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Pigs naturally exposed to porcine circovirus type 2
(PCV2) generate antibody responses capable to
neutralise PCV2 isolates of different genotypes
and geographic origins
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Abstract

Porcine circovirus type 2 (PCV2) is the essential infectious agent for PCV2-systemic disease (PCV2-SD, formerly known as
postweaning multisystemic wasting syndrome) and other pathological conditions. Recent studies indicated antigenic
variability amongst different PCV2 isolates and suggested that single amino acid changes within the capsid protein
determine differences in the level of neutralization by specific monoclonal antibodies. The objective of the present
study was to examine the cross-reactivity of PCV2 antibodies induced in the context of a natural infection against
different PCV2 isolates belonging to genotypes PCV2a and PCV2b. Sera taken from several farms from animals of
varying health status (PCV2-SD and age-matched healthy pigs and a set of slaughter-aged animals) were assayed for
neutralizing activity against four PCV2 isolates from both predominant genotypes (PCV2a and PCV2b) and of differing
geographic origins (Europe and North-America). Results showed that most of studied pigs (79 out of 82) contained
neutralizing antibodies (NA) able to neutralize all four studied viral strains. Overall, pigs had significantly higher NA titres
against PCV2a than against PCV2b (P < 0.001). Accordingly, studied serums were able to better neutralize Burgos390L4
and Stoon-1010 strains (PCV2a) than L-33-Sp-10-54 and MO/S-06 strains (PCV2b) (P < 0.001). No differences between
capabilities of seroneutralization of viruses from different geographic origin were observed. Present data suggests that
sequence differences between PCV2 isolates translate to functional antigenic differences in viral neutralization in vivo.
Introduction
Porcine circoviruses (PCV) are small non-enveloped,
single-stranded DNA viruses within the Circoviridae family.
Within this family, there are two types of PCV, PCV type 1
(PCV1) and PCV type 2 (PCV2). PCV1 was firstly identi-
fied as a non-cytopathic contaminant of the porcine kidney
cell line PK-15, but it does not apparently cause disease in
swine [1,2]. PCV2 is the essential etiological agent of
PCV2-systemic disease (PCV2-SD, formerly known as post-
weaning multi-systemic wasting disease, PMWS), as well as
other porcine circovirus diseases (PCVD) [3-5]. Although
firstly described in North America in 1991, PCV2-SD and
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PCV2 are now found in almost every pig-producing coun-
try in the world [6-8]. Animals suffering from PCV2-SD
demonstrate clinical signs of wasting or decreased weight
gain, as well as anaemia, diarrhoea and/or respiratory dis-
tress [7]. Due to increased mortality rates and the impact
on weight gain, PCV2-SD has a serious economic impact
on the swine production industry.
The PCV2 genome is typically 1767–1768 nucleotides

in length and encodes three open reading frames (ORF):
ORF1, which encodes the replicase proteins (rep and rep’),
essential for viral replication; ORF2, encoding the capsid
(Cap) protein, the structural protein of the virus; and
ORF3, a protein that is not essential for viral replication,
but might play a role in virulence [9-11]. PCV2 isolates
can be classified phylogenetically into four genotypes,
PCV2a, PCV2b, PCV2c and PCV2d [12], being the
first one especially prevalent before the major outbreaks of
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disease worldwide, while the second one was mainly preva-
lent during and after major PCV2-SD epizootics as well as
nowadays [12-17]. PCV2a and PCV2b show a relatively
high level of nucleotide identity in the rep (97-100%) and
cap genes (91-100%), and also high similarity at the amino
acid level, where identity is 97-100% for Rep and 89-100%
for Cap [18]. However, what the biologically relevant differ-
ences are between the phylogenetic groups and how those
differences may impact virulence is still being determined.
In general, protective immunity against PCV2 is thought

to depend on a strong humoral immune response [19-22],
while little is known about the contribution of cell medi-
ated immunity [23,24]. A protective humoral response is,
in part, reliant on the production of neutralizing anti-
bodies (NA) against the virus [20,21]. Several groups have
undertaken studies to elucidate the immunorelevant epi-
topes within the viral proteins, particularly Cap [25-28].
These studies mapped several epitopes throughout the
Cap protein, suggesting that the Cap itself is a major target
of immune recognition, a fact that has been exploited in
the production of several of the commercially licensed
PCV2 vaccines [22,29]. Moreover, several groups have de-
scribed monoclonal antibodies with neutralizing activity
against PCV2 Cap, and have used these to map the dom-
inant immunological epitopes important for neutralization
within PCV1 and PCV2 Cap [26,27,30,31].
PCV2 vaccines seem to be able to induce a humoral im-

mune response, characterized by producing NA that are
cross-protective against both predominant PCV2 geno-
types [22]. Cross-protection between PCV2a and PCV2b
has been already demonstrated in an SPF pig infection
model [32]. Studies done to map immunogenic epitopes
in the PCV2 Cap protein have also demonstrated that
there are several epitopes that are shared between PCV2
genotypes, as well as PCV1, which presents a basis for
cross-neutralization [27,30]. Recent studies suggested that
single amino acid changes within the Cap protein deter-
mined differences at the level of neutralization by mono-
clonal antibodies [30,33]. These results further support the
evidence for antigenic variability. However, these studies
describing antigenic variation have been done using
monoclonal antibodies, which are specific for unique epi-
topes. Therefore, the objective of the present study was to
expand previous works on PCV2 antibody neutralization
by using a panel of polyclonal sera obtained from field
studies to assess the level of cross-neutralization amongst
different strains of PCV2, including both predominant ge-
notypes from two different geographical regions (Europe
and North-America).

Materials and methods
Cells
PCV1 and PCV2 negative PK-15 cells were grown in
complete Dulbecco’s Modified Eagle Medium (DMEM),
which was supplemented with 10% foetal bovine serum
(FBS), PenStrep and L-glutamine (complete DMEM).

Viruses
The PCV2 isolates used in this study were propagated in
PCV-free PK-15 cells. Two isolates corresponded to geno-
type PCV2a: Burgos390L4 and Stoon-1010 strains were
isolated from pigs in Spain and Canada [22], respectively.
The other two were PCV2b genotype: MO/S-06 and
L-33-Sp-10-54 strains isolated from pigs in United States
[22] and Spain [34], respectively. In all cases, viruses were
retrieved from lymph nodes of PCV2-SD affected pigs.

Orf2/Cap sequence analysis and alignment
The complete orf2 gene from each of the four PCV2 iso-
lates used in the study was amplified and sequenced for
sequence alignment and comparison using a previously
described protocol [35]. Briefly, DNA was extracted from
viral stocks using the QIAamp DNA Mini kit (Qiagen) ac-
cording to manufacturer’s protocol. Resulting DNA was
eluted in DNase, RNase free water. The PCV2 genome
was amplified from each sample using two sets of PCR
primers [35], and the PCR products were visualized on an
agarose gel, followed by PCR product purification using
the Geneclean Kit (Bio101). Both DNA strands were se-
quenced using sequencing primers and the automated
ABI DNA Sequencer (Applied Biosystems). Percentages of
nucleotide identities and sequence alignments were done
using the Clone Manager 7 sequence analysis software
(SciEd Central) and BioEdit Sequence Alignment Editor.

Sera
Sera from twenty PCV2-SD affected animals aged between
11 and 21 weeks and seventeen age-matched healthy ani-
mals, coming both from six different Spanish PCV2-SD af-
fected farms [36], collected during the years 2005–2006,
were used in the study. In addition, 45 serum samples taken
from animals at the time of slaughter, originating from nine
additional farms without previously known clinical history,
were also included in the study. The slaughterhouse sera
were randomly selected from a serum sampling of healthy
slaughter-age pigs in Spain in 2007 [37]. All sera came from
non-PCV2 vaccinated pigs.

Immunoperoxidase monolayer assay (IPMA)
The total PCV2-specific antibody titre in each serum was
determined by immunoperoxidase monolayer assay (IPMA)
using each of the four studied viruses strains as described
previously [38]. Briefly, for each serum sample, sets of four
fold dilutions were made (from 1:20 to 1:20 480) using
complete DMEM in fixed 96 well plates containing PK-15
cells infected with one of the four tested viruses (L-33-
Sp-10-54, MO/S-06, Burgos390L4 and Stoon-1010). The
fixed cells were incubated with the diluted serum for 1 h at
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37 °C, after which the wells were washed using PBS with
0.05% Tween 20 (PBS Tw). To each well, 50 μL of protein
A conjugated horseradish peroxidase (HRP) (Sigma) was
added to a final concentration of 0.6 μg/mL in PBS Tween
20 (Tw), and the plates were incubated for a further 1 h at
37 °C. Finally, the plates were washed with PBS Tw, and
the HRP substrate solution of 3-amino-9-diethyl carbazole
in 0.1 M acetate buffer with 0.05% hydrogen peroxide was
added at 50 μL/well to reveal the reaction.
Virus Neutralization Assay (VNA)
All sera samples were tested for their ability to neutralize
each of the four test viruses (Stoon-1010, L-33-Sp-10-54,
Burgos390L4, MO/S-06), in an in vitro cross neutralization
assay. The cross neutralization assay was performed as de-
scribed previously [21], with some modifications. Briefly,
50 μL of each, non-inactivated test serum was added to the
first well in a row of a 96-well plate. The serum was diluted
two-fold in from 1:2 to 1:4096 in the 96-well plate using
complete DMEM. Each serum was tested in duplicate for
each virus. Each PCV2 isolate was diluted in complete
DMEM to obtain approximately 200 TCID50/well, and
50 μL of this dilution was added to each well of the 96-well
plate. The plates were incubated at 37 °C for 1 h. After in-
cubation, 2 × 104 freshly trypsinized PK15 cells in a 100 μL
total volume were added to each well of the 96-well plate.
The wells were mixed by pipetting, and the plates were in-
cubated for 72 h at 37 °C with 5% CO2. Each 96-well plate
also contained a negative control row containing no serum,
and a positive control row containing an antibody with
known NA titre. After 72 h, the supernatant was removed,
the wells washed one time with PBS containing 0.05%
Tween 20, and the plates were fixed by the addition of cold
absolute ethanol, and stored at −20 °C. The rest of the pro-
cedure was equivalent to that indicated for the IPMA tech-
nique, as described above. The viral inoculum used for
each assay was titrated to determine the accuracy of the
viral concentration. For each well, the number of posi-
tive cells was enumerated using a microscope at 100×
by counting those cells which displayed nuclear, cyto-
plasmic, or nuclear and cytoplasmic staining. Three
fields from each well were examined. The percentage of
virus neutralization (%VN) at each serum dilution was
calculated using the following formula: %VN [1−
(mean # of positive cells of the two replicas of each
serum dilution/mean # of positive cells in the negative
control wells)] × 100. The plates were also validated as
described previously [21]. When the plates had been
validated, the NA titre was calculated as the reciprocal
of the last dilution for which a given serum sample was
able to reduce the number of PCV2 infected cells by
50%. This value was designated as VNT50, and was re-
ported as the neutralizing titre.
Statistics
The total PCV2 IPMA antibody titres were codified from
0 to 6 using the four fold dilutions (from 1:20 to 1:20 480);
i.e. an undiluted sample was codified as 0, a dilution factor
of 1:20 was codified as 1, and so on. The virus neutralizing
titres were directly used taking values from 0 (< 2) to 12
(> 4096). For every animal, four factors were considered:
sample origin (Healthy, PCV2-SD or Slaughterhouse),
PCV2 genotype (PCV2b or PCV2a), geographic origin of
the virus strain (Europe or North-America) and each par-
ticular virus strain (L-33-Sp-10-54, MO/S-06, Burgos390L4
and Stoon-1010).
In order to determine the normality of the IPMA and

VNA datasets, the Kolmogorov-Smirnov and the Shapiro-
Wilk statistics were computed for every combination of
factor and dataset (i.e. IPMA and Healthy animals). For
those datasets that gave non-significant results (data fol-
lowing normality), the corresponding parametric analysis
(1-factor ANOVA) was applied to test the existence of sig-
nificant results between the different groups included in
each factor. Conversely, the datasets that gave significant
results in the normality tests (data not following normality),
the corresponding non-parametric tests were computed:
MannWhitney’s U (one factor with two treatments) or Krus-
kal Wallis test (1 factor with more than two treatments).
Finally, the lineal correlation for every combination of

treatment and factor between IPMA and VNA was also
computed.

Results
Cap gene sequences and predicted amino acid sequences
A pairwise alignment comparing cap gene from each of
the used viruses, at both the nucleic acid and amino acid
levels was performed, the results of which are presented in
Table 1. All the four viruses had a high identity at both nu-
cleic and amino acid levels. Higher identity was observed
between L-33-Sp-10-54 and MO/S-06 (% nucleic acid/
amino acid identity: 99/99) followed between Burgos390L4
and Stoon-1010 (96/97), the first two belonging to genotype
PCV2b and the last two to genotype PCV2a. Besides,
higher divergences were observed when comparing strains
belonging to different genotypes (92-93/90-92).
The alignment of the PCV2 Cap amino acid sequences

is displayed in Figure 1. Small number of amino acid dif-
ferences occurred throughout the length of the protein,
which are highlighted by shaded boxes (Figure 1). A total
of 20 different amino acid positions showed differences
amongst the studied strains. Fourteen out of these 20 posi-
tions showed differences only when comparing the strains
belonging to different genotypes.

IPMA and VNA
The neutralizing titres for each serum sample against
each virus are presented in Table 2 (PCV2-SD and age-



Table 1 Pairwise nucleic acid/amino acid sequence comparisons for the PCV2 capsid gene

Strain Burgos390L4 (Genotype a) Stoon-1010 (Genotype a) L-33-Sp-10-54 (Genotype b) MO/S-06 (Genotype b)

Burgos390L4 (Genotype a) - 96/97 93/90 93/91

Stoon-1010 (Genotype a) 96/97 - 92/92 92/92

L-33-Sp-10-54 (Genotype b) 93/90 92/92 - 99/99

MO/S-06 (Genotype b) 93/91 92/92 99/99 -
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matched healthy pigs) and Table 3 (slaughterhouse ani-
mals). Seventy-nine out of the 82 studied sera including
PCV2-SD affected animals, age-matched healthy counter-
parts, as well as slaughterhouse pigs, had titres of total
(IPMA) and NA against all the four tested viruses. Only the
serum of one animal, being a PCV2-SD-affected pig (refer-
ence number 9–51), had no PCV2 antibodies. Sera from
two healthy pigs (reference numbers 8–48 and 10–41) con-
tained NA against only 1 and 3 out of the 4 tested viruses,
respectively.
Results of the statistical analyses are summarized in

Figure 2. Strong to very-strong correlations between
IPMA titre and NA titre of the serum were detected in all
the studied levels (r ranging from 0.67 to 0.96). However,
IPMA and VNA gave different results. Thus, while VNA
detected significant differences stemming from sample
origin, the PCV2 genotype, and the virus strain used, the
IPMA only detected significant differences in the sample
origin. Both IPMA and VNA showed significantly lower
antibody titres in PCV2-SD-affected pigs than in their
age-matched healthy counterparts and slaughterhouse pigs
(mean total PCV2-antibodies titres and neutralizing titres
for healthy, PCV2-SD and slaughterhouse animals were
5.21, 4.38, 5.69 and 7.53, 5.80 and 8.17, respectively, P <
0.001). Globally, sera from naturally infected pigs showed
significantly higher NA titres against PCV2a genotype
Figure 1 PCV2 capsid amino acid sequence alignment of the four PCV
that differ from the genotype PCV2a Stoon-1010 strain are highlighted in g
viruses than against the PCV2b genotype (mean neutraliz-
ing titres for PCV2b and PCV2a were 6.12 and 8.44, re-
spectively, P < 0.001). When analysing the specific virus
strain, Burgos390L4 and Stoon-1010 (both belonging to
genotype a) were better neutralized than L-33-Sp-10-54
and MO/S-6 (both belonging to genotype b) (P < 0.001).
Finally, no statistical differences were found either in total
antibody titre or in NA titres comparing viruses of different
geographical origin (P = 0.495 and P = 0.258, respectively).

Discussion
The present study attempted to investigate the role that
sequence variability amongst PCV2 isolates from differ-
ent origins and genotypes may play in their ability to be
neutralized, giving a further role for antigenic variation
in the immune response to PCV2. While there is a high
degree of genomic similarity among the PCV2 isolates,
as determined in this study and in previous ones [39],
monoclonal antibodies have suggested the existence of
antigenic differences within PCV2 that yield significant
neutralization differences [25-27,30]. In a natural in-
fection scenario, however, the situation is further more
complex, since there are antibodies generated against
multiple viral epitopes. Therefore, the present study
sought to examine the presence of cross-neutralizing
antibodies in the context of a natural infection. Sera
2 isolates used for the cross-neutralization study. The residues
rey and black.



Table 2 Neutralizing and IPMA titres for each PCV2-SD and age-matched healthy pig serum samples against each
studied virus

Identification data Neutralizing titers IPMA (Log2)

Genotype b Genotype a Genotype b Genotype a

Farm Piglet Classification L-33-Sp-
10-54 (EU)

MO/S-06
(NA)

Burgos390L4
(EU)

Stoon-1010
(NA)

L-33-Sp-10-
54 (EU)

MO/S-06
(NA)

Burgos390L4
(EU)

Stoon-1010
(NA)

4 10 Healthy 128 256 > 4096 512 14.32 14.32 14.32 14.32

4 71 Healthy 2048 128 1024 2048 14.32 14.32 14.32 14.32

4 45 Healthy 256 32 512 > 4096 14.32 14.32 10.32 14.32

4 62 Healthy 128 128 256 2048 14.32 14.32 14.32 12.32

6 7 Healthy 512 128 64 256 14.32 14.32 12.32 14.32

6 5 Healthy 32 64 64 32 8.32 6.32 4.32 6.32

6 93 Healthy 1024 256 64 512 14.32 14.32 14.32 14.32

8 48 Healthy < 2 < 2 1024 < 2 14.32 14.32 14.32 14.32

8 42 Healthy 1024 256 512 2048 14.32 14.32 14.32 14.32

8 55 Healthy 64 256 2048 128 14.32 14.32 14.32 14.32

8 36 Healthy 512 128 1024 1024 14.32 14.32 14.32 14.32

9 3 Healthy 128 256 128 1048 14.32 14.32 14.32 14.32

9 9 Healthy 128 32 64 > 4096 14.32 14.32 14.32 14.32

9 20 Healthy 128 128 1024 1024 14.32 14.32 14.32 14.32

9 85 Healthy 128 128 1024 > 4096 14.32 14.32 14.32 14.32

10 41 Healthy < 2 4 8 8 8.32 6.32 4.32 6.32

11 31 Healthy 8 4 8 8 10.32 6.32 6.32 6.32

4 75 PCV2-SD 128 32 16 64 8.32 6.32 6.32 6.32

4 64 PCV2-SD 32 16 16 3 14.32 14.32 14.32 14.32

6 36 PCV2-SD > 4096 32 1024 256 14.32 10.32 10.32 10.32

6 14 PCV2-SD 32 26 16 3 8.32 6.32 6.32 6.32

6 64 PCV2-SD 256 64 512 28 14.32 14.32 12.32 14.32

8 90 PCV2-SD 64 8 16 4 12.32 10.32 10.32 10.32

8 82 PCV2-SD 128 128 1024 1024 14.32 14.32 14.32 14.32

9 4 PCV2-SD 4 8 16 4 10.32 8.32 6.32 6.32

9 18 PCV2-SD 16 32 1024 32 8.32 8.32 8.32 6.32

9 51 PCV2-SD < 2 < 2 < 2 < 2 0 0 0 0

9 33 PCV2-SD 8 4 8 32 14.32 14.32 12.32 12.32

10 54 PCV2-SD 32 128 256 64 14.32 14.32 12.32 12.32

10 61 PCV2-SD 64 256 64 32 14.32 10.32 10.32 12.32

10 53 PCV2-SD 32 32 64 32 14.32 14.32 8.32 8.32

10 20 PCV2-SD 64 > 4096 64 128 14.32 14.32 12.32 12.32

10 93 PCV2-SD 256 128 1024 > 4096 14.32 14.32 10.32 14.32

11 63 PCV2-SD 64 128 1024 128 14.32 14.32 14.32 14.32

11 44 PCV2-SD 4 16 8 8 6.32 6.32 4.32 4.32

11 46 PCV2-SD 512 128 64 64 14.32 12.32 12.32 10.32

11 47 PCV2-SD 64 256 256 256 14.32 14.32 14.32 14.32
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taken from several farms from animals of varying
health status (PCV2-SD and age-matched healthy pigs
and a set of slaughter-aged animals) were assayed for
neutralizing activity against PCV2 isolates from both
predominant genotypes and of differing geographic
origins.



Table 3 Neutralizing and IPMA titres for each slaughterhouse pig serum samples against each studied virus
Identification data Neutralization titres IPMA titres (Log2)

Genotype b Genotype a Genotype b Genotype a

Farm/pig L-33-Sp-10-54
(EU)

MO/S-06
(NA)

Burgos390L4
(EU)

Stoon-1010
(NA)

L-33-Sp-10-54
(EU)

MO/S-06
(NA)

Burgos390L4
(EU)

Stoon-1010
(NA)

A/1 128 16 > 4096 512 14.32 14.32 14.32 14.32

A/2 256 256 > 4096 2048 14.32 14.32 14.32 14.32

A/3 > 4096 128 > 4096 2048 14.32 14.32 12.32 12.32

A/4 > 4096 128 > 4096 > 4096 14.32 14.32 14.32 12.32

A/5 512 128 > 4096 > 4096 14.32 14.32 14.32 12.32

A/6 512 128 > 4096 > 4096 14.32 14.32 14.32 14.32

G2/A1 16 32 256 128 10.32 12.32 12.32 14.32

G2/A2 16 16 512 512 12.32 14.32 14.32 14.32

G2/A3 16 32 256 512 10.32 10.32 14.32 12.32

G2/A4 64 64 128 > 4096 12.32 10.32 12.32 14.32

G2/A5 32 64 64 > 4096 10.32 10.32 12.32 10.32

G9/A1 32 16 128 > 4096 8.32 8.32 8.32 10.32

G9/A2 128 32 256 > 4096 14.32 12.32 14.32 14.32

G9/A3 256 64 1024 > 4096 14.32 14.32 14.32 14.32

G9/A4 64 32 256 256 14.32 14.32 14.32 14.32

G9/A5 16 16 128 256 14.32 12.32 14.32 12.32

G16/A1 128 16 256 128 14.32 12.32 12.32 12.32

G16/A2 32 64 256 128 14.32 10.32 10.32 10.32

G16/A3 1024 32 256 256 14.32 10.32 14.32 14.32

G16/A4 1024 32 256 256 14.32 12.32 14.32 12.32

G16/A5 1024 32 512 256 12.32 8.32 8.32 8.32

G25/A1 256 32 2048 > 4096 14.32 14.32 14.32 14.32

G25/A2 256 32 2048 > 4096 14.32 14.32 14.32 14.32

G25/A3 256 512 > 4096 > 4096 14.32 14.32 14.32 14.32

G25/A4 256 128 256 128 14.32 14.32 12.32 14.32

G25/A5 256 > 4096 256 128 14.32 14.32 12.32 12.32

G27/A1 1024 32 256 128 14.32 14.32 12.32 14.32

G27/A2 32 16 32 > 4096 14.32 14.32 14.32 14.32

G27/A3 32 32 32 > 4096 14.32 14.32 14.32 14.32

G27/A5 64 64 256 2048 14.32 14.32 12.32 12.32

G49/A1 128 64 256 > 4096 14.32 14.32 14.32 14.32

G49/A2 256 512 1024 > 4096 14.32 14.32 14.32 14.32

G49/A3 1024 128 128 1024 14.32 14.32 14.32 14.32

G49/A4 1024 256 128 1024 14.32 14.32 14.32 14.32

G49/A5 1024 128 128 512 14.32 14.32 14.32 14.32

G73/A1 128 64 2048 512 14.32 14.32 14.32 14.32

G73/A2 128 32 2048 512 14.32 14.32 14.32 14.32

G73/A3 128 32 1024 256 14.32 14.32 14.32 14.32

G73/A4 2048 512 512 1024 14.32 14.32 14.32 14.32

G73/A5 > 4096 > 4096 512 1024 14.32 14.32 14.32 14.32

G87/A1 64 32 1024 512 14.32 14.32 12.32 10.32

G87/A2 64 32 2048 512 14.32 14.32 14.32 14.32

G87/A3 64 64 2048 256 14.32 14.32 14.32 14.32

G87/A4 64 64 > 4096 512 14.32 14.32 14.32 14.32

G87/A5 128 512 > 4096 512 14.32 14.32 14.32 14.32
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Obtained results showed that most of studied pigs con-
tained NA able to neutralize all four studied viral strains.
Moreover, there was a significant positive correlation be-
tween total antibody titres and NA titres, which is in agree-
ment with previous works [21,22]. Both IPMA and VNA
showed lower titres of antibodies in PCV2-SD-affected pigs
compared to their age-matched healthy counterparts and
to slaughterhouse pigs. This is also in agreement with pre-
vious works [20,21] and supports the notion that PCV2-
SD-affected pigs develop an impaired humoral response
against PCV2.
A salient feature was that IPMA and VNA displayed

different results when compared to the used virus strain and
the genotype. Thus, meanwhile total antibody titres mea-
sured by means of IPMA in the studied sera did not show
differences in this regards, higher NA titres were detected
against PCV2a isolates than against PCV2b ones. Accord-
ingly, studied sera were able to neutralize Burgos390L4 and
Stoon-1010 strains (PCV2a) better than L-33-Sp-10-54 and
MO/S-06 strains (PCV2b). These results support the hy-
pothesis that there is a difference in the antigenic properties
of these viruses [26-28,30,33], results that seem to be
confirmed after the sequence analysis of the 4 PCV2 isolates
used in this assay for the in vitro studies. To date, several
specific amino acid positions have been indicated as import-
ant for PCV2 neutralization: 59 [28], 131, 151, 190, 191 [33]
and the C-terminal area including residues 231–233 [27].
Looking back at the analysis of the amino acid sequence
differences among the studied viruses, it was observed that
5 out of these 6 positions (59, 131, 151, 190, and 231–233)
showed variations among the studied viruses. Among them,
positions 151,190 and 231–233 allowed discrimination of
both genotypes, while variations in positions 59 and 131
were only observed in Burgos390L4 strain (PCV2a). On one
hand, mutation of T→A at position 190 has been suggested
to cause loss of neutralization capabilities [33]. Interestingly,
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both strains belonging to PCV2b, which were less effectively
neutralized, contained A at position 190, while both PCV2a
strains had S in this position. In the same line, position 59
has been suggested to be a critical position for PCV2a sero-
neutralization, and the change from A to R was indicated to
cause loss of the neutralizing capacity [28]. Amongst the
studied strains, this change was observed in both strains
belonging to PCV2b, as well as in Stoon-1010 (PCV2a). In
addition, Saha et al. also indicated that mutations the change
of P→T at position 151 resulted in an increase of
neutralization [33]. This is in contrast with the present
results, in which amino acids P and T were present in
PCV2a and PCV2b, respectively. Finally, Saha et al. also
suggested that a mutation of T→ P in position 131 reduced
neutralization, while all the here presented strains except
Burgos390L4 contained a T in this position [33]. Taken
together, results of the present study support the idea that
described amino acid positions may have importance in
PCV2 seroneutralization capacity. However, results also
point towards the idea that there is no a single epitope
responsible for the susceptibility of the different PCV2 strain
to seroneutralization. Likely, the overall neutralization cap-
ability of a serum depends on the balance between existing
antibodies against the different neutralizing epitopes.
The group of serum samples coming from PCV2-SD

affected farms was previously included in a sequencing
study which showed that, in these farms, the vast majority
of recovered PCV2 sequences belonged to PCV2b genotype
[40]. Besides, attempts to sequencing PCV2 from the serum
samples coming from the slaughterhouse were not per-
formed, since it is unlikely to detect the presence of PCV2
at this age [41,42]. Nevertheless, similarly to what was
observed in our PCV2-SD affected farms [40], several field
studies have demonstrated that PCV2b genotype is cur-
rently predominant in the field [12,14,43]. Moreover, those
studies have described a shift of infection prevalence from
PCV2a to PCV2b [12,14,43]. The here observed lower abil-
ity of the field serum samples to neutralize viruses belong-
ing to PCV2b than PCV2a might have facilitated the spread
of the first over the second, which could have facilitated the
occurrence of the reported shift. The reasons why sera
coming from pigs with predominance of PCV2b infection
showed lower ability to neutralize in vitro viruses belonging
to PCV2b than PCV2a could not be determined in this
study. It cannot be ruled out that PCV2a circulated also
among the studied pigs. Hypothetical PCV2a circulation at
earlier ages and/or a lower PCV2a loads than those of
PCV2b might have caused the lack (or minimal) of PCV2a
detection. The study of serum samples coming from experi-
mental infections with PCV2a, PCV2b and PCV2a/PCV2b
should help in clarifying these hypotheses.
Present data also showed no differences between capacity

of seroneutralization of viruses of different geographic
origin (Europe and North America), highlighting that viral
genetic differences but not their geographic origin may
determine different magnitudes of humoral response [22].
Further neutralization studies including other PCV2 strains
belonging to different genogroups within genotypes should
contribute to understand the role of PCV2 genetic variation
with the capacity of generation of NA.
Of particular importance is how these antigenic differ-

ences may relate to the production of a vaccine that would
protect against all PCV2 isolates. Cross-protection between
PCV2 genotypes has been demonstrated experimentally
[22,32] and is further supported by the efficacy of PCV2a-
based vaccines under field [8] and experimental [22] condi-
tions. Nevertheless, a recent experimental study indicated
that a PCV2 vaccine based on genotype 2b was more effect-
ive in protecting pigs against the effects of PCV2b or con-
current PCV2a–PCV2b challenge compared to a vaccine
based on the PCV2a genotype [44]. Since protection against
PCV2 is known to be dependent on the generation of NA
[20,21], presented data showing differential ability of sera to
neutralize viruses of different genotypes may explain the
hypothesis that PCV2a vaccines might be less effective in
reducing the prevalence of PCV2b than PCV2a [44]. The
present study suggests that, in the next future, may be
worthwhile to attempt to create vaccines that more specific-
ally target the PCV2b and/or PCV2b/PCV2a antigenic
epitopes to boost the degree of vaccine efficacy across all
genotypes.
In summary, results of the present work suggests that

sequence differences between PCV2 isolates translate to
functional antigenic differences in viral neutralization
in vivo, which are related to the virus genotype but not with
its potential geographic origin.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
Conceived and designed the experiments: SK, FR, JS. Performed the
experiments: SK, LGR, MS. Analysed the data: SK, LGR, MC, MF, JS. Wrote the
paper: SK, LGR, JS. All authors read and approved the final manuscript.

Acknowledgements
The authors thank M. Pérez, A. Llorens and R. López for their excellent
technical assistance, and MSD to allow the use of the isolate MO/S-06 to carry
out this study. We also thank Dr. Gordon Allan (Agri-Food and Biosciences
Institute, Belfast, Northern Ireland) for kindly providing the Stoon-1010 isolate.
This work was partly funded by projects CONSOLIDER-INGENIO 2010
PORCIVIR, from the Spanish Government, and No. 513928, from the Sixth
Framework Programme of the European Commission. M. Cortey held a
Beatriu de Pinós grant from the Catalan Government.

Author details
1Centre de Recerca en Sanitat Animal (CReSA), UAB-IRTA, Campus de la
Universitat Autònoma de Barcelona, 08193 Bellaterra, Barcelona, Spain.
2Present address: Laboratory of Mycobacterial Diseases and Cellular
Immunology, Division of Bacterial, Parasitic and Allergenic Products, Center
for Biologics Evaluation and Research, U.S. Food and Drug Administration,
Rockville, MD 20852, USA. 3Departament de Sanitat i Anatomia Animals,
Universitat Autònoma de Barcelona, 08193 Bellaterra, Barcelona, Spain.
4Present address: School of Veterinary Medicine and Science, University of
Nottingham, Sutton Bonington Campus, Leicestershire LE12 5RD, UK.



Kurtz et al. Veterinary Research 2014, 45:29 Page 9 of 10
http://www.veterinaryresearch.org/content/45/1/29
5Present address: The Pirbright Institute, Ash Road, Woking GU24 0NF, UK.
6Present address: Zoetis Manufacturing and Research, S.L., 17813 Vall de
Bianya, Girona, Spain.

Received: 19 October 2013 Accepted: 21 February 2014
Published: 6 March 2014

References
1. Tischer I, Gelderblom H, Vettermann W, Koch MA: A very small porcine

virus with circular single-stranded DNA. Nature 1982, 295:64–66.
2. Meehan BM, McNeilly F, Todd D, Kennedy S, Jewhurst VA, Ellis JA, Hassard LE,

Clark EG, Haines DM, Allan GM: Characterization of novel circovirus DNAs
associated with wasting syndromes in pigs. J Gen Virol 1998, 79:2171–2179.

3. Segalés J: Porcine circovirus type 2 (PCV2) infections: clinical signs,
pathology and laboratory diagnosis. Virus Res 2012, 164:10–19.

4. Opriessnig T, Meng XJ, Halbur PG: Porcine circovirus type 2 associated disease:
update on current terminology, clinical manifestations, pathogenesis,
diagnosis, and intervention strategies. J Vet Diagn Invest 2007, 19:591–615.

5. Segalés J, Allan GM, Domingo M: Porcine circovirus diseases. Anim Health
Res Rev 2005, 6:119–142.

6. Clark E: Postweaning multisystemic wasting syndrome. In Proceedings of
the Annual Meeting of the American Association of Swine Practitioners;
1997:499–501.

7. Harding J: Postweaning multisystemic wasting syndrome (PMWS):
preliminary epidemiology and clinical presentation. In Proceedings of the
American Association of Swine Practitioners; 1997:503–504.

8. Grau-Roma L, Fraile L, Segalés J: Recent advances in the epidemiology,
diagnosis and control of diseases caused by porcine circovirus type 2.
Vet J 2011, 187:23–32.

9. Mankertz J, Buhk HJ, Blaess G, Mankertz A: Transcription analysis of
porcine circovirus (PCV). Virus Genes 1998, 16:267–276.

10. Nawagitgul P, Morozov I, Bolin SR, Harms PA, Sorden SD, Paul PS: Open
reading frame 2 of porcine circovirus type 2 encodes a major capsid
protein. J Gen Virol 2000, 81:2281–2287.

11. Liu J, Chen I, Du Q, Chua H, Kwang J: The ORF3 protein of porcine circovirus
type 2 is involved in viral pathogenesis in vivo. J Virol 2006, 80:5065–5073.

12. Segalés J, Kekarainen T, Cortey M: The natural history of porcine circovirus
type 2: from an inoffensive virus to a devastating swine disease?
Vet Microbiol 2013, 165:13–20.

13. Cheung AK, Lager KM, Kohutyuk OI, Vincent AL, Henry SC, Baker RB, Rowland RR,
Dunham AG: Detection of two porcine circovirus type 2 genotypic groups in
United States swine herds. Arch Virol 2007, 152:1035–1044.

14. Gagnon CA, Tremblay D, Tijssen P, Venne MH, Houde A, Elahi SM: The
emergence of porcine circovirus 2b genotype (PCV-2b) in swine in
Canada. Can Vet J 2007, 48:811–819.

15. Dupont K, Nielsen EO, Baekbo P, Larsen LE: Genomic analysis of PCV2
isolates from Danish archives and a current PMWS case–control study
supports a shift in genotypes with time. Vet Microbiol 2008, 128:56–64.

16. Timmusk S, Wallgren P, Brunborg IM, Wikstrom FH, Allan G, Meehan B,
McMenamy M, McNeilly F, Fuxler L, Belak K, Põdersoo D, Saar T, Berg M,
Fossum C: Phylogenetic analysis of porcine circovirus type 2 (PCV2)
pre- and post-epizootic postweaning multisystemic wasting syndrome
(PMWS). Virus Genes 2008, 36:509–520.

17. Wiederkehr DD, Sydler T, Buergi E, Haessig M, Zimmermann D, Pospischil A,
Brugnera E, Sidler X: A new emerging genotype subgroup within PCV-2b
dominates the PMWS epizooty in Switzerland. Vet Microbiol 2009, 136:27–35.

18. Larochelle R, Magar R, D’Allaire S: Genetic characterization and
phylogenetic analysis of porcine circovirus type 2 (PCV2) strains from
cases presenting various clinical conditions. Virus Res 2002, 90:101–112.

19. McKeown NE, Opriessnig T, Thomas P, Guenette DK, Elvinger F, Fenaux M,
Halbur PG, Meng XJ: Effects of porcine circovirus type 2 (PCV2) maternal
antibodies on experimental infection of piglets with PCV2. Clin Diagn Lab
Immunol 2005, 12:1347–1351.

20. Meerts P, Misinzo G, Lefebvre D, Nielsen J, Botner A, Kristensen CS,
Nauwynck HJ: Correlation between the presence of neutralizing
antibodies against porcine circovirus 2 (PCV2) and protection against
replication of the virus and development of PCV2-associated disease.
BMC Vet Res 2006, 2:6.

21. Fort M, Olvera A, Sibila M, Segalés J, Mateu E: Detection of neutralizing
antibodies in postweaning multisystemic wasting syndrome (PMWS)-
affected and non-PMWS-affected pigs. Vet Microbiol 2007, 125:244–255.
22. Fort M, Sibila M, Allepuz A, Mateu E, Roerink F, Segalés J: Porcine circovirus
type 2 (PCV2) vaccination of conventional pigs prevents viremia against
PCV2 isolates of different genotypes and geographic origins.
Vaccine 2008, 26:1063–1071.

23. Fort M, Fernandes LT, Nofrarias M, Diaz I, Sibila M, Pujols J, Mateu E, Segalés J:
Development of cell-mediated immunity to porcine circovirus type 2
(PCV2) in caesarean-derived, colostrum-deprived piglets. Vet Immunol
Immunopathol 2009, 129:101–107.

24. Steiner E, Balmelli C, Gerber H, Summerfield A, McCullough K: Cellular
adaptive immune response against porcine circovirus type 2 in
subclinically infected pigs. BMC Vet Res 2009, 5:45.

25. Mahe D, Blanchard P, Truong C, Arnauld C, Le Cann P, Cariolet R, Madec F,
Albina E, Jestin A: Differential recognition of ORF2 protein from type 1
and type 2 porcine circoviruses and identification of immunorelevant
epitopes. J Gen Virol 2000, 81:1815–1824.

26. Lekcharoensuk P, Morozov I, Paul PS, Thangthumniyom N, Wajjawalku W, Meng
XJ: Epitope mapping of the major capsid protein of type 2 porcine circovirus
(PCV2) by using chimeric PCV1 and PCV2. J Virol 2004, 78:8135–8145.

27. Shang SB, Jin YL, Jiang XT, Zhou JY, Zhang X, Xing G, He JL, Yan Y: Fine mapping
of antigenic epitopes on capsid proteins of porcine circovirus, and antigenic
phenotype of porcine circovirus type 2. Mol Immunol 2009, 46:327–334.

28. Huang LP, Lu YH, Wei YW, Guo LJ, Liu CM: Identification of one critical
amino acid that determines a conformational neutralizing epitope in the
capsid protein of porcine circovirus type 2. BMC Microbiol 2011, 11:188.

29. Fachinger V, Bischoff R, Jedidia SB, Saalmuller A, Elbers K: The effect of
vaccination against porcine circovirus type 2 in pigs suffering from
porcine respiratory disease complex. Vaccine 2008, 26:1488–1499.

30. Lefebvre DJ, Costers S, Van Doorsselaere J, Misinzo G, Delputte PL,
Nauwynck HJ: Antigenic differences among porcine circovirus type 2
strains, as demonstrated by the use of monoclonal antibodies. J Gen Virol
2008, 89:177–187.

31. McNeilly F, McNair I, Mackie DP, Meehan BM, Kennedy S, Moffett D, Ellis J,
Krakowka S, Allan GM: Production, characterisation and applications of
monoclonal antibodies to porcine circovirus 2. Arch Virol 2001, 146:909–922.

32. Opriessnig T, Ramamoorthy S, Madson DM, Patterson AR, Pal N, Carman S,
Meng XJ, Halbur PG: Differences in virulence among porcine circovirus
type 2 isolates are unrelated to cluster type 2a or 2b and prior infection
provides heterologous protection. J Gen Virol 2008, 89:2482–2491.

33. Saha D, Lefebvre DJ, Ooms K, Huang L, Delputte PL, Van Doorsselaere J,
Nauwynck HJ: Single amino acid mutations in the capsid switch the
neutralization phenotype of porcine circovirus 2. J Gen Virol 2012,
93:1548–1555.

34. Fort M, Sibila M, Nofrarias M, Perez-Martin E, Olvera A, Mateu E, Segalés J:
Porcine circovirus type 2 (PCV2) Cap and Rep proteins are involved in
the development of cell-mediated immunity upon PCV2 infection.
Vet Immunol Immunopathol 2010, 137:226–234.

35. Fenaux M, Halbur PG, Gill M, Toth TE, Meng XJ: Genetic characterization of
type 2 porcine circovirus (PCV-2) from pigs with postweaning
multisystemic wasting syndrome in different geographic regions of
North America and development of a differential PCR-restriction
fragment length polymorphism assay to detect and differentiate between
infections with PCV-1 and PCV-2. J Clin Microbiol 2000, 38:2494–2503.

36. Grau-Roma L, Hjulsager CK, Sibila M, Kristensen CS, Lopez-Soria S, Enoe C,
Casal J, Botner A, Nofrarias M, Bille-Hansen V, Fraile L, Baekbo P, Segalés J,
Larsen LE: Infection, excretion and seroconversion dynamics of porcine
circovirus type 2 (PCV2) in pigs from post-weaning multisystemic
wasting syndrome (PMWS) affected farms in Spain and Denmark.
Vet Microbiol 2009, 135:272–282.

37. Fraile L, Alegre A, Lopez-Jimenez R, Nofrarias M, Segalés J: Risk factors
associated with pleuritis and cranio-ventral pulmonary consolidation in
slaughter-aged pigs. Vet J 2010, 184:326–333.

38. Rodriguez-Arrioja GM, Segalés J, Balasch M, Rosell C, Quintant J, Folch JM,
Plana-Duran J, Mankertz A, Domingo M: Serum antibodies to porcine
circovirus type 1 and type 2 in pigs with and without PMWS. Vet Rec
2000, 146:762–764.

39. Olvera A, Cortey M, Segalé J: Molecular evolution of porcine circovirus
type 2 genomes: phylogeny and clonality. Virology 2007, 357:175–185.

40. Grau-Roma L, Crisci E, Sibila M, Lopez-Soria S, Nofrarias M, Cortey M, Fraile L,
Olvera A, Segalés J: A proposal on porcine circovirus type 2 (PCV2)
genotype definition and their relation with postweaning multisystemic
wasting syndrome (PMWS) occurrence. Vet Microbiol 2008, 128:23–35.



Kurtz et al. Veterinary Research 2014, 45:29 Page 10 of 10
http://www.veterinaryresearch.org/content/45/1/29
41. Fablet C, Marois-Crehan C, Simon G, Grasland B, Jestin A, Kobisch M, Madec F,
Rose N: Infectious agents associated with respiratory diseases in 125 farrow-
to-finish pig herds: a cross-sectional study. Vet Microbiol 2012, 157:152–163.

42. Rodriguez-Arrioja GM, Segalés J, Calsamiglia M, Resendes AR, Balasch M,
Plana-Duran J, Casal J, Domingo M: Dynamics of porcine circovirus type 2
infection in a herd of pigs with postweaning multisystemic wasting
syndrome. Am J Vet Res 2002, 63:354–357.

43. Shen HG, Halbur PG, Opriessnig T: Prevalence and phylogenetic analysis
of the current porcine circovirus 2 genotypes after implementation of
widespread vaccination programmes in the USA. J Gen Virol 2012,
93:1345–1355.

44. Opriessnig T, O’Neill K, Gerber PF, de Castro AM, Gimenez-Lirola LG, Beach NM,
Zhou L, Meng XJ, Wang C, Halbur PG: A PCV2 vaccine based on genotype 2b
is more effective than a 2a-based vaccine to protect against PCV2b or
combined PCV2a/2b viremia in pigs with concurrent PCV2, PRRSV and PPV
infection. Vaccine 2013, 31:487–494.

doi:10.1186/1297-9716-45-29
Cite this article as: Kurtz et al.: Pigs naturally exposed to porcine
circovirus type 2 (PCV2) generate antibody responses capable to
neutralise PCV2 isolates of different genotypes and geographic origins.
Veterinary Research 2014 45:29.
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
	Introduction
	Materials and methods
	Cells
	Viruses
	Orf2/Cap sequence analysis and alignment
	Sera
	Immunoperoxidase monolayer assay (IPMA)
	Virus Neutralization Assay (VNA)
	Statistics

	Results
	Cap gene sequences and predicted amino acid sequences
	IPMA and VNA

	Discussion
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

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

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


