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A B S T R A C T

Most of us have experienced deterioration of mood while ill. In humans, immune activation is associated with
lethargy and social withdrawal, irritability and aggression; changes in social motivation could, in theory, lead to
less functional interactions. This might also be the case for animals housed in close confinement. Tail biting in
pigs is an example of damaging social behavior, and sickness is thought to be a risk factor for tail biting out-
breaks. One possible mechanism whereby sickness may influence behavior is through cytokines. To identify
possible mediators between immune activation and behavioral change, we injected 16 gilts with lipopoly-
saccharide (LPS; O111:B4; 1.5 μg kg−1 IV through a permanent catheter). In LPS-treated pigs, a significant in-
crease in cortisol, TNF-α, IL-1 receptor antagonist, IL-6, and IL-8 was observed alongside decreased activity
within the first 6 h after the injection. CRP was elevated at 12 and 24 h after injection, and food intake was
reduced for the first 24 h after injection. Three days post-injection, LPS pigs had lower levels of noradrenaline in
their hypothalamus, hippocampus and frontal cortex compared to saline-injected pigs. Pigs injected with LPS
also had higher levels of the pro-inflammatory cytokine IFN-γ in their frontal cortex compared to saline-injected
pigs. Thus, a low dose of LPS can induce changes in brain cytokine levels and neurotransmitter levels that persist
after inflammatory and stress markers in the periphery have returned to baseline levels.

1. Introduction

Several studies suggest associations between health and tail biting
behavior in pigs [1–6]. A possible mechanism by which health could
influence behavior is through the effect of cytokines on hormone levels
and neurotransmitter systems. Cytokines are small proteins produced
by immune cells. Their effects can be both pro- and anti-inflammatory,
and they are part of the mechanisms that help the organism cope with
infectious and non-infectious challenges. Knowledge about the effects
of cytokines on behavior primarily comes from two areas: descriptions
of the behavioral consequences of naturally occurring illness—so-called
‘sickness behavior’ in mammals [7, 8]—and observations of the side

effects experienced by human patients subject to immune therapy, e.g.
for hepatitis or metastatic cancer [9, 10]. Sickness behavior is mainly
elicited by the pro-inflammatory cytokines interleukin 1β (IL-1β), tu-
mour necrosis factor α (TNF-α) and interleukin 6 (IL-6) and manifests
as anorexia, lethargy and decreased social motivation [7]. However,
lethargy and social withdrawal are not the only behavioral changes
brought about by cytokine increase. Depression, irritability and short
temper, anger/hostility, extreme emotional lability, tearfulness and
cognitive impairment have been reported in clinical studies on the ef-
fects of treatment with pro-inflammatory cytokines such as IL-2 and
interferon alpha [9–12]. There also are indications that inflammatory
proteins may play a role in aggression, as elevated levels of IL-6 and C-
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reactive protein (CRP) have been found in psychiatric patients with a
diagnosis of intermittent explosive disorder [13]. However, in many of
these reports, which came first—the cytokine response or the beha-
vior—cannot be ascertained.

If cytokines do play a role in the aetiology of tail biting, it must be
by increasing the likelihood that a pig will become either a victim or a
biter. Our hypothesis is that if a pig is ill to such an extent that it shows
social withdrawal, lethargy or signs of depression, it could be singled
out as a victim since it would differ from the rest of the group. Sick
animals may be preferred as competitors, as victory is more certain if
one competes with a sick conspecific than with a healthy one [14]. On
the other hand, irritability, emotional lability and short temper in a pig
housed in close confinement could lead to biting behavior.

Findings in rodents and humans indicate that two possible me-
chanisms by which cytokines may exert their effects on behavior are by
altering monoaminergic signalling [15, 16] or by stimulating gluta-
matergic signalling [17]. Interestingly, monoaminergic signalling seems
to differ between biters, victims and neutral pigs. Both biters and vic-
tims have been found to have increased serotonin turnover compared to
neutral pigs [18]. Ursinus et al. [19] showed a lower level of serotonin
storage in blood platelets in biters and victims, which could indicate an
increased use of tryptophan for the formation of central serotonin.
Dopamine turnover was increased in the victims [18].

The study of causal relationships between health and behavior in
pigs held under commercial conditions is difficult because of a lack of
both control and standardisation. Experimental models of immune sti-
mulation are easier to work with, as the strength, type and timing of
immune stimulation can be controlled. Bringing animals into an ex-
perimental facility also provides the opportunity to perform detailed
observations that may be difficult to perform in the field. The results
from model experiments can therefore be more easily used to identify
possible mechanisms underlying the phenomenon of interest, and to
guide later field studies. The injection of lipopolysaccharide (LPS), a
component of the cell wall of gram-negative bacteria, is one relatively
well-characterised model treatment that leads to immune activation.
LPS binds CD14 and Toll-like receptor 4 and leads to the activation of
transcription factors such as NF-κB. The activation of these transcrip-
tion factors increases the production of pro-inflammatory cytokines,
stimulates the production of acute phase proteins in the liver, and ac-
tivates the HPA-axis [20–26]. Pigs injected with LPS at moderate doses
show decreased activity, exploration and eating behavior [27], and an

increased latency to approach a human in the home pen [28]. With
higher doses, lethargy may be more pronounced and longer-lasting
[29]. However, pigs are rarely studied for longer than 12 h, precluding
the possibility of detecting long-lasting effects on behavior and phy-
siology. Most experiments on pigs focus on LPS-induced changes in
TNF-α, IL-6 and sometimes IL-1β [30–33]. However, other cytokines
may also be influenced by LPS injection and could contribute to
changes in physiology and behavior. To identify candidate mechanisms
linking immune activation with behavior, detailed information about
the time-course of changes in the levels of more than the three ‘clas-
sical’ pro-inflammatory cytokines (TNF-α, IL-6 and IL-1β), as well as
CRP, cortisol, monoaminergic neurotransmitters and behavior is ne-
cessary.

We therefore injected pigs with a low dose of LPS and measured
changes in time budgets and food intake over three days post-injection.
We measured the time-course of changes in 13 different cytokines, and
characterised effects on leukocytes, cortisol, CRP and skin temperature.
At euthanasia, 72 h post-injection, brain samples were collected for
monoamine and cytokine analysis.

2. Materials and methods

2.1. Experimental design and ethical permit

This experiment was approved by the national animal research
authority (FOTS id 7002). An overview of the experimental design is
provided in Fig. 1. Pigs were kept in the experimental unit for four
weeks before the surgical fitting of a permanent central venous catheter
into one jugular vein. During this time, they were habituated to the
environment and handlers. LPS was injected five to six days after sur-
gery. Relative to the time of injection, blood samples and temperature
measurements were taken 30min before LPS injection (referred to as 0,
or baseline) and at 1, 2, 3, 4, 6, 8, 12, 24 and 72 h post-injection. Video-
recordings of behavior in the home pen ran continuously throughout
the study. Food was weighed in the morning every 24 h. Hay was
provided in the afternoon of every day. At euthanasia, brains were re-
moved and samples dissected and snap-frozen in isopentane on dry ice
within 10min. The hippocampus, frontal cortex and hypothalamus
were analysed for monoamines (dopamine, serotonin and noradrena-
line and their metabolites) and 13 different cytokines.

Fig. 1. An overview of the experimental design. The timing of samples, tests and other registrations are shown on the timeline from three days before LPS injection to
three days after LPS injection.
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2.2. Animals and husbandry

Sixteen female pigs (Landrace Yorkshire x Duroc Duroc) were used
for this study. As gender may influence the immune response [34], we
decided against including both gilts and barrows as it would have ne-
cessitated a larger sample size. Female pigs were chosen as they are not
castrated. Castration is a surgical procedure and thus has the potential
to induce an immune response, potentially influencing the response to
later LPS treatment [35].

Eight pigs were allocated to the LPS treatment (LPS), and eight pigs
were allocated to the control treatment (saline injection: SAL). All pigs
were transported from their farm to the experimental facility on the day
of weaning, i.e. at approximately five weeks of age. According to the
farmers, the pigs had no previous history of illness and had not been
treated with antibiotics before arrival at the experimental unit. The pigs
for the two replicates came from two different commercial farms within
one hour's driving distance from the experimental facility. The eight
pigs per replicate consisted of four sibling pairs. In each sibling pair,
one pig was allocated to the LPS group and the other to the control
(SAL) group. The allocation was done in a balanced way within the
room so that there was an equal number of LPS and control pigs close to
and farther away from the entrance. Each sister pair could see and hear
one another through the pen division, and they could also have limited
tactile contact through the fence dividing the pens. The pigs were fed ad
libitum with a piglet diet (‘Ideal Junior’, Norgesfôr, Oslo, Norway), and
had free access to drinking water. The pens (115 cm×163 cm) had
solid concrete flooring with a rubber mat covering part of the area, and
wood shavings and hay were added after the pens were cleaned every
day. The lights were on from 8:00 am to 4:00 pm every day, and the
room was also partly lit by daylight from windows. In addition, lights
were turned on after 4:00 pm, during sampling. The temperature varied
from 18 to 22 °C. The catheters (see below for a description of the
surgical protocol) were flushed with heparinized saline after sampling,
and in addition four times per day: 09:00, 12:00, 15:30 and 21:00.

2.3. Surgical procedure and anaesthetic protocol

A complete overview of all substances and doses is provided in
Table 1. All pigs were premedicated in their home pen with a mixture
containing ketamine, midazolam, and medetomidine injected in-
tramuscularly with a standard hypodermic needle attached to a syringe
with extension tubing. Next, a catheter was placed in the auricular vein.
Propofol was administered to effect in order to allow orotracheal in-
tubation, and anaesthesia was maintained with isoflurane mixed with
100% oxygen. All pigs were mechanically ventilated to maintain nor-
mocapnia. Ampicillin was administered to prevent infection of the

surgical wound. Buprenorphine and flunixin were administered in-
travenously to provide postoperative analgesia, and Ringer-acetate was
administered at 5ml/kg/h throughout the procedure. A heating mat-
tress was used to prevent hypothermia. Pigs were monitored by a
trained veterinary anaesthetist (AL and JR) until they had fully re-
covered.

An experienced surgeon was responsible for central venous cathe-
terisation in all 16 pigs. After aseptic preparation of the incision site,
the pig was placed in dorsal recumbency. An incision was made ven-
trally in the midline of the neck, from the rostral end of the sternum and
cranially towards an imaginary line running between the angles of the
mandible. A combination of sharp and blunt dissection was used to
reach the internal jugular vein. The vein was ligated by placing a su-
ture. Caudal to that suture, a rubber tube was used to stabilise the vein
for cannulation. Before cannulation, a custom-made steel cannula was
used to make a subcutaneous tunnel from the incision side up to the
dorsal aspect of the neck, where the sharp end was used to perforate the
skin. The catheter (Ernæringssonde 31,010,181, length 1000mm,
2.7 mm outer diameter, OneMed, Oslo, Norway), was pulled through
the steel cannula, and the cannula was removed so that the catheter
remained in the tunnel. With the catheter ready to be inserted into the
vein, the vein was elevated by pulling on the suture and the rubber
tube. A pair of scissors was used to make a small incision in the vein,
with one blade inserted into the incision to keep the gap open as the
catheter was inserted. The catheter was eased approximately 5 cm into
the vein in the caudal direction and secured by a suture encompassing
the vein and catheter. The incision was closed with two subcutaneous
sutures and one skin suture. Bandages and a custom-made backpack
protected the catheter and ensured easy access.

For the first two days following the surgery, the pigs received flu-
nixin for pain management and ampicillin to prevent infection (see
Table 2 for a complete overview of all substances used in this experi-
ment).

2.4. LPS injection

The study was run in two blocks of eight pigs each. Within each
block, pigs were injected with LPS five or six days after surgery. Two
sister pairs were injected on the same day, including two saline- and
two LPS-treated pigs. The remaining two sister pairs within each block
were injected on the following day. The reason for injecting only half of
the pigs on each day was to allow sampling within a short period, thus
minimising disturbance to the animals. All pigs were injected between
09:20 and 10:10 in the morning. The average weight on the day before
injection was 25.9 ± 3.5 kg.

Before the injection day, the lyophilised LPS (from Escherichia coli

Table 1
Overview of substances used, with dose and route of administration indicated.

Active substance Generic name and concentration of active substance Dose per kg bw and route of
administration

Procedure

Ketamine Ketalar (100mgml−1) 6mg kg−1 IM Premedication
Tiletamin Zoletil forte vet 2.845mg kg−1 IV Anaesthesia prior to euthanasia
Zolazepam 2.845mg kg−1 IV Anaesthesia prior to euthanasia
Midazolam Midazolam (5mgml−1) 1mg kg−1 IM Premedication
Medetomidine Domitor vet (1 mgml−1) 0.04mg kg−1 IM Premedication

0.057mg kg−1 IV Anaesthesia prior to euthanasia
Buprenorphine Vetergesic vet (0.3mgml−1) 0.02mg kg−1 IM Premedication
Butorphanol Butomidor (10mgml−1) 0.181mg kg−1 IV Anaesthesia prior to euthanasia
Ampicilline Pentrexyl (powder dissolved in 0.9% NaCl) 40mg kg−1 IV Administered just before surgery as prophylaxis;

continued the first two days post-surgery
Propofol Propovet (10mgml−1) to effect As needed for endotracheal intubation
Isoflurane to effect Gas-anaesthesia during surgery
Ringer-acetate 5ml kg−1 h−1 Fluid administration during surgery
Flunixin meglumine Finadyne vet (50mgml−1) 2.2mg kg−1 IV Post-operative pain management (how many days)
LPS Serotype 0111:B4 of Escherichia coli (Sigma) dissolved in

0.9% sterile saline to a concentration of 20 μgml−1
1.5 μg kg−1 IV Activation of the immune system
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0111:B4 (Sigma-Aldrich, Darmstadt, Germany)) was dissolved in sterile
0.9% saline to a concentration of 2mgml−1 and frozen in glass vials.
On the injection day, a vial was thawed, and the LPS solution was
further diluted in sterile 0.9% saline to a final concentration of
20 μgml−1. Each pig was weighed before injection. The LPS solution
was injected into the catheter using a Hamilton glass syringe. The LPS
dosage was 1.5 μl kg−1. Immediately after injection, the catheter was
flushed with 10ml of sterile saline to ensure that all of the LPS reached
the circulation.

2.5. Recording and scoring of home pen behavior

Twenty-four-hour video recordings were performed to test how the
LPS injection would influence the home pen behavior of the pigs. An
infrared camera was positioned above the centre of the pen and record-
ings were made using the Media Recorder system from Noldus
(Wageningen, the Netherlands). Daytime behavior was scored by scan-
sampling with 10-min intervals for 2 5-h segments of time per day ac-
cording to the ethogram in Table 2. If a person was in the room at the
time of a scan, the video was rewound 2min; if the person was already in
the pen at that time, the scan was excluded from analysis. Two hours were
omitted between the segments due to husbandry and sampling. The first
scan was sampled 10min after the injection of LPS. The time was equal
within sister pairs and kept the same for all days of observation.

Synchronisation of activity within sister pairs was defined as a scan
where both sisters were either active (i.e. behavior category ACTIVE in
Table 3) or inactive (i.e. behavior category SLEEP or ALE-INA in
Table 3). Synchronisation was assessed for each scan throughout the
observation of time budgets.

Behavior was scored over four days altogether, including one day
before LPS injection, the day of injection, and two days post-injection.

2.6. Blood sampling

Blood was sampled by syringe through the catheter with minimal
stress to the pigs (Fig. 1). After sampling, the catheter was always flu-
shed with 5- to 10-ml of sterile 0.9% saline. The blood was transferred
to EDTA tubes for cytokine analysis and flow cytometry, and to ad-
ditive-free tubes for CRP analysis. The EDTA tubes for cytokine analysis
were centrifuged for 10min at 1000×g and plasma was transported on
ice to a −80 °C freezer. The blood for CRP analysis and flow cytometry
was brought directly to the lab for analysis upon sampling. Sample
volume was kept to a minimum: 1–2ml for cytokine analysis, 1 ml for
haematology, 3ml for flow cytometry and 1ml for CRP measurement.

2.7. Sampling of brain tissue

On the day of euthanasia, the pigs were injected intravenously

Table 2
Ethogram for scoring of time budgets.

Behavior category Behavior Definition

Alert but inactive (ALE-INA) Lying alert Lying down with head up
Sitting alert Dog-sitting with head up
Standing alert Standing with head up

Performing active behavior (ACTIVE) Moving Walking, running or jumping with head up
Exploration Snout touching bedding, enrichment material or pen fixtures except for the inside of the feeder or drinker
Social behavior Attempt to touch another pig with the snout through the fence, with both pigs touching the fence
Feeding Snout in feeder
Drinking Snout in waterer
Elimination Defecating or standing in crouched position
Comfort behavior Rubbing body against pen fixtures or rolling on the ground

Lying inactive (SLEEP) Lying inactive Head resting against the ground and not moving, body (parts) may make sharp, sudden, short-lasting movements

Table 3
Results from the mixed model analysis (or non-parametric between-group comparisons) for all 12 cytokines. The result for the treatment by time interaction is shown,
as are the post hoc between-group comparisons. The Bonferroni-corrected critical p-value is 0.004. Details concerning transformations and alternatives to the mixed
model are shown in the rightmost column. All analyses were run on fluorescence intensity data, as detailed in materials and methods section.

Cytokine Time by treatment interaction Post hoc testing for between-group comparisons (12 comparisons, critical
p-value= .004)

Statistical method or transformation

IFN-γ NS
IL-1α Significant, but no relevant post hoc results

for between-group comparisons
IL-1β Significant, but no relevant post hoc results

for between-group comparisons
IL-1ra F10, 110= 62.26; p < .0001 Significantly higher levels in the LPS group at 2, 3, 4, 6, 8, 12 and 24 h

(p < .0001 for all comparisons); Tendency to a difference at 1 (p= .0048) and
48 (p= .0067) h

Mixed model, Box-cox
transformation

IL-2 NS
IL-4 NS
IL-6 Significant, but could not be transformed to

give satisfying homogeneity of variance
Significantly higher levels in the LPS group at 1, 2 and 3 h (p=.0034 for all) Wilcoxon test comparing LPS and

SAL at each time point
IL-8 F10, 110= 27.44; p < .0001 Significantly higher levels in the LPS group at 2 and 3 after injection

(p < .0001 for both)
Mixed model, Box-cox
transformation

IL-10 Significant, but could not be transformed to
give satisfying homogeneity of variance

No differences Wilcoxon test comparing LPS and
SAL at each time point

IL-12 Significant, but no relevant post hoc results
for between-group comparisons

IL-18 Significant, but could not be transformed to
give satisfying homogeneity of variance

No differences Wilcoxon test comparing LPS and
SAL at each time point

TNF-α F10, 110= 50.89; p < .0001 Significantly higher levels in the LPS group at 1, 2 (p < .0001) and 3
(p < .0007) h after injection

Mixed model, Box-cox
transformation
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through their catheters with a mixture of tiletamine (2.845mgkg−1),
zolazepam (2.845mgkg−1), butorphanol (0.181mgkg−1) and medeto-
midine (0.057mgkg−1). This injection was administered in the home
pen, and the pigs lost consciousness within seconds after the injection.
After transport to the dissection room, they were euthanised by an in-
jection of pentobarbital into the catheter. The skull was opened using a
bone saw and chisel, and the brain was removed. Samples from the fol-
lowing parts were immediately dissected and frozen in isopentane on dry
ice: the hippocampus (left and right), the hypothalamus (left and right)
and the frontal cortex (left and right). Following freezing, the samples
were stored at −80 °C until analysis. The frontal cortex was sampled by
placing a transverse section approximately 2 cm caudal to the apex of the
frontal lobe. The hippocampus was obtained by blunt dissection after
having cut through the corpus callosum to separate the left and the right
hemisphere down to the level of the thalamus. The hypothalamus was
collected by using the optic chiasm and the corpus mammilare (included
in the sample) as reference points. Underlying tissue was included by
placing two section lines at 45° to the imaginary line between the optic
chiasm and the corpus mammilare so that in essence, the tissue block
resembled a triangle. The frontal cortex was sampled due to the im-
portance of this area for the control of behavior, the regulation of mood,
and the perception of external stimuli [36–40]. The hippocampus was
included based on its role in cognition and memory [41–43] and the
hypothalamus was collected due to its importance in the regulation of the
stress response, appetite and fever [44–46].

2.8. Multiplex cytokine analysis in blood and brain tissue

Cytokines were measured in plasma and brain tissue by a multiplex
assay including the cytokines GM-CSF, IFN-γ, IL-1α, IL-1ra, IL-1β, IL-2, IL-
4, IL-6, IL-8, IL-10, IL-12, IL-18 and TNF-α (PCYTMAG 23K, (Merck,
Darmstadt, Germany)). The detection limits can be found in the supple-
mentary materials (Table S1). The treatment of brain tissue before ana-
lysis is described below. Plasma samples or brain homogenate were
thawed and centrifuged at 4 °C at 1000×g for 10min, and the super-
natant was transferred to new Eppendorf tubes. A mixture of antibody-
coupled microspheres was incubated with standards, samples, quality
controls or blanks (wells receiving buffer only) in a total of 75 μl.
Incubation on a plate shaker at 2–6 °C overnight was followed by a wash
step and 2 h of incubation with biotinylated detection antibodies at room
temperature. The microspheres were then washed again and incubated
with 0.1 μg PE-labeled streptavidin for 30min. Following an additional
wash and resuspension in sheath fluid, the microspheres were analysed on
the Luminex100 (Bio-Rad, Hercules, CA) using the BioPlex Manager 6.0
software (Bio-Rad, Hercules, CA). All assays were incubated in darkness.

Tissue blocks were cut from the frontal cortex, hippocampus and
hypothalamus samples. Each block was weighed (frontal cortex: average
weight ± sd: 87.7 ± 39.0mg; hippocampus: 74.4 ± 26.1mg; hy-
pothalamus: 38.3 ± 21.4mg). Two blocks per sample (except for the
hypothalamus, which could only be cut into two blocks in total) were
analysed for monoamines (see paragraph below), and one block per
sample was analysed for cytokines (as described here). The tissue was
homogenised using a modified published procedure [47]. Tissue blocks
were weighed and placed in 2-ml round bottomed Eppendorf tubes, each
containing 0.5ml of cell lysis buffer (from The Cell Lysis Kit
(#171–304,012), Bio-Rad; see Table 1). The solution contained a protease
inhibitor cocktail (#171–304,012, Bio-Rad) and one μl of a stock solution
containing 500mM phenylmethylsulfonyl fluoride (#P-7626) in dimethyl
sulphoxide (#D2650, both from Sigma, St. Louis, MO). Each tube also
contained a 5-mm tungsten bead. Samples were mechanically homo-
genised at room temperature for 4min using a TissueLyser II (Cat.No
85300, Qiagen) set at 20Hz. The homogenate was centrifuged at 4400 x g
for 15min at 4 °C (Heraeus Multifuge 3SR+ Centrifuge, Thermo Fisher
Scientific, MA, USA). We then collected 200 μL supernatant from each
tube and stored it at −80 °C until the bead array analysis of cytokine
content described above.

2.9. Cortisol analysis

Cortisol was measured in plasma using an enzyme immunoassay kit
(DetectX®, Catalog number K003-HW5, Arbor Assays, MI, USA). The kit
reagents were prepared according to the kit protocol.

Plasma samples were thawed and centrifuged at 4 °C at 1000×g for
10min. After the dissociation reagent (DR) had been allowed to warm
to room temperature, five μl of DR were transferred to Eppendorf tu-
bes—one tube per sample—and 5 μl of plasma supernatant were added
to the DR in each tube. The mixture was diluted by adding 490 μl of
assay buffer (1:1000 dilution), then vortexed and incubated at room
temperature for at least 5 min. All samples were used within 2 h of
preparation.

All standards, quality controls and samples were run in duplicates.
Fifty microliters of samples, quality control high/low or standards,
were pipetted in appropriate wells. Each well then received 25 μl of
DetectX® cortisol conjugate, followed by 25 μl of DetectX® cortisol an-
tibody using a repeater pipet. After incubation on a shaker at room
temperature for 1 h, the plate was aspirated, and each well was washed
four times with 300 μl of wash buffer. Then, 100 μl of TMB substrate
was added to each well, and the plate was incubated for 30min at room
temperature. Fifty microliters of stop solution were added before the
optical density generated from each well was read.

2.10. C-reactive protein analysis

Sentrallaboratoriet at NMBU's Faculty of Veterinary Medicine
(www.sentrallaboratoriet.no) uses a polyethylene glycol (PEG) en-
hanced immunoturbidimetric assay to measure CRP in serum on an
Advia®1800 Chemistry System (Siemens AG, Erlangen, Germany). The
sample is reacted with specific antiserum to form a precipitate that is
measured turbidimetrically at 340 nm [48].

2.11. Haematology and flow-cytometry

Blood samples were collected in EDTA-containing tubes.
Haematological differential counts were retrieved in an Advia® 2120
Haematology System (Siemens AG, Erlangen, Germany). Peripheral
blood mononuclear cells (PBMCs) were isolated at each time point by
density gradient centrifugation (2210×g, 30 min) on Lymphoprep™
(Axis-Shield, Dundee, Scotland) and immediately cryopreserved using
Recovery™ cell culture freezing medium (Gibco, Thermo Fisher
Scientific) for further storage in liquid nitrogen. On the day of flow
cytometric analysis, cells from all comparable time points were thawed.
The cells were first stained using a LIVE/DEAD® Fixable Yellow dead
cell stain kit (Life Technologies/Invitrogen, Oslo, Norway), following
the manufacturer's instructions (Table S6 in the supplementary mate-
rials provides an overview of the antibodies and secondary reagents
used for flow cytometric immunophenotyping in this study). Next, the
cells were suspended in a buffer containing 10% porcine plasma, and
incubated with monoclonal antibodies and subsequent secondary re-
agents. For intracellular antigens, the cells were permeabilised and
fixed using an Intracellular Fixation & Permeabilization Buffer Set
(Affymetrix/eBioscience, Thermo Fisher Scientific). Flow cytometry
was performed with a 3-laser Gallios flow cytometer (Beckman Coulter,
CA, USA), and gating was based on staining with secondary antibodies
only or isotype controls. Data were analysed using Kaluza software
(Beckman Coulter, CA, USA). Absolute lymphocyte counts were calcu-
lated from haematological analyses as follows: The absolute count of
peripheral blood mononuclear cells (PBMC), calculated as lymphocyte
+ monocyte counts, was multiplied with the relative percentage of
each cell subset obtained from flow cytometry and divided by 100,
resulting in absolute cell subset counts ∗10^9/l.
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2.12. Analysis for monoamines in brain tissue

The brain samples were treated in accordance with [18], with some
modifications. They were cut from frozen blocks of tissue, weighed
(frontal cortex: average weight ± sd: 49.7 ± 20.7 mg; hippocampus:
53.6 ± 18.5 mg; hypothalamus: 32.2 ± 9.7mg) and homogenised in
0.5 ml of homogenisation solution consisting of six-parts 0.2MHCLO4
and one-part antioxidant solution containing oxalic acid in combination
with acetic acid and L-cysteine. The homogenates were centrifuged at
20,800×g for 35min at 48 °C. The supernatant was removed to 0.5 ml
Vivaspin filter concentrators (10,000MWCO PES, Sartorius, Stone-
house, UK) and centrifuged at 8600g at 4 °C for 35min. Filtrates con-
taining monoamines were analysed using high-pressure liquid chro-
matography with electrochemical detection. The analytes were
separated on a Phenomenex Kinetex 2.6 μm, 4.6× 100mm C-18
column (Phenomenex, Torrance, CA). The column was maintained at
45 °C with a column heater (Croco-Cil, Bordeaux, France). The mobile
phase consisted of 0.1 M NaH2 PO4 buffer, 120mg l−1 of octane sul-
fonic acid, methanol (5%), and 450mg l−1 of EDTA; the pH of the
mobile phase was set to 3 using H3PO4. The pump (ESA Model 582
Solvent Delivery Module; ESA, Chelmsford, MA) was equipped with two
pulse dampers (SSI LP-21, Scientific Systems, State College, PA) and
provided a flow rate of 1mlmin−1. One hundred microliters of the
filtrate were injected into the chromatographic system with a Shimadzu
SIL-20 AC autoinjector (Shimadzu, Kyoto, Japan). Monoamines and
their metabolites were detected using an ESA CoulArray Electrode
Array Detector with 12 channels. The chromatograms were processed
and concentrations of monoamines calculated using ESA's CoulArray for
Windows® software. Analyses of dopamine (DA) and its main metabo-
lites 3,4-dihydroxyphenylacetic acid (DOPAC) and homovanillic acid
(HVA), noradrenaline (NA) and its main metabolite 3-methoxy-4-hy-
droxyphenylglycol (MOPEG), and serotonin (5-HT) and its main me-
tabolite 5-hydroxyindoleacetic acid (5-HIAA) were performed.

2.13. Surface temperature and food intake

To avoid stressing the pigs, we measured temperature on the skin
surface using an infrared thermometer (Fluke 574 cf., SR Automation
AS, Asker, Norway). The same person always measured temperatures,
taking care to keep a constant distance between the thermometer and
the skin surface (approximately 40 cm). The temperature was always
measured on a shaved area of the back, just behind the dressing that
secured the catheter. Food uptake was measured by weighing the feeder
with food each morning, and calculating the change in weight over the
preceding 24 h.

2.14. Data processing and statistical analysis

2.14.1. General description of data processing and statistical analysis
Due to occlusion problems with the catheters, the final group size

consisted of 7 pigs in the LPS group and 6 in the SAL group. Analyses of
continuous variables except for behavior were run in JMP Pro12 (SAS,
NC, USA). All variables were measured several times for each individual
and were analysed with mixed models, as detailed below. For variables
with a time repeat (all behavioral variables and all substances measured
in blood), pig nested in treatment is included as the random effect, and
time, treatment and their interaction as fixed effects. For variables with
a spatial repeat (brain monoamines and cytokines, as there was one
measurement per hemisphere and pig), pig nested in treatment is in-
cluded as a random effect, and hemisphere, treatment and their inter-
action are fixed effects. Analyses were run for each brain area sepa-
rately, as a difference between brain areas was not of interest. Also,
neurotransmitter values were in general 10 times higher in the hy-
pothalamus than the frontal cortex and hippocampus, so a joint analysis
of all brain areas in one model was not suitable.

For variables with repeats over time, the primary question was

whether there was a significant time by treatment interaction, as nei-
ther a main effect of time nor treatment was interesting in itself. Thus,
only the interaction is reported in detail in the Results section, and only
if the post hoc test yielded relevant results, i.e. differences between
treatment groups at the same time points. For variables with a spatial
repeat (brain monoamines and cytokines), the main effects of treatment
and hemisphere and their interaction were of interest, and results for
these are reported. All post hoc tests were done using the t-test with
Bonferroni correction. The critical p-value for post hoc tests, including
LPS–SAL comparisons, for all 12 time points (this is relevant for blood
cytokines and cortisol) is 0.004 (i.e. 0.05 divided by 12). The critical p-
value for post hoc tests including five comparisons (CRP, food intake) is
0.01. For variables not described separately below, their analysis fol-
lowed the description in this paragraph without exception. Results are
presented as mean ± sd or median (range).

2.14.2. Statistical analysis of behavioral data
The SPSS statistical package (version 22.0) was used for analysis of

behavioral variables. Behavioral variables were considered on the
hourly level, as activity was expected to have a certain rhythm over the
day and the effects of LPS were expected to last only a few hours.

Time budgets were analysed only on the level of the behavioral ca-
tegories given in Table 2, as the number of observations was low for most
behaviors. Behavioral category variables were expressed as the sum of
scans within each category for each hour. Synchronisation of activity was
expressed as the percentage of synchronised scans for each hour.

Time budgets and synchronisation of activity were analysed for the
effect of day within treatment and time budgets, and also for the effect
of treatment within day. For analysis of day effects, the data were split
into LPS and CTR for separate analysis in both treatment groups.
Behavioral variables for the injection days and the two days following
were compared pair-wise to pre-injection values using the Wilcoxon
Signed-Rank Test (hereafter Wilcoxon), considering day within in-
dividual as the repeated effect. For analysis of treatment effects, CTR
was compared to LPS using the Wilcoxon test, considering sister pair
within day as the repeated effect.

The non parametric Spearman correlation between the pro-in-
flammatory cytokines IL-1β, IL-6, IL-8 and TNF-α and number of scans
in which the pigs were lying inactive were tested separately for each
treatment at baseline and 1, 2, 3, 4 and 6 h after injection.

2.14.3. Statistical analysis of cytokine data
For all thirteen cytokines, a proportion of the analysed samples were

below the lower limit of detection (LOD), and the calculated cytokine
levels were consequently censored by the analysis software. Dealing
with censored data is a common problem in automated biological
measurements; a lack of consensus on how to deal with this has resulted
in many different analytical approaches, as discussed by Antweiler
(2015) and Breen et al. (2016) [49, 50]. Antweiler [49] concludes that
a comparison of instrument-generated values that include values below
LOD performs well—provided that no>40% of the measurements
have been censored on the basis of LOD—and recommends non-para-
metric statistical analysis. Breen et al. [50] discuss Luminex analysis
specifically, and conclude by recommending a similar approach. In the
present study, we excluded analytes from the statistical analysis
where>40% of measurements were censored. A table showing the
percentage of censored values for each cytokine can be found in the
supplementary material (Table S2). We then used all measured fluor-
escence intensity (FI) values without subtracting blank and ran a mixed
model (as described in the previous paragraph) if the data fulfilled the
requirements or could be transformed to do so. Average cytokine values
and standard deviations in ng ml−1 were obtained from the con-
centration values provided by the Bioplex manager software, to facil-
itate comparison with existing studies. It is important to note that these
are slightly overestimated compared to the FI values, as the LOD values
could not be included.
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2.14.4. Biological vs statistical significance
The cytokines and flow cytometry results are presented here with

statistical tests and p-values. However, the results indicate that some of
the variables that were not statistically different between groups
nevertheless had an important biological effect in the LPS pigs only. We
think this is the case for IL-12 and NK cells, and maybe also for IL-18.
The rationale for and implications of this claim will be presented in the
discussion, and tables providing an overview of the median cytokine
concentration in plasma (min-max) can be found in the supplementary
material (Tables S3 and S4).

3. Results

3.1. Measures of immune activation: C-reactive protein and cytokines in
blood

C-reactive protein was elevated after LPS injection both at 12 (LPS
mean (sd): 34.1 mg l−1 (7.9) SAL: 15.3 mg l−1 (4.7), p < .0001) and
24 h (LPS: 27.1 mg l−1 (2.5), SAL: 16.3 mg l−1 (6.1), p < .0007) (F 4,

43.02= 31.85; p < .0001), but not at 48 or 72 h. The two groups did
not differ at baseline (LPS: 24.2 mg l−1 (3.2), SAL: (19.2mg l−1 (6.6)).

For several cytokines, there was marked baseline variation, as well
as considerable variation over time for both SAL and LPS pigs. Three
cytokines differed from this pattern: IL-1ra, IL-8 and TNF-α had very
low baselines, little spread and a distinct peak for the LPS group, and
hardly any deviations from baseline within the SAL group. IL-1ra
peaked either at 3 or 4 h after injection. IL-8 peaked at 2 h post-injec-
tion, and TNF-α peaked at 1 h. Also, though it had considerably more
unexplained variation, IL-6 showed significant between-group differ-
ences at 1, 2 and 3 h after injection, peaking at 2 h. No other cytokines
differed significantly between groups. The results for IL1-β, IL-6, IL-8
and TNF-α in blood and IFN-γ in brain tissue are shown in Fig. 2, and
median values (range) for all cytokines can be found in Tables S2 and
S3 in the supplementary material. The results from the statistical ana-
lysis of the effect of treatment and time on cytokine levels can be found
in Table 3.

3.2. Brain cytokines

An overview of percent censored values in brain tissue, and the
number of censored samples from each group, can be found in the
supplementary material (Table S5). As screening of the raw data re-
vealed differences between brain areas regarding the level of cytokines,
censoring was calculated per brain area, and cytokines that were cen-
sored<40% in one brain area were analysed for that area even though
the overall level of censoring was above 40%. As a result, GM-CSF, IFN-
γ, IL-1α, IL-2, IL-8 and IL-18 were analysed for all brain areas, while IL-
1β was analysed for the hypothalamus only, IL-1ra was analysed for the
hippocampus only, and IL-4, IL-6, IL-10, IL-12 and TNF-α were not
analysed at all.

There were no treatment or hemisphere effects on the levels of IL-1β
in the hypothalamus or IL-1ra in the hippocampus. In the frontal cortex,
LPS pigs had higher levels of IFN-γ than SAL pigs (F (treatment) 1,

11.19= 7.27; p= .02). In the hippocampus, there was a tendency to-
wards a higher level of IL-18 in the right hemisphere of LPS pigs than in
the right hemisphere of SAL pigs (F(treatment ∗ hemisphere)
1,11= 3.83; p= .076. P= .1 for the post hoc Tukey comparison be-
tween the right hemispheres of the two groups). There were no other
significant differences between treatment groups or hemispheres.

3.3. Brain monoamines

The concentration of monoamines for each brain area is shown in
Table 4.

Noradrenaline (NA) levels were considerably lower in all three brain
areas of LPS pigs compared to SAL pigs (frontal cortex: F(treatment) 1,

11= 22.98, p < .0006; hippocampus: F(treatment) 1, 11= 5.31,
p < .042; hypothalamus F(treatment) 1, 11= 4.32, p < .062; see
Fig. 2). In the frontal cortex, NA turnover (measured as the ratio of
MOPEG to NA) was also affected (F(treatment)1,11= 5.6; p= .037) and
was lower in LPS than in SAL brains. In the hippocampus, the lower NA
level in LPS pigs was only found in a comparison between the left
hemispheres (p < .01), as the right hemispheres did not differ between
the two treatments (F(hemisphere ∗ treatment)1,11= 4.05; p= .07).
Furthermore, NA turnover in the hippocampus was not different be-
tween treatments, but there was an asymmetry in the MOPEG/NA ratio
between the left (lowest turnover) and right hemisphere in LPS pigs
(highest turnover, p < .008) that could not be detected in SAL pigs (F
(hemisphere ∗ treat) 1,11= 7.32; p= .021). In the hypothalamus, NA
turnover was not affected.

Dopamine did not seem to be affected by the LPS treatment, as no
differences between treatments were found for dopamine or dopamine
turnover (calculated as (DOPAC+HVA)/DA).

In the hippocampus, there was a tendency towards higher levels of
serotonin in the right hemisphere of LPS pigs compared to the right
hemisphere of SAL pigs (post hoc t-test, p= .015). We made four re-
levant comparisons: between each hemisphere and treatment and be-
tween hemispheres within treatment (the Bonferroni-corrected critical
p-value is 0.0125). The difference between hemispheres for the LPS pigs
was significant (p= .004) (F(treatment ∗ hemisphere)1, 11= 9.63;
p= .01, analysis on box-cox transformed data). The hippocampal 5-
HIAA/5-HT ratio showed trends in the same direction as the 5-HT re-
sults: p= .031 for the comparisons between hemispheres in the LPS
groups, and p= .095 for the comparison between right hemispheres for
SAL and LPS pigs (F(treatment ∗ hemisphere)1, 11= 4.19; p= .065).
Serotonin and serotonin turnover in the frontal cortex and hypotha-
lamus were not affected by treatment.

3.4. Cortisol

Cortisol increased after injection and was significantly higher in the
LPS than in the SAL group at 1, 2, 3 and 4 h (p < .0001 for all time
points; F(time ∗ treatment)10, 110= 14.05; p < .0001; analysis was
done on box-cox transformed values). The timing of the peak varied
between pigs and was at 2, 3 or 4 h after injection. The cortisol increase
was seen in all LPS pigs and no SAL pigs (Fig. 2A).

3.5. Haematology and flow-cytometry

In haematological analysis, absolute numbers of peripheral blood
mononuclear cells (PBMCs) increased following LPS injection, sig-
nificant at both 48 (p=0,0011, Bonferroni-corrected critical p-value is
0,0125) and 72 h (p=0,0008, Bonferroni-corrected critical p-value as
above) post-injection (F(time ∗ treatment)3, 32= 5,09; p= .0054)
(Fig. 2C). Total monocytes, neutrophils, eosinophils and basophils dis-
played no significant changes after injection. Cellular subsets were
measured in multi-colour flow cytometric immunophenotyping. To
detect which leukocyte subset contributed to this fluctuation, we cal-
culated the absolute cellular subset numbers by combining haema-
tology and immunophenotyping data as stated in the materials and
methods section. In this manner, we found that B-cells (CD21+/CD3−)
constituted the most prominently responding lymphocyte subset, sig-
nificantly elevated at 48 h (p=0,0067, Bonferroni-corrected critical p-
value as above) (Fig. 2C) (F(time ∗ treatment)3, 31= 3,64; p= .023). T-
cells (CD3+/CD21−) did not account for a significant rise (Fig. 2C).
Natural killer (NK) cells (CD3−/CD8+/NKp46−, CD3−/CD8+/
NKp46+ and CD3−/CD8−/NKp46+ [51] tended to be higher in LPS
pigs at 72 h (p=0,027, Bonferroni-corrected critical p-value as above)
(F(time ∗ treatment)3, 31= 14,9; p < .00001). The expression of the
surface activation markers CD25 and CD44 were measured on each
subset of NK cells, but there was no measurable increase detected in
either case (not shown). Similarly, intracellular perforin content was
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not significantly changed in total NK cells or any of the subsets at the
measured time points following LPS injection (not shown). Monocytes
were analysed on the level of two previously defined subsets:
CD14bright/CD163-and CD14dim/CD163+ (Fairbairn et al. [61]). The
former monocyte subset showed an early drop, significant at 24 h
(p=0,009, Bonferroni-corrected critical p-value as above), and then
stabilised at the initial level (F(time ∗ treatment)3, 31= 7,6; p= .0006)
(Fig. 2C). In contrast, CD14dim/CD163+ monocytes increased at a later
time point, significantly at 72 h post-injection (p=0,002, Bonferroni-

corrected critical p-value as above; (F(time ∗ treatment)3, 31= 9,7;
p < .0001)).

3.6. Food intake

The LPS group significantly decreased their food intake compared to
the SAL group during the first 24 h after injection (F 3,33= 4,03;
p= .01; post hoc t-test with a p(critical) of 0.0125: p < .0001; LPS:
average ± sd intake of 0.8 ± 0.4 kg/pig/24 h; Saline: average intake
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of 1.4 ± 0.4 kg/pig/24 h). However, the food intake of the LPS group
during the first 24 h after injection was not significantly lower than
baseline (p= .05 for the comparison with the baseline for the LPS
group: 1.1 ± 0.2 kg/pig/24 h). The SAL pigs tended to increase their
food intake in the first 24 h after injection (p= .02 for the comparison
with the SAL baseline). At 48 and 72 h, the food intake of the two
groups did not differ (from 24 to 48 h: LPS: average ± sd intake of
1.3 ± 0.3 kg/pig/24 h; Saline: 1.4 ± 0.1 kg/pig/24 h. From 48 to
72 h: LPS: average ± sd intake of 1.2 ± 0.3 kg/pig/24 h; Saline:
average intake of 1.2 ± 0.2 kg/pig/24 h.)

3.7. Temperature

Skin temperature was not influenced by the LPS injection. However,
surface recording of temperature, as attempted here, is not very reli-
able. Therefore, these results should be interpreted with caution.

3.8. Time budgets

The animals spent most of their time lying inactive. Active behavior,
mostly in the form of exploration, was primarily seen in the later hours
of the first 5-h observation slot.

The injection of LPS caused differences within sister pairs during
hours 2 and 3 (between-group comparisons: p < .1 at hour 2 and
p < .05 at hour 3), when LPS pigs were less active and slept more
compared to SAL pigs. Changes appeared to diminish during hour 4
(Fig. 3).

Changes in time budgets compared to pre-injection levels were
evaluated separately in SAL and LPS pigs. Significant differences were
present in SAL pigs at only a few distinct hours, whereas LPS pigs
showed decreases in ACTIVE and increases in SLEEP in hours 2–5 post-
injection (Fig. 3). For ALE-INA (alert but inactive), a few significant
results were seen for both treatments, but no pattern could be re-
cognised (data not shown).

3.9. Synchronisation of activity

The activity of the animals appeared to be fairly synchronised, as
judged by the general level of 4.5–5.5 synchronised scans out of
6 scans/h over most of the experimental days (Fig. 4). Synchronisation
appeared to be on a slightly higher level in the afternoon hours com-
pared to the hours before noon. The level of synchronisation did not
change significantly when compared to the pre-injection level during
the experiment, although a clear numerical decrease was evident 2–3 h
post-injection.

3.10. Correlations between selected physiological and behavioral variables

Inactivity in the LPS pigs (measured as number of scans in which the
pigs were scored as lying inactive) showed a significant and positive
correlation with TNF-α at 2 (Spearman's rho 0.92; p= .004) and 3 h

(Spearman's rho 0.87; p= .01) after LPS injection. Within the saline
group, there was no positive correlations, but a negative relationship
between IL-8 (Spearman's rho−0.9; p= .04) and IL-1β (spearman's rho
−1.0; p= .0001) and lying inactive at 4 h after injection.

4. Discussion

To our knowledge, this is the first experiment measuring 13 cyto-
kines in blood and cytokine and monoamine levels in brain tissue after
LPS injection in pigs. Our findings confirm and expand results from
previous research on the effect of LPS on pig behavior and physiology
[52]. The classical pro-inflammatory cytokines TNF-α and IL-6 peaked
at hours 1 and 2 post-injection, respectively. IL-1ra showed the stron-
gest response to LPS, which lasted for almost 48 h. IL-8 (also called
chemokine CXCL8) peaked at hour 2. Cytokines IFN-γ, IL-1α and -β, IL-
2, IL-4, IL-6, IL-10, IL-12 and IL-18 were not significantly affected but
were present in measurable quantities in> 60% of the samples. How-
ever, as mentioned in the materials and methods section, though they
did not reach statistical significance, some of these cytokines may still
have exerted a biologically important effect in the LPS pigs (discussed
further below). Cortisol was higher in LPS pigs from 1 to 4 h after in-
jection. CRP was not measured as frequently as cytokines and cortisol
but was increased at 12 and 24 h post-injection. Food intake dropped
during the first 24 h, and the pigs showed the commonly reported le-
thargy that disappeared by 6 h post-injection. This relatively short
duration of overt sickness is similar to that reported in several studies
on the effect of low doses of LPS in healthy human subjects [53–55].
Skin temperature was not influenced by the injection. Seventy-two
hours after injection, all behavioral signs of sickness were gone, and
blood values were back within the pre-injection range. However, brain
noradrenaline levels in LPS pigs were considerably lower in all three
brain areas investigated (hippocampus, hypothalamus and frontal
cortex). We only had enough measurable values to allow analysis for
GM-CSF, IFN-γ, IL-1α, IL-2, IL-8 and IL-18, but not for IL-1ra, IL-4, IL-6,
IL-10, IL-12 and TNF-α. IFN-γ, a cytokine that did not seem to be in-
fluenced by LPS when measured in blood, was found in higher levels in
the frontal cortex of LPS-treated pigs than in saline-treated pigs. It
should be noted that the limited sample size in this experiment—chosen
due to cost, practical considerations and the severity of the treat-
ment—would not allow us to detect small differences between the
treatment groups. For the main pro-inflammatory cytokines, the sample
size used in this and many other studies of LPS effects is sufficient be-
cause the effects of LPS are so strong, but more subtle changes would go
undetected. As the main figures and tables in the supplementary ma-
terials show, several of the cytokines had considerable baseline varia-
tion. This could be caused by a reaction to the catheter as shown in
calves for IL-6 [35]. Data on the same 13 cytokines collected from
clinically healthy uncastrated boars indicate lower variation [56].
However, there could also be an effect of age and gender and differ-
ences in housing conditions, so the validity of direct comparison with
the previous study is therefore questionable.

Fig. 2. Outlier box plots of selected behavioral and physiological variables plotted against time (0–72 h relative to injection) for LPS- (left panel) and SAL (right
panel) pigs. Significant differences between the LPS and saline group are marked with an asterisk over the saline group. Outliers are marked as black dots. Units of
measurements are given in the figure caption. A. Lying inactive, IL-1ra and cortisol levels and IL-1β, IL-6, IL-8 and TNFα levels in LPS (left panel) and SAL (right
panel) pigs at baseline (0) and up to 72 h after LPS injection. The concentrations of serum cytokines and cortisol are given as ng ml−1. The behavior is given as
number of scans with the indicated behavior. Significant differences between the LPS and saline group are marked with an asterisk over the saline group. In the case
of longer-lasting differences between the groups, a line marks all the time points at which the post-hoc comparison between the groups was significant. For p-values
and test statistics, see the Results section. B. Frontal cortex IFN-γ (ng mg−1) and noradrenaline (ng g−1), NK cells (absolute counts (×10^9/l)) and IL12 (ngml−1) (in
blood or serum respectively) plotted against time for LPS- (left panel) and SAL (right panel) pigs at baseline (0) and up to 72 h after LPS injection. Significant
differences between the LPS and saline group are marked with an asterisk over the saline group. In the case of longer-lasting differences between the groups, a line
marks all the time points at which the post-hoc comparison between the groups were significant. For p-values and test statistics, see the Results section. C. Absolute
counts (×10^9/l) of T cells, B cells, classical monocytes, intermediary monocytes, and peripheral blood mononuclear cells plotted against time for LPS- (left panel)
and SAL (right panel) pigs. See materials and methods section for the calculation of absolute counts. Significant differences between the LPS and saline group are
marked with an asterisk over the saline group. In the case of longer-lasting differences between the groups, a line marks all the time points at which the post-hoc
comparison between the groups was significant. For p-values and test statistics, see the Results section.
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Our results for the three main pro-inflammatory cytokines inter-
leukin 1β (IL-1β), tumour necrosis factor α (TNF-α) and interleukin 6
(IL-6) largely confirm the findings of earlier experiments [30, 33, 52].
We did not see a significant increase in IL-1β, but that was most likely
due to excessive baseline variation. The shape of the curve was quite
similar to that found by others, with a slow increase and a lack of a
distinct peak. When comparing effects of LPS in pigs between studies,
the dose and route of administration must be taken into account, as well
as the serotype of E. coli that the LPS was extracted from, as LPS ex-
tracted from different serotypes of E. coli differ in potency. We used LPS
from E. coli O111:B4. This serotype is commonly used in LPS experi-
ments in pigs, and all papers we compare our results to also used
O111:B4 unless otherwise mentioned. Historically, high doses of LPS
were used, e.g. 25 μg kg−1 [30, 33] and 75 μg kg−1 [57] (in these three
studies, LPS was administered intravenously), and 150 μg kg−1 IP [58].
However, de Groot et al. (2007) [59] reported that 4 μg kg−1 induced
vomiting, which they deemed unacceptable, and 1 μg kg−1 gave a
variable response. Two μg kg−1 induced a clear cortisol increase and
behavioral response [28]. Based on this and on results from a pilot

experiment, we chose our dose of 1.5 μg kg−1. The absolute con-
centrations of TNF-α and IL-6 are considerably higher in the studies
using 25 μg kg−1 or more than in our results, whereas IL-1β seems to be
less affected by dose [33, 57, 58]. Our results are therefore in line with
those of de Groot et al. [59]: A dose below 4 μg kg−1 is sufficient to
produce a reliable response.

Aside from TNF-α and IL-6, only IL-8 and IL-1ra increased sig-
nificantly in the LPS pigs compared to the control animals. For both IL-8
and IL-1ra, the peak was detected at 2 h post-injection, and the baseline
variation was low, with negligible levels before injection and
throughout the experiment for SAL pigs. IL-8, also called chemokine
CXCL8, is particularly important in aiding migration of neutrophils to
extracellular cites. IL-1ra is an anti-inflammatory cytokine that must be
present in considerably higher concentrations than IL-1β to exert its
effect. Thus, all pigs seemed to have a well-functioning anti-in-
flammatory response in the form of IL-1ra and cortisol. Cortisol in-
creased from an average baseline of 27 ngml−1 to a peak of
106 ngml−1 at 3 h post-injection. This peak is lower than the con-
centrations reported in previous studies in which the doses of LPS were

Fig. 2. (continued)

Table 4
Monoamine concentrations (ng g−1) in the frontal cortex, hippocampus and hypothalamus of LPS and SAL pigs 72 h after LPS injection. Hemisphere values are shown
only for noradrenaline and serotonin in the hippocampus. Between-group differences (LPS vs SAL) at p < critical value are marked in red. Within-group differences
(hemispheric differences within treatment) at p < critical value are marked in blue.

Brain area Treatment

LPS Saline

Noradrenaline Dopamine Serotonin Noradrenaline Dopamine Serotonin

Frontal cortex 124.1 (30.8) 9.5 (4.3) 82.1 (14.8) 204.2 (52.7) 11.9 (8.9) 69.0 (26.0)
Hippocampus 147.6 (71.3) 6.2 (2.9) 64.7 (45.5) 216.8 (43.3) 6.2 (2.8) 52.3 (30.6)

Left: 123.6 (55) Left: 35.9 (7.6) Left: 221.3 (48) Left: 57.8 (34.2)
Right: 171.6 (82) Right: 93.6 (50) Right: 212.4 (42) Right: 46.8 (28.6)

Hypothalamus 1708.0 (816.2) 159.3 (50.9) 284.1 (131.9) 2714.2 (497.4) 193.6 (49.1) 297.1(132.0)
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higher [30, 31, 33, 57]. The baseline value is considerably lower than
baselines reported from sampling by manual restraint and jugular
puncture, and similar to the baseline reported when using automated
sampling from in-dwelling catheters [60], highlighting how much
sampling technique can influence physiological measurements in pigs.

Monocytes in pigs can be divided into subsets grossly similar to
humans, whereby CD14bright/CD163− monocytes resemble ‘classical’
human monocytes and CD14dim/CD163+ resemble ‘intermediate’,
possibly also incorporating ‘non-classical’ monocytes [61]. The drop in
CD14bright/CD163- monocytes observed here 24 h post-injection is in
keeping with a human endotoxemia model. In this model, CD14+
monocytes dropped at 24 h [62], possibly due to rapid mobilisation of
such cells into lymphoid tissue, inflamed tissue, or both, as observed in
cows [63]. The later increase in CD14dim/CD163+ monocytes could be
due to replenishment from bone marrow, as well as maturation from
classical monocytes [64]. In humans, corresponding cells were found to
be an important LPS-responding source of several of the cytokines up-
regulated in our experiment, including TNFα, IL-8 and IL-6 [65]. Due to
their relatively long lifespan of 4–7 days in the human circulation [64],
these monocytes are likely mediators of cytokine production several
days beyond the initial acute phase. However, in the present study, the
cellular cytokine sources were not specifically addressed. Finally,
monocytes should be considered as direct mediators of

neuroimmunology; these cells can cross the blood-brain barrier in dis-
eased individuals, where they may develop into microglia and exert a
range of neurological effects [66]. Taken together, circulating mono-
cytes respond phenotypically to an LPS challenge, highlighting them as
candidate cells for further investigation.

We observed an increase in IFN-γ in the frontal cortex 72 h post-
injection. An early source of IFN-γ is NK cells, which were numer-
ically—though not significantly—increased in the circulation at 48 and
72 h compared to control pigs. During an endotoxin response, myeloid
cells produce cytokines such as IL-12 and IL-18, which activate NK cells
to produce large amounts of IFN-γ [67]. In the present study, LPS did
not increase plasma IL-12, IL-18 or IFN-γ significantly. However, the
endotoxin dosage given was low, and though circulating levels may be
highly diluted, local effects of monocytes and NK cells in the brain
could lie behind the IFN-γ increase in the frontal cortex. In mice in-
jected with LPS, microglia were found to be a likely source of locally
produced pro-inflammatory cytokines for several months after injection
[68]. IFN-γ is, in fact, the only cytokine that has been measured in
plasma after LPS injection in pigs, in addition to the three classical pro-
inflammatory cytokines IL-1β, IL-6 and TNF-α [58]. LPS is a potent
activator of the innate immune response, and in experiments that are
terminated within 12 h, only effects on the innate immune system can
be studied. It is nevertheless possible that LPS can induce adaptive
immunity either through the antigenic activity of the O-antigen or
possibly through induction of autoimmunity [67, 69–71]. Together
with the significant elevation in B-cells (CD21+/CD3−) at 48 h, the
numerical increase in NK cells and T cells may indicate the beginning of
an adaptive immune response in the LPS-injected pigs.

Changes in behavior coincided with the most pronounced physio-
logical effects of the injection, and at 2 and 3 h after the injection, in-
activity correlated significantly with TNF-α concentration in plasma in
the LPS but not the saline group. Daytime behavioral analyses indicated
that LPS induced marked passiveness in the injected pigs from hours
2–5 post-injection, in accordance with previous experiments in pigs
[27, 71–73]. The SAL sister appeared to respond to the changed be-
havior in her LPS-treated sibling by an initial increase in activity in
hours 2–3 post-injection, compared to baseline. This was followed by a
distinct decrease in activity in hours 4–5, corresponding to levels of
activity recorded in the LPS-treated sister. SAL pigs appeared to have
synchronised their activity with the LPS-treated pigs after a period of
increased activity, which may have been restlessness in response to
unexpected behavior by the control-treated sister. These observations
were evident in the analysis of synchronisation of activity also, with a
non-significant decrease in hours 2–3 followed by a return to baseline
levels from hour 4 post-injection. However, it cannot be ruled out that

Fig. 3. The average number of scans (± 2 SE) in
active behaviors on BASE day (left) and the day of
LPS injection (INJ, right). The dashed line represents
SAL and the uninterrupted line LPS pigs. Hours are
given in relation to the time of LPS injection.
Treatment effects (LPS vs SAL) are denoted with *
(p < .05) and † (p < .1) and day effects (BASE as
compared to INJ within treatment) with a (p < .05)
for LPS and b (p < .05) for SAL.

Fig. 4. Within-pair synchronisation of activity on the baseline (dashed line) and
LPS injection day (uninterrupted line). Error bars represent± SD.
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the passivity of SAL pigs simply shows that they were tired after a
period of high activity. Observations were not conducted in hours 6–7
post-injection, but from this time point, the behavior of both groups
appeared to be close to normal levels. It is possible that there was a
rebound in the form of slightly increased activity, compared to baseline
in both groups. No behavioral effects of LPS were evident in the second
or third day post-injection. Importantly, the pigs were housed singly so
as to avoid problems with the catheters. Thus, the social behaviors they
could display were limited and tail biting could not occur. The effect of
immune stimulation on social behaviour with more direct relations to
tail biting is the focus of a follow-up paper (Munsterhjelm et al., in
preparation). The aim of this paper was to detect immune-related
candidate mechanisms that could lead to behavioral changes associated
with tail biting. The increase in IFN- γ and the decrease in noradrenalin
may both influence social behavior, and will be the focus of future
experiments. They are discussed in more detail below.

Three days after LPS injection, when behavior and blood values
were back within the baseline range, noradrenaline levels were lower in
LPS pigs in all brain areas in which noradrenaline was measured, while
the level of IFN-γ was higher in the frontal cortex of LPS-treated pigs
than in the frontal cortex of saline-treated pigs. IFN-γ induces in-
doleamine 2,3-deoxygenase (IDO), which metabolises tryptophan to
kynurenine [74–76]. The increase in metabolism of tryptophan to ky-
nurenine rather than serotonin can have at least two consequences:
there might not be enough tryptophan to produce adequate amounts of
serotonin, there may be an increase in metabolites that can potentiate
glutamatergic signalling through the NMDA receptor, or both may
occur. Serotonin levels tended to be higher in the right hippocampus in
LPS-treated pigs compared to SAL pigs, and turnover was not affected
by the treatment, indicating that serotonergic signalling was not de-
creased due to immune stimulation. A similar finding was reported in
mice, in which whole brain serotonin turnover was increased 28 h after
LPS injection [75]. LPS injected pigs have been found to have an in-
crease in plasma kynurenine to tryptophan ratio [77], but the study was
terminated after less than 7 h after injection, so longer term effects
could not be measured. As we measured neither kynurenine levels nor
IDO activity, we cannot draw conclusions as to the importance of the
observed increase in frontal cortex IFN-γ.

The pigs injected with LPS had markedly lower noradrenaline levels
in their hypothalamus, left hippocampus and frontal cortex. Dopamine,
which is synthesised along the same pathway as noradrenaline, was not
affected. This selective effect of immune activation on noradrenaline
levels while leaving dopamine levels unchanged corresponds well with
earlier findings in rodents [78, 79]. Rats injected with an antigen or
with cytokine-containing extracts showed a marked reduction in their
hypothalamic noradrenaline content, and no change in dopamine levels
[78]. LPS is known to stimulate noradrenergic neurons in locus coerulus
(LC) within the first 30min after injection, with a corresponding in-
crease in noradrenaline levels [80, 81]. Intracerebroventricular ad-
ministration of IL-1β and IL-6 also stimulate noradrenergic neurons
[82]. This initial activation of noradrenergic pathways leads to a nor-
adrenaline increase in the hypothalamus, which is important for the
fever response normally observed after an LPS injection [83, 84]. It is
possible that a negative feedback mechanism after this initial nora-
drenergic activation explains the reduced levels three days after im-
mune stimulation. The reduced levels of noradrenaline we observed in
the pigs may be important for their cognitive function, their emotional
function, or both, as noradrenaline has a role in the regulation of mood
and cortical function. Reduced levels of noradrenaline have been pos-
tulated as one of the processes underlying depression, as many anti-
depressants increase noradrenaline availability. However, the compar-
ison between clinical observations in depressed human patients and
animal models is complicated by the fact that while antidepressants
may have an immediate effect on noradrenaline levels and on behavior
in some animal models, they take considerably longer to have a ther-
apeutic effect in human [85, 86]. This makes the inference that low

noradrenaline levels cause depression questionable. However, when
improvement is measured as a gradual return of some (but not all)
functions, the therapeutic lag is shorter and improved mood and re-
duced motor retardation may be seen within two weeks after initiating
treatment with a selective noradrenaline reuptake inhibitor [87]. This
supports the hypothesis that noradrenaline is important in the regula-
tion of mood. Noradrenaline also aids in focusing on salient, meaningful
stimuli [88], and is important for effortful attention [39]. How the ef-
fect of noradrenaline depletion in controlled tests of attention and
working memory translates to the effects on social behaviour in pigs
needs to be tested separately.

5. Conclusion

At 72 h post-injection, after the well-documented immediate
changes in physiology brought about by LPS injection have subsided,
our data suggest that brain noradrenaline levels are markedly reduced
in the hippocampus, the hypothalamus and in the frontal cortex.
Interferon-γ, a cytokine that induces activity in enzymes involved in
tryptophan metabolism, was also increased in the frontal cortex at that
time point. Noradrenaline may be important for effortful attention and
for focusing on salient cues. Whether IFN- γ induced changes in neu-
rotransmitter balance or noradrenaline depletion may influence the
way in which pigs respond to social cues will be studied in group-
housed pigs.
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