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Butenolide Insecticide
Flupyradifurone Affects Honey
Bee Worker Antiviral Immunity
and Survival
Gyan P. Harwood*, Vincent Prayugo and Adam G. Dolezal

Department of Entomology, University of Illinois at Urbana-Champaign, Urbana, IL, United States

Honey bees face many environmental stressors, including exposure to pesticides and
pathogens. A novel butenolide pesticide, flupyradifurone, was recently introduced to the
US and shown to have a bee-friendly toxicity profile. Like the much-scrutinized
neonicotinoids that preceded it, flupyradifurone targets the insect nervous system.
Some neonicotinoids have been shown to interfere with antiviral immunity, which raised
the concern that similar effects may be observed with flupyradifurone. In this study, we
investigated how flupyradifurone and a neonicotinoid, clothianidin, affect the ability of
honey bee workers to combat an infection of Israeli acute paralysis virus (IAPV). We
exposed workers to field-realistic doses of the pesticides either with or without co-
exposure with the virus, and then tracked survival and changes in viral titers. We repeated
the experiment in the spring and fall to look for any seasonal effects. We found that
flupyradifurone caused elevated mortality in the fall, but it did not lead to increased virus-
induced mortality. Flupyradifurone also appeared to affect virus clearance, as bees co-
exposed to the pesticide and virus tended to have higher viral titers after 48 hours than
those exposed to the virus alone. Clothianidin had no effect on viral titers, and it actually
appeared to increase resistance to viral infection in spring bees.

Keywords: honey bees, virus, pesticides, flupyradifurone, clothianidin, toxicity, seasonality
INTRODUCTION

Honey bees are key agricultural pollinators, adding billions of dollars in increased crop yields (1), yet
American beekeepers regularly lose over half their colonies annually (2). There are myriad biotic
and abiotic stressors that contribute to these high annual losses, including exposure to pesticides,
transmission of viruses and other pathogens, and poor nutrition (3–7). What is more, multiple
stressors can occur simultaneously and have additive or synergistic effects on honey bee health and
productivity (4, 8). In agricultural landscapes, honey bees are exposed to many classes of pesticides,
some of which can exert direct effects on mortality, and others which can elicit sublethal effects that
impair important physiological pathways (reviewed in (9)). Perhaps the best-studied example is the
neonicotinoids. Since their introduction 30 years ago, neonicotinoid insecticides have received
greater scrutiny for their sublethal effects on pollinators than other classes of insecticides, likely due
to their rapid and widespread adoption by growers, and their ability to be taken up by plants
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systemically. Neonicotinoids can persist in plant tissues and the
surrounding environment (10, 11), exposing off-target organisms
to chronic sublethal doses. In an effort to protect pollinators,
several neonicotinoids and other pesticides have been banned or
restricted in some regions or countries (12–14).

There has been a push in recent years to develop new
chemistries that are safer to honey bees and other pollinators.
One such pesticide is flupyradifurone (the active ingredient in
Sivanto®), a novel type of butenolide insecticide publicized as
being safe for bees (15). Flupyradifurone is a systemic insecticide
that, like neonicotinoids, targets nicotinic acetylcholine receptors
(nAChRs) in the nervous system (16). Neonicotinoid insecticides
have been shown to produce many sublethal effects on honey
bees, including impairment of immune response. In addition to
other pathogens, honey bees are beset by dozens of viruses,
which can be vectored by parasitic Varroa destructor mites or
transmitted horizontally and vertically between nestmates (17,
18). The majority of surveyed honey bee colonies harbor viral
infections at subclinical levels (19, 20), but these infections can
become clinical if stressors impede the bees’ abilities to suppress
viral replication (21, 22). Honey bees use several innate immune
system pathways to fight viral infection, but pesticides can
disrupt these pathways (4). For example, studies show that
exposure to the neonicotinoid clothianidin can suppress
expression of a key transcription factor used in antiviral
immunity and lead to higher replication of Deformed wing
virus (DWV) in honey bees (23). Neonicotinoid exposure can
also reduce the phagocytotic function of hemocytes (insect
immune cells) (24, 25), thereby compromising an insect’s
ability to eliminate virus-infected cells (26). It is important to
note that all of these effects were only observed in studies
occurring after these insecticides were registered and in use in
many countries.

Studies from regulatory bodies and industry scientists show
that flupyradifurone has low acute toxicity to honey bees, with
minimal impact on mortality and productivity when used under
recommended guidelines (27–29). Given flupyradifurone’s
recent introduction to the US market, however, there are
limited data available on more subtle effects to honey bee
biology, and concerns have been raised regarding its safety for
bees. High doses of flupyradifurone can increase oxidative stress
(30) and affect honey bee taste, cognition, and motor skills (31,
32), while field-realistic doses can impair behavior and affect
survival and immunity (33–35). Flupyradifurone exposure has
been shown to increase expression of several honey bee immune
genes (36), and lead to higher pathogen loads of the
microsporidian Nosema ceranae in some colonies (37). Thus,
as with neonicotinoids, it is imperative to consider not only acute
lethal effects offlupyradifurone but also sublethal effects that may
be more difficult to track. One clear current gap is our
understanding of how flupyradifurone affects response to
virus infection.

Proper evaluation of pesticide safety also requires consideration
of the season in which the trials take place (38–40). Outside of
winter, individual honey bee workers usually live for less than two
months, but the colony as a whole is actively foraging from early
Frontiers in Insect Science | www.frontiersin.org 2
spring to fall (or varying periods, depending on local environments).
Over the course of the year, needs of the colony shift, from high
population growth and colony proliferation in the spring, to the
cessation of foraging and preparation for overwintering in the fall.
This is accompanied by corresponding changes in worker
physiology (41), meaning bees sampled in the spring differ from
those sampled in the fall. Moreover, there is a seasonal shift in
flowering species available for forage (42, 43). The nectar and pollen
consumed by workers and fed to developing larvae contain plant
phytochemicals that can stimulate detoxification pathways, which
can affect how tolerant bees are to pesticides. For example,
phytochemical consumption can increase bees’ resistance to some
pesticides but not others (44, 45). Moreover, some phytochemicals
can stimulate immune pathways and make bees more resistant to
viral infection (46, 47). Flupyradifurone has already been shown to
have seasonally-dependent toxicity to honey bees, where bees in
southern California are more sensitive to flupyradifurone in the
summer than in the early spring (33).

Here, we examined how exposure to flupyradifurone or the
neonicotinoid clothianidin affected response to virus infection in
honey bee workers. We hypothesized that, like in other studies of
neonicotinoids and DWV (23), sublethal exposure to dietary
insecticides reduces the ability of honey bees to respond to a virus
infection. Further, we also hypothesized that responses to our
treatments would differ across seasons. To test these hypotheses,
we used Israeli acute paralysis virus (IAPV) as a model virus (48).
IAPV can cause a debilitating disease that can be lethal to all
honey bee castes and development stages (49–52), and has been
implicated in colony failure (53). Further, it can be used for
repeatable assays on survivorship that have been shown to be
affected by different dietary treatments (7, 47, 54). Thus, we used
IAPV treatments to assess the interaction of virus infection with
flupyradifurone and clothianidin, and measured treatment-
dependent mortality in both the spring and the fall to look for
any seasonal effects. In addition to tracking survivorship, we also
measured IAPV titers to determine whether either of the
pesticides affects the rate at which the virus replicates or is
cleared by the host.

Methods
Bees
Bee colonies were maintained at the University of Illinois Bee
Research Facility in Champaign County, Illinois, using standard
beekeeping practices. Newly emerged (<24 hrs old) adult worker
bees were acquired from 5 colonies by removing brood frames and
placing them in an incubator overnight at 33°C and 60% relative
humidity as described in previous work (7, 47). The emergent
workers were then mixed and placed in clear plastic cages (10 x 10 x
8 cm) containing 35 individuals each and subjected to 1 of 6
treatment diets (see below). Cages of bees were placed back in an
incubator with the same conditions as before and remained there
for 7 days. A 7-day trial duration was chosen because virus-induced
mortality peaks 24 – 48 hr after inoculation before survival levels off
after, and we are focused on how pesticides affect virus-induced
mortality during this time span. Previous studies have also found
that IAPV-induced mortality or persistent IAPV infection can be
July 2022 | Volume 2 | Article 907555
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observed well in 7 or fewer days (7, 47, 48, 50, 54). Throughout the
experiments, bee mortality was monitored daily and dead bees were
removed. The experiment was repeated twice, once in the fall
(October) and once in late spring (June). In the fall trial we used
n=10 cages per treatment group, while in the spring we increased
this to n=15. The 5 donor colonies used for acquiring newly
emerged workers differed between fall and spring trials, but in
both instances all donor hives were healthy at the time of sampling
and were led by queens from the same genetic source stock. They
contained low Varroa mite populations (0-3 mites per 300 bees in
regular alcohol wash sampling), had good nutritional resources, and
had no overt signs of pathogen infection.

Pesticides
Both clothianidin and flupyradifurone were purchased from
SigmaAldrich (PESTANAL® analytical standard, #33589 and
#37050, respectively). They were dissolved in a solvent
(acetonitrile, Alfa Aesar #42311) and stored in -20°C until later
use. When incorporated into the 30% sucrose feed, they were
diluted to field-relevant dosages of 10 ppb for clothianidin and 4
ppm for flupyradifurone. These dosages have been used
elsewhere and are the approximate concentrations of each
pesticide in the nectar of seed-treated canola fields, or else the
concentration observed in nectar carried by foragers in their
honey stomachs in such fields (23, 29, 34, 35, 55).

IAPV
The IAPV inoculum was produced as described previously
(47, 48), and prepared identically as in Hsieh et al., 2020.
Briefly, white-eyed pupae were injected with a 1% solution of
IAPV, and the virus was allowed to replicate for several days. The
pupae were then harvested, and the viral particles were extracted
and purified using standard protocols. As in (47), the inoculum
contained an estimated 9.86 X 107 IAPV genome equivalents in
100ng purified RNA (quantified via RT-qPCR) and was
composed of 99.79% IAPV particles, with trace amounts of
DWV, Black queen cell virus (BQCV), and Sacbrood virus
(SBV). The inoculum was stored in -80°C until the trials, at
which point it was diluted in 30% sucrose to a sublethal dose.

Treatment Diets
Caged bees were subjected to 1 of 6 treatment diets: sucrose only
(control), clothianidin, flupyradifurone, virus (IAPV), clothianidin
+virus, and flupyradifurone+virus. The sucrose control and virus-
only treatment were spiked with solvent at an equivalent
concentration as the other treatment diets. The treatment diets
were administered in 2 stages. In the first stage, cages receiving a
pesticide treatment were given a small dish containing the pesticide
dissolved in 600 mL of 30% sucrose (w/v), while all remaining cages
received the same volume of 30% sucrose alone. Bees were allowed
to feed for 2 hours, during which time they consumed all the food.
In the second stage, virus-treated cages received a sublethal dose of
IAPV in 600 mL of 30% sucrose, while all remaining cages received
the 30% sucrose alone. The sublethal virus dose (0.5% of the virus
stock inoculum) was determined in preliminary trials and typically
resulted in 30-60% mortality by 48 hrs post inoculation (48). After
viral inoculation, all cages were allowed to feed ad libitum from a
Frontiers in Insect Science | www.frontiersin.org 3
drip feeder of 30% sucrose. For pesticide-treated cages, their diets
were spiked with their assigned pesticide in the same concentration
as stage 1 of the inoculation, meaning these treatment groups
consumed pesticides for 7 days.

Viral Titers
During the spring trial, we collected 1 bee per cage per day for the
first 3 days of the trial (N = 162 total; n = 39-45 per treatment
group), with the second collection day corresponding to the highest
observed virus-induced mortality (48 hrs post inoculation). Due to
work restrictions caused by the COVID-19 pandemic, we were
unable to collect live samples of bees from the fall trials. All bees
were alive at the time of sampling in the spring trial and we
haphazardly collected workers which displayed no overt disease
symptoms. Sampled bees were snap frozen in liquid nitrogen and
stored in -80°C for future processing. RNA from each individual bee
was extracted with a Qiagen RNeasy kit (#74106) and DNase-
treated with a Qiagen RNase-free DNase kit (#79256) following
standard protocols. Treated RNA samples were then loaded onto a
384 well plate using a one-step RT-qPCR kit (Applied Biosystems
#4389986) and analyzed using a QuantStudio 6 real-time PCR
instrument (Applied Biosystems). Samples were amplified over 40
cycles using the following parameters: 95°C for 15 sec, 60°C for 60
sec. A standard curve was used to estimate the quantity of virus
particles. This approach has a theoretical limit of detection of
approximately 200 virus particles per reaction (54), and used
IAPV primers described therein.

Statistics
For survival data, we used pairwise Cox proportional hazard
mixed-effects models using cage ID as a random factor and
Benjamini-Hochberg corrections for multiple comparisons. Such
proportional hazard models only compare between 2 groups,
thus necessitating the use of pairwise comparisons rather than a
more holistic model with all treatments included simultaneously.

For pairwise comparisons, we first compared all virus-treated
groups to all non-virus-treated groups to confirm that viral
inoculation reduced survival. Next, we examined non-virus
treatments and compared between each pesticide treatment and
the sucrose control to look for pesticide-induced mortality. Finally,
we examined virus treatments and compared each pesticide+virus
treatment to the virus-only control to determine whether co-
exposure to a pesticide alters pesticide-induced mortality.

For virus quantification, we first log10 transformed virus
quantities obtained from the RT-qPCR. The data were binomially
distributed, with highly infected individuals having >106 viral copies
per 200 ng of RNA and most remaining individuals having <104

copies. We thus opted to use pairwise binomial exact tests with
Benjamini-Hochberg corrections for multiple comparisons, in
which we classified individuals as having either high-level or low-
level infections. We chose a threshold of 105 viral copies for
distinguishing between high-level and low-level infections. This
threshold was determined based on the natural separation in the
data and previous findings by our group (56), in which colonies that
were healthy (i.e., minimal Varroa mite infestation, no overt signs of
disease, high brood production, etc.) could still have background
IAPV infection, and covertly infected individuals therein had a
July 2022 | Volume 2 | Article 907555
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maximum of approximately 105 viral copies per 200ng of RNA.
While bees from those colonies were sampled and analyzed as a
large group, and there is a possibility some samples could have
contained a heterogenous mixture of uninfected and highly infected
individuals, it is notable that the natural cutoff in our experimental
data roughly matches the field sample measurements.

We elected not to perform pairwise comparisons between the 2
pesticides due to the large (1000-fold) difference in their
concentrations. All analyses were performed in R version 4.0.5
using the base package, “surv”, “survminer”, and “ggplot2”.
RESULTS

Survivorship
Among all treatments, individuals that consumed virus had lower
survival than those that did not in both the spring (z = 13.15, p <0.001)
and fall trials (z = 7.03, p < 0.001). Worker survival was affected by
ingestion of pesticides and virus particles, but this effect was influenced
by the season in which the trial occurred. Among springtime workers,
ingestion of flupyradifurone did not affect survival. Workers that
consumed flupyradifurone did not differ from those that consumed
sucrose only (z = -0.32, adj. p = 0.75) (Figure 1A), and those that
consumed flupyradifurone+virus did not differ from those that
consumed virus only (z = 1.38, adj. p = 0.21) (Figure 1B). On the
Frontiers in Insect Science | www.frontiersin.org 4
other hand, consumption of clothianidin showed a positive effect on
survival. Springtime workers that consumed clothianidin had higher
survival than those that consumed sucrose only (z = 2.57, adj. p =
0.017) (Figure 1A), and those that consumed clothianidin+virus also
had higher survival than those that consumed virus only (z = 5.86, adj.
p < 0.001) (Figure 1B).

In the fall, ingestion of flupyradifurone had a negative effect
on worker survival. Those that ingested flupyradifurone had
significantly lower survival than those that consumed only
sucrose (z = -3.03, adj. p = 0.006) (Figure 1C), while those
that consumed flupyradifurone+virus had a numerically lower
but non-significant survival rate compared to those that
consumed virus only (z = -1.98, adj. p = 0.08) (Figure 1D).
Fall worker bees showed no adverse effects of consuming
clothianidin, as clothianidin-fed workers did not differ from
sucrose-fed workers (z = 1.1, adj. p = 0.27) (Figure 1C), and
clothianidin+virus-fed workers did not differ from virus-fed
workers (z = -1.16, adj. p = 0.27) (Figure 1D).

Viral Titers
We measured viral titers via RT-qPCR using samples collected from
each cage of our spring experiments over 3 days (n = 10-15 samples
per treatment per day). As expected, treatment groups that did not
ingest IAPV showed minimal viral titers, with most samples near or
below the limit of detection (Figure 2A). This confirms that bees used
A B

DC

FIGURE 1 | Survival of spring and fall honey bee workers exposed to pesticides, with or without virus. Total sample size N = 4530 (spring n = 2700, fall n = 2100). (A) In
the spring, flupyradifurone consumption did not affect survival, while clothianidin consumption led to higher survival. (B) Springtime bees that consumed flupyradifurone
+virus had similar survival to bees that consumed virus only, while bees that consumed clothianidin+virus had higher survival than those that consumed virus only. (C) In
the fall, bees that consumed flupyradifurone had lower survival than those that consumed sucrose only, while bees that consumed clothianidin did not differ from the
sucrose-only controls. (D) Consumption of either flupyradifurone or clothianidin did not affect virus-induced mortality in fall bees. Statistically significant differences are
denoted with either * (0.01<P<0.05) or ** (P<0.01), while non-significant differences are denoted with n.s.
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in this experiment did not generally have background infections of
IAPV. Among virus-treated workers, viral titers over the 3 days of
sampling differed between treatment groups (Table 1). At 1 day post
inoculation, most individuals in all 3 treatment groups showed high-
level IAPV infection (flupyradifurone+virus vs virus-only adj. p =
0.369; clothianidin+virus vs virus-only adj. p = 0.111). However, at 2
days post inoculation, the flupyradifurone+virus treatment group had
a greater proportion of individuals still maintaining high-level IAPV
infection than the virus-only treatment, but the clothianidin+virus
treatment did not (flupyradifurone+virus vs virus-only adj. p < 0.001;
clothianidin+virus vs virus-only adj. p = 0.111). By 3 days post
inoculation, most individuals in all treatment groups showed low-
level IAPV infection (flupyradifurone+virus vs virus-only adj. p = 1.0;
clothianidin+virus vs virus-only adj. p = 0.359) (Figure 2B).
DISCUSSION

Evaluating the efficacy and safety of novel pest suppression
chemistries requires careful consideration of the context in which
the pesticides are administered. Flupyradifurone and the
neonicotinoids that preceded it both act systemically and target
acetylcholine receptors, but despite these similarities, honey bee
workers respond differently to flupyradifurone and clothianidin.
Our results indicate that there are substantial seasonal effects of
pesticide-induced mortality. In the spring, bees exposed to
flupyradifurone survived as well as control-treated bees, which is
consistent with industry studies demonstrating low toxicity of this
new chemistry (27). However, bees exposed to the same dose of
flupyradifurone in the fall displayed significantly lower survival than
Frontiers in Insect Science | www.frontiersin.org 5
control-treated bees. This corroborates studies from other groups
which found seasonal effects of flupyradifurone toxicity on honey
bees (33). While there are many biotic and abiotic factors that differ
in the spring and fall, perhaps the most relevant is the availability of
different flowering plants for forage. Pollen, the main source of
dietary protein and lipids, has different nutrient profiles across
different seasons, and this can affect worker development and ability
to combat infections (57), as well as their overwintering success (58).
Likewise, bees display seasonal variation in their sensitivity to
pesticides (40, 59), and diet has been directly linked to pesticide
tolerance (60). In fact, consuming pollen increases expression of
detoxification enzymes and can increase bee survival when exposed
to pesticides (61, 62). Our results here provide further evidence that
honey bee sensitivity to some pesticides may be seasonally
dependent and illustrate that restricting toxicity studies to a single
season can create gaps in our knowledge. This may be particularly
important for assessing the risk of pesticides used across different
crops in different regions, where applications and thus bee exposure
may differ. Because the effects on bees may be seasonally variable, a
harmless exposure in one context may have larger ramifications in
another. Further, because systemic pesticides can remain in plant
tissue and soils for months (63, 64), plant materials foraged and
stored by a colony (including nectar, pollen, and propolis) could
result in low-level exposure throughout the year (65).

Another important finding was that clothianidin exposure
appears to confer some benefit to bees in the springtime, at least
at the dosage used here. Bees given clothianidin had ~7% higher
survival than bees given the sucrose-only control, while bees
given clothianidin+virus had ~26% higher survival than bees
given the virus-only treatment, suggesting that clothianidin
A B

FIGURE 2 | Viral titers of honey bee workers 1-, 2-, or 3-days post inoculation. (A) Bees not treated with IAPV showed low titers, with most individuals below
the limit of detection. (B) Bees treated with virus showed varying levels of infection over the 3 days of sampling. In the virus-only treatment, the majority of
individuals had high-level infection at day 1, but by day 2 and 3 nearly all individuals had low-level infection. In the flupyradifurone+virus treatment, all individuals
were highly infected at day 1, while at day 2 there was a mix of individuals with high- and low-level infection. By day 3, flupyradifurone+virus treated bees all had
low-level infection. In the clothianidin+virus treatment, most individuals had high-level infections at day 1, but by days 2 and 3 most individuals had low-level
infection. Boxplots depict the median ± 1 s.e., with whiskers extending to 2 s.e. Black dots represent individual viral titers. Letters above bars denote pairwise
significance comparisons within each treatment group. The red dashed line depicts the theoretical limit of detection of the qPCR instrument. N = 162 samples
total, with n = 39-45 per treatment group.
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improves response to IAPV infection in bees during this time.
Like other pesticides studied, clothianidin exposure shows a mix
of both negative and neutral effects, and sometimes even positive
outcomes for honey bees. On the one hand, clothianidin can
impair worker memory (66), alter foraging and communication
(67), diminish immune responses via lower hemocyte counts and
decreased antimicrobial activity (68), and increase viral
replication of DWV (23). On the other hand, clothianidin has
shown to have no adverse effects on mortality, longevity, or
overwintering success of honey bees (69). The higher survival of
clothianidin-treated bees that we observed is likely due to
hormesis, where consumption of small amounts of xenobiotics
such as pesticides can activate detoxification and immunological
pathways and increase bees’ resistance to chemical and biological
stressors (47, 70–72). This corroborates other studies showing
hormetic effects of clothianidin, including increased enzymatic
activity of cytochrome P450s in honey bees (73), increased
colony growth in bumble bees (74), and increased longevity in
mason bees (75). This illustrates that sublethal doses of pesticides
can elicit varied responses in off-target organisms. While much
focus is aimed at understanding acute toxicity and deleterious
effects on pollinators, it is important to highlight instances where
hormetic effects of pesticide exposure may actually aid important
physiological processes like detoxification and immunity. This
provides a more complete picture of pesticide effects when
weighing the costs and benefits of applying certain pest
suppression strategies.

This study also shows that pesticides can have varied, often
subtle, effects on honey bees. The significance of these subtle effects
is hard to discern, but it illustrates that there are more factors to
consider than just acute toxicity and LD50 measurements. Here, we
observed that exposure to flupyradifurone may impair bees’ ability
to clear a viral infection. When inoculated with IAPV, bees sampled
at 24 hrs show high viral titers, but those sampled at 48 and 72 hrs
post-inoculation have greatly reduced viral titers. However, when
viral inoculation is paired with exposure to flupyradifurone, a
greater proportion of bees sampled at 48 hours post inoculation
maintain high viral titers. This is somewhat inconsistent with other
recent studies examining flupyradifurone’s effect on 3 other honey
Frontiers in Insect Science | www.frontiersin.org 6
bee viruses (76). In that study, flupyradifurone exposure did not
affect titers of BQCV or DWV-A and -B at 7- and 14-days post
inoculation. However, IAPV may have different host-pathogen
interactions, as our data show bees not exposed to
flupyradifurone are mostly free of infection within 2 days. Even
though flupyradifurone appears to delay virus clearing, this did not
lead to an increase in mortality among the relevant treatment
groups. Viral titers were unaffected by clothianidin, as both
clothianidin-treated and control-treated groups had similar
proportions of individuals with high-level infections over the 3
days of sampling. This is somewhat contradictory to previous
studies, in which a comparable dose of clothianidin led to
increased replication of DWV (23). Thus, pesticide effects on
antiviral immunity may be both pathogen-specific and pesticide-
specific and could have ramifications on transmission dynamics. It
should be noted there are challenges with measuring viral clearance.
It is possible that lower titers observed in individuals sampled at
days 2 and 3 are due to some degree of survivor bias, but given the
prevalence of highly infected individuals sampled at random on day
1 this effect is likely minimal. An alternative strategy would be to re-
measure the same individuals each day by extracting hemolymph
samples, but the stress of repeatedly subjecting individuals to this
type of treatment would likely affect their viral titers and
overall health.

Taken together, our results highlight that pesticide effects on
honey bees and other off-target organisms can be subtle and
context-dependent. As the next generation of “pollinator-
friendly” pesticides come to market, increased scientific
scrutiny of these novel chemistries will inevitably reveal
hitherto unknown sublethal effects. In the big picture, it will be
important to assess how impactful these off-target effects are, and
what alternative options are available for pest management. If
approval of these novel chemistries is revoked or increased
regulatory oversight prevents their registration altogether,
growers may turn to older products, many of which are also
demonstrated as unsafe for bees or are poorly studied. In the
meantime, it is critical that we continue to investigate the broad
array of sublethal effects caused by pesticides so that we can
better inform policy and decision-making.
TABLE 1 | Pairwise comparisons of viral titers between treatments and days after viral inoculation, using binomial exact tests and Benjamini-Hochberg corrections for
multiple comparisons.

Pairwise Statistical Comparisons of Viral Titers

Between Treatments; Within Days P-value Within Treatments; Between Days P-value

Day 1 Virus only
Flupyradifurone+Virus vs Virus only 0.369 Day 1 vs Day 2 <0.001
Clothianidin+Virus vs Virus only 0.111 Day 2 vs Day 3 0.619

Day 2 Day 1 vs Day3 <0.001
Flupyradifurone+Virus vs Virus only <0.001 Flupyradifurone+Virus
Clothianidin+Virus vs Virus only 0.111 Day 1 vs Day 2 <0.001

Day 3 Day 2 vs Day 3 0.005
Flupyradifurone+Virus vs Virus only 1 Day 1 vs Day3 <0.001
Clothianidin+Virus vs Virus only 0.359 Clothianidin+Virus

Day 1 vs Day 2 0.001
Day 2 vs Day 3 0.373
Day 1 vs Day3 <0.001
July 2022 | Volume 2 | Article
Bold numbers denotes statistically significant differences between groups.
907555

https://www.frontiersin.org/journals/insect-science
http://www.frontiersin.org/
https://www.frontiersin.org/journals/insect-science#articles


Harwood et al. Flupyradifurone Delays Viral Clearance
DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/supplementary material. Further inquiries can be
directed to the corresponding author.

AUTHOR CONTRIBUTIONS

GH: conceptualization, formal analysis, investigation,
methodology, writing (original draft, review, editing). VP:
investigation, methodology, formal analysis. AD: project
administration, funding acquisition, conceptualization,
methodology, writing (review and editing). All authors
contributed to the articled and approved the submitted version.
Frontiers in Insect Science | www.frontiersin.org 7
FUNDING

This work was funded by the US Department of Agriculture
grant 2019-67013-29300.
ACKNOWLEDGMENTS

The authors would like to thank Nathan Beach and the
University of Illinois Bee Research Lab for maintaining
colonies and providing samples. Additionally, we thank the
members of the Dolezal Lab for providing critical feedback on
the project.
REFERENCES
1. Jordan A, Patch HM, Grozinger CM, Khanna V. Economic Dependence and

Vulnerability of United States Agricultural Sector on Insect-Mediated
Pollination Service. Environ Sci Technol (2021) 55:2243–53. doi: 10.1021/
acs.est.0c04786

2. US Department of Agriculture. Honey Bee Colonies (2021). Available at:
https://downloads.usda.library.cornell.edu/usda-esmis/files/rn301137d/
8g84nk42x/00000x890/hcny0821.pdf (Accessed March 15, 2022).

3. Goulson D, Nicholls E, Botıás C, Rotheray EL. Bee Declines Driven by
Combined Stress From Parasites, Pesticides, and Lack of Flowers. Science
(2015) 347:1255957. doi: 10.1126/science.1255957

4. Harwood GP, Dolezal AG. Pesticide–Virus Interactions in Honey Bees:
Challenges and Opportunities for Understanding Drivers of Bee Declines.
Viruses (2020) 12:566. doi: 10.3390/v12050566

5. Johnson RM, Ellis MD, Mullin CA, Frazier M. Pesticides and Honey Bee
Toxicity–USA. Apidologie (2010) 41:312–31. doi: 10.1051/apido/2010018

6. Smith KM, Loh EH, Rostal MK, Zambrana-Torrelio CM, Mendiola L, Daszak
P. Pathogens, Pests, and Economics: Drivers of Honey Bee Colony Declines
and Losses. EcoHealth (2013) 10:434–45. doi: 10.1007/s10393-013-0870-2

7. Dolezal AG, Carrillo-Tripp J, Judd TM, Allen Miller W, Bonning BC, Toth
AL. Interacting Stressors Matter: Diet Quality and Virus Infection in
Honeybee Health. R Soc Open Sci (2019) 6:181803. doi: 10.1098/rsos.181803

8. Siviter H, Bailes EJ, Martin CD, Oliver TR, Koricheva J, Leadbeater E, et al.
Agrochemicals Interact Synergistically to Increase Bee Mortality. Nature
(2021) 596:389–92. doi: 10.1038/s41586-021-03787-7

9. Johnson RM. Honey Bee Toxicology. Annu Rev Entomol (2015) 60:415–34.
doi: 10.1146/annurev-ento-011613-162005

10. Cullen MG, Thompson LJ, Carolan JC, Stout JC, Stanley DA. Fungicides,
Herbicides and Bees: A Systematic Review of Existing Research and Methods.
PloS One (2019) 14:e0225743. doi: 10.1371/journal.pone.0225743

11. Mogren CL, Lundgren JG. Neonicotinoid-Contaminated Pollinator Strips
Adjacent to Cropland Reduce Honey Bee Nutritional Status. Sci Rep (2016)
6:29608. doi: 10.1038/srep29608

12. Science. European Union Expands Ban of Three Neonicotinoid Pesticides
(2018). Available at: https://www.science.org/content/article/european-
union-expands-ban-three-neonicotinoid-pesticides (Accessed March 15,
2022).

13. Chemical & Engineering News. France Bans All Uses of Neonicotinoid
Pesticides, Outpacing European Union Measure (2018). Available at: https://
cen.acs.org/environment/pesticides/France-bans-uses-neonicotinoid-
pesticides/96/i36 (Accessed March 15, 2022).

14. American Society of Horticultural Science. U.S. States Begin Ban on
Neonicotinoids (2016). Available at: https://ashs.org/blogpost/1288786/
251171/U-S-States-Begin-Ban-on-Neonicotinoids (Accessed March 15,
2022).

15. Bayer CropScience. New Insecticide SivantoTM Registered in the USA (2015).
Available at: http://media.bayer.com/baynews/baynews.nsf/id/New-
insecticide-Sivanto-registered-in-the-USA (Accessed March 15, 2022).
16. Nauen R, Jeschke P, Velten R, Beck ME, Ebbinghaus-Kintscher U, Thielert W,
et al. Flupyradifurone: A Brief Profile of a New Butenolide Insecticide. Pest
Manag Sci (2015) 71:850–62. doi: 10.1002/ps.3932

17. Chen YP, Siede RResearch B-A in V. “Honey Bee Viruses.”. In: Advances in
Virus Research Academic Press (2007). Cambridge, MA. p. 33–80.
doi: 10.1016/S0065-3527(07)70002-7

18. Chen Y, Evans J, Feldlaufer M. Horizontal and Vertical Transmission of
Viruses in the Honey Bee, Apis Mellifera. J Invertebr Pathol (2006) 92:152–9.
doi: 10.1016/j.jip.2006.03.010

19. Ryabov EV, Childers AK, Chen Y, Madella S, Nessa A, vanEngelsdorp D, et al.
Recent Spread of Varroa Destructor Virus-1, a Honey Bee Pathogen, in the
United States. Sci Rep (2017) 7:1–10. doi: 10.1038/s41598-017-17802-3

20. Kevill JL, de Souza FS, Sharples C, Oliver R, Schroeder DC, Martin SJ. DWV-
A Lethal to Honey Bees (Apis Mellifera): A Colony Level Survey of DWV
Variants (A, B, and C) in England, Wales, and 32 States Across the US. Viruses
(2019) 11:426. doi: 10.3390/v11050426

21. Martin SJ. The Role of Varroa and Viral Pathogens in the Collapse of
Honeybee Colonies: A Modelling Approach. J Appl Ecol (2001) 38:1082–93.
doi: 10.1046/j.1365-2664.2001.00662.x

22. Yang X, Cox-Foster DL. Impact of an Ectoparasite on the Immunity and
Pathology of an Invertebrate: Evidence for Host Immunosuppression and
Viral Amplification. Proc Natl Acad Sci (2005) 102:7470–5. doi: 10.1073/
pnas.0501860102

23. Di Prisco G, Cavaliere V, Annoscia D, Varricchio P, Caprio E, Nazzi F, et al.
Neonicotinoid Clothianidin Adversely Affects Insect Immunity and Promotes
Replication of a Viral Pathogen in Honey Bees. Proc Natl Acad Sci (2013)
110:18466–71. doi: 10.1073/pnas.1314923110

24. Walderdorff L, Laval-Gilly P, Bonnefoy A, Falla-Angel J. Imidacloprid
Intensifies its Impact on Honeybee and Bumblebee Cellular Immune
Response When Challenged With LPS (Lippopolysacharide) of Escherichia
Coli. J Insect Physiol (2018) 108:17–24. doi: 10.1016/j.jinsphys.2018.05.002

25. Walderdorff L, Laval-Gilly P, Wechtler L, Bonnefoy A, Falla-Angel J.
Phagocytic Activity of Human Macrophages and Drosophila Hemocytes
After Exposure to the Neonicotinoid Imidacloprid. Pestic Biochem Physiol
(2019) 160:95–101. doi: 10.1016/j.pestbp.2019.07.007

26. Lamiable O, Arnold J, de Faria IJdaS, Olmo RP, Bergami F, Meignin C, et al.
Analysis of the Contribution of Hemocytes and Autophagy to Drosophila
Antiviral Immunity. J Virol (2016) 90:5415–26. doi: 10.1128/JVI.00238-16

27. Campbell JW, Cabrera AR, Stanley-Stahr C, Ellis JD. An Evaluation of the
Honey Bee (Hymenoptera: Apidae) Safety Profile of a New Systemic
Insecticide, Flupyradifurone, Under Field Conditions in Florida. J Econ
Entomol (2016) 109:1967–72. doi: 10.1093/jee/tow186

28. Haas J, Zaworra M, Glaubitz J, Hertlein G, Kohler M, Lagojda A, et al. A
Toxicogenomics Approach Reveals Characteristics Supporting the Honey Bee
(Apis Mellifera L.) Safety Profile of the Butenolide Insecticide
Flupyradifurone. Ecotoxicol Environ Saf (2021) 217:112247. doi: 10.1016/
j.ecoenv.2021.112247

29. US Environmental Protection Agency. Environmental Fate and Ecological
Risk Assessment for Foliar, Soil Drench, and Seed Treatment Uses of the New
July 2022 | Volume 2 | Article 907555

https://doi.org/10.1021/acs.est.0c04786
https://doi.org/10.1021/acs.est.0c04786
https://downloads.usda.library.cornell.edu/usda-esmis/files/rn301137d/8g84nk42x/00000x890/hcny0821.pdf
https://downloads.usda.library.cornell.edu/usda-esmis/files/rn301137d/8g84nk42x/00000x890/hcny0821.pdf
https://doi.org/10.1126/science.1255957
https://doi.org/10.3390/v12050566
https://doi.org/10.1051/apido/2010018
https://doi.org/10.1007/s10393-013-0870-2
https://doi.org/10.1098/rsos.181803
https://doi.org/10.1038/s41586-021-03787-7
https://doi.org/10.1146/annurev-ento-011613-162005
https://doi.org/10.1371/journal.pone.0225743
https://doi.org/10.1038/srep29608
https://www.science.org/content/article/european-union-expands-ban-three-neonicotinoid-pesticides
https://www.science.org/content/article/european-union-expands-ban-three-neonicotinoid-pesticides
https://cen.acs.org/environment/pesticides/France-bans-uses-neonicotinoid-pesticides/96/i36
https://cen.acs.org/environment/pesticides/France-bans-uses-neonicotinoid-pesticides/96/i36
https://cen.acs.org/environment/pesticides/France-bans-uses-neonicotinoid-pesticides/96/i36
https://ashs.org/blogpost/1288786/251171/U-S-States-Begin-Ban-on-Neonicotinoids
https://ashs.org/blogpost/1288786/251171/U-S-States-Begin-Ban-on-Neonicotinoids
http://media.bayer.com/baynews/baynews.nsf/id/New-insecticide-Sivanto-registered-in-the-USA
http://media.bayer.com/baynews/baynews.nsf/id/New-insecticide-Sivanto-registered-in-the-USA
https://doi.org/10.1002/ps.3932
https://doi.org/10.1016/S0065-3527(07)70002-7
https://doi.org/10.1016/j.jip.2006.03.010
https://doi.org/10.1038/s41598-017-17802-3
https://doi.org/10.3390/v11050426
https://doi.org/10.1046/j.1365-2664.2001.00662.x
https://doi.org/10.1073/pnas.0501860102
https://doi.org/10.1073/pnas.0501860102
https://doi.org/10.1073/pnas.1314923110
https://doi.org/10.1016/j.jinsphys.2018.05.002
https://doi.org/10.1016/j.pestbp.2019.07.007
https://doi.org/10.1128/JVI.00238-16
https://doi.org/10.1093/jee/tow186
https://doi.org/10.1016/j.ecoenv.2021.112247
https://doi.org/10.1016/j.ecoenv.2021.112247
https://www.frontiersin.org/journals/insect-science
http://www.frontiersin.org/
https://www.frontiersin.org/journals/insect-science#articles


Harwood et al. Flupyradifurone Delays Viral Clearance
Insecticide Flupyradifurone (BYI 02960) (2014). Available at: https://
downloads.regulations.gov/EPA-HQ-OPP-2013-0226-0047/content.pdf
(Accessed March 15, 2022).

30. Chakrabarti P, Carlson EA, Lucas HM, Melathopoulos AP, Sagili RR. Field
Rates of SivantoTM (Flupyradifurone) and Transform® (Sulfoxaflor) Increase
Oxidative Stress and Induce Apoptosis in Honey Bees (Apis Mellifera L.). PloS
One (2020) 15:e0233033. doi: 10.1371/journal.pone.0233033

31. Hesselbach H, Scheiner R. The Novel Pesticide Flupyradifurone (Sivanto)
Affects Honeybee Motor Abilities. Ecotoxicology (2019) 28:354–66.
doi: 10.1007/s10646-019-02028-y

32. Hesselbach H, Scheiner R. Effects of the Novel Pesticide Flupyradifurone
(Sivanto) on Honeybee Taste and Cognition. Sci Rep (2018) 8:4954.
doi: 10.1038/s41598-018-23200-0

33. Tosi S, Nieh JC. Lethal and Sublethal Synergistic Effects of a New Systemic
Pesticide, Flupyradifurone (Sivanto®), on Honeybees. Proc R Soc B Biol Sci
(2019) 286:20190433. doi: 10.1098/rspb.2019.0433

34. Tong L, Nieh JC, Tosi S. Combined Nutritional Stress and a New Systemic
Pesticide (Flupyradifurone, Sivanto®) Reduce Bee Survival, Food
Consumption, Flight Success, and Thermoregulation. Chemosphere (2019)
237:124408. doi: 10.1016/j.chemosphere.2019.124408

35. Wu Y-Y, Pasberg P, Diao Q-Y, Nieh JC. Flupyradifurone Reduces Nectar
Consumption and Foraging But Does Not Alter Honey Bee Recruitment
Dancing. Ecotoxicol Environ Saf (2021) 207:111268. doi: 10.1016/
j.ecoenv.2020.111268

36. Guo Y, Diao Q-Y, Dai P-L, Wang Q, Hou C-S, Liu Y-J, et al. The Effects of
Exposure to Flupyradifurone on Survival, Development, and Foraging
Activity of Honey Bees (Apis Mellifera L.) Under Field Conditions. Insects
(2021) 12:357. doi: 10.3390/insects12040357

37. Al Naggar Y, Baer B. Consequences of a Short Time Exposure to a Sublethal
Dose of Flupyradifurone (Sivanto) Pesticide Early in Life on Survival and
Immunity in the Honeybee (Apis Mellifera). Sci Rep (2019) 9:19753.
doi: 10.1038/s41598-019-56224-1

38. Van den Brink PJ, Van Smeden JM, Bekele RS, Dierick W, De Gelder DM,
NoteboomM, et al. Acute and Chronic Toxicity of Neonicotinoids to Nymphs
of a Mayfly Species and Some Notes on Seasonal Differences. Environ Toxicol
Chem (2016) 35:128–33. doi: 10.1002/etc.3152

39. Lima MPR, Cardoso DN, Soares AMVM, Loureiro S. Carbaryl Toxicity
Prediction to Soil Organisms Under High and Low Temperature Regimes.
Ecotoxicol Environ Saf (2015) 114:263–72. doi: 10.1016/j.ecoenv.2014.04.004

40. Decourtye A, Lacassie E, Pham-Delègue M-H. Learning Performances of
Honeybees (Apis Mellifera L) are Differentially Affected by Imidacloprid
According to the Season. Pest Manag Sci (2003) 59:269–78. doi: 10.1002/
ps.631

41. Huang Z-Y, Robinson GE. Seasonal Changes in Juvenile Hormone Titers and
Rates of Biosynthesis in Honey Bees. J Comp Physiol B (1995) 165:18–28.
doi: 10.1007/BF00264682

42. Dolezal AG, St. Clair AL, Zhang G, Toth AL, O’Neal ME. Native Habitat
Mitigates Feast–Famine Conditions Faced by Honey Bees in an Agricultural
Landscape. Proc Natl Acad Sci (2019) 116:25147–55. doi: 10.1073/
pnas.1912801116

43. DeGrandi-Hoffman G, Corby-Harris V, Carroll M, Toth AL, Gage S, Watkins
deJong E, et al. The Importance of Time and Place: Nutrient Composition and
Utilization of Seasonal Pollens by European Honey Bees (Apis Mellifera L.).
Insects (2021) 12:235. doi: 10.3390/insects12030235

44. Liao L-H, Wu W-Y, Berenbaum MR. Impacts of Dietary Phytochemicals in
the Presence and Absence of Pesticides on Longevity of Honey Bees (Apis
Mellifera). Insects (2017) 8:22. doi: 10.3390/insects8010022

45. Wong MJ, Liao L-H, Berenbaum MR. Biphasic Concentration-Dependent
Interaction Between Imidacloprid and Dietary Phytochemicals in Honey Bees
(Apis Melli fera). PloS One (2018) 13:e0206625. doi: 10.1371/
journal.pone.0206625

46. Palmer-Young EC, Tozkar CÖ, Schwarz RS, Chen Y, Irwin RE, Adler LS, et al.
Nectar and Pollen Phytochemicals Stimulate Honey Bee (Hymenoptera:
Apidae) Immunity to Viral Infection. J Econ Entomol (2017) 110:1959–72.
doi: 10.1093/jee/tox193

47. Hsieh EM, Berenbaum MR, Dolezal AG. Ameliorative Effects of
Phytochemical Ingestion on Viral Infection in Honey Bees. Insects (2020)
11:698. doi: 10.3390/insects11100698
Frontiers in Insect Science | www.frontiersin.org 8
48. Hsieh EM, Carrillo-Tripp J, Dolezal AG. Preparation of Virus-Enriched
Inoculum for Oral Infection of Honey Bees (Apis Mellifera). JoVE J Vis Exp
(2020) 162:e61725. doi: 10.3791/61725

49. Fine JD, Cox-Foster DL, Mullin CA. An Inert Pesticide Adjuvant Synergizes
Viral Pathogenicity and Mortality in Honey Bee Larvae. Sci Rep (2017)
7:40499. doi: 10.1038/srep40499

50. Amiri E, Seddon G, Zuluaga Smith W, Strand MK, Tarpy DR, Rueppell O.
Israeli Acute Paralysis Virus: Honey Bee Queen–Worker Interaction and
Potential Virus Transmission Pathways. Insects (2019) 10:9. doi: 10.3390/
insects10010009

51. Chen YP, Pettis JS, Corona M, Chen WP, Li CJ, Spivak M, et al. Israeli Acute
Paralysis Virus: Epidemiology, Pathogenesis and Implications for Honey Bee
Health. PloS Pathog (2014) 10:e1004261. doi: 10.1371/journal.ppat.1004261

52. Li-Byarlay H, Boncristiani H, Howell G, Herman J, Clark L, Strand MK, et al.
Transcriptomic and Epigenomic Dynamics of Honey Bees in Response to
Lethal Viral Infection. Front Genet (2020) 11:566320. doi: 10.3389/
fgene.2020.566320

53. Cox-Foster DL, Conlan S, Holmes EC, Palacios G, Evans JD, Moran NA, et al.
A Metagenomic Survey of Microbes in Honey Bee Colony Collapse Disorder.
Science (2007) 318:283–7. doi: 10.1126/science.1146498

54. Carrillo-Tripp J, Dolezal AG, Goblirsch MJ, Miller WA, Toth AL, Bonning
BC. In Vivo and In Vitro Infection Dynamics of Honey Bee Viruses. Sci Rep
(2016) 6:22265. doi: 10.1038/srep22265

55. US Environmental Protection Agency. Revised Assessment for Clothianidin
Registration of Prosper T400 Seed Treatment on Mustard Seed (Oilseed and
Condiment) and PonchoNotivo Seed Treatment on Cotton (2010). Available at:
https://downloads.regulations.gov/EPA-HQ-OPP-2011-0865-0010/content.
pdf (Accessed March 21, 2022).

56. Dolezal AG, Hendrix SD, Scavo NA, Carrillo-Tripp J, Harris MA, Wheelock
MJ, et al. Honey Bee Viruses in Wild Bees: Viral Prevalence, Loads, and
Experimental Inoculation. PloS One (2016) 11:e0166190. doi: 10.1371/
journal.pone.0166190

57. DeGrandi-Hoffman G, Gage SL, Corby-Harris V, Carroll M, Chambers M,
Graham H, et al. Connecting the Nutrient Composition of Seasonal Pollens
With Changing Nutritional Needs of Honey Bee (Apis Mellifera L.) Colonies.
J Insect Physiol (2018) 109:114–24. doi: 10.1016/j.jinsphys.2018.07.002

58. DeGrandi-Hoffman G, Chen Y, Rivera R, Carroll M, Chambers M, Hidalgo G,
et al. Honey Bee Colonies Provided With Natural Forage Have Lower
Pathogen Loads and Higher Overwinter Survival Than Those Fed Protein
Supplements. Apidologie (2016) 47:186–96. doi: 10.1007/s13592-015-0386-6

59. Poquet Y, Vidau C, Alaux C. Modulation of Pesticide Response in Honeybees.
Apidologie (2016) 47:412–26. doi: 10.1007/s13592-016-0429-7

60. Wahl O, Ulm K. Influence of Pollen Feeding and Physiological Condition on
Pesticide Sensitivity of the Honey Bee Apis Mellifera Carnica. Oecologia
(1983) 59:106–28. doi: 10.1007/BF00388082

61. Corby-Harris V, Jones BM, Walton A, Schwan MR, Anderson KE.
Transcriptional Markers of Sub-Optimal Nutrition in Developing Apis
Mellifera Nurse Workers. BMC Genomics (2014) 15:134. doi: 10.1186/1471-
2164-15-134

62. Schmehl DR, Teal PEA, Frazier JL, Grozinger CM. Genomic Analysis of the
Interaction Between Pesticide Exposure and Nutrition in Honey Bees (Apis
Mellifera). J Insect Physiol (2014) 71:177–90. doi: 10.1016/j.jinsphys.2014.10.002

63. Goulson D. REVIEW: An Overview of the Environmental Risks Posed by
Neonicotinoid Insecticides. J Appl Ecol (2013) 50:977–87. doi: 10.1111/1365-
2664.12111

64. Wood TJ, Goulson D. The Environmental Risks of Neonicotinoid Pesticides:
A Review of the Evidence Post 2013. Environ Sci pollut Res (2017) 24:17285–
325. doi: 10.1007/s11356-017-9240-x

65. Pohorecka K, Szczęsna T, Witek M, Miszczak A, Sikorski P. The Exposure of
Honey Bees to Pesticide Residues in the Hive Environment With Regard to
Winter Colony Losses. J Apic Sci (2017) 61:105–25. doi: 10.1515/jas-2017-
0013

66. Tison L, Rößner A, Gerschewski S, Menzel R. The Neonicotinoid Clothianidin
Impairs Memory Processing in Honey Bees. Ecotoxicol Environ Saf (2019)
180:139–45. doi: 10.1016/j.ecoenv.2019.05.007
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