
CORRECTION

A nicotinic acetylcholine receptor agonist affects honey bee
sucrose responsiveness and decreases waggle dancing
Daren M. Eiri and James C. Nieh

There was an error published in J. Exp. Biol. 215, 2022-2029.

In the final sentence of paragraph 4 of ‘Effects on SR’ in the Results section, the total number of proboscis extensions is given, rather than
percentages. The correct sentence is published below.

On average, control nectar foragers had a lower mean total PER bee−1 (4.1±2.3 responses) than control pollen foragers (4.8±2.1 responses).

The authors apologise for any confusion this may have caused.
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INTRODUCTION
Acetylcholine (ACh) plays a major role in insect synaptic
neurotransmission (Breer and Sattelle, 1987; Tomizawa and Casida,
2003). One ACh receptor, the nicotinic acetylcholine receptor
(nAChR), belongs to the superfamily of Cys-loop ligand-gated ion
channels and mediates signal transmission at cholinergic synapses
(Jones et al., 2006). In honey bees, nAChRs are expressed in brain
areas associated with mechanosensory antennal information, visual
and olfactory processing, learning and memory (Gauthier, 2010).
Neonicotinoids target nAChRs (Matsuda et al., 2001) and thus
provide a tool to explore bee neurobiology. In honey bees, the
neonicotinoid imidacloprid inhibits receptors for -aminobutyric acid
(GABA), a major neurotransmitter in the central nervous system
(Thany, 2010). Imidacloprid is a partial agonist of nAChRs in brain
areas associated with olfaction, learning and memory: cultured
antennal lobe neurons (Barbara et al., 2005; Barbara et al., 2008)
and cultured Kenyon cells from mushroom bodies (Déglise et al.,
2002). Suchail et al. found that imidacloprid is metabolized relatively
quickly and has a half-life of 4–5h (Suchail et al., 2004a).
Imidacloprid’s metabolites also interfere with habituation and
memory formation in honey bees (Guez, 2001; Decourtye et al.,
2004b).

Researchers have also examined the effects of imidacloprid on
honey bee behavior, particularly its effects on foraging, a key aspect
of colony fitness (Sherman and Visscher, 2002). Imidacloprid
reduces foraging rates (Decourtye et al., 2004a; Ramirez-Romero
et al., 2005), delays a forager’s return visit to food (Yang et al.,
2008) and impairs olfactory associative learning (Decourtye et al.,

2003; Decourtye et al., 2004b; Decourtye et al., 2004a), which plays
a significant role in the learning of rewarding food sources (Riffell,
2011). Other studies have reported that imidacloprid reduces feeder
visitation and feeding (Kirchner, 1999; Decourtye and Devillers,
2010). This reduction in feeder visits may be due to decreased
recruitment and persisted for days, even after the feeder was switched
from imidacloprid to uncontaminated sucrose (Decourtye et al.,
2004a).

Studies have reported preliminary observations that bees trained
to a sucrose feeder laced with imidacloprid (20–100p.p.b.) begin
trembling or may decrease the frequency of waggle dancing upon
their return to the nest (Kirchner, 1999; Dechaume-Moncharmont,
2003). A reduction in waggle dancing can significantly reduce
colony weight gain and fitness (Sherman and Visscher, 2002;
Dornhaus and Chittka, 2004). However, it is unclear whether such
behaviors are due to the perception of the food being contaminated,
or to the ingestion of imidacloprid, which subsequently alters
recruitment even to uncontaminated food.

Foraging behavior is also influenced by sucrose responsiveness
(SR), whether a bee finds a nectar source sweet enough to feed
upon. Bees that consume only nectar with a high sugar concentration
(high response threshold bees) respond to fewer sucrose
concentrations in a test series. Bees that consume even low
concentration nectar are called low response threshold bees and will
accept low, medium and high sugar concentrations. Sucrose
responsiveness is influenced by multiple factors, including the
environment (recent feeding experiences) (Pankiw et al., 2001) and
genetics. Page and Fondrk identified quantitative trait loci that are

SUMMARY
A nicotinic acetylcholine receptor agonist, imidacloprid, impairs memory formation in honey bees and has general effects on
foraging. However, little is known about how this agonist affects two specific aspects of foraging: sucrose responsiveness (SR)
and waggle dancing (which recruits nestmates). Using lab and field experiments, we tested the effect of sublethal doses of
imidacloprid on (1) bee SR with the proboscis extension response assay, and (2) free-flying foragers visiting and dancing for a
sucrose feeder. Bees that ingested imidacloprid (0.21 or 2.16ngbee–1) had higher sucrose response thresholds 1h after treatment.
Foragers that ingested imidacloprid also produced significantly fewer waggle dance circuits (10.5- and 4.5-fold fewer for 50% and
30% sucrose solutions, respectively) 24h after treatment as compared with controls. However, there was no significant effect of
imidacloprid on the sucrose concentrations that foragers collected at a feeder 24h after treatment. Thus, imidacloprid temporarily
increased the minimum sucrose concentration that foragers would accept (short time scale, 1h after treatment) and reduced
waggle dancing (longer time scale, 24h after treatment). The effect of time suggests different neurological effects of imidacloprid
resulting from the parent compound and its metabolites. Waggle dancing can significantly increase colony food intake, and thus
a sublethal dose (0.21ngbee–1, 24p.p.b.) of this commonly used pesticide may impair colony fitness.

Key words: imidacloprid, sucrose response threshold, waggle dance communication, foraging, pesticide.

Received 24 November 2011; Accepted 27 February 2012

The Journal of Experimental Biology 215, 2022-2029
© 2012. Published by The Company of Biologists Ltd
doi:10.1242/jeb.068718

RESEARCH ARTICLE

A nicotinic acetylcholine receptor agonist affects honey bee sucrose responsiveness
and decreases waggle dancing

Daren M. Eiri* and James C. Nieh
Division of Biological Sciences, Section of Ecology, Behavior, and Evolution, University of California, San Diego, Mail code 0116,

9500 Gilman Drive, La Jolla, CA 92093-0166, USA
*Author for correspondence (dareneiri@gmail.com)

THE JOURNAL OF EXPERIMENTAL BIOLOGY



2023Imidacloprid alters bee SR and dancing

linked to SR and the probability of individuals foraging for pollen
(Page and Fondrk, 1998). Pollen and water foraging are correlated
with a low sucrose response threshold, and nectar foraging is
associated with a higher sucrose response threshold (Page and
Fondrk, 1995; Pankiw and Page, 2000). Empty foragers, bees that
return without pollen or nectar, have high sucrose response
thresholds (Drezner-Levy et al., 2009). Pankiw and Page reported
such ‘finicky foragers’ had even lower SR than bees bringing back
nectar (Pankiw and Page, 2000). Thus, an increase in the number
of ‘finicky foragers’ should change the willingness of foragers to
collect nectars with lower sucrose concentrations. This could reduce
food flow to the nest, because bees normally collect nectar over a
wide range of concentrations (Seeley, 1995).

Aliouane et al. examined the effects of the neonicotinoid
thiamethroxam on SR, and found that a bee fed 1ng of
thiamethroxam shows a significant reduction in its willingness to
extend its proboscis (proboscis extension response, PER) and feed
on 3% or 10% (w/w) sucrose solutions (Aliouane et al., 2009).
Lambin et al. topically applied imidacloprid on the thorax and found
that it decreases SR at high doses of 5, 10 and 20ngbee–1 (Lambin
et al., 2001). However, no honey bee studies have examined the
effect of ingested imidacloprid on SR, or tested the effect of
imidacloprid at lower doses that correspond to more realistic field
exposure levels [1.1–4.3ngbee–1 (Rortais et al., 2005)].

These field exposure levels are an important consideration,
because imidacloprid is a pesticide widely used to control plant-
sucking agricultural pests (Tomizawa and Casida, 2003) such as
aphids and leafhoppers (Elbert et al., 2008). Concern has therefore
grown about the effects of neonicotinoids on non-target insects such
as honey bees (Desneux et al., 2007). Imidacloprid is commonly
applied as a seed dressing. It is translocated primarily within the
xylem and is absorbed by different plant tissues (Sur and Stork,
2003). Nectar and pollen can consequently contain imidacloprid at
concentrations that negatively affect honey bees (Bonmatin et al.,
2003; Bonmatin et al., 2005). In addition, the guttation drops (xylem
sap) that exude on the tips and edges of corn leaves grown from
pesticide-treated seeds can contain high levels of pesticide (Girolami
et al., 2009). Bees collect these guttation drops (Shawki et al., 2006),
which can contain lethal imidacloprid concentrations
[47,000±9960p.p.b., mean ± s.d. (Girolami et al., 2009)].

Thus, the goals of our study were to determine how sublethal
doses of the nAChR agonist imidacloprid affect honey bee
preference for nectar sweetness and honey bee foraging behavior.
We measured (1) the short-term effects of imidacloprid on honey
bee sucrose response threshold (SR) and (2) the longer term effects
of imidacloprid metabolites on honey bee foraging preferences and
waggle dancing. To the best of our knowledge, the results from this
study provide the first detailed data on how imidacloprid alters
forager SR and waggle dancing, effects that may contribute to
decreased colony fitness.

MATERIALS AND METHODS
This study was conducted at the UC San Diego Biological Field
Station (La Jolla, CA, USA) between February and October 2010,
and February and August 2011. We performed two experiments
with five healthy colonies of Apis mellifera ligustica Spinola 1806
used consecutively. In the first experiment (short-term effect of
imidacloprid), foragers from three colonies were placed in modified
PER harnesses, restraining movement to only their mouthparts and
antennae (Takeda, 1961), and their SR was measured after 1h. In
the second experiment (longer term effect of imidacloprid
metabolites), we measured the responses of free-flying foragers from

the two remaining colonies visiting a feeder 24h after treatment.
We chose this short time interval for our SR assay to facilitate
comparisons with the results of other investigators (Aliouane et al.,
2009). We did not measure the longer term effect of imidacloprid
on SR after 24h. Prolonged captivity can result in a lower survival
rate and deteriorated PERs unless bees are fed a significant quantity
of sucrose solution, a manipulation known to affect their SR
(Mujagic and Erber, 2009). In the foraging experiment, free-flying
foragers would not return to the feeder 1h after they had been treated,
but would return the next day (24h later). Thus, the foraging
experiment examined the longer-term effects of imidacloprid and
its metabolites on foraging and recruitment behavior.

Imidacloprid dose and concentration
Rortais et al. estimated that bees collecting nectar could receive
imidacloprid doses of 1.1–4.3ngbee–1 (Rortais et al., 2005). Because
the effects of imidacloprid are dose dependent (Decourtye and
Devillers, 2010), we tested two different doses within this range,
covering a 10-fold span. We used a micropipette to feed bees 7l
of imidacloprid (Sigma-Aldrich PS2086 analytical standard)
suspended in 2.0moll–1 unscented pure sucrose solution: 0.21ng,
at 24p.p.b. or 2.16ng at 241p.p.b. To calculate p.p.b., we used
1263.36kgm–3 as the density of 2.0moll–1 sucrose solution (56%
sucrose w/w) at room temperature [table322/1 in Bubnik et al.
(Bubnik et al., 1995)]. The lowest concentration (24p.p.b.) that we
used is similar that used in previous studies (Kirchner, 1999;
Decourtye et al., 2003) and the higher concentration (241p.p.b.) is
similar to the highest concentration (240p.p.b.) used in another study
(Decourtye et al., 2003).

Effects on SR
The SR bioassay is based upon the PER and assesses a bee’s
perception of sugar (Page et al., 1998). The response threshold is
measured by stimulating a bee’s antennae with an ascending sucrose
concentration gradient. The lowest sucrose concentration that will
elicit proboscis extension is the response threshold (Marshall, 1935;
Scheiner et al., 2004).

Honey bees were trained 1.5m from the colony entrance to a
nectar (2.0moll–1 unscented sucrose, 56% w/w) or pollen (freshly
ground, collected from honey bees) feeder. We defined nectar and
pollen foragers as bees that foraged only on nectar or pollen,
respectively, at these feeders and thus would bring back only a nectar
or a pollen load to the colony (Pankiw and Page, 2000).

Three standard apiary colonies were used for this experiment. At
the feeders, bees were individually captured inside plastic vials
within 1s of landing to ensure consistent responsiveness (Mujagic
and Erber, 2009). Holes were made in the cap of each vial to allow
ventilation and permit feeding with a micropipette (7l of 2.0moll–1

sucrose solution containing imidacloprid at 0, 0.21 or 2.16ngbee–1).
We then harnessed bees inside stainless steel tubes, and placed them
in an incubator (30°C, 70% humidity) for 1h to allow full absorption
of imidacloprid from the gut (see El Hassani et al., 2008). No further
imidacloprid was provided.

The SR for each individual was measured by stimulating the two
antennae simultaneously for 3 s with an ascending sucrose
concentration series of 0%, 0.1%, 0.3%, 1%, 3%, 10%, 30% and
50% (w/w) (Mujagic and Erber, 2009). Unlike a previous method
(Page et al., 1998), water was not used between each sucrose
concentration. These test sucrose solutions contained no
imidacloprid and were prepared with analytical grade sucrose and
double-distilled water. All bees were tested with all sucrose
concentrations, using an inter-test interval of 2min (Page et al.,

THE JOURNAL OF EXPERIMENTAL BIOLOGY



2024

1998). For each trial, 7–15 bees were tested. Half of the group was
treated with the control solution and half with one of the imidacloprid
doses. Only a proboscis extension that was complete (extending
through the mouthparts) was recorded as a response.

We gauged SR in two different ways. We measured the sucrose
response threshold (SRT), the lowest sucrose concentration in a
series that elicited proboscis extension (see Page et al., 1998). We
also measured the total PERbee–1, the total number of proboscis
extensions elicited by the sucrose series [the gustatory response score
(Mujagic and Erber, 2009)]. A high response threshold results in a
low total PER score because this corresponds to a bee only
extending its proboscis for higher concentration sucrose solutions.
After testing, control bees were permanently marked on their thorax
with enamel paint (so that they would not be mistakenly reused)
and released back to the their colonies. Bees treated with
imidacloprid were not released, and were killed by freezing.

Effects on foraging and dancing
To test the effect of imidacloprid on foragers, we consecutively used
two observation colonies and trained bees to a feeder (50% w/w
sucrose solution, with no treatment) located 1.5m from each colony
entrance. We used this short feeder distance to encourage dancing
and to limit the costs of food collection, thereby presenting a highly
desirable food source, even at low sucrose concentrations. At this
distance, recruiting bees perform what is classically called the ‘round
dance’ (von Frisch, 1967). However, recent analyses suggest that
the term ‘waggle dance’ should be applied to a continuum of
behaviors encompassing both the round dance and waggle dance
(Gardner et al., 2008). We follow this terminology and focus on the
number of dance circuit repetitions, which are positively correlated
with recruitment for both round and waggle dance variants (von
Frisch, 1967).

Each colony was housed in a standard Langstroth three-frame
observation hive placed inside a temperature-controlled room
(30°C). Bees entered and exited each colony through a vinyl tube
piercing the wall. To facilitate observations, each colony had an
adjustable entrance slide that allowed bees to enter and exit from
only one side, where they consequently performed all recruitment
dances. We uniquely marked foragers with different combinations
of enamel paint on the thorax.

We conducted one trial per day from 09:00h to 12:00h during
May–August 2011 and used two colonies consecutively. We only
used bees that consistently visited the 50% sucrose feeder before
the treatment. We captured each bee in a separate vial, and fed it
inside the vial with 7l of the control (pure 2.0moll–1 sucrose) or
imidacloprid (0.21ngbee–1, 24p.p.b. in 2.0moll–1 sucrose) solution.
Bees were incubated for 1h to allow full absorption of the
imidacloprid and then released back to the hive. The next day, we
measured the number of visits made by each bee to a series of sucrose
concentrations (50%, 30%, 10% and 3% w/w, presented in this
order). This series of sucrose concentrations contained no
imidacloprid. Each concentration was presented for 25min. For
every forager returning from these sucrose concentrations, we
measured the unloading wait time (a measure that influences the
probability of a forager dancing) (Seeley, 1992) and counted the
number of dance circuits made by the forager.

Statistics and analysis
We measured SR in two ways and corrected for multiple tests (k2,
0.05) on the same data by applying the sequential Bonferroni
correction (Sokal and Rohlf, 1995). We used ANOVA (JMP v9.0
statistical software) to test the effects of colony (random effect,
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REML algorithm), forager type (pollen or nectar), treatment
(imidacloprid at 0, 0.21 or 2.16ngbee–1), and the interaction of
forager type � treatment on the two different measures of SR. Both
SR measures were square-root transformed to normalize the data.
Significant effects were further analyzed with Tukey honestly
significant difference (HSD) post hoc tests.

To analyze the effect of imidacloprid on foraging, we used a
repeated-measures nominal logistic model to determine the effect
of treatment (sucrose alone or with imidacloprid at 0.21ngbee–1),
individual (bee), colony and phase (ingestion of 50% sucrose
before and ingestion of 50%, 30%, 10% and 3% sucrose after
treatment) on whether the individual accepted or rejected the
sucrose concentration (yes or no). Separately, the number of times
a bee fed at each sucrose concentration was analyzed using
repeated-measures ANOVA (EMS algorithm). As before, we
applied the sequential Bonferroni correction. We tested the
effects of treatment (imidacloprid at 0 or 0.21ngbee–1), individual,
colony (random effect) and concentration (50%, 30%, 10% and
3% sucrose solution).

To analyze the effects of imidacloprid on recruitment behavior
(dancing), we also used repeated-measures ANOVA (EMS
algorithm). Bees only danced for 50% and 30% sucrose and thus
we used data just from these concentrations in our dance analysis.
We tested the effects of treatment (imidacloprid at 0 or 0.21ngbee–1),
individual (bee), colony (random effect) and phase (before or after
treatment) on the number of dance circuits and unloading wait time.
We applied the square-root transformation to the number of dance
circuits and a log transformation to the unloading wait time to
normalize these data distributions. Throughout this paper, we report
data as means ± s.d.

RESULTS
Effects on SR

In total, we tested 314 nectar and 209 pollen foragers from three
colonies. Fig.1A,B shows the mean responses of these bees to the
sucrose concentration series. In nectar foragers, there were fewer
PER responses at both imidacloprid doses as compared with the
controls. In pollen foragers, the lower imidacloprid dose
(0.21ngbee–1) resulted in behaviors similar to those of controls, but
this was not the case for bees given the higher dose (2.16ngbee–1).

We first examined the effects of imidacloprid on SRT. In the
overall model, treatment had a significant effect on SRT
(F2,51616.96, P<0.0001) and colony accounted for 7.5% of model
variance. There was no significant overall effect of forager type
(pollen or nectar forager, Fig.1; F1,11.17, P0.4763). However,
the interaction between treatment and forager type was significant
(F2,5163.82, P<0.0226). On average, control nectar foragers had a
higher SRT than control pollen foragers (10.6±15.2% and 5.9±13.2%
sucrose, respectively).

Nectar foragers treated with imidacloprid increased their SRT in
comparison to controls. The mean response thresholds for nectar
foragers were 10.6%, 18.9% and 19.2% sucrose for treatment with
0, 0.12 and 2.16ng imidaclopridbee–1, respectively (significant
differences between control and both imidacloprid doses, Fig.1C,
Tukey HSDREML, P<0.05). Pollen foragers treated with imidacloprid
also increased their SRT in comparison to controls. The mean
response thresholds for pollen foragers were 5.9%, 5.7% and 18.1%
for 0, 0.12 and 2.16ng imidaclopridbee–1, respectively (significant
differences between 0 and 2.16ng doses, Fig.1D, Tukey HSDREML,
P<0.05).

We next examined the effects of imidacloprid on total PERbee–1.
The results were consistent. Treatment had a significant effect on
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total PERbee–1 (F2,51624.31, P<0.0001), and colony accounted for
6.2% of model variance. There was no significant effect of forager
type (F1,11.98, P0.3952). However, there was a significant
treatment � forager interaction (F2,5163.2, P0.0400; Tukey
HSDREML, P<0.05). On average, control nectar foragers had a lower
mean total PERbee–1 than control pollen foragers (4.1±2.3% and
4.8±2.1% sucrose, respectively).

Nectar foragers treated with imidacloprid had fewer total
PERbee–1 in comparison to controls. The mean total PERbee–1 for
nectar foragers was 4.1, 3.0 and 2.6 responses for treatment with
0, 0.12 and 2.16ng imidaclopridbee–1, respectively (significant
differences between control and both imidacloprid doses, Fig.1D,
Tukey HSDREML, P<0.05). Pollen foragers treated with imidacloprid
also had fewer total PERbee–1 in comparison to controls. The mean
total PERbee–1 for pollen foragers was 4.8, 4.7 and 3.0 responses
for 0, 0.12 and 2.16ng imidaclopridbee–1, respectively (significant
differences between control and the 2.16ng dose, Fig.1E, Tukey
HSDREML, P<0.05).

Effects on foraging bees
In this experiment, we used 65 bees from two additional colonies.
We first examined acceptance (yes or no) of different sucrose

concentrations at a feeder 24h after treatment. In the full model,
there was no significant effect of the interaction treatment � phase
(2

45.77, P0.21). We therefore used the reduced model without
interaction, in which there were no significant effects of colony
(2

11.83, P0.18) or treatment (2
10.32, P0.57, Fig.2A).

Individuals exhibited significant variation in the sucrose
concentrations that they accepted (2

6188.82, P0.0115).
Respectively, 100% and 93.8±0.2% of individuals accepted 50%
sucrose solution in the before and after phases. However, as
expected, fewer individuals accepted lower concentration sucrose
solutions (Fig.2A). Thus, there was a significant effect of phase
(2

4337.03, P<0.0001).
We also analyzed the number of times each bee fed at each

sucrose solution after treatment with imidacloprid. The results
were consistent. In the full model, there was no significant effect
of the interaction treatment � concentration (F1,1940.0006,
P0.98). In the reduced model with no interaction, there were no
significant effects of treatment (F1,1950.20, P0.65), colony
(F1,1950.33, P0.56) or individual (F61,1951.28, P0.11). As
expected, the number of times a bee fed at each sucrose
concentration increased with increasing sucrose concentration
(F1,195352.23, P<0.0001).
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Fig.1. The effect of imidacloprid (0, 0.21 and
2.16ngbee–1) on the sucrose response threshold
(SRT) of nectar (Ncontrol151, N0.21ng111,
N2.16ng52 bees) and pollen (Ncontrol95,
N0.21ng67, N2.16ng47 bees) foragers. (A,B)The
percentage of total proboscis extension
responses (PER) to each sucrose concentration
for (A) nectar and (B) pollen foragers. We
measured the SR in two different ways and
therefore show the (C) mean SRT for nectar
foragers, (D) mean SRT for pollen foragers, (E)
mean total PERbee–1 for nectar foragers and (F)
mean total PERbee–1 for pollen foragers.
Different letters indicate significant differences.
Error bars are s.e.m. Nectar and pollen foragers
were analyzed together in the full model. In
these plots, we divide them into nectar and
pollen forager groups because of the significant
interaction between forager type and treatment
(see Results).
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We then examined the effects of imidacloprid (24h after
treatment) on waggle dancing. The number of dance circuits was
significantly affected by the imidacloprid treatment (F1,1179.02,
P0.0033). Only colony was not a significant factor (F1,1170.28,
P0.60). There was a significant effect of phase (F2,117124.46,
P<0.0001) and a significant interaction of treatment � phase

The Journal of Experimental Biology 215 (12)

(F2,11756.09, P<0.0001) because control bees responded differently
from imidacloprid-treated bees. Tukey HSD post hoc tests (Q2.898,
P<0.05) revealed no significant difference in the number of dance
circuits performed by control bees versus imidacloprid-treated bees
before treatment and control bees after treatment (Fig.2B). Thus,
before the treatment, bees in the control and imidacloprid groups
performed the same number of dance circuits, and control bees did
not change their dance behavior after being captured and given the
sham treatment.

However, imidacloprid-treated bees performed significantly fewer
dance circuits after imidacloprid treatment (the fewest of any
category, Q2.898, P<0.05). As anticipated, control and
imidacloprid bees produced fewer dance circuits for 30% than for
50% sucrose solution (Fig.2B). For 30% sucrose solution,
imidacloprid-treated bees produced significantly fewer dance circuits
than control bees (Q2.898, P<0.05, Fig.2B). Finally, there were
significant individual differences in the degree to which imidacloprid
reduced dancing (F60,1172.39, P<0.001).

The likelihood of a bee dancing is influenced by the unloading
wait time (Seeley, 1992). However, we did not find any significant
effect of treatment, phase or sucrose concentration on unloading
wait time. In the full model, the interaction treatment � phase did
not account for significant variation in unloading wait time
(F2,1171.91, P0.15). In the reduced model without this interaction,
there were no significant effects of treatment, colony or phase
(F1,117≤0.29, P≥0.60). There was significant individual variation
between bees (F60,1171.87, P0.002). Thus, the sucrose
concentration and imidacloprid treatment, not the time that foragers
waited to be unloaded in the nest, affected the number of dance
circuits.

DISCUSSION
Nectar and pollen foragers treated with 0.21 or 2.16ng of the
nAChR agonist imidacloprid showed a significant decrease in their
SR 1h after treatment. They extended their proboscises only for
higher concentration sucrose solutions as compared with control
bees. Analyses of two measures of SR yielded the same results.
Treated bees had elevated SRT and lower total PERbee–1 (lower
gustatory response scores) compared with controls. In addition,
there were dose-dependent differences in the effects of
imidacloprid on nectar and pollen foragers. These foragers were
defined by what they were collecting immediately before testing.
Both doses of imidacloprid significantly reduced SR in nectar
foragers. Pollen foragers only reduced their SR in response to the
higher dose. We also provide the first detailed results showing
that imidacloprid metabolites can affect honey bee recruitment
dances. Imidacloprid has a metabolic half-life of 4–5h (Suchail
et al., 2004a). When tested 24h after imidacloprid ingestion,
foragers treated with 0.21ng (24p.p.b.) imidacloprid performed
10.5- and 4.5-fold fewer dance circuits, respectively, for 50% and
30% sucrose solutions at a feeder as compared with controls.
Honey bee waggle dancing can significantly enhance colony fitness
(Sherman and Visscher, 2002; Dornhaus and Chittka, 2004). Thus,
decreased waggle dancing for relatively high quality nectar should
negatively affect colony fitness.

The concentration of imidacloprid used is relevant to our results
because pesticides are applied at specific concentrations (reviewed
by Decourtye and Devillers, 2010). However, there is variation in
the size of the liquid load that each bee collects (Pankiw et al., 2004).
Thus, knowing the actual dose that an individual bee receives is
important for determining the precise effect of imidacloprid. Rortais
et al. estimated that bees collecting nectar could be exposed to
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imidacloprid doses of 1.1–4.3ngbee–1 (Rortais et al., 2005). Acute
oral LD50 (the dose at which 50% of individuals die) for imidacloprid
ranges from 3ngbee–1 to >80ngbee–1, and contact LD50 ranges from
7 to 81ngbee–1 (Decourtye and Devillers, 2010). At sublethal doses
of 1.25–20ngbee–1, imidacloprid can reduce mobility or induce
tremors (Decourtye and Devillers, 2010). Honey bee larvae
consuming an artificial diet with 400p.p.m. of imidacloprid have
significantly increased apoptotic cell death in their midguts (Gregorc
and Ellis, 2011). However, other studies report no adverse effects
of imidacloprid on colony health (Schmuck et al., 2001; Nguyen et
al., 2009). These conflicting results may be due to several factors
(Decourtye and Devillers, 2010), including different imidacloprid
doses, colony variation in sensitivity to imidacloprid (Suchail et al.,
2001), and disease or malnutrition (Cresswell, 2011). Some studies
report synergistic effects. Imidacloprid at concentrations of 0.7, 7
and 70p.p.b., coupled with the parasite Nosema, increased mortality
as compared to imidacloprid or Nosema alone (Alaux et al., 2010).
Honey bee larvae that are indirectly exposed to brood food with 5
or 20p.p.b. of imidacloprid emerge as adults that are more
susceptible to Nosema infection (Pettis et al., 2012).

In our study, bees were fed imidacloprid at doses of 0.21 and
2.16ngbee–1 (corresponding to concentrations of 24 and 241p.p.b.,
respectively, in 7l of 2.0moll–1 sucrose solution) to explore the
effects of imidacloprid over a 10-fold range. The lower concentration
(24p.p.b.) is similar to that previously used in sublethal studies on
honey bees (Kirchner, 1999; Decourtye et al., 2003; Yang et al.,
2008). The higher concentration (241p.p.b.) is close to the highest
concentration (240p.p.b.) used in another study (Decourtye et al.,
2003) to study the effect of imidacloprid on honey bee PER. Bees
are not typically exposed to such high concentrations in nectar
(Decourtye and Devillers, 2010). However, exposure to even higher
concentrations (47,000±9960p.p.b.) is possible as bees can collect
the guttation droplets exuded from the leaves of corn plants whose
seeds were treated with imidacloprid (Girolami et al., 2009).
Nevertheless, the lower dose and concentration (0.21ngbee–1 at
24p.p.b.) corresponds to what bees would more likely encounter.
This lower dose was sufficient to decrease SR (Fig.1A,C,E) and
the number of dance circuits (Fig.2B) in nectar foragers. The higher
dose and concentration decreased SR in pollen foragers
(Fig.1B,D,F), which typically have lower SR than nectar foragers
(Pankiw and Page, 2000).

We conducted an acute oral toxicity study, administering only
one dose per bee, instead of several doses over a period of time (a
chronic toxicity study), because we wished to determine how a bee
responds to a single exposure to imidacloprid. A limitation of this
approach is that it only provides information on the effects of a
single dose, not the gradual accumulation of multiple doses.
However, a strength of this approach is that it demonstrates a clearly
defined outcome at one point in time. A single exposure to
imidacloprid can have a strong and significant effect on SR and
recruitment dancing. It would be useful for future studies to examine
the effects of long-term, multiple exposures.

Our results on SR are in line with those reported in other studies.
Harnessed bees given only pure sucrose solution (control bees,
Fig.1) had response thresholds similar to those measured in 1week
old bees (Pankiw and Page, 2000; Scheiner et al., 2004). Lambin
et al. found that imidacloprid applied topically on the thorax at 1.25
or 2.5ngbee–1 does not significantly alter SR, although higher doses
(5, 10 and 20ng) significantly reduce SR, particularly after 60min
(Lambin et al., 2001). Bees are more sensitive to neonicotinoids
given orally than applied topically (Decourtye and Devillers, 2010).
Thiamethoxam, another neonicotinoid, reduces SR when bees are

fed approximately 1ngday–1 (Aliouane et al., 2009). Thus, nAChR
agonists may generally impair SR in honey bees, perhaps by
decreasing their appetitive motivation and resulting in responses only
to very sweet food.

Another study (Kirchner, 1999) noted that imidacloprid at
concentrations of 20–100p.p.b. causes foragers to tremble dance
and reduces the precision of distance and direction information
in the waggle dance, presumably by increasing variation in the
duration and angle of the waggle phase. Interestingly, honey bees
perform tremble dances after consuming different poisons added
to sugar solution (Schneider, 1949; Schick, 1953). Dechaume-
Moncharmont suggested that a feeder with 20p.p.b. imidacloprid
may reduce the frequency with which foragers waggle dance
(Dechaume-Moncharmont, 2003). Here, we provide the first clear
evidence that nectar foragers significantly reduce waggle dancing
by 10.5 and 4.5-fold for 50% and 30% sucrose, respectively
(Fig.2B), 24h after ingesting a single dose of imidacloprid
(0.21ngbee–1 at 24p.p.b.).

This reduction in dancing was not due to foragers rejecting
contaminated sucrose solution or to the food source containing
undesirable trace components (Afik et al., 2008). We tested foragers
with uncontaminated solutions of pure sucrose. In addition, this
decrease in waggle dancing did not arise from increased unloading
wait times, because these were not significantly different between
control and imidacloprid-treated bees (Fig.2C). The decrease in
waggle dancing was also not due to transfer of imidacloprid to
nestmates. Foragers were released back to the hive 1h after the
control or imidacloprid dose was given, sufficient time for the 7l
to be fully absorbed into the hemolymph (El Hassani et al., 2008)
and thus reducing the possibility of imidacloprid being transferred
to nestmates. However, even if a small amount of imidacloprid was
transmitted to nestmates, control and imidacloprid-treated bees spent
the same time period inside the nest (24h) and had contact with
nestmates. Nonetheless, there was a strong and significant reduction
in waggle dancing by imidacloprid-treated bees compared with
control bees (Fig.2B).

Other studies have demonstrated a generalized reduction in
movement and overall activity in honey bees treated with
imidacloprid (Teeters et al., 2012; Suchail et al., 2001). We found
highly specific effects. Imidacloprid-treated bees reduced the number
of dance circuits that they performed, but did not change their
foraging and flight activity for the feeder. They continued to visit
and collect nectar ranging in concentration from 3% to 50% sucrose
(w/w) at a rate that was not significantly different from that of
controls (Fig.2A). This behavior was surprising because we expected
imidacloprid to reduce SR in foraging bees, as it did in our harnessed
bees. Mujagic and Erber note that it is not possible to infer from
laboratory PER measurements whether the same bees will accept
similar sucrose concentrations in the field (Mujagic and Erber, 2009).
However, based upon our PER results, we expected a general
foraging decrease in imidacloprid-treated bees.

A difference in the effect of imidacloprid versus the effect of its
metabolites may account for our results. The harnessed bees were
tested 1h after treatment whereas foraging bees were tested 24h
after they were treated. We did this because control and treatment
bees would not forage 1h after treatment. However, imidacloprid
has a metabolic half-life of 4–5h (Suchail et al., 2004a), and thus
imidacloprid’s metabolites (Suchail et al., 2000; Suchail et al.,
2004b) may not affect SR, whereas the parent compound does.
Imidacloprid’s metabolites can persist for more than 48h (Suchail
et al., 2004b) and may cause longer term changes in dance behavior,
particularly if bees are chronically exposed.
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In summary, our results provide further insight into how
imidacloprid affects honey bee foraging behavior. These effects are
time dependent: SR decreased 1h after treatment, but foragers
showed no change in the sucrose concentrations that they would
collect when tested 24h after treatment. Thus, foraging efficiency
may be temporarily reduced if foragers have higher response
thresholds (in the short term) and accept fewer available nectar
sources. Over the long term, reductions in waggle dancing should
affect colony fitness by reducing honey weight gain in situations
where recruitment is important (Sherman and Visscher, 2002;
Dornhaus and Chittka, 2004). The links between the molecular
disruptions caused by this nAChR agonist and these complex
behaviors may be intricate. However, our results suggest a new tool
for investigating the neural basis of SR and a forager’s motivation
to waggle dance.

ACKNOWLEDGEMENTS
We would like to thank Dr David Holway and an anonymous reviewer for
constructive comments on the text. We would also like to thank a number of
volunteers who helped collect data: Lee BenVau, Adam Bussell, Allison Bray, Lily
Greenberg-Call, Tyler Jack, Sebastian Law, Jimin Lee, Wendy Luk, Kim Sawyer,
Yarden Schlosberg, Ryan Seely, James Shon, Janani Sivasankaran, Marci
Stovall and Michelle Tieu. Finally, weʼd like to thank Eric Robinson for loaning us
bee colonies.

FUNDING
This research was made possible through a grant from the North American
Pollinator Protection Campaign (NAPPC). Studies were also partially supported
through the ORBS (Opportunities for Research in the Behavioral Sciences)
Program funded by the National Science Foundation [NSF grant IBN 0545856].

REFERENCES
Afik, O., Dag, A. and Shafir, S. (2008). Honeybee, Apis mellifera, round dance is

influenced by trace components of floral nectar. Anim. Behav. 75, 371-377.
Alaux, C., Brunet, J.-L., Dussaubat, C., Mondet, F., Tchamitchan, S., Cousin, M.,

Brillard, J., Baldy, A., Belzunces, L. P. and Le Conte, Y. (2010). Interactions
between Nosema microspores and a neonicotinoid weaken honeybees (Apis
mellifera). Environ. Microbiol. 12, 774-782.

Aliouane, Y., el Hassani, A. K., Gary, V., Armengaud, C., Lambin, M. and
Gauthier, M. (2009). Subchronic exposure of honeybees to sublethal doses of
pesticides: effects on behavior. Environ. Toxicol. Chem. 28, 113-122.

Barbara, G., Zube, C., Rybak, J., Gauthier, M. and Grünewald, B. (2005).
Acetylcholine, GABA and glutamate induce ionic currents in cultured antennal lobe
neurons of the honeybee, Apis mellifera. J. Comp. Physiol. A 191, 823-836.

Barbara, G., Grünewald, B., Paute, S., Gauthier, M. and Raymond-Delpech, V.
(2008). Study of nicotinic acetylcholine receptors on cultured antennal lobe neurones
from adult honeybee brains. Invert. Neurosci. 8, 19-29.

Bonmatin, J. M., Moineau, I., Charvet, R., Fleche, C., Colin, M. E. and Bengsch, E.
R. (2003). A LC/APCI-MS/MS method for analysis of imidacloprid in soils, in plants,
and in pollens. Anal. Chem. 75, 2027-2033.

Bonmatin, J. M., Marchand, P. A., Charvet, R., Moineau, I., Bengsch, E. R. and
Colin, M. E. (2005). Quantification of imidacloprid uptake in maize crops. J. Agr.
Food Chem. 53, 5336-5341.

Breer, H. and Sattelle, D. B. (1987). Molecular properties and functions of insect
acetylcholine receptors. J. Insect Physiol. 33, 771-790.

Bubnik, Z., Kadlec, P., Urban, D. and Bruhns, M. (1995). Sugar Technologists
Manual. Berlin: Bartens.

Cresswell, J. (2011). A meta-analysis of experiments testing the effects of a
neonicotinoid insecticide (imidacloprid) on honey bees. Ecotoxicology 20, 149-157.

Dechaume-Moncharmont, F. (2003). Butinage collectif chez lʼabeille Apis mellifera L.:
etude théorique et expérimentale, pp. 309. PhD thesis, Université Pierre et Marie
Curie, Paris.

Decourtye, A. and Devillers, J. (2010). Ecotoxicity of neonicotinoid insecticides to
bees. In Insect Nicotinic Acetylcholine Receptors, Vol. 683 (ed. S. H. Thany), pp. 85-
95. New York: Springer.

Decourtye, A., Lacassie, E. and Pham-Delégue, M. (2003). Learning performances
of honeybees (Apis mellifera L.) are differentially affected by imidacloprid according
to the season. Pest. Manag. Sci. 59, 269-278.

Decourtye, A., Devillers, J., Cluzeau, S., Charreton, M. and Pham-Delégue, M.
(2004a). Effects of imidacloprid and deltamethrin on associative learning in
honeybees under semi-field and laboratory conditions. Ecotoxicol. Environ. Saf. 57,
410-419.

Decourtye, A., Armengaud, C., Renou, M., Devillers, J., Cluzeau, S., Gauthier, M.
and Pham-Delégue, M. (2004b). Imidacloprid impairs memory and brain metabolism
in the honeybee (Apis mellifera L.). Pestic. Biochem. Phys. 78, 83-92.

Déglise, P., Grünewald, B. and Gauthier, M. (2002). The insecticide imidacloprid is a
partial agonist of the nicotinic receptor of honeybee Kenyon cells. Neurosci. Lett.
321, 13-16.

Desneux, N., Decourtye, A. and Delpuech, J. (2007). The sublethal effects of
pesticides on beneficial arthropods. Annu. Rev. Entomol. 52, 81-106.

Dornhaus, A. and Chittka, L. (2004). Why do honey bees dance? Behav. Ecol.
Sociobiol. 55, 395-401.

Drezner-Levy, T., Smith, B. and Shafir, S. (2009). The effect of foraging
specialization on various learning tasks in the honey bee (Apis mellifera). Behav.
Ecol. Sociobiol. 64, 135-148.

El Hassani, A., Dacher, M., Gary, V., Lambin, M., Gauthier, M. and Armengaud, C.
(2008). Effects of sublethal doses of acetamiprid and thiamethoxam on the behavior
of the honeybee (Apis mellifera). Arch. Environ. Contam. Toxicol. 54, 653-661.

Elbert, A., Haas, M., Springer, B., Thielert, W. and Nauen, R. (2008). Applied
aspects of neonicotinoid uses in crop protection. Pest Manag. Sci. 64, 1099-1105.

Gardner, K. E., Seeley, T. D. and Calderone, N. W. (2008). Do honeybees have two
discrete dances to advertise food sources? Anim. Behav. 75, 1291-1300.

Gauthier, M. (2010). State of the art on insect nicotinic acetylcholine receptor function
in learning and memory. In Insect Nicotinic Acetylcholine Receptors, Vol. 683 (ed. S.
H. Thany), pp. 97-115. New York: Springer.

Girolami, V., Mazzon, L., Squartini, A., Mori, N., Marzaro, M., Bernardo, A. D.,
Greatti, M., Giorio, C. and Tapparo, A. (2009). Translocation of neonicotinoid
insecticides from coated seeds to seedling guttation drops: a novel way of
intoxication for bees. J. Econ. Entomol. 102, 1808-1815.

Gregorc, A. and Ellis, J. D. (2011). Cell death localization in situ in laboratory reared
honey bee (Apis mellifera L.) larvae treated with pesticides. Pestic. Biochem. Phys.
99, 200-207.

Guez, D. (2001). Contrasting effects of imidacloprid on habituation in 7- and 8-day-old
honeybees (Apis mellifera). Neurobiol. Learn. Mem. 76, 183-191.

Jones, A. K., Raymond-Delpech, V., Thany, S. H., Gauthier, M. and Sattelle, D. B.
(2006). The nicotinic acetylcholine receptor gene family of the honey bee, Apis
mellifera. Genome Res. 16, 1422-1430.

Kirchner, W. H. (1999). Mad-bee-disease? Sublethal effects of imidacloprid (Gaucho)
on the behaviour of honey-bees. Apidologie 30, 422.

Lambin, M., Armengaud, C., Raymond, S. and Gauthier, M. (2001). Imidacloprid-
induced facilitation of the proboscis extension reflex habituation in the honeybee.
Arch. Insect Biochem. Physiol. 48, 129-134.

Marshall, J. (1935). On the sensitivity of the chemoreceptors on the antenna and fore-
tarsus of the honey-bee, Apis mellifica L. J. Exp. Biol. 12, 17-26.

Matsuda, K., Buckingham, S. D., Kleier, D., Rauh, J. J., Grauso, M. and Sattelle,
D. B. (2001). Neonicotinoids: insecticides acting on insect nicotinic acetylcholine
receptors. Trends Pharmacol. Sci. 22, 573-580.

Mujagic, S. and Erber, J. (2009). Sucrose acceptance, discrimination and proboscis
responses of honey bees (Apis mellifera L.) in the field and the laboratory. J. Comp.
Physiol. A 195, 325-339-339.

Nguyen, B. K., Saegerman, C., Pirard, C., Mignon, J., Widart, J., Thirionet, B.,
Verheggen, F. J., Berkvens, D., De Pauw, E. and Haubruge, E. (2009). Does
imidacloprid seed-treated maize have an impact on honey bee mortality? J. Econ.
Entomol. 102, 616-623.

Page, R. E. and Fondrk, M. (1995). The effects of colony-level selection on the social
organization of honey bee (Apis mellifera L.) colonies: colony-level components of
pollen hoarding. Behav. Ecol. Sociobiol. 36, 135-144.

Page, R. E., Erber, J. and Fondrk, M. K. (1998). The effect of genotype on response
thresholds to sucrose and foraging behavior of honey bees (Apis mellifera L.). J.
Comp. Physiol. A 182, 489-500.

Pankiw, T. and Page, R. E. (2000). Response thresholds to sucrose predict foraging
division of labor in honeybees. Behav. Ecol. Sociobiol. 47, 265-267.

Pankiw, T., Waddington, K. and Page, R. (2001). Modulation of sucrose response
thresholds in honey bees (Apis mellifera L.): influence of genotype, feeding, and
foraging experience. J. Comp. Physiol. A 187, 293-301.

Pankiw, T., Nelson, M., Page, R. E. and Fondrk, M. K. (2004). The communal crop:
modulation of sucrose response thresholds of pre-foraging honey bees with
incoming nectar quality. Behav. Ecol. Sociobiol. 55, 286-292.

Pettis, J. S., vanEngelsdorp, D., Johnson, J. and Dively, G. (2012). Pesticide
exposure in honey bees results in increased levels of the gut pathogen Nosema.
Naturwissenschaften 99, 153-158.

Ramirez-Romero, R., Chaufaux, J. and Pham-Delègue, M. (2005). Effects of Cry1Ab
protoxin, deltamethrin and imidacloprid on the foraging activity and the learning
performances of the honeybee Apis mellifera, a comparative approach. Apidologie
36, 601-611.

Riffell, J. A. (2011). The neuroecology of a pollinatorʼs buffet: olfactory preferences
and learning in insect pollinators. Integr. Comp. Biol. 51, 781-793.

Rortais, A., Arnold, G., Halm, M.-P. and Touffet-Briens, F. (2005). Modes of
honeybees exposure to systemic insecticides: estimated amounts of contaminated
pollen and nectar consumed by different categories of bees. Apidologie 36, 71-83.

Scheiner, R., Page, R. E. and Erber, J. (2004). Sucrose responsiveness and
behavioral plasticity in honey bees (Apis mellifera). Apidologie 35, 133-142.

Schick, W. (1953). Über die Wirkung von Giftstoffen auf die Tänze der Bienen.
Zeitschrift für Vergleichende Physiologie 35, 105-128.

Schmuck, R., Schöning, R., Stork, A. and Schramel, O. (2001). Risk posed to
honeybees (Apis mellifera L, Hymenoptera) by an imidacloprid seed dressing of
sunflowers. Pest Manag. Sci. 57, 225-238.

Schneider, F. (1949). Über die Verfitung der Bienen mit Dinitrokresol. Mitt. Schweiz.
Entomol. Gesellsch. 22, 293-308.

Seeley, T. D. (1992). The tremble dance of the honey bee: message and meanings.
Behav. Ecol. Sociobiol. 31, 375-383.

Seeley, T. D. (1995). The Wisdom of the Hive: the Social Physiology of Honey Bee
Colonies. Cambridge, MA: Harvard University Press.

Shawki, M., Titera, D., Kazda, J., Kohoutkova, J. and Taborksy, V. (2006). Toxicity
to honeybees of water guttation and dew collected from winter rape treated with
nurelle D registered. Plant Protect. Sci. 42, 9-14.

Sherman, G. and Visscher, P. K. (2002). Honeybee colonies achieve fitness through
dancing. Nature 419, 920-922.

THE JOURNAL OF EXPERIMENTAL BIOLOGY



2029Imidacloprid alters bee SR and dancing

Sokal, R. R. and Rohlf, F. J. (1995). Biometry. New York: W. H. Freeman and Co.
Suchail, S., Guez, D. and Belzunces, L. P. (2000). Characteristics of imidacloprid

toxicity in two Apis mellifera subspecies. Environ. Toxicol. Chem. 19, 1901-1905.
Suchail, S., Guez, D. and Belzunces, L. P. (2001). Discrepancy between acute and

chronic toxicity induced by imidacloprid and its metabolites in Apis mellifera. Environ.
Toxicol. Chem. 20, 2482-2486.

Suchail, S., Debrauwer, L. and Belzunces, L. P. (2004a). Metabolism of imidacloprid
in Apis mellifera. Pest Manag. Sci. 60, 291-296.

Suchail, S., De Sousa, G., Rahmani, R. and Belzunces, L. P. (2004b). In vivo
distribution and metabolisation of 14C-imidacloprid in different compartments of Apis
mellifera L. Pest Manag. Sci. 60, 1056-1062.

Sur, R. and Stork, A. (2003). Uptake, translocation and metabolism of imidacloprid in
plants. B. Insectol. 56, 35-40.

Takeda, K. (1961). Classical conditioned response in the honey bee. J. Insect Physiol.
6, 168-179.

Teeters, B. S., Johnson, R. M., Ellis, M. D. and Siegfried, B. D. (2012). Using video-
tracking to assess sublethal effects of pesticides on honey bees (Apis mellifera L.).
Environ. Toxicol. Chem. (in press).

Thany, S. H. (2010). Electrophysiological studies and pharmacological properties of
insect native nicotinic acetylcholine receptors. In Insect Nicotinic Acetylcholine
Receptors, Vol. 683 (ed. S. H. Thany), pp. 53-63. New York: Springer.

Tomizawa, M. and Casida, J. E. (2003). Selective toxicity of neonicotinoids
attributable to specificty of insect and mammalian nicotinic receptors. Annu. Rev.
Entomol. 48, 339-364.

von Frisch, K. (1967). The Dance Language and Orientation of Bees. Cambridge,
MA: Belknap Press.

Yang, E. C., Chuang, Y. C., Chen, Y. L. and Chang, L. H. (2008). Abnormal foraging
behavior induced by sublethal dosage of imidacloprid in the honey bee
(Hymenoptera: Apidae). J. Econ. Entomol. 101, 1743-1748.

THE JOURNAL OF EXPERIMENTAL BIOLOGY


	2022.full.pdf
	SUMMARY
	Key words: imidacloprid, sucrose response threshold, waggle dance communication, foraging,
	INTRODUCTION
	MATERIALS AND METHODS
	Imidacloprid dose and concentration
	Effects on SR
	Effects on foraging and dancing
	Statistics and analysis

	RESULTS
	Effects on SR
	Effects on foraging bees

	Fig. 1.
	Fig. 2.
	DISCUSSION
	ACKNOWLEDGEMENTS
	FUNDING
	REFERENCES



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


