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Abstract

viruses are involved.

viremia.

Background: There have been many efforts to develop efficient vaccines for the control of porcine reproductive
and respiratory syndrome virus (PRRSV). Although inactivated PRRSV vaccines are preferred for their safety, they are
weak at inducing humoral immune responses and controlling field PRRSV infection, especially when heterologous

Results: In all groups, the sample to positive (S/P) ratio of IDEXX ELISA and the virus neutralization (VN) titer
remained negative until challenge. While viremia did not reduce in the vaccinated groups, the IDEXX-ELISA-specific
immunoglobulin G increased more rapidly and to significantly greater levels 7 days after the challenge in all the
vaccinated groups compared to the non-vaccinated groups (p < 0.05). VN titer was significantly different in the 10°
PFU/mL PRRSV vaccine-inoculated and binary ethylenimine (BEl)-inactivated groups 22 days after challenge (p <
0.05). Consequently, the inactivated vaccines tested in this study provided weak memory responses with sequential
challenge without any obvious active immune responses in the vaccinated pigs.

Conclusions: The inactivated vaccine failed to show the humoral immunity, but it showed different immune
response after the challenge compared to mock group. Although the 10° PFU/mL-vaccinated and BEl-inactivated
groups showed significantly greater VN titers 22 days after challenge, all the groups were already negative for

Background

Porcine reproductive and respiratory syndrome (PRRS)
is an economically relevant emerging swine viral disease
that was first recognized in North America in 1987 [1]
and in Europe in 1990 [2]. The causative agent of this
disease, PRRS virus (PRRSV), was first isolated in the
Netherlands in 1990 [2] and was designated Lelystad
virus (LV). Subsequently, the same agent causing PRRS
was also identified in the United States [3]. PRRSV is an
enveloped single-stranded RNA virus of the Arteriviri-
dae family, a member of the order Nidovirales [4].
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PRRSV can cause severe reproductive failure in sows
that is characterized by late-term abortion, stillbirth, and
the birth of weak piglets; it is also associated with por-
cine respiratory disease complex in combination with
secondary infections [5,6]. In the US alone, the eco-
nomic losses caused by PRRS amount to more than US
$560 million annually, and it is the most significant
infectious disease currently affecting the swine industry
worldwide [7]. The application of vaccines against
PRRSV began in 1993 in Europe and 1 year later in
North America. Current PRRSV vaccines have 2 forms:
modified live and inactivated virus mixed with adjuvant
[8].

In breeding swine, post-vaccination viremia can be
induced by this live vaccine, and boars can shed live
vaccine virus in their semen [9]. A commercial modified
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live virus (MLV) vaccine is used to control PRRS in
many countries, but PRRS outbreaks are quite common
in swine farms despite routine vaccination. These find-
ings justify studying the use of inactivated PRRSV vac-
cines in breeding pigs.

Because the protective immune response induced by
attenuated vaccines is influenced by the genetic diversity
of PRRSV, attenuated vaccines are not always effective
against PRRSV that are genetically different from the
vaccine virus strains [10]. For this reason, many
researchers have tried to develop a killed virus vaccine
that reflects the genetic diversity of PRRSV. Swenson et
al. [9] show that use of a killed vaccine appears to
reduce virus shedding in semen, but the difference in
the number of days of shedding is not statistically signif-
icant compared to that of live vaccine. In contrast, Niel-
sen et al. [11] found that killed vaccine treatment has
no effect on the level and duration of virus shedding in
semen compared to live vaccine. Duran et al. [12]
injected inactivated oily vaccine containing about 10>
median tissue culture infectious doses (TCIDsq) per
dose of a Spanish strain of PRRSV grown in porcine
alveolar macrophages (PAMs) and subsequently chal-
lenged the cells with a live homologous strain. They
showed that vaccinated animals devoid of antibodies, as
determined by an immunoperoxidase monolayer assay
(IPMA) at the time of challenge, were still protected
from experimental PRRSV infection. On the other hand,
despite the fact that Open reading frame 5 (ORF5) cor-
relates well with the neutralizing antibody titer [13], the
recombinant PRRSV ORF5 antigen vaccine did not pro-
duce serum-neutralizing antibodies and failed to show
protection. Joo et al. [14] reported that sows of a
PRRSV-positive herd with detectable serum neutraliza-
tion (SN) antibody levels were not viremic after reexpo-
sure to PRRSV. Osorio et al. [15] showed that increased
SN antibody titer is important, because the SN antibody
response appears to be well correlated with resistance to
infection. The SN antibody against PRRSV protects
against viremia, virus replication in lungs [16], transpla-
cental spreading of the virus, and reproductive failure
[15].

Nilubol et al. [17] compared killed vaccine (KV)-
inoculated infected pigs to infected pigs with and with-
out KV inoculation. In this experiment, the SN titer was
significantly higher in the KV-vaccinated groups after
challenge than in the non-vaccinated groups. However,
virus shedding was not affected. Misinzo et al. [18]
reported a similar result in that the KV does not always
induce neutralizing antibodies, but it enhances neutraliz-
ing antibodies upon viral challenge. Although KV
induced faster antibody production after challenge, it
failed to prevent the clinical signs associated with
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PRRSV infection, i.e., post-challenge viremia and trans-
placental infection of the piglets [19].

PRRSV-KVs induce poor immune responses in naive
pigs [17]. Without neutralizing antibody induction, KVs
can result in a significant

improvement of sow reproductive performance and
litter characteristics [20]. When animals were challenged
with heterologous PRRSV, the vaccine failed to protect
gilts [19]. The efficacy of inactivated PRRSV vaccine has
been seriously questioned [21]. An effective KV program
is thought to produce variable results, according to the
vaccine and vaccination strategy. Misinzo et al. [18]
observed differences in the efficacy of inactivated vac-
cines depending on the virus strain and the cells used to
prepare the vaccines. In addition, some types of adju-
vants can be used as effective vaccine adjuvants to
enhance the humoral and cellular responses of piglets to
PRRSV [22].

Despite frequent vaccine use, there is little existing
information about the protective efficacy or potency of
PRRSV vaccines evaluated through in vivo infectious
challenge with wild-type PRRSV. This study was under-
taken to compare vaccine efficacy according to the virus
antigen quantity and inactivation reagent by analyzing
the virus titer after challenge, ELISA antibody titer, and
VN titer.

Methods

Virus production and plaque assay

PRRSYV isolated from Jinwang farm in Chungcheong-
nam-do (virus isolation number: 08-296; Genbank acces-
sion number: HM130677) and propagated in MARC-145
cells was used for experimental vaccine preparation.
After 96 h culture in 2-L roller bottles, the cell culture
supernatants were centrifuged at 6,000 rpm for 20 min.
Virus titers were determined by plaque assay using
MARC-145 cells. For the assay, the cells were pre-
seeded in a 6-well plate at a density of 3 x 10° cells/well
for 12-18 h and subsequently infected with serial 10-fold
dilutions of virus for 1 h at 37°C with frequent agitation.
The cell monolayers were then overlaid with minimal
essential medium containing 0.5% SeaKem LE agarose
(FMC BioProducts, Rockland, Maine) and 5% fetal
bovine serum, followed by 4-day incubation at 37°C in
air containing 5% CO,. The resultant plaques were
visualized by fixation with 7% formaldehyde followed by
staining with crystal violet (1% [w/v] in 5% ethanol).

Virus inactivation

1. BEI

BEI was prepared as a 0.1 M stock solution by stirring
0.1 M 2-bromoethylamine hydrobromide (Sigma, USA)
in 0.175 M NaOH at 37°C for 1 h, as described pre-
viously [23]. BEI was used shortly after its preparation.
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BEI stock solution was added to the virus suspension at
1% concentration to attain a final BEI concentration of
0.001 M. Virus suspensions were incubated at 37°C for
24 h. The remaining BEI was subsequently neutralized
by the addition of 10% of the volume of BEI of 1 M
sterile sodium thiosulfate (Sigma) solution for 2 h.

2. Formalin

Formaldehyde solution (35%) (Duksan, Korea) was
added to the viral suspensions to attain a final concen-
tration of 0.3%. The formalin-treated viral suspensions
were incubated overnight at 37°C as described pre-
viously {Habib, 2006 #856}.

3. B-propiolactone

The pH of viral suspensions was adjusted to 7.3 using
NaOH. B-propiolactone was then introduced to a final
dilution of 1:2000 (v/v) and mixed on a magnetic stirrer
for 24 h, as described previously [24]. Following inacti-
vation, the viral suspensions were gradually heated to
37°C at pH 7.0 over a period of 24 h.

Preparation of vaccine formulations

To confirm if the viruses were completely inactivated, 1
mL virus suspension was inoculated on MARC-145 cells
in a 175-cm? tissue culture flask with 50 mL of Dulbec-
co’s modified Eagle’s medium (DMEM). After the cells
were cultured for 5 days at 37°C, the supernatants were
replaced with fresh culture media and incubated for
another 5 days. Non-inactivated PRRSV was inoculated
on MARC-145 cells as positive control. Cells were ana-
lyzed for cytopathic effects (CPE), and the supernatants
were tested by polymerase chain reaction (PCR) to con-
firm the presence of the virus. After confirmation of
viral inactivation, each viral antigen were mixed with
10% (v/v) aluminum hydroxide adjuvant (Rehydragel,
SEPPIC, France) on a magnetic stirrer (at 180 rpm) for
overnight.

PRRS ELISA

Serum samples were collected from pigs, and aliquots
were prepared and stored at -20°C until ELISA for
PRRSV antibodies was performed. ELISA was performed
using a commercial kit (HerdChek® PRRS 2XR,
IDEXX), according to the manufacturer’s instructions.
All reagents required for the assay were provided with
the kit, and the assay was conducted at room tempera-
ture. The optical density of each well was measured at
650 nm using the Bio-Rad 680 microplate reader. The
presence or absence of PRRSV antibody was determined
by calculating the sample to positive (S/P) ratio. Samples
were considered to be positive for PRRSV antibody if
the S/P ratio was more than 0.4.
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PRRSV VN titer assay

VN titers were determined by SN test on MARC-145
cells. A 2-fold diluted serum sample was prepared, and
an equal volume of virus solution with a titer of 100
TCIDs5o/mL was added to each dilution and incubated
for 1 h at 37°C. The serum-virus mixture was trans-
ferred to a 96-well plate containing a MARC-145 cell
monolayer. The CPEs on the cells were analyzed for 7
days after inoculation. The VN antibody titer was
defined as the reciprocal of the highest dilution that
inhibited CPE in 50% of the inoculated wells.

Quantitation of PRRSV with real-time PCR

Real-time quantitative PCR was performed using Bio-
Rad iQ5 Real Time PCR Detection System. The 20-pL
PCR mixture comprised 10 puL of the commercially
available mastermix (iQ SYBR Green Supermix; Bio-
Rad), 1 uL of the cDNA extract from the serum of each
pig, 8.5 puL of RNAase-free water, and 0.25 pL of both
forward and reverse primers. In addition, each reaction
included PRRSV standards with progressive dilutions of
1:10, which generated the standard curve for the reac-
tion. The following protocol was used: 5 min at 94°C for
incubation and Taq activation, followed by 40 cycles of
30 s each at 94°C for denaturation, 30 s at 55°C for
annealing, and 45°C for extension. PRRSV content in
each sample was estimated by converting the value for
the cycle threshold (Ct), which was determined with the
Bio-Rad iQ5 qPCR software, to virus titer (copies/mL)
by using the coefficient of correlation from the standard
curve.

Experimental design of animal studies

All animals were serologically tested against PRRSV just
before the experiment to confirm naive herd status. All
animal experiments complied with the current laws of
South Korea. Animal care and treatment were con-
ducted in accordance with the guidelines established by
the Institutional Animal Care and Use Committee of
Optifarm Solution. Twenty-eight SPF hairless white
Yucatan miniature pigs were used in this experiment.
All pigs were kept in a HEPA-filtered barrier facility.
The pigs had free access to sterilized water and unmedi-
cated sterilized feed.

Twenty-eight SPF miniature pigs were randomly
assigned to 7 treatment groups including a negative
control group. The mock-vaccinated control group
received 2 mL aluminum hydroxide adjuvant. The 10%,
10°, and 10° groups were vaccinated with 10% 10°, and
10° PFU/mL inactivated PRRSV (by the BEI method),
respectively, with 10% (v/v) aluminum hydroxide adju-
vant (Rehydragel, SEPPIC, France). The BEI-, formalin-,
and B-propiolactone-inactivated groups were vaccinated
with PRRSV inactivated by the abovementioned
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compounds. The virus titer in the vaccine was 10° PFU/
mL, which was mixed with 10% (v/v) aluminum hydro-
xide adjuvant.

All the 7 groups were inoculated with vaccine or
mock-vaccine 3 times 0, 21, and 42 days post inocula-
tion (DPI). At day 70 after initial vaccination, all the ani-
mals (the mock, 10% 10° and 10° groups) were
challenged intranasally with 10** TCIDj, field-isolated
PRRSV (strain 09-1240 KH, ORF5; Genbank accession
number: GQ375443). Blood was taken on 0, 3, 6, 9, 14,
21, 28, 35, 42, 49, 56, and 70 days after vaccination and
on 0, 3, 4, 7, 10, 15, and 22 days after the challenge.
Serum samples were collected and stored at -70°C
before testing with ELISA, VN, and Q-PCR.

Statistical analysis

ELISA S/P ratio, V/N test results, and viral load were
analyzed by Student’s ¢-test. A p value less than 0.05
was considered statistically significant.

Results

Measurement of PRRSV-specific antibody levels by IDEXX

ELISA after vaccination according to the viral titer

For the experimental efficacy test according to the viral
titer, PRRSV suspensions of titers of 10%, 10° or 10°
PFU/mL were inactivated with binary ethylenimine
(BEI) and inoculated into pigs. From 21 to 56 days after
the first vaccination, the 10° PFU/mL PRRSV vaccine-
inoculated group showed a significantly higher sample
to positive (S/P) ratio (p < 0.01) than the control group
(Figure 1). However, all groups were serologically nega-
tive as determined by IDEXX ELISA until 70 days of the
first vaccination. The positive and negative cut-offs of
the IDEXX ELISA are at 0.4 S/P ratio. The S/P ratio of
the 10° PFU/mL PRRSV vaccine-inoculated group had
the highest S/P ratio at 28 day post-infection (DPI) 28,
14 days after the second injection. This result indicated
that 10° PFU/mL killed PRRSV antigen could not
induce enough antibody determined by ELISA.

Variation of PRRSV ELISA S/P ratio after challenge
according to the virus titers

PRRSV-specific antibodies were found to be absent by
ELISA in all the experimental groups before challenge
(Figure 1). Until day 4 after challenge, all the groups
were serologically negative as determined by IDEXX
ELISA (Figure 2). At day 7 after the challenge, all the
vaccinated groups became serologically positive. The
average S/P ratios of the 10*, 10°, and 10° PFU/mL
PRRSV-vaccinated groups at 7 days were 0.82, 0.72, and
0.67, respectively. The average S/P ratios of the 10* and
10° PFU/mL vaccine-inoculated groups were not signifi-
cantly different from the 10° PFU/mL vaccine-inocu-
lated groups (p > 0.05). However, all vaccine groups
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showed significantly different results from the control
group only on the seventh day after challenge (p < 0.01).
This result indicates that, all vaccinated groups showed
faster antibody production than the non-vaccinated

group.

Viral load after challenge with killed vaccine according to
viral titer

The mean post-challenge serum PRRSV level is shown
in Figure 3. The sensitivity threshold of this assay is 10
RNA copies/mL measured by quantitative PCR.

Because day-0 blood was sampled just before inocula-
tion, the virus was not detected. By day 3 after chal-
lenge, all the vaccinated groups showed significantly
different results from the control group (p < 0.05). The
viral load of the control group was lower than those of
the vaccinated groups. On day 4, the viral load of the
10° PFU PRRSV-vaccinated group was significantly
higher than that of the control group; no significant dif-
ferences were observed compared to that of the other
groups (p < 0.05). At day 10, the viral loads of the 10°
and 10° PFU/mL PRRSV-vaccinated groups were signifi-
cantly reduced compared with those of the control and
10* groups (p < 0.05). There was no difference in viral
load between the control and 10% 10°, and 10° PFU/mL
PRRSV-vaccinated groups. By day 15, viruses were
detected in the control and 10° PFU/mL PRRSV-vacci-
nated groups, but there was only a significant difference
between the control and 10* PFU/mL PRRSV-vaccinated
groups (p < 0.05).

PRRSV-specific neutralization titer according to BEI-
inactivated viral titers from the samples on day 22 after
challenge

On the last day after challenge, serum samples were
analyzed to determine the difference in the VN titer
obtained with different values of the inoculated viral
titer. Before challenge, all experimental groups were
measured by a VN test and all groups were negative.
Twenty-two days after challenge, the 10° viral antigen-
inoculated group exhibited a significantly higher VN
titer compared to the 10* and 10° PFU/mL virus-inocu-
lated groups (p < 0.01). In this present study, killed vac-
cine failed to induce antibody determined by ELISA. But
BEI-inactivated vaccines showed higher VN titer accord-
ing to viral titer. This result indicated that 10° PFU/mL
viral titer of vaccine can induce higher VN titer (Figure
4).

PRRSV-specific ELISA antibody titer with experimental
vaccines according to inactivation methods

In order to test the efficacy of different virus inactiva-
tion methods, PRRSV suspensions were inactivated
using BEI, formalin, or B-propiolactone. Until 70 days
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Figure 1 PRRSV-specific IDEXX ELISA S/P ratio with 3 shots of BEl-inactivated PRRSV experimental inactivated vaccine, according to

after the first vaccination, all experimental groups
showed serological negativity (Figure 5), as determined
by the IDEXX ELISA kit. The positive and negative cut-
offs of the IDEXX ELISA were at an S/P ratio of 0.4.
The BEI-inactivated group showed significantly different
S/P ratios compared to the control group from 21 to 56
days after the first vaccine inoculation (p < 0.01). The
highest S/P ratio was observed in the BEI group 14 days
after the second vaccination and 28 days after the pri-
mary vaccination (0.222 (0.1)). In the formalin group,
from 28 to 42 days, only 1 pig (H08-010) had a serologi-
cally positive S/P ratio above 0.4, and its highest value in
that period was 0.68.

Variation in PRRS ELISA S/P ratios after challenge with

vaccines prepared by different virus inactivation methods
The PRRSV-specific antibodies were found to be absent
by ELISA in all the experimental groups before chal-
lenge (Figure 5). Until day 4 after challenge, all the
groups remained serologically negative, as determined
by IDEXX ELISA (Figure 6). At day 7 after challenge,
the average S/P ratio of all vaccinated groups became
serologically positive, except for 1 and 2 pigs in the

formalin-and pB-propiolactone-inactivated groups,
respectively.

On the seventh day after challenge, all vaccinated
groups showed significantly different S/P ratios com-
pared to the control group (p < 0.01). The S/P ratio of
the formalin-inactivated group on the tenth day was sig-
nificantly different from that of the control group (p <
0.005). There were no significant differences 15 days
after challenge.

Viral load of the KV-vaccinated group studied according
to the different method of virus inactivation

The mean PRRSV load in the serum samples collected
after the challenge is shown in Figure 7. The threshold
of sensitivity of this assay was 10 RNA copies/mL mea-
sured by quantitative PCR.

The virus was not detected, because the blood samples
were taken just before the challenge. From days 3-4, all
the vaccinated groups, except the B-propiolactone-inac-
tivated group at day 3, had significantly higher viral
loads than the control group (p < 0.05). Ten days after
the challenge, the BEI-inactivated group had a lower
viral load than the control group (p < 0.05). Twenty-two
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days after the challenge, only the control and BEI-inacti-
vated groups had virus-positive blood.

PRRSV-specific neutralization titer according to virus
inactivation method from the samples collected 22 days
after challenge

On the last day after challenge, the serum samples were
analyzed to determine differences in VN titer, according
to inactivation method used to prepare vaccines (Figure
8). Before challenge, all experimental groups were mea-
sured by VN test, and all groups were negative. Twenty-
two days after the challenge, the BEI-inactivated group
had a significantly higher titer compared to the forma-
lin- and B-propiolactone-inactivated groups (p < 0.01).

Discussion

The total annual economic impact of PRRS on the US
swine producers is estimated at $66.75 million in breed-
ing herds and $493.57 million in growing pig popula-
tions [7]; the situation in South Korea is the same.
Based on a field survey in 2001, 230 of 256 pig farms in
Korea tested positive (89.8%) for PRRSV antibodies [25],
indicating that PRRSV has spread throughout the coun-
try. Thus, for preventive purposes, MLVs costing as
much as 2.5 billion KRW per year are used in South

Korea. Despite the use of live vaccines, the prevalence of
PRRSV has not decreased dramatically. This is because
attenuated vaccines are not always effective against
PRRSVs that are genetically different from the vaccine
virus strain [10]. The PRRSV ORF5 sequence surveil-
lance data since 2007 identified newly emerging PRRSVs
(MN184-like) that have 84.9-87.2% nucleotide similari-
ties compared to VR-2332, based on ORF5 sequence
[26]. Recently, attenuated and inactivated vaccines have
been introduced to control PRRSV in the field. Consid-
ering their safety and flexibility towards emerging virus
strains, KVs are preferred over attenuated vaccines.
However, in spite of these benefits, KVs have failed to
evoke any measurable protective immunity [8] or pro-
tect against clinical signs such as post-challenge viremia
and transplacental infection [19].

The first purpose of this study was to investigate the
effects of experimentally KVs of varying virus titers on
humoral immunity. In this experiment, PFU/mL was
used as the viral particle-measuring method to obtain a
more accurate count. The killed PRRSV vaccine was
inoculated 3 times into SPF miniature pigs at 3-week
intervals. Although all pigs were seronegative according
to the criteria provided by the IDEXX corporation (S/P
ratio < 0.4), the KV group inoculated with 10° PFU/mL
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Figure 3 PRRSV load in serum samples collected after challenge from both vaccinated and control (unvaccinated) groups. Results were
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represent the average viral load at each time point. Values with superscripts in each experimental day are significantly different (p < 0.05).

had significantly higher S/P ratios than the control
group (p < 0.05). However, no VN titers were detected
in the entire experimental period before challenge (data
not shown).

Many researchers have tried to establish the effects of
KVs on humoral immunity. Misinzo et al. [19] investi-
gated whether neutralizing antibodies can be induced in
pigs upon vaccination with an inactivated vaccine. The
antibody measuring protocols, which differ from
researcher to researcher, include SN titer [17], IPMA
[18], serum immunoglobulin G [22], and ELISA anti-
body titer [8,19]. In these studies, the effects of KVs on
humoral immunity were undetectable or were detected
at a very low level by using commercial ELISA systems.
There might be a difference between the major anti-
genic epitopes of killed PRRSV vaccines and the ELISA
system. However, Scortti et al. [19] reported that the
first seroconversion resulted with the inoculation of
Suvaxyn (Fort Dodge) KV. By day 21, all vaccinated gilts
had seroconverted with a geometric mean titer (GMT)
of 7.43 (0.44), and a peak of anti-PRRSV antibodies

measured by ELISA was observed on day 70 with a
GMT of 8.22 (0.54) [27]. These varying results allow the
assumption that there are many obstacles to establishing
effective KV combinations and well-matched diagnostic
methods.

In the challenge experiment of the present study, all
vaccinated groups showed faster antibody production
than the control group. Scortti et al. [19] reported that
vaccinated groups produced detectable antibodies 5 days
after challenge and 9 days before the unvaccinated
group. In the present study, PRRSV-specific antibodies
were detected at 7 days, that is, 3 days before the con-
trol group. This may imply that the killed vaccine can
induce enough immune memory for PRRSV, but not
enough to induce active humoral immunity. These find-
ings are very similar to those of Zuckermann et al. [8];
only the challenge time is different (28 days post-pri-
mary vaccination versus 70 days in the present study).
The more rapid development of a post-challenge serolo-
gical response may confer some degree of protective
immunity in pigs [19]. The key point of the present
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study is that all the vaccinated groups, which had differ-
ent viral antigen concentrations ranging from 10* PFU/
mL to 10° PFU/mL, induced the same pattern of more
rapid humoral response. Only with this data, the 10*
level of viral antigen inoculation appeared to be suffi-
cient for inducing partial immunity. However, the VN
titer measured 22 days after challenge showed that only
the 10° PFU/mL virus-inoculated group had significantly
greater neutralizing antibody titer than the other groups
(p < 0.05). Thus, if this viral neutralization response is
related to protective immunity, it is also expected to
affect the post-challenge serum viral load. In another
study, KV (10> TCIDsp)-inoculated animals showed a
shorter period of viremia, indicating that it is possible
that the virus concentration in the blood of vaccinated
animals is lower than that in the non-vaccinated animals
[12].

Misinzo et al. [18] reported that the incomplete pro-
tection of KV vaccines against PRRSV might be caused
by over-inactivation, resulting in the destruction of neu-
tralizing viral epitopes. Virus inactivation procedures
can affect the conservation of inactivated viral epitopes
that are important for the induction of protective immu-
nity [28]. In the present study, the ELISA S/P ratios of
all vaccinated groups were significantly greater than
those of the control group (p < 0.01). Because BEI has

an effect at the genomic level-specifically for nucleic
acids—preserving viral epitopes [28], the BEI-inactivated
group might exhibit a higher S/P ratio than the other
groups. However, BEI had very little adverse effects on
the epitopes, whereas BPL significantly altered and for-
malin partially altered the conformation of most epi-
topes [29]. All the vaccinated groups showed significant
rapid elevation of antibody levels at day 7 (Figure 5),
and the formalin-inactivated group showed significance
at day 10 compared to the control group (p < 0.01).
However, in the VN test, BEI resulted in a significantly
higher VN titer than other inactivation groups. At least
in this experiment, the inactivation method is consid-
ered a key factor affecting the VN titer of inactivated
PRRSV vaccines.

Unexpectedly, in the challenge experiment after vacci-
nation according to the viral titer, the vaccinated groups
showed higher viral loads than the control group until
day 4. This phenomenon was repeated in the challenge
experiment after vaccination according to inactivation
method. Scortti et al. [19] found higher viral loads than
those in a mock-vaccinated group after 3 and 5 days. In
contrast, [30] found lower viral loads in the vaccinated
group than in the mock-vaccinated group. The reason
why vaccinated groups exhibit significantly higher viral
loads in blood is unclear. However, it is clear that while
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vaccination with inactivated viruses only has a small
effect on viremia levels, it reduces the duration of vire-
mia as reported by other researchers [18].

Conclusions

In conclusion, killed PRRSV vaccines with different con-
centrations of virus titer or based on different inactiva-
tion protocols did not significantly differ in their ability
to induce humoral immunity in pigs even after 3 inocu-
lations. However, all the vaccinated groups reached ser-
opositive status in IDEXX ELISA much before the non-
vaccinated group after challenge, which suggests that
the KV merely potentiates memory response. Although
the 10° PFU/mL-vaccinated and BEI-inactivated groups
showed significantly greater VN titers 22 days after chal-
lenge, all the groups were already negative for viremia.
Thus, the BEI-inactivated vaccine with a greater virus
titer should be considered for testing to evaluate the
efficacy of killed PRRSV vaccines.

Acknowledgements

This work was carried out with the support of “Cooperative Research
Program for Agriculture Science & Technology Development
(PJO06777201004)" Rural Development Administration, Republic of Korea and
national project grant from SMBA of the Korean Government (51036683).

Author details

1Opﬂfarm Solution Inc,, 48 Songnam-ri, Seonggeo-eup, Cheonan, Korea.
College of Veterinary Medicine, Seoul National University, Seoul 151-742,
Korea. *Green Cross Veterinary Products, Youngin 446-569, Korea. iral
Infectious Disease Research Center, Korea Research Institute of Bioscience
and Biotechnology, Daejon 305-806, Korea.

Authors’ contributions

The formulation of the study was by JJ, YC, and HK. Animal experiments
were by JK, CU and SH. Results were analyzed by SS. Revision by BL and GJ.
Scripting was by BK, HM, and DS. All authors read and approved the final
manuscript.

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

Received: 22 February 2011 Accepted: 27 June 2011
Published: 27 June 2011

References

1. Keffaber KK: Reproductive failure of unknown etiology. Am Assoc Swine
Prac Newsl 1989, 1:1-10.

2. Wensvoort G, Terpstra C, Pol JM, ter Laak EA, Bloemraad M, de Kluyver EP,
Kragten C, van Buiten L, den Besten A, Wagenaar F, et al: Mystery swine
disease in The Netherlands: the isolation of Lelystad virus. Vet Q 1991,
13:121-130.

3. Benfield DA, Nelson E, Collins JE, Harris L, Goyal SM, Robison D,
Christianson WT, Morrison RB, Gorcyca D, Chladek D: Characterization of
swine infertility and respiratory syndrome (SIRS) virus (isolate ATCC VR-
2332). J Vet Diagn Invest 1992, 4:127-133.

4. Cavanagh D: Nidovirales: a new order comprising Coronaviridae and
Arteriviridae. Arch Virol 1997, 142:629-633.

5. Christianson WT, Collins JE, Benfield DA, Harris L, Gorcyca DE, Chladek DW,
Morrison RB, Joo HS: Experimental reproduction of swine infertility and
respiratory syndrome in pregnant sows. Am J Vet Res 1992, 53:485-488.

6. Nodelijk G, de Jong MC, van Leengoed LA, Wensvoort G, Pol JM,
Steverink PJ, Verheijden JH: A quantitative assessment of the

20.

21,

22.

Page 11 of 12

effectiveness of PRRSV vaccination in pigs under experimental
conditions. Vaccine 2001, 19:3636-3644.

Neumann EJ, Kliebenstein JB, Johnson CD, Mabry JW, Bush EJ,

Seitzinger AH, Green AL, Zimmerman JJ: Assessment of the economic
impact of porcine reproductive and respiratory syndrome on swine
production in the United States. / Am Vet Med Assoc 2005, 227:385-392.
Zuckermann FA, Garcia EA, Lugue ID, Christopher-Hennings J, Doster A,
Brito M, Osorio F: Assessment of the efficacy of commercial porcine
reproductive and respiratory syndrome virus (PRRSV) vaccines based on
measurement of serologic response, frequency of gamma-IFN-producing
cells and virological parameters of protection upon challenge. Vet
Microbiol 2007, 123:69-85.

Swenson SL, Hill HT, Zimmerman JJ, Evans LE, Wills RW, Yoon KJ,

Schwartz KJ, Althouse GC, McGinley MJ, Brevik AK: Preliminary assessment
of an inactivated PRRS virus vaccine on the excretion of virus in semen.
Swine Health and Production 1995, 3:244-247.

Martelli P, Gozio S, Ferrari L, Rosina S, De Angelis E, Quintavalla C,

Bottarelli E, Borghetti P: Efficacy of a modified live porcine reproductive
and respiratory syndrome virus (PRRSV) vaccine in pigs naturally
exposed to a heterologous European (Italian cluster) field strain: Clinical
protection and cell-mediated immunity. Vaccine 2009, 27:3788-3799.
Nielsen TL, Nielsen J, Have P, Baekbo P, Hoff-Jorgensen R, Botner A:
Examination of virus shedding in semen from vaccinated and from
previously infected boars after experimental challenge with porcine
reproductive and respiratory syndrome virus. Vet Microbiol 1997,
54:101-112.

Plana-Duran J, Bastons M, Urniza A, Vayreda M, Vila X, Mane H: Efficacy of
an inactivated vaccine for prevention of reproductive failure induced by
porcine reproductive and respiratory syndrome virus. Vet Microbiol 1997,
55:361-370.

Gonin P, Pirzadeh B, Gagnon CA, Dea S: Seroneutralization of porcine
reproductive and respiratory syndrome virus correlates with antibody
response to the GP5 major envelope glycoprotein. J Vet Diagn Invest
1999, 11:20-26.

Joo HS, Direksin K, Johnson C, Lee W, Debuse N: PRRS virus serum
neutralization antibody as a measure of protection. In Leman Swine
Conference; Minneapoli, MN Edited by: Allen D 1999, 183-186.

Osorio FA, Galeota JA, Nelson E, Brodersen B, Doster A, Wills R,
Zuckermann F, Laegreid WW: Passive transfer of virus-specific antibodies
confers protection against reproductive failure induced by a virulent
strain of porcine reproductive and respiratory syndrome virus and
establishes sterilizing immunity. Virology 2002, 302:9-20.

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

Nilubol D, Platt KB, Halbur PG, Torremorell M, Harris DL: The effect of a
killed porcine reproductive and respiratory syndrome virus (PRRSV)
vaccine treatment on virus shedding in previously PRRSV infected pigs.
Vet Microbiol 2004, 102:11-18.

Misinzo G, Delputte PL, Meerts P, Drexler C, Nauwynck HJ: Efficacy of an
inactivated PRRSV vaccine: induction of virus-neutralizing antibodies and
partial virological protection upon challenge. Adv Exp Med Biol 2006,
581:449-454.

Scortti M, Prieto C, Alvarez E, Simarro |, Castro JM: Failure of an inactivated
vaccine against porcine reproductive and respiratory syndrome to
protect gilts against a heterologous challenge with PRRSV. Vet Rec 2007,
161:809-813.

Papatsiros VG, Alexopoulos C, Kritas SK, Koptopoulos G, Nauwynck HJ,
Pensaert MB, Kyriakis SC: Long-term administration of a commercial
porcine reproductive and respiratory syndrome virus (PRRSV)-inactivated
vaccine in PRRSV-endemically infected sows. J Vet Med B Infect Dis Vet
Public Health 2006, 53:266-272.

Mengeling WL: The porcine reproductive and respiratory syndrome
quandary. Part II: Vaccines and vaccination strategy. Journal of Swine
Health and Production 2005, 152-156.

Linghua Z, Xingshan T, Fengzhen Z: Vaccination with porcine
reproductive and respiratory syndrome killed virus vaccine and
immunostimulatory oligodeoxynucleotides induces specific immunity in
piglets. Vaccine 2007, 25:1735-1742.


http://www.ncbi.nlm.nih.gov/pubmed/1835211?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1835211?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1616976?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1616976?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1616976?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9349308?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9349308?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1586017?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1586017?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11395197?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11395197?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11395197?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16121604?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16121604?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16121604?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17376612?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17376612?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17376612?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17376612?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19442420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19442420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19442420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19442420?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9057254?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9057254?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9057254?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9220634?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9220634?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9220634?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9925207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9925207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9925207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12429512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12429512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12429512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12429512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769076?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769076?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769076?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15288922?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15288922?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15288922?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17037577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17037577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17037577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18083979?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18083979?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18083979?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16907957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16907957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16907957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17229497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17229497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17229497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17229497?dopt=Abstract

Kim et al. Virology Journal 2011, 8:323 Page 12 of 12
http://www.virologyj.com/content/8/1/323

23. Bahnemann HG: Inactivation of viral antigens for vaccine preparation
with particular reference to the application of binary ethylenimine.
Vaccine 1990, 8:299-303.

24.  Parker J: Inactivation of African horse-sickness virus by betapropiolactone
and by pH. Arch Virol 1975, 47:357-365.

25. Kim SM, Han TU, Kang SY, Shin KS, Kim CJ, Kim JT, Kim HS: Seroprevalence
of antibody to procine reproductive and respiratory syndrome virus in
diagnostic submissions. J Vet Sci 2002, 3:159-161.

26. Kim HK, Yang JS, Moon HJ, Park SJ, Luo Y, Lee CS, Song DS, Kang BK,

Ann SK, Jun CH, Park BK: Genetic analysis of ORF5 of recent Korean
porcine reproductive and respiratory syndrome viruses (PRRSVs) in
viremic sera collected from MLV-vaccinating or non-vaccinating farms. J
Vet Sci 2009, 10:121-130.

27. Suradhat S, Kesdangsakonwut S, Sada W, Buranapraditkun S,

Wongsawang S, Thanawongnuwech R: Negative impact of porcine
reproductive and respiratory syndrome virus infection on the efficacy of
classical swine fever vaccine. Vaccine 2006, 24:2634-2642.

28. Delrue |, Delputte PL, Nauwynck HJ: Assessing the functionality of viral
entry-associated domains of porcine reproductive and respiratory
syndrome virus during inactivation procedures, a potential tool to
optimize inactivated vaccines. Vet Res 2009, 40:62.

29. Habib M, Hussain |, Fang WH, Rajput ZI, Yang ZZ, Irshad H: Inactivation of
infectious bursal disease virus by binary ethylenimine and formalin. J
Zhejiang Univ Sci B 2006, 7:320-323.

30. Vanhee M, Delputte PL, Delrue |, Geldhof MF, Nauwynck HJ: Development
of an experimental inactivated PRRSV vaccine that induces virus-
neutralizing antibodies. Vet Res 2009, 40:63.

doi:10.1186/1743-422X-8-323

Cite this article as: Kim et al: The assessment of efficacy of porcine
reproductive respiratory syndrome virus inactivated vaccine based on
the viral quantity and inactivation methods. Virology Journal 2011 8:323.

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

e 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

www.biomedcentral.com/submit

Submit your manuscript at ( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/2204242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2204242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/237497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/237497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12514325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12514325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12514325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19461207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19461207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19461207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16406169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16406169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16406169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674538?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16532536?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16532536?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674539?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674539?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19674539?dopt=Abstract

	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Virus production and plaque assay
	Virus inactivation
	1. BEI
	2. Formalin
	3. β-propiolactone

	Preparation of vaccine formulations
	PRRS ELISA
	PRRSV VN titer assay
	Quantitation of PRRSV with real-time PCR
	Experimental design of animal studies
	Statistical analysis

	Results
	Measurement of PRRSV-specific antibody levels by IDEXX ELISA after vaccination according to the viral titer
	Variation of PRRSV ELISA S/P ratio after challenge according to the virus titers
	Viral load after challenge with killed vaccine according to viral titer
	PRRSV-specific neutralization titer according to BEI-inactivated viral titers from the samples on day 22 after challenge
	PRRSV-specific ELISA antibody titer with experimental vaccines according to inactivation methods
	Variation in PRRS ELISA S/P ratios after challenge with vaccines prepared by different virus inactivation methods
	Viral load of the KV-vaccinated group studied according to the different method of virus inactivation
	PRRSV-specific neutralization titer according to virus inactivation method from the samples collected 22 days after challenge

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	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


