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Abstract

Background: Infection with bovine herpesvirus-1 (BHV-1) causes a wide range of disease manifestations, including
respiratory disease and abortion, with world-wide distribution. The primary objective of the present study was to
describe aspects of BHV-1 infection and control on Irish farms, including herd-level seroprevalence (based on
pooled sera) and vaccine usage.

Methods: The characteristics of a diagnostic indirect BHV-1 antibody ELISA test when used on serum pools were
evaluated using laboratory replicates for use in the seroprevalence study. The output from this indirect ELISA was
expressed as a percentage positivity (PP) value. A proposed cut off (PCO) PP was applied in a cross-sectional study
of a stratified random sample of 1,175 Irish dairy and beef cattle herds in 2009, using serum pools, to estimate
herd seroprevalence. The study was observational, based primarily on the analysis of existing samples, and only
aggregated results were reported. For these reasons, ethical approval was not required. Bulk milk samples from a
subset of 111 dairy herds were analysed using the same ELISA. Information regarding vaccine usage was
determined in a telephone survey.

Results: A PCO PP of 7.88% was determined to give 97.1% sensitivity and 100% specificity relative to the use of
the ELISA on individual sera giving maximization of the prevalence independent Youden’s index, on receiver
operating characteristics analysis of replicate results. The herd-level BHV-1 seroprevalence was 74.9% (95% CI -
69.9%-79.8%), with no significant difference between dairy and beef herds. 95.5% agreement in herd classification
was found between bulk milk and serum pools. Only 1.8 percent of farmers used BHV-1 marker vaccine, 80% of
which was live while 75% of vaccinated herds were dairy.
A significant association was found between herd size (quartiles) and seroprevalence (quartiles).

Conclusions: The results from this study indicate BHV-1 infection is endemic, although BHV-1 vaccines are rarely
used, in the cattle population in Ireland.

Background
Infection with bovine herpesvirus-1 (BHV-1) causes a
wide range of disease manifestations including respira-
tory disease, abortion and other less common syn-
dromes [1]. Pathogenicity can vary from mild to severe
and relative importance of each syndrome varies
between countries. It has a world-wide distribution,
though some European countries have a long history of
BHV-1 control [2]. A number of Member States within
the European Union (EU) have either successfully eradi-
cated BHV-1 (Denmark, Finland, Sweden, Austria, the

Italian province of Bolzano-Bozen, Switzerland) or
implemented an EU-approved compulsory programme
(Germany, the Italian province of Trento). Herd-level
antibody prevalence of BHV-1 infection shows a wide
variation between countries. The control and eradication
of BHV-1 infections has been previously reviewed [3].
In Ireland, some information has recently emerged

regarding BHV-1 infection, albeit from a biased subset
of Irish beef herds [4] of which 73.2% were seropositive.
As yet, dairy herd-level prevalence has not been evalu-
ated, and data are not available concerning strategies
used to control infection in Ireland, including vaccina-
tion. An understanding of BHV-1 prevalence and vac-
cine use are necessary for designing and implementing
effective national control measures.
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The primary objective of this study was to describe
aspects of BHV-1 infection and control on Irish farms,
including herd-level seroprevalence (based on pooled
sera) and vaccine usage. Preliminary validation of an
indirect BHV-1 antibody ELISA (SVANOVA; Biotech
AB, Uppsala, Sweden) using pooled sera was conducted
as part of this study.

Methods
Data collection
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
Institute (AFBI) in Belfast. The archived sera were
assayed using the above mentioned BHV-1 antibody
indirect ELISA. These sera were assigned to either of
two groups - known positives or negatives. EU standard
reference sera (EU-1, EU-2 and EU-3) were used to vali-
date the ELISA for use on single serum samples prior to
use in the study [5,6]. The test was performed according
to the instructions of the manufacturer. Both positive
and negative control sera were included in each assay.
Sensitivity (Se) and specificity (Sp) of the test when used
on individual sera relative to serum neutralisation test
(SNT) are 97.4% and 92.4%, respectively (SVANOVA,
data on file).
The archived sera were used to form a series of ‘vali-

dation pools’, each containing 30 sera (20 μL each
serum, 600 μL for each sample pool). Specifically, each
validation pool included a defined number (’n’) of posi-
tive sera (where n = 0, 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 15, 20,
25 or 30) in combination 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 positive/negative combinations. For each of
these validation pools, the positive and negative samples
were selected using simple random sampling from the
archived sera. The 90 validation pools were analysed
using the above-mentioned BHV-1 antibody ELISA, all
in the diagnostic unit of AFBI. The absorbance or opti-
cal density (OD) of each well at 450 nm was measured
on a microplate plate reader. The corrected OD (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 [7]. A corresponding percentage positivity (PP)
value was obtained using the formula:
PP value = COD (Sample)/COD (Positive Control).

Randomisation in this study was performed using a
computer-generated random number list (Microsoft
Excel 2003).

Seroprevalence study
Pooled serum As part of the national statutory brucello-
sis 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 sample of these herds was selected for the cur-
rent study. Based on data available through the national
Animal Health Computer System database, stratified ran-
dom sampling (based on two strata: ‘province’ and ‘herd
type’) was used. There are four provinces in Ireland
(Connaught, Leinster, 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 stratum. 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 2688 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 validation study) [8], a
herd-level prevalence based on a previous study of 73%
[4], and a participation rate of 50% for farms enrolled in
the study during a 10 week collection period. Throughout
the study period, animals were mostly kept on managed
grassland. While 2688 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 contact details were inaccurate. Hence, 2392 herds
were recruited of which 1659 were classified beef (con-
taining < 30% dairy breed cows) and 733 were dairy (>
70% dairy breed cows), with approximately 204,000 ani-
mals. These farms represented just over 2% of all beef
and dairy herds in Ireland. This represented exclusion of
less than 1% of dairy cows, but almost 15% of beef cows
[9]. Permission for inclusion in the study was sought
from all selected herd owners.
Sample collection was conducted by recruitment of

382 private veterinary practitioners (PVPs) during a ten-
week period from May to August 2009. The study was
observational, based primarily on the analysis of existing
samples, and only aggregated results were reported. For
these reasons, ethical approval was not required. The
serum were placed in deep well blocks and stored fro-
zen. Samples were later thawed, and a serum pool was
generated for each herd, derived from up to 30 indivi-
dual sera (each 10 μL). In herds containing < 30 eligible
animals, the pool included sera from all animals; in
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herds containing > 30 eligible animals, 30 sera were ran-
domly 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 pools was
conducted at AFBI using the same indirect ELISA.
Bulk milk 120 dairy herds were selected using conveni-
ence sampling for bulk milk analysis. These were the first
herds from which serum samples were collected. In total,
bulk milk was collected from approximately 20% of all
dairy herds from which sera samples were obtained.
Using a prepared protocol, each herd-owner collected the
bulk milk sample into a 20 mL universal container from
an agitated bulk tank. Containers contained bronopol
preservative tablets and were posted to AFBI for analysis
using the above-mentioned test, for the purposes of com-
parison with results from the sample serum pools.
Vaccine usage survey
A phone survey was used to clarify BHV-1 vaccine
usage in each of the study herds. Each study herd kee-
per was contacted by phone by the first author, and an
interview was conducted regarding duration and timing
of vaccination and brand of vaccine used. National
usage data were obtained from sales data gathered by an
industry survey organization [10]. GfK Kynetec is an
international market research company that gathers data
on sales of animal health products. Using Microsoft
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
A validation pool was classified positive if it contained ≥
1 positive archived serum sample. The PP values from
each of the 90 validation pools was recorded in a statis-
tical software package (STATA®, Version 11.0/SE; Stata
Corporation, Texas, USA, 2009) and subjected to Recei-
ver Operator Characteristics (ROC) analysis, to deter-
mine the optimal cut-off PP to maximize Se and Sp of
the test when used on pools. However, only values for
Se and Sp 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 that
PSe = Se and PSp = Sp. [11]. Youden’s index was calcu-
lated using the formula (Se+Sp-1) [12].
Seroprevalence study
Pooled serum The OD result of each sample pool was
recorded. The optimal cut-off PP value, as determined
during preliminary validation, was used to classify each
herd as seropositive or negative. Differences in observed
prevalence by herd type, herd size (quartiles) and pro-
vince were tested using a chi-square test.
Bulk milk Bulk milk samples with PP ≥ 3 were deemed
positive, as per manufacturer recommendations. The
statistical software package: STATA®, Version 11.0/SE
(Stata Corporation, Texas, USA, 2009) was used to cal-
culate Cohen’s kappa coefficient, which is a measure of
agreement between the bulk milk results and the sero-
prevalence results. Herds that had a different result in
the bulk milk and seroprevalence studies were further
investigated by whole herd analysis of individual serum
samples to determine which classification was correct.
Vaccine usage
Vaccine usage by seasonality, herd type and brand were
evaluated. Vaccine usage in study herds was compared
to national usage data.

Results
Preliminary validation
There was good agreement between seropositive pools
and seropositivity (R2 = 0.70; Figure 1), and a significant
association between seropositivity and PP (P < 0.001).

Table 1 Proportion of herds with at least one birth during 2008, excluding mixed and small (dairy < 20 animals, beef
< 10 animals) herds, by province and herd type

Province Animals Herds % of herds

Beef Dairy Total Beef Dairy Total Beef Dairy Total

Connaught 264,141 51,439 315,580 12,316 1032 13,348 22.6 1.9 24.5

Leinster 300,933 254,292 555,225 9825 3908 13,733 18.0 7.2 25.2

Munster 304,081 621,957 926,038 11,077 10,174 21,251 20.3 18.7 39.0

Ulster 106,809 73,675 180,484 4752 1381 6133 8.7 2.5 11.3

Total 975,964 1,001,363 1,977,327 37,970 16,495 54,465 69.7 30.3 100.0

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

Province Herd distribution

Beef Dairy Total

Connaught 608 51 659

Leinster 485 193 678

Munster 547 502 1049

Ulster 234 68 302

Total 1874 814 2688
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Based on a ROC analysis of PP readings (Figure 2), a
cut-off PP of 2.63 resulted in a Se and Sp of 100% and
95%, respectively, relative to the use of the ELISA on
individual sera (Table 3). A proposed cut-off (PCO)
PP of 7.88 gave a relative Se and Sp of 97.1% and
100%, respectively. The PCO value was chosen based
on maximization of the prevalence independent criter-
ion (Youden’s index) in order for the ELISA to be
used on bulk serum pools in an Irish seroprevalence
study.

Figure 1 Comparison between percentage positivity and percentage of positive samples with 90 validation pools.
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Figure 2 Receiver operating characteristics curve using
percentage positivity measurements of serum pools containing
assigned proportions of known positive serum samples.

Table 3 Excerpt of detailed report of sensitivity and
specificity from receiver operator characteristic analysis
of ELISA percentage positivity of serum pools by % of
seropositive samples in pool

Cut-point Sensitivity
(%)

Specificity
(%)

Classified
(%)

LR+ LR-

(> =
-0.2159)

100.00 0.00 77.78 1

(> =
-0.1460)

100.00 5.00 78.89 1.0526 0

(> =
-0.1016)

100.00 10.00 80.00 1.1111 0

(> =
-0.0889)

100.00 15.00 81.11 1.1765 0

(> =
-0.0190)

100.00 20.00 82.22 1.25 0

(> =
-0.063)

100.00 25.00 83.33 1.3333 0

(> = 0.0) 100.00 30.00 84.44 1.4286 0

(> =
0.0127)

100.00 45.00 87.78 1.8182 0

(> =
0.0190)

100.00 50.00 88.89 2 0

(> =
0.0381)

100.00 55.00 90.00 2.2222 0

(> =
0.0508)

100.00 60.00 91.11 2.5 0

(> =
0.0762)

100.00 65.00 92.22 2.8571 0

(> =
0.0889)

100.00 70.00 93.33 3.3333 0

(> =
0.1714)

100.00 75.00 94.44 4 0
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Seroprevalence study
Pooled serum
Sera from 1,175 herds were collected by 199 PVPs. Parti-
cipation was largely influenced by the decision of the
herd-owner on the most suitable seasonal timing of their
brucellosis herd test, with 1217 herds choosing to delay
until after the collection period, mainly for commercial
reasons. Approximately 61,000 sera (from about 60% of
all bovine animals in these herds) were collected during
the study period. Of the collected herds, 450 contained
30 or less samples. Using the PCO determined in the
validation study, 295 herds were classified as seronega-
tive. The highest PP readings in each quartile were 7.3,
67.2, 95.9 and 159% respectively. The herd-level BHV-1
prevalence was 74.9% (95% CI - 69.9%-79.8%). Herd level
prevalences by province and herd type are summarized
in Table 4. There was a significant difference between
provinces for herd-level BHV-1 seroprevalence (P <
0.001), with highest seroprevalence in Leinster and lowest
in Munster. The seroprevalence for dairy and beef herds
was not significantly different (P = 0.868: 74.6% vs
75.0%). Herd-level BHV-1 seroprevalence was signifi-
cantly associated with herd size (Table 5).
Bulk milk
In total, 111 bulk milk samples were collected. The
highest PP readings in each quartile were 1.2, 37.7,

97.1 and 153% respectively. A comparison of the
results from the pooled serum and bulk milk analyses,
using the two different cut-offs, is presented in Table
6. Subsequently, the more-conservative PP of 7.88 was
used to determine herd-based BHV-1 seroprevalence.
Kappa analysis demonstrates 95.5% agreement between
herd classification of seroprevalence based on pooled
serum (73.8%) and bulk milk (71.2%) analysis (Table 6)
when PCO is applied. Misclassification occurred with 5
herds (4 were pooled serum +ve, bulk milk -ve; 1 the
converse). In further evaluation conducted in 2 herds
based on an analysis of whole herd individual serum,
one had been misclassified as negative using bulk milk
analysis (that is, one positive animal in a herd of forty
one) and the other misclassified as negative using
pooled serum analysis (six positive animals in a herd of
124 animals). While the latter observation is in line
with previous findings [13], it must be clarified that the
bulk serum pool contained only two of the positive
animal samples.

Vaccine usage
Interviews were conducted with 1,113 (94.7% of the)
study herd keepers. Of these, 20 (1.8%) used BHV-1
marker vaccine (80% live and 20% inactivated). 75% of
vaccinated herds were dairy. In total, 50% and 25% of
the vaccinated herds had been vaccinating for < 1 and >
1 but < 2 years, respectively. Approximately 470,000
doses of BHV-1 marker vaccine were used in the Irish
market in 2009 (85% live) [10], with a distinctly seasonal
pattern of usage (60% of usage during the months
August to December) [10]. The seasonality of vaccine
usage is summarized in Figure 3.

Discussion and Conclusions
Apparent herd-level seroprevalence of BHV-1 in Ireland
was 74.9%, which is in agreement with previous findings
for bulls [4]. Assuming a test Se and Sp of 97.4% and

Table 3 Excerpt of detailed report of sensitivity and spe-
cificity from receiver operator characteristic analysis of
ELISA percentage positivity of serum pools by % of sero-
positive samples in pool (Continued)

(> =
0.1840)

100.00 80.00 95.56 5 0

(> =
0.1841)

100.00 85.00 96.67 6.6667 0

(> =
0.2413)

100.00 90.00 97.78 10 0

(> =
0.2628)

100.00 95.00 98.89 20 0

(> =
0.4008)

98.57 95.00 97.78 19.714 0.015

(> =
0.4402)

97.14 95.00 96.67 19.429 0.0301

(> =
0.7884)

97.14 100.00 97.78 0.0286

(> =
0.8344)

95.71 100.00 96.67 0.0429

(> =
1.2746)

94.29 100.00 95.56 0.0571

(> =
1.3009)

92.86 100.00 94.44 0.0714

(> =
2.0959)

91.43 100.00 93.33 0.0857

(> =
2.1419)

90.00 100.00 92.22 0.1

Table 4 Herd level prevalence within each province, by
herd type

Prevalence - Number of seropositive herds
(%)

Province Beef Dairy Total

Connaught 169
(70.9)

18
(85.7)

187
(72.1)

Leinster 176
(84.5)

87
(83.7)

263
(84.2)

Munster 173
(70.2)

165
(69.2)

338
(69.7)

Ulster 68
(77.3)

25
(78.1)

93
(77.5)

Total 586
(75.0)

295
(74.6)

881
(74.9)

Cowley et al. Acta Veterinaria Scandinavica 2011, 53:40
http://www.actavetscand.com/content/53/1/40

Page 5 of 9



92.4%, respectively, the true herd-level prevalence is
77.4% (74.98-79.76 - 95% CI). This obviously compares
unfavourably to levels in EU member states that are offi-
cially free while levels in other member states where
information is available are broadly similar to Ireland
[3]. Though not specifically investigated in this study, it
is likely that such high levels in Ireland result from his-
toric management practices and particularly the disper-
sal of animals throughout the country in the context of
national trading at markets [14]. However, this issue
warrants further investigation. Herd-level BHV-1 sero-
prevalence was significantly associated with herd size
which is in line with previous findings, though this may
be a cluster risk factor [15,16].
It is apparent from study herds that vaccine usage in

breeding animals in Ireland is very low (1.8%). Regard-
ing control measures implemented at herd level, only
vaccination was investigated in this study. Recall bias
could have arisen among farmers surveyed. Vaccine
brand used was determined to minimize recall bias and
confusion with vaccines used to control other diseases.
Furthermore, a major difference exists between vaccine
usage in the national cattle population and study herds.
Approximately 471,000 doses of BHV-1 vaccine were
used in the Irish market in 2009 [10]. It is estimated
that the majority of vaccine is used in growing animals
(< 2 years old) prior to housing/shipment rather than
breeding animals. This would explain the distinctly sea-
sonal usage of BHV-1 marker vaccine in the Irish cattle
population prior to housing or export of animals in the
months September to November. This pattern is not

followed in study herds, as included herds consist of
breeding animals. The low number of study herds vacci-
nating precluded investigating any link between seropre-
valence and vaccine uptake.
True herd-level seroprevalence of BHV-1 can be

determined from the number of seropositive pools [8].
The effects of pooling on Se and Sp of tests have been
evaluated previously [8,17]. When a single pooled sam-
ple is collected per herd, the only question that can be
answered is whether the herd is infected or not. Sam-
pling bias from PVPs refusing to participate was mini-
mised by encouraging participation through clear
communication of objectives to participating PVPs with
a commitment to provide herd-level results. Procedures
were implemented to avoid cross-contamination and to
ensure minimization of the effect of cross-contamina-
tion. Cross-reaction with other agents is possible if a
pool contained a viraemic animal. The prevalence of vir-
aemic animals in this study is unknown. However, 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 [8]. Few
publications exist on the use of ELISA tests on serum
pools [18,19], though pools of 10 are widely used by the
Agence Française de Sécurité Sanitaire des Aliments in
France to assess herd-level prevalence of disease [20]. It
has been found in a previous study that 16.3% of sero-
positive herds had only one cow seropositive while an
additional 8.6% had only two cows seropositive [21].
This means that there is a significant risk that herd-level
prevalence will be under-estimated, using serum pools

Table 5 Chi-squared testing of herd-level bovine herpesvirus-1 (BHV-1) seroprevalence (into quartiles) by herd size (in
quartiles), in 1052 Irish study herds during 2009

Herd-level BHV-1 seroprevalence Herd size Total

Lowest quartile Second quartile Third quartile Highest quartile

Lowest quartile 98a 58 52 54 262

Second quartile 72 85 64 46 267

Third quartile 67 61 75 60 263

Highest quartile 55 43 64 98 260

Pearson Chi-square (9) = 57.1295, P < 0.001

a. That is, there were 98 herds with herd-level BHV-1 seroprevalence in the lowest quartile and herd size in the lowest quartile

Table 6 Comparison of bulk milk and pooled serum bovine herpesvirus-1 (BHV-1) results from 111 herds in Ireland
during 2009

BHV-1 herd status based on bulk milk analysis (PP ≥ 0.03) BHV-1 herd status based on pooled serum analysis

(PP 2.63) (PP 7.88)

Negative Positive Negative Positive

Negative 26 6 28 4

Positive 1 78 1 78

�-value 0.839 0.887

The pooled serum results are separately presented at two different cut-off percentage positivity (PP) values (2.63 and 7.88)
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containing only 10 animals. Therefore, up to 30 animals
in each herd were used in the serum pools in this study.
Furthermore, bulk milk sample analysis agreed signifi-
cantly with findings of the same herd bulk serum test
(Table 6). While desirable, analysis of all samples indivi-
dually would have been prohibitively expensive.
The preliminary validation study was carried out to

provide a PCO for use on serum pools of 30 samples. It
is reasonable to assume that this cut-off is applicable to
other serum pools of equal or lower size and could pro-
vide a useful cost-reducing tool in prevalence studies
using this ELISA. Two such cut-offs were found on
ROC analysis of the results and the higher cut-off
(PCO) was used, to maximize the Youden’s index, as a
conservative approach to determining national herd-
level seroprevalence. Furthermore, PCO gave better
agreement when compared to results obtained in the
bulk milk study (� = 0.887 compared to 0.839).
As herd classification 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. However, 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 in the seroprevalence study is likely to be
approximately 28% [4] Individual animals remain sero-
positive for a relatively long time after infection with
maintained high levels of antibodies [22]. It is therefore
contended that any effect of pool size on PSe will be
mitigated by a combination of these factors. Conversely,

PSp should exceed Sp because dilution should make it
less likely to have a false-positive pooled test result than
a false-positive individual-test result [8]. Finally, there is
95.5% agreement in herd classification between bulk
milk and serum pools, using a manufacturer-recom-
mended and validated cut-off PP for bulk milk [23].
However, larger-scale work is advised on the use of
serum pools with low seroprevalence to confirm the
cut-off found in this study and to more accurately vali-
date the use of this test on serum pools. Finally, it is
important 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
optimal, as the SNT is the accepted gold standard test
for validation, large quantities of serum with known
SNT readings were not available. Many laboratories no
longer routinely carry out this test as it is time and
labour-intensive and requires specialist skills and equip-
ment for interpretation. However, the ELISA has been
validated by the manufacturers against the SNT when
used on individual sera, with a Se and Sp of 97.4% and
92.4%, respectively.
Significant future challenges exist in Ireland regarding

BHV-1 infection with herd size increasing and no
national control programme in place [4]. Two produc-
tion strata for cow farms are described in Ireland - beef
suckler farms (n = 74,800) containing 1.105 million
cows and dairy farms (n = 26,800) containing 1.087 mil-
lion dairy cows, with average herd size 15 and 41,
respectively [24]. A small proportion of herds are both
dairy and beef suckler [25]. Numbers of farms are falling
by 3-4% per year as average farm size increases. The low
uptake of vaccine in herds of adult cows will do little to
restrict virus circulation among adult or juvenile stock.
Vaccination has been demonstrated to effectively reduce
seroprevalence if vaccine usage is conducted in a

Figure 3 Seasonality of bovine herpesvirus-1 vaccine usage in Ireland during 2009, both nationally and in the study herds.
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coordinated manner [26]. In addition to those EU mem-
ber states already officially free of disease, other countries
have already achieved regional eradication (France, Ger-
many, UK, Spain and Italy) or are at various stages of
herd certification/eradication (Netherlands, Belgium and
Poland among others) [27]. Further efforts are required
by Animal Health Ireland and other agencies in the
Republic of Ireland in order to avoid high herd-level pre-
valence of BHV-1 acting as a potential barrier to within-
community trade [28]. These would include increasing
awareness of this prevalent disease and encouraging
implementation of cost-effective controls, including
screening, vaccination (particularly of breeding animals),
biosecure practices and a herd accreditation programme.

Abbreviations
AFBI: Agri-Food and Biosciences Institute, Stormont, Belfast, Northern Ireland;
ANOVA: Analysis of variance; BHV-1: Bovine Herpesvirus-1; 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; ELISA: Enzyme-linked immunosorbent assay; EU: European
Union; 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; Sp: Specificity; SNT: Serum Neutralisation test

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 International, for constructive review of the text. This
study was funded by MSD Animal Health (Ireland).

Author details
1MSD Animal Health, 4th Floor, Junction House, Airton Road, Tallaght, Dublin
24, 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.

Authors’ contributions
DJBC conceived and designed the study, organised the blood sample
collection and analysis, designed and conducted the owner questionnaires,
collected vaccine usage 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 (UCD). MLD is UCD Professor of Veterinary Clinical Studies. SJM is
UCD Professor of Veterinary Epidemiology and Risk Analysis and CVERA
Director.

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.

Received: 26 November 2010 Accepted: 23 June 2011
Published: 23 June 2011

References
1. Straub O: BHV1 infections: relevance and spread in Europe. Comp

Immunol Microbiol Infect Dis 1991, 14:175-186.
2. Ackermann M, Bélak S, Bitsch V, Edwards S, Moussa A, Rockborn G, Thiry E:

Round table on infectious bovine rhinotracheitis/infectious pustular
vulvovaginitis virus infection diagnosis and control. Vet Microbiol 1990,
23:361-363.

3. Ackermann M, Engels M: Pro and contra IBR-eradication. Vet Microbiol
2006, 113:293-302.

4. O’Grady L, O’Neill R, Collins D, Clegg T, More S: Herd and within-herd
BoHV-1 prevalence among Irish beef herds submitting bulls for entry to
a performance testing station. Irish Vet J 2008, 61:809-815.

5. Perrin B, Bitsch V, Cordioli P, Edwards S, Eloit M, Guérin B, Lenihan P,
Perrin M, Rønsholt L, Van Oirschot J: A European comparative study of
serological methods for the diagnosis of infectious bovine
rhinotracheitis. Rev Sci Tech 1993, 12:969-984.

6. Perrin B, Calvo T, Cordioli P, Coudert M, Edwards S, Eloit M, Guérin B,
Kramps J, Lenihan P, Paschaleri E: Selection of European Union standard
reference sera for use in the serological diagnosis of infectious bovine
rhinotracheitis. Rev Sci Tech 1994, 13:947-960.

7. 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.

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

9. Central Statistics Office Farm Structure Survey. 2005.
10. GfKKynetec: Vet Trak Veterinary Sales Statistics. 2009.
11. 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.

12. Hilden J, Glasziou P: Regret Graphs, Diagnostic Uncertainty and Youden’s
Index. Statistics Med 1996, 15:969-986.

13. Kramps J, Banks M, Beer M, Kerkhofs P, Perrin M, Wellenberg G, Oirschot J:
Evaluation of tests for antibodies against bovine herpesvirus 1
performed in national reference laboratories in Europe. Vet Microbiol
2004, 102:169-181.

14. Ashe S, More S, O’Keeffe J, White P, McGrath G, Aznar I: Survival and
dispersal of a defined cohort of Irish cattle. Irish Vet J 2009, 62:44-49.

15. Boelaert F, Speybroeck N, de Kruif A, Aerts M, Burzykowski T,
Molenberghs G, Berkvens D: Risk factors for bovine herpesvirus-1
seropositivity. Prev Vet Med 2005, 69:285-295.

16. van Schaik G, Dijkhuizen A, Huirne R, Schukken Y, Nielen M, Hage H: Risk
factors for existence of Bovine Herpes Virus 1 antibodies on
nonvaccinating Dutch dairy farms. Prev Vet Med 1998, 34:125-136.

17. 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.

18. Borel N, Doherr M, Vretou E, Psarrou E, Thoma R, Pospischil A:
Seroprevalences for ovine enzootic abortion in Switzerland. Prev Vet Med
2004, 65:205-216.

19. Rovira A, Cano J, Muñoz-Zanzi C: Feasibility of pooled-sample testing for
the detection of porcine reproductive and respiratory syndrome virus
antibodies on serum samples by ELISA. Vet Microbiol 2008, 130:60-68.

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

21. Nylin B, Strøger U, Rønsholt L: A retrospective evaluation of a Bovine
Herpesvirus-1 (BHV-1) antibody ELISA on bulk-tank milk samples for
classification of the BHV-1 status of Danish dairy herds. Prev Vet Med
1999, 47:91-105.

22. Kaashoek M, Rijsewijk F, Oirschot J: Persistence of antibodies against
bovine herpesvirus 1 and virus reactivation two to three years after
infection. Vet Microbiol 1996, 53:103-110.

Cowley et al. Acta Veterinaria Scandinavica 2011, 53:40
http://www.actavetscand.com/content/53/1/40

Page 8 of 9

http://www.ncbi.nlm.nih.gov/pubmed/1657511?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2402878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2402878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16337098?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8219346?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8219346?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8219346?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7949366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7949366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7949366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9087921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9087921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9087921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9087921?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10802335?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10802335?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7665894?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7665894?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7665894?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15327792?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15327792?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15907575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15907575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9604262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9604262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9604262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16427711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16427711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16427711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15488271?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18243590?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18243590?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18243590?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21141283?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21141283?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11018737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11018737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11018737?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9011002?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9011002?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9011002?dopt=Abstract


23. Kampa J, Alenius S, Emanuelson U, Chanlun A, Aiumlamai S: Bovine
herpesvirus type 1 (BHV-1) and bovine viral diarrhoea virus (BVDV)
infections in dairy herds: self clearance and the detection of
seroconversions against a new atypical pestivirus. Vet J 2009,
182:223-230.

24. Central Statistics Office Livestock Survey. 2009 [http://www.cso.ie/
releasespublications/documents/agriculture/2009/livestock_dec2009.pdf].

25. Central Statistics Office Farm Analysis by Size of Herd, Type of Cow,
Year and Statistic. [http://www.cso.ie/releasespublications/documents/
agriculture/2007/farmstructure_2007.pdf].

26. Makoschey B, Zehle H, Bussacchini M, Valla G, Pálfi V, Földi J: Efficacy of a
live bovine herpesvirus type 1 marker vaccine under field conditions in
three countries. Vet Rec 2007, 161:295-298.

27. Franken P: IBR Control in Europe. BVD and IBR control: The key to successful
herd management: 2010; Prague, Czech Republic 2010.

28. 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.

doi:10.1186/1751-0147-53-40
Cite this article as: Cowley et al.: Aspects of bovine herpesvirus-1
infection in dairy and beef herds in the Republic of Ireland. Acta
Veterinaria Scandinavica 2011 53:40.

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

Cowley et al. Acta Veterinaria Scandinavica 2011, 53:40
http://www.actavetscand.com/content/53/1/40

Page 9 of 9

http://www.ncbi.nlm.nih.gov/pubmed/18760643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18760643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18760643?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18760643?dopt=Abstract
http://www.cso.ie/releasespublications/documents/agriculture/2009/livestock_dec2009.pdf
http://www.cso.ie/releasespublications/documents/agriculture/2009/livestock_dec2009.pdf
http://www.cso.ie/releasespublications/documents/agriculture/2007/farmstructure_2007.pdf
http://www.cso.ie/releasespublications/documents/agriculture/2007/farmstructure_2007.pdf
http://www.ncbi.nlm.nih.gov/pubmed/17766807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17766807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17766807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21141283?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20554068?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20554068?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20554068?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Data collection
	Preliminary validation
	Seroprevalence study
	Vaccine usage survey

	Data analysis
	Preliminary validation
	Seroprevalence study
	Vaccine usage


	Results
	Preliminary validation
	Seroprevalence study
	Pooled serum
	Bulk milk

	Vaccine usage

	Discussion and Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Authors' information
	Competing interests
	References


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

  /CreateJDFFile false
  /Description <<

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

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


