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Resisting majesty: Apis cerana, 
has lower antennal sensitivity and 
decreased attraction to queen 
mandibular pheromone than Apis 
mellifera
Shihao Dong1,2,*, Ping Wen1,*, Qi Zhang2, Xinyu Li2, Ken Tan1,2 & James Nieh3

In highly social bees, queen mandibular pheromone (QMP) is vital for colony life. Both Apis cerana 
(Ac) and Apis mellifera (Am) share an evolutionarily conserved set of QMP compounds: (E)-9-oxodec-
2-enoic acid (9-ODA), (E)-9-hydroxydec-2-enoic acid (9-HDA), (E)-10-hydroxy-dec-2-enoic acid (10-
HDA), 10-hydroxy-decanoic acid (10-HDAA), and methyl p–hydroxybenzoate (HOB) found at similar 
levels. However, evidence suggests there may be species-specific sensitivity differences to QMP 
compounds because Ac workers have higher levels of ovarian activation than Am workers. Using 
electroantennograms, we found species-specific sensitivity differences for a blend of the major QMP 
compounds and three individual compounds (9-HDA, 10-HDAA, and 10-HDA). As predicted, Am 
was more sensitive than Ac in all cases (1.3- to 2.7- fold higher responses). There were also species 
differences in worker retinue attraction to three compounds (9-HDA, HOB, and 10-HDA). In all 
significantly different cases, Am workers were 4.5- to 6.2-fold more strongly attracted than Ac workers 
were. Thus, Ac workers responded less strongly to QMP than Ac workers, and 9-HDA and 10-HDA 
consistently elicited stronger antennal and retinue formation responses.

Honey bee queens produce a pheromone, queen mandibular pheromone (QMP), which plays a central role in 
colony life and has multiple effects, depending upon the receivers and the context1–3. QMP can act as a sex pher-
omone and attract drones to virgin queens3,4. Within the colony, QMP signals the queen’s presence, inhibits 
worker ovarian development5,6, and maintains normal colony activity7. Interestingly, workers of the Asian honey 
bee, Apis cerana (Ac), have higher rates of ovarian activation than workers of the other Apis species, including  
A. mellifera ligustica (Am) and A. florea (Af)8,9. In colonies with a normal egg-laying queen (queenright colonies), 
about 5% of Ac workers have activated ovaries10–12. In comparison, 0.02% of Am workers and 0.01% of Af work-
ers have activated ovaries10,13. Sakagami and Akahra (1958) similarly reported that about 10–20% of Ac workers 
contained mature eggs in their ovaries14. In contrast, about one Am worker in 1,000 contains visible eggs and only 
one worker in 10,000 contains a full-sized egg8.

QMP is also essential for creating the worker cluster (retinue) around the queen3,10,13. The attraction exerted 
by QMP reflects its central role and the importance of this retinue for grooming and feeding the queen and dis-
tributing QMP throughout the colony7. Aside from daily care, this retinue has implications for queen survival. 
For example, Am workers are more attracted to higher- as compared to lower-quality queens, and low queen 
attractiveness may contribute to queen replacement, a process in which workers play can play a role15. Most, QMP 
retinue studies have focused on Am7, but QMP also elicits retinue attraction in Ac16.

QMP is a blend of components3,7,10. In Am, six primary components have been identified (Table 1). The 
most abundant component, (E)-9-oxodec-2-enoic acid (9-ODA) was recognized more than 50 years ago3. 
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Subsequently, (E)-9-hydroxydec-2-enoic acid (9-HDA), methyl p–hydroxybenzoate (HOB), 4-hydroxy-3- 
methoxyphenylethanol (HVA), (E)-10-hydroxy -dec-2-enoic acid (10-HDA) and 10-hydroxy-decanoic acid 
(10-HDAA) were identified3,6,7,17. These QMP compounds do not act in isolation. Using whole body extracts, 
Keeling et al. (2003) identified four additional compounds that function synergistically with QMP to attract a 
worker retinue7. All of the major compounds (9-ODA, 9-HDA, 10-HDA, 10-HDAA, and HOB) found in Am 
QMP are also found in Ac QMP (Table 1). However, Ac queens do not produce HVA16, and HVA does not increase 
retinue attraction of Ac workers when added to the other QMP compounds5.

These species differences could arise from multiple factors. However, a logical first step is to examine the sen-
sory input (antennal olfactory sensitivity) and an immediate behavioral output, physical attraction and movement 
towards a component, which will, in turn, expose a worker to higher levels of that compound. Our goals were 
therefore to compare the antennal responses and retinue formation behaviors of Ac and Am workers to identical 
presentations of major-component QMP blends and individual QMP components. We focused on the major 
QMP components that are known to play a key role in retinue formation in both species7,16.

Results
Am had stronger antennal responses than Ac. To measure antennal sensitivities, we used electroan-
tennograms (EAG), which are commonly used to measure olfactory stimulus sensitivity in honey bees18 and have 
been employed to measure worker responses to Am QMP1. In both species, the slope and shape of EAG antennal 
responses to different compounds were similar, and exhibited a fast recovery to baseline (Fig. 1). However, there 
were differences in the peak magnitudes of responses to different compounds.

We tested responses to major QMP blends that contained the most abundant components found in the 
QMP of each species (Table 1) and individual compounds. As predicted, Am had significantly stronger antennal 
responses to the major QMP blends and to some individual compounds than Ac. Ac never had significantly 
stronger responses than Am (Fig. 1). For the blends, there were significant effects of bee species (F1,32 =  51.95, 
P <  0.0001) and compound (F1,34 =  21.95, P <  0.0001), but no significant interaction of bee species*compound 
(F1,34 =  0.41, P =  0.53). Colony accounted for 17% of model variance. Am workers had a significantly higher EAG 
response to the Am QMP blend than to the Ac QMP blend (Tukey’s HSD test, P <  0.05). Similarly, Ac workers 
had a stronger response to the Am QMP blend than to their own Ac QMP blend (Tukey’s HSD test, P >  0.05). Ac 
workers had consistently lower EAG responses than Am workers (Fig. 1A).

We next focused on testing EAG responses to individual compounds. In the full model (Table 2), there were 
significant effects of compound, dose and multiple interactions (P ≤  0.004) since species responded differently 
to different compounds and doses (Fig. 1B). We therefore next considered each compound separately, using a 
Bonferroni-corrected alpha =  0.025 (k =  2) for all tests conducted on these data.

For all compounds, response amplitudes increased with higher doses (9-ODA F5,150 =  88.63, P <  0.0001; 
10-HDA F5,165 =  145.52, P <  0.0001; 9-HDA F5,155 =  46.30, P <  0.0001; 10-HDAA F5,170 =  170.66, P <  0.0001; HOB 
F5,170 =  51.47, P <  0.0001; HVA F5,180 =  105.19, P <  0.0001). There was no significant effect of species overall for 
any compound (P ≥  0.10). Colony accounted for <  1 to 20% of model variances (9-ODA <  1%; 10-HDA 20%; 
9-HDA <  1%; 10-HDAA <  1%; HOB <  1%, HVA 4%). The interaction species*dose was not significant (P ≥  0.49) 
for 9-ODA, HOB or HVA. However, for the other compounds, there were significant effects of dose and the inter-
action species*dose.

Specifically, Am had higher responses than Ac to the higher doses of 9-HDA, 10-HDAA, and 10-HDA (inter-
action effects: 10-HDA F5,150 =  88.63, P <  0.0001; 9-HDA F5,155 =  10.90, P <  0.0001; 10-HDAA F5,170 =  4.09, 
P =  0.002). Am had significantly higher responses than Ac to larger doses, particularly at 100 μ g (Least-Squares 
Means Contrast tests, F1,86 ≥  6.32, P ≤  0.014, Fig. 1B). Ac did not have a higher response than Am to any tested 
compounds.

Am was more strongly attracted to individual QMP compounds than Ac. We measured the attrac-
tion of individual QMP compounds with a retinue bioassay. We counted the number of Am and Ac workers that 
moved across a comb towards the test compounds (Fig. 2). Three compounds (9-HDA, HOB, and 10-HDA) 
attracted significantly more Am than Ac workers. Ac was never significantly more attracted than Am (Fig. 2).

Component Ac (μg) Am (μg)
Mean of Ac & 

Am (μg)
Ac/Am (mean 

ratio) P

9-ODA 243.10 ±  28.0 237.95 ±  28.0 240.53 1.0 0.90

9-HDA 33.44 ±  18.9 67.10 ±  18.9 50.27 0.5 0.24

HOB 30.79 ±  10.31 25.67 ±  10.31 28.23 1.2 0.73

10-HDAA 0.91 ±  1.34 4.14 ±  1.34 2.53 0.2 0.12

10-HDA 1.3 ±  0.05 1.2 ±  0.05 1.25 1.1 0.12

HVA 0.0 2.0 1 0.0 —

Table 1.  QMP components of mated A. cerana (Ac) and mated A. mellifera (Am), egg-laying queens 
(mean ± standard error). Data is from Tan et al.38 with the exception of HVA (data from Slessor et al.13. 
Per compound, the mean of both species is shown because these quantities were used for the comb bioassay 
experiment. P-values are from Univariate ANOVA tests reported in Tan et al. (2009) and show that the 
compounds are found at similar levels in both queens of both species38. For HVA, it is not possible to compare 
levels statistically because only a single data point is available for Am.
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Figure 1. Antennal responses of A. cerana (Ac) and A. mellifera (Am) workers to synthetic QMP 
compounds. In all cases with significantly higher EAG responses, Am workers had stronger responses than 
Ac workers. Each plot shows the mean rectified EAG responses (response to blank solvent subtracted from the 
response to the test compound) with standard error bars. (A) Worker responses to the major QMP blends of 
Ac and Am queens. Significant differences are indicated with different letters (Tukey’s HSD test, P <  0.05). The 
EAG traces show typical responses to one queen equivalent of QMP blend. (B) Worker responses to individual 
compounds. The insets show a typical EAG response for a 100 μ g dose of the test compound. Stars show 
significant differences based upon Least-Squares Means Contrast tests (F1,86 ≥  6.32, P ≤  0.014). Filled-in black 
circles on the x-axes show the mean quantity per queen, averaged for both species. Compounds are grouped 
into three rows, corresponding to the average amounts found in one queen equivalent of QMP (see Table 1).
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For 9-HDA, there was a significant effect of dose (Likelihood-Ratio χ2
1 =  10.05, P =  0.007), no effect of species 

(L-R χ2
1 =  2.33, P =  0.13), but a significant interaction (L-R χ2

2 =  12.08, P =  0.002) because significantly more Am 
than Ac workers were attracted to the 100 μ g dose (L-R χ2

1 =  19.30, P <  0.00001).
For HOB, there were significant effects of dose (L-R χ2

2 =  1.41, P =  0.50), species (L-R χ2
1 =  4.08, P =  0.04), 

and the interaction dose*species (L-R χ2
2 =  11.33, P =  0.004) because significantly more Am than Ac workers 

were attracted to the 100 μ g dose (L-R χ2
1 =  6.95, P =  0.008).

Higher doses of 10-HDA attracted more bees: there was a significant effect of dose (L-R χ2
2 =  8.36, P =  0.015) 

but no significant effect of species (L-R χ2
1 =  2.33, P =  0.13) or the interaction dose*species. (L-R χ2

2 =  4.01, 
P =  0.13). However, graphical inspection of the data suggested the following contrast tests: significantly more 
Am than Ac workers were attracted to the 100 μ g dose (L-R χ2

1 =  12.81, P =  0.0003) and the 10 μ g dose (L-R 
χ2

1 =  7.78, P =  0.005).
For the remaining compounds, (10-HDAA, 9-ODA, and HVA) there were no effects of species (L-R χ2

1 ≤  3.42, 
P ≥  0.06), dose (L-R χ2

2 ≤  3.42, P ≥  0.94) or the interaction species*dose (L-R χ2
1 ≤  1.23, P ≥  0.54), with one 

exception. There was a significant effect of 9-ODA dose (L-R χ2
2 =  7.99, P =  0.02).

Discussion
Two main results emerge from these experiments. First, Am workers consistently exhibited higher antennal sen-
sitivity than Ac to the main components of QMP and the QMP blends. Am workers responded more strongly to 
the QMP blend of their own species, and Ac showed uniformly lower antennal responses. Ac did show a slightly 
higher response to the Am as compared to the Ac QMP blend, perhaps because the Am blend contained HVA but 
the Ac blend did not. HVA is not found in Ac QMP, but Ac workers show antennal responses to this compound. 
Second, Am also consistently showed a stronger retinue attraction than Ac to these QMP components. Such reti-
nue attraction is important because it plays a major role in colony life, mediating care of the queen and helping to 
disperse QMP, which is a primer and a releaser of multiple important colony activities7.

In our individual compound tests, Ac workers never had higher antennal responses than Am to any com-
pounds, and 9-HDA, 10-HDA, and 10-HDAA elicited higher amplitude antennal signals from Am than Ac work-
ers (Fig. 1). The retinue bioassay likewise showed that only Am was more attracted to individual compounds 
(9-HDA,10-HDA, and HOB) than Ac (Fig. 2). The match between antennal sensitivity and behavioral attrac-
tion was not exact. Both 9-HDA and 10-HDA elicited strong antennal responses and attracted more workers. 
However, 10-HDAA elicited a stronger Am antennal response, but did not increase worker attraction. Likewise, 
HOB increased Am worker attraction but did not result in a higher antennal response. These differences likely 
arise from the role that higher order neural processing plays in worker attraction to QMP. However, the overall 
results of the retinue bioassay and the EAG measurements matched: Am consistently showed stronger responses 
than Ac.

It is possible that Ac and Am worker responses may depend upon the full blend of QMP compounds, including 
those found only in trace quantities. However, our goal was to provide comparative data by testing bees with iden-
tical doses of the same major compounds. Moreover, our Ac QMP blend contained the key compounds (9-ODA, 
9-HDA, and HOB) that Plettner et al.16 found were sufficient to elicit a full Ac worker retinue response16.

What could cause these antennal sensitivity differences? They may have arisen from saturation differences 
in antennal responses. However, our major QMP blend tests (Fig. 1A) showed significant species differences at 
the level of one queen-equivalent. At this biologically relevant level, Am workers consistently had 1.8-fold higher 
antennal responses than Ac workers. Bees may also have perceived the compounds presented in isolation differ-
ently from a full QMP blend. Our results do not support this interpretation because the responses to the blends 
(Fig. 1A) are similar in amplitude to the sum of responses to compounds individually presented (Fig. 1B).

Ac antennae may be less sensitive to some QMP compounds (9-HDA, 10-HDAA, and 10-HDA) than Am 
antennae. In honey bees, differences in EAG antennal responses are associated with multiple morphological and 
electrophysiological properties of antennae19. The size and surface area of the antennae in Ac workers and Am 
workers appear to be identical, but the distributions of sensory hairs on the antennae are significantly different20. 
Four classes of olfactory sensilla (placodea, trichodeum types A and B, basiconica) are significantly more abun-
dant on Ac than on Am worker antennae20. However, Am workers have a greater abundance of other sensilla, 
such as sensilla campaniformia, s. coeloconica, s. ampullaca, and s. chaetica, than Ac workers20. Insect sensilla 
abundance may affect antennal olfactory sensitivity21,22, although more studies are required to demonstrate this 

Effect F Degrees of Freedom F-ratio P-value

Compound F 5,251 4.59 0.0005

Species F 1,1088 0.004 0.95

Dose (μ g) F 5,1086 108.22 < 0.0001

Compound*Species F 5,1088 20.46 < 0.0001

Compound*Dose F 25,1086 4.30 < 0.0001

Species*Dose F 5,1086 3.54 0.0035

Species*Dose*Compound F 25,1086 0.81 0.74

Table 2.  Results of Repeated-Measures ANOVA testing the EAG responses of bees from both species: 
A. mellifera (Am) and A. cerana (Ac). Colony accounted for 0.2% of model variance. We used a Bonferroni-
corrected alpha =  0.025.
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Figure 2. Bioassay of worker attraction (retinue formation) to synthetic queen mandibular pheromone 
(QMP) components. In all cases with significantly higher attraction, A. mellifera (Am) workers were more 
attracted than A. cerana (Ac) workers. (A) Photo of the wax comb foundation and filter papers with odor 
treatments, with dashed red circles showing the areas within which bees were counted. Bees were initially placed 
within the center zone circumscribed in green. (B) The mean per-trial difference in the number of bees that 
were attracted to the treatment as compared to the control is shown. Significantly more Am than Ac workers 
were attracted to higher quantities of 9-HDA, HOB, and 10-HDA (*). Means, standard errors, and significant 
contrast tests are shown. Compounds are grouped into three rows, corresponding to the average amounts found 
in one queen equivalent of QMP (see Table 1).
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in honey bees. The number of different sensory neurons per sensilla also influences sensitivity, and the EAG 
response is a measure of summed responses of all chemosensory neurons in all antennal sensilla23.

Odorant receptors may differ between Am and Ac. Major groups of chemoreceptor genes include odorant 
receptors (Or’s)24. In Am, the number of odorant receptors has been estimated at 160–170, which is approximately 
equal to the number of glomeruli in the Am antennal lobe24,25. The Am receptor, Or11, has been functionally char-
acterized as responding to 9-ODA26. In contrast, markedly fewer odorant receptors (119) have been characterized 
in the Ac genome27. Am may therefore have a better ability to detect odors than Ac in a variety of contexts. Finally, 
neuromodulators such as serotonin, octopamine and dopamine can alter the sensitivity of invertebrate chem-
osensory neurons28,29 and higher level processing should play a role. The evidently greater antennal sensitivity of 
Am as compared to Ac workers may derive from multiple factors.

Because QMP is distributed throughout a colony, average colony sizes are also relevant. Ac colonies contain 
fewer workers than Am colonies30. In our experiments, average Ac and Am colonies consisted of approximately 
15,000 and 20,000 bees, respectively. Given that the QMP of healthy, fertilized queens of each species contains, 
on average, the same amount of 9-ODA, 10-HDA, and HOB (Table 1), one might expect that Ac workers would 
be exposed, per bee, to higher levels of QMP than Am workers. However, even at higher levels QMP component 
doses, Am workers consistently exhibited stronger antennal responses (Fig. 1) and greater attraction (Fig. 2) than 
Ac workers.

The greater attraction of Am as compared to Ac workers towards QMP blends and their components may 
have implications beyond retinue formation and suggest future studies. In both species, laying workers have 
higher amounts of QMP components than non-laying workers31. Ac workers also seem slightly more tolerant 
of worker-laid eggs as compared to Am workers12. Thus, reduced Ac attraction to QMP compounds and blends, 
as compared to Am, may reflect an increased tolerance of workers with developed ovaries. It is also possible that 
decreased Ac worker sensitivity to QMP could partially account for the higher ovarian activation levels seen in 
Ac workers in queen-right colonies. However, testing these hypotheses will require a different set of experiments 
that examine worker ovarian development and the effects of long-term exposure to major QMP components.

What are the evolutionary reasons behind these differences? A review of social insect pheromones suggests 
that social insect queen pheromones have evolved to provide an honest indication of queen quality rather than 
as coercive agents that chemically sterilize workers16. Tan et al.17 provided evidence for such honest QMP pher-
omone signaling in Ac31. Given this, we hypothesize that the higher levels of ovarian development in Ac as com-
pared to Am workers reflects a beneficial adaptation that facilitates colony fitness. For example, queenlessness 
may occur more often in Ac than in Am because swarming and absconding are more common in Ac than in Am32. 
However, if this is an honest queen-worker signal, Ac queens could simply have evolved a lower level of QMP 
compounds rather than workers evolving a higher response threshold. Because both Ac and Am have similar 
levels of most QMP compounds (Table 1), we therefore wonder if other constraints, such as worker evaluation of 
and regulation of replacement queens33, are at play.

Materials and Methods
Study site and colonies. The experiments were conducted from May 2015 to August 2016, at Yunnan 
Agricultural University, Kunming, China. Three queenright Ac colonies and three Am colonies were kept in 
standard Langstroth hives. Each hive consisted of four frames covered with adult workers, two frames of brood 
and two frames of honey and pollen.

Exp. 1: EAG. Over a wide variety of compounds, including 9-ODA, the electrophysiological responses of Am 
olfactory antennal cells increases up to 4 days of age after adult emergence and then remains fairly constant for 
the rest of adult life34. For example, Pham-Delegue et al.(1993) tested the EAG response of Am workers to Am 
queen-head extracts or to synthetic QMP (9-ODA, 9-HDA, HOB, and HVA in natural proportions) and found 
no significant differences in the magnitude of EAG responses for adult bees over the range of 2–21 days of age35. 
Similarly, Allan et al.(1987) tested the EAG responses of Am workers of different ages (1–60 days of adult age) to 
two components of Am QMP (9-HDA and 9-ODA) and showed that EAG responses increased in magnitude with 
age, but were roughly similar for bees between 6–40 days, particularly for 9-HDA36. Our approach assumes that, 
in Am and Ac workers of similar age, the same EAG response indicates a similar sensitivity. This assumption may 
not be correct, but we believe that this is a reasonable initial approach given that we have no a priori expectation 
of differences or the direction (higher or lower sensitivity) of any putative differences.

We used plastic boxes to carefully capture adult workers (returning foragers) of both species as they returned 
to their nest entrances. Based upon the age of first foraging in these species, these bees were likely more than 22 
days of adult age. We chose foraging-age bees because one of the few other comparative studies on QMP in Am 
and different Asian honey bee species, including Ac, also used bees of foraging age37.

We tested worker EAG responses to a blend of the major components found in the QMP in each species. We 
used the average amount of each compound per species (Table 1). The major-component Ac QMP blend therefore 
contained 243 μ g 9-ODA, 33 μ g 9-HDA, 31 μ g HOB, 1.3 μ g 10-HDA, and 0.9 μ g 10-HDAA, and the Am QMP 
blend contained 237 μ g 9-ODA, 67 μ g 9-HDA, 26 μ g HOB, 1.2 μ g 10-HDA, 4 μ g 10-HDAA, and 2 μ g HVA13,37,38. 
Thus, the Am QMP blend contained HVA, which is not found in the QMP of Ac (Table 1). Each blend was diluted 
in dichloromethane (Aladdin, CN), which is highly volatile and elicits a minimal EAG response39, and presented 
at a quantity equivalent to one queen. To compensate for individual variation, each bee was exposed to three 
treatments: the blank control (dichloromethane), the Ac QMP blend, and the Am QMP blend. We used workers 
from three Ac colonies (n =  18 different bees: 6 bees from each colony) and three Am colonies (n =  18 different 
bees: 6 bees from each colony).

We also measured EAG responses to the individual QMP components that we used in our blends. The man-
dibular glands of a mated, egg-laying queen contain approximately 200 μ g 9-ODA, which comprises about 60% 
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of the total secretion in Ac and Am queens13,37. We therefore used doses ranging from 1 ng to 100 μ g. Each com-
pound was diluted in dichloromethane and presented as the following concentration series: 0 ng/μ l (solvent con-
trol), 1 ng/μ l, 10 ng/μ l, 100 ng/μ l, 1000 ng/μ l, 10,000 ng/μ l, and 100,000 ng/μ l. Each sample was applied to a filter 
paper strip. The paper strip was then placed inside the odor pipette after the solvent was evaporated for 10 s. This 
should not have resulted in appreciable evaporation of the test compounds because all tested QMP components 
have vapor pressures below 0.0001 kPa. We used multiple bees from three Ac colonies (n =  106 different bees: 35, 
35 and 36 from colonies 1, 2, and 3 respectively) and three Am colonies (n =  103 different bees: 34, 34, and 35 
from colonies 1, 2, and 3 respectively).

To record the antennal response, we gently removed one worker at a time from the box in which it was cap-
tured, cut off a randomly-chosen antennae (left or right), and placed it between glass electrodes filled with honey-
bee Ringer’s solution39. Blends were presented in the order described above. Individual compounds were tested in 
an ascending concentration series on each antennal preparation. In the QMP blend tests, we tested each antenna 
with both blends. However, in the individual compound tests, we only tested one compound type per antenna. 
We waited for 30 s between stimulations to provide sufficient recovery time and then provided a 3 s stimulus. We 
measured the baseline-peak amplitude (mV)39.

The EAG recording system was the same as described in Wang et al.39. The antennal preparation was placed 
1 cm away from the outlet of a odor pipette (1 cm inner diameter, 15 cm long) that provided the test odor by 
combining a clean and wet continuous air flow (15 ml/s, 90% relative humidity) and a pre-filtered and wet pulsed 
air flow (5 ml/s, 90% relative humidity). The test odor stimulus was presented for 3 s. All measurements were 
conducted at 25 °C. To record the antennal responses, a modified EAG amplifier fed the amplified (21X) and fil-
tered EAG signal into an HP34465A Digital Multi Meter (Agilent, USA) and BenchVue software (Keysight, USA) 
running on a PC for signal recording.

For the chemical standards, commercially available HOB, HVA, and 10-HDAA were obtained from the 
Aladdin Reagent Database Inc. (Shanghai, China). Isomerically pure 9-ODA and 10-HDA were synthesized using 
the Doebner–Knoevenagel condensation method40. The 9-HDA was synthesized by selective reduction of the 
keto group of 9-ODA with NaBH4

41.

Exp. 2: Behavioral attraction (retinue formation). We conducted a retinue bioassay to test the attrac-
tiveness of six major QMP components. We individually tested 9-ODA, 9-HDA, HOB, 10-HDAA, 10-HDA, and 
HVA, each at a quantity which was an average of the amount found in queens of both species (see Table 1).

For each trial, we collected 30 foragers (see Exp. 1 methods) from the entrance of the focal colony. We used 
CO2 applied for 5 s to briefly anesthetize the bees, and then placed them in the center (4 cm diameter circle) of a 
processed beeswax comb foundation (41 cm ×  19.5 cm) inside a box. Prior studies with Am workers used a similar 
approach and counted the number of workers entering an elliptical space around the test lure16,42.

Centered and separated by 20 cm apart, we fastened two clean pieces of filter paper (each 0.8 cm ×  2 cm) with 
insect pins (Fig. 2A). One paper was the solvent control (1 μ l of dichloromethane) and the other was the treatment 
compound at different doses (1 μ g, 10 μ g, or 100 μ g in 1 μ l of dichloromethane). We then counted the number of 
bees entering a circle circumscribing each of the paper strips over a 5 min trial (Fig. 2A). Based upon preliminary 
trials run for 20 min, we found that maximal choice was achieved within 5 min. We used new comb foundation, 
filter papers, and pins for each trial. Control and treatment positions were alternated between trials to avoid 
potential side bias. Each trial tested one compound at one dose and used a different set of workers. We conducted 
four replicates of each condition with each colony and used three colonies of Ac and three colonies of Am.

The beeswax foundation was commercially purchased and was produced from the wax of Am colonies melted 
at a minimum of 45 °C and maintained in a liquid state for an extended duration. Before use, this foundation had 
also been sitting at room temperature (21 °C) for over one year. Because of this processing, high levels of species- 
and colony-specific volatiles were likely not retained. This foundation therefore provided a neutral, yet more 
natural base upon which we could conduct our bioassay. Moreover, any remaining species-specific volatiles would 
have been dispersed throughout the wax foundation and therefore should not have affected attraction to the test 
compound as compared to the solvent control. Finally, for half of the test compounds (9-ODA, 10-HDAA, and 
HVA), Am showed the same level of attraction as Ac, suggesting that the wax foundation did not bias our results 
in favor of Am.

Statistics. Because bees exhibited variance in their individual baseline response to control exposure (0 μ g), 
we calculated a rectified (corrected) response, obtained by subtracting the control response (CR) from all other 
responses. We used JMP Pro v12.0.1 for all tests. All models met parametric assumptions, as determined by anal-
yses of residuals.

We first used Repeated Measures Analysis of Variance (ANOVA, REML algorithm) to analyze the effects of 
compound, dose, species, and all interactions on the log-transformed rectified response. In this model, colony 
and bee ID were random effects, and all other effects were fixed. Each bee was exposed to different doses of only 
one compound type, and thus we nested bee identity within compound. Because there were significant interac-
tions between species and compound and between species and dose, we then analyzed each species separately 
to explore these effects in detail. We used limited post-hoc Least-Squares (L-S) Means Contrast tests to make 
comparisons between the responses of differences. We applied a Sequential Bonferroni correction (k =  2) and 
alpha =  0.025 to these data and reported non-significant results as NS.

To analyze the comb bioassay results, we calculated the difference between the number of bees attracted to 
the treatment filter paper as compared to the blank control (∆  number of bees). We first tested for potential col-
ony effects by running a General Linear Model (GLM, Poisson distribution, Identity link, Maximum Likelihood 
Estimation, Overdispersion corrected) for each species with colony as a fixed effect. Given that we found no 
significant colony effects (Likelihood-Ratio χ2

2 ≤  3.50, P ≥  0.17), we then pooled the colony data for each species 
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and ran the same GLM model with fixed effects for dose, species, and the interaction dose*species. Based upon 
data inspection, we used a limited number of Likelihood Ratio (L-R) Chi-square contrast tests to compare the 
attraction between the two species.

References
1. Brockmann, A., Bruckner, D. & Crewe, R. M. The EAG response spectra of workers and drones to queen honeybee mandibular 

gland components: The evolution of a social signal. Naturwissenschaften. 85, 283–285, doi: 10.1007/s001140050500 (1998).
2. Slessor, K. N., Winston, M. L. & Le Conte, Y. Pheromone communication in the honeybee (Apis mellifera L.). J Chem Ecol. 31, 

2731–2745, doi: 10.1007/s10886-005-7623-9 (2005).
3. JB F. Pheromones of social bees. (Chapman and Hall, 1987).
4. Gary, N. E. Chemical mating attractants in queen honey bee. Science. 136, 773–774, doi: 10. 1126/science.136.3518.773 (1962).
5. Hoover, S. E. R., Keeling, C. I., Winston, M. L. & Slessor, K. N. The effect of queen pheromones on worker honey bee ovary 

development. Naturwissenschaften. 90, 477–480, doi: 10.1007/s00114 -003-0462-z (2003).
6. Van Oystaeyen, A. et al. Conserved class of queen pheromones stops social insect workers from reproducing. Science. 343, 287–290, 

doi: 10.1126/science.1244899 (2014).
7. Keeling, C. I., Slessork, K. N., Higok, H. A. & Winston, M. L. New components of the honey bee (Apis mellifera L.) queen retinue 

pheromone. P Natl Acad Sci. 100, 4486–4491, doi: 10.1073/pnas. 0836984100 (2003).
8. Ratnieks, F. L. W. Egg-laying, egg-removal, and ovary development by workers in queenright honeybee colonies. Behav Ecol 

Sociobiol. 32, 191–198, doi: 10.2307/4600804 (1993).
9. Halling, L. A. et al. Worker policing in the bee Apis florea. Behav Ecol Sociobiol. 49, 509–513, doi: 10.1007/s00265 0100325 (2001).

10. Winston, M. L. et al. The Influence of queen mandibular pheromones on worker attraction to swarm clusters and inhibition of queen 
rearing in the honey bee (Apis mellifera L). Insect Soc. 36, 15–27, doi: 10.1007/BF022258 77 (1989).

11. Bai, A. R. K. & Reddy, C. C. Ovary development and egg laying in Apis cerana indica workers. J Apicult Res. 14, 149–152, doi: 
10.1080/00218839.1975.11099819 (1975).

12. Oldroyd, B. P. et al. Worker policing and worker reproduction in Apis cerana. Behav Ecol Sociobiol. 50, 371–377, doi: 10.1007/ 
s002650100376 (2001).

13. Slessor, K. N., Kaminski, L. A., King, G. G. S., Borden, J. H. & Winston, M. L. Semiochemical basis of the retinue response to queen 
honey bees. Nature. 332, 354–356, doi: 10.1038/ 332354a0 (1988).

14. Sakagami, S. F. & Akahira, Y. Comparison of ovarian size and number of ovarioles between the workers of Japanese and European 
honeybees: Studies on the Japanese honeybee, Apis indica cerana Fabricius. Japanese Journal of Entomology. 26, 103–109 (1958).

15. Rangel, J., Böröczky, K., Schal, C. & Tarpy, D. R. (2016). Honey bee (Apis mellifera) queen reproductive potential affects queen 
mandibular gland pheromone composition and worker retinue response. PLOS ONE. 11, 1–16, doi: 10.1371/journal.pone.0156027. 
(2016).

16. Plettner, E. et al. Species- and caste-determined mandibular gland signals in honeybees (Apis). J Chem Ecol. 23, 363– 377, doi: 
10.1023/ B:JOEC.0000006365.20996 (1997).

17. Tan, K., Liu, X. W., Dong, S. H., Wang, C. & Oldroyd, B. P. Pheromones affecting ovary activation and ovariole loss in the Asian 
honey bee Apis cerana. J Insect Physiol. 74, 25–29, doi: 10.1016/j. jinsphys.2015.01.006 (2015).

18. Masterman, R., Ross, R., Mesce, K. & Spivak, M. Olfactory and behavioral response thresholds to odors of diseased brood differ 
between hygienic and non-hygienic honey bees (Apis mellifera L.). J Comp Physiol A-Sens Neural Behav Physiol. 187, 441–452, doi: 
10.1007/s003590100216 (2001).

19. Anfora, G., Frasnelli, E., Maccagnani, B., Rogers, L. J. & Vallortigara, G. Behavioural and electrophysiological lateralization in a 
social (Apis mellifera) but not in a non-social (Osmia cornuta) species of bee. Behav Brain Res. 206, 236–239, doi: 10.1016/j.
bbr.2009.09.023 (2010).

20. Jung, J. W., Park, K. W., Oh, H. W. & Kwon, H. W. Structural and functional differences in the antennal olfactory system of worker 
honey bees of Apis mellifera and Apis cerana. J Asia-Pac Entomol. 17, 639– 646, doi: 10.1016/j.aspen.2014.01.012 (2014).

21. Dweck, H. K. M. Antennal sensory receptors of Pteromalus puparum female (Hymenoptera: Pteromalidae), a gregarious pupal 
endoparasitoid of Pieris rapae. Micron. 40, 769–774, doi: 10. 1016/j.micron.2009.07.012 (2009).

22. Gao, Y., Luo, L. Z. & Hammond, A. Antennal morphology, structure and sensilla distribution in Microplitis pallidipes (Hymenoptera 
: Braconidae). Micron. 38, 684–693, doi: 10.1016/j.Micron. 2006.09.004 (2007).

23. Kaissling, K. E. Insect Olfaction. (Springer, Berlin Heidelberg, 1971).
24. Robertson, H. M. & Wanner, K. W. The chemoreceptor superfamily in the honey bee, Apis mellifera: Expansion of the odorant, but 

not gustatory, receptor family. Genome Res. 16, 1395–1403, doi: 10.1101/ gr.5057506 (2006).
25. Galizia, C. G. & Menzel, R. The role of glomeruli in the neural representation of odours: Results from optical recording studies. J 

Insect Physiol. 47, 115–130, doi: 10.1016/ S00 22-1910(00)00106-2 (2001).
26. Wanner, K. W. et al. A honey bee odorant receptor for the queen substance 9-oxo-2-decenoic acid. P Natl Acad Sci. 104, 

14383–14388, doi: 10.1073/pnas.0705459104 (2007).
27. Park, D. et al. Uncovering the novel characteristics of Asian honey bee, Apis cerana, by whole genome sequencing. Bmc Genomics. 

16, 1–16, doi: 10.1186/1471 -2164-16-1 (2015).
28. Bicker, G. & Menze, R. Chemical codes for the control of behavior in Arthropods. Nature. 337, 33–39, doi: 10.1038/337033a0 (1989).
29. Roeder, T. Octopamine in invertebrates. Prog Neurobiol. 59, 533–561, doi: 10.1016/S0301–0082 (99) 00016-7 (1999).
30. Oi, C. A. et al. The origin and evolution of social insect queen pheromones: Novel hypotheses and outstanding problems. Bioessays. 

37, 808–821, doi: 10.1002/bies.201400180 (2015).
31. Tan, K., Yang, M. X., Wang, Z. W., Radlo, V. S. E. & Pirk, C. W. W. The pheromones of laying workers in two honeybee sister species: 

Apis cerana and Apis mellifera, J Comp Physiol A. 198, 319–323, doi: 10.1007/ s00359-012-0710-9 (2012).
32. Ruttner, F. Biogeography and taxonomy of honeybees. (Springer-Verlag, 1988).
33. Tarpy, D. R., Simone-Finstrom, M. & Linksvayer, T. A. Honey bee colonies regulate queen reproductive traits by controlling which 

queens survive to adulthood. Insect Soc. 63, 169–174, doi: 10.1007/ s00040-015 -0452-0 (2016).
34. Masson, C. & Arnold, G. Ontogeny, maturation and plasticity of the olfactory system in the workerbee. J Insect Physiol. 30, 7–14, doi: 

10.1016/0022-1910(84)90104-5 (1984).
35. Phamdelegue, M. H., Trouiller, J., Caillaud, C. M., Roger, B. & Masson, C. Effect of queen pheromone on worker bees of different 

ages: behavioral and electrophysiological responses. Apidologie. 24, 267–281, doi: 10.1051/apido:19930307 (1993).
36. Allan, S. A., Slessor, K. N., Winston, M. L. & King, G. G. S. The influence of age and task specialization on the production and 

perception of honey bee pheromones. J Insect Physiol. 33, 917– 922, doi: 10.1016/ 0022-1910(87)90003-5 (1987).
37. Plettner, E., Slessor, K. N., Winston, M. L. & Oliver, J. E. Caste-selective pheromone biosynthesis in honeybees. Science. 271, 

1851–1853, doi: 10.1126/science.271.5257.1851 (1996).
38. Tan, K. et al. Behav Ecol. 20, 1106–1110, doi: 10.1093/ beheco/arp103 (2009).
39. Wang, Z. W. et al. Bees eavesdrop upon informative and persistent signal compounds in alarm pheromones. Sci Rep. 6, 25693, doi: 

10.1038/srep 25693 (2016).
40. Milite, C. et al. Straightforward, metal-free, and stereoselective synthesis of 9-oxo-and 10-hydroxy-2(E)-decenoic acids, important 

components of honeybee (Apis mellifera) secretions. Rsc Adv. 2, 5229–5233, doi: 10.1039/C2RA 20275A (2012).



www.nature.com/scientificreports/

9Scientific RepoRts | 7:44640 | DOI: 10.1038/srep44640

41. Chaikin, S. W. & Brown, W. G. Reduction of aldehydes, ketones and acid chlorides by sodium borohydride. J Am Chem Soc. 71, 
122–125, doi: 10.1021/ja01169a033 (1949).

42. Kaminski, L. A., Slessor, K. N., Winston, M. L., Hay, N. W. & Borden, J. H. Honeybee response to queen mandibular pheromone in 
laboratory bioassays. J Chem Ecol. 16, 841–850, doi: 10.1007/ BF01016494 (1990).

Acknowledgements
We thank the editor and reviewers for their comments, which have significantly improved our manuscript. This 
work was supported by the Key Laboratory of Tropical Forest Ecology, Xishuangbanna Tropical Botanical Garden, 
the CAS 135 program (XTBGT01) of Chinese Academy of Science, China National Research Fund (31260585) to 
Ken Tan, and the CAS President’s International Fellowship Initiative No. 2016VBA035 to James C. Nieh.

Author Contributions
S.H.D., P.W., K.T. and J.N. conceived and designed the experiments. S.H.D., P.W., Q.Z. and X.Y.L. performed the 
experiments. S.H.D., P.W. and J.N. analyzed the data. P.W. and J.N. contributed reagents, materials or analysis 
tools. S.H.D., P.W., K.T. and J.N. wrote the paper.

Additional Information
Competing Interests: The authors declare no competing financial interests.
How to cite this article: Dong, S. et al. Resisting majesty: Apis cerana, has lower antennal sensitivity and 
decreased attraction to queen mandibular pheromone than Apis mellifera. Sci. Rep. 7, 44640; doi: 10.1038/
srep44640 (2017).
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2017

http://creativecommons.org/licenses/by/4.0/

	Resisting majesty: Apis cerana, has lower antennal sensitivity and decreased attraction to queen mandibular pheromone than  ...
	Results
	Am had stronger antennal responses than Ac. 
	Am was more strongly attracted to individual QMP compounds than Ac. 

	Discussion
	Materials and Methods
	Study site and colonies. 
	Exp. 1: EAG. 
	Exp. 2: Behavioral attraction (retinue formation). 
	Statistics. 

	Acknowledgements
	Author Contributions
	Figure 1.  Antennal responses of A.
	Figure 2.  Bioassay of worker attraction (retinue formation) to synthetic queen mandibular pheromone (QMP) components.
	Table 1.   QMP components of mated A.
	Table 2.   Results of Repeated-Measures ANOVA testing the EAG responses of bees from both species: A.



 
    
       
          application/pdf
          
             
                Resisting majesty: Apis cerana, has lower antennal sensitivity and decreased attraction to queen mandibular pheromone than Apis mellifera
            
         
          
             
                srep ,  (2017). doi:10.1038/srep44640
            
         
          
             
                Shihao Dong
                Ping Wen
                Qi Zhang
                Xinyu Li
                Ken Tan
                James Nieh
            
         
          doi:10.1038/srep44640
          
             
                Nature Publishing Group
            
         
          
             
                © 2017 Nature Publishing Group
            
         
      
       
          
      
       
          © 2017 The Author(s)
          10.1038/srep44640
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep44640
            
         
      
       
          
          
          
             
                doi:10.1038/srep44640
            
         
          
             
                srep ,  (2017). doi:10.1038/srep44640
            
         
          
          
      
       
       
          True
      
   




