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Abstract: 

Host-microbe interactions underlie the development and fitness of many 

macroorganisms, including bees. Whereas many social bees benefit from vertically transmitted 

gut bacteria, current data suggests that solitary bees, which comprise the vast majority of species 

diversity within bees, lack a highly specialized gut microbiome. Here we examine the 

composition and abundance of bacteria and fungi throughout the complete life cycle of the 

ground-nesting solitary bee Anthophora bomboides standfordiana. In contrast to expectations, 

immature bee stages maintain a distinct core microbiome consisting of Actinobacterial genera 

(Streptomyces, Nocardiodes) and the fungus Moniliella spathulata. Dormant (diapausing) larval 

bees hosted the most abundant and distinctive bacteria and fungi, attaining 33 and 52 times their 

initial copy number, respectively. We tested two adaptive hypotheses regarding microbial 

functions for diapausing bees. First, using isolated bacteria and fungi, we found that 

Streptomyces from brood cells inhibited the growth of multiple pathogenic filamentous fungi, 

suggesting a role in pathogen protection during overwintering, when bees face high pathogen 

pressure. Second, sugar alcohol composition changed in tandem with major changes in fungal 

abundance, suggesting links with bee cold tolerance or overwintering biology. We find that 

Anthophora bomboides hosts a conserved core microbiome that may provide key fitness 

advantages through larval development and diapause, which raises the question of how this 

microbiome is maintained and faithfully transmitted between generations. Our results suggest 

that focus on microbiomes of mature or active insect developmental stages may overlook stage-

specific symbionts and microbial fitness contributions during host dormancy. 

 

Keywords: core microbiome, host-microbe, solitary bee, insect development 
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Introduction:  

The ecological and evolutionary success of a wide range of insect species has hinged on 

partnerships with microbes [1, 2]. Bacterial and fungal metabolism can facilitate novel resource 

use for insect hosts use via synthesis of limiting nutrients [3], evasion or detoxification of diet 

defenses [4], digestion of recalcitrant substrates [5], or serve as food themselves [6]. Bacteria and 

fungi may also provide insect hosts defense from predation [7, 8], pathogens [9, 10], or food 

spoilage [11] yet the insect host breadth and life cycle dynamics of such interactions remain 

poorly understood. 

Most specialized bee-microbe interactions are described in adult corbiculate social bees 

[12–14]. Their microbiomes function in digestion of pollen, regulation of immunity, and 

suppression of pathogen growth [15–17]. The vast majority of bee species, however, are solitary; 

lacking cooperative brood care, foraging, and feeding [18]. Unlike social bees, solitary bee 

species studied to date generally have less specific and less consistent microbiomes [19, 20].  

A solitary bee spends up to 80% of its life developing inside a sealed brood cell [18]; 

during this time, the developing bee undergoes significant changes in metabolism and 

morphology- most profoundly during diapause and metamorphosis, respectively [21–24]. Brood 

cells are created and provisioned with pollen and nectar by the adult female: in some cases 

provisions can be dominated by lactobacilli, however these bacteria do not persist through 

development [25–27]. Annual life cycles, solitary nesting, complete metamorphosis, and lack of 

direct brood care are hypothesized to impede the development of a specialized core microbiome 

in solitary bees [13, 23]- instead, they are thought to acquire and filter microbes from the 

environment anew each generation, excepting occasional endosymbiotic bacteria [28], resulting 

in variable microbial communities among individuals and populations.  
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 Here, we characterize the composition, abundance, and potential functions of the 

bacterial and fungal microbiome of the solitary bee Anthophora bomboides stanfordiana Kirby, 

1837 (Hymenoptera: Apidae) over 8 developmental stages, from two geographic sites, over two 

years using amplicon sequencing, qPCR, microbial isolations, and in vitro trials and assays. We 

describe a uniquely consistent core microbiome throughout brood development of this solitary 

bee species and test adaptive hypotheses regarding microbial effects on bee ecology and 

metabolism.  

Study system 

Anthophora bomboides stanfordiana (from here: A. bomboides) is a gregariously nesting 

solitary bee, inhabiting bluffs along the western coast of North America. Anthophora bomboides 

is a generalist forager (polylectic), but at our sites, prefers nectar from radish (Raphanus sativus) 

and pollen from lupine (Lupinus arboreus) (Fig. 1, other forage noted in Supplemental Methods). 

Adult nest in densely populated sites (nests within centimeters, not connected) containing tens to 

over a hundred thousand bees [29]. Nests are dug using fresh water from a nearby seep or creek 

to soften the hard dirt (Fig. 1A) [30]. Once a brood cell is excavated, the inside is lined with a 

thick waxy secretion. This lining has a cheesy aroma and has been studied in closely related 

Anthophora abrupta; it is produced in the female’s hypertrophied Dufour’s gland and consists 

mostly of triglycerides which are converted to solid diglycerides during cell construction [31]. 

The lining is eaten by the larva as food just after the pollen provision is consumed, just before 

diapause as a prepupa (Fig 1A) and is thought to be highly specialized for consumption [31, 32].  

 

 The brood provision is initially very liquid, containing ~630 µl of nectar (Fig. 1) [30]. 

After hatching from the egg, larvae (1st-2nd instars) consume the nectar, then pollen (3rd-4th 
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instars), and finally the cell lining; the white larva becomes yellow prepupa, defecates, and 

diapauses from fall through early spring (Fig. 1). In early spring the prepupae exit diapause and 

pupate; adults emerge in late spring (Fig. 1) [30].  

 Two nest sites on the California coast were sampled in this study: McClure’s Beach 

(Point Reyes National Seashore, Marin County, CA, USA) and Bodega Head (Bodega Bay 

Marine Lab, Sonoma County, CA, USA). The sites are 9.8 miles apart and separated by a 5 mile 

open stretch of ocean. Both nesting sites have been active for at least four decades [30]. Because 

of the largely Mediterranean climate along the coast, the nesting period is warm and quite dry, 

but winters are wet and cool. 

Materials and Methods: See SI Methods for further details 

Sample collection 

 Sampling was carried out from 2021-2023 at Point Reyes National Seashore and Bodega 

Head, both in CA, USA. Anthophora bomboides females and brood cells were collected using 

nets and soil tools, respectively. Brood cell contents, as well as adult GI tracts, were separated by 

careful dissection with sterilized instruments. Additionally, nearby flowers, water used for nest 

construction, and soil from the nesting area were collected to assess environmental microbes.  

DNA extraction 

Samples were added whole to DNA extraction, following preprocessing. Extraction for 

all samples was done per manufacturer’s instructions with the DNeasy PowerSoil Pro kit; four 

blanks were included (SI Methods Tables 1 and 2).  
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Amplicon sequencing 

 Amplicon sequencing of extracted DNA was done to assess bacterial and fungal 

community composition using the 16S rRNA gene and ITS region on MiSeq (Illumina) [33]. For 

bacteria, primers 799F/1115R amplifying the V5/V6 region of the 16S rRNA gene were used to 

limit mitochondria and chloroplast amplification (799F=5'-AACMGGATTAGATACCCKG-3'/ 

1115R=5'-AGGGTTGCGCTCGTTG-3') [34, 35]. For fungi, primers ITS1F/ITS2 were used 

(ITS1F=5'-CTTGGTCATTTAGAGGAAGTAA-3'/ ITS2=5'-GCTGCGTTCTTCATCGATGC-

3') to amplify the variable length ITS1/2 region. Sequences were analyzed in R (4.1.1)[36] with 

primarily the DADA2 package (1.22.0) [37], phyloseq (1.38.0) [38], vegan (2.6.4)[39], 

microbiome (1.23.1) [40] and ggplot2 (3.4.2)[41]. See supplemental code for further details. 

Bacteria: 

 Reads were filtered and trimmed, followed by error rate calculation, dereplication, 

denoising, merging, and chimera removal; see supplemental code (Bacteria, code1) and data 

(‘16S_track_reads’). ASVs were inferred via DADA2 (1.22.0) and then taxonomy was assigned 

using the Silva 138.1 N99 database for bacteria [42]. Mitochondria and chloroplast assigned 

reads were removed, as were contaminants via the Decontam package (1.14.0)[43]. Samples with 

less than 300 reads were then removed from further analysis, leaving n = 86 samples. As both 

soil samples were removed at this step, we separated and re-analyzed these without filtering to 

determine general composition (Fig. S1) 

Fungi: 

Primers were removed using Cutadapt [44]. Reads were filtered and trimmed, then error 

rates, dereplication, denoising, merging, and chimera removal were done with default 

parameters; see supplemental code (Fungi, code1) and data (‘ITS_track_reads’). ASVs were 
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inferred via DADA2 (1.22.0) and taxonomy assigned using UNITE general release dynamic 

database (29.11.2022)[45]. Non-fungal assigned reads were removed, and Decontam package 

(1.14.0)[46] was used to remove contaminants. Samples with fewer than 300 reads were 

removed from further analysis, leaving n = 93 samples. 

Statistical analysis: 

 Community differences between inside and outside of brood cell, as well as for stage 

specific community separation, were evaluated by PERMANOVA based on Bray-Curtis 

distances for both bacteria and fungi. The relative abundance of both Actinobacteria and 

Moniliella inside versus outside of brood cell were compared between the groups with Kruskal-

Wallis test. 

For core detection, we used the ‘microbiome’ package “plot_core” function to visualize a 

wide range of prevalence (0 to 100%) and abundance (0.01% to 20%) thresholds for both 

bacteria and fungi in the style of a heatmap for clarity, and to allow for nuance in interpretation 

of what may be considered core taxa.  

Differences in relative abundance of Streptomyces was evaluated with Kruskal-Wallis 

[36] followed by Dunn’s test for multiple comparisons [47] with Bonferroni  P value correction 

[48]. To determine ‘actual’ abundance, we combined the qPCR data with the amplicon data by 

multiplying the total bacterial copy number by the proportion assigned to Streptomyces in each 

sample. 

qPCR- Microbial copy number 

Bacterial copy number was quantified with standard DNA intercalating dye (SYBR) 

based qPCR on the same extracted samples that were sent for amplicon sequencing. Identical 
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primers (799F/1115R) were used. Reactions were performed in triplicate for each sample, blanks 

and standards were included in each plate, and a Cq cutoff for blanks was established at 31.  

To translate Cq values to copy number, we purchased a plasmid containing the relevant sequence 

from Nocardiodes luteus (ASV_5) at a known concentration. This was used to create a standard 

curve (R2 = 0.98) which was then used to convert Cq values to log(copy number). Using 

amplicon data, we also adjusted the final qPCR copy number to remove the proportion of reads 

in each sample that had been assigned to mitochondria (no chloroplast reads were assigned). 

Flower and water samples had to be concentrated to ensure sufficient DNA for sequencing 

during pre-processing and thus bacteria in these samples could not be reliably quantified with 

qPCR. 

 Fungal copy number was quantified with probe-based (Taq-Man) qPCR using a 

previously established system, FungiQuant [49] on the 18S rRNA gene primers FungiQuant-

F=5′-GGRAAACTCACCAGGTCCAG-3′ and FungiQuant-R=5′-

GSWCTATCCCCAKCACGA-3′, along with the fluorescent probe FungiQuant-Prb=(6FAM) 5′-

TGGTGCATGGCCGTT-3′ (MGBNFQ). Reactions were performed in triplicate for each 

sample. Blanks and standards were included in each plate. We purchased a plasmid containing 

the relevant sequence from Moniliella oedocephalis (#NG_062174) at a known concentration. 

This was used to create a standard curve (R2 = 0.98) which was used to convert Cq values to 

log(copy number). To evaluate differences in copy number between stages for both bacteria and 

fungi, we used Kruskal-Wallis tests followed by Dunn’s test for multiple comparison with BH  P 

value correction [50].  
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Inhibition 

Strains were isolated by plating brood cell contents on Tryptic Soy Agar (TSA) or Yeast 

Media (YM) and identified based on Sanger sequencing followed by NCBI BLAST [51]. 

Bacterial identification used the 16S rRNA gene and fungal identification was based on ITS or 

18S rRNA gene D1/D2 region (SI Methods Table 3). For all inhibition trials we used Tryptic 

Soy Agar (TSA) without any antimicrobials. Streptomyces strains were inoculated and 10 days 

later fungal plugs were added to the center (5 replicate plates per combination). After 7 days, 

fungal radius measurements were taken. These were analyzed via Kruskal-Wallis tests followed 

by Dunn’s test for multiple comparison with Bonferroni  P value correction [48]. 

Sugar and sugar alcohols 

 Samples of whole larvae, prepupae, and pupae, as well as one pollen provision from a 4th 

instar larva were extracted for sugar and sugar alcohol analysis, see SI Methods. Separation of 

sugars was performed on Thermo UltiMate 3000 HPLC system via modified Waters Application 

Note: WA60110. Each sample was run twice, standards of erythritol, sorbitol, fructose, glucose, 

sucrose, xylose, maltose, glycerol, and trehalose were run 2 - 5 times. Peak area was calculated 

by the Thermo Fisher Chromeleon software.To identify differences in sample groups based on 

SSA profiles we used Principal Components Analysis (PCA) after normalization by Hellinger 

transformation. After calculation of Bray-Curtis distance matrix, PERMANOVA and pairwise 

PERMANOVA were used to determine differences in composition of SSA by sample group,  P 

value correction by FDR [50].  

 

Results: 
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Anthophora bomboides brood cell microbial communities are distinct from the environment 

and dominated by Actinobacteria and Moniliella spathulata yeast  

For both bacteria and fungi, brood cell microbial composition was distinct from 

environmental sources and from adult gut samples (Fig. 2C,D; S2, SI Methods Table 1). 

Actinobacteria were predominant during all stages of brood cell development in significantly 

higher relative abundance compared to samples from outside of the brood cell (K-W χ² = 37.6, df 

= 1, P value = 8.7e-10; Fig. 2A). All sample groups contained Actinobacteria, but brood cell 

samples had 84.9% (n = 69, sd = 17.9) relative abundance, adult bee samples had 29.9% relative 

abundance (n = 2, sd = 12.7), and environmental samples had 18.8% relative abundance (n = 15, 

sd = 20.4).  

To determine if Actinobacteria are specifically affiliated with A. bomboides we compared 

relative abundance of the Actinobacteria assigned ASVs (489 total) in brood cell and 

environmental samples (Fig. S3). With a 0.1% detection threshold, 60% were found exclusively 

in the brood cell samples (294 ASVs), 17% were found in both brood cell and environmental 

samples (64 ASVs), and 25% were only detected in environmental samples (123 ASVs). Of the 

64 ASVs shared between brood and environmental samples, 54% were found in only one 

environmental sample, mostly flower samples likely visited by foraging A. bomboides 

(Raphanus sativus, Erigeron glaucus). These 64 shared ASVs make up on average 9% of the 

reads in environmental samples (sd = 13.56). Six Actinobacteria ASVs are shared between the 

adult bee gut samples and the brood cells, comprising an average of only 1.6% of the reads 

within the brood cell samples (sd = 1.85). 

Fungal communities within brood cells were dominated by Moniliella spathulata across 

all stages except the pupal stage (Fig. 2B). Moniliella spathulata was detected in every brood 
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cell where it comprised on average 72.3% of sequences (n = 71, sd = 29.6), significantly greater 

than in adult bees or environmental sources (Fig 2B, K-W χ² = 43.9, df = 1, P value = 3.3e-11). 

M. spathulata was detected in all but one adult GI tract sample, where its average relative 

abundance was only 10.9% (n = 10, sd = 16.1). Three environmental samples (Raphanus sativus 

bulked 15flowers, Carpobrotus edulis flower, water sample) contained M. spathulata; the mean 

relative abundance in all environmental samples was 0.7% (n = 12, sd = 1.57). 

 

Anthophora bomboides brood cells host a core microbiome composed of select Actinomycete 

genera and Moniliella spathulata yeast  

  We next evaluated the presence and composition of a core microbiome in A. bomboides 

brood cells. Bacterial core was defined at the genus level for samples inside the brood cell, 

because the genera seemed to remain quite consistent despite diversity at the ASV level. At a 

prevalence of 65% and detection threshold of 0.1%, six genera (Streptomyces, Arthrobacter, 

Nocardioides, Mycobacterium, Pseudarthrobacter, and Rhodococcus) comprise a bacterial core. 

At the stricter prevalence cutoff of 90%, Streptomyces and Nocardioides remain core genera 

(Fig. 3A). Regardless of the specific numerical cutoff, the top eight genera that could constitute 

the core are all Actinobacteria (marked with * on Fig. 3A). 

The fungal core microbiome was defined at the ASV level for samples inside the brood 

cell. Two ASVs in particular, ASV_1 and ASV_2, both assigned to Moniliella spathulata, are 

present in 97% of samples at a detection threshold of 0.5% and in 88% of samples at a detection 

threshold of 5% (Fig. 3B). ASV_6, also belonging to Moniliellaceae, could be considered core at 

lower thresholds, but no other ASVs approach inclusion in the fungal core within the brood cell 

(Fig. 3B).  
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Microbial abundance peaks in during bee diapause 

 To quantify abundance of bacteria and fungi throughout the bee life cycle, we conducted 

qPCR using the same bee samples as above. Bacterial copy number increased through bee 

development (Fig. 4; K-W 2= 66.7, df = 10, P value = 1.9e-10). Specifically, bacterial copy 

number increases through larval development, peaking during December, mid-diapause, and 

decreasing after pupation; bacterial copy number in December prepupae is 33 times higher than 

in egg-2nd instar (1.3e6, 3.7e4). 

 Fungal qPCR was conducted using FungiQuant [49]. Fungal copy number also changed 

through development (Fig. 4, K-W χ2 = 67.0, df = 10, P value = 1.6e-10) increasing by a factor 

of 52 between egg-2nd instar stage and summer prepupae (2.8e5, 1.5e7), coinciding with 

consumption of the brood cell lining and defecation. Fungal copy number remained high through 

December before dropping by a factor of 83 between December prepupal stage and pupal stage 

(4.3e6, 5.2e4). Soil samples from each site were included, both showed very low density of fungi 

and bacteria. 

Stages within the brood cell have shifting bacterial and fungal communities, Streptomyces 

dominates in overwintering stages 

 We compared bacterial and fungal communities at different stages inside the brood cell to 

determine whether these communities shift at finer taxonomic scales and found that the 

community changed in consistent patterns through brood cell development (Fig. 5, Fig. S4). 

Microbial communities within the brood cell consistently contain a high proportion of 

Actinobacteria and Moniliella spathulata, but the relative composition changed between stages 

after the summer prepupa stage (P value < 0.05, Fig. 5A). Fungal community composition was 

overall consistent between stages, but was distinct in summer prepupae and pupae (Fig. S5). 
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 We further examined how the relative abundances of the top six bacterial core genera 

change with developmental stage. The most abundant genus, Streptomyces, peaks in abundance 

in overwintering prepupae, with average relative abundance of 48.5% (sd = 35.2, during October 

and December). Streptomyces relative abundance in the overwintering stages is significantly 

greater than summer (egg through summer prepupae, avg. 13.7% sd = 13.8, P value = 6e-4) and 

spring (pupae and unemerged adults, avg. 13%, sd = 16.1, P value= 0.003) stages by Dunn’s test 

(Fig. 5C). 

 

Streptomyces isolated from brood cells inhibits growth of filamentous fungi 

 Fungal pathogens can thrive in the wet conditions of the overwintering period, which also 

coincided with peak abundance of Streptomyces. To test the hypothesis that brood-isolated 

Streptomyces inhibits growth of filamentous fungi, we used a plate-based co-inoculation assay. 

Representative Streptomyces isolates from A. bomboides brood cells (BH34, BH55, BH97, 

BH104; Fig. S6, S7) were tested against Ascosphaera apis, a devastating pathogen of bee brood, 

as well as Thelonectria, which we isolated from an infected pupa of A. bomboides. Streptomyces 

isolates from the brood cells were able to inhibit both pathogens. Although Streptomyces strains 

varied in their fungal growth suppression, A. apis was significantly inhibited by both BH34 (P 

value < 0.05) and BH97 (P value < 0.05) and Thelonectria was significantly inhibited by BH34 

(P value < 0.01) and BH55 (P value< 0.05) on day 7 of co-inoculation (Fig. 6 A,B,E). As BH34 

was able to inhibit both pathogenic fungi, we then tested whether it would also inhibit 

Aspergillus flavus- another generalist bee pathogen, or Moniliella spathulata- the core fungal 

taxa, using the same methods. We found that BH34 was also able to significantly inhibit the 

growth of both Aspergillus flavus (P value < 0.01, day 4) and brood cell isolated Moniliella 

spathulata (P value < 0.01, day 7; Fig. 6C, D).  
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Sugar alcohol profiles distinguish developmental stages and coincide with changes in fungal 

abundance 

 The genus Moniliella is known for its industrial production of sugar alcohols and energy 

storing carbohydrates such as erythritol, glycerol, and trehalose [52, 53]. In insects, trehalose is 

protective against environmental stress, such as temperature extremes, dehydration, oxidation, 

and starvation [54, 55]. To determine if A. bomboides stages exhibit changes in sugar and sugar 

alcohol composition in development that may coincide with proliferation of fungi, of which the 

vast majority are Moniliella, we analyzed 4th instar larvae (before fungal proliferation), prepupae 

(highest fungal abundance), and pupae (when fungal abundance drops, and Moniliella is no 

longer dominant; see Figs. 2, 4) to determine their composition of sugar and sugar alcohols 

(SSA) via HPLC-CAD. We found that the stages with high fungal abundance (prepupal, 

diapausing stages) have distinct SSA composition as compared to 4th instar and pupal stages (P 

value < 0.01 by pairwise PERMANOVA;  P values FDR corrected, Fig. 7A). Specifically, 

glucose/sorbitol and fructose decline in relative abundance as bees develop from late-stage larvae 

to prepupae, while the disaccharide trehalose increases to high relative abundance in summer 

prepupae, coinciding with peak fungal abundance (Moniliella, Fig. 4). Trehalose remains the 

SSA with the highest relative abundance throughout diapause (Fig. 7B).  

 

Discussion 

 Our study provides a detailed characterization and demonstration of the potential for 

complex interplay of insect development with microbiome composition and abundance. In 

contrast to previously studied solitary bee species, we identified a complex core microbiome in 
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the brood cells of the solitary bee Anthophora bomboides which increases in abundance during 

diapause and persists through development; these findings are unique in several ways.  

Stage specific vulnerabilities 

We find that A. bomboides hosts a distinct core microbiome of Actinobacteria and M. 

spathulata which increases in abundance and shifts in composition during diapause. Diapause is 

a programmed metabolic depression that allows an organism to wait out seasonal environmental 

conditions, it occurs in many organisms and is often a required stage before maturation [22]. 

Despite its importance for surviving these otherwise unsuitable conditions, insects are vulnerable 

to predation, freezing, drying out, and pathogen infection during diapause [7, 56–59]. Although 

the microbiome is known to mitigate environmental stressor impacts on hosts [7, 14, 60, 61], the 

roles of microbial symbionts during diapause are poorly studied [62, 63]. Several studies show 

decreased microbial abundance and activity during diapause [64, 65], but other studies suggest 

its importance. In dormancy, the bacterial communities of animals change in composition and 

abundance [66–68], can impact host gene expression [69], lipid accumulation, and survival [70], 

as well as provide pathogen suppression [9], and are hypothesized to contribute to nutrient 

recycling systems while host systems are suppressed [71, 72].  

The most common cause of brood mortality in A. bomboides, and solitary bees in general, 

is fungal infection during overwintering [58, 73]. Though diapausing insects retain innate 

immunity [74], it may be reduced or altered during this time [75, 76]. We found that bacteria in 

general, and Streptomyces specifically, attain the highest abundances during the winter months of 

diapause, with Streptomyces absolute abundance increasing by 46-fold between early provisions 

and December prepupae. This, combined with the demonstrated ability of brood-isolated 

Streptomyces to inhibit fungal pathogens of bees, suggests a defensive mutualism. Streptomyces 
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are commonly found in soil, and many species and strains can produce antibiotics or antifungals, 

however, recent work has shown that insect-associated Streptomyces are more likely to inhibit 

pathogens than those found in soil, implying symbiont selection [77, 78]. This is also supported 

by the many examples of other insect-Streptomyces defensive mutualisms [79–82]. Alternatively, 

lowered bee immune defenses may allow Streptomyces to proliferate, or Streptomyces may be 

responding to season independently of the host, thus further experiments are required to 

demonstrate the hypothesized mutualism. However, other bee species tend to exhibit low or 

undetectable microbial populations following defecation and in diapause, suggesting distinct 

biology in A. bomboides that supports symbiont growth.  

Overwintering can lead to more subtle effects on survival via indirect chill injuries, which 

lead to a gradual failure to maintain homeostasis [22] and increased oxidative stress [83]. Many 

insects use antifreeze compounds, such as trehalose and glycerol, to reduce ice crystal formation 

and stabilize proteins [22]. Moniliella, the ubiquitous yeast found with developing A. bomboides, 

are best known for their prolific production of sugar alcohols and trehalose [84]. By comparing 

pre-, during, and post- diapausing stages, we found that shifts in sugar alcohol composition 

corresponded to shifts in fungal abundance, with high levels of trehalose co-occurring with peak 

fungal abundance during diapause. Although insects are also capable of producing sugar alcohols 

and trehalose [85], and xerophilic yeasts may produce sugar alcohols to enhance their own 

survival in habitats with low water activity [86], other insect studies have shown microbiome 

correlation with [60], and direct contribution to, cold tolerance [69]. The temporal linkage of M. 

spathulata abundance and trehalose production suggests that symbionts could be involved in the 

production of compounds suporting host cold tolerance. As Moniliella spathulata is also known 

to be oleaginous and able to accumulate lipids up to > 60% of its dry weight, a role in lipid 
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metabolism is also possible [87, 88]. Energy (lipid) storage for diapause can be reliant on 

microbial presence; recent work in mosquitos showed that depleting microbial communities in 

pre-diapausing females prevents lipid accumulation, which rapidly and significantly lowers 

survival during diapause [70]. Broadly, it is possible that the developing bees are outsourcing 

some aspects of metabolism to their associated microbes while their own metabolism is 

suppressed during diapause [22]. These, as well as additional adaptive and nonadaptive 

hypotheses will require further investigation. 

Transmission and aquisition 

Previous work on solitary bee microbiomes indicates that shared flowers are the major 

mode of microbiome acquisition, resulting in variable microbial communities within species and 

between individuals with some exceptions of extreme filtering of environmental microbes 

resulting in dominance of lactic acid bacteria [20, 26, 27, 89–91]. In A. bomboides, however, 

brood microbiomes are distinct from the environmental samples, and patterns resemble vertical 

transmission, but this is not confirmed. Minimal bacterial ASV sharing between brood cells and 

flowers supports a distinct acquisition mode from that of other solitary bees (Fig. S3). Vertical 

transmission is especially likely for the fungal symbiont, Moniliella spathulata, as nearly every 

brood cell from both sampled sites, even at the earliest stage (Fig. 2) contained the same two 

ASVs, indicating tight and effective control of transmission. 

Though not generally found in flowers, Actinobacteria commonly inhabit soil 

environments. Our soil samples, however, were removed from the main sequencing dataset due 

to very low read count (but see Fig. S1), which was confirmed with qPCR (Fig. 4). We suspect 

that the low microbial densities may be due to high salt content (ocean spray) [92] and substrate 

composition, which is more akin to decomposing granite (~ 73% sand), without visible roots or 
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other organic material (see Supplemental Methods for composition). It is possible that with more 

extensive substrate sampling a link between soil and brood cell compositions could be found.  

The core brood cell microbial composition was not consistent with adult GI tracts; ten 

guts and ten crops were sequenced- only one of each had enough bacterial reads to pass filtering, 

and low bacterial density was confirmed by qPCR (Fig. 4). Fungal communities in the crop also 

had low density, whereas gut fungi were more abundant and more closely resembled 

environmental communities, not brood cells (Fig. 2). This suggests a non-GI method of 

transmission; for example, in another solitary hymenopteran, the beewolf (Philanthus), transfers 

its core brood associate (Streptomyces) to newly provisioned cells using specialized glands in the 

antennae [9]. Our results suggest a vertical mode of microbiome transmission in A. bomboides, 

but this hypothesis, along with the methods by which they maintain or select for this unique 

microbial composition, will require further study. 

Comparison to other insect microbiomes 

The bacterial taxa that associate with Anthophora bomboides have not been previously 

described as core associates of bees (Anthophila) (but see [93, 94]). The actinomycete genera 

Streptomyces and Nocardioides were present in over 90% of samples and Moniliella spathulata 

was found in nearly every cell as the dominant fungus. Other solitary species with specific 

bacterial associates commonly host environmentally aquired lactobacilli, or other floral and 

environmental microbes [20, 26, 89–91], whereas the social bee gut microbiome consists of a 

distinct set of genera not overlapping with the A. bomboides core [12, 13, 95]. A different 

Moniliella species (M. megachilensis) and Streptomyces have been isolated from brood of 

solitary Megachile bees [93, 96], which, like A. bomboides, are known to have hypertrophied 

triglyceride-producing Dufour’s glands [97, 98]. Though these taxa are rare in bees, they are in 
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some ways comparable to the widely studied microbial associates of fungus farming ants. Ant 

workers host actinomycetes (Pseudonocardia, Streptomyces) to protect the monoculture of 

cultivated fungus [99–101]. However, the data presented here show that although Streptomyces 

isolated from A. bomboides brood cells suppresses the growth of pathogenic fungi, they also 

suppress the growth of Moniliella spathulata, the core fungal taxa (Fig. 6D). This observation 

suggests that microbial communities may exhibit temporal or small-scale physical niche 

partitioning between Streptomyces and M. spathulata that allows both to persist, or that 

conditions used in the plate assay result in different dynamics compared to the brood cell; this 

remains to be tested.  

Why Anthophora?  

To date, A. bomboides is the only solitary bee which is now documented to associate with 

a complex and consistent core microbiome in the brood cell. What traits may support this 

specialized association? We hypothesize that the brood cell lining from the hypertrophied adult 

Dufour’s gland may be involved in maintaining this association. Some species within the genus 

Anthophora are unique in that their Dufour’s gland secretion has evolved from a thin waterproof 

cell lining to a thick, energy dense food source for developing brood [32]. This triglyceride rich 

lining has been noted as being highly specialized, similar to royal jelly in honey bees or milk in 

mammals [31]. Adult females produce copious amounts of this secretion, using it to both line the 

cell and mix into the provision itself [31]. M. spathulata is lipophilic and can degrade a wide 

range of over 150 hydrocarbons, perhaps the larvae’s consumption of the lipid lining just prior to 

diapause facilitates yeast proliferation in this stage [88]. Some Dufour’s secretions also have 

antibiotic properties, which, if present here, may also exhibit selective pressure in shaping the 

microbiome [102].  
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Conclusions 

 We provide direct evidence of a consistent and abundant microbial community in 

developing Anthophora bomboides solitary bees and antifungal activity of the abundant 

Streptomyces, which suggests a defensive symbiosis. Solitary bees are vulnerable to multiple 

sources of mortality during development, especially during overwintering. Increasing microbial 

titer during diapause, consistent composition across brood cells, and microbial phenotypes with 

clear links to bee life history suggest, but do not yet demonstrate, a mutualistic symbiosis. 

Specifically, two ASVs of the yeast Moniliella spathulata were consistently found at both 

sampled sites and all developmental stages, with dramatic changes in density corresponding to 

significant shifts in sugar alcohol composition during overwintering, pointing to a role in cold-

tolerance. Streptomyces was found to be a potential defensive symbiont, inhibiting a variety of 

brood-pathogenic fungi, and dominating specifically the overwintering stages. These results 

highlight a few underappreciated aspects of insect-microbe symbiosis: 1) a complex and 

consistent microbiome can be maintained in the absence of sociality, 2) bacteria and fungi may 

affect bee biology during diapause, and 3) the mycobiome may be important and likely deserves 

additional study. Although much work remains to examine the ecology of this bee-microbiome 

symbiosis, our study reframes the conditions thought to maintain symbiosis and highlights novel 

research areas in exploring unique roles of the microbiome during host dormancy. 

Data Availability: 

 All data and code is publicly available through Dryad Data repository at: 

[doi.org/10.5061/dryad.gtht76ht1].  Sanger sequences of isolates are available on GenBank, 

details in SI Methods Table 3, accession numbers (PP576370-PP576373; PP554507-PP554509; 

PP564910-PP564911). 

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 19 

Acknowledgments:  

 We would like to thank Point Reyes National Seashore, UC Berkeley Point Reyes Field 

Station, Bodega Head State Marine Reserve, UC Davis Bodega Head Field Station and 

associated staff for facilitating this research. We thank the Bohart Museum of Entomology, 

especially Lynn Kimsey, for assistance with bee identification. We appreciate the work of the 

Dalhousie Integrated Microbiome Resource, especially André Comeau. We also thank Abigail 

Ray, Danielle Rutkowski, Alexia Martin, Dino Sbardellati, Leta Landucci, Jacob Francis, Jacob 

Cecala, Amber Crowly-Gall, and Michael Orr for their ideas and assistance 

Author Contributions: SMC, QSM, BND, SLB, and RLV contributed to selection of this bee 

and floral study system, sampling design and fieldwork, SMC performed lab work with 

contributions by SS, SMC performed bioinformatic and statistical analysis, SMC and RLV wrote 

the paper, and all authors contributed to revisions. 

Conflicts of Interests: The authors declare no competing interests. 

Funding: National Science Foundation (DEB-1929516) 

References: 

 

1.  Moran NA. Symbiosis as an adaptive process and source of phenotypic complexity. Proc 

Natl Acad Sci 2007; 104: 8627–8633.  

2.  Cornwallis CK, van ’t Padje A, Ellers J, Klein M, Jackson R, Kiers ET, et al. Symbioses 

shape feeding niches and diversification across insects. Nat Ecol Evol 2023; 7: 1022–

1044.  

3.  Reis F, Kirsch R, Pauchet Y, Bauer E, Bilz LC, Fukumori K, et al. Bacterial symbionts 

support larval sap feeding and adult folivory in (semi-)aquatic reed beetles. Nat Commun 

2020; 11: 2964.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 20 

4.  Chung SH, Rosa C, Scully ED, Peiffer M, Tooker JF, Hoover K, et al. Herbivore exploits 

orally secreted bacteria to suppress plant defenses. Proc Natl Acad Sci 2013; 110: 15728–

15733.  

5.  Arora J, Kinjo Y, Šobotník J, Buček A, Clitheroe C, Stiblik P, et al. The functional evolution 

of termite gut microbiota. Microbiome 2022; 10: 78.  

6.  Chapela I, Rehner S, Schultz T, Mueller U. Evolutionary history of the symbiosis between 

fungus-growing ants and their fungi. Science 1995; 266: 1691–4.  

7.  Berasategui A, Breitenbach N, García-Lozano M, Pons I, Sailer B, Lanz C, et al. The leaf 

beetle Chelymorpha alternans propagates a plant pathogen in exchange for pupal 

protection. Curr Biol 2022; 32: 4114-4127.e6.  

8.  Oliver KM, Smith AH, Russell JA. Defensive symbiosis in the real world – advancing 

ecological studies of heritable, protective bacteria in aphids and beyond. Funct Ecol 2014; 

28: 341–355.  

9.  Kaltenpoth M, Göttler W, Herzner G, Strohm E. Symbiotic bacteria protect wasp larvae from 

fungal infestation. Curr Biol 2005; 15: 475–479.  

10.  Van Arnam EB, Currie SR, Clardy J. Defense contracts: molecular protection in insect-

microbe symbioses. Chem Soc Rev 2018; 47: 1638–1651.  

11.  Shukla SP, Plata C, Reichelt M, Steiger S, Heckel DG, Kaltenpoth M, et al. Microbiome-

assisted carrion preservation aids larval development in a burying beetle. Proc Natl Acad 

Sci 2018; 115: 11274–11279.  

12.  Kwong WK, Medina LA, Koch H, Sing K-W, Soh EJY, Ascher JS, et al. Dynamic 

microbiome evolution in social bees. Sci Adv 2017; 3: e1600513.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 21 

13.  Engel P, Kwong WK, Mcfrederick Q, Anderson KE, Barribeau SM, Chandler JA, et al. The 

bee microbiome: Impact on bee health and model for evolution and ecology of host-

microbe interactions. mBio 2016; 7: e02164-15.  

14.  Rutkowski D, Weston M, Vannette RL. Bees just wanna have fungi: a review of bee 

associations with nonpathogenic fungi. FEMS Microbiol Ecol 2023; 99: fiad077.  

15.  Engel P, Martinson VG, Moran NA. Functional diversity within the simple gut microbiota of 

the honey bee. Proc Natl Acad Sci 2012; 109: 11002–11007.  

16.  Kwong WK, Engel P, Koch H, Moran NA. Genomics and host specialization of honey bee 

and bumble bee gut symbionts. Proc Natl Acad Sci U S A 2014; 111: 11509–11514.  

17.  Lee FJ, Rusch DB, Stewart FJ, Mattila HR, Newton ILG. Saccharide breakdown and 

fermentation by the honey bee gut microbiome. Environ Microbiol 2015; 17: 796–815.  

18.  Danforth BN, Minckley RL, Neff JL. The Solitary Bees: Biology, Evolution, Conservation. 

2019. Princeton University Press.  

19.  McFrederick QS, Rehan SM. Wild bee pollen usage and microbial communities co-vary 

across landscapes. Microb Ecol 2019; 77: 513–522.  

20.  Voulgari-Kokota A, McFrederick QS, Steffan-Dewenter I, Keller A. Drivers, Diversity, and 

Functions of the Solitary-Bee Microbiota. Trends Microbiol 2019; 27: 1034–1044.  

21.  Wasielewski O, Wojciechowicz T, Giejdasz K, Krishnan N. Overwintering strategies in the 

red mason solitary bee- physiological correlates of midgut metabolic activity and turnover 

of nutrient reserves in females of Osmia bicornis. Apidologie 2013; 44: 642–656.  

22.  Denlinger DL. Insect Diapause. 2022. Cambridge University Press, Cambridge.  

23.  Hammer TJ, Moran NA. Links between metamorphosis and symbiosis in holometabolous 

insects. Philos Trans R Soc B Biol Sci 2019; 374: 20190068.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 22 

24.  Truman JW. The evolution of insect metamorphosis. Curr Biol 2019; 29: R1252–R1268.  

25.  McFrederick QS, Wcislo WT, Hout MC, Mueller UG. Host species and developmental stage, 

but not host social structure, affects bacterial community structure in socially polymorphic 

bees. FEMS Microbiol Ecol 2014; 88: 398–406.  

26.  Hammer TJ, Kueneman J, Argueta-Guzmán M, McFrederick QS, Grant, Lady, Wcislo W, et 

al. Bee breweries: The unusually fermentative, lactobacilli-dominated brood cell 

microbiomes of cellophane bees. Front Microbiol 2023; 14: 1114849.  

27.  Kapheim KM, Johnson MM, Jolley M. Composition and acquisition of the microbiome in 

solitary, ground-nesting alkali bees. Sci Rep 2021; 11: 2993.  

28.  Saeed A, White JA. Surveys for maternally-inherited endosymbionts reveal novel and 

variable infections within solitary bee species. J Invertebr Pathol 2015; 132: 111–114.  

29.  Hanson T, Ascher JS. An unusually large nesting aggregation of the digger bee Anthophora 

bomboides Kirby, 1838 (Hymenoptera: Apidae) in the San Juan Islands, Washington 

State. Pan-Pac Entomol 2018; 94: 4–16.  

30.  Brooks R. Biology of Anthophora bomboides standfordiana Cockerell. Systematics and 

Bionomics of Anthophora: The Bomboides Group and Species Groups of the New World. 

1983. University of California Publications, pp 2–25.  

31.  Norden B, Batra SWT, Fales HM, Hefetz A, Shaw GJ. Anthophora bees: Unusual glycerides 

from maternal Dufour’s glands serve as larval food and cell lining. Science 1980; 207: 

1095–1097.  

32.  Batra S, Norden B. Fatty food for their brood: How Anthophora bees make and provision 

their cells (Hymenoptera: Apoidea). Mem Entomol Soc Wash 1996; 36–44.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 23 

33.  Comeau AM, Douglas GM, Langille MGI. Microbiome helper: A custom and streamlined 

workflow for microbiome research. mSystems 2017; 2: 10.1128/msystems.00127-16.  

34.  Chelius MK, Triplett EW. The diversity of archaea and bacteria in association with the roots 

of Zea mays L. Microb Ecol 2001; 41: 252–263.  

35.  Anguita-Maeso M, Haro C, Navas-Cortés JA, Landa BB. Primer choice and xylem-

microbiome-extraction method are important determinants in assessing xylem bacterial 

community in olive trees. Plants 2022; 11: 1320.  

36.  R Core Team. R: a language and environment for statistical computing. 2020. R Foundation 

for Statistical Computing, Vienna, Austria.  

37.  Callahan BJ, McMurdie PJ, Rosen MJ, Han AW, Johnson AJA, Holmes SP. DADA2: High-

resolution sample inference from Illumina amplicon data. Nat Methods 2016; 13: 581–

583.  

38.  McMurdie PJ, Holmes S. Phyloseq: An R package for reproducible interactive analysis and 

graphics of microbiome census data. PLOS ONE 2013; 8: e61217.  

39.  Dixon P. VEGAN, a package of R functions for community ecology. J Veg Sci 2003; 14: 

927–930.  

40.  Lahti L, Shetty S. Tools for microbiome analysis in R. 2017.  

41.  Wickham H. ggplot2: Elegant Graphics for Data Analysis. 2016. Springer-Verlag New York, 

NY.  

42.  Quast C, Pruesse E, Yilmaz P, Gerken J, Schweer T, Yarza P, et al. The SILVA ribosomal 

RNA gene database project: improved data processing and web-based tools. Nucleic Acids 

Res 2013; 41: D590–D596.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 24 

43.  Callahan B, Davis NM, Ernst FGM. decontam: Identify contaminants in marker-gene and 

metagenomics sequencing data. 2023. Bioconductor version: Release (3.17).  

44.  Martin M. Cutadapt removes adapter sequences from high-throughput sequencing reads. 

EMBnet.journal 2011; 17: 10–12.  

45.  Nilsson RH, Larsson K-H, Taylor AFS, Bengtsson-Palme J, Jeppesen TS, Schigel D, et al. 

The UNITE database for molecular identification of fungi: handling dark taxa and parallel 

taxonomic classifications. Nucleic Acids Res 2019; 47: D259–D264.  

46.  Davis NM, Proctor DM, Holmes SP, Relman DA, Callahan BJ. Simple statistical 

identification and removal of contaminant sequences in marker-gene and metagenomics 

data. Microbiome 2018; 6: 226.  

47.  Ogle DH, Doll JC, Wheeler AP. FSA: Simple fisheries stock assessment methods. 2023.  

48.  Bonferroni CE. Teoria statistica delle classi e calcolo delle probabilità. 1936. Seeber.  

49.  Liu CM, Kachur S, Dwan MG, Abraham AG, Aziz M, Hsueh P-R, et al. FungiQuant: A 

broad-coverage fungal quantitative real-time PCR assay. BMC Microbiol 2012; 12: 255.  

50.  Benjamini Y, Hochberg Y. Controlling the false discovery rate: A practical and powerful 

approach to multiple testing. J R Stat Soc Ser B Methodol 1995; 57: 289–300.  

51.  Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ. Basic local alignment search tool. J 

Mol Biol 1990; 215: 403–410.  

52.  Liang P, Cao M, Li J, Wang Q, Dai Z. Expanding sugar alcohol industry: Microbial 

production of sugar alcohols and associated chemocatalytic derivatives. Biotechnol Adv 

2023; 64: 108105.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 25 

53.  Kobayashi Y, Yoshida J, Iwata H, Koyama Y, Kato J, Ogihara J, et al. Gene expression and 

function involved in polyol biosynthesis of Trichosporonoides megachiliensis under 

hyper-osmotic stress. J Biosci Bioeng 2013; 115: 645–650.  

54.  Crowe JH, Crowe LM, Chapman D. Preservation of membranes in anhydrobiotic organisms: 

the role of trehalose. Science 1984; 223: 701–703.  

55.  Elbein AD, Pan YT, Pastuszak I, Carroll D. New insights on trehalose: a multifunctional 

molecule. Glycobiology 2003; 13: 17R-27R.  

56.  Storey JM, Storey KB. Cold Hardiness and Freeze Tolerance. Functional Metabolism: 

Regultion and Adaptation. 2005. John Wiley & Sons, Inc., Hoboken, NJ, USA, pp 473–

503.  

57.  Wang Q, Xu X, Zhu X, Chen L, Zhou S, Huang ZY, et al. Low-temperature stress during 

capped brood stage increases pupal mortality, misorientation and adult mortality in honey 

bees. PLoS ONE 2016; 11: e0154547.  

58.  Minckley RL, Danforth BN. Sources and frequency of brood loss in solitary bees. Apidologie 

2019; 50: 515–525.  

59.  Torson AS, Yocum GD, Rinehart JP, Kemp WP, Bowsher JH. Transcriptional responses to 

fluctuating thermal regimes underpinning differences in survival in the solitary bee 

Megachile rotundata. J Exp Biol 2015; 218: 1060–1068.  

60.  Ferguson LV, Dhakal P, Lebenzon JE, Heinrichs DE, Bucking C, Sinclair BJ. Seasonal shifts 

in the insect gut microbiome are concurrent with changes in cold tolerance and immunity. 

Funct Ecol 2018; 32: 2357–2368.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 26 

61.  Parish AJ, Rice DW, Tanquary VM, Tennessen JM, Newton ILG. Honey bee symbiont 

buffers larvae against nutritional stress and supplements lysine. ISME J 2022; 16: 2160–

2168.  

62.  Denlinger DL. Insect diapause: From a rich history to an exciting future. J Exp Biol 2023; 

226: jeb245329.  

63.  Mushegian AA, Tougeron K. Animal-microbe interactions in the context of diapause. Biol 

Bull 2019; 237: 180–191.  

64.  Douglas AE. Reproductive diapause and the bacterial symbiosis in the sycamore aphid 

Drepanosiphum platanoidis. Ecol Entomol 2000; 25: 256–261.  

65.  Dittmer J, Brucker RM. When your host shuts down: larval diapause impacts host-

microbiome interactions in Nasonia vitripennis. Microbiome 2021; 9: 85.  

66.  Liu W, Li Y, Guo S, Yin H, Lei C-L, Wang X-P. Association between gut microbiota and 

diapause preparation in the cabbage beetle: a new perspective for studying insect diapause. 

Sci Rep 2016; 6: 38900.  

67.  Didion EM, Doyle M, Benoit JB. Bacterial communities of lab and field northern house 

mosquitoes (Diptera: Culicidae) throughout diapause. J Med Entomol 2022; 59: 648–658.  

68.  Brown AL, Sharp K, Apprill A. Reshuffling of the coral microbiome during dormancy. Appl 

Environ Microbiol 2022; 88: e01391-22.  

69.  Neelakanta G, Sultana H, Fish D, Anderson JF, Fikrig E. Anaplasma phagocytophilum 

induces Ixodes scapularis ticks to express an antifreeze glycoprotein gene that enhances 

their survival in the cold. J Clin Invest 2010; 120: 3179–3190.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 27 

70.  Didion EM, Sabree ZL, Kenyon L, Nine G, Hagan RW, Osman S, et al. Microbiome 

reduction prevents lipid accumulation during early diapause in the northern house 

mosquito, Culex pipiens pipens. J Insect Physiol 2021; 134: 104295.  

71.  Wiebler JM, Kohl KD, Lee RE, Costanzo JP. Urea hydrolysis by gut bacteria in a 

hibernating frog: evidence for urea-nitrogen recycling in Amphibia. Proc R Soc B Biol Sci 

2018; 285.  

72.  Regan MD, Chiang E, Liu Y, Tonelli M, Verdoorn KM, Gugel SR, et al. Nitrogen recycling 

via gut symbionts increases in ground squirrels over the hibernation season. Science 2022; 

375: 460–463.  

73.  Yoder JA, Nelson BW, Main LR, Lorenz AL, Jajack AJ, Aronstein KA. Water activity of the 

bee fungal pathogen Ascosphaera apis in relation to colony conditions. Apidologie 2017; 

48: 159–167.  

74.  Nakamura A, Miyado K, Takezawa Y, Ohnami N, Sato M, Ono C, et al. Innate immune 

system still works at diapause, a physiological state of dormancy in insects. Biochem 

Biophys Res Commun 2011; 410: 351–357.  

75.  Crowley LD, Houck MA. The immune response of larvae and pupae of Calliphora vicina 

(Diptera: Calliphoridae), upon administered insult with Escherichia coli. J Med Entomol 

2002; 39: 931–934.  

76.  Ferguson LV, Sinclair BJ. Insect immunity varies idiosyncratically during overwintering. J 

Exp Zool 2017; 327: 222–234.  

77.  Seipke RF, Kaltenpoth M, Hutchings MI. Streptomyces as symbionts: an emerging and 

widespread theme? FEMS Microbiol Rev 2012; 36: 862–876.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 28 

78.  Chevrette MG, Carlson CM, Ortega HE, Thomas C, Ananiev GE, Barns KJ, et al. The 

antimicrobial potential of Streptomyces from insect microbiomes. Nat Commun 2019; 10: 

516.  

79.  Kaltenpoth M, Goettler W, Dale C, Stubblefield JW, Herzner G, Roeser-Mueller K, et al. 

‘Candidatus Streptomyces philanthi’, an endosymbiotic streptomycete in the antennae of 

Philanthus digger wasps. Int J Syst Evol Microbiol . 2006. Microbiology Society. , 56: 

1403–1411 

80.  Flórez L, Biedermann PH, Engl T, Kaltenpoth M. Defensive symbioses of animals with 

prokaryotic and eukaryotic microorganisms. Nat Prod Rep 2015; 32: 904–936.  

81.  Seipke RF, Barke J, Brearley C, Hill L, Yu DW, Goss RJM, et al. A single Streptomyces 

symbiont makes multiple antifungals to support the fungus farming ant Acromyrmex 

octospinosus. PLOS ONE 2011; 6: e22028.  

82.  Pessotti R de C, Hansen BL, Reaso JN, Ceja-Navarro JA, El-Hifnawi L, Brodie EL, et al. 

Multiple lineages of Streptomyces produce antimicrobials within passalid beetle galleries 

across eastern North America. eLife 2021; 10: e65091.  

83.  Lalouette L, Williams CM, Hervant F, Sinclair BJ, Renault D. Metabolic rate and oxidative 

stress in insects exposed to low temperature thermal fluctuations. Comp Biochem Physiol 

A Mol Integr Physiol 2011; 158: 229–234.  

84.  Kobayashi Y, Iwata H, Yoshida J, Ogihara J, Kato J, Kasumi T. Metabolic correlation 

between polyol and energy-storing carbohydrate under osmotic and oxidative stress 

condition in Moniliella megachiliensis. J Biosci Bioeng 2015; 120: 405–410.  

85.  Becker A, Schlöder P, Steele JE, Wegener G. The regulation of trehalose metabolism in 

insects. Experientia 1996; 52: 433–439.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 29 

86.  Segal-Kischinevzky C, Romero-Aguilar L, Alcaraz LD, López-Ortiz G, Martínez-Castillo B, 

Torres-Ramírez N, et al. Yeasts inhabiting extreme environments and their 

biotechnological applications. Microorganisms 2022; 10: 794.  

87.  Kitcha S, Cheirsilp B. Screening of oleaginous yeasts and optimization for lipid production 

using crude glycerol as a carbon source. Energy Procedia 2011; 9: 274–282.  

88.  Mikolasch A, Berzhanova R, Omirbekova A, Reinhard A, Zühlke D, Meister M, et al. 

Moniliella spathulata, an oil-degrading yeast, which promotes growth of barley in oil-

polluted soil. Appl Microbiol Biotechnol 2021; 105: 401–415.  

89.  McFrederick QS, Cannone JJ, Gutell RR, Kellner K, Plowes RM, Mueller UG. Specificity 

between Lactobacilli and Hymenopteran hosts is the exception rather than the rule. Appl 

Environ Microbiol 2013; 79: 1803–1812.  

90.  McFrederick QS, Thomas JM, Neff JL, Vuong HQ, Russell KA, Hale AR, et al. Flowers and 

wild megachilid bees share microbes. Microb Ecol 2017; 73: 188–200.  

91.  Cohen H, McFrederick QS, Philpott SM. Environment shapes the microbiome of the blue 

orchard bee, Osmia lignaria. Microb Ecol 2020; 80: 897–907.  

92.  Li X, Wang A, Wan W, Luo X, Zheng L, He G, et al. High salinity inhibits soil bacterial 

community mediating nitrogen cycling. Appl Environ Microbiol ; 87: e01366-21.  

93.  Inglis GD, Sigler L, Goette MarkS. Aerobic microorganisms associated with alfalfa 

leafcutter bees (Megachile rotundata). Microb Ecol 1993; 26: 125–143.  

94.  Hettiarachchi A, Cnockaert M, Joossens M, Gekière A, Meeus I, Vereecken NJ, et al. The 

wild solitary bees Andrena vaga, Anthophora plumipes, Colletes cunicularius, and Osmia 

cornuta microbiota are host specific and dominated by endosymbionts and environmental 

microorganisms. Microb Ecol 2023; 1–14.  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 30 

95.  Handy MY, Sbardellati DL, Yu M, Saleh NW, Ostwald MM, Vannette RL. Incipiently social 

carpenter bees (Xylocopa) host distinctive gut bacterial communities and display 

geographical structure as revealed by full-length PacBio 16S rRNA sequencing. Mol Ecol 

2023; 32: 1530–1543.  

96.  Inglis GD, Sigler L, Goettel MS. Trichosporonoides megachiliensis, a new hyphomycete 

associated with alfalfa leafcutter bees, with notes on Trichosporonoides and Moniliella. 

Mycologia 1992; 84: 555–570.  

97.  Cane JH, Carlson RG. Dufour’s gland triglycerides from Anthophora, Emphoropsis 

(Anthophoridae) and Megachile (Megachilidae) bees (Hymenoptera: Apoidea). Comp 

Biochem Physiol 1984; 78: 769–772.  

98.  Hefetz A. The role of Dufour’s gland secretions in bees. Physiol Entomol 1987; 12: 243–253.  

99.  Currie CR, Scott JA, Summerbell RC, Malloch D. Fungus-growing ants use antibiotic-

producing bacteria to control garden parasites. Nature 1999; 398: 701–704.  

100.  Currie CR. A community of ants, fungi, and bacteria: A multilateral approach to studying 

symbiosis. Annu Rev Microbiol 2001; 55: 357–380.  

101.  Mueller UG, Scott JJ, Ishak HD, Cooper M, Rodrigues A. Monoculture of leafcutter ant 

gardens. PLOS ONE 2010; 5: e12668.  

102.  Perito B, Cremonini M, Montecchi T, Turillazzi S. A preliminary study on the antimicrobial 

activity of sting secretion and gastral glands of the acrobat ant Crematogaster scutellaris. 

Bull Insectology 2018; 97–101.  

 

  

D
ow

nloaded from
 https://academ

ic.oup.com
/ism

ej/advance-article/doi/10.1093/ism
ejo/w

rae089/7676633 by guest on 29 M
ay 2024



U
N

CO
RRE

CTE
D

 M
A
N

U
SC

RIP
T

 31 

Figure captions: 

 

Figure 1 - Life cycle of Anthophora bomboides indicating sampled stages. (A) Full circle 

represents one year, with labeled brood cells illustrating stages that were sampled. The egg-2nd 

instar stage includes pollen provisions that contained liquid nectar, only provision was sampled. 

The 3rd-4th instar stage contained pollen but no nectar and was separated into larva and 

provision samples, summer prepupae (collected pre-August) had recently eaten the cell lining, 

defecated, and turned yellow-orange. Overwintering prepupae collected in October and 

December are categorized as such. Pupal and unemerged adult stages were collected in spring; 

the latter were distinguished by complete development of hairs. Active foraging adults were 

collected and dissected for crop and gut samples. Stages are listed stepwise as they occur for one 

bee. Black text and lines indicate which parts of the stage were used for further analysis, 

excepting “lining” and “egg” which are labeled for illustrative purposes. Absence of lines 
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indicate that the whole bee was used as the sample for that stage. (B) At the population level, 

some stages overlap in time. Highlighted sections indicate months when sampling occurred. 

Yellow indicated that sampled stages occur within the brood cell, red indicates that sampled 

stage occurs outside of the brood cell. Illustration by S. Christensen. 

 

 

Figure 2 - Anthophora bomboides brood cell samples are dominated by Actinobacteria and 

Moniliella, differing significantly from adults and environment.  
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(A-B) Stages arranged in order of development, followed by environmental samples (flowers and 

water). Dirt samples yielded no sequences after QC and filtering, see Fig. S1. Yellow horizontal 

bar indicates stages/samples which occur within the brood cell, red indicates adults collected 

outside of the brood cell, green indicates flower samples, and blue indicates water samples where 

adult bees collect water for nest construction. Each vertical column represents one sample, fill 

corresponds to proportion of sample reads belonging to each taxa (colors in key). Black vertical 

line separates inside (left) versus outside (right) of the brood cell. The same samples were 

sequenced for both bacteria and fungi, but discrepancies occur when a sample was filtered out 

due to low read count in one sequencing run but not the other, such as the adult gut sequencing 

well for fungi and poorly for bacteria. (A) Top 500 bacterial ASVs, colored by class, via 

sequencing of V5/V6 region of 16S rRNA gene. Actinobacteria (orange) dominate within the 

brood cell. Kruskal-Wallis χ²= 37.6, df = 1, P value = 8.7e-10 comparing relative abundance of 

Actinobacteria from inside brood cell samples (mean 84.9%; yellow horizontal bar; left of 

vertical black line) to outside brood cell samples (mean 20.1%; red, green, blue bars; right of 

line). n = 86 samples. (B) Top 15 fungal ASVs, via sequenicing of ITS region, colored by genus. 

Moniliella (light blue) dominate within the brood cell. Kruskal-Wallis χ² = 43.9, df = 1, P value 

= 3.3e-11 comparing relative abundance of Moniliella spathulata from inside brood cell samples 

(mean 72.3%; yellow bar; left of line) to outside brood cell samples (mean 5.4%; red, green, blue 

bars; right of line). n = 93 samples. (C-D) For both plots, color indicates sample type, shape 

indicates sample site. Yellow corresponds to samples from inside the brood cell, green 

corresponds to flower samples, purple to adults that were free-flying outside of the brood cell, 

and blue to water samples. Circles were sampled from McClure’s Beach site, diamonds from 

Bodega Head site. (C) NMDS of weighted Bray-Curtis (BC) distance for bacterial communities 
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(stress = 0.19). PERMANOVA with sample type as a predictor R2 = 0.07, F = 2.2, P value < 

0.001. (D) NMDS of weighted Bray-Curtis distance for fungal communities (stress = 0.1). 

PERMANOVA with sample type as a predictor R2 = 0.25, F = 10.12, P value < 0.001.  

 

 

 

Figure 3 - Anthophora bomboides brood cells host a core microbiome composed of 

actinomycetes and Moniliella. Core microbiome heat maps for bacterial genera (A) and fungal 

ASVs (B), indicating prevalence at increasing detection thresholds. Prevalence is the proportion 

of samples containing the indicated taxa, detection threshold is the minimum relative abundance 

that needs to be present in a sample for it to be counted. Together, these separate core taxa (high 

prevalence and abundance) from other taxa. Top taxa arranged in decreasing order down the y 
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axis, prevalence for each taxa is indicated by color, with 1 (dark red) meaning that the taxa is 

present in all samples, and 0 (dark blue) indicating it is present in none of the samples at each 

detection threshold (x axis, % of reads). (A) All bacterial genera with an asterisk (*) belong to 

Actinobacterial class. (B) Fungal ASVs labeled at the most specific assigned taxonomic level, 

see Fig. S5 for relative abundance of fungal ASVs 1&2. 

 

 

 

Figure 4 - Anthophora bomboides microbial copy number is highest in diapausing 

prepupae. Filled points represent the mean of the log10(copy number) by developmental stage, 

error bars +/-1 SD log(copy number) of each developmental stage for both bacteria (orange 

squares) and fungi (teal triangles). Smaller open points represent individual samples. Bacterial 

copy number has been adjusted to remove non-bacterial reads, as determined by amplicon 
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sequencing with identical primers. Kruskal-Wallis test indicates significant differences in 

bacterial and fungal copy number based on bee developmental stage, (Bacteria- K-W χ2= 66.7, df 

= 10,  P value = 1.9e-10; Fungi- K-W χ2 = 67.0, df = 10,  P value = 1.6e-10). Lettering indicates 

differences via Dunn’s multiple comparisons; above for fungi and below for bacteria (P value < 

0.01). 

 

 

 

Figure 5 - Bacterial communities shift with bee development, with increased Streptomyces 

abundance in overwintering stages. (A) NMDS of bacterial community Bray-Curtis distance 

with color indicating stage of brood cell development. Larger semi-transparent dots indicate 

centroids, with lines from centroid to each point in the group. Triangular centroids indicate 
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provision samples. Global PERMANOVA shows significant difference between stages (R2 = 

0.25, F = 2.87, P value < 0.001). Pairwise PERMANOVA of stages (FDR < 0.05) indicated with 

lettering on left side of figure key. (B) Relative abundance (% of total) of top six bacterial genera 

across bee developmental stages. Larger open circles represent mean relative abundance of the 

genus at the indicated developmental stage and are connected by lines. Error bars are (+/- 1 SD). 

Each smaller shaded point represents the relative abundance of the corresponding genus in one 

sample. Streptomyces relative abundance varies through development (Kruskal-Wallis χ 2= 15.9, 

df = 2, P value = 0.0003) and is highest during overwintering (Oct.-Dec.) as compared to 

summer (egg-summer prepupa; Dunn’s test adj. P value < 0.001), or spring stages (pupa-

unemerged adult; Dunn’s test adj. P value < 0.01). 

 

 

 

Figure 6 - Streptomyces isolated from A. bomboides brood cells inhibit growth of 

filamentous fungi. Inhibition is shown by decrease in radius of fungi (mm, y axis) on plates 

when co-inoculated with isolates of Streptomyces (BH104, BH34, BH55, BH97) (x axis, colors) 
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from brood cells as compared to negative control (black). Streptomyces isolates plated 10 days 

prior to inoculation with 6mm diameter fungal plug. Comparisons to control by Dunn test, P 

values adjusted with Bonferroni (P value < 0.05 = *, P value < 0.01= **). (A-D) Center lines 

correspond to the median, boxes define interquartile range (IQR), and whiskers extend + 1.5 

IQR. Note difference in scale of y axes. (A) Inhibition of Ascosphaera apis, a common pathogen 

of bee brood, on day 7 of co-inoculation. Data represents 16 plates. BH34 and BH97 

significantly reduced the radius of A. apis. Note 40 mm radius was the edge of the plate. 

Kruskal-Wallis χ 2 = 12.3, df = 4,  P value = 0.014. (B) Inhibition of Thelonectria, a potential 

pathogen isolated from an infected pupal cell, on day 7 of co-inoculation. Data represents 24 

plates. BH34 and BH55 significantly reduced the radius of Thelonectria. Kruskal-Wallis χ 2 = 

14.5, df = 4,  P value = 0.005. (C) Inhibition of Aspergillus flavus, generalist bee pathogen, by 

BH34 on day 4 of co-inoculation. Data represents 10 plates. Kruskal-Wallis χ 2= 6.9, df = 1,  P 

value = 0.009. (D) Inhibition of Moniliella spathulata, ubiquitous brood cell yeast, by BH34 on 

day 7 of co-inoculation. Data represents 10 plates. BH34 significantly reduced the radius of 

Moniliella spathulata. Kruskal-Wallis χ 2 = 7.3, df = 1,  P value = 0.007. I Plate images of fungi 

on day 7 of growth, when grown alone and with Streptomyces isolate BH034 showing decreased 

radius and qualitatively reduced hyphal density. i) A. apis negative control, ii) A. apis with 

Streptomyces isolate BH034, iii) Thelonectria negative control, iv) Thelonectria with 

Streptomyces isolate BH034. Images were taken on backlit LED screen to ensure identical 

lighting.  
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Figure–7 - Sugar and sugar alcohol composition differentiates bee developmental stages. 

(A) Sugar and sugar alcohol (SSA) composition of late larvae through pupal stages mapped by 

PCA, colored by stage. Ellipses indicate 95% confidence for sample groups. Axes labeled with 

% variance explained. Biplot of the 6 most influential SSA components; longer arrows indicate 

greater influence on sample separation, direction indicates the alignment with the mapped PCs. 

Glucose and sorbitol had overlapping and thus indistinguishable peaks. (B) Composition of 

individual SSAs (columns) of each sample (rows). Samples grouped and colored by stage in the 

first column. SSA data was Hellinger transformed and scaled to sample (relative abundances) 

with red indicating high relative abundance of that component (column) for that sample (row) 

and blue indicating low relative abundance within the sample. Black boxes indicate significant 

clustering of sample compositions (P value < 0.05) via hierarchical clustering (multiscale 

bootstrap resampling). 
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