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ABSTRACT Many fungal pathogens have short generation times, large population
sizes, and mixed reproductive systems, providing high potential to adapt to hetero-
geneous environments of agroecosystems. Such adaptation complicates disease
management and threatens food production. A better understanding of pathogen
population biology in such environments is important to reveal key aspects of adap-
tive divergence processes to allow improved disease management. Here, we studied
how evolutionary forces shape population structure of Botrytis cinerea, the causal
agent of gray mold, in the Pacific Northwest agroecosystems. Populations of B. ci-
nerea from adjacent fields of small fruit hosts were characterized by combining neu-
tral markers (microsatellites) with markers that directly respond to human-induced
selection pressures (fungicide resistance). Populations were diverse, without evi-
dence for recombination and association of pathogen genotype with host. Popula-
tions were highly localized with limited migration even among adjacent fields within
a farm. A fungicide resistance marker revealed strong selection on population struc-
ture due to fungicide use. We found no association of resistance allele with genetic
background, suggesting de novo development of fungicide resistance and frequent
extinction/recolonization events by different genotypes rather than the spread of re-
sistance alleles among fields via migration of a dominant genotype. Overall our re-
sults showed that in agroecosystems, B. cinerea populations respond strongly to se-
lection by fungicide use with greater effect on population structure compared to
adaptation to host plant species. This knowledge will be used to improve disease
management by developing strategies that limit pathogen local adaptation to fungi-
cides and other human-induced selection pressures present in Pacific Northwest
agroecosystems and elsewhere.

IMPORTANCE Agroecosystems represent an efficient model for studying fungal ad-
aptation and evolution in anthropogenic environments. In this work, we studied
what evolutionary forces shape populations of one of the most important fungal
plant pathogens, B. cinerea, in small fruit agroecosystems of the Pacific Northwest.
We hypothesized that host, geographic, and anthropogenic factors of agroeco-
systems structure B. cinerea populations. By combining neutral markers with
markers that directly respond to human-induced selection pressures, we show
that pathogen populations are highly localized and that selection pressure
caused by fungicide use can have a greater effect on population structure than
adaptation to host. Our results give a better understanding of population biol-
ogy and evolution of this important plant pathogen in heterogeneous environ-
ments but also provide a practical framework for the development of efficient
management strategies by limiting pathogen adaptation to fungicides and other
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human-induced selection pressures present in agroecosystems of the Pacific
Northwest and elsewhere.

KEYWORDS Botrytis cinerea, population structure, pathogen adaptation, fungal
evolution, fungicide resistance, agroecosystems

Many plant pathogens have high evolutionary potential due to their large popu-
lations sizes, short generation times, mixed mating systems, and high potential

for gene flow (1). A population genetic structure reflects its evolutionary history and
potential to evolve (2). This knowledge is important for the development of efficient
and sustainable disease management (3, 4). Over the last few decades, much effort has
been put into studying the structure and diversity of populations of different plant
pathogens (5). Population diversity is directly related to organismal mating preferences,
dispersal strategies, and/or adaptation to local environments (2, 6). Pathogen adapta-
tion in agroecosystems is a major concern for maintaining crop yields and preventing
epidemics (6). Adaptation to specific hosts or regions has been identified for many
plant pathogens (7–10). In addition to host and geography, the widespread use of
pesticides in modern agriculture is a powerful evolutionary force that shapes diversity
and the structure of microbial populations in agroecosystems. A number of studies
have reported signals for local adaptation through rapid development of resistance to
pesticides and drugs in various systems, including insecticides (11–15), herbicides (16,
17), nematicides (18), antibiotics (19, 20), and fungicides (21, 22).

Increasing problems with fungicide resistance in target microorganisms have raised
important questions about how fungal pathogens develop, maintain, and spread
resistance within and among populations (1, 6). Most modern fungicides affect a
specific biochemical target in a fungal cell, usually the product of a single gene (23).
Point mutations in these genes are the most common resistance mechanism (24). The
extent of adaptation of a new mutation depends on fitness costs and population size
(1, 25). In small populations, adaptation results in the increase of frequency of one
genotype with a beneficial mutation due to selection. In large populations, by contrast,
beneficial mutations can arise independently multiple times that again rise in frequency
due to selection (26). Mechanisms of fungicide resistance evolution among different
fungal plant pathogens show evidence for its independent development in different
pathosystems. Empirical evidence suggests that beneficial mutations repeatedly
emerged in a small number of genes that code for fungicide targets. For example,
resistance to the quinone inhibitor fungicide was reported to be conferred by the
G143A substitution in the mitochondrially encoded target site cytochrome b in several
fungal species (27–34) and within populations of the same species (35–37). Succinate
dehydrogenase inhibitors (SDHI) represent another class of fungicides being used
against many plant pathogens (38). Resistance to SDHIs was found to be associated
with multiple point mutations in the B, C, and D subunit genes of the SDH complex in
the respiratory chain of fungal cells. Independent development of resistance to SDHIs
in various plant pathogen species and geographic regions has been reported (39). Such
widespread resistance development in pathogen populations has become a major
issue for food production worldwide. Reduced ability to control pathogens in fields due
to resistance leads to yield losses and often increases the use of fungicides that
have negative effects on the environment and human health. Moreover, limited
fungicide chemistries are available for management of plant pathogens in the field.
Once pathogen populations evolve resistance to a specific fungicide in the field,
farmers are left with fewer tools they can use to protect crops. For all these reasons,
studying the forces that shape population structures of plant pathogens in modern
agroecosystems is essential for the development of rational strategies for fungicide use
and disease management.

Over the last few decades, the ascomycete fungus Botrytis cinerea has become the
most extensively studied necrotrophic plant pathogen due to its worldwide importance
(40). It causes gray mold disease on �1,400 plant species of vascular plants (41) and can
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lead to substantial yield losses, especially of soft fruit (42–45). B. cinerea is known to be
highly variable and genetically diverse, with signs of sexual recombination in some
areas (46–49), but not others (50, 51). Differentiation of B. cinerea populations has been
studied in various locations and from various hosts, without a consistent pattern of host
specificity observed (47, 48, 50, 52–54). Significant regional differentiation (47, 48, 50,
55) and adaptation to management strategies (56, 57) were also reported. With its
ubiquity (58), mixed reproduction system (59), and large population sizes, B. cinerea
rapidly develops fungicide resistance in agroecosystems (24). The potential for selec-
tion for fungicide resistance in B. cinerea populations was briefly highlighted in some
cases (51, 60, 61), suggesting the importance of further investigation of the contribu-
tion of selection for fungicide resistance to population subdivision.

In this study, we hypothesized that B. cinerea populations become specialized to
small fruit hosts and that geographic and anthropogenic factors of agroecosystems
structure B. cinerea populations in the Pacific Northwest (PNW) small fruit cropping
systems (Fig. 1). Using both selectively neutral markers (simple sequence repeats [SSRs])
and a fungicide resistance marker under selection, we addressed the following
questions. (i) Are B. cinerea populations specialized to small fruit hosts? (ii) What is the
structure of B. cinerea populations at regional and local scales? (iii) Finally, does
fungicide use affect the genetic variation and structure of B. cinerea populations?

RESULTS
Population structure of B. cinerea on small fruit. Sixteen of 679 isolates were

identified as B. pseudocinerea using the species-specific PCR and excluded from anal-
ysis. The remaining isolates were identified as B. cinerea sensu stricto. SSR repeat motifs
from representative alleles were confirmed as homologous by sequencing the micro-
satellite locus for four isolates carrying each putative allele. Differences in SSR fragment
sizes of 1 to 2 bp were considered as changes in flanking regions or technical errors and
were binned with alleles of adjacent size. Homoplasy was not detected in any of the
sequenced alleles. All SSR loci were polymorphic (Table 1). Locus Bc7 had the highest
diversity based on Hexp (0.86) and � (0.85), while loci Bc4 and Bc6 were the least diverse,
with Hexp � 0.57 and � � 0.55.

Based on the results of Bayesian clustering analysis, a model with two genetic
groups had the highest likelihood (Fig. 2). Analysis of molecular variance (AMOVA)
confirmed significant differentiation between these groups, accounting for 21% of the
observed variation (P � 0.0001). Many isolates were assigned to more than one genetic
group. Totals of 43 and 157 individuals could not be assigned to either group with
probabilities �75 and �95%, respectively. Both groups contained isolates of mixed
ancestry but populations from seven fields (raspberry fields from farms 5, 6, and 7 and
blackberry and blueberry fields from farm 8) were assigned to a single group. Overall,
isolates from the same group dominated each farm, except farm 9, where 90% of
individuals from one field were assigned to one group, but 67% of individuals from
another field were assigned to another group. Group 1 dominated among populations
sampled in OR (farms 2 and 11) and Island (farm 3) and Skagit Counties (farms 9 and
10), WA. Populations sampled in Whatcom County, WA, were mostly assigned to group
2. This group also dominated farm 8 in Skagit County, WA.

Six alleles at three microsatellite loci were highly influential in determining assign-
ment in Structure (Table 2). The alleles differed by more than one repeat unit from each
other (Bc6, Bc299 and Bc3 differed by three, six, and two repeats, respectively),
suggesting these groups were robust to repeated and/or reverse mutations.

Discriminant analysis of principal components (DAPC) supported 6 to 15 clusters by
plotting the mean Bayesian information criterion (BIC) against the number of clusters.
The data set with seven clusters assigned 499 individuals of a total of 555 to one of
seven clusters which was the largest number of assigned individuals among all DAPC
outputs. When k was set to 6, only 432 individuals were assigned to one of six clusters,
and with the increase of number of clusters after k � 7 the number of individuals
assigned to clusters with a probability of �75% decreased (e.g., 354 and 252 individuals
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of 555 with k � 10 and k � 15, respectively). Therefore, k � 7 was chosen as the most
useful summary of the data. AMOVA supported significant differentiation among 7
DAPC clusters (P � 0.001). Each of the 7 DAPC clusters was mostly represented by one
group or the other using Structure v.2.3.4 (Fig. 3). One hundred percent of DAPC cluster
1, 92.5% of DAPC cluster 4, and 100% of DAPC cluster 6 were assigned to structure
group 1, while 96.4% of DAPC cluster 2, 83.9% of DAPC cluster 3, 100% of DAPC cluster
5, and 96.2% of DAPC cluster 7 were assigned to structure group 2. The minimum
spanning network (MSN) supported the division of individuals defined by structure and
DAPC (Fig. 3).

We first performed hierarchical AMOVA with the clone-corrected data set with host
as the grouping factor (Table 3). The major contribution to genetic variance was due to
variation within region (93%). The effect of region within host was significant (P �

FIG 1 Sampling map of B. cinerea isolates from 34 fields on 11 farms of small fruit hosts in the Pacific Northwest, USA
(PNW), with B. cinerea private SSR alleles (*) and fungicide resistance profiles overlaying fields. Whatcom County, WA, fields
are in the blue box. Skagit County, WA, fields are in the green box. Island County, WA, fields are in the red box. Clackamas
and Linn Counties, OR, fields are in the orange box.
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0.0001), while host was not statistically significant (P � 0.1773). When location was used
as a grouping factor, effects of region (P � 0.0001), host within each region (P �

0.0001), and variation within host (P � 0.0001) were all statistically significant. These
results indicated that the effect of geography on B. cinerea populations is greater than
the effect of host. The significant effect of host within region indicated potential local
population structure. Significant differentiation among 11 farms (P � 0.0002), among
populations from fields within farms (P � 0.0013), and within populations (P � 0.0001)
was further confirmed with AMOVA using “farm” as a grouping factor (Table 4). When
populations from fields within one farm were pulled together, Slatkin’s Rst confirmed
significant pairwise differentiation among 11 farms with few exceptions (see Fig. S1a in
the supplemental material). When Slatkin’s Rst was estimated within each farm sepa-
rately, significant pairwise differentiation was also detected among some adjacent
fields on a farm scale (Fig. S1b). Seven private SSR alleles were detected among 6 of
34 fields sampled (Fig. 1), suggesting restricted movement of B. cinerea among adjacent
fields. Altogether, these results indicate that B. cinerea populations are differentiated on
a fine scale with no association with host plant species. Mantel tests were not statis-
tically significant when using the whole data set (R2 � 0.0004, P � 0.141), or when WA
and OR fields were analyzed separately (WA: R2 � 0.0071, P � 0.106; OR: R2 � 0.1644,

TABLE 1 Allelic diversity of seven simple sequence repeat loci in B. cinerea populations
infecting small fruit hosts in the PNW

Locus No. of observed alleles �a Hexp
b E5

c

Bc299 14 0.83 0.83 0.75
Bc4 3 0.57 0.57 0.87
Bc6 8 0.55 0.55 0.54
Bc5 11 0.80 0.80 0.73
Bc3 11 0.80 0.81 0.86
Bc7 13 0.85 0.86 0.79
Bc2 11 0.84 0.84 0.90
Mean 10.14 0.75 0.75 0.78
aSimpson index (103).
bNei’s unbiased gene diversity (83).
cEvenness (84, 85, 86).

FIG 2 Bayesian clustering analysis of B. cinerea populations from 34 fields on 11 small fruit farms in the PNW. Each isolate is represented by a vertical line divided
into two color groups (red, group 1; blue, group 2). Each color corresponds to the isolate membership coefficient in each of the two clusters. Each farm is
numbered on the top of the graph, with the colored circles representing the specific field/host according to the legend.
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P � 0.061). These results indicated that in addition to geography, other factors shape
population differentiation on a fine scale.

Tests of recombination in B. cinerea populations from 11 small fruit farms in
the PNW. Due to significant local differentiation among B. cinerea populations, recom-
bination tests were performed at the farm level. Multilocus linkage disequilibrium tests
(rd) rejected the null hypothesis that alleles at SSR loci are freely recombining on all 11
farms sampled (rd � 0.090 to 0.160, P � 0.001 to 0.049). In addition, we estimated rd

for genetic groups defined by structure, and these results also yielded no evidence for

TABLE 2 Influential loci and alleles in the Structure analysis of B. cinerea populations
infecting small fruit hosts in the PNW

Locus Allelea

Frequency

Allele Group 1 Group 2

Bc6 130 0.381 0.867 0.267
136 0.158 0.002 0.419

Bc299 250 0.063 0.375 0.009
232 0.220 0.030 0.592

Bc3 222 0.126 0.431 0.054
218 0.232 0.044 0.519

aOnly alleles with large representations in one or the other group are shown.

FIG 3 Minimum spanning network (MSN) of B. cinerea isolates from 34 small fruit fields on 11 farms in the PNW based on Bruvo’s distance. Populations for MSN
analysis were assigned based on discriminant analysis of principal components output. The size of a node represents the number of individuals of the same
multilocus genotype. The thickness of the lines connecting nodes in the MSN represents Bruvo’s distance (thicker line � smaller distance).
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recombination (rd � 0.080 [P � 0.001] and 0.021 [P � 0.001] for group 1 and group 2,
respectively). Analysis of mating type distribution showed that both idiomorphs were
present on all farms with distributions not significantly different from a 1:1 ratio (�2 �

0.01 to 2.47, P � 0.18 to 0.99) (data not shown).
Impact of fungicide use on genetic diversity of B. cinerea populations. In order

to determine whether selection by use of fungicide boscalid affects population genetic
diversity and structure, we checked for the association between boscalid resistance
frequencies per field and several diversity measures of the SSRs. Significant negative
correlations were detected between boscalid resistance frequencies and genetic diver-
sity of neutral markers (Hexp, r � �0.465, P � 0.010) and evenness (E5, r � �0.436,
P � 0.020). The clonal fraction in each field was positively correlated with boscalid
resistance frequencies (r � 0.344, P � 0.068), while boscalid resistance frequencies were
negatively correlated with allelic richness (Ar; r � �0.322, P � 0.088), expected
multilocus genotypes (eMLGs; r � �0.341, P � 0.069), and the H (r � �0.324,
P � 0.087) and G (r � �0.0327, P � 0.084) indices of MLG diversity. Even though the
last five Pearson’s r values were not statistically significant, their P values were just
above the 0.050 probability threshold.

Since structure genetic group 2 comprised farms with higher frequencies of boscalid
resistance compared to group 1 (58 and 20% resistant isolates from total tested in
group 2 and group 1, respectively), we estimated genetic and genotypic diversities
separately for each group. Reduced Hexp and Ar values were observed in group 2
compared to group 1 (Table 5). H, biased toward rare genotypes, was lower in group
1, whereas G, biased toward common genotypes, was higher in group 1 than in group
2. The 95% confidence interval (CI) for H and G overlapped between the two groups,
suggesting a lack of precision in estimations of these two indices. Differences in
genotypic diversity can be due to differences in genotypic richness (eMLG) or evenness
(E5). In group 2 both measures were significantly lower than in group 1, meaning that
group 2 consists of fewer unique MLGs that are less evenly distributed within the
sample. Significant differences in evenness between two groups explain higher H, but
lower G diversities in group 2 than in group 1. In addition, the genotypic clonal fraction
was almost two times higher in group 2 than in group 1, further indicating reduced a
genotypic diversity in group 2. Altogether, these results provided evidence that selec-

TABLE 3 Hierarchical AMOVA of B. cinerea populations using crop and sampling location
as grouping factors

Source of variation df
Sum of
squares

Variance
component

Variation
(%) P

Among hosts 5 732.77 0.43 0.82 0.1773
Among region within host 28 3,173.14 3.97 7.55 �0.0001
Within region 521 25,099.83 48.18 91.63 �0.0001
Total 554 29,005.74 52.58

Region 3 1,094.92 2.12 3.99 0.0001
Host within region 30 2,810.99 2.81 5.28 �0.0001
Within host 521 25,099.83 48.18 90.73 �0.0001
Total 554 29,005.74 53.09

TABLE 4 Clone corrected AMOVA of B. cinerea populations obtained from 34 small fruit
fields on 11 farms of adjacent fields in the PNW

Source of variation df
Sum of
squares

Variance
component

Variation
(%) P

Clone corrected
Among farms 10 2,148.19 2.79 5.30 0.0002
Among populations within farms 23 1,757.72 1.73 3.29 0.0013
Within populations 521 25,099.83 48.18 91.41 �0.0001

Total 554 29,005.74 52.70
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tion pressure due to use of fungicide boscalid is associated with decreased diversity of
B. cinerea populations on small fruit in the PNW on both genetic and genotypic levels.

Distribution of boscalid resistance alleles in different genetic backgrounds.
Boscalid resistance frequencies in 29 WA fields ranged between 0 and 92% (Fig. 1).
Overall, 52% of sampled isolates were resistant to boscalid. Boscalid-resistant isolates
were not detected in organically managed fields (farm 9) but were detected in wild
blackberries adjacent to commercial farms. Resistance was conferred either by the
H272Y (62% of isolates) or the H272R mutations (38% isolates) in the B subunit of the
mitochondrial SDH enzyme complex. No additional resistance mutations were identi-
fied. Both resistance alleles were present in 18 fields, while a single allele was detected
in 9 fields. Allele frequencies differed among fields on the same farm, and there was no
association of resistance allele with either crop, geography, or farm. In cases where
multiple fields of the same crop were sampled on a farm, resistance frequencies also
differed among those fields (e.g., raspberry fields on farm 7 and farm 10), suggesting
limited migration of B. cinerea among fields within farms.

Of 398 MLGs defined using the microsatellite markers and observed among 29 fields
in WA, 53 MLGs were observed in more than one field (Fig. 4, n � 125 isolates). Of 53
shared MLGs, 26 were sensitive to boscalid, 12 were both resistant and sensitive to
boscalid, and 15 were resistant to boscalid. Although the majority of shared MLGs had

TABLE 5 Genetic diversity, genotypic richness, diversity and evenness of Botrytis cinerea from small fruit assigned to two genetic groups
based on Bayesian clustering analysis implemented in Structure

Population Na MLGb eMLGc SEd

Variable (95% CI)

Clonal fraction Hexp
h AriH=e Gf E5

g

Group 1 220 198 198 0.00 5.25 (5.18–5.32) 181 (171–189) 0.95 (0.92–0.98) 0.10 0.72 8.90
Group 2 292 238 186 3.06 5.37 (5.27–5.46) 177 (159–194) 0.83 (0.76–0.89) 0.19 0.63 6.80

Total 512 436 203 3.41 6.00 (5.94–6.06) 350 (327–372) 0.87 (0.82–0.91) 0.15 0.76
aNumber of isolates.
bNumber of multilocus genotypes (MLG).
cNumber of expected multilocus genotypes from the smallest rarefied sample �10 (eMLG).
dStandard error based on eMLG.
eShannon-Wiener index of MLG diversity (H) (87). Numbers in parentheses represent 95% confidence intervals (CI) calculated from 1,000 bootstraps.
fStoddart and Taylor’s index of MLG diversity (G) (88).
gEvenness (E5) (84–86).
hNei’s unbiased gene diversity (Hexp) (83).
iAllelic richness corrected for sample size with rarefaction (Ar). Groups 1 and 2 refer to the red and blue clusters in Fig. 2, respectively.

FIG 4 Boscalid resistance profiles of 53 B. cinerea MLGs defined by SSR markers that appeared in more than one of 29 fields on nine small fruit farms sampled
in Washington state. The legend indicates the number of MLGs for each unique fungicide resistance profile.
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the same resistance profiles, suggesting either the presence of migration among fields
or the spread of B. cinerea from a common source, 13 shared MLGs carried different
SdhB alleles in different fields (Fig. 4). Specifically, eight MLGs were shared among
isolates with either H272R or a sensitive allele, four MLGs were shared among isolates
with either H272Y or a sensitive allele, and one MLG was shared between isolates
carrying either the H272R or H272Y allele. Despite detecting shared MLGs among
resistant isolates, we did not find evidence that boscalid resistance alleles are more
likely to occur in some genetic backgrounds compared to others. Average pairwise rd

among SSR loci (0.026) was significantly higher than pairwise rd among SSRs and
boscalid-resistant loci (0.009), suggesting a lack of association of alleles under selection
with MLGs. Together, with the lack of evidence for sexual recombination, these results
suggest independent development of boscalid resistance mutations in B. cinerea
populations with regular recolonization of small fruit fields in the PNW by different
fungal genotypes.

DISCUSSION

Several lines of evidence suggest that genetically diverse B. cinerea populations are
structured on a fine scale and adapted to local environments. Using neutral microsat-
ellite markers, no significant association of B. cinerea with host of origin was found, but
populations were geographically differentiated at the regional and farm scales, sug-
gesting restricted gene flow, even between adjacent fields on the same farm. In
addition, evidence for local adaptation due to selection was detected with boscalid
resistance markers and the limited movement of B. cinerea among fields demonstrated
with the microsatellite markers was confirmed with the boscalid resistance marker.
Different resistance profiles were observed among adjacent fields, and no association
among boscalid resistance alleles and B. cinerea genetic backgrounds was detected,
suggesting possible de novo mutations to resistance in different genetic backgrounds
and frequent extinction/recolonization events by different genotypes carrying resis-
tance alleles rather than the spread of resistance alleles among fields via migration of
a dominant genotype. A significant effect of fungicide selection pressure on diversity of
B. cinerea populations was detected. Overall, our results show that B. cinerea popula-
tions infecting small fruit in the PNW are diverse, but most likely locally structured due
to their strong adaptability to anthropogenic environment of agroecosystems, such as
fungicide applications.

Diverse populations with lack of evidence for sexual reproduction. An analysis
of SSR polymorphism showed high genotypic variability of B. cinerea populations
infecting small fruit crops in the PNW. High B. cinerea genotypic diversity may be a
product of cryptic sexual reproduction, even though sexual structures are rarely
observed in nature (62). By estimating linkage disequilibrium among neutral markers,
some studies have reported signatures of recombination in some B. cinerea populations
(46, 48, 61), but not others (51, 52, 57). In this study, B. cinerea populations appear to
be asexual but highly diverse. Both mating types were present in populations in 1:1
distributions, but this may not be the result of frequency-dependent selection in
mating. It has been suggested that B. cinerea mating genes participate in processes
other than mating because they remain transcriptionally active at different develop-
mental stages of the fungus (59). The role of mating genes in fungal development,
including hyphal growth, asexual sporulation, and pathogenicity, was previously re-
ported for different filamentous fungi, including plant pathogens (63–67). Hence, even
if this organism reproduces asexually, both mating types will still be maintained in a
population. Apart from sexual reproduction, another common source of high genetic
diversity and plasticity in B. cinerea genome can be the activity of transposable
elements. By transposing themselves from one location in the genome to another, they
can cause structural rearrangements of DNA sequences and chromosomes, gene
duplication, inactivation, and changes in gene expression. In some studies, transpos-
able element composition has been linked to pathogenic behavior of B. cinerea on
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different hosts (59), suggesting their potential role in fungal adaptation to local
environments through constant shuffling of fungal genome.

No evidence for host specificity of B. cinerea populations on small fruits in the
PNW. Structure and DAPC clustering divided populations into two and seven genetic
clusters, respectively. MSN supported this differentiation by grouping isolates from the
same clusters together. The genetic clustering did not correspond with host of origin
or sampling location, despite the fact that small fruit production is well established in
the PNW. Inconsistent host association of B. cinerea populations from different host
species was reported in France (68). The authors of that study suggested that B. cinerea
populations represent collection of specialized strains on certain hosts (tomato and
grapevine) and of generalist strains on other hosts (strawberry, bramble, and hydran-
gea) included in the study. It is possible that lack of association of genetic clusters with
host plant species sampled in this study may be due to such partial specialization of B.
cinerea mentioned above. We, however, did not find evidence for association of B.
cinerea with grapevine host when populations were analyzed on a local scale. It would
be beneficial to investigate host association of PNW B. cinerea with other than small
fruit hosts in future studies.

AMOVA detected a lack of differentiation by host, but significant differentiation by
geography among and within regions and among farms, suggesting the presence of a
local population structure. The differentiation among farms belonging to two structure
groups was supported with pairwise Rst, except farm 9 (group 1), which was not
significantly differentiated from farms 5 and 6 (group 2). There were, however, no
shared MLGs among farms 9, 5, and 6. Pairwise Rst within each farm detected incon-
sistent, but significant differentiation among adjacent fields. Lack of a clear geographic
structure at a farm scale may indicate extensive migration of pathogen propagules in
space, but it is known that B. cinerea conidia do not move far and usually stay within
a field (69). Another explanation of inconsistent geographic structure can be large
effective population sizes of B. cinerea making it impossible to accurately assess
differentiation using limited sample sizes as is the case in this study. We have not
assessed effective population size of B. cinerea in this study, but large effective
population sizes were reported before (61). Moreover, the ubiquity and high genetic
diversity of B. cinerea were confirmed by analyzing strains from agricultural and
nonagricultural habitats in France, suggesting large population sizes that retain their
pathogenic potential even without association with hosts (58). Therefore, we conclude
that inconsistent population differentiation at a farm scale is most likely caused by local
adaptation to anthropogenic factors, such as cropping systems and/or management
strategies (4).

Microsatellite and resistance markers reveal limited movement of B. cinerea
among adjacent fields. The fungicide boscalid is widely used to manage gray mold on
small fruit in the PNW, and we hypothesized that B. cinerea populations should undergo
strong positive selection in response to applications of boscalid and other fungicides.
From personal communication with growers, we know that fields in Whatcom County
overall receive more fungicide applications compared to Skagit and Island Counties.
Even though the information about the boscalid application history among studied
fields was not available in this work, different resistance frequencies were detected
among small fruit farms in the PNW that reflect high levels of heterogeneity in
fungicide programs used on different farms resulting in different levels of selection
pressure across the region. In addition to significant pairwise differentiation among
populations from adjacent fields that was detected with microsatellites, differences in
resistance profiles were also detected among adjacent fields within farms, including
fields of the same crop. For example, one of three raspberry fields on farm 7 had higher
resistance frequencies than others. It is known that fields on the same farm are
managed identically. The field with higher resistance frequencies was 2 years older than
the others and experienced selection for longer. These results further suggest that
populations remain local on a fine scale. We also detected resistant strains in popula-
tions sampled from wild blackberry plants adjacent to commercial farms. One expla-
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nation could be limited migration of B. cinerea from cultivated to wild berries. It is,
however, not clear how significant the role of migration is in spreading resistance,
based on the findings discussed above. Moreover, growers regularly spray wild black-
berries adjacent to commercial fields with fungicides as part of their management
programs. The latter may select for resistant genotypes and keep them in populations
on a wild host. Only two types of mutations conferring resistance to boscalid were
revealed within all boscalid-resistant phenotypes from studied populations, H272R and
H272Y substitutions in codon 272 of the SdhB gene. Frequencies of the mutations
differed among fields within farms, in nine fields resistance was represented by a
private allele (either H272R or H272Y), and in one case a resistant private allele was
detected on a farm scale (H272Y in farm 10). These substitutions are the most prevalent
in B. cinerea sampled from different hosts and regions (70–75). Detection of the same
mutations in fungal populations on different hosts and in different regions suggests
their parallel development rather than spread via migration. This was consistent with
the lack of association of resistant alleles with genetic backgrounds based on rd

estimations performed in this study. Moreover, cases of different resistance profiles
within shared MLGs from different farms support the hypothesis of parallel develop-
ment of boscalid resistance in pathogen populations. We, however, realize that the
spread of resistant strains from a common source cannot be completely excluded.
Fungicide-resistant B. cinerea strains were previously detected in raspberry nurseries in
Europe (76) and strawberry nurseries in the United States (77). In this work, we did not
investigate B. cinerea in places that supply growers with plants, and fungicide resistance
profiles of fungal populations from nursery stock should be studied in future work. As
stated above, we did not find evidence for sexual reproduction in studied populations,
but we also realize that possible infrequent random mating events cannot be com-
pletely excluded. The analysis of linkage disequilibrium and clonal fraction in B. cinerea
populations on small fruit hosts in the PNW yielded average values compared to values
identified in greenhouse (presumably asexual reproduction) and open-field (presum-
ably sexual reproduction) populations in France (4). It therefore remains unknown how
much such possible infrequent random mating events could facilitate in spread of
boscalid resistance alleles.

Fungicide use lowers genetic diversity in B. cinerea populations. Strong selec-

tion pressure caused by fungicides leads to allele loss in populations due to a reduction
in effective population size (49). A study of B. cinerea adaptation to fungicides in France
(61) revealed reduced effective population sizes and genetic diversities in fungicide-
treated populations compared to untreated ones. In the current work, we detected
significantly reduced genetic and genotypic diversities within a population with almost
three times higher boscalid resistance frequencies due to significantly lower allelic and
genotypic evenness and richness. These results, together with significant negative
correlations between gene, genotypic diversities, and resistance frequencies in each
field, support the hypothesis that multiple fungicide treatments, applied during grow-
ing season, reduce the pathogen population size and its diversity by selecting for
resistant genotypes. The spread and maintenance of resistance mutations are directly
related to the fitness of resistant strains. By evaluating fitness penalties for B. cinerea
Sdh mutants in laboratory experiments, various degrees of fitness alterations depend-
ing on the type of the resistant mutation were reported (78). There was no fitness cost
detected in a B. cinerea mutant carrying the H272Y allele, but reduced conidial and
sclerotial production was observed in the homologous H272R mutant in vitro (78). We
did not assess fitness parameters of resistant B. cinerea field isolates in this work, but we
did not detect significant reduction in conidial or sclerotial production by H272R
mutants at the culturing stage of the isolates. It is possible that the genetic background
of mutants may affect the degree of fitness penalties caused by these mutations. In the
future, it would be beneficial to assess maintenance of H272R and H272Y mutations in
small fruit B. cinerea populations over multiple generations after selection is relaxed.
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Concluding remarks. Fungal pathogens have short generation times, large popu-
lation sizes, and mixed reproductive systems, providing high potential to adapt to
heterogeneous environments. Due to its ubiquity and its ability to attack various hosts
and survive for extended periods without losing its virulence, B. cinerea has a strong
capacity for rapid adaptation. Here, we show evidence that in agroecosystems patho-
gen populations undergo strong local adaptation caused by anthropogenic factors,
such as fungicide treatments, that have a significant effect on their structure and
diversity at a fine scale. Our results show that selection pressure caused by fungicide
(boscalid in particular) use can have a greater effect on B. cinerea population structure
than adaptation to host plant species. This adaptation cannot always be detected with
neutral markers alone, especially in highly diverse organisms such as B. cinerea.
Therefore, combining neutral markers with markers that directly respond to human-
induced selection pressures may reveal key aspects of adaptive divergence processes,
help in forecasting epidemics, and improve management. In summary, our findings
provide a better understanding of the population biology of the most important small
fruit pathogen in the PNW and worldwide and will be used to improve gray mold
management strategies by developing customized resistance management programs
for individual fields based on fungicide resistance profiles in the PNW and elsewhere.

MATERIALS AND METHODS
Collection and identification of B. cinerea from small fruit hosts. Asymptomatic red raspberry

(Rubus idaeus L.), blueberry (Vaccinium corymbosum L.), strawberry (Fragaria ananassa Duchesne ex
Rozier), blackberry (Rubus ursinus Cham. and Schltdl.), currant (Ribes nigrum L.), and grape (Vitis vinifera
L.) fruit were collected from adjacent commercial fields (n � 200 fruit per field) in Washington (WA) and
Oregon (OR) between June and September 2015 (Fig. 1). Three fields of wild blackberry (Rubus
armeniacus Focke), adjacent to commercial fields, were sampled in WA. Fruits were surface disinfested in
70% alcohol for 10 s, followed by 1 min in 1% NaOCl, and then washed in deionized water three times
for 1 min each time and incubated in humid chambers at 12°C for 14 days until sporulation appeared.
Single-spore isolates were transferred to potato dextrose agar (PDA). DNA was extracted using a DNeasy
PowerSoil kit (Qiagen, Germantown, MD) according to the manufacturer’s protocol. Samples were
verified as B. cinerea and differentiated from its cryptic sister species B. pseudocinerea by using a PCR
assay (79).

Identification of new polymorphic SSR markers. The SSR primers Bc1, Bc2, Bc3, Bc4, Bc5, Bc6, Bc7,
and Bc10 previously described by Fournier et al. (80) were tested with 50 isolates, and polymorphisms
could not be detected for 20 of 50 isolates (data not shown). Therefore, new primers were designed for
this study. Seven loci were selected from markers designed from the B05.10 and T4 genomic sequences
(81). The new markers were selected according to the following criteria: repeat motifs of three or more
base pairs to augment predominantly 2-bp repeat motifs (80); primer pairs with annealing temperatures
between 58 and 60°C for the ability to multiplex; amplification of a single repeat motif; allele sizes of
�200 bp; and 11 to 16 repeats to increase the chance of detecting highly polymorphic loci while
avoiding hybrid motifs (82) Previously published reverse primers were modified at the 5= end by the
addition of a GTTT PIG tail (Table 6). In addition, Bc2, Bc3, and Bc6 forward primers were adjusted to
permit a higher annealing temperature when multiplexing. The M13-tailed microsatellite protocol was
used to assess all loci prior to fluorescent labeling of forward primers. To this end, forward primers were
modified to include a universal sequence (TGTAAAACGACGGCCAGT) at their 5= ends. A tailed forward
primer was then combined with a reverse primer and a universal M13 6-carboxyfluorescein (6-FAM)
fluorescently labeled primer (TGTAAAACGACGGCCAGT). Universal M13-tailed PCRs consisted of 10 �l
and included 20 ng of DNA, 1� GenScript Taq buffer, 0.2 mM deoxynucleoside triphosphates, 0.04 �M
M13-tailed forward primer, 0.16 �M reverse primer, 0.16 �M universal M13 6-FAM primer, and 0.5 U of
GenScript Taq (GenScript, Piscataway, NJ). Thermal cycling conditions were as follows: 94°C for 3 min;
followed by 35 cycles of 94°C for 30 s, 59°C for 30 s, and 72°C for 30 s; with a final extension at 72°C for
10 min (Veriti thermal cycler; Life Technologies, Grand Island, NY). Alleles for each of the seven loci were
screened for the expected size on an ABI 3130 genetic analyzer (Applied Biosystems, Foster City, CA). In
addition, alleles from isolate 327 were cloned at the seven loci from the genome data and sequenced.
Cloning was completed by using a Topo TA cloning kit from Invitrogen supplied with the pCR 4-TOPO
plasmid and OneShot TOP10 chemically competent E. coli (Thermo Fisher Scientific, Waltham, MA). After
ligation, transformation, and dilution plating, single colonies were picked for analysis, and Luria-Bertani
(LB) cultures were started. Topo plasmids containing inserts were extracted from LB cultures using the
FastPlasmid minikit (5PRIME, Gaithersburg, MD). Plasmid inserts were sequenced on an ABI 3730 capillary
DNA sequencer (Applied Biosystems) in both directions with T7 and T3 primers in the Center for Genome
Research and Biocomputing Core Facilities, Oregon State University (Corvallis, OR). Sequences were
assembled in Geneious R6 (Biomatters, Ltd., Auckland, New Zealand) and confirmed to be microsatellites.
Primer sequences are shown in Table 6.

Genetic and genotypic characterization of B. cinerea populations from small fruit. All isolates
were genotyped at seven SSRs—Bc2, Bc3, Bc4, Bc5, Bc6, Bc7 (80), and Bc299 — developed in this study
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(Table 6). Alleles were scored in GeneMarker v.5 (SoftGenetics LLC, State College, PA). Four PCRs were
repeatedly genotyped in three separate runs to check for genotyping variation of the sequencer. Repeat
motifs were confirmed and potential homoplasy was assessed by sequencing representative alleles of
each locus by Eurofins Genomics LLC (Louisville, KY). Primers and PCR conditions used for allele
amplification are in Table 7. Sequences were aligned and compared in Geneious v8.1.8 (Biomatters, Ltd.,
Auckland, New Zealand).

Within-population diversity was assessed for each of two genetic populations defined with Structure
analysis (see Results). Gene diversity was estimated using Nei’s unbiased gene diversity (Hexp) (83) and
allelic richness (Ar) with rarefaction. Genotypic evenness (E5) (84–86), clonal fraction of multilocus
genotypes (MLGs; 1-MLG/N), Shannon-Wiener index (H) (87), and Stoddart and Taylor’s index (G) (88).
Indices of MLG diversity were estimated with the number of MLGs observed. The significance of H, G, and
E5 was established with bootstrap resampling. Genotypic richness was computed with the number of
expected MLGs (eMLGs) using rarefaction. Using the clone corrected data set, an unbiased index of
multilocus linkage disequilibrium was assessed with standardized index of association (rd) over all SSR
loci. Deviation of rd from 0, corresponding to a null hypothesis of complete panmixia, was estimated
using 999 permutations. All analyses were computed with Poppr v.2.8.1 (89) and PopGenReport v.3.0.4
(90) R packages in R Studio v.1.1.463 (RStudio Integrated Development for R; RStudio, Inc., Boston, MA).
In addition, the distribution of B. cinerea mating types was determined by multiplex PCR of mating
idiomorphs, using primers developed in this study (Table 7). Chi-square (�2) tests were used to test the
hypothesis of idiomorphs 1:1 ratios in sampled populations. Distributions were considered significantly
different from 1:1 at P � 0.05.

Population structure of B. cinerea infecting small fruit in the PNW. To examine the genetic
structure of B. cinerea populations infecting small fruit, the Bayesian assignment approach implemented
in Structure v.2.3.4 (91) and discriminant analysis of principal components (DAPC) implemented in R
package ADEGENET (92) were employed with the clone corrected data set (n � 34 fields). For structure,
the admixed model was used with a 50,000 burn-in period and 500,000 Markov chain Monte Carlo
iterations. The number of underlying groups (K) varied from 1 to 10 and replicated ten times. The optimal
K was estimated using the method of Evanno et al. (93) with STRUCTURE HARVESTER (94). Clustering
membership coefficients at the optimal K were averaged across ten replicates using CLUMPP v.1.1.2 (95).
For DAPC, the optimal k (92) was chosen by analyzing DAPC outputs for each k from 6 to 15 and
calculating the greatest proportion of isolates assigned to each of the clusters based on a membership
probability of �75%. Genetic differentiation among isolates assigned to k clusters in DAPC and K-groups
in Structure was tested with AMOVA. Relationships among B. cinerea MLGs were visualized with
minimum spanning network (MSN) using Bruvo’s genetic distance (96) with the Poppr R package (89). In
MSN analysis, B. cinerea isolates were assigned to populations using DAPC clusters.

The relative contributions of host and location to the genetic variance were quantified using
hierarchical AMOVA in ARLEQUIN 3.5 (97) with 10,000 data permutations and 10,000 pairwise popula-
tions permutations. Significance of tests was calculated with 10,100 data permutations. Population
structure on a farm scale was assessed using pairwise comparisons of Slatkin’s Rst (98). Pairwise Rst values
were also plotted against geographic distances between fields to test for isolation by distance using a
Mantel test in GenAlEx v.6.5 (99) with 1,000 permutations among all fields (n � 34) and separately among
fields in WA (n � 29) and OR (n � 5).

TABLE 6 SSR primer sequence final concentrations and multiplex PCR conditions used in microsatellite genotyping of Botrytis cinerea
populations infecting small fruit in the Pacific Northwesta

SSR locus Dye Product (bp) Primer sequenced Final concn (�M) Reaction

Bc5b VIC 153–175 FrwdVIC-CGTTTTCCAGCATTTCAAGT 0.05 2a-plex
Rev-GTTTCATCTCATATTCGTTCCTCA

Bc2b,e VIC 138–172 FrwdVIC-CATACACGTATTTCTTCCAACTACCAAC 0.05 2b-plex
Rev-GTTTACGAGTGTTTTTGTTAGAAT

Bc3b,e NED 211–229 FrwdNED-GGATGAATCAGTTGTTTGTGACG 0.10 2a-plex
Rev-GTTTCACCTAGGTATTTCCTGGTA

Bc4b NED 119–131 FrwdNED-CATCTTCTGGGAACGCACAT 0.04 3-plex
Rev-GTTTATCCACCCCCAAACGATTGT

Bc6b,e PET 118–152 FrwdPET-ACTAGATTCGAGATTCAGTTATATGAT 0.16 3-plex
Rev-GTTTAAGGTGGTATGAGCGGTTTA

Bc7b 6-FAM 120–134 Frwd6FAM-CCAGTTTCGAGGAGGTCCAC 0.11 2b-plex
Rev-GTTTGCCTTAGCGGATGTGAGGTA

Bc299c 6-FAM 206–260 Frwd6FAM-TGATGGAATGTTCTTGGATGA 0.10 3-plex
Rev-GTTTCACCAGGACTCCAGTCACCT

aThe forward primers for each of the markers were labeled with fluorescent probe using multiplex PCR. Each 5-�l reaction mixture contained 2 �l of genomic DNA (3
to 20 ng), 0.5 �l of 10� primer mix, and 2.5 �l of 2� Qiagen Type-IT PCR mix (Qiagen, Germantown, MD). Thermal cycling conditions included an initial denaturation
at 95°C for 5 min, 32 cycles of denaturation at 95°C for 30 s, annealing at 60°C for 90 s, and extension at 72°C for 20 s, with a final extension at 68°C for 10 min. One
microliter of 1:100 dilution of PCR products was mixed with a Liz 500 internal size standard-formamide mix (Applied Biosystems). Sizing was performed on an ABI
3730 capillary DNA sequencer (Applied Biosystems).

bData from Fournier et al. (80).
cData from the current study and Amselem et al. (81).
dReverse (Rev) primer includes the PIG tail addition, indicated in italics (101).
eThe 3= ends of the original primers were modified (current study), as indicated in italics.

B. cinerea Adaptation in Agroecosystems Applied and Environmental Microbiology

May 2020 Volume 86 Issue 9 e02908-19 aem.asm.org 13

https://aem.asm.org


Distribution of alleles under selection and relationships among population diversities and
resistance frequencies. All B. cinerea isolates from WA fields were screened for sensitivity to the SDHI
fungicide boscalid using in vitro assays. Mycelial plugs were cultured on PDA amended with a discrim-
inatory dose of 5 �g/ml formulated boscalid (Endura 70% [wt/wt]; BASF Corporation, Ludwigshafen,
Germany) and 100 �g/ml of salicylhydroxamic acid (100). All assays were replicated once, and mycelial
measurements were obtained after 48 h of growth at 25°C under a 12-h photoperiod. It was previously
determined that under these conditions, B. cinerea isolates that grew �80% on 5 �g/ml discriminatory
boscalid concentration were fully inhibited by field rates of the fungicide applied to detached raspberry
fruit. Conidial germination and germ tube elongation of these isolates was also completely inhibited on
field rates of formulated boscalid applied to agar plates (T. L. Peever, unpublished data). Sequences of
the SdhB and SdhD target genes of such isolates revealed the absence of mutations associated with
boscalid resistance either in B or D subunits of the SDH enzyme complex, thereby confirming their
sensitivity to the fungicide (data not shown). In order to detect mutations conferring resistance to
boscalid in studied populations, partial sequencing of the SdhB gene was performed for 20 randomly
chosen resistant isolates using previously published primers (75). Among 20 sequences, two types of
amino acid substitutions encoded by codon 272 of the SdhB gene were detected: H272R and H272Y.
Therefore, all isolates were screened for resistance alleles in the SdhB gene using PCR assays developed
in this study (Table 7).

Relationships between boscalid resistance frequencies and population diversity indices in each field
estimated with microsatellite markers (Hexp, Ar, H, G, E5, clonal fraction, and eMLGs) were tested with
Pearson’s correlation coefficient (Pearson’s r). The significance was assessed with a t distribution.

Test of association between alleles under selection and genetic background. The hypothesis of
boscalid resistance alleles being independent of genetic backgrounds was tested using pairwise linkage
disequilibrium (rd) with 999 permutations among SSR alleles alone and among SSR and alleles under

TABLE 7 Primers used in the studya

Function and locus Primer Sequence (5=–3=)
Annealing
temp (°C)

Amplified
fragment (bp)

PCR amplification and sequencing of
B. cinerea alleles among 7 SSRs

BC6 BC6_Fw CCCTAACCCAAGCGACAAAC 58 807
BC6_Rev CGCACTCGGTAATACTTTTCACT

BC2 BC2_Fw CATCCCACACCAAATCGCAT 58 801
BC2_Rev ATTGAGATGGTGCATGGCTG

BC3 BC3_Fw GCTGGCAAGAGAGTGCAATG 58 694
BC3_Rev GAGGTCGCATGGTGGGTATC

BC7 BC7_Fw GTGAGTGCTAGTAACACAGCTG 63 803
BC7_Rev TTGCTACCAGTAACTCCGGG

Bc299 Bc299_Fw TGATGGAATGTTCTTGGATGA 63 787
Bc299_Rev GTTTCACCAGGACTCCAGTCACCT

BC5 BC5_Fw TCGAGCTCACAATATCAGCATT 63 795
BC5_Rev TGTCCTGGAAATATCTTGAGCTGT

BC4 BC4_Fw ACTCGACGCGACATTGAAGT 63 797
BC4_Rev ACACACTCCGTACGTTGCTT

PCR amplification of B. cinerea
mating type idiomorphs

MAT-1-1 MAT-1-1_Fw AAGCTTCGATGACCCTTTGA 681
MAT-1-2 MAT-1-2_Fw TCGTTGCAGTCTCAGAATTGA 56 486

MAT_1_Rev CGAACCGATCTCTGGTGGAG

PCR detection of B. cinerea H272R
allele in the SdhB locusd

SdhB-H272R H272R-Fw GGCAGCTTTGGATAACAGCATGAGTTTGTACAGATGGC 67 600
H272R-Rev GCCATTTCCTTCTTAATCTCCGC

Tetra-ARMS PCR detection of H272Y allele
in the B. cinerea SdhB locus

SdhB-H272Y Y_Out_Fw ATCGTAAGAAGCTTGATGGACTTTACGA 64.5 292
Y_Out_Rev TAGAAAGCCATTTCCTTCTTAATCTCCG
Y_C TGGATAACAGCATGAGTTTGTACAGATTTC 119b

Y_T ACATGTCCTCGAGCAGTTGAGAATAGTTTA 233c

aThe final concentrations of each of outer and inner primers were 0.5 and 2 �M, respectively.
bAllele H272 (wild allele).
cAllele H272Y (resistant allele). Primers were designed with the Primer1 Tetra ARMS-PCR online tool (http://primer1.soton.ac.uk/primer1.html) (102).
dPrimers were designed with Primer-BLAST software (National Center for Biotechnology Information, Bethesda, MD). All protocols followed the manufacturer’s
recommendations (GenScript USA, Inc., Piscataway, NJ) for a 25-�l (except for the SdhB-H272R total volume � 12.5 �l) reaction total volume.
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selection in Poppr v.2.8.1 (89). The significance of the test was determined by bootstrapping the rd SSR
output data with 1,000 replications without replacement. The SSR rd distribution was compared to rd

distribution of SSR alleles and alleles under selection.
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