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Abstract
Many genes of large double-stranded DNA viruses have a cellular origin, suggesting that

host-to-virus horizontal transfer (HT) of DNA is recurrent. Yet, the frequency of these trans-

fers has never been assessed in viral populations. Here we used ultra-deep DNA sequenc-

ing of 21 baculovirus populations extracted from two moth species to show that a large

diversity of moth DNA sequences (n = 86) can integrate into viral genomes during the

course of a viral infection. The majority of the 86 different moth DNA sequences are trans-

posable elements (TEs, n = 69) belonging to 10 superfamilies of DNA transposons and

three superfamilies of retrotransposons. The remaining 17 sequences are moth sequences

of unknown nature. In addition to bona fide DNA transposition, we uncover microhomology-

mediated recombination as a mechanism explaining integration of moth sequences into

viral genomes. Many sequences integrated multiple times at multiple positions along the

viral genome. We detected a total of 27,504 insertions of moth sequences in the 21 viral

populations and we calculate that on average, 4.8% of viruses harbor at least one moth

sequence in these populations. Despite this substantial proportion, no insertion of moth

DNA was maintained in any viral population after 10 successive infection cycles. Hence,

there is a constant turnover of host DNA inserted into viral genomes each time the virus

infects a moth. Finally, we found that at least 21 of the moth TEs integrated into viral

genomes underwent repeated horizontal transfers between various insect species, includ-

ing some lepidopterans susceptible to baculoviruses. Our results identify host DNA influx as

a potent source of genetic diversity in viral populations. They also support a role for baculo-

viruses as vectors of DNA HT between insects, and call for an evaluation of possible gene

or TE spread when using viruses as biopesticides or gene delivery vectors.

Author Summary

While gene exchange is known to occur between viruses and their hosts, this phenomenon
has never been studied at the level of the viral population. Here we report that each time a
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virus from the Baculoviridae family infects a moth, a large number (dozens to hundreds)
and high diversity of moth DNA sequences (86 different sequences) can integrate into rep-
licating viral genomes. These findings show that viral populations carry a measurable load
of host DNA sequences, further supporting the role of viruses as vectors of horizontal
transfer of DNA between insect species. The potential uncontrolled gene spread associated
with the use of viruses produced in insect cells as gene delivery vectors and/or biopesti-
cides should therefore be evaluated.

Introduction
The genomes of large eukaryotic double-stranded DNA viruses contain high proportions of
cellular genes resulting from host-to-virus horizontal transfers (HT) [1–4]. For example, at
least 10% of giant virus genes and up to 30% of herpesvirus genes likely originated from
eukaryote or prokaryote genomes [1, 5, 6]. Some of these genes have been shown to act as key
factors in the etiology of viral diseases [7, 8]. Because cellular gene content can be quite differ-
ent between closely related viruses and/or quite similar between distantly related viruses [1, 2,
9], viral co-option of host genes appears to be rather frequent during virus evolution. The cellu-
lar genes that have so far been identified in viral genomes result from relatively ancient host-
to-virus HT events. From a population genetics perspective, these viral-borne host genes must
have been inherited at low to intermediate frequencies over multiple rounds of viral replication
until they finally reached fixation in the viral species, likely because they provided a fitness gain
to the virus. In agreement with this hypothesis, many of these genes are thought to play a role
in thwarting host anti-viral defenses, thus facilitating viral replication [10]. A corollary of this
scenario is that many viral-borne host genes resulting from host-to-virus HT should be found
at varying frequencies in viral populations. However, host-to-virus HT has never been investi-
gated at the micro-evolutionary scale of the viral population. Therefore, the frequency of host-
to-virus HT as well as the evolutionary and molecular processes underlying the capture and
domestication of eukaryotic genes by viruses remain poorly understood.

Another outstanding question arising from host-to-virus HT is whether viral-borne host
genes acquired from a given host individual can be transferred to the genome of another
infected individual through virus-to-host HT. In other words, can viruses act as vectors of HT
between their hosts? Hundreds of HT cases have been characterized in eukaryotes [11, 12].
Many of these transfers have generated evolutionary novelties and allowed receiving organisms
to adapt to new environments [13–15]. Horizontal transfer of DNA is therefore increasingly
appreciated as an important evolutionary force shaping eukaryote genomes. However, the
mechanisms and the potential vectors involved in HT of DNA between eukaryotes remain
poorly known, especially in multicellular eukaryotes. Viruses have been proposed as candidate
vectors facilitating HT between eukaryotes because they are transmitted horizontally (and in
some cases vertically) and they replicate inside host cells [16, 17]. In metazoans, the vast major-
ity of HTs characterized so far are transfers of transposable elements (TEs), which constitute
pieces of DNA that are capable of moving from one genomic locus to another, often duplicat-
ing themselves in the process [18]. Several studies have uncovered host TEs packaged in viral
capsids or even integrated into viral genomes, suggesting that TEs can jump from host to virus
during the course of a viral infection [19–24]. We discovered two such TEs from the cabbage
looper moth (Trichoplusia ni) integrated at low frequency in genome populations of the bacu-
lovirus Autographa californica multiple nucleopolyhedrovirus (AcMNPV) following infection
of T. ni caterpillars [23]. Importantly, these two TEs show signs of HT between several
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sympatric moth species that can be infected by baculoviruses in the wild. The search for T. ni
sequences integrated into populations of AcMNPV was however restricted to the dozen of
T. ni genes and transposable elements that were known at the time. Therefore, the number and
diversity of moth TEs and non-TEs that become integrated into AcMNPV genomes during the
course of an infection remains poorly characterized.

Here we report a comprehensive search for host sequences integrated in 21 genome popula-
tions of the baculovirus AcMNPV (Baculoviridae) following infection of caterpillars from two
moth species. The Baculoviridae comprise large, circular dsDNA viruses infecting mainly Lepi-
doptera but also Hymenoptera and Diptera [25]. Most baculoviruses are transmitted as occlu-
sion bodies (OBs), i.e. the virions are protected in a protein matrix allowing the virus to remain
infectious in the environment for extended periods of time [26]. AcMNPV is a multiple nucleo-
polyhedrovirus, meaning that each OB typically contains dozens of virions, each enclosing
multiple genomes individually packaged within nucleocapsids. This morphology allows the
virus to initiate infection as a highly polymorphic population [27], and can foster the mainte-
nance of deleterious genotypes [28]. Rather untypical for a baculovirus, AcMNPV is a general-
ist virus, able to infect moth species belonging to nine lepidopteran families [29]. The two
moth species we used are Trichoplusia ni (Plusiinae) and the beat armyworm Spodoptera exi-
gua (Noctuinae), which belong to the Noctuidae family and are known to be highly susceptible
to AcMNPV. These agricultural pests are found in many regions of the world, and can occur in
sympatry [30]. We performed in vivo experimental infections of both T. ni and S. exigua cater-
pillars to generate AcMNPV populations for deep sequencing. Our population genomics
approach yields the first estimate of the frequency and spectrum of host sequences that can
become integrated in the genome of a large dsDNA virus.

Results and Discussion

Number of moth sequences in populations of the baculovirus AcMNPV
The first AcMNPV genomic dataset we analyzed was generated by sequencing the 134-kb
AcMNPV genome at 187,536X average depth after in vivo amplification of the virus in T. ni
larvae (G0 in S1 Fig). The viral population that produced this dataset was then independently
passaged in ten lines of T. ni larvae and ten lines of S. exigua larvae, each line consisting of ten
successive infection cycles (G10 in S1 Fig). OBs recovered from the last infection cycle of each
line were sequenced at between 9,211X and 33,783X average depth for the ten T. ni lines (total
depth = 145,386X) and between 3,497X and 35,434X average depth for the ten S. exigua lines
(total depth = 163,610X). Viral sequencing reads were used as queries to perform Blastn
searches against sequences from both moth species. Host sequences included RNAseq data cor-
responding to 70,322 T. ni contigs and 96,675 S. exigua contigs [13,14], as well as 469 and 486
contigs from T. ni and S. exigua, respectively, that were assembled in this study using sequenc-
ing reads that did not map onto the AcMNPV genome (see methods). All viral reads aligning
to moth contigs were then used as queries for Blastn searches against the AcMNPV consensus
genome [9] to identify chimeric reads (i.e. sequences containing both AcMNPV and moth
DNA), as evidence of junctions between host and viral DNA. After applying various filters to
eliminate false positives, we extracted a total of 27,504 chimeric reads from all 21 AcMNPV
genomic datasets. Chimeric reads were identified in the initial AcMNPV population from T. ni
(n = 9,464), as well as in all ten T. ni lines (n = 460 to 1,904; total = 12,219) and all ten S. exigua
lines (n = 41 to 1,684; total = 5,821) (S1 Table; S1 Dataset).

Continuous Host-to-Virus Gene Flow

PLOSGenetics | DOI:10.1371/journal.pgen.1005838 February 1, 2016 3 / 21



Nature of moth sequences integrated into AcMNPV genomes
The 27,504 host-virus DNA junctions involved 38 T. ni and 48 S. exigua contigs (S1 Table; S2
Dataset). Similarity searches and structure analyses revealed that 69 of these contigs are TEs (29
in T. ni and 40 in S. exigua) belonging to both major groups of eukaryote TEs (Table 1; S1
Table): retrotransposons (three superfamilies) and DNA transposons (10 superfamilies). The
remaining 17 contigs did not show any sequence or structural similarity to any known TE or
protein. However, their closest Blastn hits in the GenBank whole-genome sequence database
were found in Lepidoptera, suggesting these 17 contigs indeed originate from the host genomes.

The large proportion of TEs among the host contigs found to be joined to viral DNAmay
indicate that transposition is the main mechanism of insertion of host DNA into viral genomes.
Alternatively, junctions between host TEs and viral DNA could result from technical artifact
leading to chimeric reads composed of viral and contaminating host sequences. Though we
verified that the amount of contaminating host DNA was very low (if at all present) in all our
samples (see ref [23] and S1 Text), we cannot totally exclude the presence of such contamina-
tion. If our samples were contaminated, and given that TEs make up the single largest fraction
of eukaryote genomes [31], technical chimeras involving mainly host TEs might not be unex-
pected. However, the 27,504 chimeric reads correspond to 7,049 different junctions, as defined
by their location in the viral genome and in host contigs. Indeed, 1,412 of these 7,049 unique
junctions are covered by more than one read (two to 1,256 reads; S2 Fig). This strongly suggests
the junctions we observe do not result from any kind of technical artifact. As duplicates

Table 1. Numbers and frequencies of moth sequences inserted in AcMNPV baculovirus genome populations. T. niG0: initial AcMNPV genome pop-
ulation sequenced after amplification of the virus in larvae of the cabbage looper (Trichoplusia ni). T. niG10 and S. exiguaG10: AcMNPV populations
obtained after 10 infection cycles of the virus on 10 lines of T. ni and 10 lines of the beet armyworm (Spodoptera exigua). G10 populations were obtained by
sequencing viral genomes produced during the 10th infection cycle of each of the 10 T.ni and S. exigua lines. TE: transposable element.

Type of moth sequence T. ni G0 T. ni G10 S. exigua G10

DNA transposons

Harbinger 4415 11708 2037

hAT 5 5 21

Helitron 0 0 9

Mariner 2390 40 70

MuDR 2 4 0

MULE 0 0 237

P 66 23 0

Piggybac 324 45 2734

Sola 1917 173 204

Transib 178 37 0

Retrotransposons

BEL/Pao 3 2 9

Copia 136 137 43

Gypsy 2 6 299

TE undetermined 6 12 0

undetermined 20 27 158

Total 9464 12219 5821

Insertion frequencies

Mean 3.3% 7.1% 2.6%

Lowest NA 3.8% 1.1%

Highest NA 14.3% 7.2%

doi:10.1371/journal.pgen.1005838.t001
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generated by PCR during library construction were removed (S1 Text), it seems very unlikely
that a technical error would generate multiple chimeras involving exactly the same virus and
host DNA sequences at the same positions. Only amplification of junctions through in vivo
viral replication provides a plausible explanation for these observations, ruling out the possibil-
ity that these junctions result from technical chimeras. To further assess the biological origin of
host-virus DNA junctions, we sought to characterize the molecular mechanisms involved in
the integration of host sequences in AcMNPV genomes.

Mechanisms underlying integration of moth sequences into AcMNPV
genomes
For each host contig integrated into several distinct viral sites, we located the target insertion
sites both in the viral genome and in the host sequence, and examined sequence patterns in
their vicinity. We found that most inserted sequences were DNA transposons, for which the
junctions with the virus genome clustered immediately before the 5’ terminal inverted repeat
(TIR) or immediately after the 3’ TIR, as expected in the case of transposition events (Fig 1; S3
and S7 Figs; S3 Dataset). In addition, the integration sites in the viral genome were generally
characterized by short (1–5 bp) highly conserved sequence motifs (Fig 1; S4 Fig) corresponding
to known TE preferred insertion sites (e.g., TTAA for the Piggybac family, TAA for harbinger,
CGNCG for transib). These patterns corroborate earlier findings [19–21, 23] and indicate that
many DNA transposons are indeed able to integrate into viral genomes during the course of an
infection through bona fide transposition. Overall, we identified 19,899 host-virus junctions
resulting from transposition. Counting only once all host-virus junctions covered by more
than one read yields a minimum of 6,579 junctions resulting from independent transposition
events, out of 7,049. The mechanism underlying the vast majority of the host-to-virus HT
detected in this study is therefore transposition.

Among the remaining insertions, 434 unique host-virus junctions were deemed highly
unlikely to result from transposition. Contrary to the host-virus junctions resulting from trans-
position, which were all located at the extremities of the 5’ and 3’ TIRs, these junctions were
scattered within the host sequences. A short sequence motif of 1 to 20 bp, identical between the
insertion site and the host sequence, characterized 298 of these junctions (Fig 2). The length of
these microhomology motifs is significantly longer than expected by chance (Khi2 = 4,523;
p< 10−15, 20 d.f.) and argues against technical artifact as the main cause of these junctions (as
technical error favoring microhomology are highly unlikely). We also note that 15 of the 434
junctions are covered by more than one read (two to 27 reads), indicating that some of these
junctions were amplified through viral replication. The 158 remaining non-transposition junc-
tions lacking microhomology could either have resulted from the ligation of blunt-ended
sequences (n = 87), or were characterized by the presence of 1 to 2 nucleotides that apparently
did not originate from either the host or viral genomes (n = 71, corresponding to negative
microhomology lengths in Fig 2). The distribution of microhomology lengths suggests that in
addition to transposition, host DNA can be integrated into viral genomes via a variety of
recombination events, some of which (but not all) rely on microhomology motifs between
virus and host DNA sequences. Whether such recombination events are mediated by viral fac-
tors (e.g. LEF-3, AN, PCNA [32, 33]), or by host-encoded DNA repair mechanisms [34]
known to enhance baculovirus amplification [35], would be worth addressing at the functional
level in the future. Most of the non-transposition junctions lie within DNA transposon
sequences, which may appear intriguing. We speculate that on principle, any region of the host
genome could be joined to viral DNA through microhomology-mediated recombination
(including genes that may turn to be beneficial to the virus), provided that it contains a double
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stranded break. Yet, since DNA transposons have the capacity to excise themselves from the
host genome, they may be among the most numerous extra chromosomal DNA fragments
containing double stranded breaks ready to recombine with broken viral DNA.

Distribution of moth sequences along the AcMNPV genome
We then mapped the independent insertions of host sequences along the AcMNPV genomes,
that is, counting only once all insertions possibly resulting from amplification through viral
replication. The map (Fig 3A; S5 Fig) shows that integrations occur virtually everywhere in the
viral genome and that all 151 viral genes are disrupted by host insertions at least once. Remark-
ably, the local densities of insertions of S. exigua TEs strongly correlate to those of T. ni TEs
(Fig 3B and S2 and S3 Tables; 54% of variance explained; p< 10−15). This correlation is not
explained by variation in sequencing depth or density of the preferred transposition motifs

Fig 1. Sequencing depth (number of reads covering a position) along four host TEs found inserted into genomes of AcMNPV populations infecting
T. ni or S. exiguamoths.Grey curves represent sequencing depth by reads composed of host TE sequences only. Red curves represent chimeric reads
whose right parts are composed of TE sequences (the left part being viral sequences) and green curves represent reads whose left parts are composed of
TE sequences. Right and green curves thus respectively represent sequencing depths at junctions involving the left and right ends of a TE. The junctions at
each end result from transposition at many viral sites, for which a sequence conservation logo is shown. Conserved bases correspond to known target sites
of TE families (which are specified next to the host TE names). Black arrows indicate the locations and orientations of putative transposase genes along TEs.
Sequencing depth of other moth contigs and sequence conservation logos of other host-virus junctions are provided in S3 and S4 Figs.

doi:10.1371/journal.pgen.1005838.g001
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(identified above) along the viral genome (S2 and S3 Tables). Two other causes may explain
this correlation: (1) varying degrees of tolerance to insertions along the viral genome and (2)
varying rates of transposition along the viral genome. Cause (1) implies that insertions are
more likely to be replicated through viral replication in some regions than others because their
impact on viral fitness would be lower. In this case, the correlation between local densities of
insertions along the viral genome should be maintained or even higher when considering all
insertions that possibly result from viral replication. However, the correlation almost disap-
pears (0.1% of variance explained, S3 Table) when all insertions (including potentially repli-
cated ones) were considered. Hence, although the fitness impact of insertions may well vary
along the viral genome, these variations cannot explain the strong correlation we initially
observed. This leaves cause (2) as the only explanation for the correlation of insertion frequen-
cies from TEs of the two species. In other words, TEs from the two moths, in spite of being dif-
ferent (Table 1 and S1 Table), tend to transpose preferentially into the same regions of the
AcMNPV genome irrespective of the density of target sites. This suggests that the pattern of
integration may be shaped by structural properties of the viral genome. We propose that, as
observed in eukaryotic genomes [36–38], the distribution of transposition-mediated integra-
tions along the AcMNPV genome may be influenced by accessibility of the viral genome to
host TEs, which itself likely depends on the structure of AcMNPV chromatin, known to be
dynamically remodeled during viral replication [39].

Frequency and inheritance of moth sequences integrated into AcMNPV
genomes through infection cycles
Taking into account the number of chimeric reads per library, the total number of reads in
each library, the size of the AcMNPV genome and the minimum alignment size that can be

Fig 2. Length distribution of microhomologymotifs found at 434 junctions betweenmoth and
AcMNPV baculovirus sequences. The observed distribution is shown in red and the distribution expected
by chance is shown in grey. An example of a five base-pair microhomology motif between an integrated moth
sequence and the AcMNPV genome is shown at the top right corner of the graph. Negative microhomology
lengths correspond to junctions characterized by the presence of 1 to 2 nucleotides that did not originate from
either the host or viral genomes.

doi:10.1371/journal.pgen.1005838.g002
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Fig 3. Patterns of moth DNA sequence integration along the circular AcMNPV baculovirus genome. A.
Distribution of independent moth sequence integrations through transposition (black bars) and
microhomology-mediated recombination (red bars) in 500-bp contiguous windows. The blue and grey bar
plots respectively illustrate the number of the most frequent transposon target motifs (TTAA, TAA, TTA, TA)
and the average sequencing depth in these windows. Beige arrows represent AcMNPV genes. B. Correlation
between the numbers of T. ni and S. exigua sequences integrated by transposition in 1500-bp contiguous
windows of the AcMNPV genome. Each point on the plot represents a window.

doi:10.1371/journal.pgen.1005838.g003
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returned by Blastn, we calculated that on average 4.8% viral genomes (range 1.1% to 14.3%)
carry at least one host sequence among AcMNPV populations (Table 1). Though the number
of host-to-virus HT events that generated these frequencies is likely to be high, we cannot infer
it precisely because we cannot tell how many of the host-junctions covered by more than one
read were amplified through viral replication. Indeed, the same TE may insert several times at
any suitable viral site. Furthermore, it is possible that a number of host-virus junctions, which
cannot be evaluated here, were generated through subsequent transposition of viral-borne TEs
(not coming from the host genome) into multiple copies of the virus genome.

The relatively high frequencies of AcMNPV genomes carrying host DNA fragments at any
given time raise the question of whether such host sequences are inherited over viral infection
cycles. We thus tested the residual presence of T. ni sequences (inserted at G0 in S1 Fig) in viral
populations, that had subsequently been passaged 10 times in S. exigua (G10 datasets in S1
Fig). Using the libraries from S. exigua G10 viruses as Blastn queries against T. ni contigs
revealed 24 new insertions that were not previously found in Blastn searches against S. exigua
contigs (see S1 Text for details). These insertions likely involve S. exigua sequences homologous
to T. ni but absent from the S. exigua contigs. None of these insertions were identical (in terms
of position in the virus genome and host contig) to any found in the G0 virus population. The
persistence of a given host DNA fragment in virus populations thus appears to be low, likely
because of the deleterious effects large insertions have on the viral genome carrier. Although
many new host sequences become integrated into AcMNPV genomes at each viral infection
cycle, they are thus purified out of the viral population after only few infection cycles. Hence
there is a high turnover of host sequences inserted into the viral genome each time the virus
replicates in a host. Under natural settings, continuous host-to-virus flow of genetic material
generates a significant proportion of recombinant viruses (Table 1). At the viral population
scale, this represents a gene reservoir that could fuel host-virus coevolutionary arms race
through co-option of a host sequence favoring the virus in a given environment. Our findings
thus shed light on the first evolutionary steps underlying viral co-option of cellular genes.

Virus-mediated horizontal transfer of moth transposable elements
Under the hypothesis that viruses can act as vectors of HT of TEs, once inserted in a viral
genome, viral-borne TEs should then be able to jump from the viral genome to the genome of a
new host organism. To evaluate the possibility that AcMNPV can shuttle TEs between insects,
we first checked whether some TEs found integrated in our AcMNPV genome datasets have
retained the structural features necessary for transposition. Among the 41 contigs inserted in at
least 10 different viral sites, 11 correspond to TEs for which we recovered both TIRs and that
encode a putative full-length intact transposase gene (Fig 1; S3 Fig). Provided that these TEs
can be transcribed in a new host, they should thus be able to jump from the viral genome into
the genome of this new host. However, it is important to note that the transfer would only be
effective if the host survived viral infection in the first place. This is more likely to happen if the
host shows resistance to the virus or if the virus harbors deleterious mutations.

We then reasoned that if AcMNPV is able to act as vector of HT of TEs between its insect
hosts, the TEs we found integrated in the AcMNPV genome populations might have been hori-
zontally transferred relatively recently between insects of various susceptibility to AcMNPV.
To test this hypothesis, we assessed whether some of the TEs uncovered in this study have been
horizontally transferred between T. ni and/or S. exigua and other insect lineages. We used the
69 TE sequences as queries to perform Blastn searches against the 144 non-Noctuidae insect
genomes available in GenBank as of March 2015. For 21 of these TEs (14 S. exigua and seven
T. ni TEs), we found highly similar copies (>85% nucleotide identity) in the genome of one or
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more other insects (Fig 4). The 21 TEs show a combination of features that are typically indica-
tive of HT [40–42]. They have a patchy distribution in the insect phylogeny and, importantly,
the between-species nucleotide identity calculated for each of these TEs is much higher (91%
identity on average) than synonymous nucleotide identities calculated for 11 conserved genes
between the same species (37% identity on average, Fig 4; S4 and S5 Tables). We conclude that

Fig 4. Timetree of various insect species in which we found evidence for horizontal transfer of Spodoptera exigua (A) or/and Trichoplusia ni (B)
transposable elements (TEs) found integrated in one or more AcMNPV populations. Names of contig containing TEs correspond to those in S4 and S5
Tables. Black dots indicate that we have found a Blastn hit aligning with at least 85% nucleotide identity over at least 100 bp to a S. exigua or T. ni TE. For
example, the figure shows that the S. exigua contig called Spodo_Contig_23 (which is a piggybac TE according to S4 Table) was horizontally transferred
between S. exigua, Danaus plexipus andGlossina fusciceps. Numbers on top of contig names indicate the level (or range) of nucleotide identity between
each S. exigua or T. ni TE and their Blastn hit(s) in other species (in percentages). Numbers between brackets at the right of taxa names are the average
percent similarities for 11 conserved genes between S. exigua or T. ni and the other species. These percent similarities are derived from synonymous
distances (dS) calculated for each gene and are equal to (1 –dS) × 100. All distances are provided in S4 and S5 Tables. Divergence times were taken from
refs [44–46]. Divergence times between Nymphalidae species are unknown and were set arbitrarily at 50 million years for illustrative purposes. *Species
known to be susceptible to AcMNPV [29].

doi:10.1371/journal.pgen.1005838.g004
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at least 21 of the 69 TEs found integrated in AcMNPV have undergone one or multiple hori-
zontal transfers between T. ni or S. exigua and one or several other insect lineages. Nucleotide
identity between some T. ni or S. exigua TEs and those uncovered in other insects is very high
(up to 99%), suggesting some of HT events took place very recently. Among the other insects
involved in HT, we found four lepidopteran species known to be susceptible to AcMNPV
infection (Fig 4) [43]. Our study therefore provides further compelling support for the role of
baculoviruses as potential vectors of TEs between lepidopterans [19, 20, 23]. Indeed, given that
on average 4.8% of baculovirus genomes harbor a host sequence and that a caterpillar typically
becomes infected by ingesting thousands of baculovirus genomes, each non-lethal infection
represents an opportunity for between-host baculovirus-mediated transfer of DNA.

Conclusions
In this study, we have shown that each time the baculovirus AcMNPV infects a caterpillar host,
a large number of host TEs can transpose into its genome. Many TEs and other host sequences
can also integrate into AcMNPV genomes through microhomology-mediated recombination
events. Our work also demonstrates that the density of transposition events is not homogenous
along the AcMNPV genome and that, while the influx of host sequences integrated into
AcMNPV is continuous, each newly integrated host sequence is rapidly purged out of
AcMNPV populations. Together, these observations are reminiscent of the well-known gene
exchanges that take place between bacteria and bacteriophages [47], and indicate that such
exchanges may also occur on a regular basis between eukaryotes and eukaryotic viruses. Our
results also raise a number of questions worth addressing in future experiments. In particular,
it would be interesting to monitor the evolution of the frequency of viral replicates carrying
any given host sequence across successive infection cycles, as the host DNA sequence retention
time affects the likelihood of such sequence being horizontally transferred between hosts. Fur-
thermore, since the rate of host-to-virus HT is measurable at the population level, it would be
worth investigating whether this phenomenon influences the within-host replication dynamics
of AcMNPV. Another exciting question is whether this phenomenon is limited to moth-
AcMNPV interactions or whether it also takes place in other host-virus systems. Finally, it is
noteworthy that AcMNPV and other baculoviruses are used as biopesticides and developed as
vectors for several biomedical applications such as gene or vaccine delivery [48, 49]. Our results
therefore call for an evaluation of the risk of gene or TE spread through uncontrolled virus-
mediated HT potentially generated by these approaches, which rely on mass production of the
viruses in insect cells or in vivo.

Materials and Methods

Viral population genomics data sets
The GenBank accession numbers of the 21 AcMNPV genomic datasets analyzed in this study
are: SRS533250, SRS534469, SRS534534, SRS534575, SRS534677, SRS534587, SRS534590,
SRS534631, SRS534673, SRS536572, SRS536571 and SRS534470, SRS534499, SRS534514,
SRS534536, SRS534537, SRS534543, SRS534542, SRS536937, SRS534588 and SRS534589 [23].
They consist of 101-bp paired sequences (reads), except for dataset SRS533250, which consists
in 151-bp paired reads.

These datasets were produced through experimental evolution, which consisted in generat-
ing ten per os infection cycles on ten lines of T. ni and S. exigua larvae using 2500 occlusion
bodies from an AcMNPV stock derived from a viral sample originally isolated from a single
Alfalfa looper (Autographa californica) individual collected in the field. The full experiment is
described in Gilbert, Chateigner [23] and in S1 Fig. The AcMNPV DNA samples used to
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produce the 21 sequencing datasets were all extracted using the QIAamp DNAMini Kit (Qia-
gen) after purification of AcMNPV occlusion bodies by a percoll-sucrose gradient, Na2CO3

dissolution and enzymatic removal of host DNA [23].
Data analyses were performed in R [50], unless another tool is mentioned. All Blastn

searches were carried out under default settings.

Assembly of non-viral sequences
To identify host DNA sequences integrated in genomes of the AcMNPV baculovirus, we used
viral reads as queries to perform Blastn searches on T. ni and S. exigua transcripts generated by
Pascual, Jakubowska [51] and Chen, Zhong [52]. In addition, to recover as many insertions of
host DNA as possible, we assembled non-viral DNA elements present in the viral genomic
libraries. These elements may represent inserted host DNA sequences absent from (or incom-
plete in) the available transcriptomes of both moth species.

We applied the following procedure on genomic libraries obtained from each moth species.
We aligned all reads on the AcMNPV genome using the end-to-end mapping strategy of Bow-
tie 2 [53]. We used Samtools view on resulting alignment files to extract read pairs for which at
least one read did not align. These unmapped reads were trimmed off low quality score bases
with Trimmomatic [54], and assembled with SOAP deNovo 2 [55] using a kmer length of 71
bases, which showed good assembly statistics compared to other lengths.

We checked assembly quality by performing Blastn homology searches of assembled contigs
against themselves, and found that many contigs differed only at one or both of their ends but
were otherwise identical. Blastn searches of the contigs against the AcMNPV genome revealed
that the contig ends that differed were similar to parts of the viral genome. We assumed that
mostly similar contigs resulted from a genetic element inserted at different sites of the
AcMNPV genome, and that these viral sites had been partly included into contig ends during
the assembly process. We thus trimmed contigs from these viral regions, and reassembled
them using the assembly feature included in Geneious 4.5 [56], allowing a maximum mismatch
of 10% in overlapping regions. This yielded 469 contigs for genomic libraries generated from
T. ni lines and 486 contigs for S. exigua lines. These contig sequences were added to known
transcriptome sequence of the corresponding moth species [51, 52], which we hereafter simply
refer to as “transcripts”, in order to constitute the host databases for the Blastn searches
designed to identify junction between moth and viral DNA.

Detection of junctions between host and virus DNA
Blastn searches with default parameters [57] were carried out using the 21 AcMNPV genomic
datasets as queries to identify similarities of at least 28 nucleotides (as defined by the default
settings) between reads obtained from each viral line and the sequence database corresponding
to its host. Each read showing similarities was then blasted against the AcMNPV reference
genome, together with the other read of its pair (mate) so as to detect junctions occurring
between paired reads.

For a given read listed in a blast output, we retained the alignment with the best score, ran-
domly choosing between alignments of identical scores. This selection was done separately for
alignments with transcripts and for alignments with contigs, in order to help selecting between
homologous contigs and transcripts (see below). For a read to be considered as a junction
between host and virus DNA, we imposed minimum lengths of alignment with the virus
genome only, and with the host genome only, of 16 bp each (S6 Fig). Furthermore, at least 95
nucleotides of the read had to align with virus and host sequences (130 bp for 151-bp reads).
The overlap between these alignments was set to involve at most 20 bp and at least -2 bp. These
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filters excluded reads from virus regions having similarities with host contigs, in which case the
region aligning to a host contig would be included in that aligning to the virus genome.

To detect junctions that occurred between two paired reads (mates), we selected read pairs
meeting the following conditions: (i) one mate must have a similarity with the virus genome of
at least 95 bp (130 bp for 151-bp reads) and present no similarity with any host contig, and (ii)
the other mate must have a similarity to a host contig of at least 95 bp (130 bp for 151-bp
reads), and present no similarity with the virus genome.

We found that the sensitivity of our approach to detect junctions between host and virus
DNA was highly dependent on the quality of the assembly of the host sequences that were used
as reference. Thus, it will be important that future studies dedicate substantial effort to generate
a high quality and comprehensive set of host sequences in order to find all possible host-virus
chimeras.

Selection of host sequences
We discarded all alignments (junctions) involving contigs or transcripts not meeting the fol-
lowing criteria. To ensure that a contig we assembled represented moth DNA, it had to be
partly similar to a transcript of the corresponding host species, as determined by Blastn
searches of contigs against host transcripts, or to align with at least one read of a pair that also
aligned with a known host transcript, as determined by the Blastn search of reads against the
contig and transcript databases.

Because the contigs we assembled are, as expected, partly similar to some host transcripts, a
chimeric read may have similarities to a contig and to a transcript (after selecting the best align-
ment in each category, as explained above). In other words, contigs and transcripts can be can-
didates for the same insertions. To minimize redundancy between contigs and transcripts, any
transcript sharing at least one chimeric read with a contig was discarded. We therefore retained
transcripts that did not share any junction with any assembled contig. Finally, we discarded
host contigs or transcripts having similarities with less than three chimeric reads (i.e., poten-
tially inserted in the AcMNPV genome less than three times) or having a cumulative alignment
length of less than 75 bp with chimeric reads.

For junction counts shown in S1 Table, we removed duplicates that may have resulted from
PCR amplification of the same junction during library preparation (S1 Text). Junctions
sequenced in both directions and appearing in two overlapping paired reads were counted only
once.

Frequency of insertions of host DNA into viral genomes
Defining Pj as the average number of junctions per virus genome involved in the construction
of a genomic library, the probability for a read from that library to cover a junction between a
host sequence and the viral genome can be approximated as Pj × Lr/Lg, where Lr is the read
length and Lg is the length of the virus genome. For a read to be chimeric under our criteria, a
junction has to be at least 28 bp away from the read ends (S6 Fig). However, the overlap
between alignments at the junction (S6 Fig), the mean length of which we denote as Ov, allows
the junction to be slightly closer from the read end and to yield a 28-bp region of sequence sim-

ilarity detectable by blast, so that the probability for a read to be chimeric is Pj � Lr�56þOv
Lg

.

Since this probability can be approximated as the ratio of the number of chimeric reads Nc

over the number of viral reads N of a sequence library, we obtain Pj ffi Nc
N

� Lg
Lr�56þOv

.

N was estimated by running samtools view [58] on alignment files obtained by mapping
reads from each virus line on the AcMNPV consensus genome, using the local sensitive
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settings of Bowtie 2 [53]. Nc includes technical duplicates (PCR duplicates and overlapping
paired reads, see above) because they contribute to N as much as they do to Nc.

We derived the proportion of virus genomes carrying at least one host DNA fragment by
assuming that the number of inserted fragments per virus genome follows a Poisson distribu-
tion of mean Pj/2, as one insertion of host DNA into the circular AcMNPV genome should
yield 2 junctions.

Characterization of junctions and insertion types
For simplification, we hereafter refer to contigs assembled in this study and to previously
assembled host transcripts as “contigs”.

We identified each junction producing a chimeric read by the offset it involves between the
virus genome coordinates and the host contig coordinates (S1 Text). Reads having the same
offset, involving the same viral DNA strand, host contig, and coming from the same genomic
library in the case of S. exigua lines (which do not share a ancestor on this host) were consid-
ered likely to come from viral amplification of the same original insertion of host DNA. In the
following analyses, we selected only one chimeric read per original junction, favoring the read
with best alignment score on the host contig.

These reads were mapped onto their corresponding contig by inserting gaps of appropriate
length before their sequence, based on alignment coordinates reported by blast, to produce
multifasta alignment files. Visualization of these files in Geneious [56] and BioEdit [59] (exam-
ple shown in S7 Fig) showed that junctions clustered at one or two positions in a contig likely
representing the end(s) of a TE. For many contigs, this was further supported by the presence
of terminal inverted repeats (TIRs), which are typical of class II DNA transposons, the presence
of long terminal repeats (LTRs), which are typical of LTR retrotransposons and by similarities
to known TE protein motifs returned by blastx on the GenBank non-redundant protein
database.

For each cluster of at least 10 junctions, which likely represent insertions of the same TE
end, we analyzed sequence conservation at insertion sites in the virus genome. This was done
by computing insertion coordinates based on the previously obtained offset (S1 Text), and by
building sequence conservation logos [60–62] of 30-bp sequences around insertion sites.
Sequence logos are provided in S4 Fig.

Some junctions did not form clusters (according to our criteria defined in S1 Text) and were
scattered along host contigs (example shown in S7 Fig), suggesting that different fragments of
these contigs were inserted. This concerned 434 junctions, most of which presented similarities
between host and virus sequences at insertion points (Fig 2, yielding to the overlap shown in S6
Fig). To check whether these similarities were overall longer than expected by chance, we
extracted from each chimeric read resulting from this type of junction the last 20 bp that
aligned to the host contig (next to the junction point), and computed the lengths of similarities
this 20-bp sequence had with 20 random 20-bp regions of the AcMNPV consensus genome.
This allowed comparing the distribution of expected and observed identity lengths with a Khi-
square test.

Patterns of insertions of host DNA along the virus genome
We explained the number of junctions in 1500-bp windows of the AcMNPV genome, combin-
ing all virus lines from S. exigua, with a generalized linear model including three covariates: the
average sequencing depth in that window, the number of common TE targets found in S. exi-
gua lines, and the number of junctions found in virus lines from T. ni, without considering
interactions between terms.
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Sequencing depth was estimated by running samtools mpileup [58] on mapping files
obtained previously. We modified mpileup to allow greater depth than 8000. We counted the
following frequent targets of S. exigua TEs, based on the logos we established previously (S2
Fig): “TTAA” (for piggybac TEs), “TTA”, “TAA” (for Harbinger TEs), and “TA” (for Mariner
TEs).

A Poisson distribution was assumed for the number of junctions per genome window. We
selected the best model on the basis of corrected Akaike Information Criterion (AICc) returned
by the dredge function of the R package MuMIn [63] (S2 Table), and we submitted it to an
analysis of deviance (S3 Table). We fitted this model twice: considering all junctions (including
viral replicates), and only independent junctions based on their identifiers. In the latter case,
the most likely model only included the number of junctions per window in T. ni as a covariate
(S2 Table).

Computing sequencing depth of host contigs
Sequencing depth of host contigs (Fig 1; S3 Fig) was computed by using alignments coordinates
from results of Blastn search of reads against host databases (see above), using the same criteria
to select a single alignment for reads having similarities with several contigs/transcripts. Depth
was averaged over 20-bp sliding windows overlapping by 10 bp.

Detection of horizontal transfers of transposable elements across
insects
We assessed whether T. ni and S. exigua TEs found integrated in the AcMNPV genome under-
went HT between insects. We used the T. ni and S. exigua TEs we identified as queries to per-
form Blastn searches against the 144 non-Noctuidae insect whole genome sequences available
in GenBank as of March 17th 2015. We identified candidate HT events when a T. ni or S. exigua
TE aligned to a sequence from another insect genome with at least 85% nucleotide similarity
over at least 100 bp. To assess the level of neutral genetic distance expected under vertical
inheritance between T. ni/S. exigua and all insect species in which we found Blastn hits meeting
the above criteria, we calculated synonymous distances for 11 conserved genes between T. ni/S.
exigua and those insect species using the non-corrected Nei-Gojobori method in MEGA 6
[64], following Gilbert, Chateigner (23). Overall we calculated 143 pairwise synonymous gene
distances between S. exigua and 13 other insect species and 55 pairwise synonymous gene dis-
tances between T. ni and five other insect species.

Supporting Information
S1 Table. Numbers of chimeric reads found in each AcMNPV sample. Accession number of
contigs from Trichoplusia ni start with “GBKU” while Spodoptera exigua accession numbers
start with “SEUC”. Contigs assembled in this study have names starting by either “Tni” or
“Spodo”. Contigs marked with the same letter in the column “Contig redundancy” contain an
identical sequence found in chimeric reads (i.e. integrated in the AcMNPV genome). These
contigs are however not identical over their entire length. The number of different moth
sequences given in the main text takes into account the redundancy, i.e. two contigs containing
an identical sequence are counted only once. The numbers of chimeric reads given in this table
include all chimeric reads covering the same host-virus junction, i.e. all insertions potentially
amplified through viral replication after integration. �Indicates moth transposable elements for
which we found evidence for horizontal transfer in insects (S6 Fig).
(DOCX)
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S2 Table. Selection of models explaining the number of junctions by transposition of S. exi-
guaDNA in 1500-bp genomic windows along the AcMNPV genome. The upper half consid-
ers only independent transpositions; the lower half considers all transpositions, including viral
replicates. An “x” in a cell indicates that a term is used in the model. The models retained corre-
spond to the rows shown in bold.
(DOCX)

S3 Table. Analyses of deviance of models explaining the number of junctions by transposi-
tion of S. exiguaDNA in 1500-bp genomic windows along the AcMNPV genome. The
upper half considers only independent transpositions; the lower half considers all transposi-
tions, including viral replicates.
(DOCX)

S4 Table. Gene and Transposable Element (TE) similarities between Spodoptera exigua and
other insect species. TE similarities between S. exigua and the other insect species are given in
percent nucleotide identity. Numbers in brackets next to percent nucleotide identities are the
numbers of copies (or fragments of copies) longer than 100 bp found by Blastn in each insect
genome and the length of the longest copy or fragment of copy in base pairs. TE numbers cor-
respond to those in Fig 4A. Divergence times were taken from refs [44–46].
(DOCX)

S5 Table. Gene and Transposable Element (TE) similarities between Trichoplusia ni and
other insect species. TE similarities between T. ni and the other insect species are given in per-
cent nucleotide identity. Numbers in brackets next to percent nucleotide identities are the
numbers of copies (or fragments of copies) longer than 100 bp found by Blastn in each insect
genome and the length of the longest copy or fragment of copy in base pairs. TE numbers cor-
respond to those in Fig 4B. Divergence times were taken from refs [44–46].
(DOCX)

S1 Fig. Overview of the experimental evolution setup, sequencing and similarity-based
searches carried out in order to identify moth sequences integrated into populations of the
AcMNPV baculovirus genome.
(PDF)

S2 Fig. Histogram showing the distribution of the number of reads covering a given junc-
tion.While most of the junctions (5,637) are covered by one read, 1,412 are covered by two to
1,256 reads.
(PDF)

S3 Fig. Sequencing depth (number of reads covering a position) along all moth sequences
found inserted into genomes of AcMNPV populations. Grey curves represent sequencing
depth by reads composed of host sequences only. Red curves represent chimeric reads whose
right parts are composed of host sequences (the left part being viral sequences) and green
curves represent reads whose left parts are composed of host sequences. Black arrows indicate
the locations and orientations of putative transposase (and Myb-like) genes along TEs. Note
that for two contigs (Spodo_Contig_4 and 14) corresponding to Gypsy retrotransposons, chi-
meric reads fall within the contig sequence rather than on each extremity. This is likely due to
missassembly of the retrotransposons, the contigs including only one long terminal repeat
within the sequence rather than one on each extremity.
(PDF)
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S4 Fig. Sequence conservation patterns (logos) at insertion sites of moth sequences in the
AcMNPV baculovirus genome. For each logo we indicate the name of the contig (starting
with “SEUC” for Spodoptera exigua transcripts and “GBKU” for Trichoplusia ni transcripts),
its nature, the position within each contig of a given end of moth sequence found integrated in
the AcMNPV genome as well as the number of junctions involving this given end, i.e., the
number of different integration sites of the sequence along the AcMNPV genome.
(PDF)

S5 Fig. Detailed map of insertions of moth DNA along the AcMNPV genome. Arrows rep-
resent genes. Insertions of the same sequence at the same position were counted only once.
Insertions of Trichoplusia ni sequences are in blue while those of Spodoptera exigua are in
black. The orientation of the insertions is the same as that of the genes represented on the same
side of the viral genome (sense: top; antisense: bottom).
(PDF)

S6 Fig. Criteria used to define chimeric reads that represent junctions between host and
virus DNA. This example shows an actual chimeric read having similarities to both the virus
genome (right part of read) and a host contig (left part of read). We tolerated only minimal
overlap between these similarities so as to discard reads from virus regions that happen to be
similar with some host contig (in which case there would be no region aligning with the host
contig only) or vice versa. Virus and host regions that have no similarity with the read are
shown in grey. Above or below a type of alignment (or overlap) is a bar plot representing the
numbers of reads observed from all possible alignment (overlap) lengths. The top left bar plot
shows that most of the regions over which chimeric reads align only on host contig are longer
than 16 bp. The top right bar plot shows that most of the regions over which chimeric reads
align only to the viral genome are longer than 16 bp. The middle bar plot indicates that the
regions including the host-virus junction over which the chimeric reads align both to virus and
the host contig are mostly between -2 (2-bp deletion) and 20 bp long. The bottom bar plot indi-
cates that most chimeric reads align either to the virus or to a host contig over 101 bp. These
plots only include reads having similarities to both a host contig and the virus genome and
belonging to genomic libraries generated from virus lines grown in S. exigua, which consist in
101-bp reads.
(PDF)

S7 Fig. Visualization of an alignment between a host contig and chimeric reads in geneious
(modified). The black segments represent regions of mismatch between the reads and the con-
tig and grey segments represent similarities. Note the clustering of reads at the contig ends and
the fact that, for each end, the same part of the reads (right OR left) aligns with the host contig.
The other reads scattered between the two ends do not represent junctions by transposition.
(PDF)

S8 Fig. Coordinates of alignments between a chimeric read and the virus genome and host
transcriptome, as returned by blast. These were used to compute an offset that identifies a
junction between host and virus DNA (see S1 Text).
(PDF)

S1 Dataset. Moth sequences found integrated into AcMNPV genomes. Contig names start-
ing with “SEUC” are from Spodoptera exigua while those starting with “GBKU” are from Tri-
choplusia ni.
(XLSX)
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S2 Dataset. Blastn score and coordinates of all 27,504 chimeric reads on the AcMNPV
genome and on moth contigs. The “lineage” column indicates which population genomics
dataset a given chimeric reads belongs to (TniG0: Trichoplusia ni G0; Tni1-10: Trichoplusia ni
G10; Spodo1-10: Spodoptera exigua G10; see S1 Fig). The column “chimera_type” indicates
whether the host-virus junction identified in a chimeric read pair lies within a read (intra-read)
or between the two mates of a pair (inter-read). “Score” in column names refer to blast scores
of reads against virus or host sequences. Sv, Srv, Erc, Ec, Ev, Src and Sc are positions of starts
and ends of alignments returned by Blastn, as illustrated in S8 Fig. Asterisks in the “PCR” col-
umn indicate host-virus junctions that we were able to recover by PCR/Sanger sequencing.
(FAS)

S3 Dataset. Alignments of chimeric reads and moth contigs for all host-virus junctions
involving a moth contig inserted in at least 10 different positions along the viral genome.
Contig names starting with “SEUC” or “Spodo” are from Spodoptera exigua.
(RAR)

S1 Text. Supplementary material and methods.
(DOCX)

Acknowledgments
We thank three anonymous reviewers as well as Sarah Schaack and Paul Waters for comments
on the manuscript, and Amine Chebbi for assistance with the assembly of the reads.

Author Contributions
Conceived and designed the experiments: CG JP RC EAH. Performed the experiments: CG JP
AC BM. Analyzed the data: CG JP RC EAH. Contributed reagents/materials/analysis tools: RC
EAH. Wrote the paper: CG JP RC EAH.

References
1. Holzerlandt R, Orengo C, Kellam P, Alba MM. Identification of new herpesvirus gene homologs in the

human genome. Genome Res. 2002; 12(11):1739–48. doi: 10.1101/gr.334302
WOS:000179058300013. PMID: 12421761

2. Hughes AL, Friedman R. Genome-wide survey for genes horizontally transferred from cellular organ-
isms to baculoviruses. Mol Biol Evol. 2003; 20(6):979–87. doi: 10.1093/molbev/msg107
WOS:000183138500015. PMID: 12716988

3. Hughes AL, Friedman R. Poxvirus genome evolution by gene gain and loss. Mol Phylogen Evol. 2005;
35(1):186–95. doi: 10.1016/j.ympev.2004.12.008WOS:000227602600013.

4. Filee J, Chandler M. Gene Exchange and the Origin of Giant Viruses. Intervirology. 2010; 53(5):354–61.
doi: 10.1159/000312920WOS:000278955300012. PMID: 20551687

5. Moreira D, Brochier-Armanet C. Giant viruses, giant chimeras: The multiple evolutionary histories of
Mimivirus genes. BMC Evol Biol. 2008; 8. doi: 10.1186/1471-2148-8-12 WOS:000254052300001.

6. Legendre M, Lartigue A, Bertaux L, Jeudy S, Bartoli J, Lescot M, et al. In-depth study ofMollivirus siber-
icum, a new 30,000-y-old giant virus infecting Acanthamoeba. Proc Natl Acad Sci USA. 2015; 112(38):
E5327–E35. doi: 10.1073/pnas.1510795112WOS:000361525100016. PMID: 26351664

7. Moore PS, Boshoff C, Weiss RA, Chang Y. Molecular mimicry of human cytokine and cytokine
response pathway genes by KSHV. Science. 1996; 274(5293):1739–44. doi: 10.1126/science.274.
5293.1739WOS:A1996VW71200070. PMID: 8939871

8. Guo YE, Riley KJ, Iwasaki A, Steitz JA. Alternative Capture of Noncoding RNAs or Protein-Coding
Genes by Herpesviruses to Alter Host T Cell Function. Mol Cell. 2014; 54(1):67–79. doi: 10.1016/j.
molcel.2014.03.025WOS:000334315900008. PMID: 24725595

9. Theze J, Takatsuka J, Nakai M, Arif B, Herniou EA. Gene Acquisition Convergence between Entomo-
poxviruses and Baculoviruses. Viruses-Basel. 2015; 7(4):1960–74. doi: 10.3390/v7041960
WOS:000353720400020.

Continuous Host-to-Virus Gene Flow

PLOSGenetics | DOI:10.1371/journal.pgen.1005838 February 1, 2016 18 / 21

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1005838.s015
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1005838.s016
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pgen.1005838.s017
http://dx.doi.org/10.1101/gr.334302
http://www.ncbi.nlm.nih.gov/pubmed/12421761
http://dx.doi.org/10.1093/molbev/msg107
http://www.ncbi.nlm.nih.gov/pubmed/12716988
http://dx.doi.org/10.1016/j.ympev.2004.12.008
http://dx.doi.org/10.1159/000312920
http://www.ncbi.nlm.nih.gov/pubmed/20551687
http://dx.doi.org/10.1186/1471-2148-8-12
http://dx.doi.org/10.1073/pnas.1510795112
http://www.ncbi.nlm.nih.gov/pubmed/26351664
http://dx.doi.org/10.1126/science.274.5293.1739
http://dx.doi.org/10.1126/science.274.5293.1739
http://www.ncbi.nlm.nih.gov/pubmed/8939871
http://dx.doi.org/10.1016/j.molcel.2014.03.025
http://dx.doi.org/10.1016/j.molcel.2014.03.025
http://www.ncbi.nlm.nih.gov/pubmed/24725595
http://dx.doi.org/10.3390/v7041960


10. McFadden G, Murphy PM. Host-related immunomodulators encoded by poxviruses and herpesviruses.
Curr Opin Microbiol. 2000; 3(4):371–8. doi: 10.1016/s1369-5274(00)00107-7
WOS:000088817300009. PMID: 10972497

11. Keeling PJ, Palmer JD. Horizontal gene transfer in eukaryotic evolution. Nat Rev Genet. 2008; 9(8):
605–18. doi: 10.1038/nrg2386WOS:000257758400011. PMID: 18591983

12. Soucy SM, Huang J, Gogarten JP. Horizontal gene transfer: building the web of life. Nat Rev Genet.
2015; 16(8):472–82. doi: 10.1038/nrg3962WOS:000358075900009. PMID: 26184597

13. Keeling PJ. Functional and ecological impacts of horizontal gene transfer in eukaryotes. Curr Opin
Genet Dev. 2009; 19(6):613–9. doi: 10.1016/j.gde.2009.10.001WOS:000273117900013. PMID:
19897356

14. Syvanen M. Evolutionary Implications of Horizontal Gene Transfer. Annu Rev Genet. 2012; 46:341–58.
doi: 10.1146/annurev-genet-110711-155529WOS:000311568300015. PMID: 22934638

15. Boto L. Horizontal gene transfer in the acquisition of novel traits by metazoans. Proc R Soc Lond, Ser
B: Biol Sci. 2014; 281(1777). doi: 10.1098/rspb.2013.2450WOS:000332382000009.

16. Schaack S, Gilbert C, Feschotte C. Promiscuous DNA: horizontal transfer of transposable elements
and why it matters for eukaryotic evolution. Trends Ecol Evol. 25(9):537–46. doi: 10.1016/j.tree.2010.
06.001 PMID: 20591532

17. Silva JC, Loreto EL, Clark JB. Factors that affect the horizontal transfer of transposable elements. Curr
Issues Mol Biol. 2004; 6:57–71. WOS:000228691500005. PMID: 14632259

18. Craig NL, Craigie R, Gellert M, Lambowitz AM. Mobile DNA II: American Society of Microbiology; 2002.

19. Miller DW, Miller LK. A virus mutant with an insertion of a copia-like transposable element. Nature.
1982; 299(5883):562–4. doi: 10.1038/299562a0WOS:A1982PK07100042. PMID: 6289125

20. Jehle JA, Nickel A, Vlak JM, Backhaus H. Horizontal escape of the novel Tc1-like lepidopteran transpo-
son TCp3.2 into Cydia pomonella granulovirus. J Mol Evol. 1998; 46(2):215–24. doi: 10.1007/
pl00006296WOS:000071893100010. PMID: 9452523

21. Piskurek O, Okada N. Poxviruses as possible vectors for horizontal transfer of retroposons from reptiles
to mammals. Proc Natl Acad Sci USA. 2007; 104(29):12046–51. doi: 10.1073/pnas.0700531104
WOS:000248199200034. PMID: 17623783

22. Routh A, Domitrovic T, Johnson JE. Host RNAs, including transposons, are encapsidated by a eukary-
otic single-stranded RNA virus. Proc Natl Acad Sci USA. 2012; 109(6):1907–12. doi: 10.1073/pnas.
1116168109WOS:000299925000029. PMID: 22308402

23. Gilbert C, Chateigner A, Ernenwein L, Barbe V, Bézier A, Herniou EA, et al. Population genomics sup-
ports baculoviruses as vectors of horizontal transfer of insect transposons. Nat Commun. 2014; 5:1–9.
doi: 10.1038/ncomms4348

24. Sun C, Feschotte C, Wu Z, Mueller RL. DNA transposons have colonized the genome of the giant virus
Pandoravirus salinus. BMC Biol. 2015; 13. doi: 10.1186/s12915-015-0145-1WOS:000357566200001.

25. Herniou EA, Arif BM, Becnel BM, Blissard GW, Bonning BC, Harrison RD, et al., editors. Virus Taxon-
omy: Ninth Report of the International Committee on Taxonomy of Viruses2012. Amsterdam, The
Netherlands: Elsevier Academic Press; 2012.

26. Slack J, Arif BM. The baculoviruses occlusion-derived virus: Virion structure and function. Adv Virus
Res. 2007; 69:99–165. WOS:000244034500003. PMID: 17222693

27. Chateigner A, Bezier A, Labrousse C, Jiolle D, Barbe V, Herniou EA. Ultra Deep Sequencing of a Bacu-
lovirus Population RevealsWidespread Genomic Variations. Viruses-Basel. 2015; 7(7):3625–46. doi:
10.3390/v7072788WOS:000360353200016.

28. Bull JC, Godfray HCJ, O'Reilly DR. Persistence of an occlusion-negative recombinant nucleopolyhe-
drovirus in Trichoplusia ni indicates high multiplicity of cellular infection. Appl Environ Microbiol. 2001;
67(11):5204–9. doi: 10.1128/aem.67.11.5204-5209.2001WOS:000171914100035. PMID: 11679346

29. Goulson D. Can host susceptibility to baculovirus infection be predicted from host taxonomy or life his-
tory? Environ Entomol. 2003; 32(1):61–70. doi: 10.1603/0046-225x-32.1.61WOS:000181429900008.

30. Ehler LE, Miller JC. The baculoviruses occlusion-derived virus: Virion structure and function. Entomo-
phaga. 1978; 23(3):207–12.

31. Feschotte C, Pritham EJ. DNA transposons and the evolution of eukaryotic genomes. Annu Rev
Genet. 2007; 41:331–68. doi: 10.1146/annurev.genet.40.110405.090448WOS:000252359500015.
PMID: 18076328

32. Mikhailov VS, Okano K, Rohrmann GF. Structural and functional analysis of the baculovirus single-
stranded DNA-binding protein LEF-3. Virology. 2006; 346(2):469–78. doi: 10.1016/j.virol.2005.11.027
WOS:000236191800022. PMID: 16375940

Continuous Host-to-Virus Gene Flow

PLOSGenetics | DOI:10.1371/journal.pgen.1005838 February 1, 2016 19 / 21

http://dx.doi.org/10.1016/s1369-5274(00)00107-7
http://www.ncbi.nlm.nih.gov/pubmed/10972497
http://dx.doi.org/10.1038/nrg2386
http://www.ncbi.nlm.nih.gov/pubmed/18591983
http://dx.doi.org/10.1038/nrg3962
http://www.ncbi.nlm.nih.gov/pubmed/26184597
http://dx.doi.org/10.1016/j.gde.2009.10.001
http://www.ncbi.nlm.nih.gov/pubmed/19897356
http://dx.doi.org/10.1146/annurev-genet-110711-155529
http://www.ncbi.nlm.nih.gov/pubmed/22934638
http://dx.doi.org/10.1098/rspb.2013.2450
http://dx.doi.org/10.1016/j.tree.2010.06.001
http://dx.doi.org/10.1016/j.tree.2010.06.001
http://www.ncbi.nlm.nih.gov/pubmed/20591532
http://www.ncbi.nlm.nih.gov/pubmed/14632259
http://dx.doi.org/10.1038/299562a0
http://www.ncbi.nlm.nih.gov/pubmed/6289125
http://dx.doi.org/10.1007/pl00006296
http://dx.doi.org/10.1007/pl00006296
http://www.ncbi.nlm.nih.gov/pubmed/9452523
http://dx.doi.org/10.1073/pnas.0700531104
http://www.ncbi.nlm.nih.gov/pubmed/17623783
http://dx.doi.org/10.1073/pnas.1116168109
http://dx.doi.org/10.1073/pnas.1116168109
http://www.ncbi.nlm.nih.gov/pubmed/22308402
http://dx.doi.org/10.1038/ncomms4348
http://dx.doi.org/10.1186/s12915-015-0145-1
http://www.ncbi.nlm.nih.gov/pubmed/17222693
http://dx.doi.org/10.3390/v7072788
http://dx.doi.org/10.1128/aem.67.11.5204-5209.2001
http://www.ncbi.nlm.nih.gov/pubmed/11679346
http://dx.doi.org/10.1603/0046-225x-32.1.61
http://dx.doi.org/10.1146/annurev.genet.40.110405.090448
http://www.ncbi.nlm.nih.gov/pubmed/18076328
http://dx.doi.org/10.1016/j.virol.2005.11.027
http://www.ncbi.nlm.nih.gov/pubmed/16375940


33. Vanarsdall AL, Mikhailov VS, Rohrmann GF. Baculovirus DNA replication and processing. Curr Drug
Targets. 2007; 8(10):1096–102. doi: 10.2174/138945007782151397WOS:000251207700007. PMID:
17979669

34. Weitzman MD, Weitzman JB. What's the Damage? The Impact of Pathogens on Pathways that Main-
tain Host Genome Integrity. Cell Host & Microbe. 2014; 15(3):283–94. doi: 10.1016/j.chom.2014.02.
010WOS:000333098600007.

35. Mitchell JK, Byers NM, Friesen PD. Baculovirus F-Box Protein LEF-7 Modifies the Host DNA Damage
Response To Enhance Virus Multiplication. J Virol. 2013; 87(23):12592–9. doi: 10.1128/jvi.02501-13
WOS:000327183800009. PMID: 24027328

36. Bushman FD. Targeting survival: Integration site selection by retroviruses and LTR-retrotransposons.
Cell. 2003; 115(2):135–8. doi: 10.1016/s0092-8674(03)00760-8WOS:000186039200005. PMID:
14567911

37. Gangadharan S, Mularoni L, Fain-Thornton J, Wheelan SJ, Craig NL. DNA transposon Hermes inserts
into DNA in nucleosome-free regions in vivo. Proc Natl Acad Sci USA. 2010; 107(51):21966–72. doi:
10.1073/pnas.1016382107WOS:000285521800010. PMID: 21131571

38. Baller JA, Gao J, Stamenova R, Curcio MJ, Voytas DF. A nucleosomal surface defines an integration
hotspot for the Saccharomyces cerevisiae Ty1 retrotransposon. Genome Res. 2012; 22(4):704–13.
doi: 10.1101/gr.129585.111WOS:000302203800011. PMID: 22219511

39. Volkman LE. Baculoviruses and nucleosome management. Virology. 2015; 476:257–63. doi: 10.1016/
j.virol.2014.12.022WOS:000349883000030. PMID: 25569454

40. Pace JK II, Gilbert C, Clark MS, Feschotte C. Repeated horizontal transfer of a DNA transposon in
mammals and other tetrapods. Proc Natl Acad Sci USA. 2008; 105(44):17023–8. doi: 10.1073/pnas.
0806548105WOS:000260913800042. PMID: 18936483

41. Thomas J, Schaack S, Pritham EJ. Pervasive Horizontal Transfer of Rolling-Circle Transposons
among Animals. Genome Biology and Evolution. 2010; 2:656–64. doi: 10.1093/gbe/evq050
WOS:000291467300009. PMID: 20693155

42. Wallau GL, Ortiz MF, Silva Loreto EL. Horizontal Transposon Transfer in Eukarya: Detection, Bias, and
Perspectives. Genome Biology and Evolution. 2012; 4(8):801–11. doi: 10.1093/gbe/evs055
WOS:000313211700001.

43. Cory JS. In: Hokkanen H, Hajek A, editors. Environmental impacts of microbial insecticides. Amster-
dam: Springer; 2003. p. 73–91.

44. Wiegmann BM, Trautwein MD, Winkler IS, Barr NB, Kim J-W, Lambkin C, et al. Episodic radiations in
the fly tree of life. Proc Natl Acad Sci USA. 2011; 108(14):5690–5. doi: 10.1073/pnas.1012675108
WOS:000289265300041. PMID: 21402926

45. Wahlberg N, Wheat CW, Pena C. Timing and Patterns in the Taxonomic Diversification of Lepidoptera
(Butterflies and Moths). Plos One. 2013; 8(11). doi: 10.1371/journal.pone.0080875
WOS:000327543500059.

46. Misof B, Liu S, Meusemann K, Peters RS, Donath A, Mayer C, et al. Phylogenomics resolves the timing
and pattern of insect evolution. Science. 2014; 346(6210):763–7. doi: 10.1126/science.1257570
WOS:000344690100045. PMID: 25378627

47. Penadés JR, Chen J, Quiles-Puchalt N, Carpena N, Novick RP. Bacteriophage-mediated spread of
bacterial virulence genes. Curr Opin Microbiol. 2015; 23:171–8. doi: 10.1016/j.mib.2014.11.019 PMID:
25528295

48. Szewczyk B, Hoyos-Carvajal L, Paluszek M, Skrzecz W, de Souza ML. Baculoviruses—re-emerging
biopesticides. Biotechnol Adv. 2006; 24(2):143–60. WOS:000235578200003. PMID: 16257169

49. Airenne KJ, Hu Y-C, Kost TA, Smith RH, Kotin RM, Ono C, et al. Baculovirus: an Insect-derived Vector
for Diverse Gene Transfer Applications. Mol Ther. 2013; 21(4):739–49. doi: 10.1038/mt.2012.286
WOS:000317110300005. PMID: 23439502

50. R Core Team. R: A Language and Environment for Statistical Computing. Vienna, Austria: R Founda-
tion for Statistical Computing; 2014.

51. Pascual L, Jakubowska AK, Blanca JM, Canizares J, Ferre J, Gloeckner G, et al. The transcriptome of
Spodoptera exigua larvae exposed to different types of microbes. Insect BiochemMol Biol. 2012;
42(8):557–70. doi: 10.1016/j.ibmb.2012.04.003WOS:000306207500004. PMID: 22564783

52. Chen Y-R, Zhong S, Fei Z, Gao S, Zhang S, Li Z, et al. Transcriptome responses of the host Trichoplu-
sia ni to infection by the baculovirus Autographa californica Multiple Nucleopolyhedrovirus. J Virol.
2014; 88(23):13781–97. doi: 10.1128/jvi.02243-14WOS:000344812800023. PMID: 25231311

53. Langmead B, Salzberg SL. Fast gapped-read alignment with Bowtie 2. Nat Methods. 2012; 9(4):
357–U54. doi: 10.1038/nmeth.1923WOS:000302218500017. PMID: 22388286

Continuous Host-to-Virus Gene Flow

PLOSGenetics | DOI:10.1371/journal.pgen.1005838 February 1, 2016 20 / 21

http://dx.doi.org/10.2174/138945007782151397
http://www.ncbi.nlm.nih.gov/pubmed/17979669
http://dx.doi.org/10.1016/j.chom.2014.02.010
http://dx.doi.org/10.1016/j.chom.2014.02.010
http://dx.doi.org/10.1128/jvi.02501-13
http://www.ncbi.nlm.nih.gov/pubmed/24027328
http://dx.doi.org/10.1016/s0092-8674(03)00760-8
http://www.ncbi.nlm.nih.gov/pubmed/14567911
http://dx.doi.org/10.1073/pnas.1016382107
http://www.ncbi.nlm.nih.gov/pubmed/21131571
http://dx.doi.org/10.1101/gr.129585.111
http://www.ncbi.nlm.nih.gov/pubmed/22219511
http://dx.doi.org/10.1016/j.virol.2014.12.022
http://dx.doi.org/10.1016/j.virol.2014.12.022
http://www.ncbi.nlm.nih.gov/pubmed/25569454
http://dx.doi.org/10.1073/pnas.0806548105
http://dx.doi.org/10.1073/pnas.0806548105
http://www.ncbi.nlm.nih.gov/pubmed/18936483
http://dx.doi.org/10.1093/gbe/evq050
http://www.ncbi.nlm.nih.gov/pubmed/20693155
http://dx.doi.org/10.1093/gbe/evs055
http://dx.doi.org/10.1073/pnas.1012675108
http://www.ncbi.nlm.nih.gov/pubmed/21402926
http://dx.doi.org/10.1371/journal.pone.0080875
http://dx.doi.org/10.1126/science.1257570
http://www.ncbi.nlm.nih.gov/pubmed/25378627
http://dx.doi.org/10.1016/j.mib.2014.11.019
http://www.ncbi.nlm.nih.gov/pubmed/25528295
http://www.ncbi.nlm.nih.gov/pubmed/16257169
http://dx.doi.org/10.1038/mt.2012.286
http://www.ncbi.nlm.nih.gov/pubmed/23439502
http://dx.doi.org/10.1016/j.ibmb.2012.04.003
http://www.ncbi.nlm.nih.gov/pubmed/22564783
http://dx.doi.org/10.1128/jvi.02243-14
http://www.ncbi.nlm.nih.gov/pubmed/25231311
http://dx.doi.org/10.1038/nmeth.1923
http://www.ncbi.nlm.nih.gov/pubmed/22388286


54. Bolger AM, Lohse M, Usadel B. Trimmomatic: a flexible trimmer for Illumina sequence data. Bioinfor-
matics. 2014; 30(15):2114–20. doi: 10.1093/bioinformatics/btu170WOS:000340049100004. PMID:
24695404

55. Luo R, Liu B, Xie Y, Li Z, HuangW, Yuan J, et al. SOAPdenovo2: an empirically improved memory-
efficient short-read de novo assembler. Gigascience. 2012; 1. doi: 10.1186/2047-217x-1-18
WOS:000321040100001.

56. Kearse M, Moir R, Wilson A, Stones-Havas S, Cheung M, Sturrock S, et al. Geneious Basic: An inte-
grated and extendable desktop software platform for the organization and analysis of sequence data.
Bioinformatics. 2012; 28(12):1647–9. doi: 10.1093/bioinformatics/bts199WOS:000305419800052.
PMID: 22543367

57. Altschul SF, GishW, Miller W, Myers EW, Lipman DJ. Basic Local Alignment Search Tool. J Mol Biol.
1990; 215(3):403–10. doi: 10.1006/jmbi.1990.9999WOS:A1990ED16700008. PMID: 2231712

58. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The Sequence Alignment/Map for-
mat and SAMtools. Bioinformatics. 2009; 25(16):2078–9. doi: 10.1093/bioinformatics/btp352
WOS:000268808600014. PMID: 19505943

59. Hall T. BioEdit: a user-friendly biological sequence alignment editor and analysis program for Windows
95/98/NT. Nucl Acids Symp. 1999. Epub 7.0.5.2.

60. Schneider TD, Stephens RM. Sequence logos—a new way to display consensus sequences. Nucleic
Acids Res. 1990; 18(20):6097–100. doi: 10.1093/nar/18.20.6097WOS:A1990EF12100024. PMID:
2172928

61. Crooks GE, Hon G, Chandonia JM, Brenner SE. WebLogo: A sequence logo generator. Genome Res.
2004; 14(6):1188–90. doi: 10.1101/gr.849004WOS:000221852400021. PMID: 15173120

62. Wagih O. RWebLogo: plotting custom sequence logos. The Comprehensive R Archive Network. 2014.
Epub 1.0.3.

63. Bartòn K. Model selection and model averaging based on information criteria (AICc and alike). The
Comprehensive R Archive Network. 1.9.13 ed2013.

64. Tamura K, Stecher G, Peterson D, Filipski A, Kumar S. MEGA6: Molecular Evolutionary Genetics Anal-
ysis Version 6.0. Mol Biol Evol. 2013; 30(12):2725–9. doi: 10.1093/molbev/mst197
WOS:000327793000019. PMID: 24132122

Continuous Host-to-Virus Gene Flow

PLOSGenetics | DOI:10.1371/journal.pgen.1005838 February 1, 2016 21 / 21

http://dx.doi.org/10.1093/bioinformatics/btu170
http://www.ncbi.nlm.nih.gov/pubmed/24695404
http://dx.doi.org/10.1186/2047-217x-1-18
http://dx.doi.org/10.1093/bioinformatics/bts199
http://www.ncbi.nlm.nih.gov/pubmed/22543367
http://dx.doi.org/10.1006/jmbi.1990.9999
http://www.ncbi.nlm.nih.gov/pubmed/2231712
http://dx.doi.org/10.1093/bioinformatics/btp352
http://www.ncbi.nlm.nih.gov/pubmed/19505943
http://dx.doi.org/10.1093/nar/18.20.6097
http://www.ncbi.nlm.nih.gov/pubmed/2172928
http://dx.doi.org/10.1101/gr.849004
http://www.ncbi.nlm.nih.gov/pubmed/15173120
http://dx.doi.org/10.1093/molbev/mst197
http://www.ncbi.nlm.nih.gov/pubmed/24132122

