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Community diversity can reduce the prevalence and spread of disease, but
certain species may play a disproportionate role in diluting or amplifying
pathogens. Flowers act as both sources of nutrition and sites of pathogen
transmission, but the effects of specific plant species in shaping bee
disease dynamics are not well understood. We evaluated whether plantings
of sunflower (Helianthus annuus), whose pollen reduces infection by some
pathogens when fed to bees in captivity, lowered pathogen levels and
increased reproduction in free-foraging bumblebee colonies (Bombus impa-
tiens). Sunflower abundance reduced the prevalence of a common gut
pathogen, Crithidia bombi, and reduced infection intensity, with an order of
magnitude lower infection intensity at high sunflower sites compared with
sites with little to no sunflower. Sunflower abundance was also positively
associated with greater queen production in colonies. Sunflower did not
affect prevalence of other detected pathogens. This work demonstrates that
a single plant species can drive disease dynamics in foraging B. impatiens,
and that sunflower plantings can be used as a tool for mitigating a prevalent
pathogen while also increasing reproduction of an agriculturally important
bee species.
1. Introduction
The composition of a community can influence the prevalence and spread of dis-
ease among its members. Greater biodiversity generally reduces disease risk
within communities [1–3], and specific taxa can play a disproportionate role in
diluting the prevalence of disease in co-occurring species. In grassland commu-
nities, for example, the loss of disease-resistant grass species explained higher
disease prevalence in remaining species [4,5], and the intensity of foliar fungal
infections was greater in alpine meadow plants when low-competence hosts
were lost [6].Most documented dilution effects are the result of reduced encounter
frequency or increased transmission interference, in which higher community
diversity reduces opportunities for pathogens to interact with competent hosts
(e.g. [7]). In some cases, organisms reduce risk of disease for community members
more directly. For example, amphibians with greater filter-feeding ability can
dilute chytrid fungus infections in other amphibians [8], and certain plant species
reduce soil pathogens, benefiting neighbouring crop species in agroecosystems [9].

The role of pathogens in pollinator decline is an area of great interest and con-
cern [10,11]. Reduced abundance and biodiversity of bees (Anthophila), in
particular, pose a threat to our global food supply [12]. Flowers can be both critical
sources of nutrition and sites of disease transmission [13–15]. Plant diversity is
important for sustaining pollinator diversity broadly, as well as species with com-
mercial and economic value, such as honeybees (Apis mellifera) and bumblebees
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(Bombus sp.) [16,17]. However, we are only beginning to under-
stand how the composition of flowering plant communities
influences disease dynamics in pollinators.

Presently, only a few field studies relate the floral resource
community to pathogen loads in bees. These efforts confirm
that flowering plant taxa vary in both the type and amounts
of bee pathogens they harbour in nature [18–20] and highlight
characteristics of plant–pollinator networks that may contrib-
ute to transmission. Piot et al. [20] found that the centrality of
plant taxa within plant–pollinator networks is associated
with higher bee pathogen loads on flowers, while Figueroa
et al. [18] found that more diverse network connections diluted
pathogen prevalence in bumblebees. Similarly, Graystock et al.
[19] reported lower pathogen prevalence in bees earlier in the
season when the bee community was more diverse and less
dominated by social taxa (i.e. bumblebees and honeybees).
Experimental work also demonstrates that flowering plant
species differentially harbour [21] and transmit certain
pathogens to bee hosts [15,22].

Just as some flowering plants may serve as ‘hotspots’ for
bee disease transmission because of increased bee visitation,
pathogen deposition and/or transmission capacity [14,15,23],
others might slow disease spread through dietary effects on
pathogen infection in visiting pollinators. Flowering plants
vary in the nutritional content of their pollen and nectar
[24,25], which can influence immune function in bees [26,27],
and some plants produce antimicrobial phytochemicals in
floral rewards. For example, secondary metabolites in nectar,
when fed to bees in captivity, can reduce pathogen infections
[28–30]. Thus, specific plantsmight disproportionately contrib-
ute to pollinator disease via floral resources or traits that shape
infection; however, the influence of specific plants on infection
dynamics in wild bee populations remains largely unexplored
(but see [31]).

One plant species with the potential to drive disease
dynamics in bee populations is sunflower (Helianthus
annuus), which was recently discovered to reduce pathogen
infection in Bombus impatiens, the common eastern bumblebee.
A diet of sunflower pollen, when fed to workers in captivity,
consistently and dramatically reduced infection by Crithidia
bombi (Trypanosomatidae), a common intestinal parasite of
bumblebees, compared with wildflower or other monofloral
pollen diets [32]. This effect was consistent across multiple
H. annuus cultivars and wild accessions, and some sunflower
relatives [33]. Furthermore, 50% H. annuus pollen mixed with
wildflower pollen was still effective at reducing infection [34],
suggesting that free-flying B. impatiens foraging on multiple
plant species may experience medicinal benefits. The effects
of sunflower pollen may also extend beyond Crithidia; sun-
flower pollen and honey reduced infection in honeybees by
Nosema ceranae [32,35]. In separate work, sunflower pollen pro-
visions were associatedwith reducedVarroamites in honeybee
colonies, but did not affect Nosema or virus intensities [36].
However, pollen with spiny exines, such as sunflower pollen,
was also more likely to harbour pollen-associated viruses
than smoother pollen in a large metagenomic survey [37].
Thus, while our work focuses on sunflower pollen and Crithi-
dia infection owing to prior dramatic and consistent effects,
sunflower pollen may influence infection by diverse pollinator
pathogens in different ways.

Because B. impatiens is a social bee species, it is important
to assess effects of sunflower pollen at the colony level,
and to consider reproduction as well as pathogen infection.
Sunflower pollen consistently and dramatically reduced
Crithidia infection in individual bees in laboratory trials,
and greater sunflower area on farms was associated with
lower Crithidia infection in wild B. impatiens foragers [32].
However, the effects of sunflower abundance at the colony
level are unknown. Bombus impatiens is the most abundant
native bumblebee in eastern North America [38,39] and
owing to its dominance may drive pathogen prevalence in
other wild bee species [18,40]. It is also the most economically
valuable wild pollinator worldwide, with benefits double
that of any other species in a meta-analysis of 100 pollinator
species [41]. Sunflower is both a North American native per-
ennial [42] and a major oilseed crop grown worldwide
(reviewed in [43]). Therefore, understanding the potential
benefits of sunflower for B. impatiens health and reproduction
is important for both natural and managed ecosystems.

The broader floral resource community may also shape
pollinator health and performance, since floral abundance
and diversity can influence disease dynamics [19]. Asteraceae
are dominant species in most ecosystems, and Asteraceae
pollen beyond sunflower could have antipathogenic effects.
The mechanism underlying the effect of sunflower pollen on
reduced Crithidia infection may be due to spiny exine rather
than chemistry [44,45], and many Asteraceae species have
spiny pollen [46,47], suggesting that species beyond sunflower
could have similar effects. In support of this hypothesis, pollen
from several other Asteraceae species reduced Crithidia infec-
tion in B. impatiens [33,45]. Asteraceae pollen provisions also
reduced brood parasitism by wasps in Osmia bees (e.g. [48]).
Thus, we hypothesized that Asteraceae abundance overall,
rather than sunflower alone, could reduce infection.

Weassessedwhether sunflowerplantings inagroecosystems
can mitigate microparasite and viral infections in free-foraging
colonies of the common eastern bumblebee (Bombus impatiens).
Based on prior laboratory research, we hypothesized that sun-
flower abundance on farms would reduce infection prevalence
and intensity of Crithidia, but there is less consistent information
to drive hypotheses about other pathogens. Because otherAster-
aceae pollen reduces Crithidia and brood parasite infection, we
hypothesized that Asteraceae floral resources more generally
wouldbeassociatedwith reduced infection frequencyand inten-
sity. We also assessed how sunflower and the broader floral
resource environment influenced colony performance (peak
colony weight, queen production). Because sunflower pollen is
consideredapoor sourceofnutrition forbees [43,49],wehypoth-
esized that higher sunflower abundance could come with a
colony performance cost. Understanding whether sunflower
can reduce infection in the field without negative reproductive
consequences is important for conservation efforts, as sunflower
plantings could be a simple tool that landmanagers could use to
manage pollinator health.
2. Methods
(a) Overall approach
To test the hypotheses that sunflower pollen would reduce Crithi-
dia infection and influence colony reproduction, we placed
commercial colonies across 20 farms in western Massachusetts
growing different amounts of sunflower, with the largest plant-
ings representing the maximum amount (1–2 acres) typical in
the region. Sampling pathogens in foragers from these colonies
over several weeks allowed us to determine whether pathogen
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infection decreased with increasing availability of sunflower or
other floral resources. We evaluated colony performance by
weighing colonies at each sampling visit and counting daughter
queens produced.
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(b) Study region and species
This study was conducted in western Massachusetts, which
includes many small farms [50] that often grow diverse crops.
Vegetable farms in the area often grow sunflower varieties as
cut flowers; some plant sunflowers as cover crops. Sunflower is
a late-blooming crop (mid-July until frost). In other parts of the
USA where farms are larger in scale, sunflowers are grown for
seed and oil production; they are also grown as a rotation crop
to improve soil health and as a double crop to provide additional
economic benefits in a season [51].

Bombus impatiens is native to the eastern USA and has a late-
season phenology [52] with peak worker and queen production
when blooms of sunflower and other Asteraceae are abundant. It
is a dominant species with a wide diet breadth [52], making it
likely to interact with flowers used by other pollinators. We chose
this species because of its commercial availability, its phenological
alignment with our study plant, its prominence in plant–pollinator
networks [18] and its agricultural significance [41].

We screened bees for the following bumblebee pathogens:
Crithidia sp., a common trypanosomatid gut pathogen that can
impair learning in foragers [53] and reduce colony size and repro-
duction [54,55]; Nosema bombi, a potentially virulent intracellular
fungus (Microsporidia) implicated in some bumblebee declines
[38,56]; and Apicystis bombi, a protozoan (Neogregarinida) that
infects and degrades the fat body of bumblebees with sublethal
and lethal consequences [57]. We also screened for prevalent
honeybee pathogens and viruses that may infect bumblebees
[58–60] with some pathogenic consequences (e.g. [61,62]): N. cera-
nae and Nosema apis (Microsporidia), Black Queen cell virus
(BQCV) and Deformed wing virus (DWV).
(c) Site selection, study design, and sampling scheme
Fieldwork took place between 6 July and 6 October 2019. We
selected 20 mixed vegetable farms in western Massachusetts
(Hampshire and Franklin counties) that ranged in the area of sun-
flower (H. annuus, in one caseHelianthusmaximiliani), from none or
only a few rows to approximately 0.3–1.2 ha sunflower cover crops.
Farms ranged in overall size, other crops and/or ornamentals
cultivated, management practices (i.e. organic versus convention-
al), and sunflower planting establishment times (electronic
supplementary material, tables S1 and S2). Small- to medium-
sized plantings, grown as cut flowers, were sown and began
blooming earlier in the season (mid-July) and typically bloomed
for several weeks because of staggered planting and routine
flower head removal resulting in new flower growth. Larger
cover crop plantings were typically sown later in the season,
with first blooms appearing in August and blooming for a shorter
time, usually approximately three weeks.

We placed a pair of commercial common eastern bumblebee
(Bombus impatiens) colonies (Koppert Biological Systems) at each
farm (electronic supplementary material, figures S1 and S2),
coinciding with the approximate start of sunflower bloom (elec-
tronic supplementary material, table S1). We used commercial
colonies for logistical reasons and because they are commonly
deployed in agricultural settings [63]; we also note that sunflower
pollen had similar effects reducing Crithidia infection in wild and
commercial B. impatiens [64]. We staggered colony deployment
to sites without sunflower across the season. Prior to placement,
we screened all colonies for Nosema sp., Crithidia sp. and A.
bombi using visual detection methods (see below) and noted
other signs of poor health (e.g. ejected larvae). Infected or
otherwise poor-condition colonies were not used. We recorded
initial colony weights on the day of deployment.

We returned to sites every 10–14 days until colonies
entered either queen production or senescence. Most colonies
were visited four times before being removed from the field. All
sites had at least one surviving colony for the first three rounds.
Across sites, peak sunflower bloom tended to occur between site
visits 1 and 2 (electronic supplementary material, table S2). Thus,
the period before site visit 1 can be considered ‘pre-full bloom’,
between site visit 1 and 2 can be considered ‘full bloom’, and
between site visit 2 and 3 can be considered ‘post-full bloom’.
Cover crop plantings were always out of flower by site visit 3,
and so we did not analyse data from site visit 4.

At each visit, we (i) recorded colony weights to track growth,
(ii) collected approximately 10 corbicular loads from returning
foragers (per site) to assess usage of sunflower and other Aster-
aceae, and (iii) collected 10 returning foraging workers from
each colony entrance for later pathogen analysis. Foragers were
initially collected into vials and stored in a cooler with ice
packs. We collected one corbicular load from every bee with
pollen, and then placed all bees on dry ice. Bees were immedi-
ately transferred from dry ice to −80°C storage upon returning
to the laboratory. We chose to collect foragers (versus randomly
sample bees inside the colony box) because we expected these
bees to have the greatest pathogen exposure.

Colonies were brought in from the field when weight dropped
over two consecutive visits or when visual inspection indicated
decline. Colonies were kept in cold storage and later dissected to
count daughter queens produced, which included both eclosed
and uneclosed cocoons. Queen cocoons can be distinguished
from worker/male cocoons by their larger size [65].

(d) Pathogen assessments
Of the 10 bees collected from each colony at each sampling date,
five were retained for visual detection and quantification of Crithi-
dia sp. andNosema sp. using phase-contrast microscopy. The other
five were used for molecular detection of a wider suite of patho-
gens, including trypanosomatids, Apicystis, N. ceranae, N. bombi,
BQCV and DWV. We note that this sampling level is similar to
other studies; for example, Imhoof & Schmid-Hempel [66]
sampled four workers per colony per sampling date to assess
colony infection. Visual detection was used for samples collected
during the first three visits. Based on initial findings, molecular
screening was carried out for samples from the second and third
visits only (detailed methods in electronic supplementary
material). We note that molecular detection (qPCR) of C. bombi
and other trypanosomatids was more sensitive than visual assess-
ment, detecting this pathogen in a much higher fraction of bees (37
versus 13%). It is expected that lighter infections would evade
detection using visual methods [67–69]. In addition, qPCR does
not distinguish between dead and living pathogen cells, whereas
only live Crithidia cells are counted using visual assessment. Fur-
thermore, the qPCR primers we used in this study are not
specific to Crithidia, as they can also amplify Lotmaria DNA [70].
We thus use ‘Crithidia’ to refer to visual assessments, and ‘trypano-
somatid’ to refer to molecular detection.

(e) Quantifying sunflower and other floral resources
Flowering resources typically visited by bumblebees were quanti-
fied at each farm twice to characterize abundance and diversity.
Surveys were usually spaced approximately three weeks apart,
with the first survey coinciding with the first colony sampling
event. At some sites, we conducted interim sunflower surveys to
ensure we captured peak bloom. Prior to surveying, we created
digital maps of each farm in Google Earth Pro (v. 7.3.3.7786), des-
ignating areas (hereafter ‘polygons’) that appeared to be actively
cultivated, fallow, semi-natural (e.g. meadow) or mowed based



royalsocietypublishing.org/journal/rspb
Proc.R.Soc.B

290:20230055

4
on satellite imagery and ground-truthing; we calculated the area
(m2) of all polygons. Flowering row crops were quantified by
estimating the flowers or inflorescences per row metre and
multiplying by the length and number of rows for that crop.
Quadrat sampling was used to assess the density of inflorescences
in cover crops, fallow fields and mowed areas. Sampling effort
was proportional to total polygon area. Flowering forest edges,
which tended to include wild floral resources often used by
B. impatiens like goldenrod (Solidago spp.) [71], flower beds and
community gardens were included in surveys; actively grazed
areas were excluded, as they contained few inflorescences and
were often inaccessible.

( f ) Pollen analysis
We determined whether the frequency of sunflower and other
non-Helianthus Asteraceae pollen in corbicular loads was related
to the local abundance of these plants and/or to infection status
of foraging bees. About 8.5% of bees were carrying sunflower
pollen and 46% carried Asteraceae pollen. Although these rates
of collection exceeded the proportional abundance of Helianthus
and Asteraceae inflorescences across sites (electronic supple-
mentary material, table S3), none of the relationships we tested
between pollen composition, individual infection status and sun-
flower availability at farms was statistically significant (detailed
methods and results in the electronic supplementary material).

(g) Statistical analysis
All analyses were carried out in R Core Program v. 4.0.2 [72].

(i) Pathogen prevalence and intensity in relation to sunflower
and other floral metrics

Weevaluated the influence of sunflower abundance and other floral
resource metrics onNosema (visual inspection) and Crithidia/trypa-
nosomatid infections (visual inspection or qPCR, respectively)
using a hurdle model in which we (i) first assessed whether predic-
tors influenced disease status (presence/absence) of bees using
generalized linear mixed models (glmer, lme4 package [73]) with
binomial error distribution, and (ii) subsequently assessed how pre-
dictors influenced infection intensity (cells per 0.02 µl for visual
inspection or copies of C. bombiDNA, normalized to total extracted
DNA for qPCR) in infected bees only using linear mixed models
(lmer, lme4 package [73]) with Gaussian error distributions. Crithi-
dia/trypanosomatid intensity was log10-transformed to scale this
variable and normalize model residuals.

We also assessed the influence of sunflower and other floral
metrics on the prevalence (presence/absence) of N. ceranae, Api-
cystis and BQCV using generalized linear mixed models (glmer)
with a binomial error distribution.

In all models, sunflower abundance was represented by the
maximum number of sunflower heads recorded at a site. Other
predictors included site visit, maximum abundance of non-
Helianthus Asteraceae (excluding common taxa, e.g. Erigeron
spp., not frequently used by bumblebees), overall floral resource
density, floral resource diversity (Shannon index) and bee body
size (length ofmarginal cell of rightwing). In allmodels, sunflower
abundance, non-Helianthus Asteraceae abundance and floral den-
sity were log10-transformed to linearize and scale these variables.
Intercorrelation of main effects was assessed for each model; var-
iance inflation factors (VIFs) were low (less than 5), so all terms
were retained. For most pathogens, initial models included two-
way interactions between site visit and abundance of sunflower,
non-Helianthus Asteraceae, and floral density to account for
changes over time; non-significant interactions were excluded
from final models. Non-significant main effects were excluded
from final models if their removal improved Akaike information
criterion (AIC; Δ <−2). All models initially included the random
effect of colony identity nested within site. In some cases, the
nested effect of colony identity or the entire random effect was
removed when it explained zero variance in the data and caused
singularity issues as a result.

We used emtrends (emmeans package [74]) in R to produce
coefficients for all fixed effect interaction terms across models.
We employed the effects [75] and ggplot2 [76] packages for visu-
alizations. All parameter values can be found in electronic
supplementary material, tables S5–S7.

(ii) Colony performance in relation to sunflower and other floral
metrics

We evaluated whether sunflower abundance, non-Helianthus
Asteraceae abundance, floral density and floral diversity influ-
enced peak colony weights using a linear mixed model (lmer,
lme4 package [73]) and daughter queen counts using a negative
binomial generalized linear model (glm.nb, MASS package [77])
to account for overdispersion. All floral metrics were log10-trans-
formed for scaling purposes. Site was initially included as a
random effect in both models but was removed from the model
for queen count to resolve singularity issues. For the analysis of
peak weights, we included colony deployment date and initial
weight as covariates. Because colony peakweight and deployment
date were correlated (Spearman’s ρ = 0.485, p = 0.002), we did not
include both terms in the model for queen production. Peak
weight resulted in a lower AIC than deployment date (Δ <−2),
so we used the former as a covariate.
3. Results
(a) Pathogen summary
Using visual assessment, we found 13% of bees were infected
with Crithidia across the season. Crithidia infections were
most prevalent during the second site visit (17% infected in
site visit 2 versus 10.2 and 14.5% during site visits 1 and 3).
Using molecular detection in site visits 2 and 3 only, we
found trypanosomatids in 37% of bees (n = 152 of 410 bees),
A. bombi in 11% (n = 47) and BQCV in 73% of bees (n = 306).
Nosema bombi and DWV did not appear in any of the screened
samples using molecular detection. Because recent work
suggests that N. ceranae does not replicate in B. impatiens or
other Bombus ([70,78,79]; but see [80]), we reportN. ceranae stat-
istical analyses and results in the electronic supplementary
material.

(b) Pathogen prevalence and intensity in relation to
sunflower and other floral metrics

Statistical results for full and reduced models are reported in
electronic supplementary material, table S4, as are parameter
values for all effects in reduced models (electronic sup-
plementary material, tables S5–S7).

(i) Crithidia/trypanosomatids
Higher sunflower abundance was associated with reduced
likelihood of infection during the second visit, when Crithidia
was most prevalent and sunflowers were closest to peak
bloom (electronic supplementary material, table S1; see elec-
tronic supplementary material, figure S3 for first and third
visit). Thiswas the case using both visual andmolecular assess-
ments (table 1a, figure 1a,c), though the effect using the latter
method was marginal (electronic supplementary material,
table S5c). During the second site visit, visually assessed
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Figure 1. Probability of infection by Crithidia bombi, whether assessed visually (a) or using qPCR (c), decreased with sunflower abundance during the second site
visit, which generally occurred just after peak bloom. Circles represent the number of samples infected (1) or not (0). There was no relationship between sunflower
abundance and Crithidia prevalence (assessed visually or with qPCR) in site visits 1 and 3 (electronic supplementary material, figure S3). The intensity of Crithidia
infections declined with sunflower abundance, irrespective of site visit, when assessed visually (b) or using qPCR (d ). The shaded grey area around each trendline
represents the 95% confidence interval.

Table 1. Wald χ2 and p-values from final models predicting (a) Crithidia/trypanosomatid prevalence and infection intensity using data from visual assessments
and (b) qPCR, and (c) the prevalence of BQCV. ‘Non-sf Asteraceae’ refers to abundance of non-sunflower Asteraceae. ‘Floral density’ refers to overall floral
density. Dashes represent model terms that were excluded from the final model. Italics indicate p < 0.05, but include one case where p = 0.052. n.a., not
applicable. Additional model results, including test statistics for all full models, are presented in electronic supplementary material, tables S4–S7.

terms

a. Crithidia (visual) b. Trypanosomatids (qPCR) c. BQCV

prevalence intensity prevalence intensity prevalence

χ2 p χ2 p χ2 p χ2 p χ2 p

site visit 4.034 0.133 1.092 0.579 1.874 0.171 3.783 0.052 3.928 0.066

log10(sunflower) 3.275 0.070 11.886 <0.001 0.305 0.581 6.255 0.012 0.516 0.472

log10(non-sf Asteraceae) 2.425 0.119 — — — — — — 4.752 0.010

log10(floral density) 0.195 0.659 3.92 0.047 0.136 0.713 2.219 0.136 3.127 0.067

floral diversity, H — — — — — — — 0.322 0.57

site visit ∗ log10(sunflower) 8.578 0.014 — — 4.907 0.026 — — — —

site.visit ∗ log10(Asteraceae) — — — — — — — — — —

site visit ∗ floral density 12.994 0.002 — — — — — — — —

marginal cell length — — — — n.a. n.a. n.a. n.a. n.a. n.a.
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Crithida prevalence averaged 0.603 (CI95%: 0.225, 0.889) at sites
with no sunflower, compared with 0.028 (CI95%: 0.008, 0.0971)
at sites with the largest plantings (10 000–100 000 heads;
figure 1a). Similarly, trypanosomatid prevalence assessed
using qPCR ranged from 0.537 (CI95%: 0.256, 0.797) at sites
with no sunflower to 0.216 (CI95%: 0.107, 0.388) at sites with
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the largest plantings (figure 1c). Prevalence declined
with overall floral density, but only during the third site visit
using visually assessed Crithidia counts (table 1a; electronic
supplementary material, figure S4).

Infection intensity also declined with increasing sunflower
at a site, regardless of site visit. This result was consistent
for both visual (β =−0.232, CI95%: −0.365, −0.101, table 1a,
figure 1b) and molecular methods (β =−0.264, CI95%: −0.445,
−0.082, table 1b, figure 1d), with an order-of-magnitude differ-
ence in predicted infection intensity between sites with no
sunflower and sites with the greatest abundances (electronic
supplementary material, figure S5). In addition, visually
assessed infection intensity was positively associated with
overall floral density (table 1a; electronic supplementary
material, figure S6).
(ii) Apicystis and Black Queen cell virus
These pathogens were assessed with molecular methods only.
Sunflower abundance and other floral resource metrics were
not significantly related toApicystis prevalence (electronic sup-
plementary material, table S4c). Sunflower abundance was not
related to the prevalence of BQCV (electronic supplementary
material, table S4c). Increasing non-Helianthus Asteraceae
abundance was associated with lower BQCV prevalence
(table 1c; electronic supplementary material, figure S7). Two
of the most abundant non-Helianthus Asteraceae genera were
goldenrod (Solidago spp.) and joe-pye weeds (Eutrochium sp.),
which occurred in fallow fields and field margins. In separate
models, we found no relationship between BQCV prevalence
and the abundances of these genera tested separately or
together (χ2≤ 0.512, p≥ 0.090 for all).

We note that overall floral diversity was not a significant
predictor of prevalence or intensity of infections for any of the
pathogens evaluated.
(c) Colony performance in relation to sunflower and
other floral metrics

Queen production increased approximately 30% with
every order-of-magnitude increase in sunflower abundance
(β = 0.301, CI95%: 0.118, 0.486, χ

2= 10.067, d.f. = 1, p = 0.002;
figure 2a) and was strongly associated with colony peak
weight (χ2= 64.916, d.f. = 1, p < 0.0001; figure 2b). Queen pro-
duction was not influenced by the abundance of non-
Helianthus Asteraceae or overall floral density and diversity
(χ2< 0.611, d.f. = 1, p > 0.434 for all). Excluding colonies from
sites with no sunflower, which generated very few queens,
did not affect results. Queen production was negatively corre-
latedwith averageCrithidia colony infection intensity (assessed
visually) over the season (r =−0.39, p = 0.012). Colony peak
weight was not associated with any floral resource predictor
(χ2< 0.31, d.f. = 1, p > 0.5 for all). Peak weight tended to
increase with initial weight, though this was not a significant
effect (χ2 = 3.097, d.f. = 1, p = 0.078), and increased with
deployment date (χ2 = 7.732, d.f. = 1, p = 0.005).
4. Discussion
Plant traits and community composition likely regulate disease
dynamics of bees and other pollinators [30,81], but the role of
particular host plants influencing the health and success of
bee populations is largely unknown. Our study demonstrates
that a single plant species can mitigate field-level pathogen
loads in B. impatiens, the most abundant bumblebee species
in easternNorthAmerica. Consistent with our original hypoth-
esis,C. bombi infections tended to be less frequent andwere less
intense when sunflower was abundant, dropping an order of
magnitude when plantings had at least approximately 10 000
heads (= approximately 0.5–0.75 acres). To the best of our
knowledge, only one other study has linked the natural occur-
rence of a particular plant species to reduced pathogen loads;
the prevalence ofA. bombiwas reduced inwild-caught bumble-
beeworkers (Bombus pascuorum) at sites with the invasive plant
Impatiens glandulifera [31]. That the medicinal effect of sun-
flower observed in a laboratory setting [32–34,82] is realized
in the field demonstrates the potential for this native andwide-
spread crop to mitigate a common pathogen in a dominant
pollinator.

Contrary to our initial hypothesis, sunflower abundance
was positively associated with queen production. Sunflower
pollen is low in protein and therefore considered a poor
source of bee nutrition [43,49], and we hypothesized that con-
suming it could come with a performance cost. Daughter
queens were initially noticed in colonies about 40 days after
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field placement; the larval feeding stage accounts for the first
20 days of development [65]. Thus, on farms with abundant
sunflower, colonies experienced peak sunflower bloom and
reduced pathogen loads during a critical and energy-inten-
sive point in colony development. Previous work indicates
that Crithidia infection reduces queen production in bumble-
bees [54,55] and can impair learning in workers [53], reduce
pollen collection [83] and decrease foraging on some host
plants [15]. Peak colony weight was not affected by sunflower
abundance or other metrics of floral resource availability.
Colonies were mature when placed in the field (as evidenced
by the rapid switch to reproduction), and their earlier
resource ‘environment’ in the laboratory likely determined
ultimate growth [84]. Overall, it appears that sunflowers
as a medicinal resource outweighed costs of potentially
low-quality pollen.

It is important to emphasize that our findings support
inclusion of sunflower as one component of a diverse flower-
ing landscape. Even our largest cover crop planting (1.5–2
acres) was only a small fraction of the area typically planted
by larger agricultural operations in other parts of the USA,
and nearly all plantings were situated within diversified veg-
etable farms with flowering tree lines and/or fallow habitat.
Because sunflower is lacking in essential nutrients for bee
development [43], benefits from this crop may diminish in
a low diversity or monoculture setting. Additional study is
required to identify the conditions that constrain sunflower’s
advantages for bumblebee health.

It is also important to acknowledge that we demonstrate
the influence of sunflower on disease in a single bumblebee
species, B. impatiens, which has a stable and expanding popu-
lation [38]. We need to understand whether sunflower may
have similar effects on pathogen loads in other bee species,
particularly those experiencing population declines [85]. We
recently found that consuming sunflower pollen had weaker
effects on C. bombi infection in Bombus vagans and Bombus
bimaculatus and no detectable effect in Bombus griseocollis [64],
suggesting that benefits vary between bee species. That said,
decreasing pathogen loads in B. impatiens might positively
influence disease dynamics in congeners. Bombus impatiens
workers have a wide diet breadth and may therefore play a
strong role in spreading disease to other bee species through
resource sharing [18]. Crithidia survives between years in
infected queens that hibernate with the pathogen and spread
it in the spring. Reducing Crithidia prevalence in B. impatiens
colonies and new queens is thus potentially important for miti-
gating transmission between years. Although we did not
measure Crithidia levels in daughter queens produced by our
colonies, previous laboratory work indicates that sunflower
pollen reduced Crithidia infection in B. impatiens queens [82].

Other plants in the Asteraceae family may have medicinal
effects, including antiparasitic properties [33,48,86]. We
hypothesized that total Asteraceae abundance might drive
disease levels but found no evidence that non-sunflower Aster-
aceae reduced Crithidia loads. While other Asteraceae may
produce rewards with medicinal properties, it is possible that
their effect is countered by their influence on disease trans-
mission. For example, the pollen of goldenrod (Solidago sp.),
which was common across our sites, reduced Crithidia in
laboratory trials [33], but goldenrod was also identified as a
‘high transmission’ plant that more easily passes Crithidia
to foraging bumblebees [22], perhaps outweighing its medic-
inal effects. Exploration of these interactive dynamics in
individual plant species and in relation to plant functional
traits is critical to understand mechanisms of disease
transmission in plant–pollinator networks.

Surprisingly, non-sunflower Asteraceae abundance was
associated with reduced prevalence of BQCV, a virulent hon-
eybee pathogen that kills developing honeybee queens and
can be found in bumblebees, sometimes at high rates (e.g.
[60]). Owing to little previous work and inconsistent results
regarding the relationship between Asteraceae pollen and
viruses [36,37], we had no a priori hypothesis about the direc-
tion of this relationship. Although more work is required to
verify and identify the possible mechanism(s) involved in
this effect, our finding indicates the potential for other Aster-
aceae species to mitigate a harmful and widespread bee
pathogen. Direct fitness effects of the virus on bumblebees
and other wild species are not well understood [87]; at a
minimum, bumblebees may serve as reservoirs for the virus
and transmit it to susceptible hosts. Managing landscapes
to reduce its transmission is an important consideration for
future research.

Understanding how the presence of particular plant
species, and host plant composition generally, influences dis-
ease and other aspects of bee population health is important
for habitat management and restoration efforts. Installation of
wildflower strips on farmland is a common conservation
practice; even though wildflower plantings promote bee
diversity and pollination services to adjacent crops (e.g.
[88,89]), they may also serve as hubs for disease transmission.
Bumblebees had higher pathogen prevalence in low-resource
landscapes [90] and wildflower strips increased disease
prevalence when placed within low-quality landscapes [91].
Incorporation of medicinal and low-transmission plants into
seed mixes may be a way to combat this issue. Our work
indicates that sunflower, a widely distributed species native
to North and Central America, is a strong candidate for
incorporation into pollinator habitat for this purpose. We
encourage further exploration of plant species that may
have a similar impact on pollinator diseases.
Data accessibility. All data and R scripts used to generate analyses for
this manuscript, along with ReadMe files, are publicly available at
Scholarworks @UMass Amherst, a digital repository: https://doi.
org/10.7275/x9pj-g047 [92].

Data are also provided in the electronic supplementarymaterial [93].

Authors’ contributions. R.L.M.: data curation, formal analysis, investi-
gation, methodology, project administration, supervision, writing—
original draft, writing—review and editing; Q.S.M.: data curation,
investigation, methodology, supervision, writing—review and edit-
ing; G.L.: investigation, writing—review and editing; R.E.I.:
conceptualization, funding acquisition, writing—review and editing;
L.S.A.: conceptualization, data curation, funding acquisition, project
administration, supervision, writing—review and editing.

All authors gave final approval for publication and agreed to be
held accountable for the work performed herein.

Conflict of interest declaration. We declare we have no competing interests.

Funding. This study was funded by the United States Department of
Agriculture grant USDA-NIFA-2016-07962. The contents are solely
the responsibility of the authors and do not necessarily represent
the official views of the USDA or NIFA.
Acknowledgements. We thank the farmers who participated in this study,
Koppert Biological Systems for donating colonies, and many student
assistants: L. Gagnon, B. Joyce, S. Primavera, J. Milcetic, S. Harper,
E. Amponsah, J. Roch, C. Muñoz Agudelo, L. Liebowitz, L. Cleary,
J. Day, H. Trowbridge, G. Bosco, J. Cook, B. Donzelli, N. Duncan,
S. Agrawal and R. Duggan.

https://doi.org/10.7275/x9pj-g047
https://doi.org/10.7275/x9pj-g047


8
References
royalsocietypublishing.org/journal/rspb
Proc.R.Soc.B

290:20230055
1. Haas SE, Hooten MB, Rizzo DM, Meentemeyer RK.
2011 Forest species diversity reduces disease risk in
a generalist plant pathogen invasion. Ecol. Lett.
14, 1108–1116. (doi:10.1111/j.1461-0248.2011.
01679.x)

2. Ostfeld RS, Keesing F. 2012 Effects of host diversity
on infectious disease. Annu. Rev. Ecol. Evol. Syst. 43,
157–182. (doi:10.1146/annurev-ecolsys-102710-
145022)

3. Rottstock T, Joshi J, Kummer V, Fischer M. 2014
Higher plant diversity promotes higher diversity of
fungal pathogens, while it decreases pathogen
infection per plant. Ecology 95, 1907–1917. (doi:10.
1890/13-2317.1)

4. Mitchell CE, Tilman D, Groth JV. 2002 Effects of
grassland plant species diversity, abundance, and
composition on foliar fungal disease. Ecology 83,
1713–1726. (doi:10.1890/0012-
9658(2002)083[1713:EOGPSD]2.0.CO;2)

5. Lacroix C, Jolles A, Seabloom EW, Power AG,
Mitchell CE, Borer ET. 2014 Non-random biodiversity
loss underlies predictable increases in viral disease
prevalence. J. R. Soc. Interface 11, 20130947.
(doi:10.1098/rsif.2013.0947)

6. Liu X, Chen F, Lyu S, Sun D, Zhou S. 2018 Random
species loss underestimates dilution effects of host
diversity on foliar fungal diseases under fertilization.
Ecol. Evol. 8, 1705–1713. (doi:10.1002/ece3.3749)

7. Schmidt KA, Ostfeld RS. 2001 Biodiversity and the
dilution effect in disease ecology. Ecology 82,
609–619. (doi:10.1890/0012-9658(2001)082[0609:
BATDEI]2.0.CO;2)

8. Venesky MD, Liu X, Sauer EL, Rohr JR. 2014 Linking
manipulative experiments to field data to test the
dilution effect. J. Anim. Ecol. 83, 557–565. (doi:10.
1111/1365-2656.12159)

9. Brooker RW, Karley AJ, Newton AC, Pakeman RJ,
Schöb C. 2016 Facilitation and sustainable
agriculture: a mechanistic approach to
reconciling crop production and conservation.
Funct. Ecol. 30, 98–107. (doi:10.1111/1365-
2435.12496)

10. Grozinger CM, Flenniken ML. 2019 Bee viruses:
ecology, pathogenicity, and impacts. Annu. Rev.
Entomol. 64, 205–226. (doi:10.1146/annurev-ento-
011118-111942)

11. Cameron SA, Sadd BM. 2020 Global trends in
bumble bee health. Annu. Rev. Entomol. 65,
209–232. (doi:10.1146/annurev-ento-011118-
111847)

12. Nicholls CI, Altieri MA. 2013 Plant biodiversity
enhances bees and other insect pollinators in
agroecosystems. Agron. Sustain. Dev. 33, 257–274.
(doi:10.1007/s13593-012-0092-y)

13. Durrer S, Schmid-Hempel P. 1994 Shared use of
flowers leads to horizontal pathogen transmission.
Proc. R. Soc. Lond. B 258, 299–302. (doi:10.1098/
rspb.1994.0176)

14. Graystock P, Goulson D, Hughes WOH. 2015
Parasites in bloom: flowers aid dispersal and
transmission of pollinator parasites within and
between bee species. Proc. R. Soc. B 282,
20151371. (doi:10.1098/rspb.2015.1371)

15. Adler LS, Barber NA, Biller OM, Irwin RE. 2020
Flowering plant composition shapes pathogen
infection intensity and reproduction in bumble bee
colonies. Proc. Natl Acad. Sci. USA 117,
11 559–11 565. (doi:10.1073/pnas.2000074117)

16. Hülsmann M, von Wehrden H, Klein AM, Leonhardt
SD. 2015 Plant diversity and composition
compensate for negative effects of urbanization on
foraging bumble bees. Apidologie 46, 760–770.
(doi:10.1007/s13592-015-0366-x)

17. Alaux C et al. 2017 A ‘Landscape physiology’
approach for assessing bee health highlights the
benefits of floral landscape enrichment and semi-
natural habitats. Scient. Rep. 7, 40568. (doi:10.
1038/srep40568)

18. Figueroa LL, Grab H, Ng WH, Myers CR, Graystock P,
Mcfrederick QS, McArt SH. 2020 Landscape
simplification shapes pathogen prevalence in plant-
pollinator networks. Ecol. Lett. 23, 1212–1222.
(doi:10.1111/ele.13521)

19. Graystock P, Ng WH, Parks K, Tripodi AD, Muñiz PA,
Fersch AA, Myers CR, Mcfrederick QS, McArt SH.
2020 Dominant bee species and floral abundance
drive parasite temporal dynamics in plant-pollinator
communities. Nat. Ecol. Evol. 4, 1358–1367. (doi:10.
1038/s41559-020-1247-x)

20. Piot N, Smagghe G, Meeus I. 2020 Network
centrality as an indicator for pollinator parasite
transmission via flowers. Insects 11, 872. (doi:10.
3390/insects11120872)

21. Alger SA, Burnham PA, Brody AK. 2019b Flowers as
viral hot spots: honey bees (Apis mellifera) unevenly
deposit viruses across plant species. PLoS ONE 14,
e0221800.

22. Adler LS, Michaud KM, Ellner SP, Mcart SH,
Stevenson PC, Irwin RE. 2018 Disease where you
dine: plant species and floral traits associated with
pathogen transmission in bumble bees. Ecology 99,
2535–2545. (doi:10.1002/ecy.2503)

23. Bodden JM, Hazlehurst JA, Wilson Rankin EE. 2019
Floral traits predict frequency of defecation on
flowers by forating bumble bees. Insect Sci. 19, 2.
(doi:10.1093/jisesa/iez091)

24. Roulston TH, Cane JH. 2000 Pollen nutritional
content and digestibility for animals. Plant Syst.
Evol. 222, 187–209. (doi:10.1007/BF00984102)

25. Vaudo AD, Farrell LM, Patch HM, Grozinger CM,
Tooker JF. 2018 Consistent pollen nutritional intake
drives bumble bee (Bombus impatiens) colony
growth and reproduction across different habitats.
Ecol. Evol. 8, 5765–5776. (doi:10.1002/ece3.4115)

26. Di Pasquale G, Salignon M, Le Conte Y, Belzunces
LP, Decourtye A, Kretzschmar A, Suchail S, Brunet
JL, Alaux C. 2013 Influence of pollen nutrition on
honey bee health: do pollen quality and diversity
matter? PLoS ONE 8, e72016. (doi:10.1371/journal.
pone.0072016)
27. Roger N, Michez D, Wattiez R, Sheridan C,
Vanderplanck M. 2017 Diet effects on bumblebee
health. J. Insect. Physiol. 96, 128–133. (doi:10.
1016/j.jinsphys.2016.11.002)

28. Koch H, Brown MJ, Stevenson PC. 2017 The role
of disease in bee foraging ecology. Curr. Opin.
Insect Sci. 21, 60–67. (doi:10.1016/j.cois.2017.
05.008)

29. Stevenson PC. 2020 For antagonists and mutualists:
the paradox of insect toxic secondary metabolites in
nectar and pollen. Phytochem. Rev. 19, 603–614.
(doi:10.1007/s11101-019-09642-y)

30. Adler LS, Irwin RE, Mcart SH, Vannette RL. 2021
Floral traits affecting the transmission of beneficial
and pathogenic pollinator-associated microbes. Curr.
Opin. Insect Sci. 44, 1–7. (doi:10.1016/j.cois.2020.
08.006)

31. Vanderplanck M et al. 2019 Bumble bee parasite
prevalence but not genetic diversity impacted by
the invasive plant Impatiens glandulifera. Ecosphere
10, e02804. (doi:10.1002/ecs2.2804)

32. Giacomini JJ, Leslie J, Tarpy DR, Palmer-Young EC,
Irwin RE, Adler LS. 2018 Medicinal value of
sunflower pollen against bee pathogens. Sci. Rep. 8,
14394. (doi:10.1038/s41598-018-32681-y)

33. Locascio GM, Aguirre L, Irwin RE, Adler LS. 2019
Pollen from multiple sunflower cultivars and species
reduces a common bumblebee gut pathogen.
R. Soc. Open Sci. 6, 190279. (doi:10.1098/rsos.
190279)

34. Giacomini JJ, Connon SJ, Marulanda D, Adler LS,
Irwin RE. 2021 The costs and benefits of
sunflower pollen diet on bumble bee colony disease
and health. Ecosphere 12, e03663. (doi:10.1002/
ecs2.3663)

35. Gherman BI, Denner A, Bobiş O, Dezmirean DS,
Mărghitaş LA, Schluens H, Moritz RF, Erler S. 2014
Pathogen-associated self-medication behavior in the
honeybee Apis mellifera. Behav. Ecol. Sociobiol. 68,
1777–1784. (doi:10.1007/s00265-014-1786-8)

36. Palmer-Young EC et al. 2023 Sunflower crop area
and pollen supplementation reduce Varroa mite
infestation in honey bee colonies. J. Econ. Entomol.
116, 68–77. (doi:10.1093/jee/toac196)

37. Fetters AM, Cantalupo PG, Wei N, Robles MTS,
Stanley A, Stephens JD, Pipas JM, Ashman TL.
2022 The pollen virome of wild plants and its
association with variation in floral traits and land
use. Nat. Commun. 13, 523. (doi:10.1038/s41467-
022-28143-9)

38. Cameron SA, Lozier JD, Strange JP, Koch JB, Cordes
N, Solter LF, Griswold TL. 2011 Patterns of
widespread decline in North American bumble bees.
Proc. Natl Acad. Sci. USA 108, 662–667. (doi:10.
1073/pnas.1014743108)

39. Cordes N, Huang WF, Strange JP, Cameron SA,
Griswold TL, Lozier JD, Solter LF. 2012 Interspecific
geographic distribution and variation of the
pathogens Nosema bombi and Crithidia species in
United States bumble bee populations. J. Invertebr.

http://dx.doi.org/10.1111/j.1461-0248.2011.01679.x
http://dx.doi.org/10.1111/j.1461-0248.2011.01679.x
http://dx.doi.org/10.1146/annurev-ecolsys-102710-145022
http://dx.doi.org/10.1146/annurev-ecolsys-102710-145022
http://dx.doi.org/10.1890/13-2317.1
http://dx.doi.org/10.1890/13-2317.1
http://dx.doi.org/10.1890/0012-9658(2002)083[1713:EOGPSD]2.0.CO;2
http://dx.doi.org/10.1890/0012-9658(2002)083[1713:EOGPSD]2.0.CO;2
http://dx.doi.org/10.1098/rsif.2013.0947
http://dx.doi.org/10.1002/ece3.3749
http://dx.doi.org/10.1890/0012-9658(2001)082[0609:BATDEI]2.0.CO;2
http://dx.doi.org/10.1890/0012-9658(2001)082[0609:BATDEI]2.0.CO;2
http://dx.doi.org/10.1111/1365-2656.12159
http://dx.doi.org/10.1111/1365-2656.12159
http://dx.doi.org/10.1111/1365-2435.12496
http://dx.doi.org/10.1111/1365-2435.12496
http://dx.doi.org/10.1146/annurev-ento-011118-111942
http://dx.doi.org/10.1146/annurev-ento-011118-111942
http://dx.doi.org/10.1146/annurev-ento-011118-111847
http://dx.doi.org/10.1146/annurev-ento-011118-111847
http://dx.doi.org/10.1007/s13593-012-0092-y
https://doi.org/10.1098/rspb.1994.0176
https://doi.org/10.1098/rspb.1994.0176
http://dx.doi.org/10.1098/rspb.2015.1371
https://doi.org/10.1073/pnas.2000074117
https://doi.org/10.1007/s13592-015-0366-x
https://doi.org/10.1038/srep40568
https://doi.org/10.1038/srep40568
https://doi.org/10.1111/ele.13521
https://doi.org/10.1038/s41559-020-1247-x
https://doi.org/10.1038/s41559-020-1247-x
http://dx.doi.org/10.3390/insects11120872
http://dx.doi.org/10.3390/insects11120872
http://dx.doi.org/10.1002/ecy.2503
http://dx.doi.org/10.1093/jisesa/iez091
http://dx.doi.org/10.1007/BF00984102
http://dx.doi.org/10.1002/ece3.4115
https://doi.org/10.1371/journal.pone.0072016
https://doi.org/10.1371/journal.pone.0072016
http://dx.doi.org/10.1016/j.jinsphys.2016.11.002
http://dx.doi.org/10.1016/j.jinsphys.2016.11.002
http://dx.doi.org/10.1016/j.cois.2017.05.008
http://dx.doi.org/10.1016/j.cois.2017.05.008
http://dx.doi.org/10.1007/s11101-019-09642-y
http://dx.doi.org/10.1016/j.cois.2020.08.006
http://dx.doi.org/10.1016/j.cois.2020.08.006
http://dx.doi.org/10.1002/ecs2.2804
http://dx.doi.org/10.1038/s41598-018-32681-y
http://dx.doi.org/10.1098/rsos.190279
http://dx.doi.org/10.1098/rsos.190279
http://dx.doi.org/10.1002/ecs2.3663
http://dx.doi.org/10.1002/ecs2.3663
http://dx.doi.org/10.1007/s00265-014-1786-8
https://doi.org/10.1093/jee/toac196
http://dx.doi.org/10.1038/s41467-022-28143-9
http://dx.doi.org/10.1038/s41467-022-28143-9
http://dx.doi.org/10.1073/pnas.1014743108
http://dx.doi.org/10.1073/pnas.1014743108


royalsocietypublishing.org/journal/rspb
Proc.R.Soc.B

290:20230055

9
Pathol. 109, 209–216. (doi:10.1016/j.jip.2011.
11.005)

40. Otterstatter MC, Thomson JD. 2008 Does pathogen
spillover from commercially reared bumble bees
threaten wild pollinators? PLoS ONE 3, e2771.
(doi:10.1371/journal.pone.0002771)

41. Kleijn D et al. 2015 Delivery of crop pollination
services is an insufficient argument for wild
pollinator conservation. Nat. Commun. 6, 7414.
(doi:10.1038/ncomms8414)

42. Reagon M, Snow AA. 2006 Cultivated Helianthus
annuus (Asteraceae) volunteers as a genetic ‘bridge’
to weedy sunflower populations in North America.
Am. J. Bot. 93, 127–133. (doi:10.3732/ajb.93.1.127)

43. Nicolson S, Human H. 2013 Chemical composition of
the ‘low quality’ pollen of sunflower (Helianthus
annuus, Asteraceae). Apidologie 44, 144–152.
(doi:10.1007/s13592-012-0166-5)

44. Adler LS et al. 2020 Assessing chemical mechanisms
underlying the effects of sunflower pollen on a gut
pathogen in bumble bees. J. Chem. Ecol. 46,
649–658. (doi:10.1007/s10886-020-01168-4)

45. Figueroa LL, Fowler AE, Lopez S, Amaral VE, Koch
H, Stevenson PC, Irwin RE, Adler LS. In press.
Sunflower spines and beyond: mechanisms and
breadth of pollen that reduce gut pathogen
infection in the common eastern bumble bee.
Funct. Ecol.

46. Tomb AS, Larson DA, Skvarla JJ. 1974 Pollen
morphology and detailed structure of family
Compositae, tribe Cichorieae. I. Subtribe
Stephanomeriinae. Am. J. Bot. 61, 486–498.
(doi:10.1002/j.1537-2197.1974.tb10788.x)

47. Adekanmbi OH. 2009 Pollen grains of Asteraceae
and analogous echinate grains. Int. J. Bot. 5,
295–300. (doi:10.3923/ijb.2009.295.300)

48. Spear DM, Silverman S, Forrest JRK. 2016 Asteraceae
pollen provisions protect Osmia mason bees
(Hymenoptera: Megachilidae) from brood
parasitism. Am. Nat. 187, 797–803. (doi:10.1086/
686241)

49. Tasei JN, Aupinel P. 2008 Nutritive value of 15
single pollens and pollen mixes tested on larvae
produced by bumblebee workers (Bombus terrestris,
Hymenoptera: Apidae). Apidologie 39, 397–409.
(doi:10.1051/apido:2008017)

50. Purdue S. 2017 Census of agriculture: Massachusetts
state and county data. Washington, DC: USDA
National Agricultural Statistics Service. See https://
www.nass.usda.gov/Publications/AgCensus/2017/
Full_Report/Volume_1,_Chapter_1_State_Level/
Massachusetts/mav1.pdf.

51. Myers R. 2017 Sunflowers: a versatile native crop.
Columbia, MO: University of Missouri Extension. See
https://extension.missouri.edu/publications/g4701.

52. Williams PH, Thorp RW, Richardson LL, Colla SR.
2014 Bumble bees of North America. Princeton, NJ:
Princeton University Press.

53. Gegear RJ, Otterstatter MC, Thomson JD. 2006
Bumble-bee foragers infected by a gut parasite
have an impaired ability to utilize floral information.
Proc. R. Soc. B 273, 1073–1078. (doi:10.1098/rspb.
2005.3423)
54. Brown MJF, Schmid-Hempel R, Schmid-Hempel P.
2003 Strong context-dependent virulence in a
host–parasite system: reconciling genetic evidence
with theory. J. Anim. Ecol. 72, 994–1002. (doi:10.
1046/j.1365-2656.2003.00770.x)

55. Goulson D, O’Connor S, Park KJ. 2018 The impacts of
predators and parasites on wild bumblebee
colonies. Ecol. Entomol. 43, 168–181. (doi:10.1111/
een.12482)

56. Cameron SA, Lim HC, Lozier JD, Duennes MA, Thorp
R. 2016 Test of the invasive pathogen hypothesis of
bumble bee decline in North America. Proc. Natl
Acad. Sci. USA 113, 4386–4391. (doi:10.1073/pnas.
1525266113)

57. Graystock P, Meeus I, Smagghe G, Goulson D,
Hughes WOH. 2016 The effects of single and
mixed infections of Apicystis bombi and
deformed wing virus in Bombus terrestris.
Parasitology 143, 358–365. (doi:10.1017/
S0031182015001614)

58. Plischuk S et al. 2009 South American native
bumblebees (Hymenoptera: Apidae) infected by
Nosema ceranae (Microsporidia), an emerging
pathogen of honeybees (Apis mellifera). Environ.
Microbiol. 1, 131–135. (doi:10.1111/j.1758-2229.
2009.00018.x)

59. Fürst MA, McMahon DP, Osborne JL, Paxton RJ,
Brown MJF. 2014 Disease associations between
honeybees and bumblebees as a threat to wild
pollinators. Nature 506, 364–366. (doi:10.1038/
nature12977)

60. Alger SA, Burnham PA, Boncristiani HF, Brody AK.
2019 RNA virus spillover from managed honeybees
(Apis mellifera) to wild bumblebees (Bombus spp.).
PLoS ONE 14, e0217822. (doi:10.1371/journal.pone.
0217822)

61. Genersch E, Yue C, Fries I, de Miranda JR. 2006
Detection of Deformed wing virus, a honey bee viral
pathogen, in bumble bees (Bombus terrestris and
Bombus pascuorum) with wing deformities.
J. Invert. Pathol. 91, 61–63. (doi:10.1016/j.jip.2005.
10.002)

62. Peng W, Li J, Boncristiani H, Strange JP, Hamilton
M, Chen Y. 2011 Host range expansion of honey bee
Black Queen Cell Virus in the bumble bee, Bombus
huntii. Apidologie 42, 650–658. (doi:10.1007/
s13592-011-0061-5)

63. Velthuis HHW, Van Doorn A. 2006 A century of
advances in bumblebee domestication and the
economic and environmnetal aspects of its
commercialization for pollination. Apidologie 37,
421–451. (doi:10.1051/apido:2006019)

64. Fowler AE, Giacomini JJ, Connon SJ, Irwin RE, Adler
LS. 2022 Sunflower pollen reduces a gut pathogen
in the model bee species, Bombus impatiens, but
has weaker effects in three wild congeners. Proc. R.
Soc. B 289, 20211909. (doi:10.1098/rspb.2021.
1909)

65. Cnaani J, Schmid-Hempel R, Schmidt JO. 2002
Colony development, larval development and
worker reproduction in Bombus impatiens Cresson.
Insect. Sociaux 49, 164–170. (doi:10.1007/s00040-
002-8297-8)
66. Imhoof B, Schmid-Hempel P. 1999 Colony success of
the bumble bee, Bombus terrestris, in relation to
infections by two protozoan parasites, Crithidia
bombi and Nosema bombi. Insect Sociaux 46,
233–238. (doi:10.1007/s000400050139)

67. Kirchhoff LV, Votava JR, Ochs DE, Moser DR.
1996 Comparison of PCR and microscopic
methods for detecting Trypanosoma cruzi. J. Clin.
Microbiol. 34, 1171–1175. (doi:10.1128/jcm.34.5.
1171-1175.1996)

68. Coleman RE et al. 2006 Comparison of PCR and
microscopy for the detection of asymptomatic
malaria in a Plasmodium falciparum/vivax endemic
area in Thailand. Malar. J. 5, 121. (doi:10.1186/
1475-2875-5-121)

69. Garamszegi LZ. 2010 The sensitivity of microscopy
and PCR-based detection methods affecting
estimates of prevalence of blood parasites in
birds. J. Parasitol. 96, 1197–1203. (doi:10.1645/GE-
2531.1)

70. Ngor L, Palmer-Young EC, Burciaga Nevarez R,
Russell KA, Leger L, Giacomini SJ, Pinilla-Gallego
MS, Irwin RE, Mcfrederick QS. 2020 Cross-infectivity
of honey and bumble bee-associated parasites
across three bee families. Parasitology 147,
1290–1304. (doi:10.1017/S0031182020001018)

71. Burkle LA, Souza L, Genung MA, Crutsinger GM.
2013 Plant genotype, nutrients, and G×E
interactions structure floral visitor communities.
Ecosphere 4, art113. (doi:10.1890/ES13-00039.1)

72. R Core Team. 2020. R: a language and environment
for statistical computing. Vienna, Austria: R
Foundation for Statistical Computing. See https://
www.R-project.org/.

73. Bates D, Mächler M, Bolker B, Walker S. 2015 Fitting
linear mixed-effects models using lme4. J. Stat.
Softw. 67, 1–48. (doi:10.18637/jss.v067.i01)

74. Lenth RV 2021 emmeans: Estimated marginal
means, aka least-squares means. R package, version
1.6.1. See https://CRAN.R-project.org/package=
emmeans.

75. Fox J, Hong J. 2009 Effect displays in R for
multinomial and proportional-odds logit models:
extensions to the effects package. J. Stat. Softw. 32,
1–24. (doi:10.18637/jss.v032.i01)

76. Wickham H. 2016 ggplot2: Elegant graphics for data
analysis. New York, NY: Springer.

77. Venables WN, Ripley BD. 2002 Random and mixed
effects. In Modern applied statistics with S, statistics
and computing (eds WN Venables, BD Ripley),
pp. 271–300. New York, NY: Springer.

78. Gisder S, Horchler L, Pieper F, Schüler V, Šima P,
Genersch E. 2020 Rapid gastrointestinal passage
may protect Bombus terrestris from becoming a true
host for Nosema ceranae. App. Env. Microbiol. 86,
e00629-20. (doi:10.1128/AEM.00629-20)

79. van der Steen JJM, Hendriks MJA, van Diepeningen
AD, van Gent-Pelzer MPE, van der Lee TAJ. 2022
Live and dead qPCR detection demonstrates that
feeding of Nosema ceranae results in infection in
the honey bee but not the bumble bee. J. Apic Res.
61, 352–364. (doi:10.1080/00218839.2021.
2015839)

https://doi.org/10.1016/j.jip.2011.11.005
https://doi.org/10.1016/j.jip.2011.11.005
http://dx.doi.org/10.1371/journal.pone.0002771
https://doi.org/10.1038/ncomms8414
http://dx.doi.org/10.3732/ajb.93.1.127
http://dx.doi.org/10.1007/s13592-012-0166-5
https://doi.org/10.1007/s10886-020-01168-4
https://doi.org/10.1002/j.1537-2197.1974.tb10788.x
http://dx.doi.org/10.3923/ijb.2009.295.300
http://dx.doi.org/10.1086/686241
http://dx.doi.org/10.1086/686241
http://dx.doi.org/10.1051/apido:2008017
https://www.nass.usda.gov/Publications/AgCensus/2017/Full_Report/Volume_1,_Chapter_1_State_Level/Massachusetts/mav1.pdf
https://www.nass.usda.gov/Publications/AgCensus/2017/Full_Report/Volume_1,_Chapter_1_State_Level/Massachusetts/mav1.pdf
https://www.nass.usda.gov/Publications/AgCensus/2017/Full_Report/Volume_1,_Chapter_1_State_Level/Massachusetts/mav1.pdf
https://www.nass.usda.gov/Publications/AgCensus/2017/Full_Report/Volume_1,_Chapter_1_State_Level/Massachusetts/mav1.pdf
https://extension.missouri.edu/publications/g4701
http://dx.doi.org/10.1098/rspb.2005.3423
http://dx.doi.org/10.1098/rspb.2005.3423
http://dx.doi.org/10.1046/j.1365-2656.2003.00770.x
http://dx.doi.org/10.1046/j.1365-2656.2003.00770.x
https://doi.org/10.1111/een.12482
https://doi.org/10.1111/een.12482
http://dx.doi.org/10.1073/pnas.1525266113
http://dx.doi.org/10.1073/pnas.1525266113
http://dx.doi.org/10.1017/S0031182015001614
http://dx.doi.org/10.1017/S0031182015001614
https://doi.org/10.1111/j.1758-2229.2009.00018.x
https://doi.org/10.1111/j.1758-2229.2009.00018.x
https://doi.org/10.1038/nature12977
https://doi.org/10.1038/nature12977
https://doi.org/10.1371/journal.pone.0217822
https://doi.org/10.1371/journal.pone.0217822
https://doi.org/10.1016/j.jip.2005.10.002
https://doi.org/10.1016/j.jip.2005.10.002
http://dx.doi.org/10.1007/s13592-011-0061-5
http://dx.doi.org/10.1007/s13592-011-0061-5
https://doi.org/10.1051/apido:2006019
https://doi.org/10.1098/rspb.2021.1909
https://doi.org/10.1098/rspb.2021.1909
https://doi.org/10.1007/s00040-002-8297-8
https://doi.org/10.1007/s00040-002-8297-8
https://doi.org/10.1007/s000400050139
http://dx.doi.org/10.1128/jcm.34.5.1171-1175.1996
http://dx.doi.org/10.1128/jcm.34.5.1171-1175.1996
http://dx.doi.org/10.1186/1475-2875-5-121
http://dx.doi.org/10.1186/1475-2875-5-121
http://dx.doi.org/10.1645/GE-2531.1
http://dx.doi.org/10.1645/GE-2531.1
http://dx.doi.org/10.1017/S0031182020001018
http://dx.doi.org/10.1890/ES13-00039.1
https://www.R-project.org/
https://www.R-project.org/
http://dx.doi.org/10.18637/jss.v067.i01
https://CRAN.R-project.org/package=emmeans
https://CRAN.R-project.org/package=emmeans
https://doi.org/10.18637/jss.v032.i01
https://doi.org/10.1128/AEM.00629-20
https://doi.org/10.1080/00218839.2021.2015839
https://doi.org/10.1080/00218839.2021.2015839


royalsocietypublishing.org/journal/rspb
Proc.R.Soc.B

290:2023005

10
80. Graystock P, Yates K, Darvill B, Goulson D, Hughes
WOH. 2013 Emerging dangers: deadly effects of an
emergent parasite in a new pollinator host.
J. Invertebr. Pathol. 114, 114–119. (doi:10.1016/j.
jip.2013.06.005)

81. Truitt LL, McArt SH, Vaughn AH, Ellner SP. 2019
Trait-based modeling of multi-host pathogen
transmission: plant-pollinator networks. Am. Nat.
193, E149–E167. (doi:10.1086/702959)

82. Fowler AE, Irwin RE, Adler LS. 2020 Parasite defense
mechanisms in bees: behavior, immunity,
antimicrobials, and symbionts. Emerg. Top. Life Sci.
4, 59–76. (doi:10.1042/ETLS20190069)

83. Shykoff JA, Schmid-Hempel P. 1991 Incidence
and effects of four parasites in natural
populations of bumble bees in Switzerland.
Apidologie 22, 117–125. (doi:10.1051/
apido:19910204)

84. Malfi RL, Crone E, Rundlöf M, Williams NM. 2022
Early resources lead to persistent benefits for
bumble bee colony dynamics. Ecology 103, e03560.
(doi:10.1002/ecy.3560)
85. Colla SR, Gadallah F, Richardson L, Wagner D, Gall
L. 2012 Assessing declines of North American
bumble bees (Bombus spp.) using museum
specimens. Biodivers. Conserv. 21, 3585–3595.
(doi:10.1007/s10531-012-0383-2)

86. Visintini Jaime MF, Redko F, Muschietti LV, Campos
RH, Martino VS, Cavallaro LV. 2013 In vitro antiviral
activity of plant extracts from Asteraceae medicinal
plants. Virol. J. 10, 245. (doi:10.1186/1743-422X-
10-245)

87. Tehel A, Brown MJ, Paxton RJ. 2016 Impact of
managed honey bee viruses on wild bees. Curr.
Opin. Virol. 19, 16–22. (doi:10.1016/j.coviro.2016.
06.006)

88. Blaauw BR, Isaacs R. 2014 Flower plantings increase
wild bee abundance and the pollination services
provided to a pollination-dependent crop. J. Appl.
Ecol. 51, 890–898. (doi:10.1111/1365-2664.12257)

89. Williams NM et al. 2015 Native wildflower plantings
support wild bee abundance and diversity in
agricultural landscapes across the United States.
Ecol. Appl. 25, 2119–2131. (doi:10.1890/14-1748.1)
90. McNeil DJ, McCormick E, Heimann AC, Kammerer M,
Douglas MR, Goslee SC, Grozinger CM, Hines HM.
2020 Bumble bees in landscapes with abundant
floral resources have lower pathogen loads.
Scient. Rep. 10, 22306. (doi:10.1038/s41598-
020-78119-2)

91. Piot N, Meeus I, Kleijn D, Scheper J, Linders T,
Smagghe G. 2019 Establishment of wildflower fields
in poor quality landscapes enhances micro-parasite
prevalence in wild bumble bees. Oecologia 189,
149–158. (doi:10.1007/s00442-018-4296-y)

92. Malfi RL, McFrederick QS, Lozano G, Irwin RE,
Adler LS. 2023 Data from: Sunflower plantings
reduce a common gut pathogen and increase
queen production in common eastern bumblebee
colonies. Dryad Digital Repository. (doi:10.7275/
x9pj-g047)

93. Malfi RL, McFrederick QS, Lozano G, Irwin RE, Adler
LS. 2023 Sunflower plantings reduce a common gut
pathogen and increase queen production in
common eastern bumblebee colonies. Figshare.
(doi:10.6084/m9.figshare.c.6471271)
5

http://dx.doi.org/10.1016/j.jip.2013.06.005
http://dx.doi.org/10.1016/j.jip.2013.06.005
https://doi.org/10.1086/702959
https://doi.org/10.1042/ETLS20190069
http://dx.doi.org/10.1051/apido:19910204
http://dx.doi.org/10.1051/apido:19910204
http://dx.doi.org/10.1002/ecy.3560
http://dx.doi.org/10.1007/s10531-012-0383-2
https://doi.org/10.1186/1743-422X-10-245
https://doi.org/10.1186/1743-422X-10-245
http://dx.doi.org/10.1016/j.coviro.2016.06.006
http://dx.doi.org/10.1016/j.coviro.2016.06.006
http://dx.doi.org/10.1111/1365-2664.12257
http://dx.doi.org/10.1890/14-1748.1
https://doi.org/10.1038/s41598-020-78119-2
https://doi.org/10.1038/s41598-020-78119-2
http://dx.doi.org/10.1007/s00442-018-4296-y
https://doi.org/10.7275/x9pj-g047
https://doi.org/10.7275/x9pj-g047
https://doi.org/10.6084/m9.figshare.c.6471271

	Sunflower plantings reduce a common gut pathogen and increase queen production in common eastern bumblebee colonies
	Introduction
	Methods
	Overall approach
	Study region and species
	Site selection, study design, and sampling scheme
	Pathogen assessments
	Quantifying sunflower and other floral resources
	Pollen analysis
	Statistical analysis
	Pathogen prevalence and intensity in relation to sunflower and other floral metrics
	Colony performance in relation to sunflower and other floral metrics


	Results
	Pathogen summary
	Pathogen prevalence and intensity in relation to sunflower and other floral metrics
	Crithidia/trypanosomatids
	Apicystis and Black Queen cell virus

	Colony performance in relation to sunflower and other floral metrics

	Discussion
	Data accessibility
	Authors' contributions
	Conflict of interest declaration
	Funding
	Acknowledgements
	References




