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ABSTRACT Honeybees harbor well-defined bacterial communities in their guts. The major members of these communities ap-

pear to benefit the host, but little is known about how they interact with the host and specifically how they interface with the host
immune system. In the pylorus, a short region between the midgut and hindgut, honeybees frequently exhibit scab-like structures on the epithelial gut surface. These structures are reminiscent of a melanization response of the insect immune system.
Despite the wide distribution of this phenotype in honeybee populations, its cause has remained elusive. Here, we show that the
presence of a common member of the bee gut microbiota, the gammaproteobacterium Frischella perrara, correlates with the
appearance of the scab phenotype. Bacterial colonization precedes scab formation, and F. perrara specifically localizes to the
melanized regions of the host epithelium. Under controlled laboratory conditions, we demonstrate that exposure of microbiotafree bees to F. perrara but not to other bacteria results in scab formation. This shows that F. perrara can become established in a
spatially restricted niche in the gut and triggers a morphological change of the epithelial surface, potentially due to a host immune response. As an intermittent colonizer, this bacterium holds promise for addressing questions of community invasion in a
simple yet relevant model system. Moreover, our results show that gut symbionts of bees engage in differential host interactions
that are likely to affect gut homeostasis. Future studies should focus on how these different gut bacteria impact honeybee health.
IMPORTANCE As pollinators, honeybees are key species for agricultural and natural ecosystems. Their guts harbor simple communities composed of characteristic bacterial species. Because of these features, bees are ideal systems for studying fundamental
aspects of gut microbiota-host interactions. However, little is known about how these bacteria interact with their host. Here, we
show that a common member of the bee gut microbiota causes the formation of a scab-like structure on the gut epithelium of its
host. This phenotype was first described in 1946, but since then it has not been much further characterized, despite being found
in bee populations worldwide. The scab phenotype is reminiscent of melanization, a conserved innate immune response of insects. Our results show that high abundance of one member of the bee gut microbiota triggers this specific phenotype, suggesting
that the gut microbiota composition can affect the immune status of this key pollinator species.
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T

he honeybee, Apis mellifera, presents a reservoir for a multitude of microbes that affect health and disease in this key pollinator species (1–4). Transmission, dissemination, and persistence of bee-associated microbes are facilitated by the host’s social
lifestyle, by sharing foraging sites with other insects, and by mixing
and distributing populations in the bee-keeping industry across
the world. Some bee-associated microbes are agents of emerging
infectious diseases, including several viruses transmitted by mites
and the microsporidian Nosema ceranae (5–7). These pathogens
present severe threats to honeybee health and, in part, are responsible for the elevated losses of honeybee populations reported
across the world in recent years (4, 5, 8, 9). In addition, honeybees
are colonized by a highly characteristic gut microbiota dominated
by only eight bacterial species (10, 11). A subset of these bacteria is
also found in guts of other Apis spp. and related bumblebee species
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(genus Bombus) (12, 13), suggesting longstanding associations between gut bacteria and social bees. There is accumulating evidence
that the most conserved members of these communities engage in
mutualistic interactions with the host, with roles in nutrition or
pathogen defense (14, 15). However, some members could be opportunistic parasites or commensals that occasionally invade and
colonize the bee gut to exploit this nutrient-rich environment.
Evidence from microbial community analyses shows that certain
bee gut bacteria have sporadic occurrence and variable abundance
(11, 13, 16, 17). As yet, little is known about which niches these
bacteria colonize in the gut and how they interact with the host.
A particularly interesting region for studying gut bacteriumhost interaction and community invasion is the ileum, the anterior part of the bee hindgut. Here, Gilliamella apicola (Gammaproteobacteria) and Snodgrassella alvi (Betaproteobacteria)

®

mbio.asm.org 1

Downloaded from mbio.asm.org on July 1, 2015 - Published by mbio.asm.org

crossmark

RESEARCH ARTICLE

by dark, scab-like depositions of an unknown material (shown in
Fig. 1B). These depositions are located on the luminal surface of
the gut epithelium and typically appear as a yellow to brown to
black band restricted to one side of the gut perimeter. In early
microscopy studies, it was observed that these structures are
found only in a subset of bees of a given colony and that bacteria as
well as the protozoan Crithidia mellificae colonize the top of these
structures (23, 24). However, neither the underlying cause nor the
role of these structures has been elucidated previously.
In this paper, we show that the frequency of bees with scab
phenotypes differs among bee colonies. We monitored the development of the scab phenotype in newly emerged bees over time
and analyzed its correlation with bacterial colonization of the pylorus, using quantitative PCR (qPCR), fluorescence in situ hybridization (FISH) microscopy, and gut colonization experiments.
Our data suggest that the scab phenotype presents a putative host
melanization response caused by the specific colonization of the
pylorus with the bacterium F. perrara. This highlights the need for
a better understanding of how different microbiota members impact the health of this important pollinator species.
RESULTS

FIG 1 Scab phenotype in the pylorus of honeybees. (A) Dissected gut of an
adult honeybee. Different gut regions, including the region defined as the
pylorus, are outlined with dashed lines. The rectum is filled with pollen. Scale
bar, 1 mm. (B and C) Pylorus region with scab and without scab, respectively.
Scale bars, 0.5 mm. (D and E) Electron micrographs of the pylorus epithelium
with scab and without scab, respectively. A cuticle layer separates the gut bacteria from the epithelial cell envelope. Scale bar, 2 m. In panel D, an electrondense material presenting the dark deposits of the scab structures is located
between the cuticle layer and the bacteria in the lumen.

predominate and colonize the host epithelium in a thick biofilmlike layer (18). These two bacteria are common members of the
bee gut microbiota, being present in various Apis spp. and Bombus
spp. (10–13, 16, 17, 19). In the European bumblebee, Bombus terrestris, both species have been suggested to play a role in protection against the protozoan parasite Crithidia bombi (15), and in
honeybees, G. apicola produces enzymes that may contribute to
pollen digestion (14). G. apicola and S. alvi appear to partition
metabolic resources in the ileum and thus may cooperate rather
than compete for nutrients (20). A third member, Frischella perrara (Gammaproteobacteria), is closely related to G. apicola and
has similar metabolic capabilities, gaining energy from anaerobic
fermentation of carbohydrates (21). Two recent studies provided
evidence that F. perrara also colonizes the ileum and therefore
could directly compete with G. apicola for resources (18, 22).
However, its abundance varies across honeybees and often is
much lower than that of G. apicola or S. alvi (11, 16, 17, 22). In
bumblebees, F. perrara has so far not been detected.
In the transition zone from the midgut to the ileum, a region
also referred to as the pylorus (Fig. 1A), honeybees frequently
show a peculiar morphology on the gut epithelium characterized
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Characterization of the scab phenotype in the pylorus of honeybees. We identified pylorus scabs in adult honeybees from all colonies analyzed in Switzerland (four colonies, n ⫽ 25 to 50) and in
the United States (two colonies, n ⫽ 21 to 140). The percentage of
bees with scabs varied among colonies, ranging from 24% to 82%
(see Fig. S1 in the supplemental material). The scab phenotype
was always restricted to the same posterior region of the pylorus
(Fig. 1A), located about 0.5 mm behind the attachment sites of the
Malpighian tubules at the beginning of the ileum (Fig. 1B and C).
As previously reported (24), the scab most often appeared as a
relatively regular band that rarely surrounded the entire gut circumference. Its coloration varied from yellow-brown to darkbrown to black (see Fig. S2 in the supplemental material). Electron
microscopy analysis of pylorus cross sections revealed that the
scab material is located on the luminal surface of the gut epithelium between the cuticle layer and the bacteria colonizing the gut
lumen (Fig. 1D and E).
In a time series experiment, we analyzed the development of
the scab phenotype in adult honeybees (Fig. 2A). To this end, 20
age-controlled bees were sampled within a colony at each of 11
time points over a period of 29 days. Newly emerged bees (day 0)
did not exhibit any scab structures in the pylorus. However, 5 days
after emergence, 20% of the bees had developed weak scab structures. At day 7, the percentage of bees with scabs increased to 70%
and then stayed more or less constant (70 to 85%) until the last
sampling time point at day 29. Scab structures tended to be darker
and covered larger surface areas in older than in younger bees (see
Fig. S2 in the supplemental material), suggesting a continuous
deposition of new scab material. A second time series experiment
conducted in a different colony in a different year yielded similar
results (see Fig. S3 in the supplemental material), though the percentage of scab-positive bees was lower. Notably, when removed
from the hive before pupal eclosion and kept under clean laboratory conditions, bees did not exhibit pylorus scabs at any of the
analyzed time points (n ⫽ 23 [see Fig. S3 in the supplemental
material] or n ⫽ 45 [see Fig. 6]).
Occurrence of scab phenotypes correlates with high abundance of the gut symbiont F. perrara. Using fluorescence in situ
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FIG 2 Scab development and abundance of bacteria over time in the pylorus of adult honeybees. (A) Percentages of bees with and without scab at different
sampling time points. Twenty bees were analyzed per time point. (B) Total number of bacteria in the pylorus of adult honeybees of different ages, determined by
absolute quantification of 16S rRNA gene copies. (C) Number of F. perrara bacteria in the pylorus of adult honeybees of different ages, determined by absolute
quantification of rpoE gene copies. For panels B and C, values were adjusted by dividing by the number of actin gene copies in the sample and multiplying by the
average number of actin gene copies per pylorus. Filled and empty circles indicate bees with and without scab, respectively. The dashed lines depict the detection
limit of the qPCR method.

hybridization (FISH) experiments, we found that bacteria colonizing the posterior regions of the pylorus belong to the three
dominant Proteobacteria in the honeybee gut: G. apicola, F. perrara, and S. alvi (Fig. 3; also, see Fig. S4 in the supplemental material). Bacterial colonization was typically restricted to regions of
the epithelium that showed surface ruffling. Along these surfaces,
we detected strong yellow autofluorescent signals (Fig. 3; also, see
Fig. S4) originating from the scab material (see Fig. S5A in the
supplemental material). Strikingly, we found F. perrara (magenta
signal in Fig. 3 and Fig. S4) to colonize right at the edge of these
scab structures, while G. apicola and S. alvi mostly formed a second layer on top (turquoise signals in Fig. 3 and Fig. S4). In most
samples from bees without scab, we did not detect F. perrara in the
pylorus (see Fig. S5B in the supplemental material), suggesting a
link between the presence of this bacterium and the occurrence of
the scab phenotype.
To test this hypothesis, we quantified the abundance of F. perrara in the pylorus of forager bees with and without scab (n ⫽ 15
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each) using qPCR. Strikingly, most bees with scab showed a 4- to
5-log-higher abundance of F. perrara in the pylorus than bees
without scab (randomization test, P ⬍ 0.0001) (Fig. 4). Only three
out of the 15 analyzed bees without visible scab revealed high
levels of F. perrara. In the other 12 bees, levels of F. perrara were
close to the limit of detection. In contrast, levels of G. apicola were
high in all analyzed samples (Fig. 4), and no significant difference
in G. apicola abundance was detected between bees with and without scab (randomization test, P value ⫽0.179). To confirm these
results, we determined absolute numbers of bacteria in the pylorus
of all bees from our time series experiment. General bacterial colonization (Fig. 2B) and specifically colonization with F. perrara
(Fig. 2C) preceded scab development. As in our analysis of forager
bees (Fig. 4), there was a significant difference in the abundance of
F. perrara between bees with and without scab (considering bees
older than 5 days, n ⫽ 40; Mann-Whitney, P ⬍ 0.0001): bees with
scab showed high levels of F. perrara in the pylorus, while most
bees without scab revealed low levels of F. perrara. In the latter
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FIG 4 Correlation between F. perrara abundance and presence of the scab
phenotype. 16S rRNA gene copies of F. perrara and G. apicola in the pylorus of
forager bees with and without scab were normalized by dividing by actin gene
copies of Apis mellifera. Fifteen bees both with and without scab were analyzed.
Filled circles represent bees with scab, and empty circles represent bees without
scab. P values for randomization tests are indicated.

FIG 3 Fluorescence in situ hybridization of cross sections of a pylorus with
scab phenotype. (A and B) Hybridizations with probes specific for F. perrara
(magenta) and G. apicola (turquoise). (C and D) Hybridizations with probes
specific for F. perrara (magenta) and S. alvi (turquoise). (E and F) Hybridizations without probes to show the autofluorescent signal (yellow) originating
from the scab material on the host epithelial surface. Hoechst counterstaining
of host nuclei and bacteria is shown in blue. Panels A, C, and E show the entire
cross section. Scale bars, 100 m. Panels B, D, and F show magnifications of the
boxed regions in panels A, C, and E. Scale bars, 20 m.

group, most F. perrara counts were close to or even below the
detection limit (Fig. 2C). However, as in the analysis of forager
bees (Fig. 4), there were a few individuals with high levels of F. perrara but no detectable scab phenotype.
Despite the difference in F. perrara colonization, there was no
significant difference in total bacterial numbers between bees
with and without scabs (considering bees older than 5 days, n ⫽
40; Mann-Whitney, P ⫽ 0.065). F. perrara abundance seemed
to level off 7 days after emergence, while general bacterial
counts still increased by ~10⫻ from day 7 to day 13 (Fig. 2B
and C). According to our qPCR analyses, F. perrara was the
dominant bacterium (⬎50%) between day 2 and day 7, while it
declined at later time points to ⬍25% of the bacterial community in the pylorus.
F. perrara specifically colonizes the pylorus. By using qPCR,
we analyzed the abundance of F. perrara in different gut regions of
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forager bees with and without scab (n ⫽ 5 each). All data were
normalized for differences in tissue size to the size of the pylorus
based on average number of actin gene copies. In bees with pylorus scabs, F. perrara abundance was lowest in the anterior part of
the gut, i.e., the crop (average ⫽ 7.12 ⫻ 103 bacteria) and the
midgut (average ⫽ 1.45 ⫻ 104 bacteria) (Fig. 5A). The highest
abundance of F. perrara was found in the pylorus (average ⫽ 7.29 ⫻
107 bacteria), followed by the ileum, with ~10⫻-lower abundance
(average ⫽ 7.67 ⫻ 106 bacteria; Mann-Whitney, P ⬍ 0.05), and the
rectum, with ~100⫻-lower abundance (average ⫽ 9.34 ⫻ 106 bacteria; Mann-Whitney, P ⬍ 0.01), than in the pylorus. Overall bacterial
load was also highest in the pylorus (average ⫽ 1.14 ⫻ 109 bacteria)
(Fig. 5B). However, differences with respect to the ileum (average ⫽
2.83 ⫻ 108 bacteria, Mann-Whitney, P ⬍ 0.05) and the rectum (average ⫽ 3.70 ⫻ 108 bacteria, Mann-Whitney, P ⫽ 0.056) were not as
pronounced as for F. perrara. Notably, in bees without scab, F. perrara
abundance was close to the detection limit in all gut regions (Fig. 5C),
while the total number of bacteria was in the same range as in bees
with scab (Fig. 5D).
Experimental colonization of MF bees with F. perrara induces the scab phenotype. We exposed newly emerged
microbiota-free (MF) bees to F. perrara or S. alvi. Ten days after
exposure, we analyzed bees for scab development and confirmed
colonization using qPCR and bacterial culturing. Neither MF bees
(n ⫽ 45) nor S. alvi-colonized bees (n ⫽ 43) developed pylorus
scabs within 10 days after emergence (Fig. 6). However, 93% of all
bees colonized with F. perrara (n ⫽ 45) revealed scab phenotypes
in the pylorus resembling those found in bees sampled from colonies (Fig. 1; also, see Fig. S2 in the supplemental material). Abundance of F. perrara in the pylorus of colonized laboratory bees
(average ⫽ 3.03 ⫻ 107 bacteria) (see Fig. S6 in the supplemental
material) was in the range for bees of similar age in the colony: in
our time series experiments (Fig. 2C), 9-day-old bees had slightly
lower counts (average ⫽ 1.30 ⫻ 107 bacteria) than 10-day-old
bees colonized in the laboratory, while 11-day-old bees had
slightly higher counts (average ⫽ 4.90 ⫻ 107 bacteria).
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FIG 5 F. perrara preferentially colonizes the pylorus region of adult honeybees. (A and B) Absolute quantification of total bacteria and F. perrara bacteria in
different gut regions of five adult forager bees with scabs. (C and D) Absolute quantification of total bacteria and F. perrara bacteria in different gut regions of five
adult forager bees without scabs. Filled and empty circles indicate bees with and without scabs, respectively. Dashed line depicts the detection limit of the qPCR
method. Numbers were adjusted as in Fig. 2B and C.

DISCUSSION

The scab phenotype was first described in 1946 in honeybees from
Switzerland and other European countries (23). At the time, light
microscopy revealed that resting stages of the flagellate Crithidia
mellificae as well as many bacteria colonize the epithelial surfaces
covered with the characteristic scab structures. Despite its wide
distribution in bee populations and its peculiar appearance as a
brown to black band along the gut circumference (Fig. 1), the scab
phenotype has never been studied further. In the present study, we
show that F. perrara causes this phenotype. First of all, we ob-

FIG 6 Experimental colonization of microbiota-free (MF) bees with F. perrara causes scab development. Data are the percentage of 10-day-old bees with
scab phenotypes after exposure to F. perrara or S. alvi or when left microbiotafree. n, number of animals analyzed. Only bees that were successfully colonized
were included in the analysis. Data come from three independent experiments.
S. alvi colonization was tested in only two of the three replicate experiments.
Images of representative samples from the three tested conditions are shown
above the graph. Absolute quantification of F. perrara and S. alvi in the pylorus
of colonized bees is shown in Fig. S6 in the supplemental material.
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served a strong positive correlation in adult bees between the presence of a pylorus scab and a high abundance of F. perrara (Fig. 2
and 4). Second, our FISH microscopy experiments revealed that
dense bacterial layers colonize the corresponding region in the
pylorus with F. perrara located right at the edge of the scab structures (Fig. 3). Third, we showed that experimental colonization of
microbiota-free bees with F. perrara results in scab development
(Fig. 6).
The scab phenotype is likely to present a melanization response
of the host, triggered by F. perrara colonization. Melanin is a complex and heterogeneous biopolymer resulting from the oxidation
of phenols (25). In insects, melanization is involved in the hardening process of the cuticle and plays an important role in the
innate immune response (26). It is involved in wound healing
processes after tissue damage, exhibits encapsulation activity
against parasites, and is a major cause of oxidative stress. The scab
material in the pylorus has the typical dark coloration of melanin
(27–29). In UV light, no fluorescence was observed, but strong
autofluorescence appeared in the green and red channels after
fixation, which is a characteristic previously reported for oxidized
melanin (30). In our electron micrographs (Fig. 1), the scab material appeared as electron-dense matter that resembles melanin
deposits found in other insects after tissue damage (28, 31–33).
The material is located on the cuticle layer of the gut epithelium
from where it protrudes into the lumen (Fig. 1), suggesting secretion from the host across the cuticle layer rather than production
by the bacteria in the lumen. Frequently, we found the scab material to encompass the gut bacteria, which is reminiscent of the
encapsulation activity of melanin.
In insects, melanin is primarily produced by hemocytes (blood
cells) in the hemolymph (34). However, melanization can also
occur in the hindgut independent of hemocyte recruitment, presumably by melanin production from specific epithelial cells (28,
31, 35). Vacuoles have been found in the epithelial cells of
melanized gut regions (31). We observed similar structures in the
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cellular tissue and cuticle layer underlying the scab structures,
indicating the secretion of cellular compounds into the lumen
(Fig. 1).
Melanization is a localized and relatively fast response occurring immediately after host tissue damage. However, the development of the scab phenotype in honeybees takes several days. In
hive bees, high abundance of F. perrara was already detected 2 days
after pupal emergence, while scabs became visible only 5 to 7 days
after emergence (Fig. 2). This delay suggests either that very high
levels of F. perrara are necessary or that a certain host developmental stage must be reached to trigger the local melanization
response in the gut. Other factors, such as diet, host genotype, and
absence/presence of other bacteria, could promote or inhibit scab
development, because a few bees in our experiments were older
than 7 days and contained high levels of F. perrara but showed no
obvious scab phenotype (Fig. 2).
Two remarkable characteristics of the scab phenotype are its
specificity to F. perrara colonization (Fig. 2 to 6) and its restriction
to a small region in the pylorus (Fig. 3 and 5). Other bacteria,
including the closely related G. apicola and S. alvi, colonize the
same region of the host epithelium (Fig. 3) but seem not to trigger
scab formation. Possibly, F. perrara causes tissue damage or activates the insect immune system via a specific mechanism that
results in a melanization response. It will be important to identify
the bacterial factors involved in this process in order to understand whether F. perrara has pathogenic characteristics and
whether this influences gut homeostasis. Genome analysis of
F. perrara revealed the presence of several factors that could be
involved in the interaction with the host. For example, a homolog
of the biosynthetic colibactin gene cluster was found, and the
product was shown to cause DNA damage in eukaryotic cells (36).
This gene cluster is also present in certain Escherichia coli strains
isolated from the human gut (37, 38), and these E. coli strains were
shown to cause DNA damage in epithelial cells in a murine gut
model (39). Future studies will show whether F. perrara also
causes DNA damage in vivo in the bee gut and whether this contributes to the observed host response in the pylorus.
Based on bacterial community analyses, F. perrara is widely
distributed in honeybee populations: it has been detected in samples collected in Europe, North America, and Asia (1, 11, 19, 40).
We found scab phenotypes in all colonies analyzed in both Switzerland and the United States (see Fig. S1 in the supplemental
material), and scabs were also reported in other countries in Europe (23, 24). However, negative effects associated with the presence of this bacterium have so far not been reported. Potentially,
the melanization response provides a mechanical resistance
against tissue damage or regulates growth and expansion of the
bacterium via oxidative stress. We could isolate F. perrara from
bees with scabs, demonstrating that the bacteria are not killed by
this response. However, F. perrara abundance increased only until
day 5 to day 7 after colonization and then stayed more or less
constant, while overall bacterial numbers increased further until
later time points (Fig. 2). A recent study of colonization dynamics
of honeybee microbiota showed a similar pattern: F. perrara colonizes the ileum region and is the most abundant member of the
community in young adult workers, whereas G. apicola and S. alvi
dominate in the ilea of older workers (22). The arrest of F. perrara
proliferation coincides with scab development, suggesting that the
response could control F. perrara colonization. Alternatively,
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other bacteria might simply outcompete F. perrara and impede its
proliferation at later time points.
Our qPCR experiments on different gut regions showed that
F. perrara is by far most abundant in the pylorus (Fig. 5). This may
explain why scab formation is limited to this particular region in
the gut. The uniform appearance of the phenotype across bees
could also suggest that a specific cell type present in this region is
needed for inducing the response. Possible reasons why F. perrara
may preferentially colonize the posterior part of the pylorus could
be (i) competition with other bacteria, (ii) physicochemical properties, and (iii) access to specific nutrients. Ingested pollen often
accumulates in the pylorus before it is passed through the ileum
into the rectum (23). In addition, the Malphigian tubules excrete
nitrogenous waste and electrolytes into the pylorus (41). This creates a nutrient-rich environment in which F. perrara and other
bacteria can thrive by colonizing the adjacent gut walls.
F. perrara shows a widespread but irregular occurrence in honeybee populations, is confined to a small region in the gut that is
heavily colonized by other gut bacteria, and elicits a phenotype
that may represent an immune response. Furthermore, F. perrara
has so far not been detected in bumblebees, although bumblebees
do contain G. apicola and S. alvi (13). Possibly, F. perrara has
invaded the gut community of honeybees relatively recently and
established itself in a specific niche. The F. perrara-host interaction illustrates that gut microbial communities are evolutionarily
dynamic. Invasive or parasitic organisms that elicit strong immune responses can potentially evolve into commensals and
sometimes into mutualists. The simple gut communities of social
bees present ideal model systems to investigate the underlying
evolutionary and genetic processes of such interactions. Future
studies will elucidate the precise relationship between F. perrara
and bees, determining the bacterial factors involved and the impact of the interaction on bee health and gut homeostasis.
MATERIALS AND METHODS
Bee experiments and generation of microbiota-free bees. Bees used in
this study originated from Apis mellifera colonies kept at Yale University,
West Haven, CT, and at the University of Lausanne, Lausanne, Switzerland. To sample forager bees, we collected bees returning with pollen on
their legs on the landing boards of the hives. To sample age-controlled
hive bees, frames with emerging brood were kept overnight in humidified
insect chambers at 35°C. On the next day, newly emerged bees were
marked (time point day 0), put back into the colony, and sampled at later
time points within the colony. To generate microbiota-free bees, blackeyed pupae were removed from brood frames in the lab and kept in clean
cages in humidified insect chambers at 35°C. After ~48 h, newly emerged
adult bees were distributed into experimental cages, provided with 1:1
(wt/wt) sucrose-water and gamma-irradiated pollen, and kept in an insect
chamber at 35°C.
Bee colonization experiments. F. perrara PEB0191 (21) was inoculated from frozen glycerol stocks on brain heart infusion agar and grown
at 37°C under anaerobic conditions. S. alvi wkB2 (42) was inoculated
from frozen glycerol stocks on tryptic soy agar and grown at 37°C in 5%
CO2. Two days later, bacteria were restreaked on fresh agar plates and
grown for another 1.5 to 2 days. Bacteria were harvested in 1⫻ PBS,
diluted in PBS plus sucrose-water (1:1), and 3 ⫻ 108 to 9 ⫻ 108 bacterial
cells were spread over the gamma-irradiated pollen in the cages containing the microbiota-free bees.
DNA extraction from gut tissue. Bees were anesthetized by chilling on
ice or by exposure to CO2. Midguts and hindguts were dissected in 1⫻
PBS, and the pylorus region was cut out with a sterilized scalpel. A first cut
was done immediately after the attachment sites of the Malpighian tubules
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and a second cut about 1 to 2 mm further downstream. DNA was extracted from this gut fragment using a previously published cetyltrimethylammonium bromide (CTAB)/phenol extraction protocol (22). The
DNA samples were resuspended in 50 l nuclease-free water and used for
quantitative PCR analysis.
Quantitative PCR to estimate bacterial abundance. Diagnostic 16S
rRNA gene primers were used to determine the abundance of G. apicola, S.
alvi, and F. perrara and total numbers of bacteria in DNA extracted from
gut tissues. For quantification of F. perrara, we also used rpoE gene primers. For normalization of DNA samples, the A. mellifera actin gene was
used. All primers are summarized in Table S1. Quantitative PCR was
carried out on an Eppendorf Mastercycler ep realplex (data in Fig. 2 and
4), an ABI Prism 7000 (data in Fig. 5), or a BioRad CFX96 thermal cycler
(data in Fig. S6 in the supplemental material). Triplicate reactions with
10-l mixtures were performed with 5 l KAPA SYBR Fast 2⫻ master mix
(KAPA Biosystems), 1 l each primer at 5 M, 2 l H2O, and 1 l template DNA. The cycling conditions consisted of 95°C for 3 min and 40
cycles of two step PCR at 95°C for 3 s and 20 s at 60°C. We used a randomization test (2,000 iterations) as implemented in the REST 2009 software (43) to compare relative gene copy numbers of G. apicola and F. perrara between forager bees with and without scabs (Fig. 4). For all other
experiments, absolute quantification was based on standard curves from
amplification of the cloned target sequence in a pGEM-T vector (Promega). Samples with copy numbers below the range of detection of the
standard curve were assigned a value of 5 ⫻ 102 copies corresponding to
the lower limit of detection. To adjust for differences in tissue size, bacterial numbers were adjusted by dividing by the actin gene copy number of
the sample and multiplying by the average actin gene copy number of all
samples in the experiment. If not otherwise stated, values of 16S rRNA
gene copies were divided by 4 to account for the four 16S rRNA gene
copies present in the genomes of G. apicola, S. alvi, and F. perrara (the
three dominant species in the pylorus). Values were log-transformed for
statistical tests. Mann-Whitney U tests were carried out in R (44). Plots
were generated in R using the beeswarm function (45).
FISH. Tissue sections and FISH experiments were performed as previously described (46, 47). In short, the pylorus and ileum of forager bees
were dissected as described above and fixed for 5 days in Carnoy’s solution
(ethanol-chloroform-acetic acid, 6:3:1 [vol/vol]). Fixed tissue samples
were washed three times for 1 h in absolute ethanol, then incubated three
times for 20 min in xylene, and finally infiltrated with paraffin three times
for 1 h at 60°C under a vacuum. Samples were placed into molds containing melted paraffin and then hardened by placing them into an ice slurry.
Paraffin-embedded tissues were cut into serial 5-m sections with a microtome (Leica), placed on coated microscopy slides, and cleared from
paraffin with xylene. Sections were then rehydrated and hybridized overnight with fluorochrome-labeled oligonucleotide probes targeting the 16S
rRNA of G. apicola, S. alvi, or F. perrara. The specificity of the FISH signals
was validated by performing control experiments with an excess of unlabeled oligonucleotides (50:1) and with the addition of RNase during hybridization. Oligonucleotide sequences of probes are listed in Table S1.
Electron microscopy. Scab regions were dissected in fixation solution
(2.5% gluteraldehyde and 2% paraformaldehyde in 0.1 M sodium cacodylate buffer, pH 7.4) in a fume hood. Tissue embedding and sectioning
was carried out by the electron microscopy facility of the Yale School of
Medicine following their standard protocol for tissue samples. After 1 h of
fixation, samples were rinsed three times for 20 min in 0.1 M sodium
cacodylate buffer, followed by a postfix in 1% osmium tetroxide in 0.1 M
cacodylate buffer for 1 h at room temperature in a fume hood. Samples
were washed three times for 5 min in water before they were dehydrated in
a series of ethanol washes from 50% to 100% ethanol. Ethanol was replaced with propylene oxide for 10 min and then incubated on a rotating
wheel in propylene oxide-Epon mix (1:1 [vol/vol]) for 1 h, followed by
two pure Epon mixes for 2 h. Samples were transferred into fresh Epon in
molds and cured in the oven overnight at 60°C. Ultrathin sections were
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cut and stained with uranyl acetate and viewed on a Zeiss EM900 transmission electron microscope.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at http://mbio.asm.org/
lookup/suppl/doi:10.1128/mBio.00193-15/-/DCSupplemental.
Figure S1, TIF file, 0.1 MB.
Figure S2, TIF file, 1.2 MB.
Figure S3, TIF file, 0.1 MB.
Figure S4, TIF file, 0.8 MB.
Figure S5, TIF file, 2.5 MB.
Figure S6, TIF file, 0.1 MB.
Table S1, DOCX file, 0.1 MB.

ACKNOWLEDGMENTS
We thank Kim Hammond for beekeeping assistance. We are very grateful
to Ryuichi Koga for his guidance and invaluable advice regarding FISH
experiments. We thank Fabienne Wichmann and Olivier Emery for critical reading of the manuscript.
This work was funded by Yale University, Swiss NSF fellowships
PBBSP3-135986 and PZ00P3_148264, the EMBO fellowship ALTF 13172011 (to P.E.), and U.S. NSF Dimensions of Biodiversity awards 1046153
and 1415605 (to N.A.M.).

REFERENCES
1. Cox-Foster DL, Conlan S, Holmes EC, Palacios G, Evans JD, Moran
NA, Quan P-L, Briese T, Hornig M, Geiser DM, Martinson V, vanEngelsdorp D, Kalkstein AL, Drysdale A, Hui J, Zhai J, Cui L, Hutchison
SK, Simons JF, Egholm M, Pettis JS, Lipkin WI. 2007. A metagenomic
survey of microbes in honey bee colony collapse disorder. Science 318:
283–287. http://dx.doi.org/10.1126/science.1146498.
2. Genersch E. 2010. Honey bee pathology: current threats to honey bees and
beekeeping. Appl Microbiol Biotechnol 87:87–97. http://dx.doi.org/
10.1007/s00253-010-2573-8.
3. Fürst MA, McMahon DP, Osborne JL, Paxton RJ, Brown MJ. 2014.
Disease associations between honeybees and bumblebees as a threat to
wild pollinators. Nature 506:364 –366. http://dx.doi.org/10.1038/
nature12977.
4. Evans JD, Schwarz RS. 2011. Bees brought to their knees: microbes affecting honey bee health. Trends Microbiol 19:614 – 620. http://
dx.doi.org/10.1016/j.tim.2011.09.003.
5. Klee J, Besana AM, Genersch E, Gisder S, Nanetti A, Tam DQ, Chinh
TX, Puerta F, Ruz JM, Kryger P, Message D, Hatjina F, Korpela S, Fries
I, Paxton RJ. 2007. Widespread dispersal of the microsporidian Nosema
ceranae, an emergent pathogen of the western honey bee, Apis mellifera. J
Invertebr Pathol 96:1–10. http://dx.doi.org/10.1016/j.jip.2007.02.014.
6. Genersch E, Aubert M. 2010. Emerging and re-emerging viruses of the
honey bee (Apis mellifera L.). Vet Res 41:54. http://dx.doi.org/10.1051/
vetres/2010027.
7. Li JL, Cornman RS, Evans JD, Pettis JS, Zhao Y, Murphy C, Peng WJ,
Wu J, Hamilton M, Boncristiani HF, Zhou L, Hammond J, Chen YP.
2014. Systemic spread and propagation of a plant-pathogenic virus in
European honeybees, Apis mellifera. mBio 5:e00898 –13. http://
dx.doi.org/10.1128/mBio.00898-13.
8. Dainat B, Neumann P. 2013. Clinical signs of deformed wing virus infection are predictive markers for honey bee colony losses. J Invertebr Pathol
112:278 –280. http://dx.doi.org/10.1016/j.jip.2012.12.009.
9. Dainat B, Evans JD, Chen YP, Gauthier L, Neumann P. 2012. Predictive
markers of honey bee colony collapse. PLoS One 7:e32151. http://
dx.doi.org/10.1371/journal.pone.0032151.
10. Martinson VG, Danforth BN, Minckley RL, Rueppell O, Tingek S,
Moran NA. 2011. A simple and distinctive microbiota associated with
honey bees and bumble bees. Mol Ecol 20:619 – 628. http://dx.doi.org/
10.1111/j.1365-294X.2010.04959.x.
11. Moran NA, Hansen AK, Powell JE, Sabree ZL. 2012. Distinctive gut
microbiota of honey bees assessed using deep sampling from individual
worker bees. PLoS One 7:e36393. http://dx.doi.org/10.1371/
journal.pone.0036393.
12. Koch H, Abrol DP, Li J, Schmid-Hempel P. 2013. Diversity and evolu-

®

mbio.asm.org 7

Downloaded from mbio.asm.org on July 1, 2015 - Published by mbio.asm.org

Honeybee Symbiont Causes Scab Formation in the Gut

13.

14.
15.
16.

17.
18.
19.

20.
21.

22.
23.
24.

25.
26.
27.
28.

29.

30.
31.

8

tionary patterns of bacterial gut associates of corbiculate bees. Mol Ecol
22:2028 –2044. http://dx.doi.org/10.1111/mec.12209.
Cariveau DP, Powell JE, Koch H, Winfree R, Moran NA. 2014. Variation in gut microbial communities and its association with pathogen infection in wild bumble bees (Bombus). ISME J 8:2369 –2379. http://
dx.doi.org/10.1038/ismej.2014.68.
Engel P, Martinson VG, Moran NA. 2012. Functional diversity within the
simple gut microbiota of the honey bee. Proc Natl Acad Sci U S A 109:
11002–11007. http://dx.doi.org/10.1073/pnas.1202970109.
Koch H, Schmid-Hempel P. 2011. Socially transmitted gut microbiota
protect bumble bees against an intestinal parasite. Proc Natl Acad Sci
U S A 108:19288 –19292. http://dx.doi.org/10.1073/pnas.1110474108.
Sabree ZL, Hansen AK, Moran NA. 2012. Independent studies using
deep sequencing resolve the same set of core bacterial species dominating
gut communities of honey bees. PLoS One 7:e41250. http://dx.doi.org/
10.1371/journal.pone.0041250.
Corby-Harris V, Maes P, Anderson KE. 2014. The bacterial communities
associated with honey bee (Apis mellifera) foragers. PLoS One 9:e95056.
http://dx.doi.org/10.1371/journal.pone.0095056.
Martinson VG, Moy J, Moran NA. 2012. Establishment of characteristic
gut bacteria during development of the honeybee worker. Appl Environ
Microbiol 78:2830 –2840. http://dx.doi.org/10.1128/AEM.07810-11.
Ahn J-H, Hong I-P, Bok J-I, Kim B-Y, Song J, Weon H-Y. 2012.
Pyrosequencing analysis of the bacterial communities in the guts of honey
bees Apis cerana and Apis mellifera in Korea. J Microbiol 50:735–745.
http://dx.doi.org/10.1007/s12275-012-2188-0.
Kwong WK, Engel P, Koch H, Moran NA. 2014. Genomics and host
specialization of honey bee and bumble bee gut symbionts. Proc Natl Acad
Sci U S A 111:11509 –11514. http://dx.doi.org/10.1073/pnas.1405838111.
Engel P, Kwong WK, Moran NA. 2013. Frischella perrara gen. nov., sp.
nov., a gammaproteobacterium isolated from the gut of the honeybee,
Apis mellifera. Int J Syst Evol Microbiol 63:3646 –3651. http://dx.doi.org/
10.1099/ijs.0.049569-0.
Powell JE, Martinson VG, Urban-Mead K, Moran NA. 19 September
2014. Routes of acquisition of the gut microbiota of Apis mellifera. Appl
Environ Microbiol http://dx.doi.org/10.1128/AEM.01861-14.
Lothmar R. 1946. Über Flagellaten und Bakterien im Dünndarm der
Honigbiene (Apis mellifica). Beih Schweiz Bienen-Zeitung 2:49 –76.
Bährmann R. 1967. Über das Auftreten von Pylorusschorfen bei der gesunden und nosemakranken Arbeiterinnen der Honigbiene unter verschiedenen experimentellen Bedingungen. Annales de l’Abeille 10:29 –37.
http://dx.doi.org/10.1051/apido:19670103.
Vavricka CJ, Christensen BM, Li J. 2010. Melanization in living
organisms: a perspective of species evolution. Protein Cell 1:830 – 841.
http://dx.doi.org/10.1007/s13238-010-0109-8.
Nappi AJ, Christensen BM. 2005. Melanogenesis and associated cytotoxic
reactions: applications to insect innate immunity. Insect Biochem Mol
Biol 35:443– 459. http://dx.doi.org/10.1016/j.ibmb.2005.01.014.
Kayser H. 1985. Pigments, p 367– 415. In Kerkut GA, Gilbert LI (ed),
Comparative insect physiology, biochemistry, and pharmacology. Pergamon Press, New York, NY.
Seisenbacher G, Hafen E, Stocker H. 2011. MK2-dependent p38b signalling protects Drosophila hindgut enterocytes against JNK-induced apoptosis under chronic stress. PLoS Genet 7:e1002168. http://dx.doi.org/
10.1371/journal.pgen.1002168.
Binggeli O, Neyen C, Poidevin M, Lemaitre B. 2014. Prophenoloxidase
activation is required for survival to microbial infections in Drosophila.
PLoS Pathog 10:e1004067. http://dx.doi.org/10.1371/
journal.ppat.1004067.
Kayatz P, Thumann G, Luther TT, Jordan JF, Bartz-Schmidt KU, Esser
PJ, Schraermeyer U. 2001. Oxidation causes melanin fluorescence. Investig Ophthalmol Vis Sci 42:241–246.
Chen J, Xie C, Tian L, Hong L, Wu X, Han J. 2010. Participation of the
p38 pathway in Drosophila host defense against pathogenic bacteria and

®

mbio.asm.org

32.

33.
34.
35.

36.

37.

38.

39.

40.

41.
42.

43.
44.
45.
46.
47.

fungi. Proc Natl Acad Sci U S A 107:20774 –20779. http://dx.doi.org/
10.1073/pnas.1009223107.
Forton KF, Christensen BM, Sutherland DR. 1985. Ultrastructure of the
melanization response of Aedes trivittatus against inoculated Dirofilaria
immitis microfilariae. J Parasitol 71:331–341. http://dx.doi.org/10.2307/
3282015.
Galko MJ, Krasnow MA. 2004. Cellular and genetic analysis of wound
healing in drosophila larvae. PLoS Biol 2:E239. http://dx.doi.org/10.1371/
journal.pbio.0020239.
Cerenius L, Lee BL, Söderhäll K. 2008. The proPO-system: pros and cons
for its role in invertebrate immunity. Trends Immunol 29:263–271. http://
dx.doi.org/10.1016/j.it.2008.02.009.
Shao Q, Yang B, Xu Q, Li X, Lu Z, Wang C, Huang Y, Söderhäll K, Ling
E. 2012. Hindgut innate immunity and regulation of fecal microbiota
through melanization in insects. J Biol Chem 287:14270 –14279. http://
dx.doi.org/10.1074/jbc.M112.354548.
Engel P, Vizcaino MI, Crawford JM. 2015. Gut symbionts from distinct
hosts exhibit genotoxic activity via divergent colibactin biosynthetic pathways. Appl Environ Microbiol 81:1502–1512. http://dx.doi.org/10.1128/
AEM.03283-14.
Nougayrède J-P, Homburg S, Taieb F, Boury M, Brzuszkiewicz E,
Gottschalk G, Buchrieser C, Hacker J, Dobrindt U, Oswald E. 2006.
Escherichia coli induces DNA double-strand breaks in eukaryotic cells.
Science 313:848 – 851. http://dx.doi.org/10.1126/science.1127059.
Putze J, Hennequin C, Nougayrède J-P, Zhang W, Homburg S, Karch
H, Bringer M-A, Fayolle C, Carniel E, Rabsch W, Oelschlaeger TA,
Oswald E, Forestier C, Hacker J, Dobrindt U. 2009. Genetic structure
and distribution of the colibactin genomic island among members of the
family Enterobacteriaceae. Infect Immun 77:4696 – 4703. http://
dx.doi.org/10.1128/IAI.00522-09.
Cuevas-Ramos G, Petit CR, Marcq I, Boury M, Oswald E, Nougayrède
J-P. 2010. Escherichia coli induces DNA damage in vivo and triggers
genomic instability in mammalian cells. Proc Natl Acad Sci U S A 107:
11537–11542. http://dx.doi.org/10.1073/pnas.1001261107.
Babendreier D, Joller D, Romeis J, Bigler F, Widmer F. 2007. Bacterial
community structures in honeybee intestines and their response to two
insecticidal proteins. FEMS Microbiol Ecol 59:600 – 610. http://
dx.doi.org/10.1111/j.1574-6941.2006.00249.x.
Bradley TJ. 1985. The excretory system: structure and physiology, p
421– 462. In Gilbert LI, Kerkut GA (ed), Regulation: digestion, nutrition,
excretion. Pergamon Press, Oxford, United Kingdom.
Kwong WK, Moran NA. 2013. Cultivation and characterization of the gut
symbionts of honey bees and bumble bees: description of Snodgrassella
alvi gen. nov., sp. nov., a member of the family Neisseriaceae of the Betaproteobacteria, and Gilliamella apicola gen. nov., sp. nov., a member of
Orbaceae fam. nov., Orbales ord. nov., a sister taxon to the order “Enterobacteriales” of the Gammaproteobacteria. Int J Syst Evol Microbiol 63:
2008 –2018. http://dx.doi.org/10.1099/ijs.0.044875-0.
Pfaffl MW, Horgan GW, Dempfle L. 2002. Relative expression software
tool (REST) for group-wise comparison and statistical analysis of relative
expression results in real-time PCR. Nucleic Acids Res 30:e36.
R Development Core Team. 2012. R:A language and environment for
statistical computing. R Foundation for Statistical Computing, Vienna,
Austria.
Eklund A. 2011. Beeswarm: the bee swarm plot, an alternative to stripchart. R package version 0.1.1. http://CRAN.R-project.org/
package⫽beeswarm.
Koga R, Tsuchida T, Fukatsu T. 2009. Quenching autofluorescence of
insect tissues for in situ detection of endosymbionts. Appl Entomol Zool
44:281–291. http://dx.doi.org/10.1303/aez.2009.281.
Engel P, James RR, Koga R, Kwong WK, McFrederick QS, Moran NA.
2013. Standard methods for research on Apis mellifera gut symbionts. J
Apic Res 52:1–24. http://dx.doi.org/10.3896/IBRA.1.52.4.07.

May/June 2015 Volume 6 Issue 3 e00193-15

Downloaded from mbio.asm.org on July 1, 2015 - Published by mbio.asm.org

Engel et al.

