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Abstract

Wildlife as a source of microbial contamination is a food safety concern. Deer feces (scat)
have been determined as a point source for Escherichia coli O157:H7 contamination of
fresh produce. The ecological role of the scooped scarab (Onthophagus hecate (Panzer)),
a generalist dung beetle species common in Maine blueberry fields, was explored as

a biological control agent and alternatively as a pathogen vector between deer scat

and food.

A large-scale field survey of wildlife scat indicated that pathogenic E. coli O157:H7 was
present, albeit at a low prevalence (1.9% of samples, n = 318), in the Maine lowbush blue-
berry agroecosystem. A manipulative field experiment verified that, should contact occur
between deer scat and blueberry plants and fruit during the summer, contamination with E.
coli O157:H7 can occur and persist for more than 72 h. For both the positive control and an
experimental scat inoculation treatment, the levels of the bacterial population decreased
over time, but at different rates (treatment x time interaction: F (1 9 15.5) = 358.486, P <
0.0001). The positive control inoculation, which resulted in a higher initial E. coli level on
fruit, decayed at a faster rate than inoculation of fruit via scat in the experimental treatment.

We conducted 2 laboratory studies to elucidate aspects of dung beetle feeding ecology
as it relates to suppression of E. coli O157:H7 from deer scat to lowbush blueberry fruit. In
both experiments, dung beetles buried the same amount of scat whether or not the scat
was inoculated with the pathogen (F(1 6)=0.001; P=0.999 and (F 17y =4.10, P =0.147).
Beetles feeding on E. coli inoculated deer scat were not found to vector the pathogen to
fruit. In two studies, beetles lowered the amount of pathogenic E. coli persisting in soils com-
pared to soils without beetles (F 2,0y =7.757; P=0.05and F (5 17)=8.0621, P = 0.004).
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Our study suggests that the dung beetle species, Onthophagus hecate, has the potential
to contribute to the suppression of E. coli O157:H7 in agricultural landscapes.

Introduction

Transmission of Escherichia coli O157:H7 to humans may occur through consumption of con-
taminated raw foods or by direct or indirect exposure to infected fecal material [1]. Many wild-
life species are reservoirs of pathogens that threaten domestic animal and human health;
therefore, understanding the behavior and biological interactions between wildlife and food-
production units is critical [2]. Wildlife may be reservoirs for E. coli O157:H7 in the agricultur-
al environment, or they may be vectors involved in the contamination of plants directly by scat
(feces deposition) and indirectly by scat contamination of surface waterways or soil [3]. The
role of wildlife as a source of foodborne microbial contamination along the farm-to-fork con-
tinuum is a longstanding concern among public health and food safety agencies [4]. During
production, there are many opportunities for food contamination to occur via irrigation, soil,
equipment, fieldworkers, and food handlers [5]. Despite these possible sources of contamina-
tion, it is hypothesized that the prevalence of this pathogen is underestimated in the U.S. food
supply [6].

Escherichia coli O157:H7 outbreaks attributed to contamination of fresh produce in agricul-
tural fields with white-tailed deer scat have occurred on multiple occasions [7]. Additionally,
harboring of E. coli O157:H7 in white-tailed deer (Odocoileus virginianus Zimmermann) popu-
lations has been studied, though mostly outside of the context of agriculture. Deer scat has
been identified as a possible source of contamination in outbreaks of E. coli O157:H7 stemming
from both unpasteurized apple juice and apple cider [8,9]. Most recently, deer scat was deter-
mined to be the source of contamination of strawberries in Oregon [10]. The known presence
of O157:H7 in deer scat has implications for developing management programs to control this
pathogen on the farm [11]. From a food safety standpoint, it is important to understand the
implications of wildlife in and around fresh produce crop fields.

The ability of dung beetles to suppress pests and pathogens in pasture ecosystems has long
been recognized [12-14]. Nichols et al. describe the multiple benefits dung beetles can provide,
including suppression of enteric parasites, decreases in parasite dispersal, as well as reduction
of dung-dwelling flies [15]. Ryan et al. found that widespread dung burial by Bubas bison (Co-
leoptera: Scarabaeidae) could substantially reduce pathogens (Cryptosporidium oocytes) and
that B. bison may be an ideal candidate as a biological control agent [16]. However, Xu et al.
[17] found E. coli O157:H7 on the exterior of a dung beetle (Coleoptera: Scarabaeidae) that had
previously fed on pathogen-laden scat, thus implying dung beetles could act as a pathogen
vector.

Data suggest that environmental variables associated with blueberry fields drive insect-me-
diated deer scat degradation; complete removal of deer scat, placed experimentally within
Maine blueberry fields, has been observed in periods less than 7 days [18]. To more clearly un-
derstand and apply this information, a better understanding of the role of dung beetles is need-
ed as a potential biological suppressor of the pathogen, as a potential vector for the pathogen
between scat and fruit, and as a potential reservoir for the pathogen. We chose to use the low-
bush blueberry agroecosystem to test multiple, broadly applicable questions concerning the
natural suppression/transmission of pathogenic E. coli O157:H7 from white-tailed deer scat to
lowbush blueberry fruit. This system was chosen for the following reasons: Lowbush blueberry
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is a low perennial plant (35 cm) that forms dense mats covering entire fields. These fields are
most often embedded within a dense forest matrix, encouraging both the foraging and the
movement of wildlife in and around fields and increasing the risk of food contamination.
White-tailed deer scat are commonly seen within and around blueberry fields [18,19]. Given
the short structure of these blueberry plants and likely contact with white-tailed deer scat, con-
tamination of berries is plausible. No one has explored how dung beetle-mediated deer scat re-
moval might influence the risk of fruit contamination from pathogen-laden scat. To our
knowledge, there have not yet been any cases of pathogenic E. coli related illness in the lowbush
blueberry agroecosystem.

Time-lapse, macro-video imaging of dung beetle feeding in our study area, in addition to
linear pitfall trapping [18,20], indicate that the scooped scarab, O. hecate Panzer (Coleoptera:
Scarabaeidae), is the dung beetle species most biologically relevant for this study. Onthophagus
hecate is a generalist found feeding on a diversity of wildlife, livestock, and human scat, as well
as rotting fungi, fruit, and carrion. Additionally, O. hecate has the largest geographical distribu-
tion of any dung beetle in North America [21].

To better understand the risk of scat contamination of produce and the ecological role of
dung beetles in food safety, the objectives of this project were to 1) investigate the prevalence of
pathogenic E. coli O157:H7 in wildlife (scat) present within the Maine lowbush blueberry
agroecosystem, 2) understand if transmission of E. coli results from direct contact between con-
taminated deer scat and fruit and if so, how long the contamination persists on fruit, 3) study
the difference of dung beetle feeding preferences for white-tailed deer scat inoculated with E.
coli O157:H7 compared to non-contaminated deer scat, and 4) understand the role of dung
beetles in suppressing/vectoring E. coli O157:H7 from white-tailed deer scat to berries and soil,
as well as the persistence of E. coli O157:H7 in the soil.

Materials and Methods
Survey of wildlife scat in lowbush blueberry

Twelve blueberry farms throughout the major production regions in Maine (Waldo, Hancock,
and Washington counties) were surveyed, with landowner permission, for wildlife scat
throughout the growing season. Surveys took place in each field, three times, representative of
the spring, summer, and fall seasons. Sampling was conducted in April, June, and August/Sep-
tember (2012). Each field’s perimeter was examined for wildlife scat. White-tailed deer, black
bear, snowshoe hare, and turkey scat were most commonly detected. Field interiors were also
examined during the April sampling period (before plants leafed out) by walking “W-shaped”
transects [22]. Scat samples with a ruler were photographed to assist in identification. Each scat
sample was collected with a new set of sterile gloves and placed in a sterile, 18 oz. roll-top bag
(FisherBrand, Pittsburg, PA) and immediately transferred, on ice, from field site to refrigerated
storage (4°C) at the University of Maine. In the lab, each of these original scat samples

(n =318) were diluted (1:5) in Phosphate Buffer Saline (PBS) based on their mass and homoge-
nized for 2 min using a stomacher (Tekmar Company, Cincinnati, OH). One ml of these indi-
vidual samples were pooled together into groups (based on field site of origin and collection
date) yielding 36 pooled samples for analysis. Initial screening for E. coli O157:H7 was carried
out on these 36 pooled scat samples. Subsequently, if a pooled sample tested positive for E. coli
0157:H7, each individual sample comprising the larger pooled sample was screened individu-
ally for the presence of E. coli O157:H?7. Isolation and identification of E. coli O157:H7 was car-
ried out following the FDA/BAM manual with some modifications [23]. Briefly, samples were
enriched in modified trypticase soy broth with novobiocin (mTSB) at 37°C for 24 h and were
later isolated on sorbitol MacConkey agar (SMAC) supplemented with potassium tellurite and
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cefixime (CT)(Dynal, Lake success, N.Y.). Samples presumed to be E. coli O157:H7 positive
were tested by biochemical characterization and finally confirmed for O157:H7 antigen by
Remel RIM 0157 and H7 serological latex agglutination test (Remel, Lenexa, KS). Escherichia
coli O157:H7 ATCC 35150 was used as a positive control.

Direct transmission of pathogen field study design

In order to test the potential for infected deer to directly transmit E. coli O157:H7 to lowbush
blueberries, a field study was designed using an attenuated, two-strain inoculum of E. coli
0157:H7 “cocktail” (ATCC 700728 and B6914) as a surrogate for the pathogenic strains of this
serotype [24,25]. Preliminary lab studies indicate that this cocktail persisted in the environ-
ment at the same levels as pathogenic E. coli 0157:H7 (ATCC 35150), verifying its effectiveness
as an attenuated strain for the field study. In addition, Kudva et al. [26] found that lack of shiga
toxin type 1 and 2 genes in E. coli O157:H7 had little or no influence on bacterial survival
under field conditions. This field study took place from July 15-18, 2013, at Blueberry Hill
Farm (44.647008, —67.649825), a research farm managed by the University of Maine. An ex-
perimental field plot consisted of twenty-four 1m x Im subplots of lowbush blueberry, separat-
ed from one another by 1m strips. Within each subplot, the area with the highest density of
berries was flagged. Before applying treatments to the berries, a bottomless 26 cm diameter
plastic bucket was lowered around plants to be treated in order to prevent bacteria drift/cross
contamination. All subplots possessed ripe blueberries at the time of the experiment. Three
treatments were applied to randomly selected experimental subplots. First, a positive control
containing attenuated E. coli cocktail in aqueous solution (final inoculum: approximately 6 log
CFU/g) was sprayed onto berries and leaves using a standard spray bottle (Zep Inc. Marietta
GA) to ensure bacterial contact with berries, to confirm laboratory methods, and to measure
persistence of the pathogen in the environment. Second, an experimental treatment contained
white-tailed deer scat inoculated with the attenuated E. coli O157:H7 (final inoculum: approxi-
mately 6 log CFU/g with equal amounts of both inoculum strains). The experimental treatment
scat pellets were inoculated using a dipping method. Around 70 pellets for each plot were
dipped in 70ml of the attenuated E. coli O157:H7 strain cocktail and were shaken for 3 min
using a shaker at 120 rpm (Barnstead Thermolyne, Roto Mix-Type 50800). After 3min of shak-
ing, the inoculum was drained from the scat and they were dried for 2 h. Fresh white-tailed
deer scat was collected from the University of Maine Experimental Forests (Orono, ME).
Third, a negative control contained non-inoculated, sterile water sprayed directly onto plants
in place of attenuated E. coli.

For the experimental group, 28 g (around 70 pellets) of fresh white-tailed deer scat inoculat-
ed with attenuated E. coli O157:H7 was dropped directly onto blueberry plants (leaves and ber-
ries) from approximately 1 meter above the plant canopy within randomly assigned subplots,
taking care to initiate as much contact between scat and berries as possible. Twenty-eight g was
the approximate weight of 68.7 scat pellets, the number of pellets per pellet-group in an average
white-tailed deer scat sample [27]. At the time of deployment, the wind speed was 3.2 km/h
and the temperature was 17°C.

Two hours after the treatments were applied to the wild blueberry plants (control treat-
ments had dried), roughly 15 g of treated berries were collected from each subplot (n = 24).
Blueberries were harvested by clipping stems, avoiding contact with the berries, and were
placed in sterile, 18 oz. roll-top bags (FisherBrand). Berries were immediately transferred to a
cooler with ice packs for transport to the lab. Forceps and scissors were sterilized using 95%
ethyl alcohol (Pharmco products INC, Brookfield CT) to ensure no cross-contamination
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occurred between replicates. This collection process was repeated 24, 48, and 72 h after inocu-
lation and bacterial enumeration was conducted within 6 h of sample collection.

Sample processing involved aseptically separating 15 g of blueberries from stems,
adding15ml of 0.1% peptone water, and shaking for 3 min using a shaker at 120 rpm (Barn-
stead Thermolyne, Roto Mix-Type 50800). Serial dilutions of this solution were plated on
Cefixime Potassium Tellurite Sorbitol-MacConkey Agar (CT-SMAC, Neogen, Lansing, MI,
USA). Plates were incubated at 37°C overnight, and then E. coli counts were enumerated. At
least two presumptive colonies were screened for the presence of O157 and H7 antigen by latex
agglutination (Remel RIM,Lenexa, KS). A MANOVA/ANOVA, with time as the repeated mea-
sure (dependent variables) and treatment as the categorical independent variable, was used to
analyze the differences in logarithm transformed numbers of colony-forming units (CFU) on
the berries harvested from each treatment. Mauchly’s sphericity test was used to determine if
the conservative Greenhouse-Geisser correction was needed to adjust degrees of freedom [28].

Role of the dung beetle in pathogen transmission/suppression

To better understand the role of the dung beetle, Onthophagus hecate, in the potential suppres-
sion/transmission of E. coli O157:H7 from contaminated scat to blueberries and soil, two
laboratory experiments were conducted with three treatment combinations in microcosms.
Treatment one included 4 beetles and 6 deer pellets (scat) inoculated with E. coli O157:H7.
Treatment two included 4 beetles and 6 deer pellets without E. coli O157:H7. Treatment three
included 6 deer pellets inoculated with E. coli O157:H7 without beetles.

The first lab experiment was designed to provide a laboratory simulation of field conditions,
and took place took place in 37.9-liter glass microcosms (Great Choice, PetSmart, Phoenix,
AZ) filled with fruit-bearing lowbush blueberry plants including intact soil from blueberry
fields. The second lab experiment used 600 ml beakers with autoclaved soil, instead of blueber-
ry plants/soil, and this provided a more direct examination of the beetle/pathogen interaction.

Collection of blueberry plants from field (for lab experiment 1). Twelve sections of ma-
ture, fruit-bearing, lowbush blueberry “sod” (25 cm wide x 50cm long x approximately 10 cm
deep) were carefully cut from fields at Blueberry Hill University Research Farm (Jonesboro,
ME). Plant and soil structure were kept intact, as this has been shown to influence dung beetle
competitive interactions and feeding [29]. Blueberry plants were fit into twelve sterilized
glass terrariums.

Collection of soil (for lab experiment 2). Soil was collected from a blueberry field at Blue-
berry Hill Farm in Jonesboro, ME. Rocks and roots were removed. Soil (300ml) was placed in
600 ml glass beakers and autoclaved. Aluminum foil covered the microcosms for the duration
of the experiment.

Collection and storage of beetles (for both lab experiments). For experiments 1 and 2
conducted in mid-July 2012 to mid-June 2013, dung beetles (O. hecate) were collected using
live pitfall traps consisting of 11 cm (diam.) x 7.5 cm (depth) deli cups buried flush with the
soil surface and filled with 2 cm of dried deer scat. A mesh bag containing human dung was
suspended directly above each cup (modified from [20]). Traps were placed within blueberry
fields (Frankfort and Stockton Springs, ME) as well as in a pasture containing horses and cattle
located on the University of Maine Campus (Orono, ME). All beetles collected for experiments
were verified as Onthophagus hecate [30]. Beetles collected were maintained at 25°C and were
regularly fed fresh white-tailed deer scat. All O. hecate were reared for four days together.
Twenty-four hours prior to the initiation of the experiment, food was taken from dung beetles,
which were then sorted by sex (major male form, minor male form, female). Groups composed
of 2 females, and 2 males (1 major male, possessing a large bifurcated horn on the pronotum,
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and 1 minor male, lacking horn) were held together overnight before being added to
experimental enclosures.

Collection of deer scat (for both lab experiments). Fresh white-tailed deer scat pellets
were collected from the University Experimental Forest (Orono, ME) within 2 months prior to
each experiment. Scat was stored in a freezer at -17°C.

Surface-sterilization of beetles (for lab experiment 2). In order to minimize the amount
of microflora introduced to experimental microcosms, dung beetles were surface-sterilized
using household bleach with 6% sodium hypochlorite (Great Value Brand, Walmart, Bangor,
ME) (500 rpm, for 30 seconds) which did not influence mortality or behavior of the beetles ac-
cording to preliminary studies. Beetles were surface-sterilized within one-hour prior to use
in experimentation.

Bacteria Inoculum Preparation (for both lab experiments). No reports on specific con-
centration of the fecal shedding load of E. coli O157:H7 was found for white-tailed deer, so a
concentration range found in sheep scat naturally laden with E. coli O157:H7 was used as a
proxy/baseline. The scat from the two animals is very similar in composition and shape. Re-
search performed by Kudva et al. [26] examined the fecal shedding of E. coli O157:H7 in sheep
and found a range of <10” to 10° CFU/g. To simulate the scat of an infected white-tailed deer,
fresh deer scat pellets were intentionally inoculated with an E. coli O157:H7 cocktail of similar
concentration (10" CFU/g). Two different strains of pathogenic E. coli 0157: H7 (ATCC 35150
and ATCC 700594) were transferred from stock culture stored at -80°C into 10ml BHI broth,
and allowed to grow overnight before they were centrifuged at 15,300 X g for 15 min at 4°C and
then washed twice with 10 ml of sterile buffered peptone water and re-suspended in 10 ml of
Buffer Peptone Water (Bacto, Becton Dickinson, Sparks,MD, USA). The two E. coli O157: H7
strains were combined with equal volumes to yield 20 ml of a cocktail mixture.

Inoculation of Scat Samples. White-tailed deer scat pellets were spot inoculated with
200yl of previously described pathogenic E. coli O157:H7 cocktail. The initial level of inoculum
on scat pellets was 7 log CFU/g after completion of spot-inoculation. A control group of scat
pellets, which were inoculated with sterile water, was also included in the study. To check the
viable cell count of these scat samples, 6 bacteria-cocktail-inoculated scat pellets were placed
into a sterile stomacher bag with 10 ml of 0.1% peptone water (Bacto, Becton Dickinson,
Sparks,MD, USA) and stomached for 2 min. Serial dilutions from these 6 scat samples were
then plated on Macconkey Sorbitol Agar (MSA, Neogen).

Treatment groups were set up in a randomized block design with 4 replications. Blocks were
arranged perpendicular to a window in the lab, which could potentially be viewed as a stratifi-
cation variable. Appropriate elements (inoculated scat pellets, control scat pellets, and beetles)
for each treatment were delivered to respective enclosures. Scat was placed directly on the soil
between blueberry plants. If a treatment included dung beetles, these were delivered adjacent to
scat. Enclosures were covered securely with fine window screening to provide adequate ventila-
tion to plants. Beetles were allowed the opportunity to feed on feces for 10 days (21°C, 24 h
light) and monitored daily. After beetles were allowed to feed, the amount of feeding by beetles
was calculated from the percentage of deer pellets remaining on the soil surface.

For experiment 1, all ripe/harvestable blueberries were harvested from each enclosure, from
which 25 g were randomly selected for analysis. Within each enclosure, 2 cm (width) x 7.5 cm
(depth), soil cores were taken immediately adjacent to where scat had been placed until 25 g of
soil were obtained. All soil and blueberry samples were then tested for the presence of E. coli
O157:H7 by direct selective plating on MSA [23]. Uneaten scat, remaining on the soil surface
within inoculated treatment group tanks, was also tested for the presence of E. coli O157:H7 on
day 10, post-experiment initiation.

PLOS ONE | DOI:10.1371/journal.pone.0120904  April 7, 2015 6/14



@’PLOS | ONE

Suppression of the Escherichia coli O157:H7 by Dung Beetles

For experiment 2, the entire amount of soil (300 ml) in the beaker, as well as all scat, were
analyzed for levels of pathogenic E. coli O157:H7. Beetles were also collected from microcosms
for analysis. Since soil for experiment 2 was sterilized before the experiment, any pathogens
found in the microcosm system are the result of transmission/incorporation from scat.

Testing for E. coli O157:H7 in blueberries, scat, and soil. Each 25 g of soil sample and
25 g blueberry sample from each group were transferred into individual sterile stomacher bags.
To each stomacher bag 25 ml of 0.1% peptone water was added (Bacto, Becton Dickinson,
Sparks, MD, USA) and homogenized for 2 min using a stomacher (Tekmar Company, Cincin-
nati, OH). Homogenates were serially diluted in sterile 0.1% peptone water, and spread-plated
in duplicate on SMAC without supplements (Neogen, Corporation, Acumedia, Lansing, MI)
for blueberries and soil and on Tryptic Soy Agar (TSA, Trypticase Soy Agar, Corporation, Acu-
media, Lansing, MI) for soil only and incubated at 37°C for 24h. At least two presumptive colo-
nies on SMAC were screened for the presence of 0157 and H7 antigen by latex agglutination
(Remel RIM,Lenexa, KS)[23].

Scat removal analysis. The percentage of scat removal after 10 days of feeding was calcu-
lated across all treatments by recording the amount of the deer pellets that had been con-
sumed/buried in each of the tanks. A one-way ANOVA was used to compare the percentage
removal of scat pellets across Beetle with E. coli O157:H7 and Beetle without E. coli O157:H7
treatments. Analysis was performed on untransformed data, as raw data were homoscedastic
and normally distributed.

Blueberry contamination analysis (lab experiment 1 only). No statistical analysis could
be attempted, as E. coli was never detected in any of the treatments.

Soil contamination analysis. A one-way ANOVA was used to compare the amount of
colorless bacterial colony forming units (measured in CFU’s) persisting in the soil samples
from all treatment group tanks. For this analysis, data (CFU’s) were rank-order transformed in
order to meet the assumptions of being normally distributed and having homogeneity of vari-
ance. E. coli O157:H7 contamination was determined as presence/absence.

Results
Survey of wildlife scat in lowbush blueberry

Two pooled samples (of 36 total) were determined to be E. coli O157: H7 positive. Samples
composing these pooled samples were collected from a Washington Co., ME field site in June
and a Waldo Co., ME field site in September. One of the four individual scat samples was posi-
tive for E. coli O157:H7 from the positive pooled Washington Co. sample. This sample was of
white-tailed deer origin. Five of the 20 individual scat samples were positive for E. coli O157:
H?7 from the positive pooled sample from Waldo Co. Positive samples were identified as white-
tailed deer (2), wild turkey (1), and unknown (2).

Direct transmission of pathogen field study

All the collected blueberries in the experimental scat treatment group and also in the positive
control group were found to have non-pathogenic E. coli O157:H7. As expected, no E. coli was
observed on the negative control plates during all time-periods (detection limit < 1.0 log CFU/g).
When analyzed using a repeated measures MANOVA (independent factors: time and time*treat-
ment), both the time (F(; 9,155 = 678.884, P < 0.0001 (Greenhouse-Geisser € = 0.627) and the in-
teraction term was significant (F(;.9,15) = 358.486, P < 0.0001 (Greenhouse-Geisser € = 0.627).
This analysis indicated that the treatments differed in mean log CFU E. coli levels and that these
bacterial population differences were influenced by sampling time. Berry contamination in the
positive control treatment was recorded at a concentration of log 6.50 CFU 2 h after application,
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Fig 1. Field Experiment- Reduction in E. coli levels over time. Decay of E. coli O157:H7 mixture (strains ATCC 700728 and B6914) in field inoculation
study. Reductions in E. coli levels on fruit are proportions of the inoculum at the 2 hr sampling period (positive control log CFU / g fruit = 6.498 + 5.706;
experimental treatment log CFU / g fruit = 2.963 + 2.268). Decay rate at end of the first 24 h for the positive control is 0.910 and for the experimental treatment
(E. coli applied via deer scat) is 0.133.

doi:10.1371/journal.pone.0120904.g001

cumulative proportion E. coli reduction

while berries contacted by the inoculated scat were recorded at a contamination concentration of
log 2.90 CFUs 2 h after the intial E. coli application. The difference in the initial E. coli levels in
the to treatments was significantly different (Tukey HSD LS means test, P < 0.05). The positive
control treatment resulted in berries characterized by a very high decay rate (90% cumulative re-
duction in E. coli on berries) in the first 24 h after application to the blueberry plants, followed by
a slower decay when bacterial densities reached a very low level from 24 to 72 h after application
(90% to ca. 100% reduction in E. coli levels, Fig. 1). The scat inoculation treatment resulted in
berries that showed an increasing decay of E. coli levels through the 72 h experiment, up to ca.
60% reduction in initial bacterial levels (Fig. 1). For both treatment groups (positive control and
experimental scat inoculation), as time from inoculation increased, persistence of the bacteria de-
creased but at different rates (Fig. 1). At the end of the experiment, 72 h after E. coli application,
despite the decay of E. coli in both treatments, there was a significant difference (Tukey HSD LS
means test, P < 0.05) in the E. coli log CFU/g concentration levels on berries (positive con-

trol = 3.183 + 0.135 log CFU/g, experimental scat treatment = 2.368 + 0.112 log CFU/g).
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Fig 2. Laboratory experiment 1- Dung beetles drive number of E. coli colonies. Bacteria (log CFU/g, population values rank transformed) from soil
samples subjected to different treatment combinations of beetles, and deer scat. Soil from microcosms including E. coli + dung beetles had significantly fewer
bacterial colonies of than soil from microcosms containing E. coli + NO beetles (F 9y = 7.757; P = 0.05). (Shown with means and SE bars).

doi:10.1371/journal.pone.0120904.9002

Role of the dung beetle in pathogen transmission/suppression

Scat removal (lab experiment 1). Beetles buried and degraded identical amounts of scat
independent of scat inoculation with E. coli O157:H7 (29.2% and 29.2% respectively, n = 8,
F1,6) < 0.001, P =0.99). These data strongly suggest that the presence of E. coli O157:H7 did
not affect the amount of attraction and utilization of deer scat by dung beetles.

Blueberry contamination (lab experiment 1). No E. coli O157:H7 was detected on blue-
berries from any of the treatment groups. The likelihood of detecting dung beetles vectoring E.
coli was maximized, as the 7 log CFU/ml inoculation level is slightly higher than levels of E. coli
0157:H7 likely to be detected in nature [31]. If the dung beetle species, Onthophagus hecate,
was prone to vector the pathogen to berries, these methods would have detected the pathogen
on berry samples. Throughout the experiment, dung beetles were never observed in the blue-
berry canopy or on fruit, indicating that the generalist dung beetle, Onthophagus hecate, does
not play a general role in vectoring the E. coli O157:H7 from inoculated white-tailed deer feces
to ripe, pre-harvested, lowbush blueberries.

Soil contamination (lab experiment 1). Plates from the treatment including “E. coli inoc-
ulated scat and NO beetles” had a greater amount of colorless colonies than plates from the “E.
coli inoculated scat WITH beetles” treatment (F(,9) = 7.757; P = 0.05, Fig. 2). As both treat-
ments had E. coli inoculated scat, these data suggest that beetles play a role in decreasing the
amount of bacteria including E. coli persisting in the soil (measured as bacterial CFUs). These
data indicate that beetles have the ability to reduce the amount of bacteria in E. coli O157:
H7-contaminated soils to levels not different from soils with no E. coli contamination.
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Scat removal (lab experiment 2). As anticipated, a significant difference in the amount of
scat buried was dependent upon beetle presence (F 3,7y = 4.102, P = 0.0379). In microcosms
that include scat artificially inoculated with pathogenic E. coli, more burial of scat occurs when
beetles are present than when beetles are not present (P = 0.0119). However, no significant dif-
ference in the amount of scat burial occurred between the treatment with E. coli inoculated
feces and treatment with no added bacteria (P = 0.1477), indicating that beetles do not prefer
to consume non-contaminated scat over contaminated scat, corroborating our findings previ-
ously shown in “Scat removal results (lab experiment 1)”.

Soil contamination (lab experiment 2). When levels of E. coli were compared between
treatments (data log transformed), a statistically significant difference was detected (F,,15) =
8.062, P =0.004, Fig. 3). Significantly lower counts (log CFU) of E. coli were found within the
microcosms with dung beetles present, as compared to those without dung beetles.

Beetle contamination (lab experiment 2). No significant differences in the levels of bacte-
ria (CFUs of colorless colonies) were found between the bodies of those dung beetles feeding
on scat inoculated with E. coli O157:H7 and those beetles feeding on non-inoculated scat
(Fouin = 1.922, P = 0.196).

E. coli O157:H7 agglutination confirmation test (lab experiment 1 and 2). Treatments
including “E. coli O157:H7 inoculated scat and NO beetles” and “E. coli O157:H7 scat WITH
beetles” both gave positive results in the agglutination assays. The control treatment “No E. coli
0157:H7 scat with beetles” gave negative results in the agglutination assay, verifying that there
was no inadvertent contamination in the experiments.

Discussion

Results from the wildlife feces survey confirm that E. coli O157:H?7 is present in wildlife scat
within the lowbush blueberry agroecosystem (n = 318 samples, 1.88%). Interestingly, five of
the six samples testing positive for E. coli O157:H7 were collected close to harvest time (early

46 -

LOG CFUIlg of soil

E. coli + Beetles E. coli + No Beetles

E. coli and dung beetle treatments

Fig 3. Laboratory experiment 2- Dung beetles affect number of E. coli colonies. Levels (log CFUs) of colorless bacterial colonies present within each
treatment from lab experiment 2. Significant differences exist ((F(2,17) = 8.062, P = 0.004)) indicating dung beetles can decrease the amount of E. coli present
within the system (shown with means and SE bars).

doi:10.1371/journal.pone.0120904.9003
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September), which could pose a potential food safety risk. However, with only 1.9% of all sam-
ples testing positive for the pathogen, it is unclear what the actual risk of food contamination
is; it would be necessary to process thousands of scat samples and conduct sampling over sever-
al years in order to make a conclusive statement about the seasonality of the pathogen in the
environment. Rasmussen and Casey [32] state that the prevalence of E. coli O157:H7 increases
during the summer and early fall; however, this study focused on cattle and the seasonality of
the pathogen is unknown with regards to white-tailed deer [11].

Despite the low prevalence of scat samples testing positive in the lowbush blueberry agroe-
cosystem, our direct transmission field study confirms the plausibility of food contamination
as a result of infected scat directly contacting berries following our simulation of defecation by
deer. Previous studies regarding pathogen transmission to produce have dealt with either ma-
nure fertilizer applications [33-35] or investigatory research examining potential contaminants
after an outbreak has occurred [7,8,36-38]. Though the risk of infection in the wildlife popula-
tion appears to be low, the potential for food contamination remains. In the field study, rates of
the attenuated pathogen decay in the environment were seen for both the positive control
(sprayed directly on the berries) and experimental group (inoculated scat) indicating that,
when exposed to environmental conditions; the level of E. coli will decline over time. However,
different decay rates between the positive control and the experimental group were seen. The
amounts of colonies detected were initially higher in the positive control group, but decreased
more quickly than those occurring in the experimental group. In fact, nearly all of the E. coli
populations in the positive control had been reduced within the first 24 h, while a large portion
of the experimental group bacteria still remained. After 72 h, 40% of the experimental group E.
coli persisted on the fruit. This finding raises the question of whether the increased decay rate
of the positive control group is associated with any sort of density-dependent phenomenon.
Though a rain event (79 mm) occurred between the 48 and 72 hr sampling periods, no marked
shift in decay rates was directly apparent. Decay rates witnessed in this experiment are higher
than the rate of E. coli O157:H7 reduction previously observed in ovine feces [26].

In a recent field study regarding dung beetle-mediated deer scat removal from blueberry
fields [18], an average of 58.46% removal was observed (n = 164). Thus, the 30% removal of
scat observed during the lab study is lower than that observed in situ. The number of beetles
per available amount of scat may have also played a role in the amount consumed. The low
number of dung beetles added to each microcosm may have limited feeding on scat. The labo-
ratory experiment we designed precluded any scarab recruitment. In addition, while setting up
the experiment, slight disturbance of the soil structure may have impacted the behavior of the
beetles, causing them to feed at low rates. No studies to date describe how many individuals of
this species of beetles would recruit to a given amount of deer scat or the functional response of
these beetles to specific quantities of deer scat. Therefore, it is challenging to compare the re-
moval rates observed in the lab with those realized in the field. Our study does, however, pro-
vide relative removal rates with which to better understand the feeding preference of these
beetles.

While other studies have found dung beetles to offer a wide range of ecosystem services re-
lated to dung removal and pathogen suppression [13,15,16,39], our studies presented here
demonstrate beneficial ecosystem services offered by dung beetles in the light of developing
food safety concerns. The dung beetles in our study did not display a feeding preference be-
tween pathogen-laden feces and feces that had not been inoculated with E. coli O157:H7. The
lower levels of E. coli O157:H7 recovered from microcosms containing beetles (compared to
those to those lacking beetles) indicate that dung beetles are contributing to this decrease. We
suspect that the physical manipulation of the scat, including burial, decreases pathogen persis-
tence [26]. However, an alternative mechanism might be antimicrobial properties present on
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the carapace of the beetle, as found in ants [40]. Hwang et al. [41] isolated antimicrobial re-
sponse genes responding to E. coli from the dung beetle Copris triparititus (Coleoptera: Scara-
baeidae), indicating natural anti-microbial properties are possessed by at least some dung
beetles. Due to the levels of exposure to many types of entomopathogenic bacteria, this is not
an uncommon trait found in insects [42].

While detecting lower levels of the pathogenic E. coli in the presence of dung beetles is a
novel and interesting finding, the fact that the beetles manipulated and fed on the scat without
transmitting the pathogen to the fruit, is equally as important. Resulting lower levels of patho-
genic E. coli in the soil due to dung beetle activity would not be such a useful ecosystem service
if beetles were acting as a vector of the pathogen from scat to the fruit. While many others have
addressed the reduction and fate of E. coli contamination in agroecosystems [43-45], these re-
sults help better assess risk of food contamination due specifically to wildlife fecal contamina-
tion as well as provide sound evidence for potential dung beetle-mediated biological control of
this risk.

Given the large geographical distribution of Onthophagus hecate [21], results from this
study should be broadly applicable to agroecosystems. It is not known how other dung beetle
species would perform in comparison to this test species. Other dung beetle species collected in
association with lowbush blueberry agriculture are: Onthophagus nuchicornis, O. orpheus, Dia-
Iytes striatus, Acrossus rubipennis, Geotrupes splendidulus, and Odonteus liebecki [18]. The be-
havior of different species of dung beetles can vary with respect to how the beetles feed on the
feces (rollers, tunnelers, dwellers)[46]. Moreover, it is unknown how far they forage, how readi-
ly they fly in search of dung, and how prone they are to move to the vegetation after contacting
contaminated dung.

Further research is needed in areas related to the interaction of dung beetles and feces-born
pathogen suppression. Specific questions of interest are: What are the biological mechanisms
for the suppression of the pathogen? What happens to pathogens once dung is buried? Can
dung beetle feeding decrease the concentration of pathogens that leach from the soil and con-
taminate waterways? How does the differential feeding ecology/behavior of various guilds of
dung beetles influence the degradation of wildlife and human pathogens?

Supporting Information

S1 Dataset. This contains Tables S1, S2 and S3.
(PDF)

Acknowledgments

We would like to thankfully acknowledge Stephen M. Vantassel (Univ. Nebraska, Lincoln) for
assisting with wildlife scat identification. Thanks also to Conner Casey, Anna Weigang, Billy
DeSisto, and Irwin Quintela for their assistance with field and lab work. We would like to ex-
tend our gratitude to the University of Maine Blueberry Hill Research Farm crew and cooperat-
ing growers. Gratitude is also extended to Summer Hess for offering valuable comments on the
revision of the manuscript.

Author Contributions

Conceived and designed the experiments: MS] ST VCHW FD. Performed the experiments:
MS]J ST DFB. Analyzed the data: MS] FD ST VCHW. Contributed reagents/materials/analysis
tools: VCHW FD. Wrote the paper: MS] ST VCHW ED. Set up and managed the overall proj-
ect: MS] ST DFB VCHW FD.

PLOS ONE | DOI:10.1371/journal.pone.0120904  April 7, 2015 12/14


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120904.s001

@’PLOS | ONE

Suppression of the Escherichia coli O157:H7 by Dung Beetles

References
1. Daszak P, Cunningham A, Hyatt A. Emerging infectious diseases of wildlife- threats to biodiversity and
human health. Science. 2000; (80-) 287: 443-449. PMID: 10642539
2. Gillespie JR. The underlying interrelated issues of biosecurity. J Am Vet Med Assoc. 2000; 216: 662—
664. PMID: 10707677
3. Jay MT, Cooley M, Carychao D, Wiscomb GW, Sweitzer RA, Crawford-Miksza L, et al. Escherichia coli
0157:H7 in feral swine near spinach fields and cattle, central california coast. Emerg Infect Dis. 2007;
13:1908-1911. doi: 10.3201/eid1312.070763 PMID: 18258044
4. Atwill ER. Implications of wildlife in E. coli outbreaks associated with leafy green produce. In: R.M. T,
Madon MB, editors. 23rd Vertebrate Pest Conference. University of California, Davis. 2008; pp. 5-6.
5. HanY, Selby T, Schultze K, Nelson P, Linton R. Decontamination of strawberries using batch and con-
tinuous chlorine dioxide gas treatments. J Food Prot. 2004; 67: 2450-2455. PMID: 15553627
6. Ferens WA, Hovde CJ. Escherichia coli O157:H7: animal reservoir and sources of human infection.
Foodborne Pathog Dis. 2011; 8: 465—487. doi: 10.1089/fpd.2010.0673 PMID: 21117940
7. Laidler MR, Tourdjman M, Buser GL, Hostetler T, Repp KK, Leman R, et al. Escherichia coli O157:H7
infections associated with consumption of locally grown strawberries contaminated by deer. Clin Infect
Dis. 2013; 1-6.
8. Cody SH, Glynn MK, Farrar JA, Cairns KL, Griffin PM, Kobayashi J, et al. An outbreak of Escherichia
coli O157:H7 infection from unpasteurized commercial apple Juice. Ann Intern Med. 1999; 130: 202—
209. PMID: 10049198
9. BesserR, LettS, Weber J, Doyle M, Barret T, Hoffman R, et al. An outbreak of diarrhea and hemolytic
uremic syndrome from Escherichia coli O157:H7 in fresh-pressed apple cider. J Am Med Assoc. 1993;
269: 2217-2220.
10. Kitzhaber J. News release: lab tests confirm source of E. coli 1057 from deer droppings in strawberry
fields in NW Oregon. 2011; Available: http://www.oregon.gov/oha/news/Documents/2011-0817a.pdf
11. Renter DG, Sargeant JM, Hygnstorm SE, Hoffman JD, Gillespie JR. Escherichia coli O157:H7 in free-
ranging deer in Nebraska. J Wildl Dis. 2001; 37: 755-760. PMID: 11763739
12.  Anderson JR, Loomis EC. Exotic dung beetles in pasture and range—land ecosystems. Calif Agric.
1978; 31-32.
13. Fincher GT. The potential value of dung beetles in pasture ecosystems. J Georg Entomol Soc. 1981;
16: 316-333.
14. Losey JE, Vaughan M. The economic value of ecological services provided by insects. Bioscience.
2006; 56: 311.
15. Nichols E, Spector S, Louzada J, Larsen T, Amezquita S, Favila ME, et al. Ecological functions and
ecosystem services provided by Scarabaeinae dung beetles. Biol Conserv. 2008; 141: 1461-1474.
16. Ryan U, Yang R, Gordon C, Doube B. Effect of dung burial by the dung beetle, Bubas bison, on num-
bers and viability of Cryptosporidium oocysts in cattle dung. Exp Parasitol. 2011; 129: 1—4. doi: 10.
1016/j.exppara.2011.06.009 PMID: 21745472
17.  XuJ, LiuQ, Jing H, Pang B, Yang J, Xhou G, et al. Isolation of Escherichia coli O157:H7 from dung bee-
tles Catharsius molossus. Microbiol Immunol. 2003; 47: 45-49. PMID: 12636252
18. Jones MS. Multiple drivers of arthropod-mediated predator and scavenger ecosystem services in the
Maine lowbush Blueberry (Vaccinium angustifolium) agroecosystem. M.Sc. Thesis, The University of
Maine. 2013.
19. Yarborough DE. Personal Communication 2013.
20. Larsen TH, Forsyth A. Trap spacing and transect design for dung beetle biodiversity studies. Biotropica.
2005; 37:322-325.
21. Bugguide.net. Species Onthophagus hecate- scooped scarab. 2004; Available: http:/bugguide.net/
node/view/3671.
22. Wheater P, Bell J, Cook P. Practical Field Ecology: a project guide. West Sussex: Wiley-Blackwell;
2011.
23. Feng P, Weagant S, Jinneman K. Bacteriological Analytical Manual, Chapter 4A, Diarrheagenic
Escherichia coli. Silver Spring, MD: U.S. Food and Drug Administration; 2011.
24. Moyne A, Sudarshana MR, Blessington T, Koike ST, Cahn MD, Harris L. Fate of Escherichia coli O157:

H7 in field-inoculated lettuce. Food Microbiol. 2011; 28: 1417—1425. doi: 10.1016/j.fm.2011.02.001
PMID: 21925023

PLOS ONE | DOI:10.1371/journal.pone.0120904  April 7, 2015 13/14


http://www.ncbi.nlm.nih.gov/pubmed/10642539
http://www.ncbi.nlm.nih.gov/pubmed/10707677
http://dx.doi.org/10.3201/eid1312.070763
http://www.ncbi.nlm.nih.gov/pubmed/18258044
http://www.ncbi.nlm.nih.gov/pubmed/15553627
http://dx.doi.org/10.1089/fpd.2010.0673
http://www.ncbi.nlm.nih.gov/pubmed/21117940
http://www.ncbi.nlm.nih.gov/pubmed/10049198
http://www.oregon.gov/oha/news/Documents/2011-0817a.pdf
http://www.ncbi.nlm.nih.gov/pubmed/11763739
http://dx.doi.org/10.1016/j.exppara.2011.06.009
http://dx.doi.org/10.1016/j.exppara.2011.06.009
http://www.ncbi.nlm.nih.gov/pubmed/21745472
http://www.ncbi.nlm.nih.gov/pubmed/12636252
http://Bugguide.net
http://bugguide.net/node/view/3671
http://bugguide.net/node/view/3671
http://dx.doi.org/10.1016/j.fm.2011.02.001
http://www.ncbi.nlm.nih.gov/pubmed/21925023

@’PLOS | ONE

Suppression of the Escherichia coli O157:H7 by Dung Beetles

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.
41.

42.

43.

44.

45.

46.

Islam M, Doyle MP, Phatak SC, Millner P, Jiang X. Survival of Escherichia coli O157:H7 in soil and on
carrots and onions in fields treated with contaminated manure composts or irrigation water. Food Micro-
biol. 2005; 22: 63-70.

Kudva IT, Blanch K, Hovde CJ. Analysis of Escherichia coli O157: H7 survival in ovine or bovine ma-
nure and manure slurry. Appl Environ Microbiol. 1998; 64: 3166—-3174. PMID: 9726855

Rogers LL. Seasonal changes in defecation rates of free-ranging white-tailed deer. J Wildl Manage.
1987; 51: 330-333.

O’Brien R, Kaiser M. MANOVA method for analyzign repeated measures designs: an extensive primer.
Psychol Bull. 1985; 97: 316—-333. PMID: 3983301

Nealis VG. Habitat associations and community analysis of south texas dung beetles (Coleoptera:
Scarabaeinae). Can J Zool. 1977; 55: 138-147.

Howden H, Cartwright O. Scarab beetles of the genus onthophagus latreille north of mexico (Coleop-
tera: Scarabaeidae). Proc united states Natl museum. 1963; 114: 1-163.

Fischer JR, Zhao T, Doyle MP, Goldberg MR, Brown CA, Sewell CT. et al. Experimental and field stud-
ies of Escherichia coli O157: H7 in white-tailed deer. Appl Environ Microbiol. 2001; 67: 1218-1224.
PMID: 11229913

Rasmussen MA, Casey TA Environmental and food safety aspects of Escherichia coli O157:H7 infec-
tions in cattle. Crit Rev Microbiol. 2001; 27: 57-73. PMID: 11450854

Franz E, van Diepeningen AD, de Vos OJ, van Bruggen AH. Effects of cattle feeding regimen and soil
management type on the fate of Escherichia coli O157: H7 and Salmonella enterica Serovar Typhimur-
ium in manure, manure-amended soil, and lettuce. Appl Environ Microbiol. 2005; 71: 6165-6174.
PMID: 16204535

Johannessen GS, Bengtsson GB, Heier BT, Bredholt S, Wasteson Y, Rervik LM, et al. Potential uptake
of Escherichia coli O157: H7 from organic manure into crisphead lettuce. Appl Environ Microbiol. 2005
71:2221-22. PMID: 15870303

Solomon EB, Yaron S, Matthews KR. Transmission of Escherichia coli O157: H7 from contaminated
manure and irrigation water to lettuce plant tissue and its subsequent internalization. Appl Environ
Microbiol. 2002; 68: 397-400. PMID: 11772650

Wendel AM, Johnson DH, Sharapov U, Grant J, Archer JR, Monson T, et al. Multistate outbreak of
Escherichia coli O157:H7 infection associated with consumption of packaged spinach, August-Septem-
ber 2006: the Wisconsin investigation. Clin Infect Dis. 2009; 48: 1079—1086. doi: 10.1086/597399
PMID: 19265476

Ackers ML, Mahon BE, Leahy E, Goode B, Damrow T, Hayes PS, et al. An outbreak of Escherichia coli
0157:H7 infections associated with leaf lettuce consumption. J Infect Dis. 1998; 177: 1588—1593.
PMID: 9607837

Renter DG, Gnad DP, Sargeant JM, Hygnstrom SE. Prevalence and serovars of Salmonella in the
feces of free-ranging white-tailed deer (Odocoileus virginianus) in Nebraska. J Wildl Dis. 2006; 42:
699-703. PMID: 17092906

Holter P. Effect of dung-beetles (Aphodius spp.) and earthworms on the disappearance of cattle dung.
Oikos. 1979; 32: 393-402.

Héldobler B, Wilson EO. The Ants. Berlin: Springer; 1990.

Hwang JS, Kim YJ, Bang HS, Yun EY, Kim YT, Kim SR, et al. Isolation of antibacterial response genes
from the dung beetle Copris tripartitus (Coleoptera: Scarabaeidae) immunized with Escherichia coli.
Eur J Entomol. 2008; 105: 355-359.

Koehler S, Doubsky J, Kaltenpoth M. Dymanics of the symbiont-mediated antibiotic production reveal
efficient long-term protection for beewold offspring. Front Zool. 2013; 10: 1-13 doi: 10.1186/1742-
9994-10-1 PMID: 23356547

Collins JD, Wall PG. Food safety and animal production systems: controlling zoonoses at farm level
food chain issues. Rev Sci Tech Int des Epizooties. 2004; 23: 685-700. PMID: 20128461

Bialka KL, Demirci A. Decontamination of Escherichia coli O157:H7 and Salmonella enterica on blue-
berries using ozone and pulsed UV-light. J Food Sci. 2007; 72: 391-396.

Janisiewicz WJ, Conway WS, Brown MW, Sapers GM, Fratamico P, Buchanan RL. Fate of Escherichia
coli O157: H7 on fresh-cut apple tissue and its potential for transmission by fruit flies. Appl Environ
Microbiol. 1999; 65: 1-5. PMID: 9872751

Bertone M, Watson W, Stringham M, Green J, Washburn S, Hucks M. Dung beetles of central and east-
ern North Carolina cattle pastures. NCSU Coop Ext.2006. Available: http://www.ces.ncsu.edu/depts/
ent/notes/forage/guidetoncdungbeetles.pdf.

PLOS ONE | DOI:10.1371/journal.pone.0120904  April 7, 2015 14/14


http://www.ncbi.nlm.nih.gov/pubmed/9726855
http://www.ncbi.nlm.nih.gov/pubmed/3983301
http://www.ncbi.nlm.nih.gov/pubmed/11229913
http://www.ncbi.nlm.nih.gov/pubmed/11450854
http://www.ncbi.nlm.nih.gov/pubmed/16204535
http://www.ncbi.nlm.nih.gov/pubmed/15870303
http://www.ncbi.nlm.nih.gov/pubmed/11772650
http://dx.doi.org/10.1086/597399
http://www.ncbi.nlm.nih.gov/pubmed/19265476
http://www.ncbi.nlm.nih.gov/pubmed/9607837
http://www.ncbi.nlm.nih.gov/pubmed/17092906
http://dx.doi.org/10.1186/1742-9994-10-1
http://dx.doi.org/10.1186/1742-9994-10-1
http://www.ncbi.nlm.nih.gov/pubmed/23356547
http://www.ncbi.nlm.nih.gov/pubmed/20128461
http://www.ncbi.nlm.nih.gov/pubmed/9872751
http://www.ces.ncsu.edu/depts/ent/notes/forage/guidetoncdungbeetles.pdf
http://www.ces.ncsu.edu/depts/ent/notes/forage/guidetoncdungbeetles.pdf


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


