040
genome contains a putative heme transport system that was strongly upregulated
under iron stress conditions, we examined the growth of TM1040 on inorganic FeCl3,
hemin chloride (heme), and the model hemoproteins hemoglobin (Hb) and cyto-
chrome c (cyt c). The specific growth rate of TM1040 in an iron-depleted medium with
a 500 nM concentration of added inorganic FeCl3 was 0.31 � 0.02 h�1, while it was
significantly lower (0.13 � 0.004 h�1) in the absence of a supplemented iron source.
TM1040 grew at a level comparable to that seen under FeCl3 conditions when we
provided 500 nM heme as the iron source (0.28 � 0.01 h�1). We then supplied TM1040
with 17 �g/ml Hb and 500 nM cyt c in order to determine whether TM1040 could utilize
more structurally complex hemoproteins. In cyt c, the heme prosthetic group is
covalently bound to the parent protein while heme is noncovalently embedded in the
Hb tetramer. TM1040 was able to grow as well with Hb (0.28 � 0.01 h�1) as with FeCl3
but not cyt c (0.14 � 0.01 h�1), suggesting that the structural nature of the parent
protein may be an important factor in determining the bioavailability of heme (Fig. 3;
see also Table S1 in the supplemental material). Covalently linked hemoproteins may
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require additional enzymatic processing or chemical decomposition before they are
rendered bioavailable, although it is possible that other, yet-to-be-identified bacterial
strains possess the enzymatic capacity to use them directly.

Disruption of hmuR eliminates TM1040 growth on heme. We selected the
TM1040 hmuR gene for insertional inactivation in order to determine how this partic-
ular gene was involved in TM1040’s observed growth on heme and human Hb. We
targeted hmuR because it was the most dramatically upregulated gene in the heme
transport cluster under iron stress conditions and also encodes a putative outer
membrane TBDT, which is the first step in the transfer of heme from the extracellular
environment into the bacterial cytoplasm. Polar effects from the disruption of hmuR
could potentially affect the expression of downstream genes for the energy transduc-
tion components of the heme transport cluster but most likely would leave the inner
membrane transport machinery in the divergent gene cluster unaffected. Therefore,
any indirect effects from the inactivation of hmuR would limit disruption to genes
involved in energy transduction and substrate movement across the bacterial outer
membrane. We deleted a 435-bp portion of the TM1040 hmuR gene beginning at
position 975 and replaced the deletion with a neomycin phosphotransferase II gene
conferring kanamycin resistance (resulting in the recombinant strain ΔhmuR975::nptII).
The resulting HmuR� mutant strain was named LH02 (Table S2 and Fig. S4). TM1040
and LH02 grew equally well when supplied with FeCl3 as an iron source, but LH02
growth on heme and hemoglobin was greatly reduced (Fig. 3 and Table S1), indicating
that the hmuR gene is necessary for growth on heme.

TM1040 outperforms LH02 when diatom lysate is the only added iron source.
In order to simulate natural conditions where TM1040 cells would be in contact with
heterogeneous dissolved and particulate organic matter, we tested whether TM1040
was able to outperform LH02 when soluble and insoluble fractions of lysed diatom cells
were supplied as the added iron source. Specifically, we tested whether TM1040 or
LH02 would numerically outcompete the other when cocultured with 500 nM heme,
17 �g/ml Hb, 500 nM FeCl3, or cellular lysate obtained from the centric marine diatom
Thalassiosira pseudonana. Axenic T. pseudonana lysate was prepared by first removing
extracellular iron from harvested algal cells in order to prevent confounding effects
from extracellular inorganic iron species (27). Using high-performance liquid chroma-
tography (HPLC), we determined the heme content of the original axenic T. pseudonana
cultures to be approximately 0.72 � 0.09 nM with a chlorophyll a/heme b ratio of 264 �

38, which is in good agreement with heme b measurements from other marine
phytoplankton (Table S3) (28). After determining the heme concentrations in the
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(log10 scale) displays optical density measurements at 600 nm (OD600) with respect to time. Conditions indicated with an
asterisk had statistically different growth rates between LH02 and TM1040 (independent, two-tailed Student’s t test, P � 0.05).
All iron sources were added at 500 nM except for hemoglobin, which was added at 17 �g/ml.
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lysates, we added T. pseudonana lysate to cocultures under conditions that were strictly
free of trace metals (trace metal clean) (see Materials and Methods) in order to generate
a concentration of approximately 11 nM heme equivalents. To quantify strain propor-
tions in coculture, we developed a qPCR assay with primers targeting the inserted nptII
gene in LH02 and the corresponding 435-bp portion of the TM1040 hmuR gene that
was deleted in LH02. TM1040 outcompeted LH02 under all conditions, except for
coculture with 500 nM FeCl3 or in the absence of additional iron (Fig. 4). Coculture with
FeCl3 resulted in the highest number of amplicon copies per milliliter, while the
no-iron-addition conditions resulted in the lowest. We observed the greatest difference
in strain proportions when TM1040 and LH02 were cocultured with heme and hemo-
globin. When grown on T. pseudonana lysate, the wild-type strain outcompeted LH02
in roughly similar proportions in growth with heme and hemoglobin but the lysate
supported a lower number of amplicon copies per milliliter than heme or hemoglobin.

DISCUSSION

Roseobacter is an abundant lineage of marine heterotrophic bacteria that play
important roles in the biogeochemical cycling of major nutrient elements (10, 14). For
some particular roseobacters, such as Ruegeria sp. strain TM1040 and Sulfitobacter sp.
strain SA11, heme transport appears to be an important mode of iron acquisition.
TM1040 was originally isolated from the bloom-forming dinoflagellate Pfiesteria pisci-
cida (29, 30), is motile, and degrades alga-produced dimethylsulfoniopropionate
(DMSP) (31). SA11 was isolated from the marine diatom Pseudo-nitzschia multiseries PC9
and has been shown to be important in promoting the growth of its algal partner via
production of a hormone (9). Other members of the Roseobacter clade have frequently
been isolated or detected in association with phytoplankton and other biological
surfaces (32) and have been documented to increase in abundance during algal blooms
(33). The close association of many Roseobacter strains with algal cells (3) and the
abundance and conservation of synteny of putative heme transport genes within the
clade suggest that nearly half of 153 genome-sequenced members likely utilize heme
as an iron source, but this estimate is likely biased against important but underrepre-
sented genome-streamlined roseobacters (34, 35). Heme transport systems may be a
common feature of larger-genome, phytoplankton-associated roseobacters.

Our results strongly suggest that Ruegeria sp. strain TM1040 acquires heme and
certain hemoproteins by direct transport through the HmuR outer membrane TBDT, in
contrast to a multistep pathway where iron is released from the heme molecule
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extracellularly prior to transport. The TM1040 genome contains only a single outer
membrane TBDT and eight potential outer membrane porins. Gram-negative bacterial
heme transport has been shown to occur only through outer membrane TBDTs (24),
thus strongly suggesting that the only viable pathway for direct heme transport in
TM1040 is through its single outer membrane TBDT. The greatly reduced growth of
HmuR� mutant LH02 compared with TM1040 when supplied with heme and hemo-
proteins indicates that the growth difference is caused by a differential capacity for the
two strains to acquire heme, likely through direct transport by HmuR. TM1040 could
also possibly release iron from heme and hemoproteins extracellularly and obtain the
resulting free iron through a transporter other than HmuR, but this two-step strategy
would have to be much less efficient; otherwise, we would have observed a much
smaller difference between LH02 and TM1040 in growth results. Our results do not
preclude the possibility of an alternative heme transport pathway in TM1040, but they
do suggest that HmuR was by far the most efficient outer membrane heme transporter
under the experimental conditions tested here.

LH02 growth on heme was greatly diminished, but LH02 was still able to persist
during the stationary-growth phase when competing with TM1040 (Fig. 4) and when
grown alone (Fig. 3). The growth medium used for these experiments was based on
natural coastal seawater, and although we purified the medium by removing trace
metals, there was certainly residual iron that persisted after our preparations. We
suspect that LH02 was not eliminated from experiments where heme or hemoproteins
were provided as added iron sources because there was sufficient residual iron in the
background medium to support small populations of mutant cells. This iron likely
existed in many different organic and inorganic forms and may have been rendered
bioavailable by additional extracellular processing and/or due to kinetic dissociation to
bioavailable forms. The presence of residual iron derived from the background medium
as well as from the phytoplankton lysate likely also explains the persistence of LH02
during competition experiments. Phytoplankton cells contain many different intracel-
lular forms of iron, including heme, iron-sulfur clusters, and mononuclear nonheme
forms. All of these chemical forms were undoubtedly present in the diatom lysate that
we added in the competition experiments, and nonheme forms were presumably
equally bioavailable to LH02 and TM1040. Potentially, LH02 was able to subsist on
nonheme iron and was therefore not driven to extinction in these experiments.

There is also a possibility that the disruption of the hmuR gene produced a fitness
disadvantage for LH02 that was unrelated to the transport of heme or other iron-
containing molecules. In some experiments, we did notice a small reduction in LH02
culture density compared with that of TM1040 (Fig. 3) when the two strains were
equally iron replete or iron limited. However, the growth rates of the two were not
statistically different in either case (see Table S1 in the supplemental material). We
speculate that this small difference may have been due to the internal recycling of
heme from dying cells when wild-type cultures reached or approached stationary
phase. We also noticed a small divergence between the wild type and the mutant in
iron-replete and iron-limited controls in the competition experiments (Fig. 4), although
this divergence was within the error bars of biological replicates. Despite this small
divergence in the controls, the heme, hemoglobin, and diatom lysate produced much
larger differences between LH02 and TM1040, suggesting that it was heme or hemo-
protein availability that was primarily driving the observed differences.

We were curious to explore the environmental distribution of heme transporters in
natural marine microbial communities. Heme transport systems were reported to be
scarce in earlier experiments using marine metagenomic data sets (36, 37), but to our
knowledge, no searches of contemporary data sets had yet been performed. As a part
of this study, we performed an updated search of publically available metatranscrip-
tomes and metagenomes, including global ocean sampling (GOS), Tara Oceans, and the
data set used by Teeling et al. (33), but these searches yielded few positive hits.
However, most current public metagenomes and metatranscriptomes have dispropor-
tionately targeted the small, free-living fraction of marine bacterioplankton, and ge-
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nomes of the major constituents of this fraction, including Pelagibacter, Prochlorococ-
cus, Synechococcus, SUP05, SAR116, and SAR86, lack heme transporters. This suggests
that marine bacteria with the potential for heme transport comprise a relatively small
fraction of planktonic bacterial communities, potentially due to strong grazing pressure
and/or planktonic dormancy. However, bacteria that are typically rare in metagenomes
but can be transiently abundant are increasingly being recognized as disproportionate
contributors to marine carbon recycling (38) and ecosystem-wide gene transcription
(39). These same strains may disproportionately affect the marine iron cycle as well. We
hypothesize that marine bacterial heme transport systems may be better represented
in larger fractions (�5 �m), particularly during the decline and senescence of phyto-
plankton blooms.

Previous work suggested that heme uptake is a mechanism by which heterotrophic
bacteria remineralize particulate organic iron in the marine environment (17, 21).
Phytoplankton cells contain relatively high levels of hemoproteins that are mostly
associated with the photosynthetic apparatus (40), and lysed or decaying phytoplank-
ton cells could be a significant source of heme or hemoproteins for nearby bacteria. In
a prior study in terrestrial systems, a heme transporter was genetically characterized in
the Alphaproteobacteria N2-fixing plant symbiont Bradyrhizobium japonicum (41). The
authors hypothesized that this system would be advantageous for B. japonicum when
the plant root nodule that harbored the bacterium lost integrity and began to decay
and the bacterium was forced to adapt to a new free-living lifestyle where leghemo-
globin, a hemoprotein found in the nitrogen-fixing root nodules of leguminous plants,
was a new and abundant iron source (41). It seems likely that a similar strategy would
be appropriate in a marine context, particularly that of heterotrophic bacteria interact-
ing with phytoplankton and other marine biogenic particles. Indeed, the results from
experiments analyzing competition between TM1040 and LH02 suggest that the heme
transport system provides an advantage to TM1040 when these strains are competing
for biogenic iron derived from algal material (Fig. 4), which in turn suggests that
hemoproteins derived from algal material are iron sources for TM1040 in the wild.
Furthermore, our findings from the transcriptomic experiment performed with SA11
suggest that the regulation of heme transport is sensitive to coculture with an algal
host (Fig. 1). Although this observation is not mechanistically conclusive, it does
suggest that heme transport may not be an advantageous strategy when host and
symbiont are growing symbiotically. This is consistent with our findings showing that
TM1040 can use hemoproteins derived from lysed and decaying phytoplankton, sug-
gesting that heme compounds likely become relevant iron sources upon host death.
Based on transcriptomic evidence, it appears that SA11 shifted its iron uptake strategy
away from the use of organic iron resources (heme and two potential siderophores) and
toward uptake of small inorganic iron(III) chemical species during coculture.

TM1040 has been observed to oscillate between mutualistic and antagonistic
lifestyles depending on the concentrations of algal lignin decomposition by-products
(15). In the first stages of phytoplankton-bacterium interaction, motile TM1040 colo-
nizes the phytoplankton cell surface and enters a sessile life phase where it utilizes
phytoplankton-derived DMSP and other carbon compounds while simultaneously pro-
ducing a suite of small molecules from which the host benefits. Algal senescence
triggers the biosynthesis in TM1040 of a small infochemical that stimulates TM1040
motility and also stimulates algal lysis. As the host cell lyses and dies, it is plausible that
algal hemoproteins become a relatively abundant iron resource for the newly motile
TM1040 as it searches out a new algal symbiont. We propose an additional iron
component to the “swim or stick” model (15, 42) where Roseobacter symbionts utilize
different suites of iron compounds based on whether they are growing in association
with a living algal cell or are transitioning to a new lifestyle when their algal host dies
(Fig. 5). In particular, heme transport is downregulated during bacterium-alga symbi-
osis, presumably due to a lack of availability of heme-containing molecules, while it is
upregulated during cell decomposition and becomes an advantageous mode of iron
nutrition for the bacteria as they are transitioning to a new host cell.
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Conclusion. Regenerated iron is estimated to comprise between 50% (43) and 90%
(44) of the total iron supply in marine planktonic ecosystems, and it is estimated that
nearly 25% of all particulate iron in some ocean surface waters is routed through
heterotrophic bacteria (45). More recently, heme in marine particulate organic matter
has been directly measured at picomolar concentrations (19, 20). Few studies have
examined turnover rates of algal iron in the marine environment, but if we assume an
average contribution of 35 pM diatom-derived particulate organic iron during natural
iron-fertilized diatom blooms (13, 43) and a mobilization rate of 5% to 17% particulate
algal iron day�1 into heterotrophic bacteria biomass (45) and that 40% of diatom iron
is in the form of heme (28), this would translate to a maximum rate of between 0.7 and
2.4 pmol diatom heme liter�1·day�1 transferred into heterotrophic bacteria during
bloom remineralization. If algal heme remains structurally unaltered during bacterial
remobilization and direct heme transport is solely responsible for remobilization, we
estimate that direct heme transport could in theory account for between 7% and 24%
of the total standing heterotrophic bacterial iron inventory during diatom blooms (13,
43). Although heme transport systems appear to be rare in the free-living bacterioplankton,
direct heme uptake may be a useful iron acquisition strategy for phytoplankton-associated
bacteria, particularly those in the Roseobacter clade. Under dense phytoplankton bloom
conditions, direct heme transport by heterotrophic bacteria could be a significant mecha-
nism by which particulate organic iron is recycled into the microbial loop.

MATERIALS AND METHODS
Transcriptome data from Sulfitobacter sp. strain SA11 in coculture with Pseudo-nitzschia

multiseries PC9. Transcriptome data were downloaded from the NCBI Gene Expression Omnibus (GEO
GenBank accession number GSE65189) (46). To identify genes that were differentially expressed under
coculture and axenic culture conditions, SA11 count data were processed using the DESeq2 (47) package
in R. The DESeq2 procedure was performed with default parameters using the conventional null
hypothesis of zero logarithmic fold change between conditions and a false-discovery-rate (FDR) thresh-
old of 10% (Pfdr corrected � �0.1). Iron transporters were annotated using The NCBI Conserved Domain
Database (48) and cutoffs as described earlier (49), and the resultant data are available in Data Set S1 in
the supplemental material.

Construction of TonB-dependent receptor sequence similarity network. The genomes of 153
different Roseobacter strains from the IMG database (50) were searched for the TBDT domain (Pfam
accession no. PF00593). A total of 436 Roseobacter TBDT sequences were compared pairwise using BLAST
v 2.2.3, and BLAST output was visualized as a sequence similarity network (SSN) using cytoscape (v 3.2.0).
SSNs do not rely on a global sequence alignment but rather visualize individual pairwise relationships

FIG 5 Model of Roseobacter heme utilization and algal host growth. (A) During exponential growth,
attached bacteria and the algal cell exchange carbon and metabolites in a mutualistic relationship.
Bacteria shift their iron acquisition strategy away from heme (blue arrow, downregulation) uptake and
toward other “free” iron species (red arrow, upregulation). (B) During algal cell decomposition, bacterial
cells potentially transition to a motile growth phase in order to search out a new host while simulta-
neously targeting newly abundant heme and hemoproteins as iron resources (red arrow, upregulation).
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between sequences (23). An E value threshold of 10�110 (corresponding to a mean of 34.3% identity) was
chosen for network visualization by manual iteration of increasingly stringent thresholds until clusters
persisted through three subsequent iterations (23, 51). Although sequence identity is useful in aiding
annotation, TBDTs are most commonly functionally assigned based on the predicted functions of
neighboring genes (22, 49). In order to assist the functional annotation of TBDT SSN clusters, the resulting
SSN was submitted to the Genome Neighborhood Network tool at the Enzyme Function Initiative (52)
with a gene neighborhood size of 10 and a co-occurrence lower limit of 20%, resulting in a collection of
genes encoding Pfam proteins present in the genome neighborhood (�10 genes) of at least 20% of the
TBDT sequences in each sequence similarity network cluster.

Bacterial/algal strains and growth conditions. Escherichia coli DH5� (New England BioLabs) was
grown in LB medium, and the antibiotics kanamycin (50 �g/ml) and chloramphenicol (10 �g/ml) were
used for the selection and maintenance of plasmids. Ruegeria sp. strain TM1040 was grown in either
marine broth (MB) 2216/marine agar 2216 (Difco) or a heart infusion seawater (HISW)-based medium
(25 g heart infusion broth [Difco], 15 g sea salts [Sigma], 1.5% agarose) at either 22°C or 30°C. Kanamycin
(120 �g/ml) and chloramphenicol (10 �g/ml) were used for selection in plates and liquid cultures to
ensure selection of insertion mutants. Iron-limited cultures were grown in a modified PC medium (21)
here termed PC� medium. Briefly, the medium consisted of 1 liter of 0.2 �M filtered north Pacific
seawater collected from the Scripps Institution of Oceanography pier, 1 g bacteriological peptone, 1 g
casein, 10 mM glucose, 4.7 mM NH4Cl, 600 �M KH2PO4, 50 �M Na2-EDTA, 40 nM ZnSO4, 230 nM MnCl2,
25 nM CoCl2, 10 nM CuSO4, 100 nM Na2MoO4, and 10 nM Na2SeO3. All components except for the trace
metals, KH2PO4, and EDTA were mixed, filtered through a 0.2-�m-pore-size filter, stirred for 24 h with 7%
(wt/vol) Chelex resin (Bio-Rad), and then filtered through a 0.2-�m-pore-size filter to remove the Chelex
resin. Trace metal stocks were prepared in 0.1 M HCl and combined in the proportions necessary to
generate a mastermix. KH2PO4 and EDTA were prepared in Milli-Q (MQ) water. Stocks were filter sterilized
(using a 0.2-�m-pore-size filter) before use, and KH2PO4, EDTA, trace metal mastermix, and FeCl3 were
added to PC� aliquots immediately before inoculation with TM1040. FeCl3 was added to generate final
concentrations of 50 nM, 100 nM, 500 nM, and 5 �M.

Cultures of Thalassiosira pseudonana were made axenic by transferring the cultures three times in a
1:10,000 dilution through F/2-enriched seawater medium with 100 �g/ml ampicillin, 25 �g/ml strepto-
mycin, and 25 �g/ml neomycin. To test for bacterial contamination, 200-�l aliquots of T. pseudonana
were plated on 2216 marine agar, incubated for 48 h at 30°C in the dark, and examined visually for
bacterial growth.

Culturing strains under iron-depleted conditions. Bacterial colonies were inoculated into 5 ml of
marine broth (MB) 2216 or HISW medium and allowed to grow at 30°C in the dark for 12 h on a platform
shaker (190 rpm). A 250-�l volume of this culture was then transferred into PC� medium with 5 �M FeCl3
or no added iron and grown at room temperature in the dark for 12 h. Then, 250 �l of TM1040 in PC�
medium with 5 �M FeCl3 was transferred to a fresh 5-ml volume of PC� medium with 5 �M FeCl3 and
allowed to grow for 12 h at room temperature. The same procedure was performed for the culture with
no added iron. Iron limitation was confirmed by spiking 5 �M of FeCl3 into the iron-depleted culture and
observing renewed growth. Fresh stocks of heme were prepared immediately before each experiment by
dissolving the required amounts of hemin chloride (Sigma) in 0.3 M ammonium hydroxide. The pH of the
solution was adjusted to 8.0 with concentrated HCl, and then the solution was filter sterilized through
a 0.2-�m-pore-size membrane. Dissolved heme prepared in this fashion has been determined to have an
upper limit of free iron of approximately 4 nM per 1 �M of hemin chloride (53). Stocks of hemoproteins
were freshly prepared before each experiment by dissolving the required mass of protein in Milli-Q water
and filter sterilizing through a 0.22-�m-pore-size membrane. Significant contamination of free iron in
growth media was observed by the use of lyophilized hemoglobin from commercial sources, confound-
ing the growth effect differences between mutant LH02 and wild-type TM1040. To circumvent this
contamination, purified human hemoglobin was prepared in the Skaar laboratory at Vanderbilt Univer-
sity by anion exchange high-performance liquid chromatography and protein dialysis (54) and used in
all subsequent experiments. All experiments were conducted in the dark to prevent photodegradation
of heme and hemoproteins.

TM1040 genomic DNA extraction. A 1.5-ml volume of TM1040 culture at an optical density at 600
nm (OD600) of approximately 0.6 in MB 2216 medium was pelleted by centrifugation. DNA was extracted
from cell pellets using a DNeasy blood and tissue kit (Qiagen) following the manufacturer’s protocols.
DNA was quantified using a NanoDrop 1000-D Spectrophotometer (NanoDrop Technologies).

TM1040 RNA extraction. TM1040 cultures were grown for 12 h in PC� medium supplemented with
5 �M of FeCl3 or without added iron. Cultures were grown in triplicate. After 12 h, iron-depleted cultures
had an average OD600 of 0.045 and iron-rich cultures had an OD600 of 0.22. A 5-ml volume of triplicate
iron-depleted and iron-rich cultures was spun at 4,000 rpm for 10 min at 4°C. The resulting pellets were
resuspended in 1 ml TRI-Reagent (Zymo Research), and total RNA was extracted using a Direct-zol RNA
MiniPrep kit (Zymo Research) following the manufacturer’s instructions. Traces of contaminating
genomic DNA were removed from total RNA using Turbo DNase (Life Technologies, Inc.) following the
manufacturer’s instructions. Total RNA concentrations were measured using a NanoDrop 1000-D Spec-
trophotometer. The absence of contaminating DNA was confirmed by visually inspecting (1% agarose
gel) PCRs using the primers for rpoD (rpoD_F and rpoD_R) and the total RNA.

Reverse transcription of mRNA. Between 0.3 and 1 �g of total extracted RNA was reverse
transcribed using random hexamer primers and SuperScript III First-Strand Synthesis SuperMix (Invitro-
gen) following the manufacturer’s protocol. Resulting cDNA concentrations were measured using a
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NanoDrop 1000-D Spectrophotometer, and samples were diluted to a final concentration of 5 ng/�l for
use in reverse transcription-quantitative PCR (RT-qPCR).

Reverse transcription-quantitative PCR (RT-qPCR). RT-qPCR reactions were carried out on a
Qiagen RotorGene-Q (Qiagen) using Promega GoTaq qPCR Mastermix in 25-�l total reaction volumes.
The diluted cDNA samples (three biological replicates for each of the two iron conditions) were run in
triplicate as technical replicates. Quantitative PCRs using total purified RNA were run in triplicate for the
biological replicates of each iron condition for the genes rpoD and hmuR (with primer pair rpoD_F and
rpoD_R and primer pair hmuR_F and hmuR_R). Results were below the detection limit and never higher
than the cycle threshold values for the no-template controls, demonstrating the absence of genomic
DNA contamination in samples. Five-point standard curves ranging from 311,268 to 31 genome copies
per 25 �l of reaction mixture in 10-fold dilutions were generated for each gene of interest using TM1040
genomic DNA with the formula m � (n)1.096 � 10�21, where m is the genome mass and n is the size
of the genome in base pairs. For each individual calibration curve, amplification efficiency as calculated
from the slope of the standard curves was always greater than 90% and less than 100%. Cycle threshold
values for standard curves were used with REST 2009 software (55) to generate expression values for each
gene relative to iron-depleted conditions and normalized to the housekeeping genes rpoD, gyrA, and
gmkA. The significance of expression ratio values was calculated using the native randomization and
bootstrapping algorithms in REST 2009 software.

Partial deletion and insertional inactivation of hmuR in the TM1040 genome. A nonreplicating
plasmid (pLH02) was generated through two iterations of the Gibson assembly procedure (56) using a
Gibson assembly master kit (New England BioLabs). Two iterations were used due to problems caused
by high GC% in the hmuR gene (TM1040_0347) and earlier problems with assembly possibly due to the
secondary structure of 5= and 3= overhangs of assembly fragments (see Fig. S4A in the supplemental
material). The first-iteration plasmid (pLH01) was derived from pPY17a (26), a pRL271-derived suicide
vector containing sacB for selection of double recombinants, by PCR amplification of two fragments with
overlapping ends (gibfrag_01 and gibfrag_02) from plasmid pPY17a using primers gibfrag01_fwd and
gibfrag01_rev and primers gibfrag02_fwd and and gibfrag02_rev. These fragments were combined with
a portion of TM1040_0347 that was 645 bp long and 330 bp upstream of the 5= start site. The
TM1040_0347 fragment was amplified from TM1040 genomic DNA with primers (0347US_fwd and
0347US_rev) containing sequence overhangs matching gibfrag_01 and gibfrag_02. The three fragments
were assembled through Gibson assembly, electroporated into E. coli DH5�, and then recovered by
selection using kanamycin and sucrose sensitivity to isolate the correctly assembled pLH01. An analo-
gous process was performed using pLH01 as a template to produce fragments gibfrag_03 and gib-
frag_04 (using primers gibfrag03_fwd and gibfrag03_rev and primers gibfrag04_fwd and and
gibfrag04_rev) and TM1040 genomic DNA to produce a 517-bp fragment 1,435 bp upstream of the 5=
start site of TM1040_0347 (using primers 0347DS_fwd and 0347DS_rev). These fragments were again
assembled through Gibson assembly, electroporated into E. coli DH5�, and recovered by kanamycin
selection and screening for sucrose sensitivity. The resulting plasmid (pLH02) contained a 1,162-bp
portion of TM1040_0347 interrupted by a 460-bp deletion into which a kanamycin resistance cassette
was inserted (Fig. S4A). All PCRs to produce Gibson assembly fragments were performed using Q5
High-Fidelity polymerase (NEB). Plasmids and bacterial strains used in this work are listed in Table S2 in
the supplemental material.

The pLH02 plasmid was introduced into Ruegeria sp. strain TM1040 by electroporation as has been
described earlier (42). Briefly, TM1040 was grown in 50 ml HISW medium at 30°C with shaking at 200 rpm
to an OD600 of approximately 0.5, chilled on ice for 15 min, and centrifuged at 8,000 rpm for 10 min at
4°C. The supernatant was removed, and the cell pellet was gently resuspended in 10 ml of 10%
glycerol–MQ water. The cell suspension was then centrifuged at 8,000 rpm for 10 min at 4°C, and the
glycerol washing procedure was repeated for a total of three washes. After the final wash, the cell pellet
was suspended in 0.5 ml of 10% glycerol–MQ water, a 65-�l aliquot was mixed with 50 ng of pLH02, and
the mixture was incubated on ice for 1 min. Cells were electroporated in a 0.2-cm-path-length cuvette
at 2,500 V, 400 	, and 25 �F and then immediately suspended in 1 ml of 30°C HISW medium and
incubated at 30°C with shaking (200 rpm) for 2.5 h. Doubly recombinant mutants were selected on HISW
plates containing 120 �g/ml kanamycin and 5% sucrose (wt/vol), and individual colonies were picked
after approximately 14 h. TM1040 electroporated with plasmid pLH02 resulted in a recombinant strain
(
hmuR975::nptII) with a partial deletion of hmuR (region 975 to 1,436 bp) and with an insertion of the
neomycin phosphotransferase II gene (nptII), which confers kanamycin resistance. Transformants exhib-
iting both kanamycin resistance and no sucrose sensitivity were expected to have incorporated the
mutagenic 
hmuR975::nptII construct into the genome by double crossover (due to failed integration of
the sacB gene, which confers sucrose sensitivity). The double-crossover event was verified by PCR to
confirm correct insertion (using primers insrt_cnfirm_fwd and insrt_cnfirm_rev). A 2,926-bp insertion
confirmed a 460-bp deletion in TM104_0347 and an insertion of the 1,374-bp neomycin phosphotrans-
ferase II gene in its place (Fig. S4B). The expected length of the PCR product of the wild-type gene using
these primers is 2,013 bp.

Preparation of trace-metal-clean algal lysate and removal of extracellular iron. Axenic Thalas-
siosira pseudonana was grown in 1 liter of F/2-enriched seawater medium with 120 �M added EDTA until
cells were at a density of 1 � 106 to 2 � 106 cells/ml. A 10-ml aliquot of the culture was filtered for
chlorophyll a measurement, and the remaining volume was gently filtered (~5 mm Hg) through an
acid-soaked 3.0-�m-pore-size Nuclepore filter, using an acid-cleaned Teflon filter rig. The cells were
resuspended in an acid-cleaned centrifuge bottle in 200 ml of low-iron (~2 nM Fe) seawater collected
from offshore California current water. A 20-ml volume of an oxalate wash solution (300 mM NaCl, 10 mM
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KCl, 100 mM Na2 oxalate, 50 mM Na2 EDTA [27]) was added to the resuspended cells in the low-iron
seawater. The solution was mixed gently and allowed to rest at room temperature for 20 min, after which
it was centrifuged at 6,000 rpm for 10 min at 4°C. The resulting cell pellet was washed again in low-iron
seawater and oxalate solution for 20 min, centrifuged, and finally resuspended in 1 ml of trace metal
clean Milli-Q water. A 300-�l volume of the suspension was immediately sonicated at 4°C using a
Diogenode Bioruptor Standard system at the high-power setting for 6 min, using a 60-s on/30-s off cycle.
The resulting soluble and insoluble lysate fractions were immediately frozen in liquid N2 until further use.

Analytical measurement of heme b and chlorophyll from algal lysate. Aliquots of algal lysate
were mixed with two volumes of acidified acetone (80:20 [vol/vol] acetone/1.6 M HCl), ultrasonicated in
a water bath sonicator (10 min at 4°C), and centrifuged at 13,000 rpm (10 min at 4°C) to extract heme
b as described before (28, 57). The supernatant was diluted by a factor of 50 in mobile phase A, and heme
b was measured spectrophotometrically by high-performance liquid chromatography (HPLC) using a
polymeric reverse-phase column (PRP-1; Hamilton Inc.) (100 by 2.1 mm, 5-�m pore size) as described
earlier (28, 58). HPLC was performed using binary gradient pumps (Waters 1525) with a microcell diode
array spectrophotometer (Waters 2489) and manual full-loop injection (50 �l). Heme separation was
completed at 22°C using a gradient of 100% A to 100% B over 10 min, followed by an isocratic elution
of mobile phase B for 2 min at a flow rate of 0.5 ml/min. Mobile phases consisted of (i) 30:70:0.08 (vol/vol)
acetonitrile/water/trifluoroacetic acid and (ii) 100:0.08 (vol/vol) acetonitrile/trifluoroacetic acid. Elution of
heme b (retention time, 6.8 min) was monitored at 400 nm. For chlorophyll analysis, samples of
T. pseudonana were filtered using 0.7-�m-pore-size GF/F filters (Whatman), stored in liquid N2 until use,
extracted using a 90% acetone extraction/acidification method, and measured using a Turner Designs
fluorometer (59).

Study of competition between wild-type TM1040 and the LH02 mutant strain. Quantitative PCR
(qPCR) was performed on genomic DNA extracted from cocultures in order to calculate the abundances
of TM1040 and LH02 strains. Oligonucleotide primers (Table S4) matching the neomycin phosphotrans-
ferase II gene in LH02 (kmR_F_compete and kmR_R_compete) and the 435-bp deleted portion of the
TM1040 hmuR gene in LH02 (hmuR_F_compete and hmuR_R_compete) were used to distinguish
between the TM1040 and LH02 strains. Five-point standard curves ranging from 311,268 to 31 genome
copies per 25 �l of reaction mixture in 10-fold dilutions were generated for each primer pair, and reaction
efficiencies were always between 95% and 100%. TM1040 and LH02 cultures were iron limited in PC�
marine medium with no added iron for two subsequent transfers and inoculated in duplicate into 20 ml
PC� medium at the same initial cell density (~5 � 106 cells/ml). Cocultures were supplied with 500 nM
FeCl3, 500 nM heme, or 10.6 nM heme equivalents of Thalassiosira pseudonana cellular lysate or with no
additional iron source. Cocultures were maintained at 22°C with shaking at 190 rpm and were grown in
the dark to prevent photodegradation of heme and hemoproteins. At each experimental time point, 2 ml
of each coculture was pelleted by centrifugation and total DNA was extracted from cell pellets using a
DNeasy blood and tissue kit (Qiagen) following the manufacturer’s protocols. Total genomic DNA from
each coculture was quantified using a NanoDrop 1000-D Spectrophotometer (Nano-drop Technologies)
and used in subsequent qPCR reactions.

Accession number(s). Raw sequence data for reproducing all analyses can be obtained from the JGI
IMG Integrated Microbial Genomes and Microbiomes database (see Data Set S1 for accession numbers)
and the NCBI Gene Expression Omnibus (GEO GenBank accession number GSE65189) (Data Set S2). For
user convenience, R scripts for processing transcriptomes and reproducing analysis are available from the
Figshare repository at https://doi.org/10.6084/m9.figshare.4309547.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/

mSystems.00124-16.
FIG S1, TIF file, 0.8 MB.
FIG S2, TIF file, 1.3 MB.
FIG S3, TIF file, 0.2 MB.
FIG S4, TIF file, 1.9 MB.
TABLE S1, DOCX file, 0.05 MB.
TABLE S2, DOCX file, 0.1 MB.
TABLE S3, DOCX file, 0.05 MB.
TABLE S4, DOCX file, 0.1 MB.
DATA SET S1, XLSX file, 0.5 MB.
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ACKNOWLEDGMENTS
We thank Robert Belas for providing TM1040, Javier Paz-Yepes for help with Gibson

cloning and qPCR, Emy Daniels for assistance with molecular biology protocols, Lauren
Manck and Martha Gledhill for their assistance with HPLC, Chris Dupont for helpful
discussions and suggestions, and Eric Skaar and members of his laboratory for provid-
ing purified human hemoglobin.

Roseobacter Heme Uptake

January/February 2017 Volume 2 Issue 1 e00124-16 msystems.asm.org 13

 on January 11, 2017 by guest
http://m

system
s.asm

.org/
D

ow
nloaded from

 

https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE65189
https://doi.org/10.6084/m9.figshare.4309547
https://doi.org/10.1128/mSystems.00124-16
https://doi.org/10.1128/mSystems.00124-16
msystems.asm.org
http://msystems.asm.org/


This work was funded by NSF GRFP grant DGE-144086 to S.L.H. and NSF grant
OCE-1061068 to K.A.B. and B.B.

S.L.H., B.B., and K.A.B. designed research; S.L.H. and B.B. performed research; S.L.H.,
B.B., and K.A.B. analyzed data; S.L.H., B.B., and K.A.B. wrote the article.

REFERENCES
1. Azam F. 1998. Microbial control of oceanic carbon flux: the plot thickens.

Science 280:694 – 696. https://doi.org/10.1126/science.280.5364.694.
2. Hogle SL, Bundy RM, Blanton JM, Allen EE, Barbeau KA. 2016. Copi-

otrophic marine bacteria are associated with strong iron-binding ligand
production during phytoplankton blooms. Limnol Oceanogr Lett
1:36 – 43. https://doi.org/10.1002/lol2.10026.

3. Buchan A, LeCleir GR, Gulvik CA, González JM. 2014. Master recyclers:
features and functions of bacteria associated with phytoplankton
blooms. Nat Rev Microbiol 12:686 – 698. https://doi.org/10.1038/
nrmicro3326.

4. Tortell PD, Maldonado MT, Price NM. 1996. The role of heterotrophic
bacteria in iron-limited ocean ecosystems. Nature 383:330 –332. https://
doi.org/10.1038/383330a0.

5. Church MJ, Hutchins DA, Ducklow HW. 2000. Limitation of bacterial
growth by dissolved organic matter and iron in the Southern Ocean.
Appl Environ Microbiol 66:455– 466. https://doi.org/10.1128/
AEM.66.2.455-466.2000.

6. Kirchman DL, Hoffman KA, Weaver R, Hutchins DA. 2003. Regulation of
growth and energetics of a marine bacterium by nitrogen source and
iron availability. Mar Ecol Prog Ser 250:291–296. https://doi.org/10.3354/
meps250291.

7. Moran MA. 2015. The global ocean microbiome. Science 350:aac8455.
https://doi.org/10.1126/science.aac8455.

8. Amin SA, Parker MS, Armbrust EV. 2012. Interactions between diatoms
and bacteria. Microbiol Mol Biol Rev 76:667– 684. https://doi.org/
10.1128/MMBR.00007-12.

9. Amin SA, Hmelo LR, van Tol HM, Durham BP, Carlson LT, Heal KR,
Morales RL, Berthiaume CT, Parker MS, Djunaedi B, Ingalls AE, Parsek MR,
Moran MA, Armbrust EV. 2015. Interaction and signalling between a
cosmopolitan phytoplankton and associated bacteria. Nature 522:
98 –101. https://doi.org/10.1038/nature14488.

10. Durham BP, Sharma S, Luo H, Smith CB, Amin SA, Bender SJ, Dearth SP,
Van Mooy BA, Campagna SR, Kujawinski EB, Armbrust EV, Moran MA.
2015. Cryptic carbon and sulfur cycling between surface ocean plankton.
Proc Natl Acad Sci U S A 112:453– 457. https://doi.org/10.1073/
pnas.1413137112.

11. Mayali X, Azam F. 2004. Algicidal bacteria in the sea and their impact on
algal blooms. J Eukaryot Microbiol 51:139 –144. https://doi.org/10.1111/
j.1550-7408.2004.tb00538.x.

12. Seyedsayamdost MR, Carr G, Kolter R, Clardy J. 2011. Roseobacticides:
small molecule modulators of an algal-bacterial symbiosis. J Am Chem
Soc 133:18343–18349. https://doi.org/10.1021/ja207172s.

13. Boyd PW, Strzepek RF, Ellwood MJ, Hutchins DA, Nodder SD, Twining BS,
Wilhelm SW. 2015. Why are biotic iron pools uniform across high- and
low-iron pelagic ecosystems? Global Biogeochem Cycles 29:1028 –1043.
https://doi.org/10.1002/2014GB005014.

14. Howard EC, Henriksen JR, Buchan A, Reisch CR, Bürgmann H, Welsh R, Ye
W, González JM, Mace K, Joye SB, Kiene RP, Whitman WB, Moran MA.
2006. Bacterial taxa that limit sulfur flux from the ocean. Science 314:
649 – 652. https://doi.org/10.1126/science.1130657.

15. Sule P, Belas R. 2013. A novel inducer of Roseobacter motility is also a
disruptor of algal symbiosis. J Bacteriol 195:637– 646. https://doi.org/
10.1128/JB.01777-12.

16. Luo H, Moran MA. 2014. Evolutionary ecology of the marine Roseobacter
clade. Microbiol Mol Biol Rev 78:573–587. https://doi.org/10.1128/
MMBR.00020-14.

17. Hopkinson BM, Roe KL, Barbeau KA. 2008. Heme uptake by Microscilla
marina and evidence for heme uptake systems in the genomes of
diverse marine bacteria. Appl Environ Microbiol 74:6263– 6270. https://
doi.org/10.1128/AEM.00964-08.

18. Hogle SL, Barbeau KA, Gledhill M. 2014. Heme in the marine
environment: from cells to the iron cycle. Metallomics 6:1107–1120.
https://doi.org/10.1039/c4mt00031e.

19. Honey D, Gledhill M, Bibby T, Legiret F, Pratt N, Hickman A, Lawson T,
Achterberg E. 2013. Heme b in marine phytoplankton and particulate

material from the North Atlantic Ocean. Mar Ecol Prog Ser 483:1–17.
https://doi.org/10.3354/meps10367.

20. Gledhill M, Achterberg EP, Honey DJ, Nielsdottir MC, Rijkenberg MJA. 2013.
Distributions of particulate heme b in the Atlantic and Southern Oceans—
implications for electron transport in phytoplankton. Global Biogeochem
Cycles 27:1072–1082. https://doi.org/10.1002/2013GB004639.

21. Roe KL, Hogle SL, Barbeau KA. 2013. Utilization of heme as an iron source
by marine Alphaproteobacteria in the Roseobacter clade. Appl Environ
Microbiol 79:5753–5762. https://doi.org/10.1128/AEM.01562-13.

22. Schauer K, Rodionov DA, de Reuse H. 2008. New substrates for TonB-
dependent transport: do we only see the ‘tip of the iceberg’? Trends
Biochem Sci 33:330 –338. https://doi.org/10.1016/j.tibs.2008.04.012.

23. Atkinson HJ, Morris JH, Ferrin TE, Babbitt PC. 2009. Using sequence similarity
networks for visualization of relationships across diverse protein superfami-
lies. PLoS One 4:e4345. https://doi.org/10.1371/journal.pone.0004345.

24. Tong Y, Guo M. 2009. Bacterial heme-transport proteins and their heme-
coordination modes. Arch Biochem Biophys 481:1–15. https://doi.org/
10.1016/j.abb.2008.10.013.

25. The UniProt Consortium. 2015. UniProt: a hub for protein information.
Nucleic Acids Res 43:D204 –D212. https://doi.org/10.1093/nar/gku989.

26. Paz-Yepes J, Brahamsha B, Palenik B. 2013. Role of a microcin-C-like
biosynthetic gene cluster in allelopathic interactions in marine Syn-
echococcus. Proc Natl Acad Sci U S A 110:12030 –12035. https://doi.org/
10.1073/pnas.1306260110.

27. Tang D, Morell FMM. 2006. Distinguishing between cellular and Fe-
oxide-associated trace elements in phytoplankton. Mar Chem 98:18 –30.
https://doi.org/10.1016/j.marchem.2005.06.003.

28. Gledhill M. 2007. The determination of heme b in marine phyto- and
bacterioplankton. Mar Chem 103:393– 403. https://doi.org/10.1016/
j.marchem.2006.10.008.

29. Alavi M, Miller T, Erlandson K, Schneider R, Belas R. 2001. Bacterial commu-
nity associated with Pfiesteria-like dinoflagellate cultures. Environ Microbiol
3:380–396. https://doi.org/10.1046/j.1462-2920.2001.00207.x.

30. Miller TR, Belas R. 2003. Pfiesteria piscicida, P. shumwayae, and other
Pfiesteria-like dinoflagellates. Res Microbiol 154:85–90. https://doi.org/
10.1016/S0923-2508(03)00027-5.

31. Miller TR, Hnilicka K, Dziedzic A, Desplats P, Belas R. 2004. Chemotaxis of
Silicibacter sp. strain TM1040 toward dinoflagellate products. Appl En-
viron Microbiol 70:4692– 4701. https://doi.org/10.1128/AEM.70.8.4692
-4701.2004.

32. Slightom RN, Buchan A. 2009. Surface colonization by marine
roseobacters: integrating genotype and phenotype. Appl Environ Micro-
biol 75:6027– 6037. https://doi.org/10.1128/AEM.01508-09.

33. Teeling H, Fuchs BM, Becher D, Klockow C, Gardebrecht A, Bennke CM,
Kassabgy M, Huang S, Mann AJ, Waldmann J, Weber M, Klindworth A,
Otto A, Lange J, Bernhardt J, Reinsch C, Hecker M, Peplies J, Bockelmann
FD, Callies U, Gerdts G, Wichels A, Wiltshire KH, Glöckner FO, Schweder
T, Amann R. 2012. Substrate-controlled succession of marine bacterio-
plankton populations induced by a phytoplankton bloom. Science 336:
608 – 611. https://doi.org/10.1126/science.1218344.

34. Swan BK, Tupper B, Sczyrba A, Lauro FM, Martinez-Garcia M, González
JM, Luo H, Wright JJ, Landry ZC, Hanson NW, Thompson BP, Poulton NJ,
Schwientek P, Acinas SG, Giovannoni SJ, Moran MA, Hallam SJ, Cavic-
chioli R, Woyke T, Stepanauskas R. 2013. Prevalent genome streamlining
and latitudinal divergence of planktonic bacteria in the surface ocean.
Proc Natl Acad Sci U S A 110:11463–11468. https://doi.org/10.1073/
pnas.1304246110.

35. Luo H, Swan BK, Stepanauskas R, Hughes AL, Moran MA. 2014. Evolu-
tionary analysis of a streamlined lineage of surface ocean Roseobacters.
ISME J 8:1428 –1439. https://doi.org/10.1038/ismej.2013.248.

36. Hopkinson BM, Barbeau KA. 2012. Iron transporters in marine prokary-
otic genomes and metagenomes. Environ Microbiol 14:114 –128. https://
doi.org/10.1111/j.1462-2920.2011.02539.x.

37. Toulza E, Tagliabue A, Blain S, Piganeau G. 2012. Analysis of the global
ocean sampling (GOS) project for trends in iron uptake by surface ocean

Hogle et al.

January/February 2017 Volume 2 Issue 1 e00124-16 msystems.asm.org 14

 on January 11, 2017 by guest
http://m

system
s.asm

.org/
D

ow
nloaded from

 

https://doi.org/10.1126/science.280.5364.694
https://doi.org/10.1002/lol2.10026
https://doi.org/10.1038/nrmicro3326
https://doi.org/10.1038/nrmicro3326
https://doi.org/10.1038/383330a0
https://doi.org/10.1038/383330a0
https://doi.org/10.1128/AEM.66.2.455-466.2000
https://doi.org/10.1128/AEM.66.2.455-466.2000
https://doi.org/10.3354/meps250291
https://doi.org/10.3354/meps250291
https://doi.org/10.1126/science.aac8455
https://doi.org/10.1128/MMBR.00007-12
https://doi.org/10.1128/MMBR.00007-12
https://doi.org/10.1038/nature14488
https://doi.org/10.1073/pnas.1413137112
https://doi.org/10.1073/pnas.1413137112
https://doi.org/10.1111/j.1550-7408.2004.tb00538.x
https://doi.org/10.1111/j.1550-7408.2004.tb00538.x
https://doi.org/10.1021/ja207172s
https://doi.org/10.1002/2014GB005014
https://doi.org/10.1126/science.1130657
https://doi.org/10.1128/JB.01777-12
https://doi.org/10.1128/JB.01777-12
https://doi.org/10.1128/MMBR.00020-14
https://doi.org/10.1128/MMBR.00020-14
https://doi.org/10.1128/AEM.00964-08
https://doi.org/10.1128/AEM.00964-08
https://doi.org/10.1039/c4mt00031e
https://doi.org/10.3354/meps10367
https://doi.org/10.1002/2013GB004639
https://doi.org/10.1128/AEM.01562-13
https://doi.org/10.1016/j.tibs.2008.04.012
https://doi.org/10.1371/journal.pone.0004345
https://doi.org/10.1016/j.abb.2008.10.013
https://doi.org/10.1016/j.abb.2008.10.013
https://doi.org/10.1093/nar/gku989
https://doi.org/10.1073/pnas.1306260110
https://doi.org/10.1073/pnas.1306260110
https://doi.org/10.1016/j.marchem.2005.06.003
https://doi.org/10.1016/j.marchem.2006.10.008
https://doi.org/10.1016/j.marchem.2006.10.008
https://doi.org/10.1046/j.1462-2920.2001.00207.x
https://doi.org/10.1016/S0923-2508(03)00027-5
https://doi.org/10.1016/S0923-2508(03)00027-5
https://doi.org/10.1128/AEM.70.8.4692-4701.2004
https://doi.org/10.1128/AEM.70.8.4692-4701.2004
https://doi.org/10.1128/AEM.01508-09
https://doi.org/10.1126/science.1218344
https://doi.org/10.1073/pnas.1304246110
https://doi.org/10.1073/pnas.1304246110
https://doi.org/10.1038/ismej.2013.248
https://doi.org/10.1111/j.1462-2920.2011.02539.x
https://doi.org/10.1111/j.1462-2920.2011.02539.x
msystems.asm.org
http://msystems.asm.org/


microbes. PLoS One 7:e30931. https://doi.org/10.1371/journal
.pone.0030931.

38. Pedler BE, Aluwihare LI, Azam F. 2014. Single bacterial strain capable of
significant contribution to carbon cycling in the surface ocean. Proc Natl
Acad Sci U S A 111:7202–7207. https://doi.org/10.1073/pnas.1401887111.

39. Dupont CL, McCrow JP, Valas R, Moustafa A, Walworth N, Goodenough
U, Roth R, Hogle SL, Bai J, Johnson ZI, Mann E, Palenik B, Barbeau KA,
Venter JC, Allen AE. 2015. Genomes and gene expression across light
and productivity gradients in eastern subtropical Pacific microbial com-
munities. ISME J 9:1076 –1092. https://doi.org/10.1038/ismej.2014.198.

40. Strzepek RF, Harrison PJ. 2004. Photosynthetic architecture differs in
coastal and oceanic diatoms. Nature 431:689 – 692. https://doi.org/
10.1038/nature02954.

41. Nienaber A, Hennecke H, Fischer HM. 2001. Discovery of a haem uptake
system in the soil bacterium Bradyrhizobium japonicum. Mol Microbiol
41:787– 800. https://doi.org/10.1046/j.1365-2958.2001.02555.x.

42. Belas R, Horikawa E, Aizawa S-I, Suvanasuthi R. 2009. Genetic determi-
nants of Silicibacter sp. TM1040 motility. J Bacteriol 191:4502– 4512.
https://doi.org/10.1128/JB.00429-09.

43. Sarthou G, Vincent D, Christaki U, Obernosterer I, Timmermans KR,
Brussaard CPD. 2008. The fate of biogenic iron during a phytoplankton
bloom induced by natural fertilisation: impact of copepod grazing. Deep
Sea Res Part II Top Stud Oceanogr 55:734 –751. https://doi.org/10.1016/
j.dsr2.2007.12.033.

44. Boyd PW, Law CS, Hutchins Da, Abraham ER, Croot PL, Ellwood M, Frew
RD, Hadfield M, Hall J, Handy S, Hare C, Higgins J, Hill P, Hunter K,
LeBlanc K, Maldonado MT, McKay RM, Mioni C, Oliver M, Pickmere S,
Pinkerton M, Safi K, Sander S, Sanudo-Wilhelmy S, Smith M, Strzepek R,
Tovar-Sanchez A, Wilhelm SW. 2005. FeCycle: attempting an iron bio-
geochemical budget from a mesoscale SF6 tracer experiment in unper-
turbed low iron waters. Global Biogeochem Cycles 19:1–13. https://
doi.org/10.1029/2005GB002494.

45. Boyd PW, Ibisanmi E, Sander SG, Hunter KA, Jackson GA. 2010. Remin-
eralization of upper ocean particles: implications for iron biogeochem-
istry. Limnol Oceanogr 55:1271–1288. https://doi.org/10.4319/
lo.2010.55.3.1271.

46. Barrett T, Wilhite SE, Ledoux P, Evangelista C, Kim IF, Tomashevsky M,
Marshall KA, Phillippy KH, Sherman PM, Holko M, Yefanov A, Lee H,
Zhang N, Robertson CL, Serova N, Davis S, Soboleva A. 2013. NCBI GEO:
archive for functional genomics data sets— update. Nucleic Acids Res
41:D991–D995. https://doi.org/10.1093/nar/gks1193.

47. Love MI, Huber W, Anders S. 2014. Moderated estimation of fold change
and dispersion for RNA-seq data with DESeq2. Genome Biol 15:550.
https://doi.org/10.1186/s13059-014-0550-8.

48. Marchler-Bauer A, Derbyshire MK, Gonzales NR, Lu S, Chitsaz F, Geer LY,
Geer RC, He J, Gwadz M, Hurwitz DI, Lanczycki CJ, Lu F, Marchler GH,
Song JS, Thanki N, Wang Z, Yamashita RA, Zhang D, Zheng C, Bryant SH.

2015. CDD: NCBI’s conserved domain database. Nucleic Acids Res 43:
D222–D226. https://doi.org/10.1093/nar/gku1221.

49. Hogle SL, Thrash JC, Dupont CL, Barbeau KA. 2016. Trace metal acqui-
sition by marine heterotrophic bacterioplankton with contrasting
trophic strategies. Appl Environ Microbiol 82:1613–1624. https://doi.org/
10.1128/AEM.03128-15.

50. Markowitz VM, Chen I-M, Palaniappan K, Chu K, Szeto E, Grechkin Y,
Ratner A, Jacob B, Huang J, Williams P, Huntemann M, Anderson I,
Mavromatis K, Ivanova NN, Kyrpides NC. 2012. IMG: the integrated
microbial genomes database and comparative analysis system. Nucleic
Acids Res 40:D115–D122. https://doi.org/10.1093/nar/gkr1044.

51. Mashiyama ST, Malabanan MM, Akiva E, Bhosle R, Branch MC, Hillerich B,
Jagessar K, Kim J, Patskovsky Y, Seidel RD, Stead M, Toro R, Vetting MW,
Almo SC, Armstrong RN, Babbitt PC. 2014. Large-scale determination of
sequence, structure, and function relationships in cytosolic glutathione
transferases across the biosphere. PLoS Biol 12:e1001843. https://
doi.org/10.1371/journal.pbio.1001843.

52. Gerlt JA, Allen KN, Almo SC, Armstrong RN, Babbitt PC, Cronan JE,
Dunaway-Mariano D, Imker HJ, Jacobson MP, Minor W, Poulter CD,
Raushel FM, Sali A, Shoichet BK, Sweedler JV. 2011. The Enzyme Function
Initiative. Biochemistry 50:9950 –9962. https://doi.org/10.1021/
bi201312u.

53. Rao AU, Carta LK, Lesuisse E, Hamza I. 2005. Lack of heme synthesis in a
free-living eukaryote. Proc Natl Acad Sci U S A 102:4270 – 4275. https://
doi.org/10.1073/pnas.0500877102.

54. Pishchany G, McCoy AL, Torres VJ, Krause JC, Crowe JE, Fabry ME, Skaar
EP. 2010. Specificity for human hemoglobin enhances Staphylococcus
aureus infection. Cell Host Microbe 8:544 –550. https://doi.org/10.1016/
j.chom.2010.11.002.

55. Pfaffl MW, Horgan GW, Dempfle L. 2002. Relative expression software
tool (REST©) for group-wise comparison and statistical analysis of rela-
tive expression results in real-time PCR. Nucleic Acids Res 30:e36. https://
doi.org/10.1093/nar/30.9.e36.

56. Gibson DG, Young L, Chuang RY, Venter JC, Hutchison CA, Smith HO.
2009. Enzymatic assembly of DNA molecules up to several hundred
kilobases. Nat Methods 6:343–345. https://doi.org/10.1038/nmeth.1318.

57. Espinas NA, Kobayashi K, Takahashi S, Mochizuki N, Masuda T. 2012.
Evaluation of unbound free heme in plant cells by differential acetone
extraction. Plant Cell Physiol 53:1344 –1354. https://doi.org/10.1093/
pcp/pcs067.

58. Atamna H, Frey WH, II. 2004. A role for heme in Alzheimer’s disease:
heme binds amyloid beta and has altered metabolism. Proc Natl Acad
Sci U S A 101:11153–11158. https://doi.org/10.1073/pnas.0404349101.

59. Parsons TR, Maita Y, Lalli CM. 1984. Determination of chlorophylls and
total carotenoids: spectrophotometric method, 4.1, p 101–104. In Lalli
TRPMM (ed), A manual of chemical and biological methods for seawater
analysis. Pergamon, Amsterdam, The Netherlands.

Roseobacter Heme Uptake

January/February 2017 Volume 2 Issue 1 e00124-16 msystems.asm.org 15

 on January 11, 2017 by guest
http://m

system
s.asm

.org/
D

ow
nloaded from

 

https://doi.org/10.1371/journal.pone.0030931
https://doi.org/10.1371/journal.pone.0030931
https://doi.org/10.1073/pnas.1401887111
https://doi.org/10.1038/ismej.2014.198
https://doi.org/10.1038/nature02954
https://doi.org/10.1038/nature02954
https://doi.org/10.1046/j.1365-2958.2001.02555.x
https://doi.org/10.1128/JB.00429-09
https://doi.org/10.1016/j.dsr2.2007.12.033
https://doi.org/10.1016/j.dsr2.2007.12.033
https://doi.org/10.1029/2005GB002494
https://doi.org/10.1029/2005GB002494
https://doi.org/10.4319/lo.2010.55.3.1271
https://doi.org/10.4319/lo.2010.55.3.1271
https://doi.org/10.1093/nar/gks1193
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1093/nar/gku1221
https://doi.org/10.1128/AEM.03128-15
https://doi.org/10.1128/AEM.03128-15
https://doi.org/10.1093/nar/gkr1044
https://doi.org/10.1371/journal.pbio.1001843
https://doi.org/10.1371/journal.pbio.1001843
https://doi.org/10.1021/bi201312u
https://doi.org/10.1021/bi201312u
https://doi.org/10.1073/pnas.0500877102
https://doi.org/10.1073/pnas.0500877102
https://doi.org/10.1016/j.chom.2010.11.002
https://doi.org/10.1016/j.chom.2010.11.002
https://doi.org/10.1093/nar/30.9.e36
https://doi.org/10.1093/nar/30.9.e36
https://doi.org/10.1038/nmeth.1318
https://doi.org/10.1093/pcp/pcs067
https://doi.org/10.1093/pcp/pcs067
https://doi.org/10.1073/pnas.0404349101
msystems.asm.org
http://msystems.asm.org/

	RESULTS
	The Sulfitobacter sp. strain SA11 heme transporter is downregulated during exponential growth in coculture with a marine diatom. 
	Heme transporters are abundant in marine Roseobacter genomes. 
	The TM1040 genome contains a putative heme transporter. 
	The TM1040 heme transporter is upregulated under iron stress conditions and cotranscribed. 
	TM1040 can utilize heme or hemoglobin as an iron source. 
	Disruption of hmuR eliminates TM1040 growth on heme. 
	TM1040 outperforms LH02 when diatom lysate is the only added iron source. 

	DISCUSSION
	Conclusion. 

	MATERIALS AND METHODS
	Transcriptome data from Sulfitobacter sp. strain SA11 in coculture with Pseudo-nitzschia multiseries PC9. 
	Construction of TonB-dependent receptor sequence similarity network. 
	Bacterial/algal strains and growth conditions. 
	Culturing strains under iron-depleted conditions. 
	TM1040 genomic DNA extraction. 
	TM1040 RNA extraction. 
	Reverse transcription of mRNA. 
	Reverse transcription-quantitative PCR (RT-qPCR). 
	Partial deletion and insertional inactivation of hmuR in the TM1040 genome. 
	Preparation of trace-metal-clean algal lysate and removal of extracellular iron. 
	Analytical measurement of heme b and chlorophyll from algal lysate. 
	Study of competition between wild-type TM1040 and the LH02 mutant strain. 
	Accession number(s). 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

