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Innate immune response to a H3N2 subtype
swine influenza virus in newborn porcine trachea
cells, alveolar macrophages, and precision-cut
lung slices

Mario Delgado-Ortega'”, Sandrine Melo'~, Darsaniya Punyadarsaniya®, Christelle Ramé”, Michel Olivier'~,
Denis Soubieux'”, Daniel Marc'?, Gaélle Simon®®, Georg Herrler’, Mustapha Berri'?, Joélle Dupont*
and Francois Meurens®

Abstract

Viral respiratory diseases remain of major importance in swine breeding units. Swine influenza virus (SIV) is one of
the main known contributors to infectious respiratory diseases. The innate immune response to swine influenza
viruses has been assessed in many previous studies. However most of these studies were carried out in a single-cell
population or directly in the live animal, in all its complexity. In the current study we report the use of a trachea
epithelial cell line (newborn pig trachea cells — NPTr) in comparison with alveolar macrophages and lung slices for
the characterization of innate immune response to an infection by a European SIV of the H3N2 subtype. The expression
pattern of transcripts involved in the recognition of the virus, interferon type | and Il responses, and the host-response
regulation were assessed by quantitative PCR in response to infection. Some significant differences were observed
between the three systems, notably in the expression of type Il interferon mMRNA. Then, results show a clear induction
of JAK/STAT and MAPK signaling pathways in infected NPTr cells. Conversely, PI3K/Akt signaling pathways was not
activated. The inhibition of the JAK/STAT pathway clearly reduced interferon type | and Ill responses and the induction
of SOCST at the transcript level in infected NPTr cells. Similarly, the inhibition of MAPK pathway reduced viral replication

and interferon response. All together, these results contribute to an increased understanding of the innate immune
response to H3N2 SIV and may help identify strategies to effectively control SIV infection.

Introduction

Viral respiratory diseases are still a major health issue in
pigs reared under confined conditions on intensive
breeding farms worldwide. Currently the most common
viral pathogens are porcine reproductive and respiratory
syndrome virus (PRRSV), swine influenza virus (SIV),
pseudorabies virus, and porcine circovirus type 2 [1-3].
In the field, these viruses are usually found in association
with each other or with bacteria such as Actinobacillus
spp., Bordetella bronchiseptica, Haemophilus parasuis,
Mycoplasma  hyopneumoniae, Pasteurella multocida,
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and Streptococcus suis [1,3-5]. In particular, influenza A
viruses are a major cause of acute respiratory disease on
pig breeding farms [6]. Usually, the disease is character-
ized by depression, loss of appetite, abdominal breathing,
tachypnea, fever, and less often, coughing. Morbidity
associated with the virus is high and mortality is often
very low [6]. Influenza A viruses are classified into sub-
types based on the antigenicity of their hemagglutinin
(HA) and their neuraminidase (NA) surface proteins [6].
In pigs, three subtypes are described worldwide: HIN1,
HIN2, and H3N2 [7,8], however genetic lineage may
vary within each subtype depending on the geographical
location (North America, Europe, and Asia). Viruses of the
three subtypes have been reported frequently in European
pigs, often associated with clinical disease [9,10].
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The innate immune response is crucial in the fight
against respiratory viruses. It controls viral invasion and
replication while the adaptive response is effective for
viral clearance through the activity of adaptive immune
cells such as lymphocytes [11,12]. Among innate im-
mune cells, epithelial cells, alveolar macrophages, and
dendritic cells provide the first line of defense [11-15].
They rapidly recognize pathogens through pattern rec-
ognition receptors (PRRs) such as Toll-like receptors
(TLRs), intracellular viral sensors such as retinoic acid-
inducible gene I (RIG-I) and melanoma differentiation-
associated gene 5 (MDAS5), and the nucleotide-binding
domain, leucine-rich repeat-containing proteins (NLRs)
[16,17]. The innate immune response to SIV has been
assessed in many previous studies (for review see [6,16]).
However, most of these studies were carried out in a
single-cell population, sometimes isolated from other
species, or directly in the pig in all its complexity mak-
ing the establishment of clear conclusions difficult.

Newborn porcine trachea (NPTr) cells [18], porcine
alveolar macrophages (PAMs), and precision-cut lung
slices (PCLS) may constitute informative and comple-
mentary models to study the innate immune response to
SIV. Respiratory epithelial cells and PAMs are the main
target of the virus in vivo and have been successfully
used for in vitro infection studies [6,15,16,19]. PCLS
have previously been used for infection studies in birds
[20], cattle [21], and pigs [22,23]. The PCLS culture sys-
tem has several advantages over other systems: the slices
can be obtained in large numbers and the general archi-
tecture of the tissue is preserved. Thus, differentiated
epithelial cells, which are the main target cells of SIV,
are maintained in situ and the slices remain viable for
more than 7 days [23]. Thus, NPTr cells, PAMs and
PCLS together enable the study of host/pathogen inter-
actions in single-cell type populations as well as a multi-
cellular tissue, granting more accurate analysis of the
contribution of epithelial cells and macrophages to the
global disease response. Use of lung explants (ie PCLS)
to study SIV infection has only been reported in a few
cases [23-27]. However, the focus of these studies was
not the characterization of the innate immune response
to the virus. Here, we report the use of NPTr cells in
comparison to PAMs and PCLS for the study of the
innate immune response to a European H3N2 SIV.
Transcripts involved in the recognition of viral patterns,
interferon (IFN) type I and III responses, and regulation
of the host response (suppressor of cytokine signaling,
SOCS) were assessed by qPCR for their expression in
response to the infection at different time points. Some
significant differences were observed between the three
systems, notably in the expression of type III IFN mRNA.
For instance, in NPTr cells and PCLS we observed mostly
IFNp and IENA1 transcript expression in response to the
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virus while in PAMs, IFN type III was not significantly in-
duced. The involvement of different signaling pathways
such as janus kinase (JAK)/signal transducer and activator
of transcription (STAT), mitogen-activated protein kinase
(MAPK)/extracellular signal-regulated kinase (ERK1/2),
and phosphatidylinositide 3-kinase (PI3K)/protein kinase
B (Akt) was also evaluated in NPTr cells. Our results show
a clear induction of JAK/STAT and MAPK (ERK1/2, p38)
signaling pathways while the H3N2 SIV did not induce
PI3K/Akt activation in infected NPTr cells. The inhibition
of the JAK/STAT pathway using JAK Inhibitor I (420099)
in infected NPTR cells had a clear impact on the response
of IFN types I and III and the induction of SOCS1 at the
transcript level. All together, our data contribute to an
increased understanding of the innate immune response
of pigs to SIV.

Materials and methods

Ethics statement

Pigs used for this research were kept in the clinic for
swine and small ruminants for demonstration and veter-
inary student training (approval number 33.9-42502-05-
09A627) or were obtained from the INRA experimental
unit (Nouzilly, France). A total of 12 eight-week-old pigs
(German Landrace and Large White) were used. Pigs
were healthy and showed no clinical symptoms or sero-
logical evidence of influenza and other respiratory or sys-
temic diseases. All studies were carried out in accordance
with the recommendations of the European Convention
for the Protection of Vertebrate Animals used for Experi-
mental and Other Scientific Purposes (European Treaty
Series, nos. 123 [28] and 170 [29] and in accordance with
the guidelines of the Institutional Animal Care and Use
committee at INRA (France). The protocol was approved
by the national and local permitting authorities (animal
welfare officer of the University of Veterinary Medicine,
Lower Saxony State Office for Consumer Protection and
Food Safety). All experimental measurements were in
accordance with the requirements of the national animal
welfare law. Euthanasia and tissue sampling were per-
formed under sodium pentobarbital anesthesia, and all
efforts were made to minimize suffering of the animals.

Epithelial cell line culture

The newborn pig trachea (NPTr, purchased from Istituto
Zooprofilattico Sperimentale, della Lombardia e dell’E-
milia Romagna, Brescia, Italy) cells [18] (between 30 and
50 passages) were cultured in Dulbecco’s modified Eagle
medium (DMEM) (Invitrogen, Cergy Pontoise, France)
supplemented with 10% fetal calf serum (FCS) (Sigma-
Aldrich, Saint-Quentin, France), 20 IU/mL of penicillin,
and 20 mg/mL of streptomycin (Invitrogen). Cells were
plated onto sterile 24-well plastic plates (Greiner bio-
one, Courtabeeuf, France) and incubated at 37 °C in a 5%
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CO, humidified atmosphere. Sub-passages were made
when cells reached 100% confluence.

Porcine alveolar macrophages

Porcine alveolar macrophages (PAMs) were obtained
from broncho-alveolar lavage (BAL) fluid from a total of 7
eight-week-old pigs and maintained in DMEM supple-
mented with 2% FCS, 14 mM 4-(2-hydroxyethyl)-1-pipera-
zineethanesulfonic acid (HEPES) (Gibco-Life Technologies
SAS, Saint-Aubin, France), 0.1 mM non-essential amino
acids (Gibco), 100 pg/mL gentamycin (Gibco), 20 IU/mL of
penicillin, and 20 mg/mL of streptomycin (Invitrogen). Red
blood cells were eliminated and PAMs were isolated by
multiple washes and low-speed centrifugations. PAMs were
plated onto sterile 24-well plastic plates (Greiner bio-one)
and incubated at 37 °C and 5% CO, for 3 h to allow macro-
phages to adhere. Non-adherent cells were eliminated.
PAMs represented > 90% of cells in broncho-alveolar lavage
fluid as previously reported [30].

Precision-cut lung slices

Precision-cut lung slices (PCLS) were prepared from the
lungs of 5 eight-week-old pigs (minimum one slice/pig for
each time point). Immediately after euthanasia, lungs were
carefully removed and the left cranial, middle, and
caudal lobes were filled with 37 °C low-gelling temperature
agarose (GERBU Biotechnik GmbH, Gaiberg, Germany)
followed by polymerization on ice. Tissue was excised in
cylindrical portions (8-mm tissue-coring tool) and roughly
200 slices/pig approximately 250 um thick were prepared
by using a Krumdieck tissue slicer (model MD4000-01,
TSE systems, Chesterfield, MO, USA) with a cycle speed
of 60 slices/min. PCLS were incubated in 1 mL of Roswell
Park Memorial Institute medium (RPMI) 1640 medium
(Gibco), supplemented with 1% antibiotic/antimycotic
liquid (100X Antibiotic-Antimycotic, Gibco), 1 pg/mL clo-
trimazole (Sigma—Aldrich), 10 pg/mL enrofloxacin (Bayer
Animal Health, Germany), and 80 pg/mL kanamycin
(Gibco) in a sterile 24-well plate at 37 °C and 5% CO,.
The medium was changed every hour during the first 4 h
and once after 24 h, prior to infection. Viability was ana-
lyzed by observing ciliary activity under a light microscope
(Olympus CKX31, Tokyo, Japan). In selected samples,
slices were analyzed for bronchoconstriction by addition
of 10* M methacholine (acetyl-B-methylcholine chloride,
Sigma-Aldrich), as previously described [31].

Virus strain and propagation

The swine influenza virus strain A/Swine/Bissendorf/
IDT1864/2003 of the H3N2 subtype was isolated from a
pig with acute respiratory syndrome in a German herd
and kindly provided by Ralf Diirrwald, IDT Biologika
GmbH (Dessau-Rosslau, Germany). It was further propa-
gated in the porcine epithelial NPTr cell line by infection
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at a low multiplicity of infection (MOI) (0.001 plaque
forming unit/cell). NPTt cell line has been demonstrated
suitable for the culture of SIV [18]. Forty-eight hours
post-infection, supernatants were clarified by low-speed
centrifugation (2000 x g, 5 min), then stored at -80 °C until
use. The viral titer of this stock reached 3.3 x 10® plaque
forming units (pfu)/mL as determined by a plaque assay
on NPTr cells, as described previously [32].

Virus infection

NPTr cells and PAMs were seeded onto sterile 24-well
plates at 2-4 x 10° cells per well and infected with H3N2
at an MOI of 1 (enabling, according to the Poisson dis-
tribution, the infection of 63.2% of the cells with at least
one single particle). After 1 h of incubation at 37 °C and
5% CO, to allow virus adsorption, cells were washed
once with phosphate buffered saline (PBS) and further
maintained at 37 °C and 5% CO, in 1 mL of medium.
For PCLS infection, the procedure was nearly identical
except that 10° pfu of virus/slice were used since it was
not possible to determine the number of target cells in a
single slice. The cells and lung slices were incubated at
37 °C and 5% CO, for the different time points before
collection for RNA extraction or staining.

Real-time PCR assays and validation of reference genes

NPTr cells and PAMs were lysed in RLT lysis buffer
(Qiagen, Courtaboeuf, France). Precision-cut lung slices
were lysed and homogenized in Trizol reagent (Invitro-
gen) using ceramic beads (BioSpec Products, OK, USA)
and the FastPrep FP120 cell disrupter (Qbiogene, Ill-
kirch, France). Total RNA was isolated using RNeasy
Mini Kit (Qiagen) following the manufacturer’s recom-
mendations. Quantitative real-time PCR (qPCR) was
performed using cDNA synthesized as previously de-
scribed [33,34]. Primers to assess transcript expression
and viral replication were already published or were de-
signed using Clone Manager 9 (Scientific & Educational
Software, Cary, NC, USA) and were purchased from
Eurogentec (Liége, Belgium) (Table 1). Diluted cDNA
(4x) was combined with primer/probe sets and IQ SYBR
Green Supermix (Bio-Rad, Hercules, CA, USA) accord-
ing to the manufacturer’s recommendations. The qPCR
conditions were 98 °C for 30 s, followed by 37 cycles
with denaturation at 95 °C for 15 s and annealing/elong-
ation for 30 s (annealing temperature, Table 1). Real time
assays were run on a Bio-Rad Chromo 4 (Bio-Rad,
Hercules, CA, USA). The specificity of the qPCR reactions
was assessed by analyzing the melting curves of the prod-
ucts and verifying the amplicon sizes. To minimize sample
variation we used identical amounts of high quality RNA
from cells and tissue. The RNA quality was assessed by ca-
pillary electrophoresis (Agilent 2100 Bioanalyzer, Agilent
Technologies, Massy, France) and RNA integrity numbers
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Table 1 Primer sequences, annealing temperatures of primer sets (°C), expected PCR fragment sizes (bp) and accession
numbers or references

. . Annealing temperature PCR product Accession number
Primer name Primer sequence

(s) (°C) (bp) or reference
ActB CACGCCATCCTGCGTCTGGA
63 100 [38]
Beta actin AGCACCGTGTTGGCGTAGAG
B2mI CAAGATAGTTAAGTGGGATCGAGAC o 61 -
Beta-2-microgobulin TGGTAACATCAATACGATTTCTGA
CISH GGGAATCTGGCTGGTATTGG
62 126 BE014034
Cytokine-inducible SH2-containing protein CCGACAGTGTGAACAGGTAG
GAPDH CTTCACGACCATGGAGAAGG
63 170 AF017079
Glyceraldehyde-3-phosphate dehydrogenase ~ CCAAGCAGTTGGTGGTACAG
HMBS-2 AGGATGGGCAACTCTACCTG
58 83 [38]
Hydroxymethylbilane synthase 2 GATGGTGGCCTGCATAGTCT
HPRT-1 GGACTTGAATCATGTTTGTG 60 9 G38]
1 38
Hypoxanthine phosphoribosyltransferase 1 CAGATGTTTCCAAACTCAAC
IL-18 AGAAGAGCCCATCGTCCTTG
62 139 NM_001005149
Interleukine 1 beta GAGAGCCTTCAGCTCATGTG
IL-6 ATCAGGAGACCTGCTTGATG
62 177 NM_214399
Interleukine 6 TGGTGGCTTTGTCTGGATTC
IL-8 TCCTGCTTTCTGCAGCTCTC
62 100 NM_213867
Interleukine 8 GGGTGGAAAGGTGTGGAATG
IFNa (1-17) GGCTCTGGTGCATGAGATGC
64 197 [39]
Interferon alpha (Type 1) CAGCCAGGATGGAGTCCTCC
IFNB ATGTCAGAAGCTCCTGGGACAGTT
62 246 [39]
Interferon beta (Type |) AGGTCATCCATCTGCCCATCAAGT
IFNy GCTCTGGGAAACTGAATGAC
60 167 NM_213948
Interferon gamma (Type II) TCTCTGGCCTTGGAACATAG
IFNA1/IL-29A GAGGCTGAGCTAGACTTGAC
60 115 NM_001142837
Interferon lambdal (Type Ill) CCTGAAGTTCGACGTGGATG
IFNA3/IL-28B GGCTCCTTGGCGAACTCATC
62 173 GQ996936
Interferon lambda3 (Type Ill) TCCTTCTTCTGGGCCTCCTG
iNOS GAGAGGCAGAGGCTTGAGAC
62 178 BI344008
Inducible nitric oxide synthase TGGAGGAGCTGATGGAGTAG
Mx1 AGTGTCGGCTGTTTACCAAG
60 151 NM_214061
Myxovirus resistance 1 TTCACAAACCCTGGCAACTC
Mx2 CCGACTTCAGTTCAGGATGG
62 156 AB258432
Myxovirus resistance 2 ACAGGAGACGGTCCGTTTAC
OAS1 CCCTGTTCGCGTCTCCAAAG
64 303 NM_214303
2'-5"-Oligoadenylate synthetase 1 GCGGGCAGGACATCAAACTC
SIV M protein AGATGAGTCTTCTAACCGAGGTCG
62 100 [40]
TGCAAAAACATCTTCAAGTCTCTG
PKR GACATCCAAAGCAGCTCTCC
62 365 NM_214319
Protein Kinase RNA-dependent CGCTCTACCTTCTCGCAATC
RPL-19 AACTCCCGTCAGCAGATCC
60 147 [41]
Ribosomal protein L19 AGTACCCTTCCGCTTACCG
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Table 1 Primer sequences, annealing temperatures of primer sets (°C), expected PCR fragment sizes (bp) and accession

numbers or references (Continued)

RIG-I CGACATTGCTCAGTGCAATC
Retinoic acid-inducible gene | TCAGCGTTAGCAGTCAGAAG
SDHA CTACAAGGGGCAGGTTCTGA
Succinate dehydrogenase complex subunit A AAGACAACGAGGTCCAGGAG
S0CS1 CGCCCTCAGTGTGAAGATGG
Suppressor of cytokine signaling 1 GCTCGAAGAGGCAGTCGAAG
SOCS3 CAGCTCCAAGAGCGAGTACC
Suppressor of cytokine signaling 3 TGACGCTGAGCGTGAAGAGG

TBP-1

AACAGTTCAGTAGTTATGAGCCAGA

TATA box binding protein 1 AGATGTTCTCAAACGCTTCG

TLR3 CCTGCATTCCAGAAGTTGAG

Toll Like Receptor 3 TGAGGTGGAGTATTGCAGAG
TLR7 TCAGCTACAACCAGCTGAAG
Toll Like Receptor 7 CAGATGTCGCAACTGGAAAG
TLR8 AGCGCGGGAGGAGTATTGTG
Toll Like Receptor 8 GCCAGGGCAGCCAACATAAC
TNFa CCAATGGCAGAGTGGGTATG
Tumor Necrosis Factor alpha TGAAGAGGACCTGGGAGTAG

60 126 NM_213804
58 141 [38]

62 110 EW101597
61 179 NM_001123196
60 153 [38]

60 152 NM_001097444
60 140 NM_001097434
62 118 NM_214187
62 116 X54859

Reference genes are in italic.

(RIN) were calculated. RIN were always >8.1 for tissue
and > 9.5 for cells. Samples were normalized internally by
simultaneously using the average Cycle quantification (Cq)
of the three most suitable reference genes in each sample
to avoid any artefact of variation in the target gene. These
three most suitable reference genes were selected among
eight commonly used reference genes. The genes included
beta-actin (ActB), beta-2-microglobulin (B2MI), glyceral
dehyde-3-phosphate dehydrogenase (GAPDH), hydroxy-
methylbilane synthase (HMBS), hypoxanthine phosphori
bosyltransferase-1 (HPRT-1), ribosomal protein L-19
(RPL-19), succinate dehydrogenase complex subunit
A (SDHA) and TATA box binding protein-1 (TPB-1)
(Table 1). The stability of these reference genes was
investigated simultaneously in control and infected (1 to
24 h post-infection) NPTR cells, PAMs, and PCLS using
the geNorm application [31,35,36]. The threshold for
eliminating a gene was M =1 for tissue samples and
M=0.5 for cells as recommended [36]. The correl-
ation coefficients of the standard curves were > 0.995
and the concentration of the test samples was calcu-
lated from the standard curves, according to the for-
mula y=-M*Cgq+ B, where M is the slope of the
curve, Cq the first positive second derivative max-
imum of amplification curve calculated using PCR
Miner [37] and B the y-axis intercept. All qPCRs dis-
played efficiency between 90% and 110%. Expression
data were expressed as relative values after Genex
macro analysis (Bio-Rad, Hercules, CA, USA) [35].

Cryosections and immunofluorescence analysis

Infected and non-infected PCLS were mounted on small
pieces of filter paper with tissue-freezing medium (Jung,
Heidelberg, Germany), then frozen in liquid nitrogen
and kept at -80 °C prior to cutting. Ten pm-thick slices were
cut by a cryotome (Reichert-Jung, NufSloch, Germany).
The sections were dried overnight at room temperature
and then kept frozen at -20 °C until staining,

The sections were fixed with 3% paraformaldehyde for
20 min and permeabilized with 0.2% Triton X-100 for
5 min followed by three washing steps with PBS. All
antibodies were diluted in 1% bovine serum albumin
(Sigma-Aldrich) and incubated with the sections for 1 h
at room temperature (RT) in a humid incubation cham-
ber. After the final incubation step, the sections were
washed three times with PBS and once with distilled
water. The slices were embedded in Mowiol 4-88 resin
(Sigma-Aldrich), covered by no. 1% circular micro-cover
glass (12 mm) (Electron Microscopy Sciences, Hatfield,
PA, USA), and stored at 4 °C until examination under
the confocal microscope. For detection of infected cells,
a monoclonal antibody (IgG2a) against the influenza A
virus nucleoprotein (NP) (Clone AA5H, AbDSeroTec
MCA400, Disseldorf, Germany) was used at a 1:750
dilution followed by incubation with an anti-mouse IgG
(Sigma-Aldrich) secondary antibody. To visualize cilia,
samples were treated with a Cy3-labeled monoclonal anti-
body recognizing beta-tubulin (dilution 1/600) (Sigma-
Aldrich). Nuclei were stained by incubating sections for
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15 min at 37 °C in 4,6 '-diamidino-2-phenylindole (DAPI)
(Life Technologies Inc., Darmstadt, Germany).

Western blotting

NPTr cells (2-4 x 10° cells/well) were virus-infected at
an MOI of 1, then incubated for 5, 10, 30, 60 or
240 min. Cells were then disrupted using the lysis buffer
(10 mM Tris pH 7.4, 150 mM NaCl, 1 mM ethylene gly-
col tetraacetic acid, 1 mM ethylene diamine tetraacetic
acid-EDTA, 1% (v/v) Triton x-100, 0.5% NP-40), prote-
ase inhibitors (2 mM phenyl methyl sulfonyl fluoride-
PMSE, 10 pg/mL leupeptin, 10 pg/mL aprotinin) and
phosphatase inhibitors (100 mM sodium fluoride,
10 mM sodium pyrophosphate, 2 mM sodium orthova-
nadate) (Sigma-Aldrich) (Bio-Rad, Marnes-la-Coquette,
France). Lysates were incubated on ice for 30 min and
then centrifuged at 12 000 x g for 20 min at 4 °C. Equal
amounts of proteins were separated using sodium dode-
cyl sulfate polyacrylamide gel electrophoresis (SDS-
PAGE) and transferred onto a nitrocellulose membrane.
Membranes were then incubated for 1 h at RT with
Tris-buffered saline (TBS, 2 mM Tris-HCL, pH 8,
15 mM NaCl, pH 7.6), containing 5% non-fat dry milk
powder (NFDMP) and 0.1% Tween-20 (Bio-Rad) to satur-
ate non-specific sites. Then membranes were incubated
overnight at 4 °C with appropriate primary antibodies
(final dilution 1:1000, see Table 2) in TBS containing 0.1%
Tween-20 and 5% NFDMP. The membranes were washed
in TBS-0.1% Tween-20 and incubated for 2 h at RT with
a horseradish peroxidase-conjugated secondary antibody
(final dilution 1:10 000). After washing, proteins were
detected by enhanced chemiluminescence (Western
Lightning Plus-ECL, Perkin Elmer, Courtaboeeuf, France)
using a G:Box SynGene (Ozyme, Saint-Quentin-en-
Yvelines, France) with the GeneSnap software (Syngene
UK, Cambridge, UK, release 7.09.17). Detected signals

Table 2 Antibodies used for Western blotting
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were quantified with the GeneTools software (Syngene
UK, release 4.01.02). The results are expressed as the
signal intensity in arbitrary units after normalization as
indicated in the figure legends.

Antibodies and chemical inhibitors

Antibodies to phospho-Akt (Ser 473), phospho-ERK1/2
(Thr 202/Tyr 204), phospho-JAK2 (Tyr 1007/1008), and
phospho-p38 (Thr180/Tyr182) were purchased from
Ozyme. Monoclonal and polyclonal antibodies to Akt,
ERK2, p38, and JAK2 were obtained from Tebu Bio (Le
Perray-en-Yvelines, France) and Ozyme. All antibodies
were used at a 1:1000 dilution in assays. Stock solutions
of pharmacological inhibitors such as inhibitor U0126
(inhibiting MEK1/2 and ERK1/2), p38/SAPK2-specific
inhibitor SB 202190, and JAK Inhibitor I (420099) (Milli-
pore, Molsheim, France) were all prepared as 1000-x
concentrated stocks in dimethyl sulfoxide (DMSO), in
order to ensure that the final concentration of DMSO in
the culture medium did not exceed 0.1%. Starting one
hour before infection, NPTr cells were treated for the
whole procedure with each inhibitor at a concentration
of 10 uM to block the signaling. The blockage of the
cascades was verified at 30 min post-infection.

Statistical analysis

Expression of mRNA in cells and tissues was expressed
as relative values. All statistical analyses were done using
Prism 5 computer software (Prism 5 for Windows;
GraphPad Software, San Diego, CA, USA). One-Way
ANOVA was used to detect differences between groups.
To account for the non-normal distribution, all data
were sorted by rank prior to performing the ANOVA.
Tukey’s test was used to compare the means of the ranks
among the groups. P values less than 0.05 were consid-
ered significant.

Target Antibody Dilution
Rabbit polyclonal anti-phospho-Akt (Ser473)
Phospho-Akt 1/1000
#9271 (Ozyme)
Rabbit monoclonal anti-phospho-p44/42 MAPK (Erk1/2)
Phospho-ERK1/2 1/1000
(Thr202/Tyr204) (D13.14.4E) #4370 (Ozyme)
Rabbit polyclonal anti-phospho-JAK2 (Tyr1007/1008)
Phospho-JAK2 1/1000
#3771 (Ozyme)
Rabbit monoclonal anti-phospho-p38 MAPK (Thr180/Tyr182)
Phospho-p38 1/1000
(12 F8) #4631 (Ozyme)
Akt Rabbit monoclonal anti-Akt (11E7) #4685 (Ozyme) 1/1000
ERK2 Rabbit polyclonal anti-ERK2 (GTX27948) (tebu-bio) 1/1000
JAK2 Rabbit monoclonal anti-JAK2 (D2E12) #3230 (Ozyme) 1/1000
p38 Rabbit polyclonal anti-p38 MAPK (GTX50566) (tebu-bio) 1/1000

See also Additional files 1 and 2.
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Results

Reference gene selection

In order to characterize the immune response against
our strain of SIV in vivo and ex vivo using qPCR assays,
validation of the three most stable reference genes in
NPTr cells, PAMs, and PCLS was required (Figure 1).
Eight previously described reference genes [33,38,42]
were selected for assessment of their stability in our con-
ditions. The selection was based on the M value using
geNorm. The threshold was set at 0.5 for homogenous
samples (e.g. NPTr cells and PAMs) and 1 for heteroge-
neous samples (PCLS) [36]. The geNorm analysis showed
that HPRT-1, HMBS-2, and RPL-19 were the three most
stable genes in NPTr cells with an M value of 0.119, 0.119,
and 0.117, respectively (Figure 1). All of the reference
genes tested had M values below the threshold, except
ActB (0.501). In PAMs the situation was roughly similar
and again ActB was the only gene with an M value above
the elimination threshold (0.523); the three most stable
genes were SDHA, RPL-19, and TBP-1 (0.293, 0.232, and
0.232, respectively) (Figure 1). The selected genes for
PCLS were TBP-1, HPRT-1 and HMBS-2, having an M
value of 0.305, 0.211, and 0.211, respectively (Figure 1). In
the three systems, RPL19 was considered the most stable
reference gene. ActB was the most variable reference gene
with an M value equal or higher than the threshold.

Viral replication in newborn pig trachea cells and alveolar
macrophages

In order to verify the capacity of our SIV strain to infect
NPTr cells and PAMs, we assessed viral replication through
quantification of the viral M-segment RNA (M-vRNA) in
both cell types (Figures 2 and 3). M gene quantification was
below the experimental background in both control groups
(Figures 2 and 3). In infected NPTr cells, M-vRNA was de-
tected (P < 0.001) at 1 h post-infection (hpi) and reached its
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highest levels 8 and 24 hpi (P < 0.001) (Figure 2). Similar re-
sults were obtained in PAMs, with detection of M-vRNA as
early as 1 hpi (Figure 3); however its level remained slightly
lower than that observed in NPTr cells (Cq 28 at 1 h for
both cell types, and 24 and 18 at 8 h for PAMs and NPTr,
respectively). The highest levels of M-vRNA were also ob-
served 8-24 hpi in PAMs (Figure 3).

Innate immune response evaluation in epithelial cells and
alveolar macrophages

Respiratory epithelial cells and PAMs are the first cells
encountered by the influenza A virus during an infection
in the pig. To explore the innate cellular response, the
expression of various transcripts was assessed (Table 1
and Figures 2 and 3). The virus induced the expression
of RIG-I mRNA as early as 3 hpi reaching the highest
levels of expression at 24 h in NPTr cells (Figure 2). In
PAMs, a significant increase (P < 0.001) of RIG-I mRNA
was observed only after 24 h of infection (Figure 3). Re-
garding TLR3, TLR7, and TLR8 no statistically signifi-
cant differences were observed between control and
infected NPTr cells (data not shown). However in
PAMs, TLR3, TLR7, and TLR8 mRNA expressions were
significantly up-regulated by the viral infection (Figure 3).
Expression of IFNf mRNA was clearly increased from 3
hpi in NPTr cells (P< 0.05), and from 8 hpi in PAMs
(P<0.001) (Figures 2 and 3), and reached its highest
level at 24 hpi in both cell types (P < 0.001). No significant
differences in IFNa mRNA were observed between con-
trols and infected cells, whatever the cell type (Additional
file 1). For IEN type III such as IFNA1L, statistically signifi-
cant increases were observed after 8 and 24 h in NPTr
cells but not in PAMs (Figures 2 and 3) while no signifi-
cant differences were observed for IFNA3 (data not
shown). Regarding the interferon-stimulated genes (ISGs)
(Figures 2 and 3), virus-induced mRNA over-expressions

NPTr cells PAMs PCLS
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E s | E
€ 05 S 05 S
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@ T & 5 7 T 9 @ @a ¢ 5 I = e T @ £ I 2 T 9
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Figure 1 Selected candidate reference genes and their expression stability. The stability of the reference genes has been assessed in a mix
of non-infected and infected newborn pig trachea cells (NPTr), porcine alveolar macrophages (PAMs) and precision-cut lung slices (PCLS) at the
different time points. Gene expression stability of candidate reference genes was analyzed by the geNorm application. Threshold for eliminating a
gene was 2 1.0 for PCLS and 2 0.5 for NPTr cells and PAMs. The three most stable reference genes are depicted in green.
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Figure 2 Relative expression of M-viral RNA and of host transcripts in infected newborn pig trachea cells. The NPTr cells were infected
with the H3N2 SIV strain at different time points (1 h, 3 h, 8 h, and 24 h). Green dots stand for non-infected NPTr cells and red dots for infected
cells (individual values (dots) and median value (bar), n =6 wells per condition). Comparisons were made using one way ANOVA test and Tukey's
post-test. Differences were considered significant when P < 0.05 (*), P<0.01 (**) or P <0.001 (***).

J

(P<0.05 and 0.001) were observed for myxovirus resist-
ance 1 (Mx1), and Mx2 (data not shown), 2'-5" oligoade-
nylate synthetase 1 (OAS1), and protein kinase R (PKR)
from 3 hpi in NPTr cells and from 8 (Mx1) or 24 hpi
(Mx2 — data not shown) in PAMs (P < 0.001). The pattern
of expression for these genes was similar to that observed
for IENP transcripts. Among all analyzed SOCS tran-
scripts, only SOCS1 mRNA showed a statistically in-
creased expression after 24 h in both NPTr cells and
PAMs (P<0.001). IL-6 (Figure 2) and IL-8 (data not
shown) mRNAs were also up-regulated in response to the
infection in NPTr cells at 8 and 24 hpi but not in PAMs.
Regarding IL-1B and TNFa transcripts, we did not detect

any significant differences between conditions in NPTr
cells even though some trends of induction by the virus
were observed (data not shown), while TNFa mRNA ex-
pression was significantly increased (P < 0.001) in response
to the virus in PAMs after only 3 h of infection (Figure 3).

Viral infection of precision-cut lung slices

The innate response of PCLS infected with SIV was also
analyzed. A minimum of one slice/pig (n = 5) was gener-
ated at each time point. The viability of the PCLS was
verified prior to infection: the ciliary activity of the bron-
chial epithelium was maintained when analyzed at 24,
48, and 96 h after their preparation (data not shown).
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Figure 3 Relative expression of various viral and host transcripts in infected porcine alveolar macrophages (PAMs). The cells were
infected with the H3N2 SIV strain at different time points (1 h, 3 h, 8 h, and 24 h). Green dots stand for non-infected PAMs and red dots for infected
PAMs (each individual value (n =7) represents the data obtained with PAMs prepared from one pig, bar represents the median value). Comparisons
were made using one way ANOVA test and Tukey's post-test. Differences were considered significant when P < 0.05 (*), P < 0.01 (**) or P <0.001 (**%).
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Figure 4 Immunostaining of infected Precision-cut lung slices (PCLS). The slices were infected by the H3N2 SIV strain. Cryosections were
prepared after 3, 8, 24, and 48 h of infection and image data were collected using a laser-scanning confocal microscope. Infected cells were stained
with an anti-nucleoprotein polyclonal antibody (green) for the detection of SIV. Ciliated cells were stained using an anti-beta-tubulin monoclonal
antibody (red). Cell nuclei of prepared slides were stained by incubation with 4'6-diamidino-2-phenylindole (DAPI, blue). Scale bar = 20 um.

Additionally, bronchoconstriction could be triggered by
the use of 10™* M methacholine in the four days follow-
ing slice preparation (data not shown) and subsequently
reversed by removal of the drug. These observations
provided evidence that porcine PCLS remained viable
for up to 96 h under the incubation conditions described
in the material and methods section. To monitor viral
infection of the slices, cryosections of PCLS were stained
with an antibody-targeting SIV nucleoprotein. Only a
few infected cells were observed after 3 h of culture with
the virus (Figure 4), while the number was considerably
increased at 8 hpi. The general architecture of the tissue
was progressively altered by the viral infectious process,
and after 24 and 48 h a significant lysis of the epithelium
was observed (Figure 4). In parallel, viral replication was
assessed in the PCLS by qPCR assays targeting the viral
M gene segment (Figure 5). M-vRNA was detected only
in infected groups, reaching its maximum at 24 hpi
(average Cq: 22).

Host transcript expression in precision-cut lung slices

Lung slices offer a more realistic system than cell lines
to study the interaction between host and pathogen. To
better characterize the innate immune response toward
the SIV strain, PCLS were infected and the expression of

several host genes involved in the antiviral response was
assessed at different time points using qPCR assays
(Table 1 and Figure 5). An increase in RIG-I transcripts
was observed at 8 h, but it did not become significant
until 24 hpi (P <0.001). We did not detect any statisti-
cally significant increase in expression of TLR3, TLR7,
and TLR8 transcripts post-infection, however some
trends potentially indicating a viral induction were ob-
served (data not shown). In response to the virus, IFNp
and IFNA1 mRNA expression were significantly in-
creased (P <0.001) at 24 hpi (Figure 5) while no signifi-
cant increase was observed for IFNa and IFNA3
(Additional file 1 and data not shown). Along with the
increased expression of IFN types I and III transcripts,
mRNA expression of ISGs Mx1, Mx2, and PKR was also
significantly elevated relative to controls after 24 h of
infection (P <0.001) (Figure 5 and data not shown). The
mRNA expression of OAS1 was significantly increased
(P <0.05) after only 8 h of infection (Figure 5). Unlike
IL-1B, IL-8, and TNFaq, IL-6 transcription was significantly
up-regulated 8 h after infection (Figure 5). Overall, except
for IFNA1 and IL-6, similar patterns of transcript expres-
sion were observed in vitro in the epithelial cells and
alveolar macrophages and ex vivo in the PCLS. Regarding
the mRNA expression of SOCS (CISH, SOCS1, and
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Figure 5 Relative expression of M-vRNA and of host transcripts in infected precision-cut lung slices (PCLS). The slices were infected with
the H3N2 SIV strain at different time points (3 h, 8 h, and 24 h). Green dots stand for non-infected PCLS and red dots for infected PCLS (minimum
one slice/pig for each time point, total 5 pigs, n=5-12 and median value). Comparisons were made using one way ANOVA test and Tukey's post-test.
Differences were considered significant when P < 0.05 (¥), P< 001 (**) or P<0.001 (***).

SOCS3), only SOCS1 transcripts were significantly in-
creased at 24 hpi in PCLS (P < 0.01) (Figure 5). These find-
ings are similar to those observed with NPTr cells and
PAMs and suggest an involvement of SOCS1 in the im-
mune response against SIV.

Activation of MAP kinases and JAK/STAT pathways in
virus-infected epithelial cells

During influenza A infection, various signaling cascades
are triggered to counteract pathogen replication and
spreading. Many of these signaling pathways are con-
trolled to a certain extent by SOCS proteins [43]. We
examined the activation of several signaling pathways

involved in pro-inflammatory and antiviral gene expres-
sion in response to SIV infection in NPTr cells. MAPK
pathways, both ERK1/2 and p38, showed phosphoryla-
tions after 5 min of contact with the virus while
phosphorylation-mediated activation of JAK2 appeared
between 30 and 60 min post-infection (Figures 6A, B, and
C). In contrast, activation of the PI3K/Akt signaling path-
way was not observed at any time points (Figure 6D);
in general, a peak of phosphorylation was observed after
30 to 60 min of infection, followed by a decrease 4 hpi
(Figures 6A, B, and C). These results showed that our SIV
strain efficiently and rapidly activated MAPK (ERK1/2,
p38) and JAK/STAT pathways in NPTr cells.
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Specific inhibition of pathways activated in epithelial cells
To investigate whether the MAPK and JAK/STAT path-
ways are involved in the regulation of SOCS1 mRNA
expression in porcine epithelial cells, NPTr cells were
pre-treated with chemical inhibitors targeting these
pathways, and the expression of SOCS1 transcripts was
assessed at 24 hpi (Figures 7, 8 and 9). One h after the
pre-treatment, NPTr cells were infected with the H3N2
strain and phosphorylation was evaluated at 30 min
post-infection, corresponding to the peak of activation
(Figure 7). NPTr cells pre-treated with inhibitors of
ERK1/2 (U0126), p38 (SB 202190) and JAK/STAT (JAK
Inhibitor I) in the absence of a virus infection showed
basal levels of phosphorylation similar to those observed
in control groups. By contrast, pre-treated infected cells
displayed a complete abolition of phosphorylation in
ERK1/2, p38 and JAK/STAT pathways (Figure 7) lasting
more than 24 h (data not shown). In order to determine
whether these signaling pathways are involved in the
regulation of SOCS1 mRNA expression, the assessment

of SOCS1 mRNA expression after inhibitor treatments
was performed following the same timing (Figure 8) as
in the previous experiment (Figure 2). It was observed
that the blockade of ERK1/2 and p38 did not signifi-
cantly affect SOCS1 mRNA expression after 24 h of
infection (Figure 8). However, a statistically significant
decrease of SOCS1 mRNA expression was observed in
NPTr cells treated with JAK Inhibitor I demonstrating
an association between activation of JAK/STAT pathway
and SOCS1 mRNA expression in porcine respiratory
epithelial cells. To further assess the impact of JAK/
STAT pathway-inhibition on virus replication and in-
nate response, the relative expression of M-vRNA and
mRNAs for several host proteins was assessed (Figure 9).
Viral replication was not significantly modified by JAK
Inhibitor I except after 24 h of infection (P < 0.001)
(Figure 9). Similarly the transcript expression of RIG-I,
IENp, IENAL, PKR, and Mx1 was significantly decreased
(P <0.001) under JAK Inhibitor I treatment after 24 h of
infection (Figure 9). The inhibition of ERK1/2 and p38
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Figure 7 Western blots in infected NPTr cells in presence or absence of chemical inhibitor. Western blots for phospho-ERK1/2 (pERK1/2),
phospho-p38 (pp38) and phospho-JAK2 (pJAK2) in newborn porcine trachea (NPTr) cells infected with H3N2 SIV at 30 min in presence or in absence
of chemical inhibitors UO126 (ERK1/2), SB202190 (p38), and JAK inhibitor (JAK Inhibitor 1). The control group was cultured in presence of DMSO, data
are represented as means + SEM, (n = 3). Results are representative of three independent experiments. Different letters indicate significant differences
(one way ANOVA, P < 0.05) as compared to control (without inhibitor and virus).

had less impact on viral replication and interferon re-
sponse (Additional file 2). Viral replication was signifi-
cantly reduced (P < 0.001) at 8 (p38) and 24 hpi (ERK1/2)
and OAS] transcript expression was significantly reduced
(P<0.001) with both inhibitors 24 hpi. All together these
results demonstrated a link between the JAK/STAT path-
way and SOCS]1 in pigs.

Discussion

The innate immune response to swine influenza viruses
has been assessed in many previous studies [6,16].
However, to our knowledge most of these studies were
carried out in single-cell populations or directly in an
animal host. In this study we compared an epithelial
cell line (NPTr), alveolar macrophages (PAMs), and
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Figure 8 Relative expression of SOCS1 transcripts in infected NPTr cells in presence of chemical inhibitors. The relative expression of
SOCS1 transcripts was measured in newborn porcine trachea (NPTr) cells infected with H3N2 SIV in presence of chemical inhibitors UO126 (ERK1/2),

SB202190 (p38), and JAK Inhibitor | (JAK/STAT) at different time points (1 h, 3 h, 8 h, and 24 h). The control groups were cultured either in the presence
of 0.1% DMSO (C, green) or in the presence of inhibitor (I, blue). Infected cells were either untreated (V, red) or inhibitor-treated (I + V, orange).
Comparisons were made using one way ANOVA test and Tukey's post-test (n =5, mean + SEM). Differences were considered significant when

P <005 (*), P<0.01 (**) or P<0.001 (***).
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Figure 9 Relative expression of various viral and host transcripts in infected NPTr cells in presence of JAK Inhibitor I. The relative
expression of various viral and host transcripts was measured in newborn porcine trachea (NPTr) cells infected with H3N2 SIV in presence of JAK
Inhibitor | at different time points (1 h, 3 h, 8 h, and 24 h). The control groups were cultured either in the presence of 0.1% DMSO (C, green) or in
the presence of inhibitor (I, blue). Infected cells were either untreated (V, red) or inhibitor-treated (I +V, orange). Comparisons were made using
one way ANOVA test and Tukey's post-test (n =5, mean + SEM). Differences were considered significant when P < 0.05 (*), P < 0.01 (**) or P <0.001 (***).

precision cut lung slices (PCLS) for their innate im-
mune response to strain A/Swine/Bissendorf/IDT1864/
2003 (H3N2). Then, we assessed several signaling path-
ways and their relation to the innate immune response
observed in the NPT cells.

Viral replication was higher in NPTr cells than in
PCLS and PAMs. This is in agreement with the current
knowledge of influenza pathogenesis. Indeed, it is well
known that the main target of the virus is epithelial cells
[12,15] and NPTr is a cell line consisting of tracheal
epithelial cells [18]. This was also confirmed by the
immune-staining of the PCLS, where many ciliated epi-
thelial cells were observed in the associated bronchi. In
the three systems used in this study, a strong and pro-
gressive innate immune response was triggered by the
virus. The response in NPTr cells and PCLS was very
similar except for a trend toward TLR induction in the
latter. This could be explained by the presence of vari-
ous cell types such as macrophages and/or dendritic

cells in this tissue [6,14]. Moreover, observed discrepan-
cies between NPTr cells and PCLS may also be related
to the less controlled percentage of cells infected in the
PCLS (MOI cannot be determined) and to the potential
resistance of a significant proportion of the various cell
types to SIV infection. Our study further demonstrated
the value of using PCLS in the study of pig/SIV interac-
tions. RIG-I transcription was induced by the virus in
NPTr cells, PAMs, and PCLS while TLR3, TLR7 as well
as TLR8 transcription were significantly induced only in
PAMs. This result was a little bit surprising since it has
been observed recently that airway epithelial cells mostly
use surface and endosomal TLR3 to detect influenza
virus and to initiate IFN production [44]. Following rec-
ognition of the virus, interferon responses were trig-
gered. In NPTr cells and PCLS we observed mostly
IENP and IFNA1 transcript expression in response to the
virus while in PAMs, IEN type III was not significantly
induced. Regarding the expression of IFNa transcripts,
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no significant differences between infected and non-
infected cells/tissues were observed. This result is sur-
prising as IFNa transcripts were previously detected in
PAMs infected by another strain of SIV [45]. In that
study IFNa mRNA was detected earlier than IFNP
mRNA. The use of qPCR primers targeting [FNa 1-17
may have masked differences in the expression of tran-
scripts associated to a specific IFNa gene. It is known
that significant variations in the expression of the vari-
ous IFNa transcripts upon infection can be observed
[46]. Recently, it has been demonstrated that type III
IEN is the predominant IFN produced by the airway epi-
thelium [44]. Our data showed the increased production
of mRNAs encoding both type I and type III IFNs in epi-
thelial cells. The absence of type III IEN induction in
PAMs supports the idea of a predominant role of type
III IFN in a specific cell type such as epithelial cells as
suggested by loannidis et al. [44]. In response to IFN,
ISG (Mx1, Mx2, OAS1, PKR) transcripts were identified
in the three systems. This observation was particularly
clear with the NPTr cells probably because of their
nature (epithelial versus alveolar macrophages) and their
high purity in comparison to primary epithelial cells
located in the slices. These two features also probably
account for the quicker and higher response observed in
NPTr cells when compared to PAMs and PCLs. Because
of their role in the regulation of immune response
[47,48] and in influenza pathogenesis [49], we looked at
the expression of SOCS transcripts in response to SIV in
the three systems. Twenty-four hpi SOCS1 transcripts
were up-regulated in the three systems. This observation
confirmed our previous study postulating the inducible
nature of SOCS1 in porcine lungs [33]. Instead of
SOCS], a role for SOCS3 has been recently identified in
pigs [50]. The authors showed that the lower susceptibil-
ity of pigs to contemporary Eurasian highly pathogenic
avian influenza (HPAI) H5N1 virus infection is linked to
SOCS3 induction. Under their conditions, swine epithe-
lial cells were expressing SOCS3 proteins in response to
both human HINI1 virus and HPAI H5NI1 virus [50].
In another study, it was demonstrated that influenza A
virus induced NF-kB dependent SOCS3 gene expression
in human epithelial cells, suppressing type I IFN re-
sponse through the JAK/STAT pathway [51]. In our con-
ditions, SOCS3 was never significantly induced in
response to H3N2 SIV. It remains to be shown whether
these differences are due to different experimental
parameters (e.g. virus strain and timing of measure-
ments) or potential discrepancies between RNA levels
and protein expression.

In NPTr cells, the Akt signaling pathway was not sig-
nificantly induced, while we did observe the triggering of
MAPK (ERK1/2 and p38) and JAK/STAT pathways. The
absence of Akt activation was unexpected, since this
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signaling pathway was shown to be activated by influ-
enza A virus, probably favoring viral replication [32,52].
However, we assessed different pathway activations early
in the infection process, and the protocol used in our
study did not allow for the observation of Akt activation.
The activation of JAK/STAT pathway has been reported
in other species [13]. This pathway controls type I IFN
response. JAK/STAT signaling induced formation of a
trimeric transcription factor ISGF3, consisting of STAT1,
STAT?2, and interferon regulatory factor 9 (IRF-9), which
regulates the expression of several ISGs [13]. Four
MAPK cascades have been described including two iso-
forms of the ERK1/2, the Jun-terminal kinase (JNK),
p38, and ERK5 [52,53]. The signaling pathways convert
extra- and intracellular signals into cellular responses,
regulating cell activation, differentiation, immune re-
sponses, and proliferation [52,53]. In our study we
assessed the activation of ERK1/2 and p38, and activa-
tion of both cascades was observed. p38 predominantly
responds to stress conditions and pro-inflammatory cy-
tokines, whereas ERK1/2 senses mitogenic stimuli
[52,53]. MAPK signaling pathways and their role in the
regulation of innate response and viral replication have
not been well studied in porcine cells infected by influenza
virus. However, a recent study showed a robust activation
of ERK1/2 in influenza virus-infected swine macrophages
[54] and demonstrated that the induction of RIG-I and
MDA-5 depends on the activation of ERK1/2 and JNK
in these cells. Interestingly and similar to our findings,
these authors did not observe any IL-1f induction in re-
sponse to the tested influenza virus [54]. Unlike IL-1p
expression, TNFa was clearly induced early at 3 hpi.

We also investigated to what extent inhibitors of the
different pathways could impact SOCS1 transcription.
Only JAK/STAT pathway inhibition was accompanied by
a significant decrease in the expression of SOCS1 tran-
scripts. This observation confirms the strong association
of SOCS (particularly CISH, SOCS1, and SOCS3) with
the JAK/STAT pathway. Nevertheless, in our conditions
the association was only clear for SOCS1 and not for the
two other SOCS family members. To further assess the
impact of JAK/STAT pathway inhibition, we then looked
at the expression of transcripts accounting for viral rep-
lication, viral recognition and interferon response. The
treatment with JAK Inhibitor I was accompanied by a
significant decrease in viral replication (as assessed by
quantification of M-vRNA) and by a diminished expres-
sion of RIG-I, IFNp, IFNAL, PKR, and Mx1 transcripts
24 h post-infection. The decrease in viral replication
remains unexplained, although it could be linked to the
presence of more IFN in the culture supernatant con-
secutive to an inhibition of SOCS1. However, the lower
level of expression of IEN transcripts argues against this
hypothesis. In another set of experiments using another
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SIV strain (unpublished results) we used pJAK2(1001-
1013) inhibitor [55,56] and obtained similar results in
both epithelial cells and macrophages. The viral replica-
tion was significantly reduced, as were the transcriptions
of IEN and ISGs. Regarding the inhibition of MAPK path-
ways, we observed a decrease in viral replication as well as
a decrease in the interferon response. Similarly, a study by
Pinto et al. [57] demonstrated in human epithelial cells
that the inhibition of MEK in the Raf/MEK/ERK pathway
resulted in reduced virus titers and lower expression of
pro-inflammatory cytokines [57,58]. In another study on
HPAI H5N1 virus in mice [59] it was also shown that the
inhibition of p38 greatly reduced virus-induced cytokine
expression concomitant with reduced viral titers.

In conclusion, our study showed the advantage of
using various cellular and tissue systems in the study of
the innate immune response to influenza virus. The
kinetic approach enabled a comparative assessment of
the innate immune response in the main targets of the
virus and brought insights to viral triggering of major
signaling pathways in NPTR cells. Our data suggests a
link between SOCS1 and the JAK/STAT pathway in por-
cine respiratory epithelial cells. The inhibition of the JAK/
STAT pathway using JAK Inhibitor I clearly reduced the
response of IFN types I and III and the induction of
SOCS1 at the transcript level in NPTr cells. Similarly the
inhibition of MAPK pathway reduced viral replication and
interferon response. Further investigations are required to
understand precisely the role of SOCS in pigs. A better
understanding of the host innate immune response and its
underlying regulation mechanisms will help identify strat-
egies for effective control of SIV.
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Additional file 1: Relative expression of IFNa (1-17) transcripts in
infected NPTr cells, PAMs and PCLS. The cells and tissue were infected
with the H3N2 SIV strain at different time points (1 h, 3 h, 8 h, and 24 h).
Green dots stand for non-infected cells and tissue. Red dots stand for in-
fected cells and tissue (NPTR cells: individual values (dots) and median
value (bar), n=6 wells per condition; PAMs: minimum one slice/pig for
each time point, total 5 pigs, n=5-12 and median value; minimum one
slice/pig for each time point, total 5 pigs, n=5-12 and median value).
Comparisons were made using one way ANOVA test and Tukey's post-test.
Differences were considered significant when P < 0.05 (¥), P < 0.01 (**) or

P <0001 (**).

Additional file 2: Relative expression of various transcripts in
infected NPTr cells in presence of MAPK inhibitors. The relative
expression of various viral and host transcripts was measured in newborn
porcine trachea (NPTY) cells infected with H3N2 SIV in presence of ERK1/2
and p38 inhibitors at different time points (1 h, 3 h, 8 h, and 24 h). The
control groups were cultured either in the presence of 0.1% DMSO (C, green)
or in the presence of inhibitor (, blue). Infected cells were either untreated

(V, red) or inhibitor-treated (I +V, orange). Comparisons were made using one
way ANOVA test and Tukey's post-test (n =5, mean + SEM). Differences were
considered significant when P < 0.05 (*), P< 001 (**) or P<0.001 (***).

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

Page 16 of 18

Authors’ contributions

MDO carried out most of the experiments, participated in the analysis of the
data and drafted the manuscript. SM helped MDO to carry out the experiments.
DP participated actively to PCLS experiment. CR was involved in the Western
blot preparation and analysis. MO and DS helped for the preparation of the
virus, titration and cell culture. DM, GS, GH, MB, and JD participated in the
design of some experiments and helped to draft the manuscript. FM conceived
the study, actively participated in its design and coordination, analyzed the
data, drafted and revised the manuscript. All authors read and approved the
final manuscript.

Acknowledgements

This work was supported by grants from the Institut National de la Recherche
Agronomique (INRA), Conseil Régional du Centre (France) (Mario Delgado-
Ortega), and the Natural Science and Engineering Research Council of
Canada (NSERC, grant 435887-2013). Dr Georg Herrler was supported by a
grant from the German FluResearchNet, a nationwide research network on
zoonotic influenza sponsored by the Ministry of Education and Research. We
are thankful to UEPAO and UE PRC staff (INRA) for their invaluable help with
broncho-alveolar lavages. We are also very grateful to Dr Hugh Townsend for
his valuable advices to carry out the statistical analysis and to Dr Colette
Wheler for the careful revision of the manuscript. We thank Ralf Dirrwald
(IDT Biologika GmbH, Dessau-Rosslau, Germany) for the gift of influenza virus
strain A/Swine/ Bissendorf/IDT1864/2003 and Sabine Uhlenbruck for the
training in the preparation of the lung slices. The manuscript was published
with permission of the Director of VIDO as manuscript # 689.

Author details

'INRA, Infectiologie et Santé Publique, 37380 Nouzilly, France. “Université
Francois Rabelais, UMR1282 Infectiologie et Santé Publique, 37000 Tours,
France. *Veterinary Medicine Faculty, Mahanakorn University of technology,
Bangkok, Thailand. “INRA, Physiologie de la Reproduction et des
Comportements, 37380 Nouzilly, France. “Anses, Ploufragan/Plouzané
Laboratory, Swine Virology Immunology Unit, BP 53, 22440 Ploufragan,
France. 6European University of Brittany, 35000 Rennes, France. /Institut fir
Virologie, Tierarztliche Hochschule Hannover, Hanover, Germany. ®accine
and Infectious Disease Organization-InterVac, University of Saskatchewan, 120
Veterinary Road, S7N 5E3 Saskatoon, Saskatchewan, Canada.

Received: 2 December 2013 Accepted: 12 March 2014
Published: 9 April 2014

References

1. Fablet C, Marois C, Kuntz-Simon G, Rose N, Dorenlor V, Eono F, Eveno E,
Jolly JP, Le Devendec L, Tocqueville V, Quéguiner S, Gorin S, Kobisch M,
Madec F: Longitudinal study of respiratory infection patterns of breeding
sows in five farrow-to-finish herds. Vet Microbiol 2011, 147:329-339.

2. 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.

3. Opriessnig T, Gimenez-Lirola LG, Halbur PG: Polymicrobial respiratory
disease in pigs. Anim Health Res Rev 2011, 12:133-148.

4. Choi YK, Goyal SM, Joo HS: Retrospective analysis of etiologic agents
associated with respiratory diseases in pigs. Can Vet J 2003, 44:735-737.

5. Fablet C, Marois C, Dorenlor V, Eono F, Eveno E, Jolly JP, Le Devendec L,
Kobisch M, Madec F, Rose N: Bacterial pathogens associated with lung
lesions in slaughter pigs from 125 herds. Res Vet Sci 2012, 93:627-630.

6. Crisci E, Mussa T, Fraile L, Montoya M: Review: influenza virus in pigs. Mol
Immunol 2013, 55:200-211.

7. Brown IH: History and epidemiology of Swine influenza in Europe.

Curr Top Microbiol Immunol 2013, 370:133-146.

8. Kuntz-Simon G, Madec F: Genetic and antigenic evolution of swine
influenza viruses in Europe and evaluation of their zoonotic potential.
Zoonoses Public Health 2009, 56:310-325.

9. Kyriakis CS, Brown IH, Foni E, Kuntz-Simon G, Maldonado J, Madec F,

Essen SC, Chiapponi C, Van Reeth K: Virological surveillance and preliminary
antigenic characterization of influenza viruses in pigs in five European
countries from 2006 to 2008. Zoonoses Public Health 2011, 58:93-101.

10.  Kyriakis CS, Rose N, Foni E, Maldonado J, Loeffen WL, Madec F, Simon G,

Van Reeth K: Influenza A virus infection dynamics in swine farms in


http://www.biomedcentral.com/content/supplementary/1297-9716-45-42-S1.ppt
http://www.biomedcentral.com/content/supplementary/1297-9716-45-42-S2.ppt

Delgado-Ortega et al. Veterinary Research 2014, 45:42
http://www.veterinaryresearch.org/content/45/1/42

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Belgium, France, Italy and Spain, 2006-2008. Vet Microbiol 2013,
162:543-550.

Evans SE, Xu Y, Tuvim MJ, Dickey BF: Inducible innate resistance of lung
epithelium to infection. Annu Rev Physiol 2010, 72:413-435.

Vareille M, Kieninger E, Edwards MR, Regamey N: The airway epithelium:
soldier in the fight against respiratory viruses. Clin Microbiol Rev 2011,
24:210-229.

Ehrhardt C, Seyer R, Hrincius ER, Eierhoff T, Wolff T, Ludwig S: Interplay
between influenza A virus and the innate immune signaling. Microbes
Infect 2010, 12:81-87.

Mussa T, Ballester M, Silva-Campa E, Baratelli M, Busquets N, Lecours MP,
Dominguez J, Amadori M, Fraile L, Hernandez J, Montoya M: Swine, human
or avian influenza viruses differentially activates porcine dendritic cells
cytokine profile. Vet Immunol Immunopathol 2013, 154:25-35.
Taubenberger JK, Morens DM: The pathology of influenza virus infections.
Annu Rev Pathol 2008, 3:499-522.

Kreijtz JH, Fouchier RA, Rimmelzwaan GF: Immune responses to influenza
virus infection. Virus Res 2011, 162:19-30.

Pang IK Iwasaki A: Inflammasomes as mediators of immunity against
influenza virus. Trends Immunol 2011, 32:34-41.

Ferrari M, Scalvini A, Losio MN, Corradi A, Soncini M, Bignotti E, Milanesi E,
Ajmone-Marsan P, Barlati S, Bellotti D, Tonelli M: Establishment and
characterization of two new pig cell lines for use in virological diagnostic
laboratories. J Virol Methods 2003, 107:205-212.

Massin P, Kuntz-Simon G, Barbezange C, Deblanc C, Oger A, Marquet-Blouin
E, Bougeard S, van der Werf S, Jestin V: Temperature sensitivity on
growth and/or replication of HIN1, HIN2 and H3N2 influenza A viruses
isolated from pigs and birds in mammalian cells. Vet Microbiol 2010,
142:232-241.

Abd El Rahman S, Winter C, El-Kenawy A, Neumann U, Herrler G: Differential
sensitivity of well-differentiated avian respiratory epithelial cells to
infection by different strains of infectious bronchitis virus. J Virol 2010,
84:8949-8952.

Goris K, Uhlenbruck S, Schwegmann-Wessels C, Kohl W, Niedorf F, Stern M,
Hewicker-Trautwein M, Bals R, Taylor G, Braun A, Bicker G, Kietzmann M,
Herrler G: Differential sensitivity of differentiated epithelial cells to
respiratory viruses reveals different viral strategies of host infection.

J Virol 2009, 83:1962-1968.

Meng F, Punyadarsaniya D, Uhlenbruck S, Hennig-Pauka I, Schwegmann-Wessels
C, Ren X, Durrwald R, Herrler G: Replication characteristics of swine
influenza viruses in precision-cut lung slices reflect the virulence
properties of the viruses. Vet Res 2013, 44:110.

Punyadarsaniya D, Liang CH, Winter C, Petersen H, Rautenschlein S,
Hennig-Pauka I, Schwegmann-Wessels C, Wu CY, Wong CH, Herrler G:
Infection of differentiated porcine airway epithelial cells by influenza
virus: differential susceptibility to infection by porcine and avian viruses.
PLoS One 2011, 6:228429.

Londt BZ, Brookes SM, Nash BJ, Nunez A, Kelly MD, Garcon F, Graham SP,
Brown IH: Enhanced infectivity of HSN1 highly pathogenic avian
influenza (HPAI) virus in pig ex vivo respiratory tract organ cultures
following adaptation by in vitro passage. Virus Res 2013, 178:383-391.
Londt BZ, Brookes SM, Nash BJ, Nunez A, Stagg DA, Brown IH: The
infectivity of pandemic 2009 HIN1 and avian influenza viruses for pigs:
an assessment by ex vivo respiratory tract organ culture. Influenza Other
Respir Viruses 2013, 7:393-402.

Nunes SF, Murcia PR, Tiley LS, Brown IH, Tucker AW, Maskell DJ, Wood JL:
An ex vivo swine tracheal organ culture for the study of influenza
infection. Influenza Other Respir Viruses 2010, 4:7-15.

Van Poucke SG, Nicholls JM, Nauwynck HJ, Van Reeth K: Replication of
avian, human and swine influenza viruses in porcine respiratory explants
and association with sialic acid distribution. Virol J 2010, 7:38.

European Convention for the Protection of Vertebrate Animals used for
Experimental and Other Scientific Purposes. [http://conventions.coe.int/
Treaty/en/Treaties/Html/123.htm]

Protocol of amendment to the European Convention for the Protection
of Vertebrate Animals used for Experimental and other Scientific
Purposes. [http://conventions.coe.int/Treaty/en/Treaties/Html/170.htm]
White MR, Tecle T, Crouch EC, Hartshorn KL: Impact of neutrophils on
antiviral activity of human bronchoalveolar lavage fluid. Am J Physiol
Lung Cell Mol Physiol 2007, 293:L1293-11299.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51

52.

Page 17 of 18

Vietmeier J, Niedorf F, Baumer W, Martin C, Deegen E, Ohnesorge B,
Kietzmann M: Reactivity of equine airways-a study on precision-cut lung
slices. Vet Res Commun 2007, 31:611-619.

Shin YK, Liu Q, Tikoo SK, Babiuk LA, Zhou Y: Influenza A virus NS1 protein
activates the phosphatidylinositol 3-kinase (PI3K)/Akt pathway by direct
interaction with the p85 subunit of PI3K. J Gen Virol 2007, 88:13-18.
Delgado-Ortega M, Melo S, Meurens F: Expression of SOCS1-7 and CIS
mRNA in porcine tissues. Vet Immunol Immunopathol 2011, 144:493-498.
Meurens F, Berri M, Siggers RH, Willing BP, Salmon H, Van Kessel AG, Gerdts V:
Commensal bacteria and expression of two major intestinal chemokines,
TECK/CCL25 and MEC/CCL28, and their receptors. PLoS One 2007, 2:e677.
Vandesompele J, De Preter K, Pattyn F, Poppe B, Van Roy N, De Paepe A,
Speleman F: Accurate normalization of real-time quantitative RT-PCR data
by geometric averaging of multiple internal control genes. Genome Biol
2002, 3:RESEARCHO0034.

Hellemans J, Mortier G, De Paepe A, Speleman F, Vandesompele J: qBase
relative quantification framework and software for management and
automated analysis of real-time quantitative PCR data. Genome Biol 2007,
8:RR19.

Zhao S, Fernald RD: Comprehensive algorithm for quantitative real-time
polymerase chain reaction. J Comput Biol 2005, 12:1047-1064.

Nygard AB, Jorgensen CB, Cirera S, Fredholm M: Selection of reference
genes for gene expression studies in pig tissues using SYBR green qPCR.
BMC Mol Biol 2007, 8:67.

Sang Y, Rowland RR, Hesse RA, Blecha F: Differential expression and activity
of the porcine type | interferon family. Physiol Genomics 2010, 42:248-258.
Richt JA, Lager KM, Clouser DF, Spackman E, Suarez DL, Yoon KJ: Real-time
reverse transcription-polymerase chain reaction assays for the detection
and differentiation of North American swine influenza viruses. J Vet
Diagn Invest 2004, 16:367-373.

Meurens F, Berri M, Auray G, Melo S, Levast B, Virlogeux-Payant |, Chevaleyre
C, Gerdts V, Salmon H: Early immune response following Salmonella
enterica subspecies enterica serovar Typhimurium infection in porcine
jejunal gut loops. Vet Res 2009, 40:5.

Erkens T, Van Poucke M, Vandesompele J, Goossens K, Van Zeveren A,
Peelman LJ: Development of a new set of reference genes for normalization
of real-time RT-PCR data of porcine backfat and longissimus dorsi muscle,
and evaluation with PPARGC1A. BMC Biotechnol 2006, 6:41.

Knosp CA, Johnston JA: Regulation of CD4+ T-cell polarization by
suppressor of cytokine signalling proteins. Immunology 2012, 135:101-111.
loannidis |, Ye F, McNally B, Willette M, Flano E: Toll-like receptor
expression and induction of type | and type Il interferons in primary
airway epithelial cells. J Virol 2013, 87:3261-3270.

Genini S, Delputte PL, Malinverni R, Cecere M, Stella A, Nauwynck HJ, Giuffra
E: Genome-wide transcriptional response of primary alveolar
macrophages following infection with porcine reproductive and
respiratory syndrome virus. J Gen Virol 2008, 89:2550-2564.

Razzuoli E, Villa R, Sossi E, Amadori M: Reverse transcription real-time PCR
for detection of porcine interferon alpha and beta genes. Scand J Immunol
2011, 74:412-418.

Delgado-Ortega M, Marc D, Dupont J, Trapp S, Berri M, Meurens F: SOCS
proteins in infectious diseases of mammals. Vet Immunol Immunopathol
2013, 151:1-19.

Yoshimura A, Naka T, Kubo M: SOCS proteins, cytokine signalling and
immune regulation. Nat Rev Immunol 2007, 7:454-465.

Pothlichet J, Chignard M, Si-Tahar M: Cutting edge: innate immune
response triggered by influenza A virus is negatively regulated by SOCS1
and SOCS3 through a RIG-I/IFNAR1-dependent pathway. J Immunol 2008,
180:2034-2038.

Nelli RK, Dunham SP, Kuchipudi SV, White GA, Baquero-Perez B, Chang P,
Ghaemmaghami A, Brookes SM, Brown IH, Chang KC: Mammalian innate
resistance to highly pathogenic avian influenza H5N1 virus infection is
mediated through reduced proinflammation and infectious virus release.
J Virol 2012, 86:9201-9210.

Pauli EK, Schmolke M, Wolff T, Viemann D, Roth J, Bode JG, Ludwig S:
Influenza A virus inhibits type | IFN signaling via NF-kappaB-dependent
induction of SOCS-3 expression. PLoS Pathog 2008, 4:21000196.

Ehrhardt C, Marjuki H, Wolff T, Nurnberg B, Planz O, Pleschka S, Ludwig S:
Bivalent role of the phosphatidylinositol-3-kinase (PI3K) during influenza
virus infection and host cell defence. Cell Microbiol 2006, 8:1336-1348.


http://conventions.coe.int/Treaty/en/Treaties/Html/123.htm
http://conventions.coe.int/Treaty/en/Treaties/Html/123.htm
http://conventions.coe.int/Treaty/en/Treaties/Html/170.htm

Delgado-Ortega et al. Veterinary Research 2014, 45:42 Page 18 of 18
http://www.veterinaryresearch.org/content/45/1/42

53. Ludwig S, Pleschka S, Planz O, Wolff T: Ringing the alarm bells: signalling
and apoptosis in influenza virus infected cells. Cell Microbiol 2006,
8:375-386.

54. Gao W, Sun W, Qu B, Cardona CJ, Powell K, Wegner M, Shi Y, Xing Z:
Distinct regulation of host responses by ERK and JNK MAP kinases in
swine macrophages infected with pandemic (H1N1) 2009 influenza
virus. PLoS One 2012, 7:¢30328.

55.  Flowers LO, Johnson HM, Mujtaba MG, Ellis MR, Haider SM, Subramaniam
PS: Characterization of a peptide inhibitor of Janus kinase 2 that mimics
suppressor of cytokine signaling 1 function. J Immunol 2004,
172:7510-7518.

56.  Waiboci LW, Ahmed CM, Muijtaba MG, Flowers LO, Martin JP, Haider M,
Johnson HM: Both the suppressor of cytokine signaling 1 (SOCS-1) kinase
inhibitory region and SOCS-1 mimetic bind to JAK2 autophosphorylation
site: implications for the development of a SOCS-1 antagonist. J Immunol
2007, 178:5058-5068.

57. Pinto R, Herold S, Cakarova L, Hoegner K, Lohmeyer J, Planz O, Pleschka S:
Inhibition of influenza virus-induced NF-kappaB and Raf/MEK/ERK
activation can reduce both virus titers and cytokine expression
simultaneously in vitro and in vivo. Antiviral Res 2011, 92:45-56.

58.  Planz O: Development of cellular signaling pathway inhibitors as new
antivirals against influenza. Antiviral Res 2013, 98:457-468.

59. Borgeling Y, Schmolke M, Viemann D, Nordhoff C, Roth J, Ludwig S:
Inhibition of p38 mitogen-activated protein kinase impairs influenza
virus-induced primary and secondary host gene responses and protects
mice from lethal H5N1 infection. J Biol Chem 2013, 289:13-27.

doi:10.1186/1297-9716-45-42

Cite this article as: Delgado-Ortega et al.: Innate immune response to a
H3N2 subtype swine influenza virus in newborn porcine trachea cells,
alveolar macrophages, and precision-cut lung slices. Veterinary Research
2014 45:42.

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

www.biomedcentral.com/submit

Submit your manuscript at ( BioMled Central




	Abstract
	Introduction
	Materials and methods
	Ethics statement
	Epithelial cell line culture
	Porcine alveolar macrophages
	Precision-cut lung slices
	Virus strain and propagation
	Virus infection
	Real-time PCR assays and validation of reference genes
	Cryosections and immunofluorescence analysis
	Western blotting
	Antibodies and chemical inhibitors
	Statistical analysis

	Results
	Reference gene selection
	Viral replication in newborn pig trachea cells and alveolar macrophages
	Innate immune response evaluation in epithelial cells and alveolar macrophages
	Viral infection of precision-cut lung slices
	Host transcript expression in precision-cut lung slices
	Activation of MAP kinases and JAK/STAT pathways in virus-infected epithelial cells
	Specific inhibition of pathways activated in epithelial cells

	Discussion
	Additional files
	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


