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ABSTRACT Ascoviruses are large, enveloped DNA viruses that induce remarkable
changes in cellular architecture during which the cell is partitioned into numerous
vesicles for viral replication. Previous studies have shown that these vesicles arise
from a process resembling apoptosis yet which differs after nuclear lysis in that mi-
tochondria are not degraded but are modified by the virus, changing in size, shape,
and motility. Moreover, infection does not provoke an obvious innate immune re-
sponse. Thus, we used in vivo RNA sequencing to determine whether infection by
the Spodoptera frugiperda ascovirus 1a (SfAV-1a) modified expression of host mito-
chondrial, cytoskeletal, and innate immunity genes. We show that transcripts from
many mitochondrial genes were similar to those from uninfected controls, whereas
others increased slightly during vesicle formation, including those for ATP6, ATP8
synthase, and NADH dehydrogenase subunits, supporting electron microscopy (EM)
data that these organelles were conserved for virus replication. Transcripts from 58
of 106 cytoskeletal genes studied increased or decreased more than 2-fold postin-
fection. More than half coded for mitochondrial motor proteins. Similar increases oc-
curred for innate immunity transcripts and their negative regulators, including those
for Toll, melanization, and phagocytosis pathways. However, those for many antimi-
crobial peptides, such as moricin, increased more than 20-fold. In addition, tran-
scripts for gloverin-3, spod_x_tox, Hdd23, and lebocin, also antimicrobial, increased
more than 20-fold. Interestingly, a phenoloxidase inhibitor transcript increased 12-
fold, apparently to interfere with melanization. SfAV-1a destroys most fat body cells
by 7 days postinfection, so innate immunity gene transcripts apparently occur in re-
maining cells in this tissue and possibly other major tissues, namely, epidermis and
tracheal matrix.

IMPORTANCE Ascoviruses are large DNA viruses that infect insects, inducing a cellular
pathology that resembles apoptosis but which differs by causing enormous cellular hy-
pertrophy followed by cleavage of the cell into numerous viral vesicles for replication.
Previous EM studies suggest that mitochondria are important for vesicle formation. Tran-
scriptome analyses of Spodoptera frugiperda larvae infected with SfAV-1a showed that
mitochondrial transcripts were similar to those from uninfected controls or increased
slightly during vesicle formation, especially for ATP6, ATP8 synthase, and NADH de-
hydrogenase subunits. This pattern resembles that for chronic disease-inducing
viruses, which conserve mitochondria, differing markedly from viruses causing
short-term viral diseases, which degrade mitochondrial DNA. Though mitochondrial
transcript increases were low, our results demonstrate that SfAV-1a alters host mito-
chondrial expression more than any other virus. Regarding innate immunity, al-

Citation Zaghloul HAH, Hice R, Bideshi DK,
Arensburger P, Federici BA. 2020. Mitochondrial
and innate immunity transcriptomes from
Spodoptera frugiperda larvae infected with
the Spodoptera frugiperda ascovirus. J Virol
94:e01985-19. https://doi.org/10.1128/JVI
.01985-19.

Editor Jae U. Jung, University of Southern
California

Copyright © 2020 American Society for
Microbiology. All Rights Reserved.

Address correspondence to Brian A. Federici,
brian.federici@ucr.edu.

Received 26 November 2019
Accepted 6 February 2020

Accepted manuscript posted online 19
February 2020
Published

CELLULAR RESPONSE TO INFECTION

crossm

May 2020 Volume 94 Issue 9 e01985-19 jvi.asm.org 1Journal of Virology

16 April 2020

https://orcid.org/0000-0002-0210-4490
https://doi.org/10.1128/JVI.01985-19
https://doi.org/10.1128/JVI.01985-19
https://doi.org/10.1128/ASMCopyrightv2
mailto:brian.federici@ucr.edu
https://crossmark.crossref.org/dialog/?doi=10.1128/JVI.01985-19&domain=pdf&date_stamp=2020-2-19
https://jvi.asm.org


though SfAV-1a destroys most fat body cells, certain immunity genes were highly
upregulated (greater than 20-fold), suggesting that these transcripts may originate
from other tissues.

KEYWORDS ascovirus, mitochondrial genes, innate immunity genes, Toll,
melanization, phagocytosis, dual transcriptome, cytoskeleton, dsDNA virus, innate
immunity, membrane biogenesis, mitochondrial DNA transcription, vesicle formation

Ascoviruses are viruses of insects characterized by large enveloped virions with
double-stranded DNA (dsDNA) genomes ranging from 150 to 180 kbp, primarily

infecting larvae of the lepidopteran family Noctuidae (1). Unlike most insect viruses,
ascoviruses are unusual in that they are not easily transmitted when fed to host larvae.
Instead, various studies show that transmission by female endoparasitic wasps during
oviposition is highly effective. Females acquire virions on their ovipositor while laying
eggs in infected hosts and then mechanically transmit these to healthy larvae during
the next oviposition event. Infection results in a chronic disease that significantly
retards development, with larvae often living 4 to 6 weeks prior to death, compared to
only 2 weeks for normal growth resulting in pupation. Interestingly, although causing
a chronic disease, a few days after infection these viruses produce millions of spherical
virion-containing vesicles, referred to as viral vesicles, 2 to 15 �m in diameter, that
accumulate in the hemolymph (blood), turning it from translucent green to milky white
(1–3).

While this combination of characteristics easily differentiates ascoviruses from all
other viruses, their most unique feature is the remarkable changes in cell architecture
that result in the formation of viral vesicles. The early stages of viral vesicle morpho-
genesis resemble apoptosis, with invagination of the nuclear membrane followed by
lysis of the nucleus (1–6). In fact, the ascovirus type species, Spodoptera frugiperda
ascovirus 1a (SfAV-1a), is the only known virus that encodes a functional executioner
caspase, which is synthesized in vitro 9 h postinfection (4) and observed in vivo 24 h
postinfection (7). However, the cell does not die as in a typical apoptotic pathway;
rather, the cell undergoes significant hypertrophy (�10 times the original cell size) and
divides along cleavage planes into numerous vesicles. Simultaneously, the mitochon-
dria change in shape, divide, and migrate under viral control, accumulating along the
cleavage planes, the place where vesicle membranes are synthesized and assembled
(1, 3).

The Spodoptera frugiperda mitochondrial genome consists of 15,365 bp (GenBank
accession no. KM362176.1; described in reference 8) and has the typical gene order for
mitochondrial genomes of noctuid larvae (8, 9), consisting of genes coding for 13
proteins, 22 tRNAs, and 2 rRNAs. The accumulation of dense aggregations of
mitochondria during ascovirus infection at sites of membrane synthesis and plas-
malemma invagination, along with several lipid-metabolizing enzymes encoded by
all ascoviruses (10), provides evidence that these organelles are reorganized to
provide energy for virus replication and vesicle formation. Thus, one objective of
the present study was to investigate this possibility by examining host mitochon-
drial genome expression along with that of cytoskeletal genes possibly involved in
moving mitochondria to sites of membrane synthesis in fat body tissue infected
with SfAV-1a.

In addition, very little is known about host responses at the molecular level to the
chronic disease caused by ascoviruses, especially given the circulation of viral vesicles,
apparently with viral surface proteins, in the hemolymph for weeks. SfAV-1a primarily
infects the fat body, and within a week of infection, this tissue is almost completely
destroyed (2). This raises the question of whether the host’s innate immunity pathways,
such as Toll, Imd, melanization, and phagocytosis, respond to ascovirus infection. Thus,
our second objective was to use in vivo larval RNA sequencing (RNA-Seq) to determine
whether these innate immune pathways responded in Spodoptera frugiperda third
instars infected with SfAV-1a. Previous evidence for any innate host response to
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ascovirus infection is limited to conservation of an RNase III endonuclease in all
ascovirus species associated with virus evasion of the host RNA interference (RNAi)
machinery (11) and a recent transcriptome study of Heliothis virescens ascovirus (HvAV)
3h during infection in Spodoptera exigua larvae (12). The latter study showed activation
of certain innate immune gene pathways, such as Toll-like receptor signaling and
JAK/STAT.

Here, we show that during the first week of SfAV-1a infection, genes of the S.
frugiperda mitochondrial genome were expressed at levels comparable to those in the
healthy larvae or slightly higher during vesicle formation, especially genes for ATP
synthase and NADH dehydrogenase subunits. Only 58 of 106 genes studied changed by
2-fold or more postinfection compared to the controls. Of these, 32 were identified as
coding for kinesin-, dynein-, and myosin-related proteins. Regarding host innate im-
munity, SfAV-1a triggered upregulation of important antimicrobial genes as the infec-
tion advanced and of several key humoral and cellular genes of the Toll, melanization,
and phagocytosis pathways. However, we also detected simultaneous increases of
certain negative regulators of these pathways, suggesting that this might moderate the
host immune response, prolonging the larval life span and thereby extending ascovirus
transmission.

RESULTS
Host mitochondrial genome transcriptome pattern. Ascoviruses have significant

and unusual effects on mitochondrial shape, size, and distribution within infected cells
regardless of the tissue, especially where mitochondria aggregate along cellular cleav-
age planes as viral vesicle-delimiting membranes form (3). These observations imply
that mitochondria are conserved rather than destroyed after the infection and likely
provide energy for this de novo membrane synthesis. Our transcriptome data support
these observations. For example, both ATP synthase subunits (ATP6 and ATP8, i.e.,
mitochondrial complex V) were upregulated, especially during the vesicle formation
period from 6 to 48 h postinfection (hpi). The upregulation level ranged from 1.04- to
1.47-fold (Table 1). At days 4 and 7 postinfection (p.i.), transcription for both subunits
was downregulated (decreases ranged from 1.04- to 1.75-fold). In addition, the in-
creases were typically lower than 2-fold (ranging from 1.01- to 1.76-fold) for transcripts
of NADH dehydrogenase subunits 3, 4L, and 6 at all time points postinfection and
similarly for subunits 1 and 2 at all time points except for day 4 (Table 1; Fig. 1).
NADH dehydrogenase subunits 4 and 5 showed a slight upregulation early in the
infection and then, beginning at 48 hpi, decreased at all time points by 1.02 to 1.3-fold.
Therefore, the expression of ATP synthase and NADH dehydrogenase genes in infected
larvae is best described as varying between stability and upregulation during viral
vesicle formation. In contrast, mitochondrial 12S and 16S rRNA transcripts were up-
regulated late in the infection. In case of 12S rRNA, the increase was greater than 2-fold
at 48 h (2.41-fold) and by day 7 p.i. (3.1-fold) (Table 1; Fig. 1), implying active mito-
chondrial translation after vesicle formation.

With respect to cytochrome c oxidase subunits, COII and COIII transcript levels
increased, but by less than 2-fold at all times after infection compared to control
levels, except for at 24 hpi, at which time expression showed a slight decrease
(Table 1; Fig. 1). Alternatively, COI transcription decreased by 1.03- to 1.14-fold at
almost all time points postinfection. Moreover, S. frugiperda mitochondrial cyto-
chrome b (complex III) transcripts decreased by 1.03- to 1.43-fold. Most tRNA
expression patterns fluctuated at the time points tested (Fig. 1). Thus, although
expression of mitochondrial genes was upregulated during vesicle formation, the
change was not statistically significant.

Cytoskeleton gene transcription pattern. Of the 106 cytoskeleton genes studied,
i.e., those coding for actin, actin-related proteins, tubulin, dynein, kinesin, lamin, filamin,
myosin, and profilin, 58 changed postinfection by 2-fold or more (Fig. 2). Overall, most
of these genes were downregulated from 6 to 24 hpi. However, beginning at 48 hpi
through to the day 7 p.i. expression of many of these genes increased. Specifically, the
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expression of 48, 33, and 46 cytoskeleton genes increased at days 2, 4, and 7 p.i.,
respectively (Table 2; Fig. 2). Thirty-two of the 58 genes coded for proteins related to
kinesin, dynein, and myosin. Kinesin and dynein are known as the main motors of the
mitochondria, and myosin is associated with mitochondrial movement over short
distances.

Innate immunity gene transcription patterns. We quantified expression of the
primary innate immunity genes identified in the S. frugiperda transcriptome and
genome and characterized the results as local, humoral, or cellular, based on the
structural characterization of the Drosophila immune system (13). As discussed below,
major innate immunity genes were either upregulated or downregulated during asco-
virus infection (Table 3; Fig. 3).

(i) Local immunity: AMPs. The local immune response is the first line of defense
against foreign materials and is typically provoked by microbial pathogens. Activation
of this response leads to the production of many antimicrobial peptides (AMPs),
limiting the spread of pathogens from wounds or those that enter via the midgut.
During SfAV-1a infection, we found upregulation by 2-fold or more by 6 and/or 12 hpi
of genes for attacin A2 and B1, cecropins (A, B1, B2, and B3), gloverin-3, lebocin (1 and
2), Lys (2), moricin (1 and 7), and spod_x_tox (Fig. 3; Table 3). In addition, cecropin C
(GSSPFG00030457001.5-RA) increased from 0 transcripts per million (TPM) at 0 h to
more than 1 TPM at 6 h and was even higher by the days 4 and 7 p.i. (by 1.23, 5.83, and
11.08 TPM, respectively). Some of these, namely, gloverin-3, spod_x_tox, lebocin-1, and
lebocin-2, achieved higher levels at later stages, increasing on day 7 p.i. by 42-fold,
25-fold, 21-fold, and 20 –fold, respectively. Only moricin-1 and moricin-7 maintained an
expression level higher than 2-fold, and sometimes markedly higher, at all times
postinfection (ranging from about 6- to 59-fold and 5- to 55-fold, respectively), indi-
cating their importance to S. frugiperda immunity and survival. Interestingly, lebocin
(GSSPFG00005939001.3-RA) showed a sudden high upregulation (85-fold) at 48 hpi.
Alternatively, certain other AMPs were downregulated by more than 2-fold at specific
time points, including attacin (A2), cecropin (B2 and B3), defensin, Lys3, and LLP2. Only

TABLE 1 Changes in Spodoptera frugiperda third-instar larval mitochondrial gene
expression levels at different time points after infection with Spodoptera frugiperda
ascovirus 1a

aThe Spodoptera frugiperda mitochondrial genome used in this study is available under accession no.
KM362176.1 (8). tRNAs are not listed in this table. ND1 to -6 refer to NADH dehydrogenase subunits, and
COI to -III refer to cytochrome c oxidase subunits.

bBlue and red type refer to upregulated and downregulated genes, respectively.
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lysozyme LLP1 was downregulated (about 2- to 5-fold) by more than 2-fold at all the
time points postinfection.

(ii) Humoral immunity: immune signaling pathways. (a) Toll pathway. Most of
the S. frugiperda Toll pathway genes were upregulated in infected larvae by 2-fold or
more, especially by 48 hpi or day 4 p.i., specifically, genes for Pelle, Pellino, Spätzle, HP8
(Spätzle-processing enzyme), and HP6 (serine protease persephone-like) and two Cac-
tus genes (Table 3; Fig. 4). Cactus is a negative regulator of the Toll pathway (14).
Interestingly, both Cactus genes were upregulated from day 2 and remained upregu-
lated by 2-fold or more until day 7 p.i. (Fig. 4). For Cactus genes, the increases ranged
from 2.9- to 3.9-fold. Tollip increased beginning at day 2 but by less than 2-fold. Finally,

FIG 1 Heat map representation of mitochondrial genome expression in Spodoptera frugiperda third-instar larvae infected with Spodoptera frugiperda ascovirus
1a. Mitochondrial gene expression is for the 0-h uninfected control compared with time points from 6 h to 7 days postinfection. The heat map colors represent
the z-scale of the transcripts per million (TPM) value of replicate expression level averages at each time point. The Spodoptera frugiperda mitochondrial genome
used for mapping RNA-Seq reads is available under accession no. KM362176.1 (8). ND1 to -6 refer to NADH dehydrogenase subunits, and COI to -III refer to
cytochrome c oxidase subunits.
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only an ECSIT gene was downregulated, and at almost all time points postinfection,
ranging from 1.03- to 2.05-fold (Table 3).

(b) Imd and JNK pathways. Although we noticed alterations in expression of most
immune deficiency (Imd) genes, the level of up- or downregulation was less than 2-fold. Of
the 17 S. frugiperda Imd pathway genes and negative regulators analyzed, only an NF-�B-
like factor Relish gene and four Imd negative regulators showed a change of 2-fold or
slightly more at any time after infection. The negative regulators were POSH, Slimb, DNR1,

FIG 2 Heat map representation of cytoskeleton gene expression in Spodoptera frugiperda third-instar larvae infected with Spodoptera frugiperda ascovirus 1a.
Expression patterns are for genes changing by 2-fold or more at any time point postinfection. The heat map color scale represents the z-scale of the transcripts
per million (TPM) value of replicate expression level averages at each time point. The S. frugiperda gene identifications can be accessed through the SfruDB
Information system (http://bipaa.genouest.org/is/lepidodb/spodoptera_frugiperda/) (67).
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TABLE 2 Changes in Spodoptera frugiperda third-instar larval cytoskeleton gene levels at different time points after infection with
Spodoptera frugiperda ascovirus 1aa

(Continued on following page)
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and Sick (Table 3). Only one Jun N-terminal kinase (JNK) pathway gene, that for transcrip-
tion factor Kayak, changed by 2-fold or more. Kayak (GSSPFG00007437001.3-RA) was
upregulated over 2-fold late in the infection (Fig. 3).

(c) JAK/STAT pathway. The SOCS (a negative Janus kinase/signal transducer and
activator of transcription [JAK/STAT] regulator) was upregulated at all times postinfec-
tion. STAT, hopscotch, and Domless were downregulated early during infection; how-
ever, they showed upregulation by 2.14-fold, 3.15-fold, and 2.28-fold at day 7 p.i.,
respectively, demonstrating activation of some JAK/STAT genes (Table 3; Fig. 3).

TABLE 2 (Continued)

aOnly genes whose expression changed by 2-fold or more (at any time point postinfection) are included.
bGene IDs used in this study can be accessed through the SfruDB Information system (http://bipaa.genouest.org/is/lepidodb/spodoptera_frugiperda/) (67).
cBlue and red type refer to upregulated and downregulated genes, respectively.
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TABLE 3 Changes in Spodoptera frugiperda third-instar larval innate immunity gene levels at different time points after infection with
Spodoptera frugiperda ascovirus 1aa

(Continued on following page)
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(d) Melanization. Both prophenoloxidase subunit 1 (PPO1) and prophenoloxidase
subunit 2 (PPO2) genes were downregulated markedly by day 4 p.i. (Table 3). Alterna-
tively, a phenoloxidase (PO) inhibitor (POI) was upregulated, by about 6-fold at day 4
p.i. and by about 12-fold at day 7 p.i. (Fig. 4).

(iii) Cellular immunity. The RNA-Seq results (Table 3; Fig. 5) and the occurrence,
though rare, of viral vesicles in the cytoplasm (Fig. 5B) of hemocytes provide support
for the activation of the cellular immunity. SfAV overwhelmingly replicates in fat body
tissue, and viral vesicles never appear in infected cells until hours after nuclear lysis.
Thus, the presence of a viral vesicle packed with virions provides evidence that at least
some hemocytes recognize these as foreign material. The marked reduction in proph-
enoloxidase transcripts and some AMPs, probably due to the loss of healthy fat body
tissue, may also result in greater cellular immunity. However, the only cellular immunity
we observed was increases in the phagocytosis pathway.

Phagocytosis. Many pattern recognition receptors (PRRs) associated with phago-
cytosis were upregulated by SfAV-1a infection. The Nimrod and two Scavenger recep-

TABLE 3 (Continued)

aOnly genes whose expression changed by 2-fold or more (at any time point postinfection) are included.
bThe Spodoptera frugiperda innate immunity genes used in this study are listed in references 67 and 68. Gene identifications can be accessed through the SfruDB
Information system (http://bipaa.genouest.org/is/lepidodb/spodoptera_frugiperda/).

cBlue and red type refer to upregulated and downregulated genes, respectively.
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FIG 3 Heat map representation of changes in innate immunity gene transcripts per million (TPM) in Spodoptera frugiperda third-instar larvae infected with
Spodoptera frugiperda ascovirus 1a. Expression patterns are for genes changing by 2-fold or more at any time point postinfection. The heat map color scale
represents the z-scale of the TPM value of replicate expression level averages at each time point. The S. frugiperda innate immunity gene identifications can
be accessed through the SfruDB Information system (http://bipaa.genouest.org/is/lepidodb/spodoptera_frugiperda/) (67).
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tors (SR-B3) were upregulated at all time points postinfection. A DSCAM, two Eater
genes, and Scavenger receptors (SR-B4 and SR-C1) were also upregulated, but late in
infection (Table 3; Fig. 5). In addition, six peptidoglycan recognition proteins (PGRPs)
were upregulated late during infection (Table 3).

Other genes associated with immunity. The innate immunity gene Hdd23-
like GSSPFG00027451001.3-RA and two homologs (GSSPFG00035416001.3-RA and
GSSPFG00035032001.3-RA) were upregulated, beginning at about 24 or 48 hpi. At day 7 p.i.,
expression of these increased by 21-, 3.95-, and 3.45-fold, respectively (Table 3; Fig. 6).

DISCUSSION

Studies of ascovirus cytopathology, especially ultrastructural investigations of the
remarkable change in cell architecture that results in the formation of viral vesicles,
suggest a very complex interaction between these viruses and their lepidopteran hosts.

FIG 4 Upregulated and downregulated innate immunity genes of third-instar Spodoptera frugiperda infected with
Spodoptera frugiperda ascovirus 1a. Toll pathway (A)- and phenoloxidase system (PO) and melanization cascade (B)-
associated gene transcripts per million (TPM) levels at 7 days postinfection are shown. Expression level changes were
calculated by comparing levels at day 7 postinfection with the 0-h control (uninfected) expression level. Cactus and
phenoloxidase inhibitor (POI) are negative regulators of the Toll pathway and PO system, respectively. Cactus (1) refers to
GSSPFG00035666001.2-RA and Cactus (2) refers to GSSPFG00001145001.2-RA (gene identifications for the Spodoptera
frugiperda genome [67]).
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For example, changes in the shape of mitochondria and their movement to sites where
the delimiting membrane of viral vesicles form suggest that these organelles are
required for synthesis of these membranes (1, 15). Moreover, previous studies suggest
that ascoviruses alter protein levels involved in innate immunity (2, 7, 12), for example,
the Toll-like receptor and JAK/STAT pathway proteins (12). Moreover, the persistence of
viral vesicles for 4 to 6 weeks or more while circulating in the hemolymph also suggests
that the levels of some innate immunity proteins decrease. In the present study,
therefore, we extended our previous in vivo investigations of the SfAV-1a transcriptome
in infected S. frugiperda third instars (7) by focusing on host mitochondrial, cytoskeletal,
and innate immunity gene expression patterns. As discussed below, we found that the
expression of most mitochondrial genes in infected larvae was similar to that in
controls, though several were upregulated during vesicle formation. In addition, we
found upregulation of some host and viral mitochondrial motor genes and key host
innate immune pathway genes.

The mitochondrial transcriptome of S. frugiperda third-instar larvae was stable
prior to infection with SfAV-1a, but then postinfection typically increased less than

FIG 5 Upregulation of Spodoptera frugiperda third-instar larvae transmembrane receptor genes after infection with
Spodoptera frugiperda ascovirus 1a. These transmembrane receptor proteins are known to be associated with
phagocytosis. (A) Transmembrane receptor gene transcripts per million (TPM) fold changes at day 4 (black bars)
and day 7 (white bars) postinfection. Eater-partial (1) refers to GSSPFG00035226001.3-RA, and Eater-partial (2) refers
to GSSPFG00005872001.3-RA (gene identifications for the S. frugiperda genome [67]). SR-B3 (1) refers to
GSSPFG00016871001.3-RA, and SR-B3 (2) refers to GSSPFG00035217001.3-RA (gene identifications for the same
genome). (B) Hemocyte with an ascovirus viral vesicle containing virions (arrow). Note that the nucleus (N) is intact,
indicating an engulfed vesicle. Bar, 1.5 �m.
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2-fold. Interestingly, transcript upregulation temporally correlated with the stage of
vesicle formation, showing that mitochondria were conserved rather being de-
stroyed after nuclear lysis, as occurs in apoptosis. Thus, our data support previous
ultrastructural studies indicating that mitochondria participated in viral vesicle
membrane formation (1, 3). In general, there are very few studies that examine
mitochondrial genome expression in insects infected with viruses, or even in other
eukaryotic species, with the exception of vertebrate animals or cell lines infected
with mammalian viruses. Thus, it is not possible to make direct comparisons. There
is, however, some evidence in at least one case that mitochondria play a role in
human cells infected with cytomegalovirus. This virus typically causes a chronic
infection, but chloramphenicol treatment significantly inhibited mitochondrial
translation and virus replication, indicating that mitochondria directly enhanced
viral replication (16). In other cases, for example, herpes simplex virus 1 (HSV-1),
HSV-2, and Epstein-Barr virus (EBV), the role of mitochondria in viral replication
appears to be minimal, if any, as mitochondrial DNA is typically degraded rapidly
(17). In addition, in vertebrate cells such as the Vero cell line infected with African
swine fever virus or chicken embryo fibroblasts infected with Frog virus 3, micro-
tubules participate in moving mitochondria close to the virogenic stroma (18–20),
apparently to make virus replication more efficient. Alternatively, in HSV-1, mito-
chondrial DNA is degraded by a virus-encoded mitochondrion-targeted nuclease
(17, 21). Thus, unique among all viruses, the chronic nature of ascovirus infection
and the use of ascovirus vesicles for virus replication and virion assembly help
explain the need for maintaining mitochondrial function for many days, if not
weeks, as the infection spreads throughout the fat body tissue.

The changes in mitochondrial shape and size during ascovirus infection may be
partially explained by the RNA-Seq data as an outcome of expression level altera-
tions of complex I (NADH dehydrogenases), complex III (cytochrome b), complex IV
(cytochrome c oxidases), and complex V (ATP6 and ATP8 of ATP synthases), given
that these subunits are embedded in the inner mitochondrial membrane. However,
these changes alone most likely do not account for the radical changes in cell
architecture characteristic of ascovirus infection. Furthermore, it is unlikely that
mitochondrial genes carried in the nuclear genome are involved in these changes,
because the nucleus and nuclear DNA are degraded early during cell infection. It is
more likely, therefore, that these marked changes in the size, shape, and movement

FIG 6 Expression of the Spodoptera frugiperda Hdd23 gene from 0 h to 7 days postinfection with Spodoptera
frugiperda ascovirus 1a. The high expression level is shown in transcripts per million (TPM). Error bars represent the
standard deviation.
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of mitochondria are due to several viral genes that contain putative sequences
targeting the encoded proteins to mitochondria, identified in the previous study of
the SfAV-1a transcriptome (7).

Whereas the changes in mitochondria are significant during ascovirus infections,
based on biochemical studies it is known that several mammalian viral proteins
manipulate these organelles (reviewed in references 18 and 22). For example, viral
proteins can affect regulation of mitochondrial membrane potential (23), alter the
intracellular distribution of mitochondria (19), “hijack” mitochondrial proteins to enable
their genomes to enter the nucleus (24), and deplete mitochondrial DNA (25). It is also
possible that other complex insect viruses, such as baculoviruses and entomopoxvi-
ruses, directly manipulate the mitochondrial transcriptome, but none has been iden-
tified. In general, more transcriptome studies are needed to determine which viruses
are capable of manipulating mitochondria for virus replication and the mechanisms
underlying these virus-directed changes. Such studies could be important to human
health because it is now known that several neurological diseases of aging are due to
mutations in mitochondrial proteins encoded in either the mitochondrial or nuclear
genome (26–28).

For cytoskeletal genes, we found that the expression of only 58 of 106 genes studied
was altered more than 2-fold postinfection. More than half of those were genes that
coded for proteins related to kinesin, dynein, and myosin (Table 2). Kinesin and dynein
are known as the main motors of the mitochondria. Specifically, kinesin is associated
with antegrade and dynein with retrograde movement. For example, in Drosophila,
cytoplasmic dynein was associated with retrograde mitochondrial transport. Myosins
are associated with mitochondrial movement, however, only for short distances (29,
30). Moreover, a virus structural gene known as a dynein-like b chain (ORF084), which
is conserved in Trichoplusia ni ascovirus (TnAV) and HvAV species, was identified
recently as a late SfAV-1a gene, for which expression begins by 12 hpi and peaks at 24
hpi (4.14 log2 reads per kilobase per million [RPKM]) (7). The overall expression pattern
of the 58 genes initially involves downregulation from 6 to 24 hpi. However, beginning
at 48 hpi through to day 7 p.i., many of the genes were upregulated. Initial downregu-
lation of genes was reported recently by Yu et al. (12), who found that most of the
differentially expressed genes in S. exigua larvae infected with HvAV were downregu-
lated from 6 to 12 hpi. However, they reported that subsequently, during the formation
of viral vesicles (12 to 72 hpi), unigenes were upregulated. Analysis of the most
abundant differentially expressed genes demonstrated that host genes associated with
regulation of actin cytoskeletal genes were upregulated as follows: 4 genes at 6 h, 23
at 12 h, 27 at 72 h, and 50 by the day 7 postinfection (12). Chen et al. (31) have also
reported initial downregulation of host genes for the Autographa californica multiple
nucleopolyhedrovirus (AcMNPV) baculovirus, which attacks lepidopteran larvae. How-
ever, in their 6- to 48-hpi infection period in the Trichoplusia ni cell line, they reported
a decrease through the remainder of the infection cycle.

Previous studies of lepidopteran larvae infected with ascoviruses reported the
accumulation of high concentrations of viral vesicles in the hemolymph, which turns
this tissue milky white. These studies also showed that viral vesicles continued to be
produced and to circulate in the hemolymph for weeks, thereby favoring transmission
of the virus by parasitic wasps (1, 2). Other than the change in color, however, there
were no obvious signs of an innate immune response such as melanization of the
vesicles or phagocytosis by hemocytes as they circulate in the hemolymph. Moreover,
the long-term survival of infected larvae for transmission might favor an immune
response to prevent them from succumbing to infections by other pathogens. This
raises the question of whether the larval host is capable of recognizing the vesicles as
foreign. Based on a recent transcriptome study, in S. exigua larvae infected with
Heliothis virescens ascovirus (HvAV) 3h, genes for the Toll-like receptor signaling and
JAK/STAT pathways along with other genes involved with immunity were upregulated
upon infection (12).

The insect innate immune system is classified as being local, humoral, or cellular,
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based on the structural characterization of the Drosophila immune system (13). Inter-
estingly, the local immunity represented in antimicrobial peptides such as attacin,
cecropin, moricin, defensin, gloverin, gallerimycin, and lebocin, all known to be effec-
tive in combination against a wide range of bacterial, fungal, and viral pathogens that
infect lepidopteran larvae (32–36), was upregulated either consistently or at different
time points postinfection. Thus, they can be understood as a systemic antimicrobial
defense induced by wounding of the insect cuticle (37, 38), which our infection process
may have triggered, as it mimicked the type of wound made by a wasp ovipositor.
Therefore, the induction of these antimicrobial peptides might prevent opportunistic
pathogens from competing for host resources during infection. With respect to ly-
sozymes, upregulation of Lys1 and Lys2 and downregulation of lysozyme-like LLP1,
LLP2, and Lys3 at almost all the time points postinfection appear to be contradictory.
However, these enzymes are known to be associated with roles other than peptidogly-
can attack, for example, melanization (39).

Induction of the Toll pathway is initiated by interactions between pathogen-
associated molecular patterns (PAMPs) and host pattern recognition receptors (PRRs).
Gram-positive bacterial and fungal cell wall components, for example, are the main
inducers of the Toll cascade (40). Whereas it has not been determined how the
NF-�B-dependent pathways (Toll and Imd) are induced by a virus infection, these
pathways have nevertheless been shown to limit insect virus infections. Specifically, the
Toll pathway and cellular immunity limit Drosophila X virus (41), and the Imd pathway
and cellular immunity, also in Drosophila, limit cricket paralysis virus (42). Alternatively,
it has been shown that certain Toll-dorsal pathway genes, specifically, pelle, tube, and
cactus, are involved in development in Drosophila dorsal-ventral patterning, a differ-
ence that distinguishes the invertebrate Toll pathway from that of mammals (43–46).
Therefore, the upregulation of Toll genes after SfAV-1a infection may be both an
immune response and to modify larval development. Of interest regarding the latter,
development is significantly retarded during ascovirus disease compared to that of
healthy larvae (3). Moreover, we detected the upregulation of some JAK/STAT-
associated genes (SOCS, STAT, Domless, and hopscotch) either consistently or late in
the infection (Table 3). Interestingly, the unpaired cytokine (Upd3) or the JAK/STAT
pathway activator was not detected in the S. frugiperda transcriptome. Similarly, the
Drosophila extracellular cytokine unpaired3 (Upd3) ortholog was missing in Manduca
sexta and Tribolium castaneum (47, 48), implying the involvement of an undefined
JAK/STAT pathway-activating cytokine that replaces Upd3 in these insects. The insect
JAK/STAT is like the Toll pathway in terms of being associated with immunity and
development (46, 48). The upregulation of Toll and JAK/STAT genes after SfAV-1a
infection agrees with the S. exigua response to HvAV 3h (12).

The low variation in expression levels of Imd genes is not surprising because there
is evidence that expression of this pathway can be deleterious to insects. For example,
when the Imd pathway in Drosophila was downregulated, i.e., suppressed by a small fly
protein known as Diedel, flies lived longer. When the die gene was mutated, the life
span of the flies was reduced by about 10 days, which is significantly different from that
of wild-type flies, which typically live for 70 days (49). Interestingly, the Imd-associated
genes that varied (increased or decreased) 2-fold or more were an NF-�B-like factor
Relish gene and genes for four negative regulators (POSH, Sick, Slimb, and DNR1) (Table
3). Of relevance here is that SfAV-1a synthesizes high levels of a Diedel homolog
(ORF121) during infection, and thus its function may be to suppress the Imd pathway.
If so, this would help explain the longevity of larvae infected with ascoviruses as well
as the minor variations in expression levels of Imd pathway genes. Alternatively, the
expression levels of Imd genes may be tightly controlled by mechanisms not yet
identified during virus infections. Overall, the upregulation of the Toll pathway negative
regulator of Cactus in combination with the highly expressed ascovirus virokine Diedel
(ORF121), which apparently acts as an Imd suppressor (7), may ultimately help explain
at the molecular level how SfAV-1a controls expression of two of the most important
signaling innate immunity pathways.
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In lepidopteran insects, the oenocytoids are the hemocytes associated with the
production of melanization cascade enzymes. The antiviral and antibacterial effect of
the melanin cascade-associated compounds has been demonstrated in many recent
studies (50–52). Therefore, the phenoloxidase pathway gene alterations indicate the
activation of the melanization cascade against SfAV-1a; however, the high upregulation
of the host phenoloxidase inhibitor (�12-fold by day 7 p.i.) may decrease the effec-
tiveness of this pathway against this virus. The dedication of a specific viral protein to
inhibit the PO is also reported for the viral protein WSSV453 produced by the white
spot syndrome virus, which inhibits the melanization cascade in the shrimp Penaeus
monodon by interacting with and preventing activation of pro PO-activating enzyme 2
(PmproPPAE2) (53). Whether ascovirus genomes possess a melanization inhibitor is not
known, but ascoviruses have large DNA genomes and synthesize many proteins with
unknown functions.

The SfAV-1a tissue tropism is primarily restricted to the S. frugiperda fat body. This
tissue is completely destroyed by day 12 p.i., with dense accumulations of viral vesicles
(108/ml) in the hemolymph by day 7 p.i. (15). Although the fat body, with functions
similar to those of the mammalian liver, is not essential for larval survival, it does
regulate many aspects of insect growth, development, and metamorphosis (53, 54).
Very importantly, it also has primary responsibility for innate immunity responses (55).
Interestingly, we detected many PRRs associated with phagocytosis upregulation by
SfAV-1a infection, for example, Nimrod and Scavenger receptors, DSCAM, and Eater. For
example, many PRRs are associated with phagocytic events (56–58) against bacteria,
plasmodia (59), and (recently shown) viruses. For instance, recently the role of the class
A (60) and C (61) scavenger receptors in virus phagocytosis was confirmed. The class C
receptor in the shrimp Marsupenaeus japonicus is efficient in inducing hemocyte
phagocytosis of white spot syndrome virus, thereby preventing systemic infection (61).
Phagocytosis is a cellular immune response that takes place by either circulating or
immobile hemocytes. In lepidopterans, the plasmatocytes are responsible for this
process (52, 62). Each phagocyte can internalize and degrade numerous invading
pathogens (63). Therefore, given that the fat body is almost completely destroyed by
SfAV-1a infection by day 7, it is expected that humoral immunity would be significantly
reduced as the infection increases. Indeed, Fig. 5B illustrates an S. frugiperda hemocyte
that has engulfed an SfAV viral vesicle, indicating at least some recognition of foreign
material by host cells.

Finally, we detected the high upregulation of an Hdd23 gene or an immune-
associated protein, by �21-fold at day 7 p.i. The Hdd23 gene was identified in the
fall webworm Hyphantria cunea as an early acute-phase immunity-associated pro-
tein upregulated continuously after a bacterial challenge (64). However, a protein
that shares sequence similarity with Hdd23 (known as stress-responsive peptide
[SRP]) was characterized recently in Helicoverpa armigera and found to be associ-
ated with prophenoloxidase and nodulation activation (65). The high upregulation
of Hdd23-like proteins (Fig. 6) shows that this is in response to SfAV-1a infection,
even though they apparently are largely ineffective against this virus. Thus, as in the
case of the antimicrobial peptides, given the response to bacterial challenge in H.
cunea and activation of nodule formation in H. armigera, the function of these
proteins may be to inhibit bacterial infections during the prolonged larval stage
caused by ascovirus infection.

In conclusion, the evolutionary success of the chronic characteristic of disease
caused by ascoviruses in their lepidopteran larval hosts may reflect their unique ability
to conserve mitochondrial functions while keeping the balance between the different
innate immunity cascade inducers and inhibitor/negative regulators that are expressed
simultaneously. The transcriptome data show that some of these processes are con-
trolled by viral genes, such as the preservation of mitochondrial functions, whereas
other are likely direct innate immune responses due directly to cuticular damage
due to oviposition attempts. Studies of many vertebrate viruses over the past
decade, especially of mammalian viruses, have identified many proteins involved in
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manipulating mitochondria and inducing innate immune responses. Ascoviruses
have large genomes, and the functions of many genes remain unknown. Thus, it is
possible that several of these, if not more, are involved in the direct manipulation
of mitochondria and innate immunity, suggesting that a wealth of new information
may be derived by transcriptome studies of additional ascoviruses and other large
DNA insect viruses.

An important dilemma that remains to be resolved for ascoviruses is the discrepancy
between the ultrastructural data suggesting that mitochondria play a major role in cell
hypertrophy, membrane synthesis, and vesicle formation and the transcriptome data
from two studies that suggest unremarkable changes in the upregulation of mitochon-
drial gene expression. This may be due to the normalization of transcriptome data per
unit of tissue and possibly the release of nascent viral vesicles as the anucleate cell
cleaves. Another enigma is how mitochondria continue to function after nuclear DNA
is cleaved, considering that mitochondrial functions depend on numerous genes
carried in the nuclear genome.

MATERIALS AND METHODS
Virus infection and disease development in infected larvae. Spodoptera frugiperda ascovirus 1a

(SfAV-1a), strain Sf82-126 (66), was used to inoculate Spodoptera frugiperda third-instar larvae. Larvae
were grown on an artificial diet (Benzon Research, Carlisle, PA) under ambient laboratory conditions
(22°C). To mimic infection by parasitic wasps, virus inoculation was performed manually using a minutin
pin dipped in a suspension of viral vesicles (1 � 108/ml), which was then inserted briefly through the
posterior abdominal cuticle into the fat body. Disease development was confirmed by examining a small
drop of hemolymph to ensure it was opaque white and then by viewing the drop by phase-contrast
microscopy for the presence of high concentrations of viral vesicles.

Extraction of total RNA from healthy and infected larvae. Total RNA was isolated from healthy
and SfAV-infected S. frugiperda larvae using TRIzol (Invitrogen, Life Technologies) following the protocol
provided by the manufacturer. RNA was isolated from 50 to 100 mg of tissue by mechanical homoge-
nization of the larval body in 1 ml TRIzol. RNA samples were isolated at 0 h (uninfected control larvae) and
for SfAV-infected larvae at 6, 12, 24, and 48 h and 4 and 7 days postinfection (p.i.). Total RNA was
extracted from three biological replicates at each time point. Three replicates were included in the
calculations of transcripts per million (TPM) (described below).

DNase treatment and RNA purification. To purify the isolated RNA and remove any DNA contam-
ination, the instructions from the RNA Clean and Concentrator TM-5 kit manufacturer (Zymo Research)
were followed, combined with the RNase-free DNase set (Qiagen). RNA quantity and quality were
determined using a Thermo Scientific NanoDrop ND-2000c spectrophotometer.

Enrichment of mRNA, RNA-Seq library preparation, and sequencing. RNA-Seq library preparation
and sequencing were previously described in detail (7). Briefly, mRNA was enriched using the NEBNext
poly(A) mRNA magnetic isolation module kit (New England BioLabs), followed by library preparation
using the NEBNext Ultra Directional RNA library preparation kit (New England BioLabs) for Illumina
sequencing. For sequencing, the HiSeq2500 Illumina and NextSeq500 sequencers were used (Noel T.
Keen Genomics Core Facility at the UC Riverside Institute for Integrative Genome Biology).

Bioinformatic analysis and TPM calculations. For quantification of S. frugiperda mitochondrial
gene expression, we used the published S. frugiperda mitochondrial genome (8) (available through NCBI,
accession no. KM362176.1) for transcript locations. In this reference genome, two transcripts are
annotated at multiple loci but with identical transcript names: tRNA-Leu and tRNA-Ser. For clarity, we
refer to these transcripts as tRNA-Leu-1 (located on the reference mitochondrial genome at positions
2992 to 3059), tRNA-Leu-2 (positions 12714 to 12783), tRNA-Ser-1 (positions 6164 to 6233), and
tRNA-Ser-2 (positions 11690 to 11756). For quantification of innate immunity and cytoskeleton genes,
RNA-Seq reads were mapped to the recently published Spodoptera frugiperda corn variant genome (67).
The assembled genome can be accessed through the European Bioinformatics Institute (EMBL-EBI)
(accession no. PRJEB13110). The innate immunity and cytoskeleton gene IDs listed in this study can be
accessed through the SfruDB Information system (http://bipaa.genouest.org/is/lepidodb/spodoptera
_frugiperda/). For innate immunity genes, we included representatives (97 genes) for every innate
immunity pathway identified in the Spodoptera frugiperda transcriptome (Sf_TR2012b) and listed in
reference 68. Thus, genes for Toll, Imd, JAK/STAT, JNK, phenoloxidase system (PO), extracellular signal
transduction and cytokines, antimicrobial peptides (AMPs), transmembrane receptors, peptidoglycan
recognition protein (PGRP), and the Gram-negative bacterium-binding protein (GNBP) were included. For
cytoskeleton genes, we included 106 genes in the analysis. These included representatives for actin,
actin-related proteins, tubulin, dynein, kinesin, lamin, filamin, myosin, and profilin. Transcript expression
estimates for these genes were estimated as transcripts per million (TPM) using the RSEM program (69).

Determination of Spodoptera frugiperda genes upregulated and downregulated postinfection.
After TPM quantification for each S. frugiperda mitochondrial, cytoskeletal, or innate immunity gene, the
genes were separated into two classes, upregulated or downregulated, based on the increase or
decrease in expression compared to the 0-h control. Upregulated genes were defined as those for which
transcription increased 2-fold or more postinfection (at any time point postinfection) and which had a
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basal transcription level equal to or greater than 1 TPM at 0 h or any time postinfection. Similarly,
downregulated genes were those for which transcription decreased by equal to or greater than 2-fold
(at any time point postinfection) and which had a basal transcription level equal to or greater than 1 TPM
at 0 h or any time postinfection.

EM. The transmission electron microscopy (EM) imaging was done following protocols described
previously (1, 70). Briefly, for tissue fixation, 3% glutaraldehyde and 1% OsO4 buffers were used, followed
by tissue embedding in Epon-Araldite. Ultrathin sections were cut on a Sorvall Ultrathin Microtome and
examined in a Philips electron microscope.

Data availability. The Spodoptera frugiperda RNA-Seq data and TPM values for mitochondrial,
cytoskeletal, and innate immunity genes obtained in this study can be accessed through the NCBI Gene
Expression Omnibus (GEO) series accession number GSE114901; samples are located in files GSM3154237
to GSM3154250 and GSM4259495 to GSM4259501.
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