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Giant viruses have remarkable genomic repertoires—blurring the line with
cellular life—and act as top–down controls of eukaryotic plankton. However,
to date only six cultured giant virus genomes are available from the pelagic
ocean. We used at-sea flow cytometry with staining and sorting designed to
target wild predatory eukaryotes, followed by DNA sequencing and assem-
bly, to recover novel giant viruses from the Pacific Ocean. We retrieved four
‘PacV’ partial genomes that range from 421 to 1605 Kb, with 13 contigs on
average, including the largest marine viral genomic assembly reported to
date. Phylogenetic analyses indicate that three of the new viruses span a
clade with deep-branching members of giant Mimiviridae, incorporating
the Cafeteria roenbergensis virus, the uncultivated terrestrial Faunusvirus,
one PacV from a choanoflagellate and two PacV with unclear hosts. The
fourth virus, oPacV-421, is phylogenetically related to viruses that infect
haptophyte algae. About half the predicted proteins in each PacV have no
matches in NCBI nr (e-value < 10−5), totalling 1735 previously unknown pro-
teins; the closest affiliations of the other proteins were evenly distributed
across eukaryotes, prokaryotes and viruses of eukaryotes. The PacVs
encode many translational proteins and two encode eukaryotic-like proteins
from the Rh family of the ammonium transporter superfamily, likely influen-
cing the uptake of nitrogen during infection. cPacV-1605 encodes a microbial
viral rhodopsin (VirR) and the biosynthesis pathway for the required chro-
mophore, the second finding of a choanoflagellate-associated virus that
encodes these genes. In co-collected metatranscriptomes, 85% of cPacV-
1605 genes were expressed, with capsids, heat shock proteins and proteases
among the most highly expressed. Based on orthologue presence–absence
patterns across the PacVs and other eukaryotic viruses, we posit the
observed viral groupings are connected to host lifestyles as heterotrophs
or phototrophs.

This article is part of a discussion meeting issue ‘Single cell ecology’.
1. Introduction
Viruses have typically been characterized as ‘simple’ pathogens that are entirely
dependent on cellular life for production of progeny. However, giant viruses of
eukaryotes belonging to the Nucleocytoplasmic Large dsDNAviruses, NCLDV
(which include the proposed order ‘Megavirales’ [1]) have led to a re-write of
this definition owing to the discovery that they encode multiple functions
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previously thought to be unique to cellular life [2,3]. These
giant viruses are a source of genetic novelty [4] and encode
a variety of translational proteins such as translation initiation
and elongation factors, tRNA synthetases and tRNAs that had
been considered hallmarks of cellular life [3,5,6]. Their genome
sizes can exceed those from free-living bacteria and even small
pathogenic eukaryotes [7,8], with the often cited minimum
genome size cut-off for a giant virus being 300 Kb [9,10].
New information on the diversity of giant viruses and the pro-
teins they encode is providing insight into the evolution of
viruses and their influence on host cellular functions [3].
Further, once a greater number of genomes from diverse giant
viral lineages are available, it should be possible to advance
our understanding of the evolution of cellular life as well,
given the proposed importance of viruses in the evolution of
eukaryotes and more generally host gene content [11].

In the ocean, viruses are thought to exert significant top–
down influence on microbial eukaryotes and have been
implicated in the termination of mono-specific phytoplankton
blooms [12–14]. Most of the cultivated marine eukaryotic
viruses infect phytoplankton, especially prasinophyte or
haptophyte algae, and have genomes ranging from 173 to
668 Kb [15–18]. Among these are five giant viruses of marine
pelagic phytoplankton [17–23], with complete genome
sequences. Additionally, one giant virus of a cultivated hetero-
trophic marine pelagic protist, the stramenopile Cafeteria
roenbergensis is available [24]. The only other sequenced pelagic
giant virus comes from the uncultured choanoflagellate Bicosta
minor, as discussed below [25]. Among these viruses, all but
one (a Emiliiania huxley virus) belongs to a broadly defined
family Mimiviridae [26,27]. Knowledge about the biology and
infection dynamics of smaller marine viruses of eukaryotes is
considerable, again, coming from phytoplankton having
many cultured representatives available for isolating viruses
from the field, such as prasinophytes [18,28–31]. Notably,
while the six cultured marine giant viruses reveal extensive
novelty, they do not rival the genome sizes of giant NCLDV iso-
lated from other environments such as marine sediments,
freshwater systems or soils, which extend to 2.7 Mb in size [3,7].

Cultivation-independent techniques are important in study-
ing eukaryotic viruses in the ocean, owing to the difficulty of
cultivating their hosts [25,32,33]. Recently, several giant
NCLDV partial genomes were assembled using traditional
metagenomic methods from (non-marine) waste waters [5],
which have limited diversity, and from deep sea hydrothermal
vent sediments with largely uncharacterizedmicrobial commu-
nities [34]. Few cultivation-independent studies have been
published that capture giant viruses in pelagic aquatic systems.
One study, based on bulk metagenomics (i.e. biomass collected
by filtering onto a membrane followed by DNA extraction),
assembled two related giant virus metagenomes by sequencing
Antarctic lakewater (Organic Lake) during an algal bloom [35],
and argued, owing to similarities to a cultured haptophyte
virus, that these viruses infect a haptophyte, also the most
abundant algal type present in the sample.

Targeted metagenomics [36], where cells or viral particles
themselves are separated by flow cytometry and then
sequenced, has led to recovery of partial eukaryotic virus
genome assemblies, albeit lacking host information [37,38].
Application to uncultured bacterial cells has provided evi-
dence of co-associations between bacterial hosts and phages
during infection [39–41]. Presumably, the viral genomes are
effectively ‘pre-amplified’ by the virus having replicated in
the sorted host cell, a factor that may improve recovery of
viral genomes. Recently, just that has been shown using
single-cell eukaryotic metagenomics [25]. This study ren-
dered the discovery of the largest marine NCLDV genome
yet reported. The 870 Kb assembly was obtained from a
sorted choanoflagellate, a bacterivore (heterotrophic preda-
tory protist) from the Pacific Ocean [25]. The described
viruses, ChoanoV1 and ChoanoV2 each encode three
microbial rhodopsin proteins, adding to the one previously
found in the genome of an algal virus, and two in metage-
nomic assemblies of putative algal viruses [42]. Unlike the
latter, the ChoanoViruses also encode genes for the chromo-
phore, retinal, and therefore may confer phototrophic
capacities to their heterotrophic hosts [25].

Here, differential staining, via Lysotracker Green—which
stains foodvacuoles and/oracidic components of heterotrophic
protists [25,43]—and flow cytometry were used to separate
individual or multiple living protists from a mixed microbial
assemblage in the easternNorthPacific (ENP)Ocean togenerate
targeted metagenomes [25,36]. We assembled partial viral
genome sequences that provide evidence for four deep-
branching viruses within the Mimiviridae, with total assembly
sizes from 421 to 1605 Kb, including the largest viral genome
yet recovered from the pelagic ocean. We characterize these
assembled genome fragments, explore similarities with the
other knownNCLDVand analyse their transcriptional patterns
from bulk metatranscriptomes to further understand the
evolution and ecology of marine giant viruses.
2. Methods
(a) Sampling and flow cytometry
Samples were collected from the depth where the chlorophyll
maximum was observed at three sites in the ENP from a coastal
(M2, 20 m depth), mesotrophic (Meso1, 30 m depth) and oligo-
trophic (67–155, 100 m depth) station (figure 1a; electronic
supplementary material, table S1). Seawater was collected using
Niskin bottles mounted on a rosette package including a conduc-
tivity, temperature, and depth instrument (CTD) and fluorometer.
Chlorophyll concentrations were quantified via filtration onto a
GF/F filter and acetone extraction [44] from eight discrete
depths including those of the cell sorts as described below. Nitrate,
phosphate and silicate concentrations were determined colorome-
trically [45] and ammonium was determined fluorometrically [46].

For flow cytometric sorting, whole seawater was pre-filtered
with a 30 or 40 µm nylon mesh and concentrated by gravity over
a 0.8 µm pore size filter (10-, 50- or 100-fold depending on the
sample; electronic supplementary material, table S1). Concentrated
samples were stained with Lysotracker Green DND-26 (Life Tech-
nologies Catalogue #L7526), a fluorescent probe that accumulates
in acidic compartments [43], with 25 or 100 nM final concentration
for 15 min in the dark (electronic supplementary material, table S1)
[25]. Samples were then run on an Influx Fluorescence Activated
Cell Sorter (BD Biosciences) equipped with a 488 nm laser, running
sterile 1× PBS as sheath fluid. Eukaryotic cells possessing Lyso-
tracker signal, detected as green fluorescence collected through a
520/35 nm (67-155 and M2) or 531/40 nm (Meso1) bandpass
filter, were sorted into tubes or wells (300 cells per tube for 67-155
and Meso1, or individual cells into wells of a 384-well plate at
M2). A NOT logic gate encompassing the natural chlorophyll
signal of phytoplankton was used to exclude photosynthetic cells
in order to more specifically target heterotrophic protists. Sort
tubes andplateswere frozen at−80°C immediatelyafter cell sorting.

We focused on sorts in which partial NCLDV genomes were
obtained, two from single cell sorts (Station M2, 20 March 2014)
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Figure 1. Sites of sorting in distinct ecological zones of the eastern North Pacific Ocean. (a) Location of cell sorting experiments, as well as one station where a
sample for metatranscriptomics was collected (M1). Depth profiles of (b) temperature, (c) chlorophyll concentration, (d ) nitrate concentration and (e) ammonium
concentration at Stations 67-155 (oligotrophic, blue), Meso1 (mesotrophic, light green) and M2 (coastal, dark green). The arrows indicate the depth from which
water was collected for flow cytometric sorting, specifically, the deep chlorophyll maximum for 67-155 (100 m, see electronic supplementary material, figure S1a for
in vivo fluorescence profile) and at the sub-surface maxima for Meso1 (30 m) and M2 (20 m). Note, 67-155 data in (b), (c) and (d ) are from a CTD cast executed 8 h
prior to the cast on which sorting was performed. Additionally, ammonium concentrations at 67-155 (e) were measured from a CTD cast collected 25.5 h prior to
sorting. Electronic supplementary material, figure S1e,f provides additional data on temperature and salinity for the cast on which cell sorting was performed, which
exhibited highly similar conditions to casts depicted in the above panels.
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and two from multi-cell sorts (Station 67-155, 11 October 2013;
Station Meso1, 16 September 2012).

(b) Assembly and genome identification
Multi-cell sorts and single cells were amplified via multiple dis-
placement amplification (MDA) [47] and libraries were
sequenced with paired-end Illumina HiSeq (electronic supplemen-
tary material, table S1). Paired reads were quality filtered with
Trimmomatic v. 0.36 [48] by truncation at the first base below a
q-score of 3, and then by truncation below a quality score of 30
across a moving average of 25 bp (full settings: LEADING:3
TRAILING:3 SLIDINGWINDOW:25:30 MINLEN:50). Quality-
filtered reads, including paired and unpaired reads, were then
assembled with Spades v. 3.11.1 with -k 21,33,55,77,99,127 via
the single-cell option (‘-sc’) [49]. Contigs longer than 1 Kb were
then selected for downstream processing. Notably, however, con-
tigs less than 5 Kb made up only a small fraction of the partial
genome assemblies (see §§3,4 and electronic supplementary
material, Discussion). Quality-filtered paired reads from each
sample were mapped back to the contigs with Bowtie 2, using
default settings [50]. Binning of contigs was performed in
Anvi’o [51] based on similarities in tetranucleotide frequency
and GC-content. Protein coding sequences were predicted via Pro-
digal [52] from each contig and then searched for any of 47
putatively ancestral NCLDV genes [53] via hmmscan (e-value <
10−50) [54] (electronic supplementary material, table S2). To gener-
ate the hidden Markov models (hmm) of the 47 proteins, the
proteins were collected from the nucleocytoplasmic viral
orthogroup (NCVOG) dataset as previously reported [53]. Then,
for each NCVOG, the sequences were aligned with MAFFT
(–auto) [55]. Hmms were then constructed with hmmbuild and
prepared for searching with hmmpress. The alignments, hmm
models and the full package for use in Anvi’o are available via
FigShare (doi:10.6084/m9.figshare.9108335). A visualization of
contigs that contained any of the putatively ancestral NCLDV
genes was added to the Anvi’o interactive interface to aid in
identification of NCLDV contigs. These same hmm models were
also used to assess the number of these proteins in the other repre-
sentative NCLDV as reported in electronic supplementary
material, table S2 via hmmscan with an e-value cut-off of less
than 10−50. Additionally, each contig was searched for rRNA
gene sequences via barrnap [56], which were added to Anvi’o
visualizations to identify obviously cellular contigs. After
genome binning, the largest viral genome recovered (cPacV-
1605, see §3) was secondarily assembled in Geneious v. 6.1.6
[57]; contigs that overlapped by more than 100 bp with 100%
identity were assembled, accordingly. This secondary assembly
resulted in a reduction in the number of contigs from 29 to 14.
The other viruses (for which the initial assemblies had fewer con-
tigs) were not further assembled in this manner.

To determine the identity of the sorted potential host cells
from each of the metagenomic samples, we used metaxa2 [58]
to extract paired reads that were of 16S or 18S rRNA gene
sequence origin. In the ‘paired-end’ format, metaxa2 identifies
read pairs if either of the pairs are rRNA gene sequences. There-
fore, to improve the classifications of the extracted rRNA gene
sequences, we only further classified pairs from which both
reads were derived from rRNA gene sequences. To do this, a sec-
ondary filter was performed on each read by individually
searching the SILVA 132 database [59] with blastn (e-value <
10−25). Then, the paired reads for which both were of rRNA
gene sequence origin were combined with an N between the
two ends and classified via the assign_taxonomy.py command in
QIIME [60] with the RDP classifier [61] using the SILVA 132 data-
base as a reference. The kmer-based ribosomal database project
(RDP) classifier ignores the degenerate base (‘N’) [62] making it
suitable for this analysis. Krona visualizations of the rRNA classi-
fication results were generated with the ktImportText command of
the krona package [63].

For the two single cells sorted from Station M2 we performed
additional searches to gather information about the identity of the
sorted cells. For one of the two single-cells, no rRNA genes were
detected (a sort from Station M2). Therefore, each assembled
contig (greater than 1 Kb) was classified with the CAT annotation
tool [64]. We also performed an additional blastx search of the con-
tigs against NCBI nr and a dataset of 19 choanoflagellate
transcriptomes [65] (sequence match across 30% amino acid simi-
larity over more than 100 aa, and bit-score greater than 100). Each
cell was also searched by blastn against a draft genome of B.
minor (choanoflagellate), which is assembled in [25].

(c) Virus genome annotation
Annotation of predicted proteins was performed via hmmscan
searches of the Pfam database [66] (e-value < 10−5). To identify
orthologous NCLDV proteins, we evaluated 81 partial and com-
plete representative NCLDV genomes (electronic supplementary
material, table S3), including the PacVs, with Orthofinder v. 1.1.8
[67]. In order to infer functional characteristics of the various
lineages across NCLDV, the orthofinder results were imported
into R [68] and the viruses were clustered based on the patterns
of presence and absence of orthogroups with pvclust [69] and
500 bootstraps. We used the approximately unbiased p-values
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for bootstrap support. Clustering patterns and distributions of
orthogroups were visualized via the superheat R package [70].
Circular genome maps were produced in R via the circlize pack-
age [71] (the order of contigs is arbitrary). Moving averages of
GC-content, for genome maps, were calculated in R with the
Biostrings package [72]. Rhodopsin functional motifs and
predicted spectral tuning were determined based on relevant
positions as previously described [73–76].

(d) Phylogenomics and phylogenetics
A phylogenomic reconstruction based on ten putatively vertically
transmitted core NCLDV genes was generated as previously
described [25]. Five of these proteins overlap with those used pre-
viously for NCLDV phylogenomic analyses [5], specifically, DNA
polymerase elongation subunit family, D5-like helicase-primase,
packaging ATPase, Poxvirus Late Transcription Factor VLTF3-like,
and DNA or RNA helicases of superfamily II. The other five
were selected as part of analyses in [25], specifically, RNA polymer-
ase, subunit alpha, RNA polymerase subunit beta, mRNA capping
enzyme DNA topoisomerase II and YqaJ viral recombinase. All 10
orthologues were found for one of the new viruses (oPacV-421),
nine in cPacV-1605 and mPacV-611, and seven in oPacV-662.
Additionally, we identified five or more of these orthologues in
the recently reported NCLDV from deep sea sediments
LCMiAC01, LCMiAC02, LCMAC102, LCMAC103, LCPAC104,
LCPAC201 and LCPAC202 [34] and the soil viruses Harvfovirus,
Satyrvirus, Terrestrivirus, Hyperionvirus, Edafosvirus and Faunus-
virus [38]. All new sequences were added to the single-gene
alignments, re-aligned, manually inspected and trimmed of
ambiguously aligned positions as previously described [25], result-
ing in a 67-taxa matrix of 4424 amino acid (aa) residues. A
maximum-likelihood tree was inferred by IQ-TREE v. 1.5.5 [77]
using the C20 empirical mixture model in combination with the
LG matrix, amino acid frequencies computed from the data and
four gamma categories for handling the rate heterogeneity across
sites (LG+C20+F+G model). The best tree under this model was
used as a guide tree to estimate the ‘posterior mean site frequen-
cies’ [78]. This LG+C20+F+G-PMSF model was finally used to
re-estimate a maximum-likelihood tree and for a nonparametric
bootstrap analysis with 500 replicates.

A phylogenetic reconstruction was also performed using
only the Family B DNA Polymerase protein (PolB) (electronic
supplementary material, table S3). For the single gene phylogeny,
PolB alignments were made via MUSCLE [79] and positions with
greater than 20% gaps were removed via trimAl (-gt 0.8) [80],
resulting in a final alignment of 869 aa positions. Phylogenetic
analysis was performed with IQ-TREE using 1000 ultrafast
bootstraps [81] with the evolutionary best model selected via
standard model selection (TEST option) [82] resulting in the
best-fit model (LG+F+I+G4).

For the phylogenetic reconstruction of Amt/MEP/Rh super-
family proteins, 19 907 unaligned protein sequences were
downloaded from [83] (https://zenodo.org/record/61901#.XRui-
ZNKjUI). These sequences consisted of 15 378 dereplicated Amt/
MEP/Rh sequences from UniProt100 [84], 4446 sequences from
the Marine Microbial Eukaryote Sequencing Project (MMETSP)
[33] and 83 sequences from protist genome sequencing projects at
the DoE-Joint Genome Institute. In addition to these sequences,
metatranscriptomes from 19 choanoflagellate species [65] were
searched via hmmscan for the ammonium transporter Pfam
domain (PF00909), resulting in addition of 100 Amt/MEP/Rh
sequences to the database. Finally, the ammonium transporter
sequence from the Ostreococcus tauri virus 6 (OtV6), and the two
PacV protein sequences with protein domains matching the Amt/
MEP/Rh superfamily proteins were added to the dataset. The
total dataset included 20 010 sequences. The sequenceswere aligned
withMAFFT [55] using default settings. The alignmentwas then fil-
teredwith trimal, removing positions that containedmore than 50%
gaps (-gt 0.5) [80]. Then, poorly aligned and/or false positive
sequences were removed with trimal with settings of –resoverlap
0.6 and –seqoverlap 60, resulting in 17 339 sequences and 374 pos-
itions. An Amt/MEP/Rh phylogeny was then built with FastTree
[85], using default settings, and imported into the iTol server for
visualization [86]. Relevant groupings (Amt-Euk, Mep, Rh, Rh-a,
Rh-b, Rh-c) were based on those described previously [83,87,88].
From this phylogeny, the clade containing the Rh sequences were
extracted at a node with 91% bootstrap support (as indicated in
§3). The resultant 1532 sequenceswere alignedwithMAFFT, filtered
with trimal and the phylogeny constructed as before, except with
the -slow setting of FastTree. The total number of amino acid pos-
itions in the Rhesus family alignment was 362. Sequence
alignments and tree files for the trees shown in the paper are
available via Figshare (doi:10.6084/m9.figshare.9722807).

(e) Mapping of reads from metatranscriptomes
Metatranscriptomic and metagenomic reads for the multi-cell
and single cell sorts from the ENP (electronic supplementary
material, table S1) were quality filtered as described above and
then mapped with BBMap.sh [89], using default settings (ambig-
uous reads mapped to the first best site) and with a similarity
requirement of 99%. Read counts for each predicted protein
were summarized with HTSeq [90]. Tara Oceans metatranscrip-
tomic reads [91] from 84 samples (electronic supplementary
material, table S4) from the protistan size fraction were quality
filtered (as described above) and searched against the predicted
proteins from the viral references (indicated in electronic sup-
plementary material, table S3) with DIAMOND blastx [92].
Sequence reads with a bit-score greater than 50 to any of the
viruses were subsequently searched against NCBI nr by DIA-
MOND blastx. These results were compared to the initial
matches and, again, only the single best match for each metatran-
scriptomic read was retained. In cases where a query read had
multiple best hits (ties) to a reference sequence, the reported
reference match was chosen randomly. The results from all
stations were combined and then the read counts for each gene
plotted in R [68] with ggplot [93].
3. Results
(a) Sampling of distinct oceanographic zones
The seawater samples collected came from an oligotrophic
region at the edge of the North Pacific Subtropical Gyre
(Station 67-155), a region south of the Monterey Bay
(Meso1) and a site at the mouth of the Monterey Bay (Station
M2) (figure 1a). We observed a deep chlorophyll maximum at
100 m and low nutrient concentration at 67-155 (figure 1a–e;
electronic supplementary material, figure S1). The second
station (Meso1, figure 1) had intermediate nutrient con-
centrations and phytoplankton biomass (inferred from
chlorophyll concentrations) compared to the other two
sites. Station M2 had the highest measured chlorophyll at
the time of sampling (2.5 µg l−1). The values and character-
istics we observed fell within those of prior studies on this
oceanographic region (e.g. [94–96]).

(b) Taxonomic characterization of sorted cells
Cells were concentrated, stained with the acidic vacuole stain
Lysotracker Green (to exclude free-living bacteria) and flow
cytometrically sorted with selection including a gate to
exclude photosynthetic cells based on their chlorophyll fluor-
escence (electronic supplementary material, figure S2a–c)
[25]. To identify the eukaryotes in the Station M2 single-cell
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Table 1. Genome statistics of the four partial genome assemblies from newly discovered pelagic marine giant viruses.

virus
longitude,
latitude

genome
assembly (bp)

contig
number

largest
contig

predicted
proteins

eukaryote
sorteda

cPacV-1605 36.688 N, 122.386 W 1 605 493 14 363 384 1549 Bicosta minor

mPacV-611 36.144 N, 122.570 W 610 889 7 228 203 574 300 cellsb

oPacV-662 33.292 N, 129.419 W 662 110 18 150 190 635 300 cellsc

oPacV-421 33.292 N, 129.419 W 420 509 13 124 072 429 300 cellsc

aSorted eukaryotes and estimated relative abundances from multi-cells sorts identified via classification of 18S and 16S rRNA gene sequence reads.
bMAST-4 (52%), Syndiniales (29%), Capsasporidae (15%), Proteobacteria (0.8%).
cSyndiniales (92%), Peridiniales (3.5%), Rhizaria (1%), less than 1% Choanoflagellates, other eukaryotes and bacteria.
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sorts from which viruses were recovered (see below) we first
searched for rRNA gene sequences. Assemblies from one of
the single cell sorts had a full-length 18S rRNA
gene sequence with 99% similarity to B. minor, an unculti-
vated choanoflagellate, while the other had no rRNA gene
sequence. The recovery of the B. minor rRNA gene sequence
was consistent with the observation that 95% of cells sorted
on this date and station were B. minor [25]. From the cell
with the B. minor 18S rRNA gene sequence, 11% of quality
filtered reads mapped to a B. minor draft genome [25] at
high stringency. Furthermore, 686 of 1196 total contig assem-
blies were more than 95% similar to a draft B. minor genome;
of these, 238 had best blastx hits to NCBI nr, supplemented
with a dataset of choanoflagellate transcriptomes [65] (and
excluding B. minor), to other choanoflagellates or other
opisthokonts (electronic supplementary material, figure S3a).
For the cell without an 18S rRNA gene sequence in the meta-
genomic assemblies, only 1.1% of reads mapped to the
B. minor draft genome, and only four of 452 contigs matched.
Furthermore, none of the remaining contigs after excluding
B. minor associated contigs, had best hits to choanoflagellates
or opisthokonts. Rather, most contigs had best hits to bacteria
(Flavobacteria) and phage (electronic supplementary material
figure S3b). Hence, one of the sorted single cells with
cPacV-1605 was B. minor, while the identity of the other sorted
eukaryote that contained this virus could not be verified.

The multi-cell sorts also targeted heterotrophic protists, but
not a single population. To characterize the suite of potential
associations, we analysed the rRNA gene sequences from the
unassembled multi-cell sorts. The multi-cell sort at 67-155
appeared to contain mostly rRNA gene sequences from alveo-
lates, especially the Syndiniales, most of which have as yet
unknown trophic roles [97,98]. At this station 92% of all
rRNA genes sequences (i.e. both 16S and 18S rRNA genes)
in the multi-cell sort were from Syndiniales I or II (electronic
supplementary material, figure S4a). Smaller contributions
were observed for other alveolates, such as Peridiniales, an
order of dinoflagellates containing heterotrophs and auto-
trophs (3.5%) (electronic supplementary material, figure S4a).
Rhizaria were also detected, specifically Retaria (1%). The
remaining approximately 1% was composed of other eukar-
yotes, including choanoflagellates, and bacteria (electronic
supplementary material, figure S4b). In contrast, the Meso1
multi-cell sort was dominated by stramenopiles, especially
MAST-4 (52%), which are known to be present at all the
sites studied herein [99]. Although MAST-4 are uncultured
they have been shown to be heterotrophic predators that
actively phagocytose other microbes [100,101]. The Meso1
multi-cell sort also included alveolates (Syndiniales, 29%)
and opisthokonts (Capsasporidae, 15%, a phylogenetic group
sister to choanoflagellates and animals [102,103]), with a
minor contribution by Proteobacteria (0.8%) (electronic
supplementary material, figure S4c,d).
(c) Giant viruses in cell sorts
Giant viruses were identified in each of the described single-
and multi-cell sorts through clustering of assembled contigs
based on tetranucleotide frequency as well as identifying
matches to 47 putatively ancestral proteins of the NCLDV
group, and verifying absence of rRNA gene sequences [53]
(electronic supplementary material, figure S3 and S5–S7).
One virus was recovered from the coastal environment
(M2, where we observed the same virus twice; see below),
one from the mesotrophic site (Meso1), and two from the
edge of the North Pacific gyre at Station 67-155. The ident-
ified viruses ranged in size from 421 to 1605 Kb (table 1).
The viruses are hereafter referred to as cPacV-1605, mPacV-
611, oPacV-421 and oPacV-662, where the letters ‘c’ (coastal,
M2), ‘m’ (mesotrophic, Meso1) and ‘o’ (oligotrophic, 67-155)
indicate the environment from which they were recovered,
PacV refers to the biome in which they were identified
(Pacific Ocean) and the number refers to the length of the
recovered partial genome sequence (in Kb).

We assessed the assembly quality for all four PacV partial
genomes by calculating N50 [104], which was between 124
and 363 Kb (table 1). All four PacVs assemblies had fewer
than 18 contigs (mean contig number = 13, table 1) and the
mean size of these contigs was 63 442 bp. Only oPacV-662
had a notable number of smaller contigs, between 1 and
2 Kb, which made up 0.4% of the genome, while oPacV-662
and oPacV-421 had just 2 and 3 contigs between 2 and
5 Kb making up 1.3% and 3% of their partial genome
sequences, respectively. For cPacV-1605, two highly similar
partial genomes were recovered from the single cell sorts
at Station M2. One assembly was 1.2 Mb (33× coverage),
coming from the sortedB. minor cell (electronic supplementary
material, figure S3a), and the other was 1.6 Mb (621× cover-
age), coming from the well with few identifiable eukaryotic
contigs (electronic supplementary material, figure S3b).
These were termed cPacV-1605, for the larger genome assem-
bly, because the two viruses had an average nucleotide
identity of 99.3% and the larger assembly was in fewer contigs
(11 versus 119) (electronic supplementarymaterial, figure S3a).
Additionally, 91.2% of the larger PacV-1605 was covered
by reads in the other well at 40.5× coverage (electronic
supplementary material, figure S8). Hereafter, we consider
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only the larger genome assembly, unless specifically stated
otherwise, and we conclude the cPacV-1605 host is B. minor.

All four final PacV assemblies had distinct tetranucleotide
frequencies and lower GC-content (25–31%) compared to co-
sorted cells (electronic supplementary material, figures S3 and
S5–S7; table 1). In addition, the coverage of each of the viral
genome sequences recovered from the different sorts was high
(table 1), specifically 621×, 197×, 64× and 228× for cPacV-
1605, oPacV-662, mPacV-611 and oPacV-421, respectively
(table 1). The amount of single nucleotide variation for each
was less than 1 bp per Kb (electronic supplementary material,
figures S3 and S5–S7).

(d) Phylogenetic relationships and gene content
The number of the previously recognized 47 putatively ances-
tral-NCLDV-proteins found in the PacV genome assemblies
was between 28 and 35 (electronic supplementary material,
figures S3 and S5–S7; table 1; electronic supplementary
material, table S2). These numbers are in line with those from
previously sequenced Mimiviridae genomes, all of which have
fewer than 47 of these putatively ancestral proteins (electronic
supplementarymaterial, table S2) [53]. For culturedMimiviridae
with complete genome sequences 31 are present on average
(range 14–39, electronic supplementary material, table S2).

In an effort to understand the phylogenetic relationships
among the viruses we analysed 10 of the 47-protein ancestral
set, all of which are thought to be vertically inherited. The tree
contained a moderately supported broad clade with relatively
deeply branching members (figure 2) within the broad family
Mimiviridae [26]. This clade is clearly distinct from other major
named giant virus groups within the Mimiviridae, such as
Mimiviruses, Tupanviruses, Klosneuviruses, ChoanoViruses
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and Organic Lake Phycodnaviridae Group. This newly deli-
neated clade incorporates cPacV-1605, mPacV-611, the
previously described predatory stramenopile-infecting virus
CroV and the metagenomic-assembled Faunusvirus. PacV-662
has a less well-resolved placement lacking bootstrap support
(figure 2; electronic supplementary material, figure S9), but
appears to affiliate with the clade containing cPacV-1605 and
mPacV-611. To avoid confusion in the future, as viral taxonomy
and nomenclature is an active area of research, we simply refer
to this likely family-level clade as the PPVC (predatory protist
viral clade) for further discussion herein. The fourth virus,
oPacV-421, formed a highly supported clade with the
Phaeocystis globosa virus (PgV), and Chrysomchromulina ericina
virus (CeV), and two putative haptophyte viruses from
metagenomic data. Branch lengths indicated cPacV-421 was
relatively closely related to these viruses, at least based on our
10-protein analysis.

We also analysed the Family B DNA Polymerase, the only
protein found in a single copy in all available gapless genome
assemblies [53,105,106] and one for which there are many
additional viral sequences available from the environments
because they have been captured in PCR-based clone library
studies targeting viral PolB [106]. The topology of this tree
was similar to the multi-protein tree (figure 2; electronic
supplementary material, figure S9).

At the genome level, the PacVs were quite unique with
over half of their proteins having no sequence match in
NCBI nr (ranging from 252 to 790, in oPacV-421 and cPacV-
1605, respectively) (figure 3). This totalled to 1735 new
hypothetical proteins across the four PacVs. Among the pro-
teins with similarities in databases, we found that the
matches were roughly equally distributed between highest
affiliation (based on blastp) to eukaryotes, bacteria, and
NCLDV viruses (figure 3).

The four PacVs encoded some of the ‘hallmark’ transla-
tional genes and genes encoding other cellular machinery
sharedwith cellular life. The total number of predicted proteins
ranged from 429 to 1549 and scaled with the PacV partial
genome sizes (figure 4). The two smaller PacVs each have six
tRNAs, oPacV-662 has 22 and cPacV-1605 has 51 (figure 4),
the latter of which is the second most recovered from a giant
virus, topped only by the Tupanvirus from deep ocean sedi-
ments [6]. All four viruses have genes encoding nucleotide
and amino acid synthesis-related proteins, including thymidy-
late synthase. Asparagine synthase, responsible for converting
aspartate to asparagine and common inMimiviridae and prasi-
noviruses [109], was present in all PacVs except oPacV-421.
Each of the viruses also encoded translation initiation factors,
from one in oPacV-421 to eight in cPacV-1605, and all but
oPacV-421 encoded elongation factors, with up to 12 in
cPacV-1605. Three of the four viruses encoded tRNA synthe-
tases, with oPacV-421 and mPacV-611 encoding one each,
and cPacV-1605 encoding 15.

Two of the PacVs, cPacV-1605 and oPacV-662, had a
protein domain of particular relevance to nutrient cycling
in the ocean: eukaryotic-like ammonium transporters (Pfam:
PF00909, e-value < 10−60). These proteins were specifically
affiliated with the ammonium transporter/methylammo-
nium permease/Rhesus factor superfamily (Amt/MEP/Rh
superfamily), which are cell membrane-bound proteins that
transport ammonium and/or ammonia in all three domains
of life [110,111]. Here, our large-scale phylogenetic recon-
struction of over 17 000 proteins, after early identification
and analyses of these proteins in protists [87], and subsequent
larger scale analyses [83,88], placed cPacV-1605 and oPacV-
662 in the Rh-like family (figure 5a) with 91% local support
based on the Shimodaira–Hasegawa test. The Rh-specific
phylogeny indicated that the cPacV-1605 and oPacV-662 pro-
teins belong to a clade that harboured diverse protists,
including choanoflagellates (figure 5b) [65] with 97% sup-
port. The PacV proteins had approximately 30% amino acid
identity to vAmt, an ammonium transporter of a phytoplank-
ton O. tauri virus, compared with 36–40% to the well-studied
Rh proteins in humans, and 39–43% to the closest related
putative Rh sequence from a cultured organism, the choano-
flagellate, Microstomoeca roanoka, indicating along with the
phylogeny, a distinct evolutionary history between the PacV
Rh-like proteins and vAmt.

A putative microbial rhodopsin protein is present in
cPacV-1605 alongside the proteins required for beta-carotene
biosynthesis (phytoene synthase, phytoene dehydrogenase,
lycopene cyclase) and the cleavage enzyme that converts
beta-carotene to retinal (beta-carotene dehydrogenase)
(figure 4). The cPacV-1605 rhodopsin has an as-yet uncharac-
terized motif type [25,75], DTV, hence its biochemical function
is not known, though, like other known VirR, it appears tuned
to green light with a methionine in spectral tuning site 105.
cPacV-1605 is only the second virus discovered after the
ChoanoViruses [25] that encodes the proteins involved in
beta-carotene biosynthesis and retinal production.



Figure 4. Genomic visualization of the novel giant NCLDV viruses. The outermost coloured layer (intersecting with contig map) shows the location of the notable
genes indicated in the legend. The second layer shows the predicted proteins of each virus according to the coding strand; the colour represents the percent of the
top 10 NCBI nr matches that were best hits to other NCLDV viruses. For virus cPacV-1605, the third and fourth layers show the reads per Kb million of each predicted
gene that were recovered from metatranscriptomes collected at the time of sampling and one month prior at an ocean location approximately 30 km away (M1,
figure 1a). The innermost layer in each figure shows a 1 Kb moving average of GC-content, where the scale is set from 0% to 60% GC-content. Contigs that are less
than 5 Kb in length (three and four for oPacV-421 and oPacV-662) are marked with a dash.
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In addition to these components shared with cellular life,
hundreds of proteins from each of the viruses are homologous
to those in other giant viruses. Clustering based on an all-
versus-all orthologue presence and absence pattern analysis of
a representative set of NCLDV and the four new PacV revealed
groupings that deviated from clade structure based on phyloge-
netic relatedness (figures 2 and 6). Three of the PacVs (oPacV-
662, cPacV-1605, mPacV-611) cluster with CroV, Bodo saltans
virus and other viruses of heterotrophic eukaryotes (known or
presumed based on the environmental source, more details
below), while oPacV-421 clusters with PgV and other algal
viruses (either known or presumed), all with significant boot-
strap support (figure 6). Thus, notable differences are apparent
between the orthologue presence–absence clusters (figure 6)
and the phylogenetic reconstructions (figure 2), with the
former bringing together: (1) prasinoviruses and chloroviruses,
(2) viruses of other eukaryotic algae, mostly haptophytes
(a cluster that includes oPacV-421) and a broad group
that includes (3) Mimiviruses, (4) Klosneuviruses and (5) a clus-
ter containing only marine viruses from predatory protists,
specifically cPacV-1605, oPacV-662,mPacV-611, CroVandChoa-
noviruses. Additionally, the latter two orthologue groupings are
adjacent and have bootstrap support, so that there is an overarch-
ing group incorporatingMimiviruses, Klosneuviruses, CroVand
thePacVs. This clustering based onorthologuepresence–absence
patterns highlights similarities in the metabolic potential of
diverse viruses of heterotrophic protists.

(e) Read recruitment from ocean metatranscriptomes
The high number of newly identified genes in the PacVs raises
the question as to whether they are actively transcribed and
what their patterns of expression are in the environment.
A metatranscriptome generated from the same water sample
as cPacV-1605 indicated that at least 85% of the predicted
1549 cPacV-1605 genes were transcribed at the time of
sampling. Themapping of these genes, at 99% nucleotide simi-
larity, was generally uniform across individual genes,
suggesting that the mapping is specific and not an artefact of
highly conserved regions (electronic supplementary material,
figure S10a). Likewise, mapping of a traditional ‘bulk’ meta-
genome to cPacV-1605, from the same station and date, was
highly even, further suggesting mapping is specific (electronic
supplementary material, figure S10b). Among the genes most
highly expressed were capsids, heat shock proteins (HSP),
HSP70 and HSP90, and peptidases (electronic supplementary
material, table S5). In a metatranscriptome collected from
nearby (approx. 30 km away) as well as from one month later
(30 km away), the transcriptional pattern was similar (adjusted
R2= 0.55, p = 2.2 × 10−16), suggesting the transcriptional pat-
tern during infection is consistent across these two sites
(figure 4; electronic supplementary material, table S5).

In addition to this mapping, we explored the distribution
and expression patterns of the viruses in the global ocean by
querying metatranscriptomic reads from the protistan size frac-
tion of the Tara Oceans dataset [91]. Among a selected set of 38
Mimiviridae and Phycodnaviridae genomes that were searched,
all PacVs ranked within the top eight viruses with respect
to recruitment level, as were Bathycoccus virus 6 (BpV6),
ChoanoV1, CeV and Organic Lake virus 2 (electronic sup-
plementary material, figure S11). The PacVs recruited reads
broadly across their partial genomes, with 20% amino acid
divergence on average to the recruited Tara metatranscriptome
reads (figure 7). In addition to this broad recruitment, a select
number of proteins across the partial genomes recruited many
more reads. The annotation of these highly expressed proteins
varied, with HSP70 and HSP90 being highly expressed across
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all of the viruses. Additionally, an ABC transporter (no obvious
sequenced-based specificity) (cPacV-1605), a peptidase and an
elongation factor (oPacV-662), capsid proteins and ribonucleo-
tide reductases (oPacV-421) were among those genes with
high relative gene expression (figure 7). Despite the large
number of distant matches (60–90% amino acid similarity),
there was little mapping at the high sequence similarity
(e.g. greater than 90% amino acid similarity), suggesting that
the sequenced viruses may have populations constrained by
the local habitat (or host distributions), effectively being
endemic to the region in which they were recovered.

4. Discussion
Environmental sequencing studies suggest that marine giant
viruses belonging to the NCLDV may be more diverse in
terms of operationally defined taxonomic clusters than bacteria
and archaea [112]. However, genome-scale characterizations of
this group have been hampered by dependency on cultivation-
based approaches for viral isolation, as well as the limitations
of traditional metagenomic approaches. Here, we describe the
recovery of partial genome assemblies that provide evidence
for four novelMimiviridae. The viruseswere recovered using cul-
tivation-independent targeted metagenomics [25,36] at ENP
sites with very different water column structures and ecology
(figure 1a, [94,96,99]). The recovery of these new giant virus par-
tial genome assemblies adds significantly to the number of
previously genome-sequencedpelagicmarine giantMimiviridae.

The PacVs include a virus with the largest partial genome
found in themarine environment at 1605 Kb, whichwas discov-
ered in association with a choanoflagellate. Remarkably, all
PacVs have quite low %GC content (25–31%), like CroV (23%)
and the ChoanoViruses (22%), making them potentially subject
to beingmissed by a newMDA enzyme [41] that captures high-
GC templates efficiently. About 50% of each of the predicted
proteins of the PacVs have no known sequence similarity to
any other virus or cellular life, reiterating that these viruses are
vast genetic reservoirs and that the diversity of Mimiviridae is a
relatively underexplored frontier of biological diversity.

(a) Interpretation of viral genomes from targeted
cellular metagenomes

The phylogenetic placement, functional clustering and
experimental design, which excluded cells with chlorophyll
fluorescence, make it likely that three of the four viruses are
viruses of heterotrophic protists, especially PacV-1605, found
in association with the uncultivated choanoflagellate B. minor.
Multi-cell sorts, depending on the sorting parameters and
gating can capture mixed taxa, as is the case here. Hence,
these sorts are more restrictive in the information they provide
on co-association between specific host cell and virus. For the
multi-cell sorts here, while one could conjecture that the more
relatively abundant protistan taxa in each might represent the
viral host, i.e. a Syndiniales (67-155, oPacV-662 and oPacV-
421) and a MAST-4 (Meso1, mPacV-611), it could also be
argued that one of the taxa of lesser abundance was infected,
with most population members already having being lysed,
leading to lower relative abundances. Notably, despite being
sorted in amixed population of heterotrophic protists, the phy-
logenetic and functional characterization oPacV-421 (based on
the overall presence and absence patterns of orthogroups)
suggests it is likely to be a virus of a eukaryotic alga. It is poss-
ible that the host of oPacV-421 had been previously consumed
by a heterotroph present in the multi-cell sort, or otherwise the
virus was associated with a senescing photosynthetic cell that
had reduced chlorophyll fluorescence. An additional possi-
bility is that perhaps an infected cell was acidified during
infection, as observed during Tupanvirus infections [6],
possibly resulting in a positive Lysotracker signal.



dissimilarity of
orthogroup distributions

0.8 0.4 0 100
>−90
>−80

host lineage
amoebozoa excavates

opisthokonts
unknown

archaeplastids
haptophytes
stramenopiles

no. genes in
orthogroups per virus

0
0 400

assigned
orthogroups

per virus

unassigned
orthogroups

per virus

800 0 400 800
1 2 3 4 5 or more

no. genomes
in which orthogroup

is present

60

40

20

0

Figure 6. Orthogroup patterns for proteins of PacVs and a broad array of representative NCLDV having sequenced genomes. Hierarchical clustering is based on the
presence or absence of all orthogroups by pvclust with 500 bootstraps from the ‘approximately unbiased’ method [69]. The histogram above the heatmap shows
the number of genomes in which an orthogroup was found. The light pink and dark pink bars indicate whether or not a particular virus is categorized as a ‘giant’
virus (i.e. genome size greater than 300 Kb). The bar charts at the right indicate the sum of orthogroup proteins found for a given virus and the number of proteins
that were not shared with any of the viruses analysed.

royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B

374:20190086

10
Culture-independent methods leave some questions open,
such as, do the individual PacVs represent single entities?Or clo-
sely-related populations assembled into a single genome? The
experimental design and lack of underlying sequence diversity,
e.g. single nucleotide variations, make it likely that each of the
PacV genomes represent individual biological entities (see elec-
tronic supplementary material, Discussion). A second question
is whether these viral genomes could be remnants of ancient
infections that are integrated in eukaryotic hosts. This is unlikely
to be the case, based on characteristics of such remnants that
have been described elsewhere, such as low coding density
and GC-content that is similar to the hosts (see electronic
supplementary material, Discussion).

(b) Evolutionary history and distinctive functions of
PacVs in the ocean

Phylogenetic reconstructions based on proteins that are
considered core to the NCLDV, specifically the ten proteins
used here from the putatively ancestral set and Family B
DNA Polymerase, placed cPacV-1605 andmPacV-611 in a stat-
istically supported clade within the Mimiviridae, termed here
PPVC and comprised of deeply branchingmembers, including
CroV and the Faunusvirus. The placement of oPacV-662
remains to be resolved, but it may eventually form an indepen-
dent lineage within the Mimiviridae. oPacV-421 was affiliated
with a group of algal Mimiviridae. As more genomes become
available, we expect resolution and robustness of the overall
topology of the Mimiviridae tree to improve. However, our
analysis definitively resolves a new statistically supported
clade, PPVC, which likely represents a family-level division
from previously recognized NCLDV groups (figure 2; elec-
tronic supplementary material, figure S9). The latter have
received a variety of classification levels for which a consensus
has yet to arise. Given the deep branching within the PPVC
clade, it further seems likely that its members represent mul-
tiple NCLDV subfamilies within the PPVC.

With respect to non-’core’ NCLDV proteins, the number
of sequences with no matches in other genomes, as well as
the distribution of affiliations to NCLDV, eukaryotes and
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prokaryotes observed here has been typical for most NCLDV
genomes and metagenomes [5,17,107,108]. The high numbers
of novel proteins identified in each virus at least partially the
result of the low taxonomic sampling that currently exists for
giant viruses. Interestingly, about half of the proteins that do
have matches to NCLDV within their top 10 blastp matches
also have hits to cellular lineages (figure 3). Thus, with the
above caveat on low taxonomic sampling in mind, we postu-
late that horizontal gene transfer, or host-to-virus gene
transfer, and retention, is substantial in the giant viruses.

We identified several proteins that have implications for
viral augmentation of metabolic processes that are often
thought to limit the growth of both unicellular eukaryotes
and prokaryotes in marine environments. One of these was a
Rh-like protein that comes from the Amt/Mep/Rh superfam-
ily. This superfamily is made up of three phylogenetically
distinct families [87,113] that are involved in ammonium
and/or ammonia uptake and/or excretion [110,114]. Across
the family, the compound that is transported (e.g., NHþ

4 ,
NH�3

3 , methylammonium) has often not yet been identified.
However, based on familymembers that have been functionally
characterized, specificity is high for the target substrate, and not
for othermonocationic cations, at least in plants and yeast [115].
In contrast to Amt and Mep, findings are less clear for Rh pro-
teins [116], which have also been implicated in CO2 transport
[117,118]. Rhesus factor proteins have mostly been found in
eukaryotes, of which those of mammalian origin have been
most studied [110,111]. The ammonium transporters in the
viruses sequenced here are closest to those found in choanofla-
gellates and other heterotrophic marine protists, but fall in a
poorly characterized part of the Rh factor clade. Nearly all
efforts have focused on mammalian versions and only recently
was this region of the tree explored with attention to marine
taxa [83]. Thus, the function of the PacV proteins in this
family during host infection, as well as the protistan homologs
from which they possibly derive, is unknown but likely
involved in nitrogen transport, as typical for Amt/MEP/Rh
superfamily members.

The two PacVs encoding Rh proteins were recovered from
sites where ammonium was detectable and, further, were
recovered from depths that had elevated ammonium concen-
trations (figure 1e). This contrasts with the hypothesis that
has been made for cyanobacteria and cyanophages
suggesting that they retain high-affinity phosphate uptake
genes in environments where that nutrient is highly limiting
[119–122]. Notably, a member of the Amt superfamily has
been reported in another eukaryotic marine virus, OtV6
[83]. This virus infects the prasinophyte alga Ostreococcus
tauri, which was isolated from a lagoon where high concen-
trations of nitrogen-related compounds occur [123]. O. tauri
and other prasinophytes have multiple Amt proteins, with
different origins [90]. The version acquired by OtV6 is related
to Amt1.1 (XP_022840606.1) of its host, which belongs to a
plant and green algal ammonium transporter family [87].
Functional characterization of vAmt showed that expression
during infection increased substrate affinity in the host [83].
Similarly, phosphate transporters reported in algal viruses
(including Ostreococcus viruses) come from environments
that are not typically phosphate limited [96]. This implies
that retention of these host-acquired proteins is significant
in environments where the virus can immediately augment
host nutrient acquisition, because the nutrient is available.
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cPacV-1605 also encodes a viral rhodopsin (VirR) aswell as
the biosynthesis pathway for the pigment from which the
required chromophore is produced. Together, microbial rho-
dopsins and their chromophore, retinal, are known to form a
light-sensitive photosystem. Different rhodopsin photosys-
tems have distinct functions in cellular organisms, including
phototaxis or generation of a proton gradient for energy trans-
fer. The latter can prolong survival of heterotrophic bacteria
under starvation conditions if light is available [124,125,126].
The only cultured virus with a known host that harbours a
microbial rhodopsin is PgV [42], though viral rhodopsins
have been noted in multiple metagenomic studies, e.g.
[25,127,128]. The only other viruses that have a known host,
and VirR, also encode the biosynthesis pathway for beta-caro-
tene/retinal [25]. These are the Choanoviruses [25], a lineage
that is placed within a different region of the tree from
cPacV-1605 (figure 2), but that was recovered from the same
uncultivated predatory heterotrophic protist as cPacV-1605,
the uncultivated choanoflagellate Bicosta minor.

The functional capabilities of microbial rhodopsins can be
in part predicted by three amino acids at specific positions,
known as rhodopsin motifs. While the viral rhodopsin type
shared by ChoanoV1 and PgV (VirRDTS) has been shown to
pump protons when expressed in E. coli [25], the cPacV-
1605 rhodopsin (VirRDTV) has a biochemically uncharacter-
ized motif. With respect to VirR, it will be important to
understand the cell biological interaction within host systems
to fully characterize how they influence host biology and
potential photo-heterotrophy.

The functional clustering of giant viruses based onpresence
and absence patterns of all orthogroups, taking the viruses
with known hosts as ‘guides’, but also including uncultured
giant viruses with unknown hosts, showed distinctions from
clades derived from phylogenetic analyses. For example, the
ChoanoViruses [25] group with giant viruses that infect only
marine heterotrophic predatory hosts including those in the
PPVC, whereas the ChoanoViruses are placed in a different
part of the extended Mimiviridae region of the tree by phylo-
genetics. In addition, the Faunusvirus shifts from being
grouped in the PPVC clade identified by phylogenetics, to an
orthologue-based cluster of giant viruses from known hetero-
trophic non-marine hosts, such as B. saltans virus and other
Klosneuviruses [5,34,38,107]. Hosts for the latter are largely
unknown, but they probably infect non-photosynthetic proti-
stan hosts since they have been identified from wastewater,
deep-sea sediments and soils. At the broadest level, the viruses
of the various photosynthetic lineages, such as chlorophytes
and prasinophytes, as well as photosynthetic alveolates and
stramenopiles, cluster together, to the exclusion of viruses of
heterotrophic protists, even those of stramenopile hosts. This
suggests that host lifestyle has a strong influence on the geno-
mic repertoire of giant viruses. Collectively, these findings
bring forth strong functional similarities between viruses that
infect hosts with similar trophic modes, such that host habitat
and lifestyle potentially trump phylogenetic relatedness as a
determinant of gene repertoire.
(c) Distribution of PacVs in the ocean
We recovered thousands of exact or nearly exact reads from
metatranscriptome mapping to cPacV-1605, recovering nearly
all predicted proteins (85%). In contrast, mPacV-611, oPacV-
421 and oPacV-662 were not recovered at high identity likely
because metatranscriptomes were not available from the
samples or oceanic sites from which they were recovered.
We rarely recovered sequence matches with high similarity in
Tara Oceans data to PacV viruses. Each of these observations
is consistent with the idea that these viruses may be endemic
to the region in which they were identified, although they are
influenced by suitability of sampling practices for recovering
giant virus sequences. The PacVs did, however, recruit broadly
at 60–80%amino acid identity. The low recruitment at high simi-
larity, but high recruitment at low similarity highlights the vast
unexplored diversity of Mimiviridae [129]. Interestingly, for
double stranded DNA (dsDNA) phages, additional meta-
genomic sampling recovers relatively little new diversity based
on rarefraction curves of metagenomic samples from tropical
and temperate oceans [130–132]. Thus, our results indicating
that there is considerable undiscovered diversityof giant viruses
contrasts with diversity results for dsDNA phage communities
in the ocean, which appear to be well-sampled.
5. Conclusion
Taken together, our studies show the value of targeted
metagenomics based on cell sorting for recovering under-
sampled viruses that are important evolutionarily and
ecologically. These viruses appear to often be obscured in tra-
ditional bulk metagenomic data, or difficult to assemble, from
environments with high diversity. Isolation, propagation and
genome sequencing of these viruses will facilitate additional
discoveries and understanding of the virocell [133]—as well
as impacts on the host. However, the PacVs from individual
and multi-cell sorts, as well as the newly discovered Choano-
Viruses [25], do not appear to have cultured hosts. Indeed
predatory heterotrophic taxa can be particularly difficult to cul-
ture since it requires initial laboratory conditions that are
suitable for both the host and the prey community [33].

The targeted metagenomic assemblies provided herein
improve possibilities for assigning metagenomic sequences
to giant viruses. For example, the PacVs may help assign
metagenomic data from Tara, and time-series studies
such as the San Pedro Ocean Time-series, the Bermuda
Atlantic Time-series Study or Hawaiian Ocean Time-series
[134–137], which might otherwise be assigned to cellular
organisms or left as unknowns. Our recovery of a second
giant virus lineage that infects a heterotrophic protistan
host, and carries not only a microbial rhodopsin, but also
the biosynthesis pathway for the required pigment and clea-
vage enzyme [138], is particularly notable. A recent study
reported that microbial rhodopsins rival the amount of
solar energy capture performed by pigments for oxygenic
photosynthesis in some ocean regions. However, this study
did not tease apart what fraction of those rhodopsins might
be virally derived [139], indeed it was not yet known that
giant viruses encoded the entire rhodopsin photosystem, as
neither the first study reporting this discovery [25] nor the
present study were as yet available. Collectively, our findings
raise important questions about host–virus interactions
and the possibility for transient or even longer-term mutual-
ism, depending on the extent to which viruses induce
immediate lysis or instead coexist within their host. Much
of the existing literature on host–virus interactions is based
on laboratory experiments at unrealistic titres, and has been
performed on smaller hosts (whether eukaryotic or bacterial)
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that typically have much larger population sizes, at least
seasonally, than some of the protists in which giant viruses
have been reported. This affects the host–virus encounter
rate dynamics and presumably viral strategy. Certainly, to
more fully understand the ecological and evolutionary influ-
ence of the uncultivated members of the Mimiviridae studied
herein, further understanding of how they shape the cell
biology of their natural hosts will be essential, alongside
high-throughput efforts for cultivation and eukaryotic
single-cell sequencing approaches.

Data accessibility. GenBank genome accessions: oPacV-421 (MN448291-
MN448303), oPacV-662 (MN448266-MN448266), mPacV-611
(MN448284-MN448290), cPacV-1605 (CABVLZ010000001-
CABVLZ010000014).
Authors’ contributions. A.Z.W., D.M.N. and C.P. conceived research. V.J.,
A.E.S. and A.Z.W. led cruises; C.P. and J.E.S. performed cell sorting;
C.P. performed post-analysis for sort selection and sequencing;
D.M.N. assembled and analysed viral genomes; E.H. performed phy-
logenomic analysis; V.J. analysed environmental data; D.M.N. and
A.Z.W. wrote the paper with input from all authors.

Competing interests. We declare we have no competing interests.
Funding. Support came from MBARI, GEOMAR and Gordon & Betty
Moore Foundation grants GBMF3788 and GBMF3307.
Acknowledgements. We thank the science participants and crew of the
R/V Western Flyer cruises in 2012 and 2013, and R/V Rachel Carson
in 2014; especially Francisco Chavez, Timothy Pennington, Noriko
Okamoto, Susanne Wilken and other Worden Lab members. We
thank the Joint Genome Institute (JGI) for multiple displacement
amplification (MDA) of the two single cell sorts, especially Rex
Malmstrom and the Duke Center For Genomic and Computation
Biology for excellent sequencing performance and communication.
Finally, we are grateful to Special Issue Editor T. A. Richards for help-
ful comments on our manuscript and M. Fischer for helpful thoughts
on viral nomenclature issues.
ns.R.Soc.B
References
374:20190086
1. Colson P et al. 2013 ‘Megavirales’, a proposed new
order for eukaryotic nucleocytoplasmic large DNA
viruses. Arch. Virol. 158, 2517–2521. (doi:10.1007/
s00705-013-1768-6)

2. Claverie J-M, Abergel C. 2016 Giant viruses: the
difficult breaking of multiple epistemological
barriers. Stud. Hist. Philos. Sci. Part C Stud. Hist.
Philos. Biol. Biomed. Sci. 59, 89–99. (doi:10.1016/j.
shpsc.2016.02.015)

3. Abergel C, Legendre M, Claverie J-M. 2015 The
rapidly expanding universe of giant viruses:
Mimivirus, Pandoravirus, Pithovirus and Mollivirus.
FEMS Microbiol. Rev. 39, 779–796. (doi:10.1093/
femsre/fuv037)

4. Forterre P, Prangishvili D. 2009 The great billion-
year war between ribosome- and capsid-encoding
organisms (cells and viruses) as the major source of
evolutionary novelties. Ann. N. Y. Acad. Sci. 1178,
65–77. (doi:10.1111/j.1749-6632.2009.04993.x)

5. Schulz F et al. 2017 Giant viruses with an expanded
complement of translation system components.
Science 356, 82–85. (doi:10.1126/science.aal4657)

6. Abrahão J et al. 2018 Tailed giant Tupanvirus
possesses the most complete translational apparatus
of the known virosphere. Nat. Commun. 9, 749.
(doi:10.1038/s41467-018-03168-1)

7. Colson P, La Scola B, Levasseur A, Caetano-Anollés G,
Raoult D. 2017 Mimivirus: leading the way in the
discovery of giant viruses of amoebae. Nat. Rev.
Microbiol. 15, 243–254. (doi:10.1038/nrmicro.2016.197)

8. Philippe N et al. 2013 Pandoraviruses: amoeba
viruses with genomes up to 2.5 Mb reaching that of
parasitic eukaryotes. Science 341, 281–286. (doi:10.
1126/science.1239181)

9. Van Etten JL, Lane LC, Dunigan DD. 2010 DNA
viruses: the really big ones (giruses). Annu. Rev.
Microbiol. 64, 83–99. (doi:10.1146/annurev.micro.
112408.134338)

10. Claverie J-M, Ogata H, Audic S, Abergel C, Suhre K,
Fournier P-E. 2006 Mimivirus and the emerging
concept of ‘giant’ virus. Virus Res. 117, 133–144.
(doi:10.1016/j.virusres.2006.01.008)
11. Koonin EV, Krupovic M, Yutin N. 2015 Evolution of
double-stranded DNA viruses of eukaryotes: from
bacteriophages to transposons to giant viruses.
Ann. N. Y. Acad. Sci. 1341, 10–24. (doi:10.1111/
nyas.12728)

12. Bratbak G, Egge J, Heldal M. 1993 Viral mortality of
the marine alga Emiliania huxleyi (Haptophyceae)
and termination of algal blooms. Mar. Ecol. Prog.
Ser. 93, 39–48. (doi:10.3354/meps093039)

13. Brussaard CPD, Kempers RS, Kop AJ, Riegman R,
Heldal M. 1996 Virus-like particles in a summer
bloom of Emiliania huxleyi in the North Sea. Aquat.
Microb. Ecol. 10, 105–113. (doi:10.3354/
ame010105)

14. Suttle CA. 2007 Marine viruses—major players in
the global ecosystem. Nat. Rev. Microbiol. 5,
801–812. (doi:10.1038/nrmicro1750)

15. Weynberg KD, Allen MJ, Wilson WH. 2017 Marine
prasinoviruses and their tiny plankton hosts: a
review. Viruses 9, 43. (doi:10.3390/v9030043)

16. Finke JF, Winget DM, Chan AM, Suttle CA. 2017
Variation in the genetic repertoire of viruses
infecting Micromonas pusilla reflects horizontal gene
transfer and links to their environmental
distribution. Viruses 9, 116. (doi:10.3390/v9050116)

17. Schvarcz CR, Steward GF. 2018 A giant virus
infecting green algae encodes key fermentation
genes. Virology 518, 423–433. (doi:10.1016/j.virol.
2018.03.010)

18. Derelle E, Monier A, Cooke R, Worden AZ, Grimsley
NH, Moreau H. 2015 Diversity of viruses infecting
the green microalga Ostreococcus lucimarinus. J.
Virol. 89, 5812–5821. (doi:10.1128/JVI.00246-15)

19. Gallot-Lavallée L, Blanc G, Claverie J-M. 2017
Comparative genomics of Chrysochromulina ericina
virus and other microalga-infecting large DNA
viruses highlights their intricate evolutionary
relationship with the established Mimiviridae
family J. Virol. 91, e00230-17. (doi:10.1128/JVI.
00230-17)

20. Santini S et al. 2013 Genome of Phaeocystis globosa
virus PgV-16T highlights the common ancestry of the
largest known DNA viruses infecting eukaryotes. Proc.
Natl Acad. Sci. USA 110, 10 800–10 805. (doi:10.1073/
pnas.1303251110)

21. Moniruzzaman M, LeCleir GR, Brown CM, Gobler CJ,
Bidle KD, Wilson WH, Wilhelm SW. 2014 Genome of
brown tide virus (AaV), the little giant of the
Megaviridae, elucidates NCLDV genome expansion and
host–virus coevolution. Virology 466–467, 60–70.
(doi:10.1016/j.virol.2014.06.031)

22. Rowe JM, Fabre M-F, Gobena D, Wilson WH,
Wilhelm SW. 2011 Application of the major capsid
protein as a marker of phylogenetic diversity of
Emiliania huxleyi viruses. FEMS Microbiol. Ecol. 76,
373–380. (doi:10.1111/j.1574-6941.2011.01055.x)

23. Wilson WH et al. 2005 Complete genome sequence
and lytic phase transcription profile of a
Coccolithovirus. Science 309, 1090–1092. (doi:10.
1126/science.1113109)

24. Fischer MG, Allen MJ, Wilson WH, Suttle CA. 2010
Giant virus with a remarkable complement of genes
infects marine zooplankton. Proc. Natl Acad. Sci.
USA 107, 19 508–19 513. (doi:10.1073/pnas.
1007615107)

25. Needham DM et al. 2019 A distinct lineage of giant
viruses brings a rhodopsin photosystem to
unicellular marine predators. Proc. Natl Acad. Sci.
USA. (doi:10.1073/pnas.1907517116)

26. Yutin N, Colson P, Raoult D, Koonin EV. 2013
Mimiviridae: clusters of orthologous genes,
reconstruction of gene repertoire evolution and
proposed expansion of the giant virus family. Virol.
J. 10, 106. (doi:10.1186/1743-422X-10-106)

27. Claverie J-M, Abergel C. 2018 Mimiviridae: an
expanding family of highly diverse large dsDNA viruses
infecting a wide phylogenetic range of aquatic
eukaryotes. Viruses 10, 506. (doi:10.3390/v10090506)

28. Zimmerman AE, Bachy C, Ma X, Roux S, Bin JH,
Sullivan MB, Waldbauer JR, Worden AZ. 2019
Closely related viruses of the marine picoeukaryotic
alga Ostreococcus lucimarinus exhibit different
ecological strategies. Environ. Microbiol. 21,
2148–2170. (doi:10.1111/1462-2920.14608)

http://dx.doi.org/10.1007/s00705-013-1768-6
http://dx.doi.org/10.1007/s00705-013-1768-6
http://dx.doi.org/10.1016/j.shpsc.2016.02.015
http://dx.doi.org/10.1016/j.shpsc.2016.02.015
http://dx.doi.org/10.1093/femsre/fuv037
http://dx.doi.org/10.1093/femsre/fuv037
http://dx.doi.org/10.1111/j.1749-6632.2009.04993.x
http://dx.doi.org/10.1126/science.aal4657
http://dx.doi.org/10.1038/s41467-018-03168-1
http://dx.doi.org/10.1038/nrmicro.2016.197
http://dx.doi.org/10.1126/science.1239181
http://dx.doi.org/10.1126/science.1239181
http://dx.doi.org/10.1146/annurev.micro.112408.134338
http://dx.doi.org/10.1146/annurev.micro.112408.134338
http://dx.doi.org/10.1016/j.virusres.2006.01.008
http://dx.doi.org/10.1111/nyas.12728
http://dx.doi.org/10.1111/nyas.12728
http://dx.doi.org/10.3354/meps093039
http://dx.doi.org/10.3354/ame010105
http://dx.doi.org/10.3354/ame010105
http://dx.doi.org/10.1038/nrmicro1750
http://dx.doi.org/10.3390/v9030043
http://dx.doi.org/10.3390/v9050116
http://dx.doi.org/10.1016/j.virol.2018.03.010
http://dx.doi.org/10.1016/j.virol.2018.03.010
http://dx.doi.org/10.1128/JVI.00246-15
http://dx.doi.org/10.1128/JVI.00230-17
http://dx.doi.org/10.1128/JVI.00230-17
http://dx.doi.org/10.1073/pnas.1303251110
http://dx.doi.org/10.1073/pnas.1303251110
http://dx.doi.org/10.1016/j.virol.2014.06.031
http://dx.doi.org/10.1111/j.1574-6941.2011.01055.x
http://dx.doi.org/10.1126/science.1113109
http://dx.doi.org/10.1126/science.1113109
http://dx.doi.org/10.1073/pnas.1007615107
http://dx.doi.org/10.1073/pnas.1007615107
http://dx.doi.org/10.1073/pnas.1907517116
http://dx.doi.org/10.1186/1743-422X-10-106
http://dx.doi.org/10.3390/v10090506
http://dx.doi.org/10.1111/1462-2920.14608


royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B

374:20190086

14
29. Bachy C, Charlesworth CJ, Chan AM, Finke JF, Wong
CH, Wei CL, Sudek S, Coleman ML, Suttle CA,
Worden AZ. 2018 Transcriptional responses of the
marine green alga Micromonas pusilla and an
infecting prasinovirus under different phosphate
conditions. Environ. Microbiol. 20, 2898–2912.
(doi:10.1111/1462-2920.14273)

30. Maat DS, Crawfurd KJ, Timmermans KR, Brussaard
CP. 2014 Elevated CO2 and phosphate limitation
favor Micromonas pusilla through stimulated growth
and reduced viral impact. Appl. Environ. Microbiol.
80, 3119–3127. (doi:10.1128/AEM.03639-13)

31. Demory D et al. 2017 Temperature is a key factor in
Micromonas–virus interactions. ISME J. 3, 601–612.
(doi:10.1038/ismej.2016.160)

32. Keeling PJ, del Campo J. 2017 Marine protists are
not just big bacteria. Curr. Biol. 27, R541–R549.
(doi:10.1016/j.cub.2017.03.075)

33. Keeling PJ et al. 2014 The Marine Microbial
Eukaryote Transcriptome Sequencing Project
(MMETSP): illuminating the functional diversity of
eukaryotic life in the oceans through transcriptome
sequencing. PLoS Biol. 12, e1001889. (doi:10.1371/
journal.pbio.1001889)

34. Bäckström D et al. 2019 Virus genomes from deep
sea sediments expand the ocean megavirome and
support independent origins of viral gigantism.
MBio 10, e02497-18. (doi:10.1128/mBio.02497-18)

35. Yau S et al. 2011 Virophage control of Antarctic
algal host–virus dynamics. Proc. Natl Acad. Sci. USA
108, 6163–6168. (doi:10.1073/pnas.1018221108)

36. Cuvelier ML et al. 2010 Targeted metagenomics and
ecology of globally important uncultured eukaryotic
phytoplankton. Proc. Natl Acad. Sci. USA 107,
14 679–14 684. (doi:10.1073/pnas.1001665107)

37. Wilson WH et al. 2017 Genomic exploration of
individual giant ocean viruses. ISME J. 11,
1736–1745. (doi:10.1038/ismej.2017.61)

38. Schulz F, Alteio L, Goudeau D, Ryan EM, Yu FB,
Malmstrom RR, Blanchard J, Woyke T. 2018 Hidden
diversity of soil giant viruses. Nat. Commun. 9,
4881. (doi:10.1038/s41467-018-07335-2)

39. Labonté JM et al. 2015 Single-cell genomics-based
analysis of virus–host interactions in marine surface
bacterioplankton. ISME J. 9, 2386–2399. (doi:10.
1038/ismej.2015.48)

40. Berube PM et al. 2018 Single cell genomes of
Prochlorococcus, Synechococcus, and sympatric
microbes from diverse marine environments. Sci.
Data 5, 180154. (doi:10.1038/sdata.2018.154)

41. Stepanauskas R et al. 2017 Improved genome
recovery and integrated cell-size analyses of
individual uncultured microbial cells and viral
particles. Nat. Commun. 8, 84. (doi:10.1038/s41467-
017-00128-z)

42. Yutin N, Koonin EV. 2012 Proteorhodopsin genes in
giant viruses. Biol. Direct 7, 34. (doi:10.1186/1745-
6150-7-34)

43. Rose J, Caron D, Sieracki M, Poulton N. 2004
Counting heterotrophic nanoplanktonic protists in
cultures and aquatic communities by flow
cytometry. Aquat. Microb. Ecol. 34, 263–277.
(doi:10.3354/ame034263)
44. Parsons TR, Maita Y, Lalli CM. 1984 A manual of
chemical and biological methods for seawater
analysis. New York, NY: Pergamon Press.

45. Sakamoto CM, Friederich GE, Codispoti LA. 1990
MBARI procedures for automated nutrient analyses
using a modified Alpkem Series 300 Rapid Flow
Analyzer. MBARI Tech Rep. 90-2. Moss Landing, CA:
Monterey Bay Aquarium Research Institute.

46. Holmes RM, Aminot A, Kérouel R, Hooker BA,
Peterson BJ. 1999 A simple and precise method for
measuring ammonium in marine and freshwater
ecosystems. Can. J. Fish. Aquat. Sci. 56, 1801–1808.
(doi:10.1139/f99-128)

47. Rinke C et al. 2014 Obtaining genomes from
uncultivated environmental microorganisms using
FACS–based single-cell genomics. Nat. Protoc. 9,
1038–1048.(doi:10.1038/nprot.2014.067)

48. Bolger AM, Lohse M, Usadel B. 2014 Trimmomatic:
a flexible trimmer for Illumina sequence data.
Bioinformatics 30, 2114–2120. (doi:10.1093/
bioinformatics/btu170)

49. Bankevich A et al. 2012 SPAdes: a new genome
assembly algorithm and its applications to single-
cell sequencing. J. Comput. Biol. 19, 455–477.
(doi:10.1089/cmb.2012.0021)

50. Langmead B, Salzberg SL. 2012 Fast gapped-read
alignment with Bowtie 2. Nat. Methods 9,
357–359. (doi:10.1038/nmeth.1923)

51. Eren AM, Esen ÖC, Quince C, Vineis JH, Morrison HG,
Sogin ML, Delmont TO. 2015 Anvi’o: an advanced
analysis and visualization platform for ‘omics data.
PeerJ 3, e1319. (doi:10.7717/peerj.1319)

52. Hyatt D, Chen G-L, LoCascio PF, Land ML, Larimer
FW, Hauser LJ. 2010 Prodigal: prokaryotic gene
recognition and translation initiation site
identification. BMC Bioinformatics 11, 119. (doi:10.
1186/1471-2105-11-119)

53. Yutin N, Wolf YI, Raoult D, Koonin EV. 2009
Eukaryotic large nucleo-cytoplasmic DNA viruses:
clusters of orthologous genes and reconstruction of
viral genome evolution. Virol. J. 6, 223. (doi:10.
1186/1743-422X-6-223)

54. Eddy SR. 1998 Profile hidden Markov models.
Bioinformatics 14, 755–763. (doi:10.1093/
bioinformatics/14.9.755)

55. Katoh K, Standley DM. 2013 MAFFT multiple
sequence alignment software version 7:
improvements in performance and usability. Mol.
Biol. Evol. 30, 772–780. (doi:10.1093/molbev/
mst010)

56. Seemann T. barrnap 0.9 : rapid ribosomal RNA
prediction. https://github.com/tseemann/barrnap.

57. Kearse M et al. 2012 Geneious Basic: an integrated
and extendable desktop software platform for the
organization and analysis of sequence data.
Bioinformatics 28, 1647–1649. (doi:10.1093/
bioinformatics/bts199)

58. Bengtsson-Palme J, Hartmann M, Eriksson KM, Pal
C, Thorell K, Larsson DGJ, Nilsson RH. 2015
metaxa2: improved identification and taxonomic
classification of small and large subunit rRNA in
metagenomic data. Mol. Ecol. Resour. 15,
1403–1414. (doi:10.1111/1755-0998.12399)
59. Quast C, Pruesse E, Yilmaz P, Gerken J, Schweer T,
Yarza P, Peplies J, Glöckner FO. 2013 The
SILVA ribosomal RNA gene database project:
improved data processing and web-based tools.
Nucleic Acids Res. 41, D590–D596. (doi:10.1093/
nar/gks1219)

60. Caporaso JG et al. 2010 QIIME allows analysis of
high-throughput community sequencing data.
Nat. Methods 7, 335–336. (doi:10.1038/nmeth.f.
303)

61. Wang Q, Garrity GM, Tiedje JM, Cole JR. 2007 Naïve
Bayesian classifier for rapid assignment of rRNA
sequences into the new bacterial taxonomy. Appl.
Environ. Microbiol. 73, 5261–5267. (doi:10.1128/
AEM.00062-07)

62. Jeraldo P, Kalari K, Chen X, Bhavsar J, Mangalam A,
White B, Nelson H, Kocher J-P, Chia N. 2014 IM-
TORNADO: a tool for comparison of 16S reads from
paired-end libraries. PLoS ONE 9, e114804. (doi:10.
1371/journal.pone.0114804)

63. Ondov BD, Bergman NH, Phillippy AM. 2011
Interactive metagenomic visualization in a Web
browser. BMC Bioinformatics 12, 385. (doi:10.1186/
1471-2105-12-385)

64. von Meijenfeldt FAB, Arkhipova K, Cambuy DD,
Coutinho FH, Dutilh BE. 2019 Robust taxonomic
classification of uncharted microbial sequences and
bins with CAT and BAT. bioRxiv, 530188. (doi:10.
1101/530188)

65. Richter DJ, Fozouni P, Eisen M, King N. 2018 Gene
family innovation, conservation and loss on the
animal stem lineage. Elife 7, e34226. (doi:10.7554/
eLife.34226)

66. Finn RD et al. 2014 Pfam: the protein families
database. Nucleic Acids Res. 42, D222–D230.
(doi:10.1093/nar/gkt1223)

67. Emms DM, Kelly S. 2015 OrthoFinder: solving
fundamental biases in whole genome comparisons
dramatically improves orthogroup inference
accuracy. Genome Biol. 16, 157. (doi:10.1186/
s13059-015-0721-2)

68. R Core Team. 2015 R: A language and environment
for statistical computing. http://www.r-project.org/.

69. Suzuki R, Shimodaira H. 2006 Pvclust: an R package
for assessing the uncertainty in hierarchical
clustering. Bioinformatics 22, 1540–1542. (doi:10.
1093/bioinformatics/btl117)

70. Barter RL, Yu B. 2018 Superheat: an R package for
creating beautiful and extendable heatmaps for
visualizing complex data. J. Comput. Graph. Stat. 27,
910–922. (doi:10.1080/10618600.2018.1473780)

71. Gu Z, Gu L, Eils R, Schlesner M, Brors B. 2014 circlize
implements and enhances circular visualization in R.
Bioinformatics 30, 2811–2812. (doi:10.1093/
bioinformatics/btu393)

72. Pagès H, Aboyoun P, Gentleman R, DebRoy S. 2017
Biostrings: Efficient manipulation of biological strings.
See https://rdrr.io/bioc/Biostrings/.

73. Spudich JL, Yang C-S, Jung K-H, Spudich EN.
2000 Retinylidene proteins: structures and
functions from archaea to humans. Annu. Rev. Cell
Dev. Biol. 16, 365–392. (doi:10.1146/annurev.
cellbio.16.1.365)

http://dx.doi.org/10.1111/1462-2920.14273
http://dx.doi.org/10.1128/AEM.03639-13
http://dx.doi.org/10.1038/ismej.2016.160
http://dx.doi.org/10.1016/j.cub.2017.03.075
http://dx.doi.org/10.1371/journal.pbio.1001889
http://dx.doi.org/10.1371/journal.pbio.1001889
http://dx.doi.org/10.1128/mBio.02497-18
http://dx.doi.org/10.1073/pnas.1018221108
http://dx.doi.org/10.1073/pnas.1001665107
http://dx.doi.org/10.1038/ismej.2017.61
http://dx.doi.org/10.1038/s41467-018-07335-2
http://dx.doi.org/10.1038/ismej.2015.48
http://dx.doi.org/10.1038/ismej.2015.48
http://dx.doi.org/10.1038/sdata.2018.154
http://dx.doi.org/10.1038/s41467-017-00128-z
http://dx.doi.org/10.1038/s41467-017-00128-z
http://dx.doi.org/10.1186/1745-6150-7-34
http://dx.doi.org/10.1186/1745-6150-7-34
http://dx.doi.org/10.3354/ame034263
http://dx.doi.org/10.1139/f99-128
http://dx.doi.org/10.1038/nprot.2014.067
http://dx.doi.org/10.1093/bioinformatics/btu170
http://dx.doi.org/10.1093/bioinformatics/btu170
http://dx.doi.org/10.1089/cmb.2012.0021
http://dx.doi.org/10.1038/nmeth.1923
http://dx.doi.org/10.7717/peerj.1319
http://dx.doi.org/10.1186/1471-2105-11-119
http://dx.doi.org/10.1186/1471-2105-11-119
http://dx.doi.org/10.1186/1743-422X-6-223
http://dx.doi.org/10.1186/1743-422X-6-223
http://dx.doi.org/10.1093/bioinformatics/14.9.755
http://dx.doi.org/10.1093/bioinformatics/14.9.755
http://dx.doi.org/10.1093/molbev/mst010
http://dx.doi.org/10.1093/molbev/mst010
https://github.com/tseemann/barrnap
https://github.com/tseemann/barrnap
http://dx.doi.org/10.1093/bioinformatics/bts199
http://dx.doi.org/10.1093/bioinformatics/bts199
http://dx.doi.org/10.1111/1755-0998.12399
http://dx.doi.org/10.1093/nar/gks1219
http://dx.doi.org/10.1093/nar/gks1219
http://dx.doi.org/10.1038/nmeth.f.303
http://dx.doi.org/10.1038/nmeth.f.303
http://dx.doi.org/10.1128/AEM.00062-07
http://dx.doi.org/10.1128/AEM.00062-07
http://dx.doi.org/10.1371/journal.pone.0114804
http://dx.doi.org/10.1371/journal.pone.0114804
http://dx.doi.org/10.1186/1471-2105-12-385
http://dx.doi.org/10.1186/1471-2105-12-385
http://dx.doi.org/10.1101/530188
http://dx.doi.org/10.1101/530188
http://dx.doi.org/10.7554/eLife.34226
http://dx.doi.org/10.7554/eLife.34226
http://dx.doi.org/10.1093/nar/gkt1223
http://dx.doi.org/10.1186/s13059-015-0721-2
http://dx.doi.org/10.1186/s13059-015-0721-2
http://www.r-project.org/
http://dx.doi.org/10.1093/bioinformatics/btl117
http://dx.doi.org/10.1093/bioinformatics/btl117
http://dx.doi.org/10.1080/10618600.2018.1473780
http://dx.doi.org/10.1093/bioinformatics/btu393
http://dx.doi.org/10.1093/bioinformatics/btu393
https://rdrr.io/bioc/Biostrings/
http://dx.doi.org/10.1146/annurev.cellbio.16.1.365
http://dx.doi.org/10.1146/annurev.cellbio.16.1.365


royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B

374:20190086

15
74. Béjà O, Spudich EN, Spudich JL, Leclerc M, DeLong
EF. 2001 Proteorhodopsin phototrophy in the ocean.
Nature 411, 786–789. (doi:10.1038/35081051)

75. Yoshizawa S, Kumagai Y, Kim H, Ogura Y, Hayashi T,
Iwasaki W, DeLong EF, Kogure K. 2014 Functional
characterization of flavobacteria rhodopsins reveals a
unique class of light-driven chloride pump in
bacteria. Proc. Natl Acad. Sci. USA 111, 6732–6737.
(doi:10.1073/pnas.1403051111)

76. Ernst OP, Lodowski DT, Elstner M, Hegemann P,
Brown LS, Kandori H. 2014 Microbial and animal
rhodopsins: structures, functions, and molecular
mechanisms. Chem. Rev. 114, 126–163. (doi:10.
1021/cr4003769)

77. Nguyen L-T, Schmidt HA, von Haeseler A, Minh BQ.
2015 IQ-TREE: a fast and effective stochastic
algorithm for estimating maximum-likelihood
phylogenies. Mol. Biol. Evol. 32, 268–274. (doi:10.
1093/molbev/msu300)

78. Wang H-C, Minh BQ, Susko E, Roger AJ. 2018
Modeling site heterogeneity with posterior mean
site frequency profiles accelerates accurate
phylogenomic estimation. Syst. Biol. 67, 216–235.
(doi:10.1093/sysbio/syx068)

79. Edgar RC. 2004 MUSCLE: multiple sequence
alignment with high accuracy and high throughput.
Nucleic Acids Res. 32, 1792–1797. (doi:10.1093/nar/
gkh340)

80. Capella-Gutiérrez S, Silla-Martínez JM, Gabaldón T.
2009 trimAl: a tool for automated alignment
trimming in large-scale phylogenetic analyses.
Bioinformatics 25, 1972–1973. (doi:10.1093/
bioinformatics/btp348)

81. Hoang DT, Chernomor O, von Haeseler A, Minh BQ,
Vinh LS. 2018 UFBoot2: improving the ultrafast
bootstrap approximation. Mol. Biol. Evol. 35,
518–522. (doi:10.1093/molbev/msx281)

82. Kalyaanamoorthy S, Minh BQ, Wong TKF, von
Haeseler A, Jermiin LS. 2017 ModelFinder: fast model
selection for accurate phylogenetic estimates. Nat.
Methods 14, 587–589. (doi:10.1038/nmeth.4285)

83. Monier A et al. 2017 Host-derived viral transporter
protein for nitrogen uptake in infected marine
phytoplankton. Proc. Natl Acad. Sci. USA 114,
E7489–E7498. (doi:10.1073/pnas.1708097114)

84. Consortium U. 2015 UniProt: a hub for protein
information. Nucleic Acids Res. 43, D204–D212.
(doi:10.1093/nar/gku989)

85. Price MN, Dehal PS, Arkin AP. 2010 FastTree
2—approximately maximum-likelihood trees for
large alignments. PLoS ONE 5, e9490. (doi:10.1371/
journal.pone.0009490)

86. Letunic I, Bork P. 2016 Interactive tree of life (iTOL)
v3: an online tool for the display and annotation of
phylogenetic and other trees. Nucleic Acids Res. 44,
W242–W245. (doi:10.1093/nar/gkw290)

87. McDonald SM, Plant JN, Worden AZ. 2010 The
mixed lineage nature of nitrogen transport and
assimilation in marine eukaryotic phytoplankton: a
case study of Micromonas. Mol. Biol. Evol. 27,
2268–2283. (doi:10.1093/molbev/msq113)

88. McDonald TR, Dietrich FS, Lutzoni F. 2012 Multiple
horizontal gene transfers of ammonium
transporters/ammonia permeases from prokaryotes
to eukaryotes: toward a new functional and
evolutionary classification. Mol. Biol. Evol. 29,
51–60. (doi:10.1093/molbev/msr123)

89. Bushnell B. 2016 BBMap short read aligner.
Berkeley, CA: University of California. https://
sourceforge.net/projects/bbmap/.

90. Anders S, Pyl PT, Huber W. 2015 HTSeq—a Python
framework to work with high-throughput
sequencing data. Bioinformatics 31, 166–169.
(doi:10.1093/bioinformatics/btu638)

91. Sunagawa S et al. 2015 Structure and function of
the global ocean microbiome. Science 348, 6237.
(doi:10.1126/science.1261359)

92. Buchfink B, Xie C, Huson DH. 2014 Fast and
sensitive protein alignment using DIAMOND. Nat.
Methods 12, 59–60. (doi:10.1038/nmeth.3176)

93. Wickham H. 2016 Ggplot2: elegant graphics for data
analysis. New York, NY: Springer. See https://
ggplot2.tidyverse.org.

94. Simmons MP, Sudek S, Monier A, Limardo AJ,
Jimenez V, Perle CR, Elrod VA, Pennington JT,
Worden AZ. 2016 Abundance and biogeography of
picoprasinophyte ecotypes and other phytoplankton
in the Eastern North Pacific Ocean. Appl. Environ.
Microbiol. 82, 1693–1705. (doi:10.1128/AEM.
02730-15)

95. Pennington TiJ, Chavez FP. 2000 Seasonal
fluctuations of temperature, salinity, nitrate,
chlorophyll and primary production at station
H3/M1 over 1989–1996 in Monterey Bay,
California. Deep Sea Res. Part II Top. Stud.
Oceanogr. 47, 947–973. (doi:10.1016/s0967-
0645(99)00132-0)

96. Monier A, Welsh RM, Gentemann C, Weinstock G,
Sodergren E, Armbrust EV, Eisen JA, Worden AZ.
2012 Phosphate transporters in marine
phytoplankton and their viruses: cross-domain
commonalities in viral-host gene exchanges.
Environ. Microbiol. 14, 162–176. (doi:10.1111/j.
1462-2920.2011.02576.x)

97. Chambouvet A, Morin P, Marie D, Guillou L. 2008
Control of toxic marine dinoflagellate blooms by
serial parasitic killers. Science 322, 1254–1257.
(doi:10.1126/science.1164387)

98. Guillou L, Viprey M, Chambouvet A, Welsh RM,
Kirkham AR, Massana R, Scanlan DJ, Worden AZ.
2008 Widespread occurrence and genetic diversity
of marine parasitoids belonging to Syndiniales
(Alveolata). Environ. Microbiol. 10, 3349–3365.
(doi:10.1111/j.1462-2920.2008.01731.x)

99. Lin Y-C, Campbell T, Chung C-C, Gong G-C, Chiang
K-P, Worden AZ. 2012 Distribution patterns and
phylogeny of marine stramenopiles in the North
Pacific Ocean. Appl. Environ. Microbiol. 78,
3387–3399. (doi:10.1128/AEM.06952-11)

100. Massana R, Guillou L, Terrado R, Forn I. 2006
Growth of uncultured heterotrophic flagellates in
unamended seawater incubations. Aquat. Microb.
Ecol. 45, 171–180. (doi:10.3354/ame045171)

101. Massana R, Unrein F, Rodríguez-Martínez R, Forn I,
Lefort T, Pinhassi J, Not F. 2009 Grazing rates and
functional diversity of uncultured heterotrophic
flagellates. ISME J. 3, 588–596. (doi:10.1038/ismej.
2008.130)

102. Suga H et al. 2013 The Capsaspora genome reveals
a complex unicellular prehistory of animals. Nat.
Commun. 4, 2325. (doi:10.1038/ncomms3325)

103. Hertel LA, Bayne CJ, Loker ES. 2002 The symbiont
Capsaspora owczarzaki, nov. gen. nov. sp., isolated
from three strains of the pulmonate snail
Biomphalaria glabrata is related to members of the
Mesomycetozoea. Int. J. Parasitol. 32, 1183–1191.
(doi:10.1016/S0020-7519(02)00066-8)

104. Earl D et al. 2011 Assemblathon 1: a competitive
assessment of de novo short read assembly
methods. Genome Res. 21, 2224–2241. (doi:10.
1101/gr.126599.111)

105. Gallot-Lavallée L, Blanc G. 2017 A glimpse of
nucleo-cytoplasmic large DNA virus biodiversity
through the eukaryotic genomics window. Viruses
9, 17. (doi:10.3390/v9010017)

106. Li Y, Hingamp P, Watai H, Endo H, Yoshida T, Ogata
H. 2018 Degenerate PCR primers to reveal the
diversity of giant viruses in coastal waters. Viruses
10, 496. (doi:10.3390/v10090496)

107. Deeg CM, Chow C-ET, Suttle CA. 2018 The
kinetoplastid-infecting Bodo saltans virus (BsV),
a window into the most abundant giant
viruses in the sea. Elife 7, e33014. (doi:10.7554/
eLife.33014)

108. Filée J, Chandler M. 2010 Gene exchange and the
origin of giant viruses. Intervirology 53, 354–361.
(doi:10.1159/000312920)

109. Mozar M, Claverie J-M. 2014 Expanding the
Mimiviridae family using asparagine synthase as a
sequence bait. Virology 466–467, 112–122.
(doi:10.1016/j.virol.2014.05.013)

110. Andrade SLA, Einsle O. 2007 The Amt/Mep/Rh
family of ammonium transport proteins (Review).
Mol. Membr. Biol. 24, 357–365. (doi:10.1080/
09687680701388423)

111. Khademi S, Stroud RM. 2006 The Amt/MEP/Rh
family: structure of AmtB and the mechanism of
ammonia gas conduction. Physiology 21, 419–429.
(doi:10.1152/physiol.00051.2005)

112. Mihara T, Koyano H, Hingamp P, Grimsley N, Goto S,
Ogata H. 2018 Taxon richness of ‘Megaviridae’
exceeds those of bacteria and archaea in the ocean.
Microbes Environ. 33, 162–171. (doi:10.1264/jsme2.
ME17203)

113. von Wittgenstein NJJB, Le CH, Hawkins BJ, Ehlting J.
2014 Evolutionary classification of ammonium,
nitrate, and peptide transporters in land plants. BMC
Evol. Biol. 14, 11. (doi:10.1186/1471-2148-14-11)

114. Neuhäuser B, Dynowski M, Ludewig U. 2014
Switching substrate specificity of AMT/MEP/Rh
proteins. Channels (Austin) 8, 496–502. (doi:10.
4161/19336950.2014.967618)

115. Pantoja O. 2012 High affinity ammonium
transporters: molecular mechanism of action. Front.
Plant Sci. 3, 34. (doi:10.3389/fpls.2012.00034)

116. Si L, Pan L, Wang H, Zhang X. 2018 Identification of
the role of Rh protein in ammonia excretion of the
swimming crab Portunus trituberculatus. J. Exp. Biol.
221, jeb184655. (doi:10.1242/jeb.184655)

http://dx.doi.org/10.1038/35081051
http://dx.doi.org/10.1073/pnas.1403051111
http://dx.doi.org/10.1021/cr4003769
http://dx.doi.org/10.1021/cr4003769
http://dx.doi.org/10.1093/molbev/msu300
http://dx.doi.org/10.1093/molbev/msu300
http://dx.doi.org/10.1093/sysbio/syx068
http://dx.doi.org/10.1093/nar/gkh340
http://dx.doi.org/10.1093/nar/gkh340
http://dx.doi.org/10.1093/bioinformatics/btp348
http://dx.doi.org/10.1093/bioinformatics/btp348
http://dx.doi.org/10.1093/molbev/msx281
http://dx.doi.org/10.1038/nmeth.4285
http://dx.doi.org/10.1073/pnas.1708097114
http://dx.doi.org/10.1093/nar/gku989
http://dx.doi.org/10.1371/journal.pone.0009490
http://dx.doi.org/10.1371/journal.pone.0009490
http://dx.doi.org/10.1093/nar/gkw290
http://dx.doi.org/10.1093/molbev/msq113
http://dx.doi.org/10.1093/molbev/msr123
https://sourceforge.net/projects/bbmap/
https://sourceforge.net/projects/bbmap/
http://dx.doi.org/10.1093/bioinformatics/btu638
http://dx.doi.org/10.1126/science.1261359
http://dx.doi.org/10.1038/nmeth.3176
https://ggplot2.tidyverse.org
https://ggplot2.tidyverse.org
https://ggplot2.tidyverse.org
http://dx.doi.org/10.1128/AEM.02730-15
http://dx.doi.org/10.1128/AEM.02730-15
http://dx.doi.org/10.1016/s0967-0645(99)00132-0
http://dx.doi.org/10.1016/s0967-0645(99)00132-0
http://dx.doi.org/10.1111/j.1462-2920.2011.02576.x
http://dx.doi.org/10.1111/j.1462-2920.2011.02576.x
http://dx.doi.org/10.1126/science.1164387
http://dx.doi.org/10.1111/j.1462-2920.2008.01731.x
http://dx.doi.org/10.1128/AEM.06952-11
http://dx.doi.org/10.3354/ame045171
http://dx.doi.org/10.1038/ismej.2008.130
http://dx.doi.org/10.1038/ismej.2008.130
http://dx.doi.org/10.1038/ncomms3325
http://dx.doi.org/10.1016/S0020-7519(02)00066-8
http://dx.doi.org/10.1101/gr.126599.111
http://dx.doi.org/10.1101/gr.126599.111
http://dx.doi.org/10.3390/v9010017
http://dx.doi.org/10.3390/v10090496
http://dx.doi.org/10.7554/eLife.33014
http://dx.doi.org/10.7554/eLife.33014
http://dx.doi.org/10.1159/000312920
http://dx.doi.org/10.1016/j.virol.2014.05.013
http://dx.doi.org/10.1080/09687680701388423
http://dx.doi.org/10.1080/09687680701388423
http://dx.doi.org/10.1152/physiol.00051.2005
http://dx.doi.org/10.1264/jsme2.ME17203
http://dx.doi.org/10.1264/jsme2.ME17203
http://dx.doi.org/10.1186/1471-2148-14-11
http://dx.doi.org/10.4161/19336950.2014.967618
http://dx.doi.org/10.4161/19336950.2014.967618
http://dx.doi.org/10.3389/fpls.2012.00034
http://dx.doi.org/10.1242/jeb.184655


royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B

374:20190086

16
117. Li X, Jayachandran S, Nguyen H-HT, Chan MK.
2007 Structure of the Nitrosomonas europaea
Rh protein. Proc. Natl Acad. Sci. USA 104,
19 279–19 284. (doi:10.2210/pdb3b9y/pdb)

118. Soupene E, King N, Feild E, Liu P, Niyogi KK, Huang
C-H, Kustu S. 2002 Rhesus expression in a green
alga is regulated by CO2. Proc. Natl Acad. Sci. USA
99, 7769–7773. (doi:10.1073/pnas.112225599)

119. Coleman ML, Chisholm SW. 2010 Ecosystem-specific
selection pressures revealed through comparative
population genomics. Proc. Natl Acad. Sci. USA 107,
18 634–18 639. (doi:10.1073/pnas.1009480107)

120. Martiny AC, Huang Y, Li W. 2009 Occurrence of
phosphate acquisition genes in Prochlorococcus cells
from different ocean regions. Environ. Microbiol. 11,
1340–1347. (doi:10.1111/j.1462-2920.2009.01860.x)

121. Sullivan MB, Coleman ML, Weigele P, Rohwer F,
Chisholm SW. 2005 Three Prochlorococcus
cyanophage genomes: signature features and
ecological interpretations. PLoS Biol. 3, e144.
(doi:10.1371/journal.pbio.0030144)

122. Zeng Q, Chisholm SW. 2012 Marine viruses exploit
their host's two-component regulatory system in
response to resource limitation. Curr. Biol. 22,
124–128. (doi:10.1016/j.cub.2011.11.055)

123. Chrétiennot-Dinet M-J, Courties C, Vaquer A,
Neveux J, Claustre H, Lautier J, Machado MC. 1995
A new marine picoeucaryote: Ostreococcus tauri
gen. et sp. nov. (Chlorophyta, Prasinophyceae).
Phycologia 34, 285–292. (doi:10.2216/i0031-8884-
34-4-285.1)

124. DeLong EF, Béjà O. 2010 The light-driven proton
pump proteorhodopsin enhances bacterial survival
during tough times. PLoS Biol. 8, e1000359. (doi:10.
1371/journal.pbio.1000359)

125. Gómez-Consarnau L, González JM, Coll-Lladó M,
Gourdon P, Pascher T, Neutze R, Pedrós-Alió C,
Pinhassi J. 2007 Light stimulates growth of
proteorhodopsin-containing marine Flavobacteria.
Nature 445, 210–213. (doi:10.1038/nature05381)

126. Govorunova EG, Sineshchekov OA, Li H, Spudich JL.
2017 Microbial rhodopsins: diversity, mechanisms,
and optogenetic applications. Annu. Rev. Biochem.
86, 845–872. (doi:10.1146/annurev-biochem-
101910-144233)

127. Philosof A, Béjà O. 2013 Bacterial, archaeal and viral-
like rhodopsins from the Red Sea. Environ. Microbiol.
Rep. 5, 475–482. (doi:10.1111/1758-2229.12037)

128. Olson DK, Yoshizawa S, Boeuf D, Iwasaki W, DeLong
EF. 2018 Proteorhodopsin variability and distribution
in the North Pacific Subtropical Gyre. ISME J. 12,
1047–1060. (doi:10.1038/s41396-018-0074-4)

129. Hingamp P et al. 2013 Exploring nucleo-cytoplasmic
large DNA viruses in Tara Oceans microbial
metagenomes. ISME J. 7, 1678–1695. (doi:10.1038/
ismej.2013.59)

130. Brum JR, Sullivan MB. 2015 Rising to the challenge:
accelerated pace of discovery transforms marine
virology. Nat. Rev. Microbiol. 13, 147–159. (doi:10.
1038/nrmicro3404)

131. Ignacio-Espinoza JC, Solonenko SA, Sullivan MB. 2013
The global virome: not as big as we thought? Curr. Opin.
Virol. 3, 566–571. (doi:10.1016/j.coviro.2013.07.004)

132. Brum JR et al. 2015 Patterns and ecological drivers
of ocean viral communities. Science 348, 1261498.
(doi:10.1126/science.1261498)
133. Forterre P. 2012 The virocell concept and
environmental microbiology. ISME J. 7, 233–236.
(doi:10.1038/ismej.2012.110)

134. Fuhrman JA, Cram JA, Needham DM. 2015 Marine
microbial community dynamics and their ecological
interpretation. Nat. Rev. Microbiol. 13, 133–146.
(doi:10.1038/nrmicro3417)

135. Karl DM, Lukas R. 1996 The Hawaii Ocean Time-
series (HOT) program: background, rationale and
field implementation. Deep Sea Res. Part II Top.
Stud. Oceanogr. 43, 129–156. (doi:10.1016/0967-
0645(96)00005-7)

136. Church MJ, Lomas MW, Muller-Karger F. 2013 Sea
change: charting the course for biogeochemical
ocean time-series research in a new millennium.
Deep Sea Res. Part II Top. Stud. Oceanogr. 93, 2–15.
(doi:10.1016/j.dsr2.2013.01.035)

137. Steinberg DK, Carlson CA, Bates NR, Johnson RJ,
Michaels AF, Knap AH. 2001 Overview of the US
JGOFS Bermuda Atlantic Time-series Study (BATS):
a decade-scale look at ocean biology and
biogeochemistry. Deep Sea Res. Part II Top. Stud.
Oceanogr. 48, 1405–1447. (doi:10.1016/S0967-
0645(00)00148-X)

138. Martinez A, Bradley AS, Waldbauer JR, Summons
RE, DeLong EF. 2007 Proteorhodopsin photosystem
gene expression enables photophosphorylation in a
heterologous host. Proc. Natl Acad. Sci. USA 104,
5590–5595. (doi:10.1073/pnas.0611470104)

139. Gómez-Consarnau L et al. 2019 Microbial
rhodopsins are major contributors to the solar
energy captured in the sea. Sci. Adv. 5, eaaw8855.
(doi:10.1126/sciadv.aaw8855)

http://dx.doi.org/10.2210/pdb3b9y/pdb
http://dx.doi.org/10.1073/pnas.112225599
http://dx.doi.org/10.1073/pnas.1009480107
http://dx.doi.org/10.1111/j.1462-2920.2009.01860.x
http://dx.doi.org/10.1371/journal.pbio.0030144
http://dx.doi.org/10.1016/j.cub.2011.11.055
http://dx.doi.org/10.2216/i0031-8884-34-4-285.1
http://dx.doi.org/10.2216/i0031-8884-34-4-285.1
http://dx.doi.org/10.1371/journal.pbio.1000359
http://dx.doi.org/10.1371/journal.pbio.1000359
http://dx.doi.org/10.1038/nature05381
http://dx.doi.org/10.1146/annurev-biochem-101910-144233
http://dx.doi.org/10.1146/annurev-biochem-101910-144233
http://dx.doi.org/10.1111/1758-2229.12037
http://dx.doi.org/10.1038/s41396-018-0074-4
http://dx.doi.org/10.1038/ismej.2013.59
http://dx.doi.org/10.1038/ismej.2013.59
http://dx.doi.org/10.1038/nrmicro3404
http://dx.doi.org/10.1038/nrmicro3404
http://dx.doi.org/10.1016/j.coviro.2013.07.004
http://dx.doi.org/10.1126/science.1261498
http://dx.doi.org/10.1038/ismej.2012.110
http://dx.doi.org/10.1038/nrmicro3417
http://dx.doi.org/10.1016/0967-0645(96)00005-7
http://dx.doi.org/10.1016/0967-0645(96)00005-7
http://dx.doi.org/10.1016/j.dsr2.2013.01.035
http://dx.doi.org/10.1016/S0967-0645(00)00148-X
http://dx.doi.org/10.1016/S0967-0645(00)00148-X
http://dx.doi.org/10.1073/pnas.0611470104
http://dx.doi.org/10.1126/sciadv.aaw8855

	Targeted metagenomic recovery of four divergent viruses reveals shared and distinctive characteristics of giant viruses of marine eukaryotes
	Introduction
	Methods
	Sampling and flow cytometry
	Assembly and genome identification
	Virus genome annotation
	Phylogenomics and phylogenetics
	Mapping of reads from metatranscriptomes

	Results
	Sampling of distinct oceanographic zones
	Taxonomic characterization of sorted cells
	Giant viruses in cell sorts
	Phylogenetic relationships and gene content
	Read recruitment from ocean metatranscriptomes

	Discussion
	Interpretation of viral genomes from targeted cellular metagenomes
	Evolutionary history and distinctive functions of PacVs in the ocean
	Distribution of PacVs in the ocean

	Conclusion
	Data accessibility
	Authors' contributions
	Competing interests
	Funding
	Acknowledgements
	References


