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Abstract
Heterotrophic lineages of stramenopiles exhibit enormous diversity in morphology, lifestyle, and habitat. Among them, the
marine stramenopiles (MASTs) represent numerous independent lineages that are only known from environmental
sequences retrieved from marine samples. The core energy metabolism characterizing these unicellular eukaryotes is poorly
understood. Here, we used single-cell genomics to retrieve, annotate, and compare the genomes of 15 MAST species,
obtained by coassembling sequences from 140 individual cells sampled from the marine surface plankton. Functional
annotations from their gene repertoires are compatible with all of them being phagocytotic. The unique presence of
rhodopsin genes in MAST species, together with their widespread expression in oceanic waters, supports the idea that
MASTs may be capable of using sunlight to thrive in the photic ocean. Additional subsets of genes used in phagocytosis,
such as proton pumps for vacuole acidification and peptidases for prey digestion, did not reveal particular trends in MAST
genomes as compared with nonphagocytotic stramenopiles, except a larger presence and diversity of V-PPase genes. Our
analysis reflects the complexity of phagocytosis machinery in microbial eukaryotes, which contrasts with the well-defined
set of genes for photosynthesis. These new genomic data provide the essential framework to study ecophysiology of
uncultured species and to gain better understanding of the function of rhodopsins and related carotenoids in stramenopiles.

Introduction

Oceans are the largest habitats on Earth, and living biomass
in these systems is dominated by planktonic microbes [1].

Together, they introduce heterogeneity into the ocean,
govern trophic interactions, and drive energy and nutrient
flows [2]. Depending on the way microbes acquire energy
and food, they stand along a trophic spectrum between
phototrophs, which synthesize organic matter using solar
energy and heterotrophs, which live at the expense of
acquired organic matter. The study of trophic strategies is of
primary interest to understand the ecological role and
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behavior of microbial species. This basic information is not
always easy to access, especially because as seen in mole-
cular surveys, the vast majority of microbial diversity has
not been cultured and therefore remains uncharacterized [3].
Within marine microbial eukaryotes, an important compo-
nent of this unknown diversity are the marine stramenopiles
(MASTs) lineages [4, 5], placed in different positions of the
stramenopile radiation that include phototrophs, phago-
trophs, mixotrophs, osmotrophs, and parasites [6, 7]. Cur-
rently, MASTs are divided into 18 phylogenetic clades [8],
each one potentially harboring many species which are
essentially uncultured, with only two exceptions, Inciso-
monas marina (MAST-3) and Pseudophyllomitus vesicu-
losus (MAST-6). A clear assignment of the trophic strategy
of MASTs is also challenging because of their small size
and lack of recognizable morphological features. Partial
data exist for a few clades, some MAST-3 are parasites (for
example, the diatom parasite Solenicola setigera belongs to
this clade [9]), MAST-1 and MAST-4 are active bacter-
ivores [10], but this elementary knowledge is still unknown
for many other MAST lineages.

In the last years, MASTs have been under the hook with a
few single-cell genomics (SCG) studies [11]. Despite inherent
methodological limitations, such as uneven coverage, chimeric
assemblies, and increased contamination [12], SCG is
becoming widely used to access the genomes of uncultured
microbial species [13, 14], therefore expanding our knowledge
on marine microbial life and their metabolic potential.
Recently, a catalog of more than 900 single amplified genomes
(SAGs) isolated during the Tara Oceans expedition has been
described based on their 18S rDNA genes [15]; many of them
affiliated to diverse MAST clades and some were chosen for
genome sequencing. In a first study, several MAST-4 SAGs
were used to evaluate a computational solution to improve
genome completeness by combining the sequencing reads of
single cells into a coassembly [16]. Another study used this
coassembling approach to obtain the genome of five MAST-3
and MAST-4 species and explore their functional ecology and
oceanic distribution. This study revealed functional differences
in the motility apparatus and feeding spectra, and the presence
of rhodopsins in one species. Here, we extended the dataset to
15 MAST species using SAGs from Tara Oceans and from
other projects. We investigated their trophic strategy using a
comparative genomics model, and focused on a set of gene
families relevant for phagocytosis.

Phagocytosis is a distinct form of endocytosis that incor-
porates particles > 0.45 µm in diameter through the formation
of membrane-bound vesicles called phagosomes. After
maturation, phagosomes fuse with lysosomes and become a
final phagolysosome where prey cells are degraded [17, 18].
Lysosomes are important organelles that can contain more
than 50 degradative enzymes (targeting proteins, carbohy-
drates, or nucleic acids) commonly named acid hydrolases as

they are activated at acidic conditions (i.e., pH < 5). To
maintain the acidic medium and keep control over the
digestive enzymes, phagolysosomes accumulate H+ ions
by the action of the vacuolar-type H+-translocating ATPase
(V-ATPase) [19]. Other proton pumps such as the vacuolar-
type H+-translocating pyrophosphatase (V-PPase) may also
participate in acidification [20]. The two proton pumps obtain
their energy by hydrolyzing phosphate bonds, in ATP or
inorganic pyrophosphate, respectively, [21], and represent
distinct classes of ion translocases with no sequence homol-
ogy. Functional related genes that are gaining momentum in
marine microbial ecology are the rhodopsins. Microbial type I
rhodopsins are photoactive proteins containing a retinal
chromophore that work as light-driven proton pumps or
photoreceptors [22, 23]. They are widely present in marine
microbes [24, 25] and have been found in MAST-4-C [26]
and highly expressed in a growing MAST-4A population
[27]. It has been suggested that besides energy processing,
rhodopsins can participate in food vacuole acidification in
eukaryotic phagotrophs [28].

In this study, we have analyzed the genomes of 140 single
cells retrieved during the Tara Oceans expedition as well as
at the Blanes Bay Microbial Observatory (BBMO). These
cells affiliate within seven MAST clades highly represented
in marine molecular surveys [6]. The 140 SAGs have been
further coassembled into 15 genomes of relatively high
quality and subsequently analyzed by comparative genomics
together with other well-characterized stramenopiles. We first
focused on assigning a trophic function to these uncultured
clades by comparative genomics, and then analyzed the
enrichment of the degradative enzymes peptidases according
to trophic function. We also considered in detail the presence
and diversity of proton pumps and microbial rhodopsins in
MASTs to further understand the potential physiological
cell capabilities and the role of light in phagolysosome
acidification.

Material and methods

SAG sequencing, assembly, and coassembly

Epipelagic microbial communities sampled during the Tara
Oceans expedition were used for flow cytometry cell sorting at
the Single Cell Sorting Center in Bigelow (scgc.bigelow.org)
based on size and the presence or absence of pigments.
Whole-genome amplification from single cells was done with
MDA, and SAGs were taxonomically classified by sequencing
their 18S rDNA amplified with universal eukaryotic primers.
Details of the methods used and a complete list of taxa ID for
all SAGs collected in Tara are presented in Sieracki et al. [15].
Overall, 74 of the SAGs used here have been sequenced and
analyzed previously [16, 26, 29], while 50 SAGs are new from
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this study (Table S1). We did a single-cell sorting effort at the
BBMO in May 2018 using similar protocols that provided 16
additional SAGs. Sequencing libraries for cells collected in
Tara were prepared as described before [26], while we used
the KAPA or NextEra preparation kits in BBMO cells. SAGs
were paired-end sequenced (reads of 110 bp in Tara and 250
bp in BBMO) in different Illumina platforms and sequencing
services (Table S1).

After adapter trimming and cleaning of the raw reads
using Trimmomatic v. 0.32 [30] (reads with a Phred score <
20 and <100 bp were discarded), we performed a digital k-
mer-based normalization with BBNorm (sourceforge.net/
projects/bbmap/) that reduces the average error rate and
allows downsampling of reads for a better coverage dis-
tribution (a critical issue with MDA products). An initial de
novo assembly using the De Bruijn graph assembler SPAdes
[31], combining information from 21, 33, and 55 k-mer
sizes, was generated for every individual SAG read set.
Based on previous work [16, 29], we followed a stringent
coassembly strategy. SAGs eligible for coassembly were
those with very high 18S rDNA similarity (>99.5%) and
average nucleotide identity (>95%), and tetranucleotide
homogeneity verified with the Emergent Self-Organizing
Maps tool (http://databionic-esom.sourceforge.net) using a
1 bp sliding window in fragmented contigs of 2.5–5 kb. The
formed clusters were validated with robust estimates of
mean and variance (“Robust ZT” option). Coassembly was
done with SPAdes including the “single-cell” option. We
identified (and later removed) prokaryotic contamination in
the assembled scaffolds with the default parameters of
EukRep [32] and BlobTools [33]. Contigs with divergent
GC content values in each coassembly (outside the range of
mean ± 10% standard deviation) were also removed. In one
of the sequencing batches, cross-contamination between
SAGs in the same Illumina lane occurred due to HiSeq
reagents problems. We computed the average nucleotide
identity [34] between contigs in all pairs of individual SAGs,
identified problematic contigs (those that share similarity >
99% in fragments longer than 300 bp), and removed those
from the SAG where they had the lowest k-mer read cov-
erage. In the final coassemblies, contigs shorter than 1 kb
were removed, and genome statistics were computed with
QUAST [35]. Genome completeness was determined by the
presence of 248 universal, single-copy core eukaryotic genes
with CEGMA [36] or the presence of 303 single-copy
eukaryotic orthologous genes with BUSCO v3 [37].

Gene predictions, gene family inference, and
functional annotation

Gene predictions from the coassembled genomes started by
using the CEGMA and BUSCO retrieved genes to train
SNAP (http://korflab.ucdavis.edu/software.html), which

generates a set of ab initio gene models. In parallel,
GENEMARK-ES [38] was run to obtain another set of
predicted genes. Both sets were then used as input for a first
run on the MAKER [39] pipeline. The candidate genes
identified were then used as the training dataset input in a
second run of MAKER, with default settings, to train the
program AUGUSTUS [40], finally providing transcripts
and protein predictions for each coassembled genome. The
pipeline used can be found on GitHub (https://github.com/
guyleonard/gene_prediction_pipeline).

Predicted coding sequences (CDS) from the coassembled
MAST genomes were loaded into a custom instance of the
PLAZA framework [41] together with the CDS of other
stramenopiles and nonstramenopile model species (Fig. S1).
Based on an “all-against-all” protein sequence similarity
search done with DIAMOND v. 0.9.18 [42] (“more sensi-
tive” mode with a maximum e-value cutoff of 10−5 and
retaining up to 2500 hits), orthologous gene families were
delineated with OrthoFinder v. 2.3.3 [43] (default para-
meters). Functional annotation of all CDS was performed
using InterProScan v. 5.39–77.0 [44], including mapping
InterPro entries to GO annotations. For the model organ-
isms in the database (Fig. S1), GO annotations were
retrieved from the GO website. Finally, functional enrich-
ment analyses were performed to assign informative Inter-
Pro and GO terms to each orthologous gene family. The
enrichment analysis used the hypergeometric distribution
with a maximum Bonferroni corrected p value cutoff of
0.05, and all coding genes from the organisms included in
the gene family as background frequency. Enriched func-
tional annotations were retained when present in at least half
of the genes in the family.

Comparative genomics analysis

We used a computational model designed to predict, using
genomic data, if an organism has the ability to be phago-
cytotic (able to capture prey), photosynthetic (able to fix
inorganic carbon), or prototrophic (self-sufficient producer
of essential amino acids or vitamins) [45]. The model is
based on clusters of shared proteins among a large diversity
of eukaryotic genomes and on an evaluation of their
enrichment in organisms adopting different lifestyles. The
presence of specific proteins in the query genomes, detected
by a search with HMM models, is used to predict the life-
style of unknown organisms.

On a second level, we used the number of copies for each
orthologous gene family (or orthologous group, OG) in
every species to identify broad patterns within the 30 stra-
menopile species. OGs found in only one species were
discarded, and the number of genes per OGs was normal-
ized to percentages in each genome. Based on the OG table,
genomes were compared using Bray–Curtis dissimilarities
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and analyzed by nonmetric multidimensional scaling
(NMDS) with the R package vegan v2.5–6 [46]. The
grouping of species based on trophic lifestyle was tested by
a PERMANOVA analysis using vegan’s function adonis2
(). A multilevel pattern analysis to identify OGs that char-
acterize a given trophic mode (indicator value (IndVal) >
0.7 and p value < 0.05) was performed using the function
multipatt() implemented in the R package indicspecies
v1.7.9 [47]. A heatmap displaying OGs annotated as pep-
tidases and proteases was created with R package pheatmap
v1.0.12 [48], using Ward’s method for hierarchical clus-
tering with log10-transformed OGs gene counts (with a
pseudocount of 1).

Homology searches and phylogenetic analyses for
specific proteins

Protein sequences from three gene families of proton pumps
were retrieved from public databases. Reference sequences
for V-ATPases were extracted from Mulkidjanian et al. [49],
while for V-PPases we used the phylogenetic tree in Good-
enough et al. [20]. Rhodopsin reference sequences were col-
lected from several articles [28, 50, 51], and the MicRhoDE
project [52]. Using these reference datasets, homologous
MAST sequences were identified by sequence similarity
using BLAST v.2.2.28 (maximum e-value threshold of 10−5).
The selected contigs were checked to discard potential bac-
terial contamination. Homology searches using Pfam domains
were conducted against the key enzymes involved in retinal
formation: GGPP synthase (PF00348), phytoene synthase
(PF00484.18), phytoene dehydrogenase (PF01493.23), lyco-
pene cyclase (PF05834), and β-carotene 15,15′-dioxygenase
(PF15461.5). Selected sequences were aligned with MAFFT
v7.470 [53] (--globalpair) and trimmed with TRIMAL v1.4

[54] (-automated option) to obtain a curated subset for phy-
logenetic analyses. Phylogenetic trees were constructed with
the maximum likelihood method using the LG+F
+R6 substitution model in IQ-TREE [55] and topology
support was determined with 1000 bootstrap replicates.
Rhodopsin expression data were retrieved from the Marine
Atlas of Tara Oceans Unigenes database (MATOU) [56],
which presents expressed eukaryotic genes clustered at 95%
identity. Rhodopsin MAST sequences were used as query in
BLAST 2.7.1 against MATOU v1 and we kept the most
similar unigene for each type.

Results

A new set of MAST genomes

Unicellular eukaryotic microorganisms were single cell sorted
from planktonic assemblages in the Adriatic Sea and the
Indian ocean during the Tara Oceans expedition, and in
Spring 2018 from the BBMO (Fig. 1A). Based on their 18S
rDNA signature, 140 cells from the unpigmented sort that
affiliated to MAST lineages were selected for genome
sequencing. Essential sampling and sequencing information
regarding these SAGs is listed in Table S1. SAGs with similar
tetranucleotide frequency and very high nucleotide similarity
(fulfilling the criteria explained in M&M) were considered to
be from the same species and combined into a coassembly,
thus yielding improved genomes of 15 MAST species. The
individual SAGs used in each coassembly often derived from
different marine locations (Fig. 1B). Taking into account
contigs ≥ 1 kb, we obtained genome sizes ranging from 9.13
to 47.80Mb, each one with a characteristic GC content.
Assembly quality assessments were carried out via the N50,
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the size distribution of contigs, and the genome completeness.
The later, based on the percentage of conserved single-copy
orthologous genes present in the final coassembly, averaged
46% across genomes, ranging from values as high as 80% in
MAST-4A-sp1 and MAST-4C-sp1 to values as low as 7% in
MAST-1C-sp1 (Fig. 1). Genomes with higher completeness
also recovered more genes: 15,508 genes were predicted in
MAST-4A-sp1, 16,260 in MAST-4C-sp1, and 2902 in
MAST-1C-sp1. Thus, there was a clear correlation between
genome size and both the genome completeness and the
number of predicted genes. Overall, coassembled genomes
provide reasonable gene completeness and represent a very
promising resource to reveal the genes and the metabolic
potential of uncultured MASTs. The 15 species for which we
provide the new genomic data are widespread and relatively
abundant in the global surface ocean (Fig. S2), thus repre-
senting useful targets to understand ecosystem functioning.

Predicting the lifestyle of MAST species from
genomics

We investigated the trophic lifestyle of the 15 MAST spe-
cies using a recently published comparative genomics
model [45]. Specifically, the training-based model inter-
rogates the genomes of unknown species for the presence of
genes predictive of phagotrophic, photosynthetic, or

prototrophic lifestyles (Fig. 2). The model clearly predicted
that none of the MAST species was photosynthetic: all of
them were outside the photosynthetic PCA cluster, with
73% of the variation explained by the first principal com-
ponent (Fig. 2A), and virtually zero prediction probabilities
of being photosynthetic (Fig. 2C). Based on the set of genes
defining phagotrophy, the majority of MAST species were
placed with phagocytotic genomes (the first principal
component explained 73% of the divergence) and within the
95% confidence ellipse in the PCA plot (Fig. 2B). The
prediction probability for phagotrophy was above 80% in
most cases, but it was very low in four of them, MAST-1C-
sp1, MAST-1D-sp1, MAST-3C-sp2, and MAST-9A-sp1,
precisely the ones that had the lowest number of predicted
genes. At first sight, MAST species do not seem to perform
prototrophy, being outside the prototrophic PCA cluster
(Fig. S3). However, the species with most predicted genes
(several MAST-4 and MAST-3A-sp1) display a moderate
prediction probability to present this capacity (Fig. 2C).

Furthermore, while the previous analysis relied on pre-
selected group of genes, we also performed a direct com-
parison of the 15 MAST species against a selection of other
stramenopiles with known lifestyle (Fig. S1) using the num-
ber of genes in inferred OGs within each genome. The cor-
responding NMDS test revealed that the species grouped
according to the defined trophic strategies: a tight
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photosynthetic cluster, an intermixed osmotrophic cluster, and
a loose group including Cafeteria burkhardae and MAST
species (Fig. S4). A PERMANOVA analysis showed that
22% of the variance in the plot (p < 0.001) was explained by
the trophic mode, and this justified the use of the IndVal
statistic to this dataset. Among the 28 OGs indicators of the
phagocytosis trophic mode (Table 1), we identified many
digestive enzymes (peptidases, glycosidases, lipases) and
other genes related to cell growth and responses to the
environment. A larger number of OGs characterized osmo-
trophs (Table S2) and phototrophs (Table S3), 133 and 744
OGs, respectively. In particular, phototrophs displayed many
genes encoding for photosystem and other plastidic proteins.

We focused on a given group of digestive enzymes, the
peptidases, and explored how frequent they were among the
complete set of stramenopile genomes. For this, we selected

the 295 OGs that were functionally annotated as peptidases
or proteases and studied their distribution in the 30 genomes,
both at OGs level (Fig. S5) or after grouping OGs in 71
peptidase families (Fig. 3). These digestive enzymes were
present in all species of phototrophs, osmotrophs, and pha-
gotrophs in roughly similar gene copy numbers, around 250
genes on average per genome. Therefore, the number of
peptidases genes could not be used as indicators of phago-
trophic lifestyle. In the OGs heatmap (Fig. S5), the genomes
clearly grouped by lifestyle (except Blastocystis hominis that
appeared with phagotrophs) and some clusters accumulated
OGs with IndVal scores, so seemed indicative of given
lifestyles. However, in the heatmap constructed with pepti-
dase families (Fig. 3), the grouping of genomes per lifestyle
was less clear and a poor correlation of peptidase types and
trophic mode was observed.

Table 1 List of orthologous groups defining the phagocytotic lifestyle within the dataset of 30 stramenopile genomes.

Ortholog groups IndVal p value InterPro Description GO term General function

ORTHO03S000834 0.91 0.01 IPR011040 Sialidase GO:0004553 Digestive enzyme

ORTHO03S000616 0.89 0.01 IPR004302 Cellulose/chitin-binding protein – Cell interactions

ORTHO03S000329 0.88 0.01 IPR004963 Pectinacetylesterase/NOTUM GO:0016787 Digestive enzyme

ORTHO03S004730 0.87 0.01 IPR004981 Tryptophan 2,3-dioxygenase GO:0019441 Digestive enzyme

ORTHO03S002955 0.83 0.01 IPR033396 Domain of unknown function DUF5107 – Unknown function

ORTHO03S001168 0.83 0.01 IPR001577 Peptidase M8, leishmanolysin GO:0008233 Digestive enzyme

ORTHO03S004520 0.83 0.01 IPR006201 Neurotransmitter-gated ion channel GO:0034220 Membrane transport

ORTHO03S000334 0.82 0.03 IPR000884 Thrombospondin type 1 (TSP1) repeat – Cell interactions

ORTHO03S004517 0.79 0.01 IPR004911 Gamma interferon inducible lysosomal thiol
reductase

– Vacuolization

ORTHO03S004519 0.79 0.01 IPR016201 PSI domain – Cell adhesion

ORTHO03S005547 0.79 0.01 IPR002477 Peptidoglycan binding domain – Digestive enzyme

ORTHO03S002888 0.77 0.02 IPR011040 Sialidase GO:0004553 Digestive enzyme

ORTHO03S003756 0.76 0.03 IPR021345 Protein of unknown function DUF2961 – Unknown function

ORTHO03S004503 0.75 0.02 IPR012338 Beta-lactamase/transpeptidase like GO:0005576 Digestive enzyme

ORTHO03S004518 0.75 0.01 IPR029787 Nucleotide cyclase GO:0007165 Signal transduction

ORTHO03S004748 0.75 0.02 IPR036452 Ribonucleoside hydrolase GO:0016614 Digestive enzyme

ORTHO03S005894 0.75 0.01 IPR008139 Saposin B type domain – Digestive enzyme

ORTHO03S004453 0.72 0.05 IPR017920 COMM domain – Regulation

ORTHO03S003676 0.72 0.03 IPR004007 Dihydroxyacetone kinase, subunit L GO:0004371 Signal transduction

ORTHO03S005231 0.72 0.03 IPR004785 Ribose 5-phosphate isomerase B GO:0005975 Sugar metabolism

ORTHO03S003865 0.72 0.04 IPR005524 Predicted permease DUF318 – Membrane transport

ORTHO03S005235 0.71 0.02 IPR028730 Zinc finger FYVE domain-containing protein 26 GO:0061640 Cell division

ORTHO03S005554 0.71 0.03 IPR029723 Integral membrane protein GPR137 – Transmembrane protein

ORTHO03S005577 0.71 0.01 IPR009613 Lipase maturation factor – Lipid metabolism

ORTHO03S005836 0.71 0.01 IPR001124 Lipid-binding serum glycoprotein GO:0008289 Lipid metabolism

ORTHO03S005884 0.71 0.02 IPR002889 Carbohydrate-binding WSC – Cell interactions

ORTHO03S005895 0.71 0.02 IPR008139 Saposin B type domain – Digestive enzyme

ORTHO03S005965 0.71 0.01 IPR011124 Zinc finger, CW type GO:0046872 Regulation

The OGs are first selected by the IndVal test (phagotrophs versus other genomes) and kept when their IPR identification was not found in the lists
of OGs characterizing other lifestyles. The InterPro domain annotating each of the 28 OGs is shown, together with its description and a general
function. When available the corresponding GO term is also provided.
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Canonical proton pumps in their role of vacuole
acidification

Vacuole acidification, a necessary step for the function of
acidic digestive enzymes in mature phagosomes, is
achieved by the action of the proton pump V-ATPase, and
perhaps the V-PPase. We investigated the presence and the
sequence homology of both genes in uncultured MASTs,
other stramenopiles, and several other eukaryotes by phy-
logeny (Fig. 4). We first looked for the presence of the
subunits A and B of the V-ATPase complex, which are
homologous to the two subunits of the F-ATPase (Fig. S6).
They were found in all complete genomes investigated here

but were undetected in about half of the MAST species,
most likely due to genome incompleteness. With respect to
V-PPase, these were distributed in the three described
clades: clade 1 homologous to the prokaryotic K+ depen-
dent H+-PPases; clade 2 homologous to the prokaryotic K+

independent H+-PPases; and clade 3 related to the prokar-
yotic K+ dependent Na+ PPases (Fig. S7). Despite genome
incompleteness, MASTs species show a remarkably high
number of V-PPase genes, three on average, often within
the three separate clades. Among them, MAST-4A-sp1,
MAST-4B-sp1, and MAST-4C-sp1 contain a particular
duplication of the clade 2 ancient to the divergence of
the three species (Fig. S7). It is particularly interesting
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the presence of clade 3 V-PPase in MAST species, as
this paralog is often absent in other eukaryotic genomes.
In the stramenopile set studied here, oomycetes, labyr-
inthulomycetes, and the multicellular brown algae Ecto-
carpus appear to have lost clade 3, which is retained only in
some diatoms and C. burkhardae. Finally, only two
MAST species lacked V-PPase genes (MAST-1C-sp1 and
MAST-1D-sp1), and this may likely be due to genome
incompleteness.

Rhodopsins and genes for retinal biosynthesis

Rhodopsins are transmembrane proteins that together with a
retinal pigment use light energy for proton translocation.
Sequence similarity searches confirmed the presence of
rhodopsin-like proteins in 11 of the 15 MAST genomes,
typically found in multiple individual SAGs (Fig. S8). We
carried out a phylogenetic analysis of the full range of
microbial type I rhodopsins including also eukaryotic and
viral sequences. The new MAST rhodopsin proteins were
classified into distinct phylogenetic branches (Fig. 5). Some
affiliated with the xanthorhodopsins type, which were
already known in marine haptophytes, dinoflagellates, and
diatoms. Xanthorhodopsins pump ions across cell mem-
branes and contain carotenoid accessory pigments as a light-
harvesting mechanism. With the exception of MAST-3F-
sp1, in which only one of nine cells contained xanthorho-
dopsin (Fig. 5), this coding protein was found in several
cells of MAST-4A-sp1, MAST-4C-sp1, MAST-7B-sp1,
and MAST-9A-sp1. This strongly supports the idea that

these rhodopsins truly belong to MAST species and are not
a product of contamination.

A second clade revealed the presence in MAST species
of the recently identified MerMAIDs rhodopsins. These
light gated ion channelrhodopsins seem specific of marine
microbes and were present in MAST-4E-sp1 (in several
cells and featuring two distinct copies), as well as in a
MAST-7B-sp1 cell with moderate bootstrap support (82%).
The amino acid sequences of MAST MerMAIDs aligned
very well with the original reports and revealed a well-
conserved structure (Fig. S9). Similar to other microbial
rhodopsins, it features seven transmembrane helices and the
lysine Schiff base in the seventh helix where the retinal
chromophore typically attaches (Fig. S9). The sequence
from MAST-7B-G22 lacks part of the protein but still
shows the retinal-binding lysine. The remaining MAST
rhodopsins were included in a large bacteriorhodopsin-like
clade. Those from MAST-8B-sp1 and MAST-3F-sp1 were
closer to halorhodopsins (chloride pumps) and sensory
rhodopsins generally limited to halophilic archaea, as well
as to xenorhodopsins (inward H+-directed proton pumps).
Those from MAST-1C-sp1, MAST-1D-sp2, MAST-3A-
sp1, and MAST-3C-sp2 were closer to a large clade
including fungal and bacterial rhodopsins. Our phylogenetic
tree also shows that some species, i.e., MAST-3F-sp1 and
MAST-7B-sp1, encode microbial rhodopsins from different
clades, having putatively different functions. Overall, our
data demonstrate that most of the MAST species studied
here contain rhodopsins and reveal an important hetero-
geneity of this gene.

B

MAST-4A-sp1
MAST-4B-sp1
MAST-4C-sp1
MAST-4E-sp1
MAST-7B-sp1

MAST-11-sp1
MAST-9A-sp1

MAST-3A-sp1

MAST-3F-sp1

MAST-1D-sp2
MAST-1D-sp1
MAST-1C-sp1

MAST-3C-sp2
MAST-3C-sp1

MAST-8B-sp1

Clad
e1

Clad
e2

Clad
e3

MASTs
Stramenopiles

1 2 3

K+ dependent

K+ independent

0.3

P.tricomutum

T.pseudonana

P.ultimum

H.catenoides

A.limacinum

E.siliculosus

P.sojae

N.gaditana

A.anophageffer.

P.multiseries

A.candida

S.parasitica

C.burkhardae

B.hominis

S.aggregatum

A.kerguelense

A

0.7

MAST-4A-sp1
MAST-4B-sp1
MAST-4C-sp1
MAST-4E-sp1
MAST-7B-sp1

MAST-11-sp1
MAST-9A-sp1

MAST-3A-sp1

MAST-3F-sp1

MAST-1D-sp2
MAST-1D-sp1
MAST-1C-sp1

MAST-3C-sp2
MAST-3C-sp1

MAST-8B-sp1

V-A
TPas

e s
ub. A

V-A
TPas

e s
ub. B

MASTs
Stramenopiles

P.tricomutum

T.pseudonana

P.ultimum

H.catenoides

A.limacinum

E.siliculosus

P.sojae

N.gaditana

A.anophageffer.

P.multiseries

A.candida

S.parasitica

C.burkhardae

B.hominis

S.aggregatum

A.kerguelense

1 2 3

V-ATPase sub.A

V-ATPase sub.B

F-ATPase sub.A

F-ATPase sub.B

V-PPase CLADE2

V-PPase CLADE1 

V-PPase CLADE3

Fig. 4 Phylogenetic representation of two distinct proton pumps across stramenopile genomes. The trees for V-ATPases (A) and V-PPases
(B) are based on 185 and 184 protein sequences, respectively.

1774 A. Labarre et al.



To broaden this statement, we looked at the expression
level of the rhodopsin genes within the MATOU. Out of the
17 rhodopsin genes identified in the different MASTs
(Fig. 5), 12 of them corresponded to a MATOU unigene
(>98% similarity in an alignment >600 bp). We investigated
the expression level of these unigenes in surface and deep
chlorophyll maximum (DCM) metatranscriptomes from the
0.8–5 µm size fraction, the fraction where MAST cells are
found (93 metaTs). This revealed that MAST rhodopsins
from the three types were widely expressed in the epipelagic
ocean (Fig. 6). The expression level of xanthorhodopsins
was clearly larger at the surface than at the DCM. For the
other two types, this depth difference was less obvious,
although some bacteriorhodopsins exhibited more expres-
sion at surface than at DCM. Rhodopsin genes for which we
could not demonstrate their expression in the ocean belon-
ged to the three types. Intriguingly, the two genes of
MAST-3F-sp1, a xanthoropdopsin and a bacteriorhodopsin,
were not expressed.

In addition to rhodopsins, we searched for the genes
encoding the retinal biosynthetic pathway (Fig. 7 and
Fig. S8). This pathway starts with the enzyme GGPP

synthase (crtE), the last enzyme involved in isoprenoid
biosynthesis, which produces geranyl2-PP. The next step
involves the synthesis of phytoene from two geranyl2-PP,
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bootstrap support > 80% over 1000 replicates. Stars highlight
sequences recovered from coassemblies.
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carried out by phytoene synthase (crtB), followed by a
sequential desaturation and isomerization via phytoene
desaturase (crtI) to synthetize lycopene. The enzymes crtE,
crtB, and crtI are present in most of the studied MAST
species and in many of the individual SAGs (Fig. S8).
Synthesis of β-carotene is then catalyzed by the lycopene
cyclase (crtY). The key and final step is the oxidative
cleavage of β-carotene into retinal by the enzyme β-carotene
15,15′-dioxygenase (blh). This crucial step was detected in
only a few MASTs, and the previous step partially found in
a single one, which suggests that this pathway is not
functional in MASTs. The gene retinal pigment epithelium-
specific 65 kDa protein (RPE65), which encodes a protein
for the regeneration of the 11-cis-retinal chromophore of
rhodopsin in vertebrates, has been detected (Fig. S8).

Discussion

Obtaining reliable genomes of uncultured
organisms by SCGs

In marine ecosystems, unicellular planktonic microbes typi-
cally have distinct trophic strategies placed in a trophic con-
tinuum mostly defined by energy transfer, from pure
photosynthesis to prey uptake heterotrophy [57]. An impor-
tant component of the marine plankton, the picoeukaryotes, is
widespread, widely diverse, and includes multiple metabolic
types [58, 59]. To date, the vast majority of heterotrophic
picoeukaryotes cannot be cultured by traditional techniques,
and this prevents the understanding of their functional traits,
as both ecophysiological and genomic studies are not possi-
ble. SCG has proved to be reliable to recover genomic data
from uncultured picoeukaryotes [16, 26, 60], to elucidate viral
infections [61, 62] or phagotrophic interactions [63], and to
highlight new evolutionary insights within animal multi-
cellularity [64]. Here, we used SCG to obtain genome
sequences and infer metabolic capacities of previously inac-
cessible MASTs. The new genomes of 15 MAST species,

obtained by a coassembly strategy [16], showed a complete-
ness often above 50%, higher to what is generally observed
using single cells [65]. From these, we recovered a large
number of predicted proteins per genome, the number of
which generally correlates with genome size and complete-
ness. While this represents a valuable culture-independent
genomic resource, we cannot ignore the technical limitations
of SCG. The necessary step of whole-genome amplification
by MDA is well known to produce a patchy recovery of the
original genome, which leads to fragmented and incomplete
sequenced genomes that may affect subsequent analysis [14].
This can be partially alleviated (but not completely) by
coassembling multiple cells. Thus, a gene not detected could
be because it was absent in the genome or because it was lost
during SAG generation and assembly. Nonetheless, we suc-
cessfully provide genomic data from 15 uncharted branches
of the stramenopile radiation, enabling us to access metabolic
features and new physiological capabilities of MAST species.

Predicting a general lifestyle for uncultured MASTs
by comparative genomics

The placement of the MASTs at the base of the stramenopiles
[7, 8], a phylogenetic region with a large diversity in life
strategies including phagotrophy, osmotrophy, and parasitism,
implies that the trophic roles of MAST species are not
necessarily known. Here, we investigated the putative lifestyle
of a phylogenetically varied set of MAST species using a
recently published model based on comparative genomics
[45]. The model showed evidence that MASTs do not have
the proteins necessary for photosynthesis. Moreover, the
genomic data strongly suggested that most of the MAST
species have the faculty to perform phagocytosis. MAST-3C-
sp2 and MAST-1D-sp1 clustered with photosynthetic eukar-
yotes when the model was trained with the proteins repre-
sentative of phagocytosis, but this was probably due to the
poor genome completeness of both species. In addition, the
model seems unable to differentiate between phagocytotic and
osmotrophic strategies, as osmotrophic species in the original
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publication (i.e., oomycetes, see Fig. S1 in [45]) as well as
Hypochytrium and labyrinthulomycetes analyzed here (data
not shown) were predicted to be phagocytotic. The grouping
of osmotrophic genomes excluding MASTs in NMDS plots
with complete gene data suggests that MAST species are
phagotrophs and not osmotrophs. While the essential genes
for photoautotrophy have been well documented either by
comparative genomics or experimentally [66, 67], the iden-
tification of core proteins for phagocytosis is much less evi-
dent. Comparative proteomics have suggested a set of about
2000 proteins associated to the phagosomes [68]. However,
the core genes associated to phagocytosis are still difficult to
define [45] especially because these genes are used across
multiple cellular functions. The assignment of a prototrophic
lifestyle was also part of the model predictions, but we did not
detect a high capacity to synthesize de novo low molecular-
weight essential compounds in any MAST species, which
might further support their dependency on phagocytosis.

Challenges in the quest for exclusive phagotrophic
genetic tool kits: peptidases, as example

As comparative genomics suggested that the MAST species
investigated here were phagotrophs, we focused on genes
putatively participating in the phagocytosis process. A pre-
vious study suggested distinctive functional capacities
among heterotrophic picoeukaryotes, including some
MASTs, related with glycoside hydrolases [26], here we
emphasized the role of peptidases. As anticipated, peptidases
appeared in every stramenopile genome tested. However,
what was not expected is that both the number of peptidases
per genome or the types of peptidases did not differ among
trophic styles. The weak clustering of species by trophic
strategy based on OGs (Fig. S5) could be due to the fact that
species that share trophic role tend to be closer phylogen-
etically. Thus, the same peptidase family could form dif-
ferent OGs depending on the trophic mode. Correcting this
effect by grouping OGs from the same peptidase family, we
lose any pattern relating peptidases and trophic styles
(Fig. 3). Thus, the amount and types of peptidases were
similar in phagotrophic, phototrophic, and osmotrophic
species. This is in agreement with the fact that all eukaryotic
species contain lysosome-related organelles used in autop-
hagic process that promote the turnover and degradation of
their own proteins. Therefore, it is unlikely to find distinct
types of peptidases exclusively associated to phagotrophy.

High presence of V-PPases in MAST genomes

Extending our research toward the vacuole acidification, we
focused on two widely known proton pumps: V-ATPases
and V-PPases. V-ATPases are considered to be ubiquitous
components of eukaryotic organisms, typically found in a

single copy per genome, and are the canonical proton pumps
for lysosome acidification [49, 69]. Accordingly, V-ATPases
were found in all stramenopiles with complete genomes and
in the majority of MAST species (Fig. 4A), with their
absence likely being explained due to genome incomplete-
ness. V-PPases were initially described as a proton pump
that acidifies the lumen of vacuoles in land plants and
microbial eukaryotes [70, 71]. Their role has been expanded
to the acidification of the lumen of acidocalcisomes [20], an
organelle that accumulates polyphosphate, calcium, and
other cationic metals in green and red algae [20, 72] as well
as in trypanosomatid and apicomplexan parasites [73]. A
recent analysis on the evolution of V-PPases showed that
they are absent in opisthokonts and amoebozoans [20], the
eukaryotic supergroups in which most of our understanding
of phagotrophy comes from [74]. In contrast, they are highly
represented in MASTs species. The presence and, in some
cases, concrete expansions of V-PPases in MASTs suggest
an important role of this protein in modulating their cellular
functions. In addition, clade 3 V-PPase seems to be parti-
cularly enriched in MASTs as compared to other strame-
nopiles with different trophic modes. It has been recently
shown that Cafeteria burkhardae upregulates a clade 3 V-
PPase when growing exponentially by bacterivory as com-
pared to the stationary phase [75]. This suggests that these
V-PPases, particularly from clade 3, may exert a key role in
the vacuole acidification toward digestion in early-branching
phagotrophic stramenopile clades.

Extensive presence of rhodopsin genes in MAST
genomes

Microbial rhodopsins are a diverse group of photoactive
proteins capable of solar energy usage independent of plastid
photosystems. They act as light-driven ion pumps or light
sensors [76]. Homologs of these seven-helix transmembrane
proteins have been reported in many prokaryotic taxa as well
as in various eukaryotes, including marine species of dia-
toms, dinoflagellates [15, 77], haptophytes, cryptophytes
[78], and MAST-4 [27]. Phylogenetic clades with putatively
distinct functions have been identified [79]. Thus, homologs
of the proton-pumping proteorhodopsins, initially found in
marine bacteria [80], such as bacteriorhodopsins, halorho-
dopsins, sensory rhodopsins, and xanthorhodopsins [81],
have been identified in archaea, bacteria, protists, and viru-
ses [82]. Other types of microbial rhodopsins include fungal
rhodopsins [83] and, lately, the channelrhodopsins known
for its use in optogenetics [84]. Here, we extend the finding
of diverse rhodopsins within uncultured MASTs belonging
to distant stramenopile clades.

By themselves, rhodopsins are not photoactive: it is only
when coupled with the light-sensitive retinal chromophore
that they can convert light into an electrical response. The
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chromophore binds covalently to the rhodopsin domain
through a Schiff base linkage with a lysine in the middle of
the seventh helix [85], and we observed this conserved
position at the right place in the alignments of MAST
rhodopsins. The pathway of retinal generation involves two
critical steps: the biosynthesis of β-carotene from its pre-
cursor lycopene, and the cleavage β-carotene into retinal
[86]. The early steps of carotenoid biosynthesis to lycopene
were present in MAST species but the genes involved in the
last two critical steps were poorly recovered. This suggests
that MASTs rely on their diet as a constant supply of retinal
as these compounds cannot be synthetized de novo. An
alternative explanation would be that MASTs take advan-
tage of the presence of the RPE65 gene, known to catalyze
the formation of retinal in vertebrates by an alternative
biosynthetic pathway [87, 88].

We identified rhodopsins in most MAST species. Rho-
dopsins were not found in species with very uncomplete gen-
omes (MAST-1D-sp1 and MAST-C-sp1) and in two species
with an acceptable completeness (MAST-4B-sp1 and MAST-
11-sp1). Particularly intriguing was the absence of rhodopsin in
MAST-4B-sp1, as this gene was present in the other three
MAST-4 species; further work is needed to confirm this
absence. Five MAST species contained xanthorhodopsins, a
subtype of light-driven proton pumps derived from halophilic
bacteria that contain an additional light-harvesting carotenoid
antenna [81]. They formed a highly supported cluster together
with genes of marine haptophytes and dinoflagellates [77].
Xanthorhodopsins were the highest expressed rhodopsins in the
ocean, especially in surface waters, suggesting a light depen-
dency. Two species (MAST-4E-sp1 and MAST-7B-sp1) con-
tained MerMAIDs rhodopsins, a new type recently discovered
by metagenomics [51]. The MerMAIDs are closely related to
cation channelrhodopsins but conduct anions, which make
them unique. This is the first report of MerMAIDs rhodopsins
in nonphotosynthetic protists. Non-MerMaiD channelrho-
dopsins were found in other stramenopiles such as Hypho-
chytrium catenoides [89], Cafeteria burkhardae,
Schizochytrium aggregatum, and Aurantiochytrium limacinum
(Fig. 5). Channelrhodopsins are involved in light-sensing
functions such as phototaxis in green algae [90], or even
modulate the colony conformation of a choanoflagellate [91].
Thus, these rhodopsins might present a different function than
xanthorhodopsins and bacteriorhodopsins, whose activity as
proton pumps might complement the role of V-ATPase and
potentially V-PPase in acidifying digestive vacuoles [28]. The
fact that we observed a high expression of the xanthorhodopsin
gene in MAST-4A when growing by bacterivory strongly
support this hypothesis [27], but this still needs an experimental
validation. With the observed widespread presence and gene
expression of rhodopsins and the conserved transmembrane
lysine for retinal binding, we suspect that light may play a more
important role for phagotrophic MASTs than we originally

thought. It is also interesting to note that some species harbor
more than one rhodopsin type, suggesting independent acqui-
sitions and complementary roles. Thus, the physiological cap-
abilities conferred by different rhodopsin types might
contribute to the various functions of MASTs in marine eco-
systems. Describing them is the first step to create hypothesis
and better understand functional differences between MAST
species and clades.

Conclusion

Due to their inability to be cultured, the physiology and
ecology of many MAST species is still little understood. By
genome sequencing of single eukaryotic cells, we bypassed
cultivation requirements and gained insights into these
neglected microbial eukaryotes. Comparative genomic
analyses indicated a phagocytotic capability of these
uncultured lineages. Genes clearly involved in phagocy-
tosis, such as proton pumps for vacuole acidification and
peptidases for prey digestion, were not exclusive of pha-
gotrophic species and were equally represented in photo-
trophic and osmotrophic species. However, the remarkable
presence of V-PPases and rhodopsins suggests that these
proton pumps might play a crucial role in MAST species.
Besides acidifying food vacuoles, a parallel scenario could
be that MAST species couple rhodopsins proton pumping
with the production of PPi by V-PPases. This coupled
pathway would confer them an alternative energy source, as
occurs in glucose metabolism of the parasitic Entamoeba
histolytica that uses PPi instead of ATP [92]. A better clue
of the involvement of proton pumps, digestive enzymes,
and rhodopsins in phagocytosis is needed and new evi-
dences can be derived from gene expression studies with
cultured species [75] or natural assemblages [27]. Finally,
even though the physiological role of rhodopsins in MASTs
still needs to be elucidated, their ample presence in the
genomes, conserved functional structure, and widespread
expression in the surface ocean suggest that light might play
an unexpected role in phagotrophic MAST species, con-
tributing to vacuole acidification, mediating phototaxis, or
even providing alternative energy sources. This light usage
is consistent with the fact that MAST species are restricted
to the upper photic region of the oceans [93, 94]. Overall,
our data reveal a high metabolic plasticity of the MAST
species analyzed here, which might facilitate their existence
in the oceans as very abundant bacterial grazers.

Data availability

Sequencing reads have been deposited at the GenBank
Database under Project numbers PRJEB6603 for Tara SAGs
and PRJEB41235 for BMMO SAGs. Additional data have
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been deposited in Figshare under the project number 10.6084/
m9.figshare.c.5008046, including genome coassemblies, CDS
predictions, alignments and phylogenetic trees, and used
scripts. Individual SAGs, coassembled contigs, predicted
genes, and proteins can also be explored through an in-house
developed web repository (sag.icm.csic.es).

Acknowledgements This work was supported by the EU project SIN-
GEK (H2020‐MSCA‐ITN‐2015‐675752). We thank Michiel Van Bel for
his patience and time managing the PLAZA instance. A special thanks to
Oded Béjà for his expertise and eyes for the rhodopsins in eukaryotes.

Compliance with ethical standards

Conflict of interest The authors declare that they have no conflict of
interest.

Publisher’s note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons license, and indicate if
changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not
included in the article’s Creative Commons license and your intended
use is not permitted by statutory regulation or exceeds the permitted
use, you will need to obtain permission directly from the copyright
holder. To view a copy of this license, visit http://creativecommons.
org/licenses/by/4.0/.

References

1. Bar-On YM, Milo R. The biomass composition of the oceans: a
blueprint of our blue planet. Cell. 2019;179:1451–4.

2. Field CB. Primary production of the biosphere: integrating ter-
restrial and oceanic components. Science. 1998;281:237–40.

3. Zinger L, Gobet A, Pommier T. Two decades of describing the
unseen majority of aquatic microbial diversity. Mol Ecol. 2012;
21:1878–96.

4. Massana R, Castresana J, Balagué V, Guillou L, Romari K,
Groisillier A, et al. Phylogenetic and ecological analysis of novel
marine stramenopiles. Appl Environ Microbiol. 2004;70:3528–34.

5. del Campo J, Balagué V, Forn I, Lekunberri I, Massana R. Cul-
turing bias in marine heterotrophic flagellates analyzed through
seawater enrichment incubations. Micro Ecol. 2013;66:489–99.

6. Andersen KH, Aksnes DL, Berge T, Fiksen Ø, Visser A. Mod-
elling emergent trophic strategies in plankton. J Plankton Res.
2015;37:862–8.

7. Derelle R, López-García P, Timpano H, Moreira D. A phyloge-
nomic framework to study the diversity and evolution of Stra-
menopiles (=Heterokonts). Mol Biol Evol. 2016;33:2890–8.

8. Massana R, del Campo J, Sieracki ME, Audic S, Logares R.
Exploring the uncultured microeukaryote majority in the oceans:
reevaluation of ribogroups within stramenopiles. ISME J. 2014;
8:854–66.

9. Gómez F, Moreira D, Benzerara K, López-García P. Solenicola
setigera is the first characterized member of the abundant and

cosmopolitan uncultured marine stramenopile group MAST-3.
Environ Microbiol. 2011;13:193–202.

10. Massana R, Unrein F, Rodríguez-Martínez R, Forn I, Lefort T,
Pinhassi J, et al. Grazing rates and functional diversity of uncul-
tured heterotrophic flagellates. ISME J. 2009;3:588–96.

11. Gawad C, Koh W, Quake SR. Single-cell genome sequencing:
current state of the science. Nat Rev Genet. 2016;17:175–88.

12. Yilmaz S, Singh AK. Single cell genome sequencing. Curr Opin
Biotechnol. 2012;23:437–43.

13. Stepanauskas R. Single cell genomics: an individual look at
microbes. Curr Opin Microbiol. 2012;15:613–20.

14. Gawad C, Koh W, Quake SR. Single-cell genome sequencing:
current state of the science. Nat Rev Genet. 2016;17:175–88.

15. Sieracki ME, Poulton NJ, Jaillon O, Wincker P, de Vargas C,
Rubinat-Ripoll L, et al. Single cell genomics yields a wide
diversity of small planktonic protists across major ocean ecosys-
tems. Sci Rep. 2019;9:6025.

16. Mangot J-F, Logares R, Sánchez P, Latorre F, Seeleuthner Y,
Mondy S, et al. Accessing the genomic information of uncultur-
able oceanic picoeukaryotes by combining multiple single cells.
Sci Rep. 2017;7:41498.

17. Rosales C, Uribe-Querol E. Phagocytosis: a fundamental process
in immunity. BioMed Res Int. 2017;2017:1–18.

18. Underhill DM, Ozinsky A. Phagocytosis of microbes: complexity
in action. Annu Rev Immunol. 2002;20:825–52.

19. Harikumar P, Reeves JP. The lysosomal proton pump. In: Poste G,
Crooke ST, editors. New insights into cell and membrane trans-
port processes. Boston, MA, USA: Springer; 1986. p. 61–74.

20. Goodenough U, Heiss AA, Roth R, Rusch J, Lee J-H. Acid-
ocalcisomes: ultrastructure, biogenesis, and distribution in
microbial eukaryotes. Protist. 2019;170:287–313.

21. Drobny M, Fischer-Schliebs E, Lüttge U, Ratajczak R. Coordi-
nation of V-ATPase and V-PPase at the vacuolar membrane of
plant cells. In: Esser K, Lüttge U, Beyschlag W, Hellwig F, edi-
tors. Progress in botany. Berlin, Heidelberg: Springer; 2003.
p. 171–216.

22. Kandori H. Ion-pumping microbial rhodopsins. Front Mol Biosci.
2015;2:52.

23. Govorunova EG, Sineshchekov OA, Li H, Spudich JL. Microbial
rhodopsins: diversity, mechanisms, and optogenetic applications.
Annu Rev Biochem. 2017;86:845–72.

24. Ruiz-González MX, Marín I. New insights into the evolutionary
history of type 1 rhodopsins. J Mol Evol. 2004;58:348–58.

25. Sharma AK, Spudich JL, Doolittle WF. Microbial rhodopsins:
functional versatility and genetic mobility. Trends Microbiol.
2006;14:463–9.

26. Seeleuthner Y, Mondy S, Lombard V, Carradec Q, Pelletier E,
et al. Single-cell genomics of multiple uncultured stramenopiles
reveals underestimated functional diversity across oceans. Nat
Commun. 2018;9:310.

27. Labarre A, Obiol A, Wilken S, Forn I, Massana R. Expression of
genes involved in phagocytosis in uncultured heterotrophic fla-
gellates. Limnol Oceanogr. 2020;65:S149–60.

28. Slamovits CH, Okamoto N, Burri L, James ER, Keeling PJ. A
bacterial proteorhodopsin proton pump in marine eukaryotes. Nat
Commun. 2011;2:183.

29. Latorre F, Deutschmann IM, Labarre A, Obiol A, Krabberød A,
Pelletier E, et al. Evolutionary diversification of tiny ocean pre-
dators. 2020. https://doi.org/10.1101/2020.10.09.333062.

30. Bolger AM, Lohse M, Usadel B. Trimmomatic: a flexible trimmer
for Illumina sequence data. Bioinformatics. 2014;30:2114–20.

31. Bankevich A, Nurk S, Antipov D, Gurevich AA, Dvorkin M,
Kulikov AS, et al. SPAdes: a new genome assembly algorithm
and its applications to single-cell sequencing. J Comput Biol.
2012;19:455–77.

Comparative genomics reveals new functional insights in uncultured MAST species 1779

http://sag.icm.csic.es
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1101/2020.10.09.333062


32. West PT, Probst AJ, Grigoriev IV, Thomas BC, Banfield JF.
Genome-reconstruction for eukaryotes from complex natural
microbial communities. Genome Res. 2018;28:569–80.

33. Laetsch DR, Blaxter ML. BlobTools: interrogation of genome
assemblies. F1000Res. 2017;6:1287.

34. Goris J, Konstantinidis KT, Klappenbach JA, Coenye T, Van-
damme P, Tiedje JM. DNA–DNA hybridization values and their
relationship to whole-genome sequence similarities. Int J Syst
Evol Microbiol. 2007;57:81–91.

35. Gurevich A, Saveliev V, Vyahhi N, Tesler G. QUAST: quality
assessment tool for genome assemblies. Bioinformatics. 2013;29:
1072–5.

36. Parra G, Bradnam K, Korf I. CEGMA: a pipeline to accurately
annotate core genes in eukaryotic genomes. Bioinformatics.
2007;23:1061–7.

37. Simão FA, Waterhouse RM, Ioannidis P, Kriventseva EV,
Zdobnov EM. BUSCO: assessing genome assembly and annota-
tion completeness with single-copy orthologs. Bioinformatics.
2015;31:3210–2.

38. Ter-Hovhannisyan V, Lomsadze A, Chernoff YO, Borodovsky
M. Gene prediction in novel fungal genomes using an ab
initio algorithm with unsupervised training. Genome Res.
2008;18:1979–90.

39. Cantarel BL, Korf I, Robb SMC, Parra G, Ross E, Moore B, et al.
MAKER: an easy-to-use annotation pipeline designed for emer-
ging model organism genomes. Genome Res. 2007;18:188–96.

40. Keller O, Kollmar M, Stanke M, Waack S. A novel hybrid gene
prediction method employing protein multiple sequence align-
ments. Bioinformatics. 2011;27:757–63.

41. Van Bel M, Diels T, Vancaester E, Kreft L, Botzki A, Van de Peer
Y, et al. PLAZA 4.0: an integrative resource for functional, evo-
lutionary and comparative plant genomics. Nucl Acids Res.
2018;46:D1190–6.

42. Buchfink B, Xie C, Huson DH. Fast and sensitive protein align-
ment using DIAMOND. Nat Methods. 2015;12:59–60.

43. Emms DM, Kelly S. OrthoFinder: solving fundamental biases in
whole genome comparisons dramatically improves orthogroup
inference accuracy. Genome Biol. 2015;16:157.

44. Jones P, Binns D, Chang H-Y, Fraser M, Li W, McAnulla C, et al.
InterProScan 5: genome-scale protein function classification.
Bioinformatics. 2014;30:1236–40.

45. Burns JA, Pittis AA, Kim E. Gene-based predictive models of
trophic modes suggest Asgard archaea are not phagocytotic. Nat
Ecol Evol. 2018;2:697–704.

46. Oksanen AJ, Blanchet FG, Friendly M, Kindt R, Legendre P,
McGlinn D, et al. Package “vegan.” R package version 2.4-3. 2020.
https://CRAN.R-project.org/package=vegan.

47. Cáceres MD, Legendre P. Associations between species and
groups of sites: indices and statistical inference. Ecology.
2009;90:3566–74.

48. Kolde R. pheatmap: Pretty heatmaps. R package version 1.0.12.
2019. https://CRAN.R-project.org/package=pheatmap.

49. Mulkidjanian AY, Makarova KS, Galperin MY, Koonin EV.
Inventing the dynamo machine: the evolution of the F-type and V-
type ATPases. Nat Rev Microbiol. 2007;5:892–9.

50. Needham DM, Yoshizawa S, Hosaka T, Poirier C, Choi CJ,
Hehenberger E, et al. A distinct lineage of giant viruses brings a
rhodopsin photosystem to unicellular marine predators. Proc Natl
Acad Sci USA. 2019;116:20574–83.

51. Oppermann J, Fischer P, Silapetere A, Liepe B, Rodriguez-
Rozada S, Flores-Uribe J, et al. MerMAIDs: a family of meta-
genomically discovered marine anion-conducting and intensely
desensitizing channelrhodopsins. Nat Commun. 2019;10:3315.

52. Boeuf D, Audic S, Brillet-Guéguen L, Caron C, Jeanthon C.
MicRhoDE: a curated database for the analysis of microbial
rhodopsin diversity and evolution. Database. 2015;2015:bav080.

53. Katoh K, Standley DM. MAFFT multiple sequence alignment
software version 7: improvements in performance and usability.
Mol Biol Evol. 2013;30:772–80.

54. Capella-Gutierrez S, Silla-Martinez JM, Gabaldon T. trimAl: a
tool for automated alignment trimming in large-scale phylogenetic
analyses. Bioinformatics. 2009;25:1972–3.

55. Nguyen L-T, Schmidt HA, von Haeseler A, Minh BQ. IQ-TREE:
a fast and effective stochastic algorithm for estimating maximum-
likelihood phylogenies. Mol Biol Evol. 2015;32:268–74.

56. Carradec Q, Pelletier E, Da Silva C, Alberti A, Yoann Seeleuthner
Y, Blanc-Mathieu R, et al. A global ocean atlas of eukaryotic
genes. Nat Commun. 2018;9:373.

57. Andersen RA. Biology and systematics of heterokont and hapto-
phyte algae. Am J Bot. 2004;91:1508–22.

58. Massana R. Eukaryotic picoplankton in surface oceans. Annu Rev
Microbiol. 2011;65:91–110.

59. de Vargas C, Audic S, Henry N, Decelle J, Mahe F, Logares R,
et al. Eukaryotic plankton diversity in the sunlit ocean. Science.
2015;348:1261605.

60. Roy RS, Price DC, Schliep A, Cai G, Korobeynikov A, Yoon HS,
et al. Single cell genome analysis of an uncultured heterotrophic
stramenopile. Sci Rep. 2015;4:4780.

61. Yoon HS, Price DC, Stepanauskas R, Rajah VD, Sieracki ME,
Wilson WH, et al. Single-cell genomics reveals organismal inter-
actions in uncultivated marine protists. Science. 2011;332:714–7.

62. Castillo YM, Mangot J, Benites LF, Logares R, Kuronishi M,
Ogata H, et al. Assessing the viral content of uncultured picoeu-
karyotes in the global‐ocean by single cell genomics. Mol Ecol.
2019;28:4272–89.

63. Martinez-Garcia M, Brazel D, Poulton NJ, Swan BK, Gomez ML,
Masland D, et al. Unveiling in situ interactions between marine
protists and bacteria through single cell sequencing. ISME J.
2012;6:703–7.

64. López-Escardó D, Grau-Bové X, Guillaumet-Adkins A, Gut M,
Sieracki ME, Ruiz-Trillo I. Reconstruction of protein domain
evolution using single-cell amplified genomes of uncultured
choanoflagellates sheds light on the origin of animals. Philos
Trans R Soc B. 2019;374:20190088.

65. López-Escardó D, Grau-Bové X, Guillaumet-Adkins A, Gut M,
Sieracki ME, Ruiz-Trillo I. Evaluation of single-cell genomics to
address evolutionary questions using three SAGs of the choano-
flagellate Monosiga brevicollis. Sci Rep. 2017;7:11025.

66. Merchant SS, Prochnik SE, Vallon O, Harris EH, Karpowicz SJ,
Witman GB, et al. The Chlamydomonas genome reveals the evo-
lution of key animal and plant functions. Science. 2007;318:245–50.

67. Rubin BE, Wetmore KM, Price MN, Diamond S, Shultzaberger
RK, Lowe LC, et al. The essential gene set of a photosynthetic
organism. Proc Natl Acad Sci USA. 2015;112:E6634–43.

68. Yutin N, Wolf MY, Wolf YI, Koonin EV. The origins of pha-
gocytosis and eukaryogenesis. Biol Direct. 2009;4:9.

69. Marshansky V, Rubinstein JL, Grüber G. Eukaryotic V-ATPase:
novel structural findings and functional insights. Biochim Biophys
Acta, Bioenerg. 2014;1837:857–79.

70. Ikeda M, Rahman H, Moritani C, Umami K, Tanimura Y, Akagi R,
et al. A vacuolar H+-pyrophosphatase in Acetabularia acetabulum:
molecular cloning and comparison with higher plants and a bac-
terium. J Exp Bot. 1999;50:139–40.

71. Gutiérrez-Luna FM, Hernández-Domínguez EE, Valencia-
Turcotte LG, Rodríguez-Sotres R. Review: “pyrophosphate and
pyrophosphatases in plants, their involvement in stress responses
and their possible relationship to secondary metabolism”. Plant
Sci. 2018;267:11–9.

72. Yagisawa F, Nishida K, Yoshida M, Ohnuma M, Shimada T,
Fujiwara T, et al. Identification of novel proteins in isolated
polyphosphate vacuoles in the primitive red alga Cyanidioschyzon
merolae. Plant J. 2009;60:882–93.

1780 A. Labarre et al.

https://CRAN.R-project.org/package=vegan
https://CRAN.R-project.org/package=pheatmap


73. Docampo R, Huang G. Acidocalcisomes of eukaryotes. Curr Opin
Cell Biol. 2016;41:66–72.

74. Boulais J, Trost M, Landry CR, Dieckmann R, Levy ED, Soldati
T, et al. Molecular characterization of the evolution of phago-
somes. Mol Syst Biol. 2010;6:423.

75. Massana R, Labarre A, Lo ́pez-Escardo ́ D, Obiol A, Bucchini F,
Hackl T, et al. Gene expression during bacterivorous growth
of a widespread marine heterotrophic flagellate. ISME J. 2020.
https://doi.org/10.1038/s41396-020-00770-4.

76. Spudich JL, Jung K-H. Microbial rhodopsins. In: Fersht AR,
editor. Protein science encyclopedia. Weinheim, Germany: Wiley-
VCH Verlag GmbH & Co. KGaA; 2008. p. mp16.

77. Lin S, Zhang H, Zhuang Y, Tran B, Gill J. Spliced leader-based
metatranscriptomic analyses lead to recognition of hidden geno-
mic features in dinoflagellates. Proc Natl Acad Sci USA.
2010;107:20033–8.

78. Marchetti A, Schruth DM, Durkin CA, Parker MS, Kodner RB,
Berthiaume CT, et al. Comparative metatranscriptomics identifies
molecular bases for the physiological responses of phytoplankton
to varying iron availability. Proc Natl Acad Sci USA. 2012;109:
E317–25.

79. Finkel OM, Béjà O, Belkin S. Global abundance of microbial
rhodopsins. ISME J. 2013;7:448–51.

80. Beja O. Bacterial rhodopsin: evidence for a new type of photo-
trophy in the sea. Science. 2000;289:1902–6.

81. Balashov SP. Xanthorhodopsin: a proton pump with a light-
harvesting carotenoid antenna. Science. 2005;309:2061–4.

82. Bratanov D, Kovalev K, Machtens J-P, Astashkin R, Chizhov I,
Soloviov D, et al. Unique structure and function of viral rho-
dopsins. Nat Commun. 2019;10:4939.

83. Bieszke JA, Spudich EN, Scott KL, Borkovich KA, Spudich JL.
A eukaryotic protein, NOP-1, binds retinal to form an archaeal
rhodopsin-like photochemically reactive pigment. Biochemistry.
1999;38:14138–45.

84. Kandori H. Biophysics of rhodopsins and optogenetics. Biophys
Rev. 2020;12:355–61.

85. Ernst OP, Lodowski DT, Elstner M, Hegemann P, Brown LS,
Kandori H. Microbial and animal rhodopsins: structures, func-
tions, and molecular mechanisms. Chem Rev. 2014;114:126–63.

86. Lohr M. Carotenoid metabolism in phytoplankton. In: Roy S,
Llewellyn C, Egeland ES, Johnsen G, editors. Phytoplankton
pigments. Cambridge: Cambridge University Press; 2011.
p. 113–62.

87. Redmond TM, Yu S, Lee E, Bok D, Hamasaki D, Chen N, et al.
Rpe65 is necessary for production of 11-cis-vitamin A in the
retinal visual cycle. Nat Genet. 1998;20:344–51.

88. Redmond TM. Focus on molecules: RPE65, the visual cycle
retinol isomerase. Exp Eye Res. 2009;88:846–7.

89. Leonard G, Labarre A, Milner DS, Monier A,
Soanes D, Wideman JG, et al. Comparative genomic analysis
of the ‘pseudofungus’ Hyphochytrium catenoides. Open Biol.
2018;8:170184.

90. Sineshchekov OA, Jung K-H, Spudich JL. Two rhodopsins mediate
phototaxis to low- and high-intensity light in Chlamydomonas
reinhardtii. Proc Natl Acad Sci USA. 2002;99:8689–94.

91. Brunet T, Larson BT, Linden TA, Vermeij MJA, McDonald K,
King N. Light-regulated collective contractility in a multicellular
choanoflagellate. Science. 2019;366:326–34.

92. Saavedra E, Encalada R, Vázquez C, Olivos-García A, Michels
PAM, Moreno-Sánchez R. Control and regulation of the
pyrophosphate-dependent glucose metabolism in Entamoeba his-
tolytica. Mol Biochem Parasitol. 2019;229:75–87.
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