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Detection of total and PRRSV-specific antibodies
in oral fluids collected with different rope types
from PRRSV-vaccinated and experimentally
infected pigs
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Abstract

Background: Oral fluid collected by means of ropes has the potential to replace serum for monitoring and surveillance
of important swine pathogens. Until now, the most commonly used method to collect oral fluid is by hanging a cotton
rope in a pen. However, concerns about the influence of rope material on subsequent immunological assays
have been raised. In this study, we evaluated six different rope materials for the collection of oral fluid and the
subsequent detection of total and PRRSV-specific antibodies of different isotypes in oral fluid collected from
PRRSV-vaccinated and infected pigs.

Results: An initial experiment showed that IgA is the predominant antibody isotype in porcine saliva. Moreover,
it was found that synthetic ropes may yield higher amounts of IgA, whereas all rope types seemed to be equally
suitable for IgG collection. Although IgA is the predominant antibody isotype in porcine oral fluid, the PRRSV-specific
IgA-based IPMA and ELISA tests were clearly not ideal for sensitive detection of PRRSV-specific IgA antibodies. In
contrast, PRRSV-specific IgG in oral fluids was readily detected in PRRSV-specific IgG-based IPMA and ELISA tests,
indicating that IgG is a more reliable isotype for monitoring PRRSV-specific antibody immunity in vaccinated/infected
animals via oral fluids with the currently available tests.

Conclusions: Since PRRSV-specific IgG detection seems more reliable than PRRSV-specific IgA detection for monitoring
PRRSV-specific antibody immunity via oral fluids, and since all rope types yield equal amounts of IgG, it seems that the
currently used cotton ropes are an appropriate choice for sample collection in PRRSV monitoring.
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Background
In the past, studies monitoring humoral immunity to
specific pathogens relied primarily on humoral responses
via serum samples. More recently, diagnosis based on
analysis of oral fluids is rapidly gaining interest in both
human and veterinary medicine, as collection of oral
fluids is simple, cheap and non-invasive. Oral fluid is a
clear, slightly acidic mucoserous exocrine secretion com-
posed of more than 99% water [1]. Like in other mucosal
secretions, the immunoglobulin fraction found in oral
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fluids predominantly consists of antibodies of the im-
munoglobulin (Ig) A isotype [2]. Mucosal IgA antibodies
are actively produced in and secreted from the plasma
cells of local glandular tissue, but can also enter the se-
cretions when plasma cells capable of homing to the
mucosa are stimulated and release local IgA [3]. IgG and
IgM, which are mainly found in serum, are also present
in oral fluids, albeit in lower quantities than IgA, and
enter the oral fluid by way of passive leakage via gingival
crevicular epithelium, although some may be locally pro-
duced in the gingiva or salivary glands [4]. The presence
of IgA, but also of IgG and IgM, makes oral fluid a use-
ful biological specimen for immunological assays.
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For several human viruses, detection of specific IgA,
IgG and IgM in saliva has already been evaluated to moni-
tor the levels of virus-specific antibody immunity. Virus-
specific antibodies to measles virus, cytomegalovirus,
Epstein-Barr virus, human immunodeficiency virus, Puu-
mala hantavirus, dengue virus and hepatitis C virus [5-11]
have been detected in saliva. As expected, the predomin-
ant isotype of the virus-specific antibodies in saliva was
virus- and time-dependent. Over the last few years, several
studies have also evaluated the use of oral fluids as sam-
ples for use in antibody-based veterinary diagnostics. For
instance, antibodies against several swine viruses, includ-
ing African swine fever virus, classical swine fever virus,
porcine circovirus type 2 and porcine reproductive and re-
spiratory syndrome virus (PRRSV), have been detected in
oral fluid specimens of pigs [12-16]. However, relatively
little information is available on the amounts of virus-
specific IgA, IgG and IgM antibodies present in oral fluids
of virus-infected pigs. Moreover, all of the above studies in
pigs use the oral fluid collection procedure initially de-
scribed by Prickett et al. [17], which involves the use of
cotton ropes. It is however possible that rope material has
an important impact on the amount of antibodies and on
the predominant antibody isotypes in samples collected
via this method. For instance, oral fluid specimens col-
lected from pigs with cotton or hemp contained higher
amounts of PRRSV-specific IgG compared to samples col-
lected with nylon rope [18].
The collection of oral fluids – by means of ropes – has a

distinct advantage over the collection of blood samples –
via venepuncture – regarding animal welfare, as it is less
intrusive and pigs are more willing to cooperate. More-
over, it can greatly simplify sample collection for monitor-
ing and surveillance purposes in swine herds, as samples
can be collected at pen level as well as farm level.
Therefore, the objective of the present study was to in-
vestigate the influence of different rope materials on the
amounts and isotypes of total and virus-specific anti-
bodies recovered from oral fluid samples of PRRSV-
vaccinated or -infected animals.

Methods
Animals and housing
Eight female 8-week-old Belgian Landrace piglets of ap-
proximately 20 kg, purchased from a commercial swine
herd known to be free of PRRS virus (TaqMan NA and
EU PRRSV Reagents, Life Technologies) and negative
for PRRSV-specific antibodies (PRRS X3 Ab Test, Idexx),
were housed individually on slatted floors at air-filtered
level-2 biosecurity facilities (CODA-CERVA, Machelen).
Each pig was randomly assigned to control or vaccin-
ation or infection groups. Water and food were provided
ad libitum. Animal experiments were performed in ac-
cordance with EU and Belgian regulations on animal
welfare in experimentation. The protocol was approved
by the joined ethical committee of CODA-CERVA and
the Scientific Institute of Public health Belgium (proced-
ure agreement no. 120112–01).

Vaccination and infection
After one week of acclimatization, two experiments were
conducted: a vaccination experiment and an infection
experiment.
For the vaccination experiment, an attenuated PRRSV

vaccine (Porcilis PRRS, Intervet) was used. The vaccine
virus was diluted in Diluvac Forte according to the man-
ufacturer’s instructions and each vaccine dose contained
at least 104 50% tissue culture infectious doses (TCID50)
of PRRS vaccine virus strain DV. Three pigs were vacci-
nated intramuscularly with 2 mL vaccine/pig at 9 and
11 weeks of age. One pig was not vaccinated and served
as a control animal.
For the infection experiment, a 5th passage on MARC-

145 cells of the PRRSV prototype strain Lelystad virus was
used. Lelystad virus was cultivated and titrated on MARC-
145 cells as described before [19]. A virus stock containing
1 × 105 TCID50/mL was aliquotted and stored at −80°C
until use. Three nine-week-old pigs were inoculated with
PRRSV Lelystad virus via aerosol inoculation (105 TCID50/
nostril). One pig was not inoculated and served as a con-
trol animal.

Sample collection
During the week before the start of the experiments,
the animals were trained to chew on six different rope
materials – two natural fibred ropes (cotton and hemp)
and four synthetic ropes (polyester and polyamide
(water absorbing); polypropylene and polyethylene (water
repellent)) – by positive reinforcement.
In the vaccination experiment, “stimulated” oral fluids

(oral fluids collected by masticatory or gustatory stimu-
lation such as chewing [20]) were collected 1 day before
the first vaccination and 14 days after each vaccination
with four different rope materials according to proce-
dures described by Prickett et al. [17]. In brief, one rope
(length 1 m; diameter 14 mm) was suspended in each
pen and was left in place for 30 min, during which the
animal could chew on it and moisten it with oral fluid.
At each time-point, animals were presented with the
cotton ropes first, followed by hemp, polyamide and
polyester. To recover the oral fluid samples, ropes were
manually wrung and the oral fluids were collected in
50 mL conical centrifuge tubes (BD Falcon). “Unstimu-
lated” oral fluid (oral fluid collected without exogenous
gustatory, masticatory, or mechanical stimulation [20])
was collected at the same time points by means of suc-
tion with a small suction catheter. Prior to the oral fluid
collection, animals were deprived of food for 8 h to



Decorte et al. BMC Veterinary Research 2014, 10:134 Page 3 of 11
http://www.biomedcentral.com/1746-6148/10/134
prevent cross-reaction of food products with antibodies.
Blood samples were collected from each pig at −7 and
28 days post vaccination using venepuncture.
In the infection experiment, stimulated oral fluids

were collected with two different rope types (cotton first,
followed by polyester) at −1, 14 and 28 days post infec-
tion as described above. Blood samples were obtained at
the same time points. The time points for sample collec-
tion were chosen based on literature describing that
PRRSV specific IgM and IgA antibodies could be de-
tected at 14 days p.i. and IgG antibodies at 28 days p.i. in
BAL fluids of PRRSV inoculated pigs [21]. All oral fluid
samples were immediately chilled on ice, centrifuged at
1147 × g (Jouan CR312) for 10 minutes to remove insol-
uble materials, and stored at −80°C until use. From the
blood samples, serum was collected, incubated for 30 min
at 56°C and kept at −80°C until use.
All samples were first collected from the negative con-

trol animals, followed by the vaccinated animals and
then the infected animals, in order to avoid contamin-
ation of the samples as much as possible.

Detection of total IgA, IgG and IgM in oral fluid samples
Total amounts of IgA, IgG and IgM antibodies present
in oral fluid samples from vaccinated animals were mea-
sured using a commercial direct sandwich ELISA (IgA,
IgG and IgM (pig) – ELISA, Celltrend GmbH), following
the manufacturer’s recommendations. Oral fluid samples
were diluted 1:500 (IgA), 1:250 (IgG) and 1:50 (IgM) in
phosphate-buffered saline (PBS), respectively. A standard
curve was generated by assaying 2-fold dilutions of a
standard concentrate containing 1000 ng/mL IgA (x-axis:
log, Ig concentration; y-axis: linear, absorbance) and oral
fluid results that fell within the linear part of the reference
curve were extrapolated to determine concentrations, tak-
ing the dilution factor of the oral fluid samples into ac-
count. When the absorbance was outside the standard
curve a subsequent determination with changed sample
dilutions was carried out. Western Blotting was used to
confirm ELISA results. Briefly, oral fluid samples were
diluted 1:2 in PBS (pH 7.2) and mixed with NuPAGE
Sample Reducing Agent (Life Technologies). The sam-
ples were separated by electrophoresis in 12% Tris–HCl
gels (Bio-Rad) and transferred to polyvinylidene difluor-
ide (PVDF) membranes (Bio-Rad) via Western Blotting.
Membranes were blocked overnight in 5% non-fat dry
milk in PBS containing 0.05% Tween-20 at 4°C. Membranes
were consecutively incubated with a 1:50,000 dilution of bi-
otinylated goat anti-swine IgA, IgG or IgM antibodies (AbD
Serotec; 1.5 h, room temperature) and a 1:2,000 dilution of
horseradish peroxidase (HRP)-conjugated streptavidin (GE
Healthcare; 1.5 h, room temperature). Subsequently, labeled
proteins were visualised using the SuperSignal West Dura
Chemiluminescent Substrate ECL kit (Thermo Scientific).
The emitted chemiluminescent signal was detected
with a VersaDoc MP 4000 image analyser (Bio-Rad).
ImageJ software (NIH Image) was used to estimate the
relative amounts of protein (relative to antibody con-
centrations in unstimulated oral fluid).

Detection of PRRSV-specific antibodies with IgA and IgG
isotype in serum samples and oral fluid samples
PRRSV-specific IgG antibodies in sera were detected
using the PRRS X3 Ab Test (Idexx) according to the
manufacturer’s instructions. S/P ratios were calculated,
using the following formula: S/P = (OD of sample – OD
of negative control)/(OD of positive control – OD of
negative control). Samples with an S/P ratio above 0.4
were considered positive for PRRSV-specific IgG anti-
bodies. In addition, PRRSV-specific IgG antibody titres
in sera were determined using the immunoperoxidase
monolayer assay (IPMA) technique described by Labarque
et al. [21]. Briefly, Marc-145 cells were seeded in 96-
well cell culture plates, inoculated with PRRSV Lelystad
virus and incubated for 24 h at 37°C and 5% CO2. Sub-
sequently, culture medium was removed, cells were
washed with PBS and dried at 37°C for 1 h. The plates
were kept at −80°C until use. Plates were thawed and
cells were fixed in 4% paraformaldehyde for 10 min and
then washed twice with PBS. A solution of 1% H2O2 in
methanol was added to the cells for 5 min, and cells
were subsequently washed twice with PBS. 4-fold dilution
series (starting dilution 1:10) of the sera in phosphate-
buffered saline supplemented with 1% Tween 80 (PBS-T)
and 10% negative goat serum were then added to the in-
fected Marc-145 cells and cells were incubated for 1 h at
37°C. Subsequently, serum dilutions were removed and
cells were washed with PBS-T. Cells were then incubated
with peroxidase-labeled goat anti-swine IgG antibodies
(Dako; dilution 1:500 in PBS-T + 10% negative goat
serum) at 37°C for 1 h. Finally, the plates were washed
with PBS-T and 50 μL of a substrate solution of 5%
3-amino-9-ethyl-carbazole in 0.05 M Na-acetate buffer
(pH 5) supplemented with 0.05% H2O2 was added to each
well and incubated at room temperature for 20 min. The
reaction was stopped by replacing the substrate solution
with Na-acetate buffer and the staining was analyzed via
light microscopy (Axiovert 25, Zeiss). Positive and nega-
tive control samples were included on each plate.
In oral fluid specimens, PRRSV-specific IgA and IgG

antibodies were detected using IgA- and IgG-based IPMAs,
immunofluorescence assays (IFA), a commercial IgG-based
ELISA (Idexx PRRS OF) and a commercial PRRSV ELISA
modified for the detection of PRRSV-specific IgA in swine
oral fluid [12]. The IPMA used for detection of PRRSV-
specific IgA and IgG in oral fluid samples was a modified
version of the IPMA for serum samples described above.
Two-fold serial dilutions (starting dilution 1:2) of oral fluid
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samples were made in PBS and added to the infected
Marc-145 cells. After 1 h of incubation at 37°C, oral
fluid dilutions were removed and cells were washed
with PBS-T. Subsequently, cells were incubated with bi-
otinylated goat- anti-swine IgA (AbD Serotec; 1:10 in
PBS) or biotinylated goat- anti-swine IgG (AbD Serotec;
1:10 in PBS) for 1 h at 37°C. Following a washing step
with PBS-T, cells were incubated with Streptavidine-
HRP (GE Healthcare; 1:20 in PBS) for 1 h at 37°C.
Visualization of antibody-labeled, PRRSV-infected cells
was identical as described above. For IFA, Marc-145
cells were seeded on glass inserts in 24-well plates, in-
fected with PRRSV Lelystad virus and incubated for
24 h at 37°C and 5% CO2. Cells were then fixed in
100% methanol for 10 min at −20°C, air dried, and
stored at −80°C until use. Cells were thawed and incu-
bated with 1:2 dilutions of the oral fluids in PBS for 2 h at
37°C. Subsequently, cells were washed and incubated with
either goat anti-swine IgA (dilution 1:10) (AbD Serotec)
or goat anti-swine IgG (dilution 1:20) (AbD Serotec) for
1 h at 37°C. Finally, cells were washed and incubated with
anti-goat FITC (dilution 1:50 or 1:100 when previously
incubated with goat anti-swine IgA or IgG respectively)
for 1 h at 37°C. Cells were washed, embedded in a
glycerine-PBS solution (0.9/0.1 v/v) containing 2.5% 1,
4-diazabicyclo-(2,2,2)-octane, mounted and analysed
using a fluorescence microscope (Dialux 20, Leitz Wetzlar)
for FITC-stained PRRSV positive cells.
Oral fluid samples were also tested for the presence of

PRRSV-specific IgG antibodies using the PRRS OF kit
(Idexx), according to the manufacturer’s instructions.
The OD values were converted into S/P ratios, using the
formula as described above. Samples with an S/P ratio
above 0.4 were considered positive for PRRSV-specific
IgG antibodies. PRRSV-specific IgA in oral fluid samples
was measured with a modified PRRS X3 Ab Test (Idexx)
as described by Kittawornrat et al. [12]. Reference stand-
ard samples (=oral fluid samples collected from 37 pens at
0, 10, 15, 20, 28, 35, 41, 49, 56, 75, and 91 days after intra-
muscularly vaccination of 5-week-old pigs (n = ~1,100)
with 2 ml of a type 2 PRRS MLV vaccine, kindly donated
by prof. Zimmerman, College of Veterinary Medicine,
Iowa State University) were included in this modified test

to verify its correct performance. The raw plate data were
converted into S/P ratios, using the formula as described
above with the OD values of reference samples at day 0
and 35 as negative and positive controls, respectively.

Statistical analyses
Differences in oral fluid volumes collected with different
rope materials; differences between IgA, IgG and IgM
concentrations collected with a specific rope; and differ-
ences between ropes for IgA, IgG and IgM collection
were compared by analysis of variance (ANOVA) and a
Bonferroni post hoc test was applied for multiple com-
parisons. Statistical analyses were performed using SPSS
Statistics V21.0 (IBM) software and p values ≤ 0.05 were
considered to be significant.

Results
Influence of rope material on oral fluid collection
During the acclimatization period, animals were stimu-
lated to chew on six different rope materials by positive
reinforcement. The polypropylene and polyethylene ropes
did not retain sufficient amounts of oral fluid and were
therefore excluded from the rest of the experiment. All
other rope types absorbed and released adequate amounts
of oral fluid to allow further analysis. Nevertheless, for
one animal at 28 days post vaccination (V1), not enough
material was obtained from the synthetic ropes to allow
IPMA and ELISA analysis. Pigs did not show a clear pref-
erence for any of the rope types. Mean oral fluid volumes
(μl ± SEM) of 850 (±86.6), 2633.3 (±961.4), 2400 (±862.1)
and 1900 (±1053.5) were collected with cotton, hemp,
polyamide and polyester ropes respectively at 14 dpi, com-
pared to 1750 (±433.0), 2833.3 (±1013.7), 666.6 (±317.9)
and 1200 (±907.3) at 28 dpi. No significant differences
were found in these mean oral fluid volumes, either at 14
or at 28 days post vaccination. Unstimulated saliva was
more difficult to obtain and only volumes of 112.2 ±
16.8 μL (mean ± SEM) were collected.

Analysis of total IgA, IgG and IgM concentrations in oral
fluid samples collected from PRRSV-vaccinated animals
In order to determine whether rope material had an ef-
fect on the total amount of IgA, IgG and IgM recovered,
total IgA, IgG and IgM concentrations were measured at
three different time points during the vaccination ex-
periment, using a commercial direct sandwich ELISA.
The ELISA results (Figure 1) show that IgA is the pre-
dominant antibody isotype in unstimulated oral fluids
(p < 0.05) at 28 days post vaccination (dpv), as well as
in oral fluid samples collected using nylon ropes at 0,
14 and 28 dpv and polyester ropes at 28 dpv (p < 0.05).
Interestingly, there were no significant differences be-
tween the IgA, IgG and IgM concentrations in samples
collected using natural fibred ropes.
When comparing the different rope materials at a par-

ticular time point, no significant differences were found
in the IgA/IgG/IgM concentrations, neither between
samples collected with different ropes, nor between sam-
ples collected by means of ropes compared to unstimu-
lated oral fluids. High individual differences between
individual animals were however observed. Vaccination
did not influence the total IgA, IgG or IgM concentra-
tions present in oral fluids, nor the amounts collected by
different ropes. Therefore, the results from the three dif-
ferent time points were also analyzed together, showing



Figure 1 Total IgA, IgG and IgM concentrations in porcine oral fluid samples as determined via ELISA. Total IgA, IgG and IgM antibody
concentrations in oral fluid samples collected directly or using different rope types at 0 (A), 14 (B) and 28 (C) days post vaccination, were measured
using a commercial direct sandwich ELISA (IgA, IgG and IgM (pig) – ELISA, Celltrend GmbH). Results represent the mean of three pigs. *Total IgA
concentration is significantly different from total IgG and IgM concentration in this oral fluid sample (p < 0.1).
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a significant difference between the rope types (P = 0.033).
Two-by-two comparisons during the post hoc test showed
that polyester ropes yielded significant higher amount of
IgA than cotton (P = 0.011) and hemp ropes (P = 0.019) but
equal amounts compared to polyamide ropes (P = 0.787).
To validate the results of the commercial direct sand-

wich ELISA, which has previously only been validated
for serum samples, Western Blot assays were performed
Figure 2 Total IgA, IgG and IgM concentrations in porcine oral fluid s
were collected from one pig (V3) at 14 days post vaccination. The sample
membranes via Western Blotting. Total IgA, IgG or IgM antibodies were d
bands of 60 kDa (IgA), 53 kDa (IgG) and 85 kDa (IgM) were detected. Ima
and results were plotted relative to antibody concentrations found in uns
on oral fluid samples from one animal (V3), collected at
14 days post vaccination. Specific protein bands of the
expected molecular weights (60 kDa, 53 kDa or 85 kDa)
[22,23] were detected using swine IgA-specific, swine
IgG-specific and swine IgM-specific antibodies, respect-
ively (Figure 2). Quantification of the proteins using
ImageJ software confirmed the results obtained with the
direct sandwich ELISA.
amples as determined via Western Blot analysis. Oral fluid samples
s were reduced, subjected to SDS-PAGE and transferred to PVDF
etected using porcine IgA-, IgG- and IgM-specific antibodies. Specific
geJ software was used to quantify the relative amounts of protein
timulated saliva.
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Detection of PRRSV-specific IgA and IgG antibodies in oral
fluid and serum samples from PRRSV-vaccinated and
experimentally infected animals
Immunoperoxidase monolayer assays (IPMA), immuno-
fluorescence assays (IFA) and enzyme-linked immunosorb-
ent assays (ELISA) were used to detect PRRSV-specific IgA
and IgG antibodies in oral fluid samples collected with
different rope types.
The PRRSV-specific IgA and IgG IPMA titers detected

in oral fluid samples from PRRSV-vaccinated and experi-
mentally infected pigs are shown in Table 1. For the vac-
cinated pigs, all oral fluid samples collected at 14 and
28 days post vaccination tested negative in IPMA for
PRRSV-specific IgA antibodies. All oral fluid samples
collected at 14 days post vaccination were also IPMA
negative for PRRSV-specific IgG antibodies. However, at
28 days post vaccination, two out of three vaccinated
animals showed positive IPMA titers of 2 and 4 for
PRRSV-specific IgG antibodies when natural fibred
ropes (cotton, hemp) were used for oral fluid collection
(Table 1; Figure 3). Both these animals were also posi-
tive in IgG-based IPMA tests on serum samples col-
lected at this time point. The third animal of the
vaccinated group tested negative for PRRSV-specific
IgG antibodies in oral fluid at 28 days post vaccination,
but also tested negative in the IgG-based IPMA on
serum collected at this time point. In the experimen-
tally infected pigs, no PRRSV-specific IgA antibodies
were detected via IPMA in any of the oral fluid sam-
ples. In contrast, PRRSV-specific IgG antibodies were
readily detected at 14 and 28 days post infection in all
oral fluid samples tested (collected with cotton or poly-
ester ropes). The IPMA titers obtained with the oral
fluid samples correlated with the IPMA titers obtained
with the corresponding serum samples, but were mark-
edly lower. The oral fluid IPMA results were confirmed
by immunofluorescence staining: incubation of PRRSV-
Table 1 PRRSV-specific IgA and IgG IPMA antibody titers of P

Post vaccination

Ig A Ig G

14 days 28 days 14 days 28 days

Animal V1 V2 V3 V1 V2 V3 V1 V2 V3 V1 V2

Rope type

Cotton N N N N N N N N N 2 N

Hemp N N N N N N N N N 4 2

Polyamide N N N * N N N N N * N

Polyester N N N * N N N N N * N

Serum ‡ ‡ ‡ † † † ‡ ‡ ‡ 40960 10240 <

PRRSV-specific IgA and IgG antibodies were respectively detected in sera and oral f
†: Tests not performed.
‡: Samples were not collected.
*Samples could not be tested due to insufficient material.
N: Negative.
infected cells with oral fluids and subsequent detection
with FITC-labeled goat anti-swine IgG antibodies re-
sulted in immunofluorescent labeling of infected cells
(representative immunofluorescence image in Figure 3)
while detection with FITC-labeled goat anti-swine IgA
antibodies did not result in any positive fluorescence
signal (data not shown).
When commercial ELISAs were used to detect PRRSV-

specific IgG antibodies in oral fluid samples (PRRS OF,
Idexx) and serum samples (PRRS X3 Ab Test, Idexx), no
PRRSV-specific antibodies were detected at the start of
the experiment (i.e. before vaccination/infection) (Table 2).
In the vaccinated group, all oral fluid samples collected
from all 3 vaccinated animals at 28 days post vaccination
were positive in ELISA. However, only two out of the
three vaccinated pigs had detectable serum antibody levels
at this time point. In the PRRSV-infected group, all oral
fluid and serum samples were ELISA positive at 14 days
and 28 days post inoculation. When the modified ELISA
protocol for the detection of PRRSV-specific IgA in swine
oral fluid was used, S/P ratios for all oral fluid samples of
the vaccinated group remained < 0.12 (Table 3). In the ex-
perimentally infected pigs, S/P ratios of 0.86 and 0.34 were
found for oral fluid samples collected at 14 dpi with poly-
ester ropes from pigs I1and I2, while all other samples had
S/P ratios < 0.15. Unfortunately, oral fluid samples col-
lected with cotton ropes could not be tested in the IgA-
specific ELISA due to insufficient material.
Oral fluid samples and serum samples from the nega-

tive control pigs were found negative throughout the
trial in IPMA, IFA and ELISA.

Discussion
Oral fluid samples collected by means of ropes have the
potential to replace serum samples for monitoring and
surveillance of important swine pathogens [24]. So far,
the most commonly used method to collect oral fluid
RRSV-vaccinated and experimentally infected pigs

Post infection

Ig A Ig G

14 days 28 days 14 days 28 days

V3 I1 I2 I3 I1 I2 I3 I1 I2 I3 I1 I2 I3

N N N N N N N * 4 * * 8 *

N ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡

N ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡

N N N N N N N 2 8 * 4 8 *

10 † † † † † † 640 2560 10240 160 163840 1024

luids using PRRSV-specific IgA- and IgG-based IPMA assays.



Figure 3 PRRSV-specific IgG detection via immunoperoxidase monolayer assay (IPMA) and immunofluorescence assay (IFA). PRRSV-
infected cells were incubated with 1:2 dilutions of oral fluid samples. PRRSV-specific IgG antibodies bound to infected cells were subsequently
detected via IPMA (A), using biotinylated goat-anti-swine IgG antibodies and horseradish peroxidase-conjugated streptavidine, or IFA (B), using
goat-anti-swine IgG antibodies and FITC-conjugated anti-goat antibodies.
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samples is by placing a cotton rope in each pen and
allowing the pigs to chew on the rope [17]. However,
concerns about the influence of rope material on subse-
quent immunological assays have been raised [18]. In
this study, the impact of rope material on total and
virus-specific antibody detection in porcine oral fluid
samples was assessed.
An initial experiment evaluated the oral fluid vol-

umes that can be obtained using different rope types,
and showed that waterrepellent ropes (polypropylene,
polyethylene) retained insufficient oral fluid to perform
downstream diagnostic assays. Consequently, waterre-
pellent ropes were excluded from the rest of the study.
The amounts of oral fluid that could be collected with
cotton, hemp, polyester and polyamide ropes were suf-
ficient for downstream analysis and did not signifi-
cantly differ from each other.
A recent study by Olsen et al. [18] showed that the

rope material used for porcine oral fluid collection may
affect downstream immunoassays to determine total
IgM/IgA content [18]. Other recent studies assessed the
effect of collection material on IgA retrieval from human
Table 2 S/P ratio’s obtained by PRRSV-specific IgG ELISA test

Post vaccination

0 days 14 days 28 days

Animal V1 V2 V3 V1 V2 V3 V1 V2

Rope type

Cotton N N N N N N 10.95 10.10

Hemp N N N N N N 11.64 10.86

Polyamide N N N N N N * 3.41

Polyester N N N N N N * 4.68

Serum N N N ‡ ‡ ‡ 2.15 1.32

PRRSV-specific IgG antibodies were detected in sera and oral fluids using the HerdC
according to the manufacturer’s instructions. For both assays, samples with an S/P r
‡: Samples were not collected.
*Samples could not be tested due to insufficient material.
N: Negative.
saliva samples, and showed that cotton may interfere
with immunoassay results by retaining water molecules,
by releasing plant-hormones from the material or by
binding of IgA to the cotton fibres [25,26]. Therefore,
we determined the total amounts of IgA, IgG and IgM
antibodies present in stimulated oral fluid samples col-
lected with different ropes and in unstimulated porcine
oral fluid samples. As expected, IgA was the dominant
immunoglobulin fraction found in unstimulated oral
fluids. Intriguingly, there were no significant differences
in the IgA/IgG/IgM concentrations detected in unstimu-
lated oral fluids and oral fluid samples collected using
different rope types, indicating that no significant exclu-
sion/retention of antibodies occurs in the rope materials.
No significant differences were observed between rope

types when the three collection times were analyzed sep-
arately, indicating that all ropes are equally suitable for
the collection of all three antibody isotypes. The ob-
served high individual differences between pigs, together
with the limited samples size, have however an import-
ant impact on the statistical analysis and make that fu-
ture experiments using higher numbers of animals will
s for PRRSV-vaccinated and experimentally infected pigs

Post infection

0 days 14 days 28 days

V3 I1 I2 I3 I1 I2 I3 I1 I2 I3

2.41 N N N 2.28 6.70 * 3.83 11.50 1.74

2.61 ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡ ‡

1.61 ‡ ‡ ‡ ‡ ‡ ‡

0.88 N N N 5.27 5.80 * 7.68 11.37 *

N N N N 0.88 1.09 2.24 1.46 1.91 0.77

hek* PRRS X3 ELISA kit (Idexx) and the PRRS OF kit (Idexx), respectively,
atio above 0.4 were considered positive for PRRSV-specific IgG antibodies.



Table 3 S/P ratio’s obtained by a PRRSV-specific IgA ELISA test for PRRSV-vaccinated and experimentally infected pigs

Post vaccination Post infection

0 days 14 days 28 days 0 days 14 days 28 days

Animal V1 V2 V3 V1 V2 V3 V1 V2 V3 I1 I2 I3 I1 I2 I3 I1 I2 I3

Rope type

Cotton −0.05 −0.00 −0.05 −0.03 −0.03 −0.02 0.11 −0.02 0.03 * * * * * * * * *

Hemp −0.05 −0.03 −0.06 −0.01 −0.05 −0.04 0.07 0.01 0.04 * * * * * * * * *

Polyamide −0.01 0.04 −0.02 0.03 −0.04 −0.01 * −0.08 −0.00 * * * * * * * * *

Polyester −0.08 0.09 −0.05 −0.05 −0.04 −0.04 * −0.08 −0.01 * * * 0.86 0.34 * 0.03 0.14 *

PRRSV-specific IgA in oral fluid samples of PRRSV-vaccinated and experimentally infected pigs was measured with a modified PRRS X3 Ab Test (Idexx) as described
by Kittawornrat et al. [12].
*Samples were not collected/available or could not be tested due to insufficient material.

Figure 4 ELISA detection of PRRSV-specific IgA antibodies in
reference standard samples. PRRSV-specific IgA in reference
standard samples (kindly donated by prof. Zimmerman, College of
Veterinary Medicine, Iowa State University) was measured with a
modified PRRS X3 Ab Test (Idexx) as described by Kittawornrat et al.
[12] that makes use of an HRP-conjugated goat-anti-pig IgA antibody
(Bethyl Laboratories) PRRSV specific IgA in the reference samples was
alternatively detected using the detection step of the IgA-specific
IPMA, making use of biotinylated goat-anti-swine IgA antibodies
(AbdSerotec) and Streptavidine-HRP.
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have to be performed to confirm this conclusion. This is
further underlined by the observation that when all sam-
ples of the three collection times are analyzed together,
synthetic fibred ropes show to be more suitable for IgA
collection than natural fibred ropes. Another aspect that
has to be taken into account when interpreting these re-
sults is the fact that it cannot be excluded that the re-
peated sampling of the pigs with different rope types in
a fixed collection order could have affected the results.
In this aspect, Olsen et al. [18] already showed that in
pen-based oral fluid sampling, the collection order does
bias results in a non-uniform but statistically significant
way.
Finally, we evaluated if IPMA and ELISA assays can be

used for the sensitive detection of PRRSV-specific IgA/
IgG antibodies in oral fluid samples of PRRSV-vaccinated
or infected animals. In oral fluid samples of vaccinated
pigs, no PRRSV-specific IgA antibodies were detected
using either the IgA-specific IPMA or ELISA. This result
was in line with the notion that intramuscular vaccination
has a limited capacity to induce (protective) mucosal im-
munity [27]. In contrast, two oral fluid samples of experi-
mentally infected pigs (collected at 14 dpi using polyester
ropes) showed elevated S/P values (0.86 and 0.34) in
the IgA-specific ELISA, suggestive for the presence of
PRRSV-specific IgA. However, none of the oral fluid
samples of infected pigs tested positive in the IgA-based
IPMA. Interestingly, when a set of reference samples, in-
cluding some with elevated S/P ratios in the IgA-specific
ELISA (kindly provided by prof. Zimmerman), were tested
in the IgA specific IPMA, all samples remained negative.
These data suggest that the IgA-specific ELISA is more
sensitive than the IgA-specific IPMA test. To exclude the
possibility that the negative results in the IgA-based IPMA
could be due to the use of non-functional porcine IgA-
specific detection antibodies, the abovementioned refer-
ence samples were tested in a modified IgA-specific
ELISA protocol using the detection step of the IgA-
specific IPMA (biotinylated goat-anti-swine IgA followed
by Streptavidine-HRP) instead of the standard detection
step (HRP-conjugated goat-anti-pig IgA from Bethyl
Laboratories). The modified and standard IgA-specific
ELISA protocols yielded highly similar S/P values for
the standard reference samples (Figure 4), indicating
that the detection antibodies used for IgA-specific
IPMA are functional and that the IgA-specific IPMA is
indeed less sensitive than the IgA-specific ELISA. The
presence of PRRSV-specific immunoglobulins of differ-
ent isotypes in biological samples can (further) limit the
sensitivity of (IgA-based) PRRSV-specific IPMA/ELISA
assays, as antibodies with different isotypes may com-
pete for the same/overlapping epitopes [28]. If it would
be envisioned to develop or optimize IgA based diagnostic
tests in the future, this could potentially be overcome by
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including an IgA capture step before evaluating the pres-
ence of PRRSV-specific antibodies.
Both the PRRSV-specific IgG-based ELISA and IPMA

allowed sensitive detection of PRRSV-specific IgG anti-
bodies in oral fluid samples. In vaccinated pigs, PRRSV-
specific IgG was detected in oral fluid samples collected
at 28 days post vaccination. In oral fluid samples of ex-
perimentally infected pigs, PRRSV-specific IgG was read-
ily detected at both 14 and 28 dpi. When it is considered
that IgG primarily enters the oral fluid by ways of pas-
sive leakage, these results are in line with the expected
antibody response in serum upon vaccination or infec-
tion of pig with PRRSV respectively [29]. In general,
there seemed to be a good correlation between qualita-
tive results of the IgG IPMA in serum and oral fluid
samples. Nevertheless, IgG IPMA titers were consider-
ably lower in oral fluid samples than in serum samples.
This discrepancy reflects the lower concentrations of
IgG in oral fluid compared to blood: it was recently re-
ported that the IgG concentrations in blood are approxi-
mately 800 times higher than in oral fluids [18]. Similarly
as for the IgG IPMA data, a good correlation was ob-
served between qualitative results obtained by IgG ELISA
tests in oral fluid and serum samples.
Previous studies have reported that salivary IgG con-

centrations are less influenced by chewing to stimulate
saliva flow or stress factors than IgA concentrations
[30,31]. The results from our study indicate that the cur-
rently available tests for PRRSV-specific IgG detection in
oral fluid samples are more sensitive than those for
PRRSV-specific IgA detection in oral fluid, suggesting
that IgG detection is preferable to IgA detection. The
observation that the use of natural fibred ropes (cotton,
hemp) may yield higher amounts of IgG suggests that
the currently used cotton ropes are an appropriate
choice for sample collection. Nevertheless, it should be
noted that the inherent variability of natural fibred ropes
can hamper standardization. The naturally wide varia-
tions in fiber quality, in combination with other factors
that influence the fiber quality such as genetic variety,
temperature, light intensity, herbivory by insects, irriga-
tion method and nutrient stress [32], could potentially
influence the diagnostic results.

Conclusions
The results showed that IgA is the predominant anti-
body isotype in porcine oral fluid. Nevertheless, the
PRRSV-specific IgA-based IPMA and ELISA tests were
clearly not ideal for sensitive detection of PRRSV-
specific IgA antibodies. In contrast, PRRSV-specific IgG
in oral fluids was readily detected with PRRSV-specific
IgG-based IPMA and ELISA tests, indicating that IgG is
a more reliable isotype for monitoring PRRSV-specific
antibody immunity in vaccinated/infected animals via
oral fluids with the currently available tests. Since PRRSV-
specific IgG detection seems more reliable than PRRSV-
specific IgA detection for monitoring PRRSV-specific
antibody immunity via oral fluids, and since the use of
natural fibred ropes yields higher amounts of IgG, it seems
that the currently used cotton ropes are an appropriate
choice for sample collection in PRRSV monitoring.

Abbreviations
Ig: Immunoglobulin; PRRSV: Porcine reproductive and respiratory syndrome
virus; IPMA: Immunoperoxidase monolayer assay; IFA: Immunofluorescence
assay; ELISA: Enzyme-linked immunosorbent assay; TCID50: 50% tissue culture
infectious doses; HRP: Horseradish peroxidase; PBS: Phosphate-buffered
saline; PBS-T: Phosphate-buffered saline supplemented with 1% Tween 80;
ANOVA: Analysis of variance.

Competing interests
The author(s) declare that they have no competing interests.

Authors’ contributions
ID carried out the sample collection, optimised the diagnostic assays, carried
out the statistical analysis and drafted the manuscript. YV participated in the
draft of the manuscript and the statistical analysis. HN provided the virus and
helped in drafting the manuscript. WVB assisted with the immunoassays and
drafting of the manuscript. ND and BC conceived the study, participated in
its design and coordination, and helped to draft the manuscript. All authors
read and approved the final manuscript.

Authors’ information
Nick De Regge and Ann Brigitte Cay share the last authorship.

Acknowledgements
The authors would like to acknowledge veterinarians Willem Van Campe,
Laurent Mostin and the animal care takers of CODA-CERVA Machelen for the
assistance in carrying out the biological sample collection. This study was
funded by the Federal Public Service of Health, Food Chain Safety and
Environment (RF 10/6235), Belgium.

Author details
1Operational Direction Viral Diseases, Enzootic and (re)emerging diseases,
CODA-CERVA, Groeselenberg 99, 1180 Ukkel, Belgium. 2Operational Direction
Interactions and Surveillance, CVD-ERA, CODA-CERVA, Groeselenberg 99,
1180 Ukkel, Belgium. 3Department of Virology, Parasitology and Immunology,
Faculty of Veterinary Medicine, Ghent University, Salisburylaan 133, 9820
Merelbeke, Belgium.

Received: 7 January 2014 Accepted: 5 June 2014
Published: 17 June 2014

References
1. Humphrey SP, Williamson RT: A review of saliva: normal composition,

flow, and function. J Prosthet Dent 2001, 85(2):162–169.
2. Smith DJ, Taubman MA, King WF: Immunological features of minor

salivary gland saliva. J Clin Immunol 1987, 7(6):449–455.
3. German AJ, Hall EJ, Day MJ: Measurement of IgG, IgM and IgA

concentrations in canine serum, saliva, tears and bile. Vet Immunol
Immunopathol 1998, 64(2):107–121.

4. Brandtzaeg P: Secretory immunity with special reference to the oral
cavity. J oral microbiol 2013, 5:20401.

5. Cruz HM, Marques VA, Villela-Nogueira CA, do OK, Lewis-Ximenez LL, Lampe
E, Villar LM: An evaluation of different saliva collection methods for
detection of antibodies against hepatitis C virus (anti-HCV). J Oral Pathol
Med 2012, 41(10):793–800.

6. Friedman MG, Phillip M, Dagan R: Virus-specific IgA in serum, saliva, and
tears of children with measles. Clin Exp Immunol 1989, 75(1):58–63.

7. Hochman N, Zakay-Rones Z, Shohat H, Ever-Hadani P, Ehrlich J, Schlesinger
M, Morag A: Antibodies to cytomegalo and Epstein-Barr viruses in human
saliva and gingival fluid. New Microbiol 1998, 21(2):131–139.



Decorte et al. BMC Veterinary Research 2014, 10:134 Page 11 of 11
http://www.biomedcentral.com/1746-6148/10/134
8. Petraityte R, Jin L, Hunjan R, Razanskiene A, Zvirbliene A, Sasnauskas K: Use
of Saccharomyces cerevisiae-expressed recombinant nucleocapsid
protein to detect Hantaan virus-specific immunoglobulin G (IgG) and
IgM in oral fluid. Clin Vaccine Immunol 2007, 14(12):1603–1608.

9. Pettersson L, Rasmuson J, Andersson C, Ahlm C, Evander M: Hantavirus-
specific IgA in saliva and viral antigen in the parotid gland in patients with
hemorrhagic fever with renal syndrome. J Med Virol 2011, 83(5):864–870.

10. Raux M, Finkielsztejn L, Salmon-Ceron D, Bouchez H, Excler JL, Dulioust E,
Grouin JM, Sicard D, Blondeau C: Comparison of the distribution of IgG
and IgA antibodies in serum and various mucosal fluids of HIV type
1-infected subjects. AIDS Res Hum Retrovir 1999, 15(15):1365–1376.

11. Yap G, Sil BK, Ng LC: Use of saliva for early dengue diagnosis. PLoS Negl
Trop Dis 2011, 5(5):e1046.

12. Kittawornrat A, Prickett J, Wang C, Olsen C, Irwin C, Panyasing Y, Ballagi A,
Rice A, Main R, Johnson J, Rademacher C, Hoogland M, Rowland R,
Zimmerman J: Detection of Porcine reproductive and respiratory
syndrome virus (PRRSV) antibodies in oral fluid specimens using a
commercial PRRSV serum antibody enzyme-linked immunosorbent
assay. J Vet Diagn Invest 2012, 24(2):262–269.

13. Langenhorst RJ, Lawson S, Kittawornrat A, Zimmerman JJ, Sun Z, Li Y,
Christopher-Hennings J, Nelson EA, Fang Y: Development of a fluorescent
microsphere immunoassay for detection of antibodies against porcine
reproductive and respiratory syndrome virus using oral fluid samples as
an alternative to serum-based assays. Clin Vaccine Immunol 2012,
19(2):180–189.

14. Mur L, Gallardo C, Soler A, Zimmermman J, Pelayo V, Nieto R, Sanchez-
Vizcaino JM, Arias M: Potential use of oral fluid samples for serological
diagnosis of African swine fever. Vet Microbiol 2013, 165(1–2):135–139.

15. Prickett JR, Johnson J, Murtaugh MP, Puvanendiran S, Wang C, Zimmerman
JJ, Opriessnig T: Prolonged detection of PCV2 and Anti-PCV2 antibody in
oral fluids following experimental inoculation. Transbound Emerg Dis 2011,
58(2):121–127.

16. Prickett JR, Kim W, Simer R, Yoon KJ, Zimmerman J: Oral-fluid samples for
surveillance of commercial growing pigs for porcine reproductive and
respiratory syndrome virus and porcine circovirus type 2 infections.
J Swine Health Prod 2008, 16(2):86–91.

17. Prickett J, Simer R, Christopher-Hennings J, Yoon KJ, Evans RB, Zimmerman JJ:
Detection of Porcine reproductive and respiratory syndrome virus infection
in porcine oral fluid samples: a longitudinal study under experimental
conditions. J Vet Diagn Invest 2008, 20(2):156–163.

18. Olsen C, Karriker L, Wang C, Binjawadagi B, Renukaradhya G, Kittawornrat A,
Lizano S, Coetzee J, Main R, Meiszberg A, Panyasing Y, Zimmerman J: Effect
of collection material and sample processing on pig oral fluid testing
results. Vet J 2013, 198(1):158–163.

19. Van Breedam W, Costers S, Vanhee M, Gagnon CA, Rodriguez-Gomez IM,
Geldhof M, Verbeeck M, Van Doorsselaere J, Karniychuk U, Nauwynck HJ:
Porcine reproductive and respiratory syndrome virus (PRRSV)-specific
mAbs: supporting diagnostics and providing new insights into the
antigenic properties of the virus. Vet Immunol Immunopathol 2011,
141(3–4):246–257.

20. Kaufman E, Lamster IB: The diagnostic applications of saliva–a review.
Crit Rev Oral Biol Med 2002, 13(2):197–212.

21. Labarque GG, Nauwynck HJ, Van Reeth K, Pensaert MB: Effect of cellular
changes and onset of humoral immunity on the replication of porcine
reproductive and respiratory syndrome virus in the lungs of pigs. J Gen
Virol 2000, 81(Pt 5):1327–1334.

22. Crawley A, Wilkie BN: Porcine Ig isotypes: function and molecular
characteristics. Vaccine 2003, 21(21–22):2911–2922.

23. Mullins MA, Register KB, Bayles DO, Butler JE: Haemophilus parasuis
exhibits IgA protease activity but lacks homologs of the IgA protease
genes of Haemophilus influenzae. Vet Microbiol 2011, 153(3–4):407–412.

24. Ramirez A, Wang C, Prickett JR, Pogranichniy R, Yoon KJ, Main R, Johnson
JK, Rademacher C, Hoogland M, Hoffmann P, Kurtz A, Kurtz E, Zimmerman J:
Efficient surveillance of pig populations using oral fluids. Prev Vet Med
2012, 104(3–4):292–300.

25. Granger DA, Kivlighan KT, Fortunato C, Harmon AG, Hibel LC, Schwartz EB,
Whembolua GL: Integration of salivary biomarkers into developmental
and behaviorally-oriented research: problems and solutions for collecting
specimens. Physiol Behav 2007, 92(4):583–590.

26. Shirtcliff EA, Granger DA, Schwartz E, Curran MJ: Use of salivary biomarkers
in biobehavioral research: cotton-based sample collection methods can
interfere with salivary immunoassay results. Psychoneuroendocrinology
2001, 26(2):165–173.

27. Dwivedi V, Manickam C, Patterson R, Dodson K, Murtaugh M, Torrelles JB,
Schlesinger LS, Renukaradhya GJ: Cross-protective immunity to porcine
reproductive and respiratory syndrome virus by intranasal delivery of a
live virus vaccine with a potent adjuvant. Vaccine 2011, 29(23):4058–4066.

28. Griffiss JM: Biologic function of the serum IgA system: modulation of
complement-mediated effector mechanisms and conservation of
antigenic mass. Ann N Y Acad Sci 1983, 409:697–707.

29. Zuckermann FA, Garcia EA, Luque ID, Christopher-Hennings J, Doster A,
Brito M, Osorio F: Assessment of the efficacy of commercial porcine
reproductive and respiratory syndrome virus (PRRSV) vaccines based on
measurement of serologic response, frequency of gamma-IFN-producing
cells and virological parameters of protection upon challenge. Vet Microbiol
2007, 123(1–3):69–85.

30. Bosch JA, de Geus EJ, Kelder A, Veerman EC, Hoogstraten J, Amerongen AV:
Differential effects of active versus passive coping on secretory
immunity. Psychophysiology 2001, 38(5):836–846.

31. Gronblad EA: Concentration of immunoglobulins in human whole saliva:
effect of physiological stimulation. Acta Odontol Scand 1982, 40(2):87–95.

32. Bradow JM, Davidonis GH: Quantitation of fiber quality and the cotton
production-processing interface: A physiologist's perspective. J Cotton Sci
2000, 4(1):34–64.

doi:10.1186/1746-6148-10-134
Cite this article as: Decorte et al.: Detection of total and PRRSV-specific
antibodies in oral fluids collected with different rope types from
PRRSV-vaccinated and experimentally infected pigs. BMC Veterinary
Research 2014 10:134.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Animals and housing
	Vaccination and infection
	Sample collection
	Detection of total IgA, IgG and IgM in oral fluid samples
	Detection of PRRSV-specific antibodies with IgA and IgG isotype in serum samples and oral fluid samples
	Statistical analyses

	Results
	Influence of rope material on oral fluid collection
	Analysis of total IgA, IgG and IgM concentrations in oral fluid samples collected from PRRSV-vaccinated animals
	Detection of PRRSV-specific IgA and IgG antibodies in oral fluid and serum samples from PRRSV-vaccinated and experimentally infected animals

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Authors’ information
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /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 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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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 [595.440 793.440]
>> setpagedevice


