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Abstract

Background: Bovine viral diarrhoea (BVD) is an infectious disease of cattle with a worldwide distribution. Herd-level
prevalence varies among European Union (EU) member states, and prevalence information facilitates
decision-making and monitoring of progress in control and eradication programmes. The primary objective of the
present study was to address significant knowledge gaps regarding herd BVD seroprevalence (based on pooled
sera) and control on Irish farms, including vaccine usage.

Methods: Preliminary validation of an indirect BVD antibody ELISA test (Svanova, Biotech AB, Uppsala, Sweden)
using pooled sera was a novel and important aspect of the present study. Serum pools were constructed from
serum samples of known seropositivity and pools were analysed using the same test in laboratory replicates. The
output from this indirect ELISA was expressed as a percentage positivity (PP) value. Results were used to guide
selection of a proposed cut-off (PCO) PP. This indirect ELISA was applied to randomly constructed within-herd
serum pools, in a cross-sectional study of a stratified random sample of 1,171 Irish dairy and beef cow herds in
2009, for which vaccination status was determined by telephone survey. The herd-level prevalence of BVD in
Ireland (percentage positive herds) was estimated in non-vaccinating herds, where herds were classified positive
when herd pool result exceeded PCO PP. Vaccinated herds were excluded because of the potential impact of
vaccination on herd classification status. Comparison of herd-level classification was conducted in a subset of
111 non-vaccinating dairy herds using the same ELISA on bulk milk tank (BMT) samples. Associations between
possible risk factors (herd size (quartiles)) and herd-level prevalence were determined using chi-squared analysis.

Results: Receiver Operating Characteristics Analysis of replicate results in the preliminary validation study yielded
an optimal cut-off PP (Proposed Cut-off percentage positivity - PCO PP) of 7.58%. This PCO PP gave a relative
sensitivity (Se) and specificity (Sp) of 98.57% and 100% respectively, relative to the use of the ELISA on individual
sera, and was chosen as the optimal cut-off since it resulted in maximization of the prevalence independent
Youden’s Index.
The herd-level BVD prevalence in non-vaccinating herds was 98.7% (95% CI - 98.3-99.5%) in the cross-sectional
study with no significant difference between dairy and beef herds (98.3% vs 98.8%, respectively, p = 0.595).
An agreement of 95.4% was found on Kappa analysis of herd serological classification when bulk milk and serum
pool results were compared in non-vaccinating herds. 19.2 percent of farmers used BVDV vaccine; 81% of
vaccinated herds were dairy. A significant association was found between seroprevalence (quartiles) and herd size
(quartiles) (p< 0.01), though no association was found between herd size (quartiles) and herd-level classification
based on PCO (p = 0.548).
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Conclusions: The results from this study indicate that the true herd-level seroprevalence to Bovine Virus Diarrhoea
(BVD) virus in Ireland is approaching 100%. The results of the present study will assist with national policy
development, particularly with respect to the national BVD eradication programme which commenced recently.
Background
Bovine viral diarrhoea (BVD) is an infectious disease of
cattle with a worldwide distribution [1]. In all countries
where data are available, herd-level antibody prevalence
to BVDV has averaged 55% [2]. An extensive review of
the epidemiology and of the economic importance of
BVDV is provided by Houe [3]. Transient infections in
seronegative immunocompetent cattle in most cases are
subclinical or result in mild signs including a transient
fever and leucopenia. Occasionally, young animals may
suffer from severe disease due to the immunosuppres-
sive effect of the virus resulting in super-infections by
opportunistic pathogens. The outcome of BVDV infec-
tion during pregnancy depends on the age of the fetus,
and may result in foetal resorption, abortion, mummifi-
cation, congenital malformations, birth of immunotoler-
ant persistently infected and viraemic calves or birth of
normal, weak or undersized calves [4]. Persistently
infected (PI) calves shed large quantities of virus while
having no or low levels of BVDV antibodies and can re-
main undetected in a herd or evolve to a highly fatal
clinical illness known as “Mucosal Disease” [5]. PIs are
the main source of viral transmission within herds [6],
and trade of PIs or non-PI dams carrying PI fetuses con-
stitutes the major route for the transmission of virus be-
tween herds [7]. Within-herd seroprevalence had varied
between 19 and 89% [8,9] while the prevalence of PI ani-
mals in the entire cattle population ranges from 0.5% to
2% [3,10-13]. A number of European countries are either
in advanced stages of eradication of BVD (Norway, Swe-
den, Denmark, Austria, Switzerland, Shetland (part of
the U.K.)) or implemented regional control programmes
(France, Germany, The Netherlands, Italy, U.K.). The con-
trol and eradication of BVD infections has been
reviewed previously [14,15].
In Ireland, some information has recently emerged on

BVD infection, albeit from a biased subset of Irish cattle
[16], indicating a herd-level prevalence of 94%. Individ-
ual animal seroprevalence was found to vary annually
between 64-69% over a sampling period of four years.
Seropositivity was significantly higher in adults com-
pared to juvenile stock. However, no data are available in
Ireland on the strategies used to control infection, in-
cluding vaccination. Significantly, as part of the national
Animal Health Ireland (AHI) initiative, a recent Delphi
study of experts and farmers identified BVD as among
the most important animal health issues facing Irish
livestock farmers, in terms of costs to farms and
agribusiness [17]. Information regarding prevalence and
existing control measures facilitates decision-making
and monitoring of progress in control and eradication
programmes.
The primary objective of the present study was to de-

scribe BVD herd-level seroprevalence and vaccine usage
on dairy and beef farms in the Republic of Ireland. Pre-
liminary validation of an indirect BVD antibody ELISA
(Svanova; Biotech AB, Uppsala, Sweden) using pooled
sera was conducted as part of this study.

Methods
Preliminary validation
Five hundred negative and 500 positive sera (‘the
archived sera’) were selected from routine submissions
to the diagnostic unit of Agri-Food and Biosciences In-
stitute (AFBI) in Belfast. The archived sera were assayed
using an indirect ELISA for BVDV antibodies (Svanova;
Biotech AB, Uppsala, Sweden). These sera were classi-
fied into either of two groups – known BVDV antibody
test positives or test negatives. A validation pool was
classified positive if it contained ≥1 positive archived
serum sample. The test was performed according to the
instructions of the manufacturer. Both positive and
negative control sera were included in each assay. Sensi-
tivity (Se) and specificity (Sp) of the test when used on
individual sera relative to serum neutralisation test
(SNT) are 100% and 98.2%, respectively (Svanova, Data
on file). Only values for Se and Sp of the indirect ELISA
for BVDV antibody, when the test is used on individual
serum samples, are available (and not pool Se (PSe) and
pool Sp (PSp)) (Manufacturer data on file). We assume
PSe = Se and PSp = Sp.
The archived sera were used to form a series of valid-

ation pools, each containing 30 sera (20 μL each, 600 μL
for each sample pool). Specifically, each validation pool
included a defined number (‘n’) of positive sera (where
n= 0, 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 15, 20, 25 or 30) in com-
bination with 30-n negative samples. For example, one
validation pool had 0 positive and 30 negative samples,
another had 1 positive and 29 negative samples, etc. In
total, 90 validation pools were created, including 20
pools where n = 0, and 5 each for the 14 remaining posi-
tive/negative combinations. For each of these validation
pools, the positive and negative samples were each
selected using simple random sampling, using a com-
puter generated random number list (Microsoft Excel
2003, Redmond, WA, USA), from the 500 known



Table 2 Number of beef and dairy herds recruited within
each province

Province Herd type Total

Beef Dairy

Connaught 542 46 588

Leinster 434 175 609

Munster 474 449 923

Ulster 209 63 272

Total 1659 733 2392
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negative and 500 known positive sera. The 90 validation
pools were analysed using the above-mentioned BVDV
antibody ELISA, all at AFBI’s diagnostic unit. The ab-
sorbance or optical density (OD) of each well at 450 nm
was measured on a microplate plate reader. The cor-
rected optical density (COD) value of each pool and
reference serum was obtained by subtraction of the OD
value of each control antigen-coated well from that of
the parallel viral antigen-coated well [18]. A correspond-
ing percentage positivity (PP) value was obtained using
the formula: PP value =COD (Sample)/COD (Positive
Control).
Sample collection
Pooled serum
As part of the national statutory brucellosis eradication
scheme, serum samples are collected annually from all
eligible animals (female bovines and entire bulls aged
12 months or over) in all cattle herds in Ireland. A sam-
ple of these herds was selected for the current study.
Based on data available through the Animal Health
Computer System (AHCS), stratified random sampling
(based on two strata: ‘province’ and ‘herd size’) was used.
There are four provinces in Ireland (Connaught, Lein-
ster, Munster and Ulster). Two herd types were defined
in this study – beef (containing >66% beef breed cows)
and dairy (containing >66% dairy breed cows). The
number of animals sampled was proportional to the
number of herds with at least one birth registered in
2008 within each strata. In 2008, 87,396 herds had one
or more births registered. Of these, 2,037 were mixed
dairy and beef herds and were excluded. A further
30,894 herds were excluded because they were small
(dairy herds <20 breeding cattle; beef< 10 breeding cat-
tle). The proportion of the remaining 54,465 herds
within each strata is shown in Table 1. The aim was to
select a total sample size of 2,688 to allow for random
selection of sufficient herds stratified on herd type (beef
or dairy) and location (province) (Table 2). This sample
size was based on herd-level Se and Sp (calculated from
pooled-test Se and Sp values determined in the
Table 1 Number of births registered, and number and percen
excluding mixed and small (dairy< 20 animals, beef< 10 ani

Province Animals

Beef Dairy Total Bee

Connaught 264,141 51,439 315,580 12,31

Leinster 300,933 254,292 555,225 9825

Munster 304,081 621,957 926,038 11,07

Ulster 106,809 73,675 180,484 4752

Total 975,964 1,001,363 1,977,327 37,97
validation study) [19], a herd-level prevalence of 70%
based on a previous study [16] and a participation rate
of 50% for farms participating in the study during the
10 week collection period. Throughout the study period,
animals were mostly kept on managed grassland. While
2,688 were initially contacted, 296 herds had to be
excluded as they had either already completed their herd
test prior to the proposed collection period or their con-
tact details were inaccurate. Hence, 2392 herds were
recruited of which 1659 were classified beef (containing
<34% dairy breed cows) and 733 were dairy (>66% dairy
breed cows), with approximately 204,000 animals. These
farms represented just over 2% of all beef and dairy
herds in Ireland. These study inclusion criteria, taking
into account Irish national herd structure, would repre-
sent exclusion of less than 1% of dairy cows, but almost
15% of beef cows [20]. Permission for inclusion in the
study was sought from all selected herdowners.
Sample collection was conducted by private veterinary

practitioners (PVPs) during a ten-week period from May
to August 2009. The serum were placed in deep well
blocks and stored frozen. Samples were later thawed,
and a serum pool was generated for each herd, derived
from up to 30 individual sera (each 10 μL). In herds con-
taining <30 eligible animals, the pool included sera from
all animals; in herds containing >30 eligible animals, 30
sera were randomly selected based on a randomisation
list generated in Excel 2003. Sample pooling was carried
out in Enfer Diagnostics, Naas, Co. Kildare, Ireland, an
officially accredited laboratory. Testing of the serum
tage of herds where a birth was registered, during 2008,
mals) herds, by province and herd type

Herds

Number %

f Dairy Total Beef Dairy Total

6 1032 13,348 22.6 1.9 24.5

3908 13,733 18.0 7.2 25.2

7 10,174 21,251 20.3 18.7 39.0

1381 6133 8.7 2.5 11.3

0 16,495 54,465 69.7 30.3 100.0



Cowley et al. Irish Veterinary Journal 2012, 65:16 Page 4 of 9
http://www.irishvetjournal.org/content/65/1/16
pools was conducted at AFBI using the above-
mentioned indirect ELISA.

Bulk milk
120 dairy herds were selected using convenience sam-
pling for bulk milk analysis. Convenience sampling com-
prised contacting the owners of the first dairy herds
from which serum samples were collected and request-
ing that they submit a bulk milk sample from their herd.
Animals that contributed to the bulk milk sample
included all lactating animals contributing milk for pro-
cessing on the day of testing. In total, bulk milk was col-
lected from approximately 20% of all dairy herds from
which sera samples were obtained, within two weeks of
serum collection. Using a prepared protocol, each herd-
owner collected the bulk milk sample into a 20 mL uni-
versal container from an agitated bulk tank. Containers
contained bronopol preservative tablets and were posted
to AFBI for analysis using the above-mentioned indirect
BVDV antibody ELISA test, for the purposes of compari-
son with results from the sample serum pools.

Vaccine usage survey
A phone survey was used to clarify BVD vaccine usage
in each of the study herds. Each study herd owner was
contacted by phone by the first author, and an interview
was conducted regarding duration and timing of vaccin-
ation and brand of vaccine used. Where relevant, at least
three attempts were made to contact each study herd
keeper. National usage data were obtained from sales
data gathered by an industry survey [21]. GfK Kynetec is
an international market research company. Using Micro-
soft Excel 2003, the data were summarised according to
the number of vaccine doses sold by time of application
(month), and by location (county; 26 in 4 provinces
within the Republic of Ireland).

Data analysis
Preliminary validation
The PP values from each of the 90 validation pools was
recorded in a statistical software package (STATAW, Ver-
sion 11.0/SE (Stata Corporation, Texas, USA, 2009) and
subjected to Receiver Operator Characteristics (ROC)
analysis, to determine the optimal cut-off PP to
maximize Sp and Se of the test when used on pools [22].
Youden’s Index was calculated using the formula (Se +
Sp-1) [23]. However, only values for Se and Sp of the in-
direct ELISA for BVDV, when the test is used on indi-
vidual serum samples, are available (and not pool Se
(PSe) and pool Sp (PSp)) (Manufacturer data on file).

Vaccine usage
Among the study herds, vaccine usage by county, season-
ality and herd type were evaluated. Herds were classified
as vaccinated within the previous 3 months, previous
6 months, previous year and non-vaccinated. Vaccine
usage in study herds was compared to national usage data.

Seroprevalence study
All of the following analyses were conducted on non-
vaccinated herds only.

Pooled serum
The optical density result of each serum pool was
recorded. The optimal cut-off PP value, as determined
during preliminary validation, was used to classify each
herd as seropositive or negative. Herd-level sensitivity
(HSe) and herd-level specificity (HSp) values for the in-
direct ELISA test, when PCO was applied to a single pool
of 30 samples from each herd, assuming a within-herd
prevalence of 75% [3], were calculated using formulas
derived previously [19]. Apparent (and true) herd-level
prevalence was calculated from the proportion of positive
pools using these HSe and HSp values. Associations be-
tween serum pool PP (quartiles) and herd type, herd size
and province were tested using a chi-square test, while
associations were also evaluated between herd-level sero-
prevalence classification (based on PCO) and the follow-
ing parameters: herd type, province and herd size
(quartiles) using a chi-square test.
ANOVA was conducted to determine associations be-

tween herd size and PP value of serum pools (quartiles).
The goodness-of-fit of the models was assessed by exam-
ining residuals. Herd size was categorized into quartiles.

Bulk milk
Bulk milk samples with PP ≥ 2.5 were deemed positive,
as per manufacturer recommendations. The statistical
software package: STATAW, Version 11.0/SE (Stata Cor-
poration, Texas, USA, 2009) was used to calculate
Cohen’s kappa coefficient, which is a measure of agree-
ment between the bulk milk results and the seropreva-
lence results. Herds that had a different result in the
bulk milk and seroprevalence studies were further inves-
tigated by whole herd analysis of individual serum sam-
ples to determine which classification was correct.

Results
Preliminary validation
There was good agreement between seropositive pools
and seropositivity (R2 = 0.87; Figure 1), and a significant
association between seropositivity and PP (p< 0.001).
Based on a Receiver Operating Characteristic analysis of
percentage positivity readings (PP), a cut-off PP of 2.12%
resulted in a Se and Sp of 100% and 95%, respectively,
relative to use of the ELISA on individual sera. A pro-
posed cut-off (PCO) PP of 7.58% gave a relative Se and
Sp of 98.57% and 100%, respectively. The PCO was



Figure 1 Comparison between percentage positivity (PP) and percentage of positive samples, based on 90 validation pools. A
polynomial line of best fit is included.

Cowley et al. Irish Veterinary Journal 2012, 65:16 Page 5 of 9
http://www.irishvetjournal.org/content/65/1/16
chosen based on maximization of the prevalence inde-
pendent criterion (Youden Index) in order for the ELISA
to be used on bulk serum pools in the following sero-
prevalence study.
Vaccine usage
Interviews were conducted with 1,113 (94.7% of the)
study herd owners. In total, 214 (19.2%) of these herds
had used BVD vaccine at some point, based on recall
from the herd owner. 81% of these 214 were dairy herds,
72% had commenced vaccination programmes within
the previous three years, 30% had been vaccinating for
less than 2 years, and 14% had begun to vaccinate within
the previous year.
Approximately 840,000 doses of BVD vaccine were

used in total by Irish farmers in 2009 [21], with a dis-
tinctly seasonal pattern of usage. Vaccination in this
study showed a similar seasonal pattern (Figure 2) to
overall vaccine usage in Ireland [21].
Figure 2 Monthly BVD vaccine usage on 1,113 Irish farms and nation
Seroprevalence study
Pooled serum
Sera from 1,175 of the 2392 recruited herds were col-
lected by 199 PVPs (approximately 61,000 sera from
60% of all bovine animals in these herds) during the
study period. Participation was largely influenced by the
decision of the herd-owner on the most suitable sea-
sonal timing of their brucellosis herd test, with the herd
owner of 1,217 herds choosing to delay until after
the collection period, mainly for commercial reasons.
450 of the collected herds contained 30 or less sam-
ples. Using the PCO determined in the validation
study, 13 herds were classified as seronegative. Exclud-
ing the 5.5% of herds where no vaccination history was
available, apparent herd-level prevalence was calculated
to be 98.9%. HSe and HSp were found to equate to
PSe and PSp using the formulae derived previously
[19]. Therefore true herd prevalence was calculated to
be 98.7% (95% CI – 97.9-99.4%) in non-vaccinating
herds.
ally during 2009.



Table 3 % of herds in each province by serum pool
bovine viral diarrhoea (BVD) antibody ELISA Percentage
Positivity (PP) result (presented as quartiles)

Serum
pool BVD
antibody
PP (%), in
quartiles

% of herds

Connaught Leinster Munster Ulster Total

0-58 24.1 16.5 49.1 10.3 25.0

58-74 21.4 25.4 42.0 11.2 25.0

74-89 25.7 27.4 35.8 11.1 25.3

89-135 23.1 36.7 29.0 11.3 24.7
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Herd-level classification by province (herds with un-
known vaccination history and vaccinating herds
excluded) is outlined in Table 3. There was a significant
difference between provinces for herd-level PP quartiles
(p< 0.001), with highest PP values recorded in Leinster.
Herd-level prevalence classification based on PCO did
not differ significantly between dairy and beef herds
(98.3% vs 98.8%, respectively, p = 0.595). ANOVA showed
a significant association between herd size (quartiles) and
herd-level PP quartiles (p = 0.02). However, no associ-
ation was found on chi-square analysis of herd classifica-
tion based on PCO, by either province (p = 0.366), herd
type (p = 0.595) or herd size (quartiles) (p = 0.565).
Bulk milk
In total, 111 bulk milk samples were collected from
herds, 41% of which were vaccinated. Herd-level preva-
lence in non-vaccinated herds was 92.3% (95% CI –
85.8-98.8%) based on results of bulk milk analysis. A
comparison of the results from the pooled serum and
bulk milk analyses of non-vaccinated herds, using the
two different cut-offs, is presented in Table 4. Kappa
Table 4 Bovine viral diarrhoea (BVD) herd status for 111
herds in Ireland during 2009 (based on a comparison of
bulk milk and pooled serum BVDV antibody results) in
non-vaccinated herds

BVD herd
status based
on bulk milk
analysis
(PP≥ 2.5)

BVD herd status

(PP 2.12) (PP 7.58)

Negative Positive Negative Positive

Negative 1 4 2 3

Positive 0 60 0 60

% agreement in
classification

93.8% 95.4%

(κ-value) (0.32) (0.55)

The pooled serum results are separately presented at two different cut-off
percentage positivity (PP) values (2.12 and 7.58). The level of agreement in
BVD herd status, for non-vaccinated herds at each of the two cut-offs is
presented, using kappa statistics.
analysis demonstrates 95.4% agreement between herd
classification of seroprevalence based on pooled serum
and bulk milk analysis when PCO is applied in non-
vaccinated herds. Misclassification occurred with 3 non-
vaccinating herds, using bulk milk analysis (at a cut-off
of PP>= 2.5) compared to pooled serum (at a cut-off of
PP = 7.58). In further evaluation conducted in 2 of the
three above-mentioned herds based on an analysis of
whole herd individual serum, both had been misclassi-
fied as negative using bulk milk analysis (two positive
animals in a herd of 141, four positive animals in a herd
of 42).

Discussion and conclusions
Apparent herd-level prevalence of BVD in non-
vaccinating herds in Ireland was 98.7% where herds were
classified positive when herd pool result exceeded PCO
PP. National herd-level seroprevalence expressed as a
percentage of positive herds depends on the cut-off se-
lection, which in turn depends on within-herd preva-
lence. Assuming a test sensitivity and specificity of 100%
and 98.2%, respectively, the true herd-level prevalence is
98.7% (95% CI:- 98.3-99.5%). Prevalence of BVD in this
study is higher than the 70% individual animal-level
seroprevalence estimated in previous studies [16]. How-
ever, assessment of animal-level BVD prevalence was
not a goal of this study. Ireland is imminently embarking
on an eradication programme and this study would yield
useful information on levels of exposure to BVD to allow
evaluation of progress. As this study is primarily con-
cerned with determining herd-level prevalence due to
disease exposure, including herd-level results from vac-
cinating herds could include herds where a positive anti-
body result was due to vaccination. Furthermore
vaccinated herds were excluded due to factors that could
have influenced the impact of vaccination on herd classi-
fication status. These include the variability of time be-
tween last vaccination and sampling on test result, the
variable status of vaccination within vaccinating herds
(part-herd vaccination, whole-herd vaccination), recall
bias and the recognised impact of vaccination on bulk
sample testing [6]. Prior to the present study, no infor-
mation was available on herd-level prevalence of BVD in
the Irish national herd, nor control measures implemen-
ted at farm level. Herd-level seroprevalence found in the
present study is somewhat higher than in other coun-
tries for which published data are available [1,3,24].
The preliminary validation study was carried out to

provide a proposed cut-off for use on serum pools of 30
samples. Two such cut-offs were found on ROC analysis
of the results and the higher cut-off (PCO) was chosen
based on maximization of the prevalence independent
criterion (Youden Index) as a conservative approach
to determining national herd-level seroprevalence.
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Additionally, PCO gave better agreement, in terms of
herd classification, than using the alternative cut-off
found on ROC analysis, when compared to results
obtained in the bulk milk study (Table 4). Pools in
the validation study were generated from a computer-
generated simple random combination of known nega-
tives and positives.
True herd-level seroprevalence of BVD can be deter-

mined from the number of seropositive pools [19]. The
effects of pooling on Se and Sp of tests have been evalu-
ated previously [19,25]. Epidemiological studies based on
pool sample testing (PST) are not recommended on eco-
nomic grounds if prevalence of disease is high [25].
However, PST will not give accurate assessment of
within-herd prevalence and the only question that can
be answered based on a single pooled sample per herd is
whether the herd is infected or not. As herd classifica-
tion is based on pooled tests in the seroprevalence study,
estimation of herd-level Se and herd-level Sp is more
complex because assumptions must be made about PSe
and PSp. In this study it was assumed PSe = Se and
PSp = Sp. It is likely that the PSe would be lower than Se
especially when within-herd prevalence is low and pool
size is large. The dilution effect on PSe will also be
dependent on the exposed animal's concentration of
antibody. In this study, one positive serum sample in the
pool (equivalent to 3% within-pool prevalence) was used
to determine cut-off in the ROC analysis. Furthermore,
within-herd prevalence based on previous seropreva-
lence studies may be in the range of 60-85%[3]. Individ-
ual animals remain seropositive for a relatively long time
after infection with maintained high levels of antibodies
[26]. It is therefore contended that any effect of pool size
on PSe would be mitigated by a combination of these
factors. Conversely, PSp should exceed Sp [19] because
dilution should make it less likely to have a false-positive
pooled test result than a false-positive individual-test
result.
Samples obtained from the last full national round of

statutory blood test screening for Brucella abortus pro-
vided a unique opportunity for conducting this study in
beef and dairy herds. It allowed an approach that would
normally be prohibitively labour-intensive, expensive
and dependent on issues arising from pooling sera. Sam-
pling bias by PVPs refusing to participate was minimised
by encouraging participation through clear communica-
tion of objectives to participating PVPs with a commit-
ment to provide herd-level results. Procedures were
implemented to ensure minimization of the effect of
cross-contamination. Cross reaction with other agents is
possible if a pool contained a viraemic animal. The
prevalence of PI animals was not determined in this
study. Cross-reacting agents could serve to lower the
estimated prevalence. However, as the prevalence in this
study is almost 100%, this factor is not envisaged as a
major confounding factor in prevalence estimation. Fur-
thermore, it has been suggested that pooling can reduce
the impact of cross-reaction due to the dilution of cross-
reacting agents with samples from non-infected animals
[19]. Few publications exist on the use of ELISA tests on
serum pools, though pools of 10 are widely used by the
AFSSA, France [27]. Up to 30 animals in each herd were
used in the serum pools in this study. A significant dif-
ference may have existed in certain herds, in terms of
sampled animals. Bulk milk samples included all adult
lactating females (except cows excluded due to illness,
treatment etc.) while serum pool analysis (98.2%) com-
prised 30 randomly selected animals from all female ani-
mals and breeding bulls >1 year from the same herds.
The impact of the difference in sampled animals was not
investigated in detail in this study. Kappa analysis
demonstrated 95.4% agreement between classification of
non-vaccinating herds based on bulk milk (92.3% posi-
tive) and classification based on serum pool analysis
(97.0% positive) when PCO was applied. Performance
characteristics of the test to detect antibodies in pooled
sera were demonstrated to exceed those in bulk milk by
whole herd analysis of individual animals carried out on
those herds misclassified as negative using the bulk milk
test compared to the analysis of pooled serum samples.
However, only two such herds were evaluated in this
study. Bulk milk, though widely used in seroprevalence
studies, limits the application to dairy herds, and low-
ered sensitivity of the ELISA has been identified in the
application of bulk milk analysis [28,29]. Bulk milk based
seroprevalence studies may also be influenced by timing
in seasonal calving populations and herd average yield
[30], although this is considered a minor issue. It is im-
portant to emphasise that the validation of the ELISA
test on serum pools was performed against the same
ELISA used on individual samples. While this is not op-
timal, as the Serum Neutralisation test is the accepted
gold standard test for validation, large quantities of
serum with known SNT readings were not available, as
many laboratories no longer routinely carry out this test
for a variety of reasons [31]. However, the ELISA has
been validated by the manufacturers against the SNT
when used on individual sera with a Se and Sp of 100%
and 98.2%, respectively. Larger-scale work is advised on
the use of serum pools with low seroprevalence to con-
firm the cut-off found in this study and to more accur-
ately validate the use of this test on serum pools. While
desirable for accurate estimation of national seropreva-
lence, analysis of all samples individually would obvi-
ously be prohibitively expensive.
The distinctly seasonal usage of BVD vaccine reflects

the calving pattern of the Irish herd, suggesting that
most vaccine is used prior to breeding as per
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manufacturers’ recommendations. The majority of vac-
cine is used in dairy herds (38% versus 9% of beef herds),
despite seroprevalence being equivalent in both herd
types. This suggests a significant information deficit in
the beef sector. Recall bias could have arisen in this
study among farmers surveyed. Vaccine brand used was
determined to minimize recall bias and confusion with
vaccines used to control other diseases.
Herd size was determined to be a significant risk fac-

tor with regard to pool PP (quartiles), however, no as-
sociation was found between this parameter and herd
classification based on PCO. This is likely to be be-
cause herd-level prevalence is almost 100%, which pre-
cludes differentiation between positive and negative
herds. Excluding herds where no vaccination history
was available, herd-level prevalence was 98.7% (95% CI
– 97.9-99.4%) in non-vaccinating herds. While vaccin-
ation affected individual animal prevalence in a previ-
ous study, a lack of a significant effect of vaccination
on herd-level prevalence was also found in that study
[32]. Herd level prevalence was only calculated in non-
vaccinating herds in this study. An association between
herd-level BVDV seroprevalence and herd size is in line
with previous findings [3], however, this may be a con-
founded risk factor [33].
BVD is widely recognized as a cause of a range of con-

ditions affecting a number of organ systems with the
outcome depending on immunocompetence [8]. Eco-
nomic losses from BVD infection have been reviewed
previously [34,35]. With a cattle population in Ireland
comprising 1.087 million dairy cows and 1.105 million
beef cows as well as growing animals [36]), and with
numbers of farms falling by 3-4% per year as average
farm size increases, significant disease control challenges
lie ahead. Current BVD controls have, until recently
been limited almost exclusively to vaccination, a strategy
which is unlikely to have a significant impact on national
herd-level prevalence [14]. Additional measures such as
identification and elimination of PI animals, certification
of herds and implementation of biosecurity measures
are required to make any impact on herd-level sero-
prevalence in Ireland considering the current high levels.
In addition to those EU member states already officially
free of disease, other countries (Netherlands, Belgium,
France, Germany, U.K., Spain and Italy among others)
are at various stages of herd certification/eradication
[27,37-40]. Knowledge of BVD seroprevalence is neces-
sary for designing and implementing effective concerted
national control and eradication measures. Animal
Health Ireland (AHI), an industry body charged with the
national leadership and coordination of production dis-
ease issues in Ireland, is currently assembling informa-
tion with a view to informing policy on their control.
AHI has implemented a voluntary scheme of PI
elimination for calves born in Ireland since January 2012.
This approach is planned to become mandatory, through
legislative change, for all calves born in Ireland from
January 1st 2013. Furthermore, recent efforts by AHI and
other agencies to increase awareness of this disease and
encourage implementation of cost-effective controls, in-
cluding screening, elimination of PIs, vaccination and
biosecure practices will help reduce prevalence. However,
ultimately these must be coupled with a herd accredit-
ation programme and effective implementation of statu-
tory measures to reduce national prevalence.

Abbreviations
AFBI: Agri-Food and Biosciences Institute, Stormont, Belfast, Northern Ireland;
AHI: Animal Health Ireland; ANOVA: Analysis of variance; BVDV: Bovine virus
diarrhoea virus; CI: Confidence Interval; COD: Corrected Optical Density - The
value of each sample and reference sample was obtained by subtraction of
the OD value of each control antigen-coated well from that of the parallel
viral antigen-coated well in the ELISA; EU: European Union; ELISA:
Enzyme-linked immunosorbent assay; κ: Cohen’s kappa coefficient;
μL: Microlitre; OD: Optical Density - The absorbance of each sample well at
450 nm was measured on a microplate plate reader; PCO: Proposed cut-off;
PP: Percentage Positivity; PVPs: Private Veterinary Practitioners; ROC: Receiver
Operator Characteristics analysis; Se: Sensitivity; SNT: Serum Neutralisation
test; Sp: Specificity.

Competing interests
The corresponding author is an employee of MSD Animal Health (Ireland),
however, the company played no role in study design, data collection and
analysis, decision to publish, or preparation of the manuscript. The remaining
author(s) declare that they have no competing interests.

Authors’ contributions
DJBC conceived and designed the study, organised the blood sample
collection and analysis, designed and conducted the owner questionnaires,
collected vaccine usage and production data and drafted the manuscript.
SJM and TAC participated in the design and coordination of the study, and
DJBC and TAC performed the statistical analysis. SJM and MLD helped to
draft the manuscript. All authors read and approved the final manuscript.

Authors’ information
DJBC is a Bachelor of Veterinary Medicine and works as Technical Manager,
MSD Animal Health (Ireland). TAC works as principal statistician in the Centre
of Veterinary Epidemiology and Risk Analysis (CVERA), within the School of
Agriculture, Food Science and Veterinary Medicine at University College
Dublin. MLD is UCD Professor of Veterinary Clinical Studies. SJM is UCD
Professor of Veterinary Epidemiology and Risk Analysis and CVERA Director.

Acknowledgements
Assistance was provided in obtaining samples for the validation study by Dr.
David Graham, AFBI and subsequent analysis was conducted by Dr. Maria
Guelbenzu, AFBI, Belfast, Northern Ireland. Random pooling of all herds in
the national study was kindly conducted by Mr. John Clarke and Ms. Clare
Whelan, Enfer Diagnostics, Naas, Ireland. The authors are also grateful to Ms.
Denise Roche, GfK Kynetec for obtaining data on vaccine usage and to Dr.
Birgit Makoschey, MSD Animal Health International, for constructive review of
the text. This study was funded by MSD Animal Health (Ireland).

Author details
1MSD Animal Health, Red Oak North, South County Business Park,
Leopardstown, Dublin 18, Ireland. 2School of Agriculture, Food Science and
Veterinary Medicine, University College Dublin, Belfield, Dublin 4, Ireland.
3Centre of Veterinary Epidemiology and Risk Analysis, School of Agriculture,
Food Science and Veterinary Medicine, University College Dublin, Belfield,
Dublin 4, Ireland.

Received: 7 December 2011 Accepted: 5 July 2012
Published: 31 July 2012



Cowley et al. Irish Veterinary Journal 2012, 65:16 Page 9 of 9
http://www.irishvetjournal.org/content/65/1/16
References
1. Ridpath J: Bovine viral diarrhea virus: global status. Vet Clin North Am Food

Anim Pract 2010, 26(1):105–121. table of contents.
2. Houe H: Epidemiology of bovine viral diarrhea virus. Vet Clin North Am

Food Anim Pract 1995, 11(3):521–547.
3. Houe H: Epidemiological features and economical importance of bovine

virus diarrhoea virus (BVDV) infections. Vet Microbiol 1999, 64(2–3):89–107.
4. Van Oirschot J: Congenital infections with nonarbo togaviruses. Vet

Microbiol 1983, 8(4):321–361.
5. Brownlie J: The pathogenesis of bovine virus diarrhoea virus infections.

Rev Sci Tech 1990, 9(1):43–59.
6. Lindberg A, Alenius S: Principles for eradication of bovine viral diarrhoea

virus (BVDV) infections in cattle populations. Vet Microbiol 1999,
64(2–3):197–222.

7. Lindberg A, Houe H: Characteristics in the epidemiology of bovine viral
diarrhea virus (BVDV) of relevance to control. Prev Vet Med 2005,
72(1–2):55–73. discussion 215–219.

8. Baker J: The clinical manifestations of bovine viral diarrhea infection.
Vet Clin North Am Food Anim Pract 1995, 11(3):425–445.

9. Bolin R: The clinical significance of genetic variation among bovine virus
diarrhoea viruses. Vet Med 1996, 91:958–961.

10. Depner K, Hübschle O, Liess B: Prevalence of ruminant pestivirus
infections in Namibia. Onderstepoort J Vet Res 1991, 58(2):107–109.

11. Houe H, Meyling A: Surveillance of cattle herds for bovine virus diarrhoea
virus (BVDV)-infection using data on reproduction and calf mortality.
Arch Virol Suppl 1991, 3:157–164.

12. Braun U, Landolt G, Brunner D, Giger T: Epidemiologic studies of the
occurrence of bovine virus diarrhea/mucosal disease in 2892 cattle in 95
dairy farms. Schweiz Arch Tierheilkd 1997, 139(4):172–176.

13. Schreiber P, Dubois F, Drèze F, Lacroix N, Limbourg B, Coppe P: Prevalence
of bovine virus diarrhoea virus infection in Belgian white blue cattle in
southern Belgium. Vet Q 1999, 21(1):28–32.

14. Moennig V, Houe H, Lindberg A: BVD control in Europe: current status
and perspectives. Anim Health Res Rev 2005, 6(1):63–74.

15. Houe H, Lindberg A, Moennig V: Test strategies in bovine viral diarrhea
virus control and eradication campaigns in Europe. J Vet Diagn Invest
2006, 18(5):427–436.

16. O’Neill R, Wilson B, Regan C, Connaghan E, Mooney J: Patterns of infection
with BVD virus in laboratory submissions. Ir Vet J 2009, 62(10):679–683.

17. More S, McKenzie K, O'Flaherty J, Doherty M, Cromie A, Magan M: Setting
priorities for non-regulatory animal health in Ireland: results from an
expert Policy Delphi study and a farmer priority identification survey.
Prev Vet Med 2010, 95:198–207.

18. Graham D, Mawhinney K, McShane J, Connor T, Adair B, Merza M:
Standardization of enzyme-linked immunosorbent assays (ELISAs) for
quantitative estimation of antibodies specific for infectious bovine
rhinotracheitis virus, respiratory syncytial virus, parainfluenza-3 virus, and
bovine viral diarrhea virus. J Vet Diagn Invest 1997, 9:24–31.

19. Christensen J, Gardner I: Herd-level interpretation of test results for
epidemiologic studies of animal diseases. Prev Vet Med 2000, 45:83–106.

20. Central Statistics Office Farm Structure Survey. 2005.
21. GfKKynetec: Vet Trak Veterinary Sales Statistics. 2009.
22. Greiner M, Sohr D, Göbel P: A modified ROC analysis for the selection of

cut-off values and the definition of intermediate results of
serodiagnostic tests. J Immunol Methods 1995, 185:123–132.

23. Hilden J, Glasziou P: Regret Graphs, Diagnostic Uncertainty and Youden's
Index. Stat Med 1996, 15:969–986.

24. Greiser-Wilke I, Grummer B, Moennig V: Bovine viral diarrhoea eradication
and control programmes in Europe. Biologicals 2003, 31(2):113–118.

25. Muñoz-Zanzi C, Thurmond M, Hietala S, Johnson W: Factors affecting
sensitivity and specificity of pooled-sample testing for diagnosis of low
prevalence infections. Prev Vet Med 2006, 74:309–322.

26. Fredriksen B, Sandvik T, Løken T, Odegaard SA: Level and duration of
serum antibodies in cattle infected experimentally and naturally with
bovine virus diarrhoea virus. Vet Rec 1999, 144(5):111–114.

27. Dubois E, Duquesne V, Gastaldi C, Del Cont Aurelie VM, Thiery R: Towards
BVD control in France. In BVD and IBR control: The key to successful herd
management: 2010; Prague, Czech Republic; 2010.

28. Böttcher J, Meier N, Stengel K, Grummer B, Truyen U: Feasibility of
serological bulk milk testing as a method for BVD surveillance. Berl
Munch Tierarztl Wochenschr 2003, 116(5–6):244–251.
29. Niskanen R: Relationship between the levels of antibodies to bovine viral
diarrhoea virus in bulk tank milk and the prevalence of cows exposed to
the virus. Vet Rec 1993, 133(14):341–344.

30. Niskanen R, Alenius S, Larsson B, Juntti N: Evaluation of an Enzyme-linked
Immunosorbent Assay for detection of antibodies to Bovine Virus
Diarrhoea Virus in milk. J Vet Med 1989, 36:113–118.

31. Sandvik T: Selection and use of laboratory diagnostic assays in BVD
control programmes. Prev Vet Med 2005, 72:3–16.

32. Niza-Ribeiro J, Pereira A, Souza J, Madeira H, Barbosa A, Afonso C: Estimated
BVDV-prevalence, -contact and -vaccine use in dairy herds in Northern
Portugal. Prev Vet Med 2005, 72:81–85.

33. Mainar-Jaime R, Berzal-Herranz B, Arias P, Rojo-Vázquez F: Epidemiological
pattern and risk factors associated with bovine viral-diarrhoea virus
(BVDV) infection in a non-vaccinated dairy-cattle population from the
Asturias region of Spain. Prev Vet Med 2001, 52(1):63–73.

34. Fourichon C, Beaudeau F, Bareille N, Seegers H: Quantification of economic
losses consecutive to infection of a dairy herd with bovine viral
diarrhoea virus. Prev Vet Med 2005, 72(1–2):177–181. discussion 215–179.

35. Weldegebriel H, Gunn G, Stott AW: Evaluation of producer and consumer
benefits resulting from eradication of bovine viral diarrhoea (BVD) in
Scotland, United Kingdom. Prev Vet Med 2009, 88(1):49–56.

36. Central Statistics Office Livestock Survey December; 2009. http://www.cso.ie/
releasespublications/documents/agriculture/2009/livestock_dec2009.pdf.

37. Franken P: Bovine Virus Diarrhea (BVD) - The Dutch approach. In BVD and
IBR control: The key to successful herd management: 2010; Prague, Czech
Republic; 2010.

38. Arnaiz I, Dieguez FJ, Donate J, Eiras C: BVD status in Galicia, Spain. In BVD
and IBR control: The key to successful herd management: 2010; Prague,
Czech Republic; 2010.

39. Moennig V, Grummer B: Key elements of the BVD control program in
Germany. In BVD and IBR control: The key to successful herd management:
2010; Prague, Czech Republic; 2010.

40. Cavirani S: An update on BVD control in Italy. In BVD and IBR control: The
key to successful herd management: 2010; Prague, Czech Republic; 2010.

doi:10.1186/2046-0481-65-16
Cite this article as: Cowley et al.: Bovine viral diarrhoea virus
seroprevalence and vaccination usage in dairy and beef herds in the
Republic of Ireland. Irish Veterinary Journal 2012 65:16.
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
	Methods
	Results
	Conclusions

	Background
	Methods
	Preliminary validation
	Sample collection
	Pooled serum


	link_Tab1
	link_Tab2
	Outline placeholder
	Bulk milk

	Vaccine usage survey
	Data analysis
	Preliminary validation
	Vaccine usage
	Seroprevalence study

	Pooled serum
	Bulk milk

	Results
	Preliminary validation
	Vaccine usage
	Seroprevalence study
	Pooled serum


	link_Fig1
	link_Fig2
	Outline placeholder
	Bulk milk


	Discussion and conclusions
	link_Tab3
	link_Tab4
	Competing interests
	Authors´ contributions
	Authors´ information
	Acknowledgements
	Author details
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40


<<
  /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


