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Campylobacter coli is the most common Campylobacter species found in pig (95%), but
the ability of this bacterium to survive in swine manure as well as the potential for caus-
ing human illness are poorly understood. We present here laboratory-scale experiments
to investigate the effect of temperature on the survival of C. coli in spiked swine manure
samples at temperatures from 4 to 52˚C. The survival of C. coli during storage for 30 days
was studied by three different methods: bacterial culture (plate counting), DNA qPCR, and
mRNA RT-qPCR. The results indicate that C. coli could survive in swine manure up to
24 days at 4˚C. At higher temperatures, this bacterium survived only 7 days (15˚C) or 6 days
(22˚C) of storage. The survival of C. coli was extremely short (few hours) in samples incu-
bated at 42 and 52˚C.The results from the RT-qPCR method were consistent with the data
from the bacterial culture method, indicating that it detected only viable C. coli cells, thus
eliminating false-positive resulting from DNA from dead C. coli cells.
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INTRODUCTION
Livestock wastes such as manure or slurry from intensive animal
production may contain pathogenic microorganisms including
viruses, bacteria (Escherichia coli, Campylobacter spp., and Sal-
monella), and protozoa (Mawdsley et al., 1995; Semenov et al.,
2009; Klein et al., 2011). There has been an increasing concern
about which effect of pathogens in animal manure may have on
human and animal health (Bicudo and Goyal, 2003). The manure
is a potential source of contamination to the aquatic environment
particularly where the slurry is used for fertilizing soil (Mawdsley
et al., 1995; Marti et al., 2009; Klein et al., 2011). In addition, it
has been reported that many farmers spread manure on the land
straight after removal from the tanks, either because of inade-
quate storage capacity or greater convenience (Nicholson et al.,
2005) which may release Campylobacters as well as other intesti-
nal pathogens into the environment via the feces from infected
animals.

Campylobacter spp. is currently the most common cause of
human gastrointestinal disease worldwide. It is estimated approx-
imately nine million human campylobacteriosis cases are reported
annually in 27 countries in the EU (EU27; Andreoletti et al., 2011).
The major sources of Campylobacter spp. are in animal intesti-
nal tracts including chickens, cattle, pigs, wild-living mammals,
and birds (Nielsen et al., 1997; Inglis et al., 2010; Oporto and
Hurtado, 2011). Although 95% of the human campylobacteriosis
cases attributed to Campylobacter jejuni, the importance of human
campylobacteriosis caused by Campylobacter coli is being recog-
nized due to an increased resistance of this pathogen to a greater
number of antimicrobials (Gebreyes et al., 2005). Pigs are known
to be frequently infected with Campylobacter (prevalence between

50 and 100%), to exhibit high counts of this pathogen in their
feces, and to show a dominance of C. coli species (Boes et al., 2005;
Jensen et al., 2006; Oporto et al., 2007).

It has been reported that soil is a source of microbial contam-
ination for fruits and vegetables, as evidenced by the isolation of
soil-residing pathogenic bacteria including Campylobacters from
fresh produce. Pathogens may be transferred to the environment
by application of inadequately composted or raw animal manures
or sewage (Berger et al., 2010; Gardner et al., 2011; Verhoeff-
Bakkenes et al., 2011). When pig feces or manures are applied
to the agricultural field, the presence of C. coli could contaminate
groundwater and soil either directly or indirectly after rainfalls.
Although C. coli is responsible for less than 5–7% of human
campylobacteriosis reported cases, the impact of this bacterium
is still substantial. It is estimated that human campylobacteriosis
caused by C. coli infection has an annual cost of millions of dol-
lars but despite the economic importance of this pathogen, most
Campylobacter research focuses upon C. jejuni (Humphrey et al.,
2007; Sheppard et al., 2010). Furthermore, it has been reported
recently that drinking water is the source of C. coli infection in
grandparent breeder farms (Pérez-Boto et al., 2010). Therefore,
control of the survival of this pathogen in the slurry during storage
(prior to field application) is important to prevent infection in man
and in animal as well as to prevent environmental contamination.

This study aimed to investigate the effect of various tem-
peratures on the survival of C. coli in swine slurry using three
different techniques: bacterial culture, DNA-based quantitative
PCR (qPCR) and reverse transcription quantitative real-time PCR
(RT-qPCR). Conventional bacterial culture methods for detec-
tion of Campylobacter spp. involving enrichment, isolation, and
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identification at the species level are labor-intensive and time-
consuming, requiring 5–6 days to complete (Collette et al., 2008).
While the major limitation of the DNA-based qPCR method is
the potential detection of both live and dead, or non-culturable
cells (Wolffs et al., 2005), RT-qPCR method in which mRNA is
targeted instead of DNA has greater potential for detecting viable
cells (Maurer, 2006). Five different temperatures were selected:
4˚C – a temperature used to mimic the average temperature in the
slurry tank during the winter time in Denmark; 15 and 22˚C, rep-
resenting the average temperatures in spring and summer times,
respectively; 42˚C is optimal growth temperature for thermophilic
Campylobacters; 52˚C – the temperature was chosen because it has
been reported that most anaerobic digestion processes of bio-waste
are operated at temperatures more than 50˚C (Chen, 1983; Han
and Dague, 1997; Wagner et al., 2008). A putative virulence gene,
the ceuE gene of C. coli was chosen as a biomarker for C. coli detec-
tion for both qPCR and RT-qPCR assays. This gene was selected
because it represents a good candidate for C. coli detection as it
is present in all isolated strains described to date (Gonzalez et al.,
1997; Gebreyes et al., 2005; Nayak et al., 2005). Furthermore, sev-
eral ceuE DNA-based methods have been developed for detection
of C. coli directly from complex biological samples such as feces
with a high sensitivity and specificity (Bang et al., 2003; Hong et al.,
2003).

MATERIALS AND METHODS
BACTERIAL STRAINS AND CULTURE CONDITIONS
Campylobacter coli reference strain CCUG-10955 isolated from
swine manure (Culture Collection of University of Gothenburg)
was used in this study for spiking of swine manure samples. The
strain was recovered on blood agar base No. 2 (CM271; Oxoid,
Greve, Denmark) supplemented with 5% (v/v) sterile defibri-
nated calf blood and isolated on modified charcoal cefoperazone
deoxycholate agar (mCCDA CM0739; Oxoid, Greve, Denmark)
with selective supplement SR0155 (Oxoid, Greve, Denmark). The
medium was prepared according to the manufacturer’s instruc-
tion. A solid selective medium, Abeyta–Hunt–Bark (AHB) agar
[National Veterinary Institute, Technical University of Denmark
(DTU-Vet), Aarhus, Denmark] with 1% triphenyltetrazolium
chloride (+TCC), was used for direct determination of colony-
forming unit (CFU). All Campylobacter spp. used in this study
were grown on blood agar plates at 42˚C in microaerophilic condi-
tions, whereas Salmonella, Escherichia coli, and Listeria strains were
grown on blood agar plates at 37˚C in aerobic conditions. Clostrid-
ium strain was grown on blood agar plates at 37˚C in anaerobic
conditions.

Bacterial DNA of Campylobacters (n = 9), Salmonella (n = 5),
E. coli (n = 2), Listeria (n = 1), and Clostridium (n = 1; Table 1)
was extracted using QIAamp® DNA Mini Kit (Qiagen, Copen-
hagen, Denmark). The DNA concentration was determined using
a NanoDrop 1000 spectrophotometer Thermo Scientific (Saveen
Werner ApS, Denmark). The bacterial DNA samples (2 ng/μl)
were used to evaluate the specificity of the qPCR assays.

MANURE SAMPLES
Liquid manure slurries used in this study were collected from
seven different pig farms for three times in 2 weeks in January,

Table 1 |The bacterial strains used in this study.

No. Species Strains Real-time

PCR

1 C. coli CCUG 10955 +
2 C. coli CCUG 11283 +
3 C. coli CCUG 10951 +
4 C. coli CCUG 12079 +
5 C. jejuni SC11 −
6 C. jejuni CCUG 11824 −
7 C. lari CCUG 19512 −
8 C. upsaliensis CCUG 15015 −
9 C. fetus CCUG 6823 −
10 Salmonella Typhimurium NCTC 12023 −
11 S. Typhimurium LT2 NCTC 12416 −
12 S. Enteritidis NCTC 13349 −
13 S. Enteritidis NCTC 12694 −
14 S. Dublin NCTC 09676 −
15 Escherichia coli NCTC 9001 −
16 E. coli CDT producing E6468/62 D2253 (O127:H11) −
17 Clostridium perfringens NCTC8239 −
18 Listeria monocytogenes NCTC 7973 −

2010 in Jutland (Denmark). A total of 5 l of manure slurry were
collected from two slurry tanks at each farm using a bucket after
10 min of mechanical mixing of the tank content. Subsequently,
the contents of the bucket were stirred and a 200-ml sample was
collected into a plastic bag. A total of 50 samples were stored in ice-
boxes and immediately transported to the laboratory. On arrival,
all samples were tested for the presence of Campylobacter spp.
by both bacterial culture and qPCR methods as described below
(see Detection of C. coli by Bacterial Culture Method and Detec-
tion and Quantification of C. coli by qPCR and RT-qPCR). Of 50
samples tested, 25 were Campylobacter-negative. All Campylobac-
ter-negative liquid manure samples were pooled and aliquoted
into 90 ml volumes and spiked with C. coli as follows. At an onset
of the experiment, each manure sample (90 ml) was spiked with
10 ml of C. coli in physiological saline (0.09% NaCl) to reach a
final concentration of 1 × 109 CFU/ml. The spiked samples (in
triplicate) were stored in Erlenmeyer flasks (Carolina, USA) and
incubated at various temperatures (4, 15, 22, 42, and 52˚C) under
aerobic conditions for up to 30 days. The samples incubated at
high temperatures (42 and 52˚C) were tested at 5 and 3 h, respec-
tively after spiking and were not processed after day 1 until day
30. The samples incubated at 15 and 22˚C were not processed
after day 7. However, all samples incubated at all selected tem-
peratures were tested by culture, qPCR, and RT-qPCR assays at
day 30.

TOTAL BACTERIAL RNA AND DNA EXTRACTION
The total bacterial nucleic acids (RNA and DNA) were extracted
from manure samples using cetyltrimethylammonium bromide
(CTAB) buffer and a part of the RNeasy Mini RNA isolation kit
(Qiagen, Copenhagen, Denmark) according to the manufacturer’s
protocol. Briefly, 1 ml of each bacterial manure suspension was
transferred to a microcentrifuge tube and centrifuged at 8,000 g
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for 7 min. The pellets were mixed with 0.5 ml of CTAB extraction
buffer, 0.5 ml of phenol–chloroform–isoamyl alcohol (25:24:1, pH
8.0) and 250 mg of zirconia/silica beads. The sample and beads was
mixed by vortex for 30 s. The lysate was centrifuged at 13,000 g for
5 min. The aqueous phase was purified by chloroform–isoamyl
alcohol (24:1) extraction. The mixture was centrifuged at 13,000 g
for 5 min. The volume of the aqueous phase was estimated and
the nucleic acids were precipitated by adding a 0.08 volume of
chilled 7.5 M ammonium acetate and a 0.54 volume of chilled iso-
propanol. For the DNA extraction, instructions for step (a) were
followed, and for the RNA extraction, instructions for step (b)
were followed.

a) The tube was inverted 20–30 times to mix the components and
incubated on ice for 30–40 min. The precipitated DNA was col-
lected by centrifugation at 13,000 g for 10 min at 4˚C. The DNA
pellet was washed once using ice-cold 70% ethanol and dried
by air. The DNA pellet was suspended in 50 μl of DNase-free
water. The DNA preparation was used immediately or stored
at −20˚C until needed.

b) The mixture, including any precipitate that may have formed,
was transferred to an RNeasy spin column placed in a 2-
ml collection tube from the RNeasy Mini RNA isolation kit
(Qiagen, Copenhagen, Denmark) and centrifuged for 15 s at
8,000 g. Washing steps were followed according to the manu-
facturer’s protocol. The RNA was eluted in 50 μl of RNase-free
water and treated with 0.3 U ml−1 of DNase I Amplification
Grade (Invitrogen, Denmark) according to the manufacturer’s
instruction. The DNA-free RNA products were transcribed to
complementary DNA (cDNA) using the iScript™ cDNA Syn-
thesis Kit (Bio-Rad, USA) with pre-mixed RNase inhibitor
and random hexamer primers, according to the manufacturer’s
instruction.

DESIGN OF PRIMERS AND STANDARD CURVE FOR qPCR
The sequences from ceuE gene of C. coli (accession number:
X88849.1) were obtained from NCBI GenBank and used for
primer design. After multiple sequence alignment by using the
ClustalW program (Chenna et al., 2003), a primer pair namely
ceuE-F/ceuE-R with sequences flanking to the conserved regions
in C. coli ceuE gene was designed using the Primer 3 pro-
gram (http://frodo.wi.mit.edu/primer3/). The forward primer
(ceuE-F), 5′-AAATTTCCGCTTTTGGACCT-3′ (corresponding to
nucleotide position 3328–3348 in ceuE gene) and the reverse
primer (ceuE-R), 5′-CCTTGTGCGCGTTCTTTATT-3′ (corre-
sponding to nucleotide position 3504–3524 in ceuE gene) were
used to amplify a 196-bp fragment.

To enable accurate quantification of C. coli, a standard curve for
the qPCR assays was generated. A 24-h growth of C. coli at 42˚C
in microaerophilic conditions on blood agar plates was harvested
in physiological saline (0.09% NaCl). Serial 10-fold dilutions of C.
coli were added to each Campylobacter-negative manure sample,
and the spiked materials were immediately used for DNA isolation.
This experiment was carried in duplicate. The DNA extracts of 10-
fold dilutions from 1 × 108 to 1 × 102 CFU/ml were used for qPCR
assays to establish the standard curve and used for quantifying C.
coli in swine manure.

DETECTION OF C. COLI BY BACTERIAL CULTURE METHOD
Duplicate 10-fold serial dilutions ranging from 100 to 10−9 of
each sample were prepared and 100 μl of each dilution was spread
in duplicate onto pre-dried (at 22˚C for 45 min) AHB plates
and incubated for 48 h at 42˚C in microaerophilic conditions.
The selective AHB agar plates were applied according to the rec-
ommendations of ISO 10272-1:2006 (Anonymous, 2006). Plates
were inspected to detect the presence of colonies presumed to be
Campylobacter because of their characteristics. The detection limit
of culture method was 500 CFU/ml. Five presumptive Campy-
lobacter colonies from each manure sample were picked and used
directly for verification by a conventional PCR method described
previously (Lund et al., 2003).

DETECTION AND QUANTIFICATION OF C. COLI BY qPCR AND RT-qPCR
Quantitative real-time PCR and RT-qPCR were carried out in
an Mx3005P thermocycler (Stratagene, Denmark) using ceuE
primers. The PCR mixtures (25 μl) contained 5 μl DNA or 5 μl
cDNA, 12.5 μl of 2× PCR master mix (Promega, Denmark),
400 nM of each primer and 50000× diluted SYBR green (Invit-
rogen, Denmark). The qPCR conditions consist of an initial heat–
denaturing step at 94˚C for 5 min; followed by 45 cycles of 94˚C
for 15 s, annealing at 56˚C for 20 s, and extended at 72˚C for
15 s; followed by an elongation step at 72˚C for 3 min. In every
qPCR analysis, the C. coli standard for absolute quantification was
included. A negative control (5 μl of water) and a positive DNA
control (5 μl) of C. coli DNA (2 ng/μl) were included.

Post amplification melting temperature (T m) analysis from 60
to 95˚C at 0.5˚C increments was conducted to confirm specific
ceuE product (T m = 80˚C). The Mx3005P detection software was
used to determine threshold cycle (C t) values, T m, and the stan-
dard curve. Negative controls included RNase- and DNase-free
water and nucleic acid extracts from un-spiked manure samples
to determine any possible cross-reactivity or contamination (false-
positive results). The product of ended point qPCR assays was
also analyzed using agarose gel electrophoresis. Five microliters
of PCR products were loaded on 2% of agarose gel (BioWhit-
taker, Inc., USA) containing 0.1 μg of ethidium bromide/ml and
the electrophoresis was performed at 400 V for 45 min. The gel
was visualized on an UV transillumination (Ultra-Violet Products,
Ltd., Cambridge, UK).

STATISTICAL ANALYSES
The values were expressed as the average ± SD. The data were ana-
lyzed for statistical significance using one-way ANOVA (ANalysis
Of VAriance, Microsoft Excel). A p-value ≤0.05 was considered to
be statistically significant.

RESULTS
SPECIFICITY AND SENSITIVITY OF qPCR AND RT-qPCR ASSAYS
The specificity of assays was determined by qPCR assays with the
DNA targets isolated from pure cultures of 18 Campylobacter and
non-Campylobacter strains (Table 1). All C. coli strains (n = 4)
were identified correctly. None of the five different Campylobac-
ter species and none of the non-Campylobacter strains employed
in the tests gave any positive signal (Table 1). The specificity of
the PCR amplified products was determined by both melting
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curves (T m) and agarose gel electrophoresis analysis. As expected,
a T m single peak at 80˚C for C. coli ceuE gene amplified products
(Figure 1A) and a single band of 196-bp ceuE amplified prod-
uct was obtained with agarose gel electrophoresis (Figure 1B).
Un-spiked manure samples and water gave the expected negative
results both in the qPCR assays and in the melting curve analysis
(Figure 1). In all RT-qPCR assays, the RNA samples were amplified
by qPCR to test for DNA contamination. We did not obtain any
peaks at 80˚C or any 196-bp amplified product by gel electrophore-
sis (data not shown) on DNaseI-treated nucleic acid extracts,
verifying that DNA was totally removed. By using serial dilutions of
Campylobacter DNA and mRNA extracted as described in Section
“Materials and Methods” from a known number of C. coli, the sen-
sitivity of qPCR and RT-qPCR were tested. The sensitivity of the
DNA-based qPCR assay was as low as 100 CFU/ml, whereas the
sensitivity of the RT-qPCR assay was 1000 CFU/ml, respectively.

STANDARD CURVE FOR ABSOLUTE QUANTIFICATION OF qPCR ASSAYS
To determine absolute quantification of qPCR, nucleic acid stan-
dard was generated from genomic DNA of C. coli. The C t-values
were plotted as a function of the cell concentration and the
plot showed the expected linear relationship between the log10

of Campylobacter CFU per milliliter (CFU/ml) and C t-values

FIGURE 1 | (A) Melting temperature curve of ceuE qPCR products: (+)
control: positive control; arrows represent ceuE melting curves of C. coli
strains (4 different strains) and negative signals of non-C. coli strains (14
different strains), un-spiked samples, and water. (B) Agarose gel
electrophoresis of qPCR products: Lane 1–4 (four different C. coli strains)
with 196-bp band, lane M, 100-bp DNA marker; lane 5–18, 14 non-C. coli
strains; lane 19, water; lane 20, un-spiked manure sample.

(Figure 2). The standard curve slope was −3.218, which corre-
sponded to ∼100% efficiency for the PCR assay, using the formula
E (efficiency) = (10−1/slope) − 1 and the calibration curve is linear
with a correlation coefficient (R2) = 0.996.

DETERMINATION OF SURVIVAL OF C. COLI IN SWINE MANURE BY
BACTERIAL CULTURE AND RT-qPCR METHODS
Figure 3 shows the levels of C. coli in manure samples incu-
bated at five different temperatures: 4, 15, 22, 42, and 52˚C. A
decrease level of C. coli in all swine manure samples was observed
throughout the experiment at all incubation temperatures by both
bacterial culture and RT-qPCR methods. At 4˚C, the viable C.
coli cells were detected up to day 24 of storage by both meth-
ods (Figure 3A). Using bacterial culture and RT-qPCR methods,
approximately 5 × 107 and 6.0 × 103 CFU/ml were obtained at day
1 and day 24, respectively (Figure 3A). At 15˚C, the viable C. coli
cells in manure samples were still detectable up to day 7 (approx-
imately 1.2 × 103 CFU/ml) by bacterial culture method but could
only be detected by RT-qPCR until day 6 (∼1 × 103 CFU/ml;
Figure 3B). At 22˚C, the viable C. coli cells were detected up to
day 6 with approximately 6.2 × 103 and 2 × 103 CFU/ml obtained
by bacterial culture method and RT-qPCR method, respectively
(Figure 3C). As shown in Figures 3D,E), a rapid decrease of the
counts of viable C. coli cells was observed at 42˚C (approximately
1.5 × 104 CFU/ml) and 52˚C (approximately 1 × 104 CFU/ml)
using the bacterial culture method after 5 and 3 h of incubation,
respectively. At these high temperatures, viable C. coli cells were
not detected by both methods after 24 h. It should note that all
samples were incubated until day 30.

PERSISTENCE OF C. COLI DNA IN SWINE MANURE
As shown in Figures 3A–C, a slight decrease level of C. coli
DNA was obtained using DNA-based qPCR method at 4, 15,
and 22˚C. At 4˚C, approximately 1.2 × 108 and 2.8 × 107 CFU/ml
were obtained at day 1 and day 24, respectively. At 15 and 22˚C,
we observed the similar amounts of C. coli DNA ranging from
∼1 × 108 to 2.7 × 107 CFU/ml at day 1 and day 7, respectively
(Figures 3B,C). Although none of viable C. coli cells was observed
by either bacterial culture or RT-qPCR method at day 30 of storage,
high levels (∼2 × 107 CFU/ml) of C. coli DNA were still observed
by DNA-based qPCR method in all samples at these incubation
temperatures (4, 15, and 22˚C; data not shown). At higher tem-
peratures (42 and 52˚C), although a slight decrease level of C. coli
DNA was obtained after 24 h, it was still persistent until day 30
with approximately 1.5 × 103 CFU/ml (Figures 3D,E).

DISCUSSION
The introduction of new molecular methods has become an espe-
cially important advance in reducing the time required for the
detection of Campylobacter spp. and detecting viable bacteria in
environmental samples through their DNA (Rudi et al., 2004; Rid-
ley et al., 2008). The precise correlation of cell viability and the
detected level of DNA have been shown to be poor, since bacterial
DNA persists in dead cells for significant periods of time (Masters
et al., 1994; Young et al., 2007). It has been demonstrated that bac-
terial DNA persisted in a PCR-detectable form in culture–negative
environmental (Deere et al., 1996), and clinical samples (Hellyer
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FIGURE 2 |The standard curve for absolute quantification of C. coli in swine manure. Standard curves produced from 10-fold serial dilutions ranging from
1 × 102 to 1 × 108 CFU/ml swine manure sample of C. coli (CCUG 11283), showing the relationship between C t -values and CFU/ml for qPCR assays. C t , cycle
threshold.

et al., 1999). In contrast, the half-life of most bacterial mRNA has
been reported to range from 0.5 to 50 min (Takayama and Kjelle-
berg, 2000). In addition, it has been shown that the use of bacterial
mRNA for RT-qPCR could provide a more closely correlated indi-
cation of the cell viability status than DNA-based methods (Keer
and Birch, 2003).

In the present study, we use mRNA as a maker for cell viability,
and ceuE gene, a putative virulence gene of C. coli was selected as a
biomarker for viable cells using RT-qPCR method. The ceuE gene
product – a lipoprotein, plays an important role as a component of
a protein-binding-dependent transport system for the siderophore
enterochelin of C. coli (Richardson and Park, 1995). Our data indi-
cated that the viable cells counts of C. coli in swine manure at all
incubation temperatures determined by RT-qPCR and by culture
method were almost equivalent (Figure 3). The results are in a
good agreement with a previous study reported by Matsuda et al.
(2006) who used RT-qPCR to enumerate bacteria in human feces
and peripheral blood. Moreover, the positive signals were observed
by RT-qPCR as long as viable C. coli cells were counted by bac-
terial culture method. In contrast, our results showed that the
levels of C. coli DNA in manure obtained by DNA-based qPCR
method were significantly (p < 0.001) higher than those obtained
by either bacterial culture or RT-qPCR method in all manure
samples at all incubation temperatures tested. Although no viable
C. coli cells were detected by either bacterial culture or RT-qPCR
in any manure samples stored at day 30, the significant levels of
C. coli DNA were still detected by DNA-based qPCR showing that

this method gave false-positive resulting from DNA from dead C.
coli cells. Similar results have been found in several previous stud-
ies and the explanation for this phenomenon is the use of qPCR to
detect the DNA as target could also detect the DNA from dead or
non-viable cells (Lund et al., 2004; Rudi et al., 2004; Wolffs et al.,
2005). It was reported that DNA from dead bacterial cells could
persist for up to 3 weeks after the cell death (Josephson et al., 1993)
and that persistence could lead to an overestimation of the number
of viable cells and false-positive results (Wolffs et al., 2005). RT-
qPCR is therefore superior to DNA-based qPCR for determining
the concentration of viable bacteria.

Recently, it has been reported that propidium monoazide PCR
(PMA-PCR) and ethidium monoazide PCR (EMA-PCR) could be
used to detect and to quantify viable Campylobacter in complex
samples (Rudi et al., 2005; Inglis et al., 2010; Josefsen et al., 2010).
However, the advantage of our method presented here is that by
detecting the mRNA level of a putative virulence gene, it is not
only possible to detect and quantify viable C. coli but also to study
the potential pathogenicity of this bacterium during the storage
of manure.

Temperature has been shown to be a major factor determin-
ing pathogen inactivation during the storing and composting of
animal manures (Hutchison et al., 2005; Nicholson et al., 2005;
Larney and Hao, 2007). However, little is known about quanti-
tative data on microbial inactivation rates and the influence of
temperature in these materials, if not controversial (Inglis et al.,
2010). In this study, the influence of temperature on the survival
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FIGURE 3 |The detection and quantification of C. coli in swine manure

samples incubated at various temperatures (4, 15, 22, 42, and 52˚C) by

bacterial culture (counting), DNA-based qPCR (DNA), and RT-qPCR (RNA)

methods with (A) at 4˚C, (B) at 15˚C, (C) at 22˚C, (D) at 42˚C, and (E) at

52˚C. Data are means and SE of at least three independent experiments; (**):
not detected.

and fate of C. coli in swine manure stored at various temperatures
was investigated. Using bacterial culture and RT-qPCR methods,
a great decline of viable C. coli cells was observed at high tem-
peratures (15, 22, 42, and 52˚C). Our findings are in very good
agreement with data from (Hänel and Atanassova, 2007) who
showed that the number of Campylobacter on turkey meat sam-
ples incubated at 25˚C was severely decreased in comparison to
the same samples incubated at 4˚C. Our data also showed that
C. coli could survive up to 24 days in the samples incubated at
4˚C in aerobic conditions. In contrast, at higher temperatures (at

42 or 52˚C), no viable C. coli cells were detected after 24 h using
either bacterial culture or RT-qPCR method. These findings are in
agreement with data from previous study reported by Garénaux
et al. (2009) who revealed that a cross protection between the cold
shock response and oxidative stress response might explain the
increased resistance of bacteria at low temperature. In addition, it
has been shown that superoxide dismutase, as well as other oxi-
dized stress related proteins were over-expressed at 4˚C (Stintzi,
2003). Several studies have suggested that the enhanced survival
of Campylobacter in various biological milieus is due to cold stress
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(Buswell et al., 1998; Chan et al., 2001; Moen et al., 2005). Fur-
thermore, a number of genes involved in energy metabolism have
been reported to be up-regulated at 5˚C in comparison to at 25˚C
(Moen et al., 2005). Few data are available on survival of Campy-
lobacter spp. under oxidative stress conditions in animal manures,
especially swine manure. In this study, the swine manure samples
were collected from open slurry tanks at the pig farm and the con-
ditions for testing resembled aerobic conditions at the farm. From
the data of our study, it seems that the survival of C. coli in swine
manure under aerobic conditions depends on temperature. This
is of particular importance because at low temperature (4˚C) used
allows bacterial survival longer and at higher rates (24 days), while
at higher temperatures (42 and 52˚C), survival of C. coli is severely
affected (few hours).

Outbreaks of food-borne illness caused by food-borne
pathogens associated with contaminated fruit and vegetables have
recently reported and received worldwide attention (Pakalniskiene
et al., 2009; Gajraj et al., 2011; Gardner et al., 2011). Veg-
etables can become contaminated with pathogenic organisms
while growing or during harvesting and the most likely source
is the application of manure or compost as fertilizer to fields
where crops are grown and the fecal contamination of irriga-
tion water (Berger et al., 2010; Oliveira et al., 2010). In addi-
tion, the storage of manure plays an important role in sur-
vival of pathogens during transmission (Kearney et al., 1993).
The results of our study suggest that swine manure before

application on the agricultural soil should be treated prop-
erly such as increasing the temperature up to 42˚C or even
more than 52˚C for few hours since low temperatures allow
Campylobacters survive a longer time (at least 24 days at
4˚C).

In summary, this study compared, for the first time, the survival
of C. coli in swine manure at various temperatures is investigated
using bacterial culture method and molecular methods. The data
suggest that C. coli in swine manure might be sensitive to aerobic
conditions at high temperatures (15 and 22˚C), especially at 42
and 52˚C. Exposure to high temperatures has a stronger effect on
survival of C. coli in swine manure than at low temperature (4˚C).
Furthermore, a good correlation was observed throughout the
experiments between the number of viable C. coli cells obtained
by RT-qPCR and those obtained by bacterial culture method. In
contrast, greater differences between DNA C. coli levels obtained
by DNA-based qPCR and CFU levels obtained by either bacterial
culture or RT-qPCR method. Our findings draw an attention for
the need of determining the level of contaminated pathogens at
various temperatures in whole-slurry or manure before applying
to the agricultural soil.

ACKNOWLEDGMENTS
This study was supported by the Pathos Project funded by the
Strategic Research Council of Denmark (ENV 2104-07-0015). We
thank Jonas Høgberg for skilled technical assistance.

REFERENCES
Andreoletti, O., Budka, H., Buncic,

S., Collins, J. D., Griffin, J., Hald,
T., Havelaar, A., Hope, J., Klein,
G., Mclauchlin, J., Müller-Graf, C.,
Nguyen-The,C.,Noerrung,B.,Peixe,
L., Maradona, M. P., Ricci, A., Sofos,
J., Threlfall, J., Vågsholm, I., and
Vanopdenbosch, E. (2011). Scientific
opinion on Campylobacter in broiler
meat production: control options
and performance objectives and/or
targets at different stages of the food
chain. EFSA J. 9, 141.

Anonymous. (2006). Microbiology of
Food and Animal Feeding Stuffs-
Horizontal Method for Detection and
Enumeration of Campylobacter spp.
BS EN ISO 10272-1:2006. London:
British Standards Institution.

Bang, D. D., Nielsen, E. M., Scheutz,
F., Pedersen, K., Handberg, K., and
Madsen, M. (2003). PCR detec-
tion of seven virulence and toxin
genes of Campylobacter jejuni and
Campylobacter coli isolates from
Danish pigs and cattle and cyto-
lethal distending toxin production
of the isolates. J. Appl. Microbiol. 94,
1003–1014.

Berger, C. N., Sodha, S. V., Shaw,
R. K., Griffin, P. M., Pink, D.,
Hand, P., and Frankel, G. (2010).
Fresh fruit and vegetables as vehi-
cles for the transmission of human
pathogens. Environ. Microbiol. 12,
2385–2397.

Bicudo, J. R., and Goyal, S. M. (2003).
Pathogens and manure management
systems: a review. Environ. Technol.
24, 115–130.

Boes, J., Nersting, L., Nielsen, E. M.,
Kranker, S., En, Oslash, E, C., Wach-
mann, H. C., and Baggesen, D. L.
(2005). Prevalence and diversity of
Campylobacter jejuni in pig herds
on farms with and without cat-
tle or poultry. J. Food Prot. 68,
722–727.

Buswell, C. M., Herlihy,Y. M., Lawrence,
L. M., Mcguiggan, J. T. M., Marsh, P.
D., Keevil, C. W., and Leach, S. A.
(1998). Extended survival and per-
sistence of Campylobacter spp. in
water and aquatic biofilms and their
detection by immunofluorescent-
antibody and -rRNA staining. Appl.
Environ. Microbiol. 64, 733–741.

Chan, K. F., Le Tran, H., Kanenaka, R.
Y., and Kathariou, S. (2001). Survival
of clinical and poultry-derived iso-
lates of Campylobacter jejuni at a low
temperature (4˚C). Appl. Environ.
Microbiol. 67, 4186–4191.

Chen, Y. R. (1983). Kinetic analysis of
anaerobic digestion of pig manure
and its design implications. Agric.
Wastes 8, 65–81.

Chenna, R., Sugawara, H., Koike, T.,
Lopez, R., Gibson, T. J., Higgins, D.
G., and Thompson, J. D. (2003).
Multiple sequence alignment with
the clustal series of programs.
Nucleic Acids Res. 31, 3497–3500.

Collette, F., Whichard, J., and
Nachamkin, I. (2008). “Diagnosis
and antimicrobial susceptibility of
Campylobacter species,” in Campy-
lobacter, 3rd Edn, eds I. Nachamkin,
C. M. Szymanski, and M. J. Blaser
(Washington, DC: ASM Press),
227–243.

Deere, D., Porter, J., Pickup, R. W., and
Edwards, C. (1996). Survival of cells
and DNA of Aeromonas salmonicida
released into aquatic microcosms. J.
Appl. Microbiol. 81, 309–318.

Gajraj, R., Pooransingh, S., Hawker, J. I.,
and Olowokure, B. (2011). Multiple
outbreaks of Salmonella braenderup
associated with consumption of ice-
berg lettuce. Int. J. Environ. Health
Res. 1–6.

Gardner, T. J., Fitzgerald, C., Xavier, C.,
Klein, R., Pruckler, J., Stroika, S.,
and Mclaughlin, J. B. (2011). Out-
break of campylobacteriosis associ-
ated with consumption of raw peas.
Clin. Infect. Dis. 53, 26–32.

Garénaux, A., Ritz, M., Jugiau, F., Rama,
F., Federighi, M., and De Jonge, R.
(2009). Role of oxidative stress in
C. jejuni inactivation during freeze-
thaw treatment. Curr. Microbiol. 58,
134–138.

Gebreyes, W. A., Thakur, S., and Mor-
row, W. E. M. (2005). Campylobac-
ter coli: prevalence and antimicro-
bial resistance in antimicrobial-free
(ABF) swine production systems. J.
Antimicrob. Chemother. 56, 765–768.

Gonzalez, I., Grant, K., Richard-
son, P., Park, S., and Collins, M.
(1997). Specific identification of
the enteropathogens Campylobacter
jejuni and Campylobacter coli by
using a PCR test based on the ceuE
gene encoding a putative virulence
determinant. J. Clin. Microbiol. 35,
759–763.

Han, Y., and Dague, R. R. (1997).
Laboratory studies on the
temperature-phased anaerobic
digestion of domestic primary
sludge. Water Environ. Res. 69,
1139–1143.

Hänel, C. M., and Atanassova, V.
(2007). Impact of different stor-
age factors on the survivability of
Campylobacter jejuni in turkey meat.
FEMS Immunol. Med. Microbiol. 49,
146–148.

Hellyer, T. J., Desjardin, L. E., Hehman,
G. L., Cave, M. D., and Eisenach,
K. D. (1999). Quantitative analy-
sis of mRNA as a marker for
viability of Mycobacterium tuber-
culosis. J. Clin. Microbiol. 37,
290–295.

Hong, Y., Berrang, M. E., Liu, T.,
Hofacre, C. L., Sanchez, S., Wang,
L., and Maurer, J. J. (2003). Rapid
detection of Campylobacter coli, C.
jejuni, and Salmonella enterica on
poultry carcasses by using PCR-
enzyme-linked immunosorbent
assay. Appl. Environ. Microbiol. 69,
3492–3499.

www.frontiersin.org December 2011 | Volume 2 | Article 262 | 7

http://www.frontiersin.org
http://www.frontiersin.org/Food_Microbiology/archive


Bui et al. Campylobacter coli in swine manure

Humphrey, T., O’Brien, S., and Mad-
sen, M. (2007). Campylobacters as
zoonotic pathogens: a food produc-
tion perspective. Int. J. Food Micro-
biol. 117, 237–257.

Hutchison, M. L., Walters, L. D., Moore,
A., and Avery, S. M. (2005). Declines
of zoonotic agents in liquid livestock
wastes stored in batches on-farm. J.
Appl. Microbiol. 99, 58–65.

Inglis, G. D., Mcallister, T. A., Lar-
ney, F. J., and Topp, E. (2010).
Prolonged survival of Campylobac-
ter species in bovine manure com-
post. Appl. Environ. Microbiol. 76,
1110–1119.

Jensen, A. N., Dalsgaard, A., Baggesen,
D. L., and Nielsen, E. M. (2006).
The occurrence and characteriza-
tion of Campylobacter jejuni and C.
coli in organic pigs and their out-
door environment. Vet. Microbiol.
116, 96–105.

Josefsen, M. H., Lofstrom, C., Hansen,
T. B., Christensen, L. S., Olsen, J.
E., and Hoorfar, J. (2010). Rapid
quantification of viable Campy-
lobacter bacteria on chicken car-
casses, using real-time PCR and
propidium monoazide treatment, as
a tool for quantitative risk assess-
ment. Appl. Environ. Microbiol. 76,
5097–5104.

Josephson, K. L., Gerba, C. P., and
Pepper, I. L. (1993). Polymerase
chain reaction detection of nonvi-
able bacterial pathogens. Appl. Envi-
ron. Microbiol. 59, 3513–3515.

Kearney, T. E., Larkin, M. J., and Levett,
P. N. (1993). The effect of slurry stor-
age and anaerobic digestion on sur-
vival of pathogenic bacteria. J. Appl.
Microbiol. 74, 86–93.

Keer, J. T., and Birch, L. (2003). Mol-
ecular methods for the assessment
of bacterial viability. J. Microbiol.
Methods 53, 175–183.

Klein, M., Brown, L., Ashbolt, N.
J., Stuetz, R. M., and Roser, D.
J. (2011). Inactivation of indica-
tors and pathogens in cattle feed-
lot manures and compost as deter-
mined by molecular and culture
assays. FEMS Microbiol. Ecol. 77,
200–210.

Larney, F. J., and Hao, X. (2007). A
review of composting as a man-
agement alternative for beef cat-
tle feedlot manure in southern
Alberta, Canada. Bioresour. Technol.
98, 3221–3227.

Lund, M., Nordentoft, S., Pedersen, K.,
and Madsen,M. (2004). Detection of
Campylobacter spp. in chicken fecal
samples by real-time PCR. J. Clin.
Microbiol. 42, 5125–5132.

Lund, M., Wedderkopp, A., Wainø, M.,
Nordentoft,S.,Bang,D. D.,Pedersen,

K., and Madsen, M. (2003). Evalua-
tion of PCR for detection of Campy-
lobacter in a national broiler sur-
veillance programme in Denmark. J.
Appl. Microbiol. 94, 929–935.

Marti, R., Dabert, P., and Pourcher,
A.-M. (2009). Pig manure contam-
ination marker selection based on
the influence of biological treatment
on the dominant fecal microbial
groups. Appl. Environ. Microbiol. 75,
4967–4974.

Masters, C. I., Shallcross, J. A., and
Mackey, B. M. (1994). Effect of
stress treatments on the detection of
Listeria monocytogenes and entero-
toxigenic Escherichia coli by the
polymerase chain reaction. J. Appl.
Microbiol. 77, 73–79.

Matsuda, K., Tsuji, H.,Asahara, T., Kado,
Y., and Nomoto, K. (2006). Sensitive
quantitative detection of commensal
bacteria by rRNA-targeted reverse
transcription (RT)-PCR. Appl. Env-
iron. Microbiol. 73, 32–39.

Maurer, J. J. (2006). “The mythology of
PCR: a warning to the wise,” in PCR
Methods in Foods, ed. J. Maurer (New
York, NY: Springer), 27–40.

Mawdsley, J. L., Bardgett, R. D., Merry,
R. J., Pain, B. F., and Theodorou,
M. K. (1995). Pathogens in livestock
waste, their potential for movement
through soil and environmental pol-
lution. Appl. Soil Ecol. 2, 1–15.

Moen, B., Oust, A., Langsrud, O., Dor-
rell, N., Marsden, G. L., Hinds, J.,
Kohler, A., Wren, B. W., and Rudi,
K. (2005). Explorative multifactor
approach for investigating global
survival mechanisms of Campy-
lobacter jejuni under environmental
conditions. Appl. Environ. Microbiol.
71, 2086–2094.

Nayak, R., Stewart, T. M., and Nawaz,
M. S. (2005). PCR identification of
Campylobacter coli and Campylobac-
ter jejuni by partial sequencing of
virulence genes. Mol. Cell. Probes 19,
187–193.

Nicholson, F. A., Groves, S. J., and
Chambers, B. J. (2005). Pathogen
survival during livestock manure
storage and following land appli-
cation. Bioresour. Technol. 96,
135–143.

Nielsen, E. M., Engberg, J., and Madsen,
M. (1997). Distribution of serotypes
of Campylobacter jejuni and C. coli
from Danish patients, poultry, cat-
tle and swine. FEMS Immunol. Med.
Microbiol. 19, 47–56.

Oliveira, M., Usall, J., Viñas, I., Anguera,
M., Gatius, F., and Abadias, M.
(2010). Microbiological quality of
fresh lettuce from organic and con-
ventional production. Food Micro-
biol. 27, 679–684.

Oporto, B., Esteban, J. I., Aduriz, G.,
Juste, R. A., and Hurtado, A. (2007).
Prevalence and strain diversity of
thermophilic Campylobacters in cat-
tle, sheep and swine farms. J. Appl.
Microbiol. 103, 977–984.

Oporto, B., and Hurtado, A. (2011).
Emerging thermotolerant Campy-
lobacter species in healthy ruminants
and swine. Foodborne Pathog. Dis. 8,
807–813.

Pakalniskiene, J., Falkenhorst, G., Lisby,
M., Madsen, S. B., Olsen, K. E. P.,
Nielsen, E. M., Mygh, A., Boel, J., and
Mølbak,K. (2009). A foodborne out-
break of enterotoxigenic E. coli and
Salmonella Anatum infection after
a high-school dinner in Denmark,
November 2006. Epidemiol. Infect.
137, 396–401.

Pérez-Boto, D., García-Peña, F. J., Abad-
Moreno, J. C., Hurtado-Pizarro,
M. D., Pérez-Cobo, I., and Aurora
Echeita, M. (2010). Drinking water
as the source of Campylobacter
coli infection in grandparent heavy
breeders. Avian Pathol. 39, 483–487.

Richardson, P. T., and Park, S. F. (1995).
Enterochelin acquisition in Campy-
lobacter coli: characterization of
components of a binding-protein-
dependent transport system. Micro-
biology 141, 3181–3191.

Ridley, A. M., Allen, V. M., Sharma,
M., Harris, J. A., and Newell, D. G.
(2008). Real-time PCR approach for
detection of environmental sources
of Campylobacter strains colonizing
broiler flocks. Appl. Environ. Micro-
biol. 74, 2492–2504.

Rudi, K., Hoidal, H. K., Katla, T.,
Johansen, B. K., Nordal, J., and
Jakobsen, K. S. (2004). Direct real-
time PCR quantification of Campy-
lobacter jejuni in chicken fecal and
cecal samples by integrated cell
concentration and DNA purifica-
tion. Appl. Environ. Microbiol. 70,
790–797.

Rudi,K.,Moen,B.,Dromtorp,S. M.,and
Holck, A. L. (2005). Use of ethid-
ium monoazide and PCR in com-
bination for quantification of viable
and dead cells in complex sam-
ples. Appl. Environ. Microbiol. 71,
1018–1024.

Semenov, A. V., Van Overbeek, L., and
Van Bruggen, A. H. C. (2009). Per-
colation and survival of Escherichia
coli O157:H7 and Salmonella enter-
ica serovar Typhimurium in soil
amended with contaminated dairy
manure or slurry. Appl. Environ.
Microbiol. 75, 3206–3215.

Sheppard, S. K., Dallas, J. F., Wilson,
D. J., Strachan, N. J. C., Mccarthy,
N. D., Jolley, K. A., Colles, F. M.,
Rotariu, O., Ogden, I. D., Forbes, K.

J., and Maiden, M. C. J. (2010). Evo-
lution of an agriculture-associated
disease causing Campylobacter coli
clade: evidence from national sur-
veillance data in Scotland. PLoS
ONE 5, e15708. doi:10.1371/jour-
nal.pone.0015708

Stintzi, A. (2003). Gene expression
profile of Campylobacter jejuni
in response to growth tempera-
ture variation. J. Bacteriol. 185,
2009–2016.

Takayama, K., and Kjelleberg, S. (2000).
The role of RNA stability during bac-
terial stress responses and starvation.
Environ. Microbiol. 2, 355–365.

Verhoeff-Bakkenes, L., Jansen, H. A. P.
M., In ‘T Veld, P. H., Beumer, R. R.,
Zwietering, M. H., and Van Leusden,
F. M. (2011). Consumption of raw
vegetables and fruits: a risk factor
for Campylobacter infections. Int. J.
Food Microbiol. 144, 406–412.

Wagner, A. O., Gstraunthaler, G., and
Illmer, P. (2008). Survival of bac-
terial pathogens during the ther-
mophilic anaerobic digestion of
biowaste: laboratory experiments
and in situ validation. Anaerobe 14,
181–183.

Wolffs, P., Norling, B., and Rådström,
P. (2005). Risk assessment of false-
positive quantitative real-time PCR
results in food, due to detection of
DNA originating from dead cells. J.
Microbiol. Methods 60, 315–323.

Young, G., Turner, S., Davies, J. K.,
Sundqvist, G., and Figdor, D. (2007).
Bacterial DNA persists for extended
periods after cell death. J. Endod. 33,
1417–1420.

Conflict of Interest Statement: The
authors declare that the research was
conducted in the absence of any
commercial or financial relationships
that could be construed as a potential
conflict of interest.

Received: 21 October 2011; accepted: 07
December 2011; published online: 26
December 2011.
Citation: Bui XT, Wolff A, Madsen M
and Bang DD (2011) Fate and survival
of Campylobacter coli in swine manure
at various temperatures. Front. Microbio.
2:262. doi: 10.3389/fmicb.2011.00262
This article was submitted to Frontiers in
Food Microbiology, a specialty of Fron-
tiers in Microbiology.
Copyright © 2011 Bui, Wolff, Mad-
sen and Bang . This is an open-access
article distributed under the terms of
the Creative Commons Attribution Non
Commercial License, which permits non-
commercial use, distribution, and repro-
duction in other forums, provided the
original authors and source are credited.

Frontiers in Microbiology | Food Microbiology December 2011 | Volume 2 | Article 262 | 8

http://dx.doi.org/10.1371/journal.pone.0015708
http://dx.doi.org/10.3389/fmicb.2011.00262
http://www.frontiersin.org/Microbiology
http://www.frontiersin.org/Food_Microbiology
http://www.frontiersin.org/Food_Microbiology/archive
http://creativecommons.org/licenses/by-nc/3.0/

	Fate and survival of Campylobacter coli in swine manure at various temperatures
	Introduction
	Materials and Methods
	Bacterial strains and culture conditions
	Manure samples
	Total bacterial RNA and DNA extraction
	Design of primers and standard curve for qPCR
	Detection of C. coli by bacterial culture method
	Detection and quantification of C. coli by qPCR and RT-qPCR
	Statistical analyses

	Results
	Specificity and sensitivity of qPCR and RT-qPCR assays
	Standard curve for absolute quantification of qPCR assays
	Determination of survival of C. coli in swine manure by bacterial culture and RT-qPCR methods
	Persistence of C. coli DNA in swine manure

	Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /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 false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /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 false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /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 false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


