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Increasing evidence suggests that inflammatory responses cause brain atrophy and play a prominent
and early role in the progression of Alzheimer disease. Recent findings show that the neuroendocrine
peptide aminoprocalcitonin (NPCT) plays a critical role in the development of systemic inflammatory
response; however, the presence, possible function, regulation, and mechanisms by which NPCT may be
involved in Alzheimer disease neuropathology remain unknown. We explored the expression of NPCT and
its interaction with amyloid-b (Ab), and proinflammatory and neurogenic effects. By using brain
samples of Alzheimer disease patients and APP/PS1 transgenic mice, we evaluated the potential role of
NPCT on Ab-related pathology. We found that NPCT is expressed in hippocampal and cortical neurons
and Ab-induced up-regulation of NPCT expression. Peripherally administered antibodies against NPCT
decreased microglial activation, decreased circulating levels of proinflammatory cytokines, and pre-
vented Ab-induced neurotoxicity in experimental models of Alzheimer disease. Remarkably, anti-NPTC
therapy resulted in a significant improvement in the behavioral status of APP/PS1 mice. Our results
indicate a central role of NPCT in Alzheimer disease pathogenesis and suggest NPCT as a potential
biomarker and therapeutic target. (Am J Pathol 2016, -: 1e13; http://dx.doi.org/10.1016/
j.ajpath.2016.06.006)
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Alzheimer disease (AD) is the most common form of de-
mentia, accounting for approximately 60% to 90% of all
cases.1 AD is characterized by progressive cognitive and
behavioral impairment, and cerebral deposition of senile
plaques, extracellular accumulation of b-amyloid (Ab)
peptide, and neurofibrillary tangles (intracellular accumu-
lation of hyperphosphorylated tau protein) are unique
neuropathological hallmarks of the disease.2,3 There is a
growing body of evidence linking inflammation and the
pathogenesis of AD.4,5

The brain has been considered to be an immune-privileged
organ, isolated from the peripheral immune system. How-
ever, recent evidence shows that there is a bidirectional
communication between the brain and the peripheral immune
system.5 Indeed, there has been reported to be an association
between systemic inflammation and sepsis, with increased
risk of dementia in a case-control study.6e8 Although clinical
evidence linking the risk of developing AD and systemic
stigative Pathology. Published by Elsevier Inc

FLA 5.4.0 DTD � AJPA2403_proof �
inflammation is still limited and controversial,9 some studies
have shown that elevated peripheral inflammatory markers
are associated with increased risk of dementia,10 suggesting a
positive correlation between systemic inflammation and
neurodegeneration.11 In this context, it has been demon-
strated that patients who have experienced severe infections
show accelerated cognitive decline and this is positively
correlated with peripheral levels of tumor necrosis factor-a
(TNF-a).12 Aminoprocalcitonin (NPCT), a 57eamino acid
polypeptide derived from the N-terminal half of procalcitonin
. All rights reserved.
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(PCT), and encoded by the CALCA gene, was initially
described as a neuroendocrine peptide with bone cell mitogen
activity.13 At physiologic homeostasis, NPCT is expressed in
key brain regions involved in energy homeostasis,14,15 and is
detectable at low levels in blood serum in healthy in-
dividuals.16 However, in sepsis and systemic inflammation,
the CALCA gene is induced by proinflammatory factors, such
as IL-1b, TNF-a, IL-6, and lipopolysaccharides, and cells
throughout the body secrete large amounts of PCT and
NPCT.17 Recent studies suggest that NPCT plays a key role in
the pathogenesis of sepsis and may contribute to the delete-
rious effects of systemic inflammation.

NPCT can elicit a wide range of acute phase responses
that occur in the systemic inflammatory response, when
administered centrally to rats.14,18e20 Elevated plasma levels
of NPCT have been associated with severity of sepsis as
well as with profound feeding, and neuroendocrine and
metabolic effects.21 These effects are blocked by central
administration of a neutralizing antibody to NPCT.
Furthermore, passive or active immunoneutralization of
NPCT significantly improves morbidity and survival, and
attenuates sickness behavior responses in lethal models of
endotoxemia or polymicrobial sepsis induced by cecal
ligation and puncture, even when treatment begins after the
cytokine response has occurred,17,21 suggesting a potential
benefit of immunoneutralization of NPCT in the develop-
ment of sepsis-induced multiorgan dysfunction syndrome.
The protective effects of anti-NPCT are associated with
down-regulation of proinflammatory cytokine expression
and inhibition of inducible transcription factors, such as NF-
kB,17 critical in the transcription of relevant genes and the
generation of proinflammatory cytokines involved in in-
flammatory responses.22

On the basis of all these previous findings, and because
the presence, possible function, regulation, and mechanisms
by which NPCT might be involved in AD neuropathology
remain unknown, we assessed the expression of NPCT,
explored its interaction with the amyloid-b peptide (Ab),
and discussed possible underlying pathway(s) in different
in vitro and in vivo experimental models of AD. We
demonstrate that Ab induces up-expression of NPCT and
that systemic administration of anti-NPCT attenuates neu-
rodegeneration. Our results indicate a central role of NPCT
in the pathogenesis of AD, suggesting it as a potential
diagnostic and therapeutic target for AD.

Materials and Methods

Animal Experiments

Male double transgenic APP/PS1 mice (3 and 12 months
old), B6.Cg-Tg (APPSwe, PSEN1dE9)/J mouse strain,
which expresses human APP (Swedish mutation) and pre-
senilin 1 with a deletion in exon 9, were used from our
inbred colony (Instituto de Investigacion Hospital 12 de
Octubre). Age-matched mice not expressing the transgene
2
FLA 5.4.0 DTD � AJPA2403_proo
were used as wild-type controls. As a model of toxicity-
induced neuronal death, we injected domoic acid (0.5 mg/
kg, i.p., Tocris Bioscience Q) into adult C57BL/6 male mice
(25 g) to kill hippocampal neurons by excitotoxic damage.23

The degree of impairment was evaluated 7 days after
domoic acid administration, when the maximum level of
deleterious effects of the neurotoxin was reached.23

Experimental Design

Adult male C57BL/6 and APP/PS1 mice were kept under
controlled conditions (temperature, 23�C � 1�C) on a 12-
hour light/dark cycle with food and water ad libitum. Four-
month-old male APP/PS1 and domoic-treated mice were
chronically treated with anti-NPCT polyclonal neutralizing
antibodies to test prevention and amelioration of neuro-
degeneration. Mice were s.c. implanted with osmotic mini-
pumps releasing 0.11 mL/hour for 28 days (model 1004;
Alzet, Palo Alto, CA) prefilled with anti-NPCT (AbD
Serotec Q; 5 mg/mL in phosphate-buffered saline) or control
rabbit nonimmune IgG (Sigma-Aldrich, Madrid, Spain) and
primed in sterile phosphate-buffered saline for 2 hours at
37�C before implantation. All solutions were passed
through 0.22-mm pore-size Millipore filters. Implantation
was performed on mice under isoflurane anesthesia. The
Alzet minipumps delivered anti-NPCT at a dose of 500 mg/
kg body weight daily for 28 days. At the end of the treat-
ment, all animals were deeply anesthetized and trans-
cardially perfused with either saline buffer for biochemical
analysis or 4% paraformaldehyde in 0.1 mol/L Qphosphate-
buffered saline for immunohistochemical analysis. All
experiments were performed following the guidelines for
animal care and use promulgated by the Council Directive
2010/63/UE of 22 September 2010.

Human Samples

Cortical and hippocampal samples from human autopsies
were obtained from the Institute of Neuropathology Brain
Bank IDIBELL-Hospital Universitari de Bellvitge (Hospi-
talet de Llobregat, Spain Q), after the approval of the local
ethical committee. The collection of samples conformed to
the relevant regulations, ethical considerations, and legis-
lation, as defined by the European Union and Spain. Sub-
jects were selected on the basis of post-mortem diagnosis of
AD, according to neurofibrillary pathology and b-amyloid
plaques. Control cases were considered those with no
neurological symptoms and with no lesions in the neuro-
pathological examination. The time between death and
processing was between 2 and 12 hours.
Demographic characteristics are shown in Table 1.

Cell Cultures

Primary neuronal cultures from the cerebral cortex and
hippocampus were performed as previously described.24
ajp.amjpathol.org - The American Journal of Pathology
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Table 1 Demographics of Brain Human Samples

Case no. Sex Age (years) Postmortem* Diagnosis

1 M 76 6 NL
2 M 61 4 NL
3 M 77 7 NL
4 M 63 3 NL
5 M 75 6 NL
6 M 55 6 NL
7 M 64 5 NL
8 M 57 10 NL
9 M 64 4 NL
10 M 60 9 NL
11 M 85 10 NL
12 F 75 6 NL
13 F 81 4 NL
14 F 64 5 NL
15 F 60 8 NL
16 F 81 5 NL
17 M 84 5 IV/B
18 M 74 5 IV/0
19 M 73 3 IV/0
20 M 75 11 V/B
21 M 82 4 V/C
22 M 77 10 V/C
23 M 61 8 V/C
24 M 79 7 V/C
25 M 93 3 V/C
26 M 63 2 VI/C
27 F 85 4 IV/0
28 F 86 10 IV/0
29 F 88 4 IV/0
30 F 74 4 IV/0
31 F 74 5 V/C
32 F 81 5 V/C
33 F 85 5 V/C
34 F 86 12 VI/C
35 F 56 7 VI/C
36 F 80 5 VI/C
37 F 63 10 VI/C

*Postmortem delay in hours.
F, female; M, male; NL, no lesion; IV-VI/0-C, Alzheimer diseaseerelated

changes, stages of Braak and Braak.
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Primary cortical and hippocampal neurons were obtained
from Wistar rat embryos on prenatal day 17 (E17). Cerebral
cortex and hippocampus was dissected, incubated for 5
minutes in Neurobasal medium (Gibco) at 37�C and me-
chanically dissociated for 5 minutes, and finally centrifuged
at 210 � g for 5 minutes at 21�C. The cells were suspended
in Neurobasal medium (Gibco) supplemented with B27
(Gibco), 2 mmol/L glutamine, 100 U/mL penicillin, 100 mg/
mL streptomycin, and 0.25 mg/mL amphotericin B. Cul-
tures were kept at 37�C in a humidified atmosphere con-
taining 5% CO2 for 7 days before experimentation. Then,
cultures were incubated in fresh medium with or without 10
mmol/L oligomeric Ab42, 1 mmol/L pyrrolidine dithio-
carbomate (Sigma), and 2.5, 25, or 50 mg/mL anti-NPCT for
48 hours. Ab42 was dissolved in 0.1 mol/L acetic acid, and
The American Journal of Pathology - ajp.amjpathol.org
FLA 5.4.0 DTD � AJPA2403_proof �
then was diluted in sterile distilled water as previously
reported.25

Immunoassays

Western-blotting NPCT assays were performed as described
previously.19 Proteins were isolated from brain tissue or cell
cultures by standard methods. Briefly, brain tissues were
homogenized in tris-buffered saline (50 mmol/L Tris-HCl,
pH 7.4, 5 mmol/L EDTA, and 2% SDS) containing a
mixture of protease inhibitors. Homogenates were centri-
fuged, and supernatants were run on 4% to 20% SDS-PAGE
under reducing conditions. Proteins were transferred to
polyvinylidene difluoride membranes (GE Healthcare Q) and
incubated with the specific antibodies. Primary antibodies
used were mouse anti-NPCT (1:500; Novus Biologicals Q)
and mouse antieb-actin (1:10,000; Millipore Q). Secondary
horseradish peroxidaseeconjugated goat anti-mouse was
used (1:20,000; Bio-Rad Laboratories Q).

Ab sandwich enzyme-linked immunosorbent assays
(ELISAs) were performed as previously described.26 For
detection of human Ab, we used a human-specific antibody
to Ab (6E10; Sigma) in the first layer and anti-Ab40 or anti-
Ab42 (Calbiochem Q) in the top layer.

Activation of NF-kB p65 was determined in neuronal
cultures by ELISA using a commercially available ELISA
kit (Active Motif), as described.27

Cell viability within primary neuronal cultures treated
with or without 10 mmol/L Ab42, and 2.5, 25, or 50 mg/mL
anti-NPCT, was assessed using Cell Counting Kit-8 (CCK-8
assay; Sigma, St. Louis, MO).

RNA was extracted from mouse cerebral cortex, and
TaqMan qRT-PCR Qassays for each gene were performed as
previously described.28 Probes included members of proin-
flammatory and anti-inflammatory cytokines, such as IL-6,
members of the TNF-a family, IL-10 and receptors, and
transforming growth factor-b family.

Plasma samples from mice were centrifuged at 30,000 �
g for 20 minutes, and stored at �80�C until cytokine
determination. Murine IL-1b, IL-6, TNF-a, and macrophage
inflammatory protein-2 levels in supernatants were
measured using a Luminex customized rat 4-plex cytokine
assay kit, according to the manufacturer’s instructions
(Procarta Cytokine Assay Service; Affymetrix, Santa Clara,
CA). Data were analyzed using the Luminex QManager
software. The detection limit was 1.2 pg/mL.

Immunohistochemical Studies

Animal Tissue
Fixed brains were cut on a vibratome (Leica Microsystems Q)
at 50 mm, and tissue sections were collected in cold PB Q0.1
mol/L, and incubated overnight with primary antibodies at
4�C. All primary antibodies were diluted in PB 0.1 mol/L
containing 0.5% bovine serum albumin and 0.5% Triton X-
100. To detect Ab deposits, brain sections from APP/PS1
3
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Figure 1 NPCT expression in 12-month-old APP/
PS1 mice. Microphotographs of cerebral cortex (A)
and hippocampus (B) showing intense NPCT immu-
nostaining of cells in APP/PS1 mice compared with
littermate control mice. C: Representative Western
blot of NPCT levels in cortical samples from APP/PS1
and wild-type mice. D: Densitometric quantification
of the NPCT protein levels in cortical samples from
APP/PS1 mice, and wild-type mice. E: Representa-
tive Western blot showing higher NPCT levels in
hippocampal samples from APP/PS1 and wild-type
mice. F: Densitometric quantification of the NPCT
protein levels in hippocampal samples from APP/PS1
mice, and wild-type (WT) mice. G: Confocal images
showing that NPCT (red) and NeuN (green) coloc-
alize abundantly in hippocampal neuronal cells. H:
Double immunofluorescence assays from cortical
sections of APP/PS1 mice showing that NPCT
immunostained (green) appear to have an enhanced
association with the Ab-immunopositive material
(red). Data

Q38

are expressed as means � SEM (D and F).
n Z 6 (AeF and H). Q39*P < 0.05, Student’s t-test.
Scale bars Z 20 mm (A, B, G, and H).
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mice were preincubated with 88% formic acid, and immu-
nostained as previously described.26 To detect NPCT
expression, brain sections from APP/PS1 mice were incu-
bated with anti-NPCT antibody, as previously described.19

Primary antibodies used were as follows: mouse anti-
NPCT (1:300; Novus Biologicals), mouse anti-NeuN
(1:1000; Millipore), rabbit anti-Ab (1:500; Millipore), and
rabbit anti-Iba1 (1:500; Wako). Primary antibody staining
was revealed using the avidin-biotin complex method
(VECTASTAIN Elite ABC Kit; Vector Laboratories) and
diaminobenzidene chromogenic reaction (Vector Labora-
tories), or fluorescence-conjugated donkey anti-mouse IgG
488 (1:1000; FluoProbes, Interchim), and Texas Red goat
anti-rabbit IgG antibody (1:1000; Jackson Immunoresearch,
West Grove).

Iba1 fluorescence intensities were evaluated in the
selected brain regions: between bregma 0.7 and �4.3 mm
4
FLA 5.4.0 DTD � AJPA2403_proo
(cerebral cortex) and bregma �2.0 and �4.3 mm (hip-
pocampus), respectively. All images were taken by the
same blinded experimenter Qusing a Zeiss LSM 510 Meta
scanning laser confocal microscope (Carl Zeiss Micro-
imaging GmbH) Qwith a 40� objective. Selected Iba1þ

areas were analyzed with ImageJ software Q(NIH,
Bethesda, MD), and data were presented as the percentage
of fluorescence intensity, and as the number of Iba1þ

proliferative areas.
One additional series was used for Nissl staining with

Cresyl Violet (Acros Organics Q). To estimate the number of
neurons in the hippocampal hilus, Nissl-positive cells were
counted in a one-in-six series of sections under a light mi-
croscope (Carl Zeiss Microimaging GmbH) at �40 magni-
fication, as previously described.29

Fluoro-Jade B (Histochem, Jefferson, AR) staining was
performed to stain degenerated neurons as described
ajp.amjpathol.org - The American Journal of Pathology
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previously.30 For stereological analysis, Fluoro-Jadee-
positive cells were counted in a one-in-six series of sections
(300 mm apart) using a Zeiss LSM 510 Meta scanning laser
confocal microscope with a 40� objective (Leica)
throughout the rostral-septal half of the dentate gyrus (from
the rostral most extreme of the hippocampus, at bregma
�2.0 mm, to the caudal end, at bregma �4.3 mm). The
same areas and number of sections were studied for all of
the animals and all of the experimental groups. We
considered as Fluoro-Jadeþ those cells completely filled
with fluorescent marker. We estimated the cell number of
Fluoro-Jadeþ in the dentate gyrus, and expressed it as the
number of positive cells per tissue section. Morphometrical
analysis was performed using ImageJ.

Cell Culture
For immunocytochemistry, primary neurons were cultured
on poly-L-lysineecoated glass slides, and treated with 10
mmol/L oligomeric Ab42 for 48 hours, after which they were
fixed in 4% paraformaldehyde for 1 hour. Then, cells were
incubated with a mouse anti-NPCT (1:500; Novus
Biologicals), and anti-NeuN (1:1000; Millipore). All
primary antibodies were diluted in PB 0.1 mol/L containing
0.5% bovine serum albumin and 0.5% Triton X-100. Sec-
ondary antibodies: as above. DAPI (1:10,000; Sigma) was
used to stain nuclei.

Behavioral Testing

After adaptation to human handling, behavioral tests were
conducted in APP/PS1 and wild-type non-transgenic mice,
treated with anti-NPCT or vehicle pumps, as previously
described.31 The open field was performed in a box with a
50 cm � 50 cm surface area, 38-cm-high walls, and a
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Figure 2 NPCT expression in Alzheimer disease (AD) patients. Microphotogra
munostaining of cells in AD brain sections compared with control human samples
and control samples. Densitometric quantification of the NPCT protein levels in co
Western blot of NPCT levels in hippocampal samples from AD samples. Densitometr
group, and control human group. Data are expressed as means � SEM (B and D).
*P < 0.05, Student’s t-test. Scale bars Z 20 mm (A and C).
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central area with a 25 cm � 25 cm surface. Ambulatory
counts were recorded for a 5-minute period for 3 days.
Values were expressed as total number of entrances and
total time spent in the central area. Ratio was defined as the
time spent in the central area over the total time spent in
both central (c) and peripheral (p) areas: [tc/(tc þ tp)].

In the elevated plus maze test, the time spent in the
different compartments of the maze (open and closed arms),
and the number of entrances into the arms, was measured.
The open/total arm entrances and duration ratios were then
calculated.

Statistical Analysis

Data are expressed as means � SEM. Differences between
groups were analyzed with one-way analysis of variance
followed by Mann-Whitney post hoc test. Post hoc com-
parisons between two groups were performed with Student’s
t-test. All calculations were made using SPSS Qsoftware
version 15.0. Statistical significance was set at P < 0.05.

Results

NPCT Expression in APP/PS1 Mice and AD Patients

We evaluated NPCT expression in the brains of 3- and
12-month-old APP/PS1 mice using immunohistochemical
analysis. We found increased NPCT immunoreactivity
both in cortical (Figure 1A) and hippocampal (Figure 1B)
cells on sections from 12-month-old APP/PS1 mice
compared to age-matched control mice. Further supporting
the immunohistochemical data, Western blot analyses
were performed. Although NPCT levels were significantly
unchanged in cortical samples (Figure 1, C and D), our
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findings indicated increased NPCT expression in hippo-
campus from APP/PS1 mice compared to control mice
(Figure 1, E and F). We also tested NPCT expression in
3-month-old APP/PS1 mice. Although there was a trend
toward increase in the expression of NPCT protein, no
significant changes were detected in either hippocampal or
cortical samples (data not shown). Double-
immunofluorescence assays demonstrated that NPCT
was mainly expressed in neurons (Figure 1G), as
demonstrated using NeuN as a specific neuronal marker.
But we also found NPCT immunolabeling in glial cells,
including astrocytes (Supplemental Figure S1A), and
microglia (Supplemental Figure S1B). Immunoreactivity
of NPCT concentrated around the Abþ plaques was
evident, using double immunostaining, in the cerebral
frontal cortex of APP/PS1 mice (Figure 1H). To exclude
cross-reactivity of NPCT with Ab, we performed an Ab
ELISA assay replacing the capture antibody of ELISA
system, mouse anti-Ab clone 6E10 (Sigma) with an anti-
body against NPCT, mouse anti-NPCT (Novus Bi-
ologicals). We did not find any cross-reactive signal of
NPCT (data not shown).
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We next determined NPCT expression in cerebral
cortex and hippocampus of human tissue (Figure 2).
Levels of NPCT measured by immunohistochemistry and
Western blotting were dramatically enhanced in both
cortical (Figure 2, A and B) and hippocampal (Figure 2 Q,
C and D) samples in AD patients compared with healthy
subjects.
To examine whether Ab modulates NPCT expression in

neuronal cells, primary neuronal cultures were treated with
10 mmol/L oligomeric Ab42 for 48 hours. We observed a
marked increase in NPCT expression induced by Ab42
exposure in cultured neurons (Figure 3A). Quantification of
the NPCT immunoreactivity labeling cultured neurons
confirmed this increased NPCT expression (Figure 3B).
Similar Ab42-induced overexpression of NPCT was also
observed in astrocyte cultures (Supplemental Figure S1C).
As expected,32,33 we found that Ab42 activates NF-kB.

Treatment with oligomeric 10 mmol/L Ab42 resulted in a
significant increase in NF-kB DNA-binding activity in
neuronal cultures 48 hours (Figure 3C) after treatment
addition. This Ab42-induced effect on NF-kB activation was
completely blocked by adding pyrrolidine dithiocarbomate,
Merge
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Figure 3 Amyloid b (Ab)-induced NPCT expression
in neuronal cell cultures. A: Fluorescent photomicro-
graphs of neurons cultured without or with 10 mmol/L
Ab42 for 48 hours. Labeling of NeuN (red), NPCT
(green), and DAPI-stained nuclei (blue). B: Quantifi-
cation shows significantly higher NPCT immunoreac-
tivity in neurons incubated with Ab42. Student’s t-test
was used. C: Ab42 (10 mmol/L) treatment increases NF-
kB DNA-binding activity in neuronal cultures 48 hours,
whereas this effect is blocked by adding 1 mmol/L
pyrrolidine dithiocarbomate (PDTC), a selective in-
hibitor of NF-kB. One-way analysis of variance, fol-
lowed by Mann-Whitney post hoc test, was used.
Representative Western blot (D) and densitometric (E)
quantification shows that the inhibition of NF-kB
pathway with 1 mmol/L PDTC clearly abrogates Ab42-
induced NPCT expression. One-way analysis of vari-
ance, followed by Mann-Whitney post hoc test, was
used. F: Anti-NPCT treatment using several concen-
trations (2.5, 25, and 50 mg/mL) abrogates 10 mmol/L
Ab42-induced decreased cell viability measured 48
hours after treatment in neuronal cell cultures. One-
way analysis of variance, followed by Mann-Whitney
post hoc test, was used. Data are expressed as
means � SEM (BeF). nZ 3 Q41independent experiments
(F). Q42*P < 0.05, **P < 0.01.
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a selective inhibitor of NF-kB (Figure 3C). Using pyrroli-
dine dithiocarbomate, we showed that the inhibition of
NF-kB pathway clearly abrogated the effect of Ab42 on
NPCT expression measured by Western blotting (Figure 3,
D and E). Hence, the results obtained herein suggest that Ab
modulates NPCT expression through NF-kB signaling.
Figure 4 Immunoneutralization of NPCT diminishes microglial activation in 5-m
hippocampal (B) sections of APP/PS1, and wild-type mice. Labeling of Iba1 (red),
higher Iba1 immunoreactivity in APP/PS1 mice. Anti-NPCT treatment significantly
(D) in APP/PS1 mice. Blood levels of IL-1b (E), IL-6 (F), tumor necrosis factor (T
APP/PS1mice compared with control mice, whereas these values are significa
means � SEM (CeH). nZ 6 vehicle-treated and antieNPCT-treated wild-type mice
and B), vehicle-treated APP/PS1 mice (C and D), and APP/PS1 mice (EeH); n Z 8
mice (C and D), and anti-NPCT mice (EeH). *P < 0.05, one-way analysis of varian
WT, wild type.
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Immunoneutralization of NPCT Reduces Ab-Induced
Cytotoxicity in Neuronal Cell Cultures

To investigate whether NPCT was able to regulate Ab-
induced cytotoxicity, we decided to study the influence of
anti-NPCT on the cell death induced by Ab42 exposure. To
onth-old APP/PS1 mice. Fluorescent photomicrographs of cortical (A), and
and DAPI-stained nuclei (blue). C and D: Quantification shows significantly
decreases Iba1 staining in the cerebral cortex (C), but not in hippocampus

Q43NF)-a (G), and macrophage inflammatory protein (MIP)-2 (H) are higher in
ntly reduced 1 month after anti-NPCT treatment. Data are expressed as
(A and B) and control mice (EeH); nZ 7 vehicle-treated APP/PS1 mice (A
antieNPCT-treated wild-type mice (A and B), antieNPCT-treated APP/PS1

Q44ce, followed by Mann-Whitney post hoc test. Scale bars Z 20 mm (A and B).
Q48
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Table 2 Cortical mRNA Expression of Selected Cytokine-Related
Genes Involved in the Inflammatory Response in WT and APP/PS1
Mice Aged 5 Months

Variable WT APP/PS1

Proinflammatory cytokines
Il-1b 1.05 � 0.15 1.09 � 0.12
Hematopoietins
Il-6 1.01 � 0.08 1.14 � 0.11
Il-6st 1.00 � 0.05 0.85 � 0.06

TNF family
TNF-a 1.09 � 0.25 0.90 � 0.21
TNFrsf1a 1.01 � 0.05 0.89 � 0.10

Anti-inflammatory cytokines
IL-10 family
Il-10ra 1.00 � 0.02 0.90 � 0.09
Il-10rb 1.01 � 0.08 0.96 � 0.11

TGF-b family
TGF-b1 1.01 � 0.06 0.97 � 0.14
TGF-b2 1.01 � 0.08 0.97 � 0.12

Data are represented as the means � SEM.
TGF, transforming growth factor; TNF, tumor necrosis factor; WT, wild

type.

Tavares et al

869
870
871
872
873
874
875
876
877
878
879
880
881
882
883
884
885
886
887
888
889
890
891
892
893
894
895
896
897
898
899
900
901
902
903
904
905
906
907
908
909
910
911
912
913
914
915
916
917
918
919
920
921
922
923
924
925
926
927
928
929
930

931
932
933
934
935
936
937
938
939
940
941
942
943
944
945
946
947
948
949
950
951
952
953
954
955
956
957
958
959
960
961
962
963
964
965
966
967
968
969
970
971
972
973
974
975
976
977
978
979
980
981
982
983
984
985
986
987
988
989
990
991
test this hypothesis, anti-NPCT, and Ab42 proteins were
added to primary neuronal cultures, and CCK-8 cytotoxicity
assay was used for determination of cell viability. As we
expected, a significantly reduced cell viability was detected
48 hours after 10 mmol/L Ab42 treatment, whereas this effect
was completely blocked by anti-NPCT treatment using
several concentrations (2.5, 25, and 50 mg/mL) (Figure 3F).

Immunoneutralization of NPCT Protects against
Domoic-Induced Neuronal Loss

Because neuron loss in APP/PS1 mice is modest, and occurs
only in late ages, at approximately 17 months,34 we decided
to investigate potential neuroprotective effects mediated by
NPCT in a good accepted model of neurodegeneration
associated with neuronal death. Thus, we tested whether
administration of anti-NPCT would also block domoic
acideinduced neuronal death. Domoic acid induced marked
neuronal damage (Supplemental Figure S2). In domoic
acidetreated mice, Nissl-stained neurons of the dentate hilus
of the hippocampus were reduced, whereas treatment with
anti-NPCT prevented this lesion-induced neuronal death
(Supplemental Figure S2A). Stereological quantification
revealed that injection of domoic acid in mice resulted in the
loss of >50% of neurons in hippocampal hilus, compared to
control mice (P< 0.05) (Supplemental Figure S2B), whereas
treatment with anti-NPCT significantly prevented lesion-
induced neuronal death (Supplemental Figure S2B).

Immunoneutralization of NPCT Modulates
Inflammatory Responses in APP/PS1 Mice

Activated microglia was visualized via confocal microscopy
using brain sections immunostained with the microglial
marker Iba1 (Figure 4). The overall Iba1 fluorescence in-
tensities were totally in the cerebral cortex (Figure 4, A and
C), or partially decreased in hippocampus (Figure 4, B and
D) in 5-month-old APP/PS1 mice treated with anti-NPCT.

Even when microglial activation was enhanced in these
APP/PS1 mice, quantitative RT-PCR analysis showed
that mRNA expression of selected cytokine-related genes
involved in the inflammatory response did not differ be-
tween wild-type and APP/PS1 mice at the age of 5
months (at the end of experiment) (Table 2). These
findings are in accordance with recent data comparing
wild-type and APP/PS1 mice at different ages, and
showing increased mRNA expression of the assessed
cytokines and mediators in APP/PS1 mice aged 12
months but not at earlier stages when compared with
wild-type littermates.28 The present findings do not rule
out modifications in the expression of mediators at protein
level but merely indicate that mRNA cytokine expression
in wild-type and APP/PS1 mice is a much regulated
mechanism.

Because recent studies have revealed a critical role of NPCT
in the regulation of inflammatory responses in peripheral
8
FLA 5.4.0 DTD � AJPA2403_proo
systems,17,21 and because AD is considered as a systemic
disorder, we evaluated whether NPCT contributes to Ab
neurotoxicity and AD pathology by regulating the systemic
inflammatory response. Plasma levels of IL-1b, IL-6, TNF-a,
and macrophage inflammatory protein-2 increased 18.8-, 3.5-,
2.5-, and 4.2-fold, respectively, in APP/PS1 mice compared
with wild-type control mice (Figure 4, EeH). However, anti-
NPCT treatment decreased the plasma levels of IL-1b, IL-6,
TNF-a, and macrophage inflammatory protein-2 by 81%,
64%,60%, and64%, respectively, inAPP/PS1mice (Figure4).
Immunoneutralization of NPCT Diminishes
Neurodegeneration in APP/PS1 Mice

Although Fluoro-Jade B can be used to label activated
glial cells that are abundant in the brain of these AD
transgenic mice, it is also known as a high-affinity fluo-
rescent marker for the localization of neuronal degenera-
tion during acute neuronal distress. Widespread Fluoro-
Jade Bepositive neurons were detected in the cerebral
cortex (Figure 5A) and in the hippocampus (Figure 5B) of
APP/PS1 mice. Although Fluoro-Jade B staining was
unchanged in cerebral cortex of APP/PS1 mice after anti-
NPCT administration (Figure 5A), we observed that
Fluoro-Jade B labeling in the dentate gyrus of APP/PS1
mice decreased significantly after treatment with anti-
NPCT administration, as compared with vehicle-treated
APP/PS1 mice (Figure 5B). Stereological analysis of
multiple stained sections revealed that the number of
Fluoro-Jade Bepositive neurodegenerative neurons was
significantly reduced in antieNPCT-treated APP/PS1
mice compared with vehicle-treated APP/PS1 mice
(P < 0.05) (Figure 5C).
ajp.amjpathol.org - The American Journal of Pathology
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Figure 5 Immunoneutralization of NPCT diminishes neurodegeneration in APP/PS1 mice.
Photomicrographs show fluorescent Fluoro-Jade B staining in the cerebral cortex (A) and the
hippocampus (B) of APP/PS1 mice, and wild-type mice. C: The histogram shows the number of
Fluoro-Jade Bepositive cells in APP/PS1, and control mice. Stereological analysis reveals a
significant reduction in the number of neurodegenerative cells in the hippocampus after 1
month of anti-NPCT treatment. Data are expressed as means � SEM (C Q45). n Z 6 vehicle-treated
and antieNPCT-treated wild-type mice (A and B) and vehicle-treated and antieNPCT-treated
control mice (C); n Z 7 vehicle-treated APP/PS1 mice (A and B) and vehicle-treated APP/PS1
mice (C); n Z 8 antieNPCT-treated APP/PS1 mice (AeC). *P < 0.05, **P < 0.01, one-way
analysis of variance, followed by Mann-Whitney post hoc test. Scale bars Z 20 mm (A and
B). WT, wild type.
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Immunoneutralization of NPCT Alleviates Behavioral
Impairment in APP/PS1 Mice

To determine whether NPCT affected cognitive, explor-
atory, and anxiety-associated behavior, we examined the
performance of APP/PS1 mice treated with anti-NPCT in
several tests, as previously described.31 In the open field,
where emotional states were able to be examined, vehicle-
treated APP/PS1 mice spent more time in the center area,
suggesting disinhibitory tendency, an anxiety-related
phenotype, a type of emotional disturbance characteristic
of APP/PS1 mice (Figure 6A). However, the behavioral
pattern exhibited in antieNPCT-treated APP/PS1 mice was
similar to that observed in wild-type mice (Figure 6A),
suggesting that immunoneutralization of NPCT might pre-
vent emotional disturbances. Results in the elevated plus
maze, a well-established paradigm to detect both anxiolytic-
and axiogenic-like behavior, are in agreement with this
hypothesis. AntieNPCT-treated APP/PS1 mice spent
significantly less time in the open arms than vehicle-treated
APP/PS1 mice, expressed as entry ratio, and similar to what
was observed in wild-type mice (Figure 6B).
The American Journal of Pathology - ajp.amjpathol.org
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Discussion

Our data suggest that brain amyloidosis is linked to
increased brain expression of NPCT. To our knowledge, this
is the first report of the up-regulation of NPCT in cerebral
cortex and hippocampal samples of AD patients and APP/
PS1 mice. High concentrations of NPCT have been asso-
ciated with inflammation, infection, and sepsis.17,21 The
inflammatory release of NPCT can be induced either
directly, via microbial toxins (eg, endotoxin), or indirectly,
via proinflammatory cytokines such as IL-1b, IL-6, or TNF-
a.35,36 These cytokines play a key role in neuro-
inflammatory processes, and their overproduction in the
central nervous system has been implicated as a key
contributor to pathophysiology progression in AD.37 We
herein reported that NPCT expression was increased in 12-
month-old APP/PS1 mice, whereas it was unchanged in
younger mice. Because cytokines are elevated in APP/PS1
mice aged 12 months but not at earlier stages, and Ab in-
duces up-regulation of IL-1b, IL-6, and TNF-a,38e40 we
hypothesized that Ab was involved in the enhancement
of NPCT expression through stimulation of these
9
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Figure 6 Immunoneutralization of NPCT alleviates behavioral impair-
ment in APP/PS1mice. A:Q46 In the open field, APP/PS1 mice spend more time
in central zone than wild-type (WT) mice, whereas antieNPCT-treated APP/
PS1 mice exhibit similar behavior to that observed in control mice groups.
B: In the elevated plus maze, antieNPCT-treated APP/PS1 mice spend
significantly less time in the open arms than vehicle-treated APP/PS1 mice,
expressed as entry ratio, and similar to what is observed in wild-type mice.
Data are expressed as means � SEM (A and B). n Z 7 (A and B, APP/PS1
mice); nZ 6 (A, WT and control mice); nZ 8 (A and B, antieNPCT-treated
APP/PS1 mice). *P < 0.05, one-way analysis of variance, followed by
Mann-Whitney post hoc test.
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proinflammatory cytokines. The results of our experiments
also suggest that NPCT expression is induced by Ab via
NF-kB activation, an effect and signaling pathway similar to
that observed in the modulation of proinflammatory cyto-
kines. In agreement with previous data,32,33,41 we found that
Ab42 activates NF-kB pathway modulating downstream
cytokine production. Although the precise mechanism
involved in Ab-induced NPCT modulation is not
completely understood, our findings suggest that selective
inhibition of NF-kB pathway suppressed Ab42-induced up-
regulation of NPCT.
10
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Recent research indicates that NPCT is actively involved
in the systemic inflammatory response. It has been shown
that NPCT-induced cytokine production is mediated by
NF-kB activation42 and that immunoneutralization of
endogenous NPCT with antibodies that are reactive to
NPCT significantly improves survival in two different
models of lethal sepsis via inhibition of NF-kB activation
and cytokine production.17,21 Our results indicate that
treatment with anti-NPCT prevents cytokine production and
attenuated Ab-induced cytotoxicity. These findings suggest
that the NPCT-mediated neuroprotective effect against AD
appears to be associated, at least in part, with blocking
NF-kB activation and likely with down-regulating cytokine
expression. Although clinical evidence linking the risk of
developing AD and systemic inflammation is still limited
and controversial,9 some observational studies have shown
that elevated concentrations of peripheral inflammatory
markers are associated with increased risk of overall de-
mentia,10,11,43 suggesting a positive correlation between
systemic inflammation and neurodegeneration. Moreover,
increased serum proinflammatory cytokines, including IL-6,
and TNF-a, are associated with AD and its cognitive
deterioration.5

Neuroinflammation has been implicated in Ab-induced
neuronal death,44,45 although its precise role in the devel-
opment and progression of AD is not completely clear. Ab
is a potent and direct neurotoxic agent, and it induces a
cascade of cellular mechanisms, including up-regulation of
inflammatory cytokines that may play an important role in
neuronal death. Multiple preclinical and clinical studies
support the causative role of Ab in the pathogenesis of
AD.46 Consequently, Ab leads to neurodegeneration and
progressive loss of neurons in specific brain regions, some
of them involved in cognitive functions, such as hippo-
campus. In this study, we found neuroprotective effects
against Ab-induced toxicity after immunoneutralization
with anti-NPCT. We also used domoic acideinduced
excitotoxic damage as a model of experimental neuro-
degeneration23,29 to investigate whether anti-NPCT treat-
ment offers protection against other types of neuronal
insults. Excitotoxicity contributes to a variety of disorders in
the central nervous system, with the subsequent degenera-
tion of selective populations of neurons in the brain, and
associated with cytokines and other inflammatory molecules
secreted by activated glia cells. Some studies have shown
that peripheral or central administration of domoic acid in-
duces hippocampal-derived seizures and extensive neuronal
damage to hippocampal neurons.47,48 Our present findings
suggest that down-regulating NPCT protects hippocampal
neurons against domoic acidemediated excitotoxicity,
probably down-regulating inflammatory cytokine secretion,
opening new potential applications in other neurodegener-
ative disorders.
Noncognitive symptoms, such as agitation, aggression,

depression, and psychosis, in addition to progressive
cognitive deterioration, are often observed in demented
ajp.amjpathol.org - The American Journal of Pathology
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patients, including those with AD. These neuropsycho-
logical symptoms often exhibit sudden onset and are
triggered by an acute change in the patient’s physical
condition, such as infection,5 suggesting that inflamma-
tion may play an important role in the pathogenesis
underlying these dementia-associated behavioral distur-
bances. More important, severe neuropsychological
symptoms triggered by peripheral infection can develop
without signs of sepsis.49 On the basis of these reports, it
has been hypothesized that systemic infections may
contribute to the pathogenesis or pathophysiology of AD,
and pathogen-induced chronic infection should be
considered a risk factor for sporadic AD.50 In addition, we
agree with the idea that early intervention against infec-
tion may delay or even prevent the future development
of AD.

In animal models of neurodegeneration, systemic
inflammation results in the development of sickness
behavior and neuronal cell loss.51 In our study, APP/PS1
mice displayed significantly greater exploratory rearing,
suggesting anxiety, one of the main characteristic symptoms
in AD. However, treatment with anti-NPCT seemed to
prevent emotional disturbances in transgenic AD mice. Our
study supports the hypothesis that there is a clear cause-and-
effect relationship between activated systemic inflammation
and the development of neuropsychiatric symptoms in AD,
although a mechanistic explanation for the relationship has
not been completely formulated (Supplemental Figure S3).
The present study has shown increased expression of NPCT
in AD brain of mouse models and patients. In addition, this
Ab-induced NPCT stimulation has been described in
neuronal cells, and involved the activation of the NF-kB
pathway. Immunoneutralization of NPCT significantly
attenuated the Ab-induced cytotoxicity, with a significantly
increased survival rate in neuronal cultures, but also an
important reduction in hippocampal neurodegeneration, and
behavioral impairments in APP/PS1 mice. The beneficial
effect of anti-NPCT treatment in these transgenic mice also
involved inhibition of peripheral proinflammatory cytokine
production. Recently, the significance of systemic inflam-
mation in the etiology of AD has become so prevalent that
Krstic and Knuesel coined the term inflammation hypothesis
of AD.52 Briefly, they hypothesize that chronic inflamma-
tion dysregulates the mechanism for clearing misfolded or
damaged neuronal proteins in aging brains that lead to
accumulation of APP and synaptic dysfunction. Concomi-
tantly, chronic inflammation also primes microglia to a
hyperreactive state that impairs dystrophic neurite clearance,
which, in turn, generates a neurotoxic proinflammatory
environment that affects neighboring neurons. Elevated
levels of inflammatory proteins, notably C-reactive protein
and IL-6, have been reported in the plasma of AD patients 5
years before the clinical onset of dementia as compared with
age-matched individuals.53 We support the hypothesis by
which early-life or life-long systemic inflammation may
trigger microglia priming in the central nervous system.11
The American Journal of Pathology - ajp.amjpathol.org
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Later in life, the primed microglia may become hypersen-
sitive, maintain a prolonged activation state, and produce
elevated levels of inflammatory mediators that may poten-
tially exacerbate AD neuropathology and promote neuro-
degeneration. Thus, in our experimental model using
5-month-old APP/PS1, early up-regulation of proin-
flammatory cytokines is first detected in blood, when brain
cytokine release from microglial reactivity has yet to begin,
as proposed by Heneka et al,11 suggesting that microglial
cells in the brain may be exacerbated by systemic
inflammation.

In summary, our results suggest that anti-NPCT immu-
notherapy ameliorates behavioral deficits, and reduces in-
flammatory responses and cell death in the brain. Taken
together, these findings demonstrate, for the first time, that
anti-NPCT may have the potential for attenuating Ab-
induced cognitive deficits by reducing inflammatory re-
sponses and neurodegeneration, which may add to new
evidence for anti-inflammatory properties of anti-NPCT in
AD treatment.
Acknowledgments

We thank Rosario Maldonado for technical assistance.
E.T. and E.C. designed the experiments and wrote the

manuscript. D.A. executed biochemical and behavioral ex-
periments. I.L.-G. executed quantitative RT-PCR assays.
I.F. and F.J.M. assisted in data analysis and discussion. All
authors actively reviewed and edited the manuscript.
QSupplemental Data

Supplemental Qmaterial for this article can be found at
http://dx.doi.org/10.1016/j.ajpath.2016.06.006.
References Q

1. Thies W, Bleiler L: Alzheimer’s disease facts and figures. Alzheimers
Dement 2011, 7:208e244

2. Hardy J, Selkoe DJ: The amyloid hypothesis of Alzheimer’s disease:
progress and problems on the road to therapeutics. Science 2002, 297:
353e356

3. Iqbal K, Grundke-Iqbal I: Discoveries of tau, abnormally hyper-
phosphorylated tau and others of neurofibrillary degeneration: a
personal historical perspective. J Alzheimers Dis 2006, 9:219e242

4. Akiyama H, Barger S, Barnum S, Bradt B, Bauer J, Cole GM, et al:
Inflammation and Alzheimer’s disease. Neurobiol Aging 2000, 21:
383e421

5. Holmes C, Butchart J: Systemic inflammation and Alzheimer’s dis-
ease. Biochem Soc Trans 2011, 39:898e901

6. Dunn N, Mullee M, Perry VH, Holmes C: Association between de-
mentia and infectious disease: evidence from a case-control study.
Alzheimer Dis Assoc Disord 2005, 19:91e94

7. Lopez Gonzalez I, Garcia-Esparcia P, Llorens F, Ferrer I: Genetic and
transcriptomic profiles of inflammation in neurodegenerative dis-
eases: Alzheimer, Parkinson, Creutzfeldt-Jakob and Tauopathies. Int J
Mol Sci 2016, 17:206
11

1364

4 August 2016 � 6:38 pm � EO: AJP16_0057

http://dx.doi.org/10.1016/j.ajpath.2016.06.006
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref1
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref1
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref1
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref2
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref2
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref2
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref2
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref3
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref3
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref3
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref3
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref4
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref4
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref4
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref4
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref5
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref5
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref5
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref6
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref6
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref6
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref6
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref7
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref7
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref7
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref7
http://ajp.amjpathol.org


Tavares et al

1365
1366
1367
1368
1369
1370
1371
1372
1373
1374
1375
1376
1377
1378
1379
1380
1381
1382
1383
1384
1385
1386
1387
1388
1389
1390
1391
1392
1393
1394
1395
1396
1397
1398
1399
1400
1401
1402
1403
1404
1405
1406
1407
1408
1409
1410
1411
1412
1413
1414
1415
1416
1417
1418
1419
1420
1421
1422
1423
1424
1425
1426

1427
1428
1429
1430
1431
1432
1433
1434
1435
1436
1437
1438
1439
1440
1441
1442
1443
1444
1445
1446
1447
1448
1449
1450
1451
1452
1453
1454
1455
1456
1457
1458
1459
1460
1461
1462
1463
1464
1465
1466
1467
1468
1469
1470
1471
1472
1473
1474
1475
1476
1477
1478
1479
1480
1481
1482
1483
1484
1485
1486
1487
8. Mawanda F, Wallace R: Can infections cause Alzheimer’s disease?
Epidemiol Rev 2013, 35:161e180

9. Sundelof J, Kilander L, Helmersson J, Larsson A, Ronnemaa E,
Degerman-Gunnarsson M, Basun H, Lannfelt L, Basu S: Systemic
inflammation and the risk of Alzheimer’s disease and dementia: a
prospective population-based study. J Alzheimers Dis 2009, 18:
79e87

10. Koyama A, O’Brien J, Weuve J, Blacker D, Metti AL, Yaffe K: The
role of peripheral inflammatory markers in dementia and Alzheimer’s
disease: a meta-analysis. J Gerontol A Biol Sci Med Sci 2013, 68:
433e440

11. Heneka MT, Kummer MP, Latz E: Innate immune activation in
neurodegenerative disease. Nat Rev Immunol 2014, 14:463e477

12. Holmes C, Cunningham C, Zotova E, Woolford J, Dean C, Kerr S,
Culliford D, Perry VH: Systemic inflammation and disease progres-
sion in Alzheimer disease. Neurology 2009, 73:768e774

13. Burns DM, Birnbaum RS, Roos BA: A neuroendocrine peptide
derived from the amino-terminal half of rat procalcitonin. Mol
Endocrinol 1989, 3:140e147

14. Tavares E, Maldonado R, Miñano FJ: N-procalcitonin: central effects
on feeding and energy homeostasis in rats. Endocrinology 2007, 148:
1891e1901

15. Ojeda ML, Ambrosiani J, Maldonado R, Tavares E, Miñano FJ:
Identification and localization of procalcitonin-like immunoreactivity
in the rat hypothalamus. Neurosci Lett 2006, 408:40e45

16. Tavares E, Maldonado R, Ojeda ML, Miñano FJ: Circulating in-
flammatory mediators during start of fever in differential diagnosis of
gram-negative and gram-positive infections in leukopenic rats. Clin
Diagn Lab Immunol 2005, 12:1085e1093

17. Tavares E, Maldonado R, Miñano FJ: Immunoneutralization of
endogenous aminoprocalcitonin attenuates sepsis-induced acute lung
injury and mortality in rats. Am J Pathol 2014, 184:3069e3083

18. Tavares E, Maldonado R, Miñano FJ: Aminoprocalcitonin-mediated
suppression of feeding involves the hypothalamic melanocortin sys-
tem. Am J Physiol Endocrinol Metab 2013, 304:E1251eE1262

19. Tavares E, Maldonado R, Garcia-Martinez A, Miñano FJ: Central
administration of aminoprocalcitonin inhibits food intake and stim-
ulates the hypothalamic-pituitary-adrenal axis in rats via the
corticotrophin-releasing factor system. J Neuroendocrinol 2012, 24:
1040e1054

20. Tavares E, Miñano FJ: Procalcitonin N-terminal peptide causes
catabolic effects via the hypothalamus and prostaglandin-dependent
pathways. Neuroendocrinology 2008, 88:316e326

21. Tavares E, Miñano FJ: Immunoneutralization of the amino-
procalcitonin peptide of procalcitonin protects rats from lethal
endotoxaemia: neuroendocrine and systemic studies. Clin Sci (Lond)
2010, 119:519e534

22. Ghosh S, May MJ, Kopp EB: NF-kappa B and Rel proteins: evolu-
tionarily conserved mediators of immune responses. Annu Rev
Immunol 1998, 16:225e260

23. Carro E, Trejo JL, Busiguina S, Torres-Aleman I: Circulating
insulin-like growth factor I mediates the protective effects of physical
exercise against brain insults of different etiology and anatomy. J
Neurosci 2001, 21:5678e5684

24. Alvira-Botero X, Perez-Gonzalez R, Spuch C, Vargas T,
Antequera D, Garzon M, Bermejo-Pareja F, Carro E: Megalin in-
teracts with APP and the intracellular adapter protein FE65 in neu-
rons. Mol Cell Neurosci 2010, 45:306e315

25. Dietrich MO, Spuch C, Antequera D, Rodal I, de Yebenes JG,
Molina JA, Bermejo F, Carro E: Megalin mediates the transport of
leptin across the blood-CSF barrier. Neurobiol Aging 2008, 29:
902e912

26. Carro E, Trejo JL, Gomez-Isla T, LeRoith D, Torres-Aleman I: Serum
insulin-like growth factor I regulates brain amyloid-beta levels. Nat
Med 2002, 8:1390e1397

27. Crisostomo PR, Wang Y, Markel TA, Wang M, Lahm T,
Meldrum DR: Human mesenchymal stem cells stimulated by TNF-
12
FLA 5.4.0 DTD � AJPA2403_proo
alpha, LPS, or hypoxia produce growth factors by an NF kappa B-
but not JNK-dependent mechanism. Am J Physiol Cell Physiol 2008,
294:C675eC682

28. Lopez-Gonzalez I, Schluter A, Aso E, Garcia-Esparcia P,
Ansoleaga B, LLorens F, Carmona M, Moreno J, Fuso A, Portero-
Otin M, Pamplona R, Pujol A, Ferrer I: Neuroinflammatory signals in
Alzheimer disease and APP/PS1 transgenic mice: correlations with
plaques, tangles, and oligomeric species. J Neuropathol Exp Neurol
2015, 74:319e344

29. Antequera D, Bolos M, Spuch C, Pascual C, Ferrer I, Fernandez-
Bachiller MI, Rodriguez-Franco MI, Carro E: Effects of a tacrine-8-
hydroxyquinoline hybrid (IQM-622) on Abeta accumulation and cell
death: involvement in hippocampal neuronal loss in Alzheimer’s
disease. Neurobiol Dis 2013, 46:682e691

30. Perez-Gonzalez R, Antequera D, Vargas T, Spuch C, Bolos M,
Carro E: Leptin induces proliferation of neuronal progenitors and
neuroprotection in a mouse model of Alzheimer’s disease. J Alz-
heimers Dis 2011, 24(Suppl 2):17e25

31. Spuch C, Antequera D, Portero A, Orive G, Hernandez RM,
Molina JA, Bermejo-Pareja F, Pedraz JL, Carro E: The effect of
encapsulated VEGF-secreting cells on brain amyloid load and
behavioral impairment in a mouse model of Alzheimer’s disease.
Biomaterials 2010, 31:5608e5618

32. Kuner P, Schubenel R, Hertel C: Beta-amyloid binds to p57NTR and
activates NFkappaB in human neuroblastoma cells. J Neurosci Res
1998, 54:798e804

33. Delgado M, Varela N, Gonzalez-Rey E: Vasoactive intestinal
peptide protects against beta-amyloid-induced neurodegeneration by
inhibiting microglia activation at multiple levels. Glia 2008, 56:
1091e1103

34. Rupp NJ, Wegenast-Braun BM, Radde R, Calhoun ME, Jucker M:
Early onset amyloid lesions lead to severe neuritic abnormalities and
local, but not global neuron loss in APPPS1 transgenic mice. Neu-
robiol Aging 2011, 32:2324.e1e2324.e6

35. Oberhoffer M, Stonans I, Russwurm S, Stonane E, Vogelsang H,
Junker U, Jager L, Reinhart K: Procalcitonin expression in human
peripheral blood mononuclear cells and its modulation by lipopoly-
saccharides and sepsis-related cytokines in vitro. J Lab Clin Med
1999, 134:49e55

36. Linscheid P, Seboek D, Schaer DJ, Zulewski H, Keller U, Muller B:
Expression and secretion of procalcitonin and calcitonin gene-related
peptide by adherent monocytes and by macrophage-activated adipo-
cytes. Crit Care Med 2004, 32:1715e1721

37. Bachstetter AD, Norris CM, Sompol P, Wilcock DM, Goulding D,
Neltner JH, St Clair D, Watterson DM, Van Eldik LJ: Early stage
drug treatment that normalizes proinflammatory cytokine production
attenuates synaptic dysfunction in a mouse model that exhibits age-
dependent progression of Alzheimer’s disease-related pathology. J
Neurosci 2012, 32:10201e10210

38. McGeer PL, McGeer EG: NSAIDs and Alzheimer disease: epide-
miological, animal model and clinical studies. Neurobiol Aging 2007,
28:639e647

39. McGeer PL, Rogers J, McGeer EG: Inflammation, anti-inflammatory
agents and Alzheimer disease: the last 12 years. J Alzheimers Dis
2006, 9:271e276

40. Jin JJ, Kim HD, Maxwell JA, Li L, Fukuchi K: Toll-like receptor 4-
dependent upregulation of cytokines in a transgenic mouse model of
Alzheimer’s disease. J Neuroinflammation 2008, 5:23e33

41. Couch Y, Alvarez-Erviti L, Sibson NR, Wood MJ, Anthony DC: The
acute inflammatory response to intranigral alpha-synuclein differs
significantly from intranigral lipopolysaccharide and is exacerbated
by peripheral inflammation. J Neuroinflammation 2011, 8:166e180

42. Murakami K, Suzuki C, Fujii A, Kobayashi F, Nakano A,
Kamizono A: Intravenous immunoglobulin preparation prevents the
production of pro-inflammatory cytokines by modulating NFkappaB
and MAPKs pathways in the human monocytic THP-1 cells stimu-
lated with procalcitonin. Inflamm Res 2014, 63:711e718
ajp.amjpathol.org - The American Journal of Pathology

1488

f � 4 August 2016 � 6:38 pm � EO: AJP16_0057

http://refhub.elsevier.com/S0002-9440(16)30230-9/sref8
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref8
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref8
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref9
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref10
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref10
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref10
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref10
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref10
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref11
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref11
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref11
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref12
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref12
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref12
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref12
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref13
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref13
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref13
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref13
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref14
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref14
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref14
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref14
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref15
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref15
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref15
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref15
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref16
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref16
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref16
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref16
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref16
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref17
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref17
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref17
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref17
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref18
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref18
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref18
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref18
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref19
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref20
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref20
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref20
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref20
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref21
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref21
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref21
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref21
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref21
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref22
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref22
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref22
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref22
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref23
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref23
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref23
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref23
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref23
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref24
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref24
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref24
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref24
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref24
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref25
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref25
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref25
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref25
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref25
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref26
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref26
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref26
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref26
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref27
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref28
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref29
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref30
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref30
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref30
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref30
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref30
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref31
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref32
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref32
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref32
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref32
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref33
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref33
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref33
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref33
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref33
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref34
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref34
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref34
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref34
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref34
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref35
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref36
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref36
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref36
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref36
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref36
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref37
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref38
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref38
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref38
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref38
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref39
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref39
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref39
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref39
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref40
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref40
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref40
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref40
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref41
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref41
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref41
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref41
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref41
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref42
http://ajp.amjpathol.org


Neuroprotection by Aminoprocalcitonin

1489
1490
1491
1492
1493
1494
1495
1496
1497
1498
1499
1500
1501
1502
1503
1504
1505
1506
1507
1508
1509
1510
1511
1512
1513
1514
1515
1516
1517
1518
1519
1520
1521
1522
1523
1524
1525
1526
1527
1528
1529
1530
1531
1532
1533
1534
1535
1536
1537
1538
1539
1540
1541
1542
1543
1544
1545
1546
1547
1548
1549
1550

1551
1552
1553
1554
1555
1556
1557
1558
1559
1560
1561
1562
1563
1564
1565
1566
43. Takeda S, Sato N, Morishita R: Systemic inflammation, blood-brain
barrier vulnerability and cognitive/non-cognitive symptoms in Alz-
heimer disease: relevance to pathogenesis and therapy. Front Aging
Neurosci 2014, 6:171

44. Bornemann KD, Wiederhold KH, Pauli C, Ermini F, Stalder M,
Schnell L, Sommer B, Jucker M, Staufenbiel M: Abeta-induced in-
flammatory processes in microglia cells of APP23 transgenic mice.
Am J Pathol 2001, 158:63e73

45. Matsuoka Y, Picciano M, Malester B, LaFrancois J, Zehr C,
Daeschner JM, Olschowka JA, Fonseca MI, O’Banion MK,
Tenner AJ, Lemere CA, Duff K: Inflammatory responses to
amyloidosis in a transgenic mouse model of Alzheimer’s disease. Am
J Pathol 2001, 158:1345e1354

46. Selkoe DJ, Schenk D: Alzheimer’s disease: molecular understanding
predicts amyloid-based therapeutics. Annu Rev Pharmacol Toxicol
2003, 43:545e584

47. Ben-Ari Y, Cossart R: Kainate, a double agent that generates seizures:
two decades of progress. Trends Neurosci 2000, 23:580e587
The American Journal of Pathology - ajp.amjpathol.org
FLA 5.4.0 DTD � AJPA2403_proof �
48. Ananth C, Sopalakrishnakone P, Kaur C: Protective role of melatonin
in domoic acid-induced neuronal damage in the hippocampus of adult
rats. Hippocampus 2003, 13:375e387

49. Ebersoldt M, Sharshar T, Annane D: Sepsis-associated delirium.
Intensive Care Med 2007, 33:941e950

50. Honjo K, van Reekum R, Verhoeff NP: Alzheimer’s disease and
infection: do infectious agents contribute to progression of Alz-
heimer’s disease? Alzheimers Dement 2009, 5:348e360

51. Cunningham O, Campion S, Perry VH, Murray C, Sidenius N,
Docagne F, Cunningham C: Microglia and the urokinase plasmin-
ogen activator receptor/uPA system in innate brain inflammation. Glia
2009, 57:1802e1814

52. Krstic D, Knuesel I: Deciphering the mechanism underlying late-
onset Alzheimer disease. Nat Rev Neurol 2013, 9:25e34

53. Engelhart MJ, Geerlings MI, Meijer J, Kiliaan A, Ruitenberg A, van
Swieten JC, Stijnen T, Hofman A, Witteman JC, Breteler MM: In-
flammatory proteins in plasma and the risk of dementia: the Rotter-
dam study. Arch Neurol 2004, 61:668e672
13

1567
1568
1569
1570
1571
1572
1573
1574
1575
1576
1577
1578
1579
1580
1581
1582
1583
1584
1585
1586
1587
1588
1589
1590
1591
1592
1593
1594
1595
1596
1597
1598
1599
1600
1601
1602
1603
1604
1605
1606
1607
1608
1609
1610
1611
1612

4 August 2016 � 6:38 pm � EO: AJP16_0057

http://refhub.elsevier.com/S0002-9440(16)30230-9/sref43
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref43
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref43
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref43
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref44
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref44
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref44
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref44
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref44
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref45
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref46
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref46
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref46
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref46
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref47
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref47
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref47
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref48
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref48
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref48
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref48
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref49
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref49
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref49
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref50
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref50
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref50
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref50
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref51
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref51
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref51
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref51
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref51
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref52
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref52
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref52
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref53
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref53
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref53
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref53
http://refhub.elsevier.com/S0002-9440(16)30230-9/sref53
http://ajp.amjpathol.org


1613
1614
1615
1616
1617
1618
1619
1620
1621
1622
1623
1624
1625
1626
1627
1628
1629
1630
1631
1632
1633
1634
1635
1636
1637
1638
1639
1640
1641
1642
1643
1644
1645
1646
1647
1648
1649
1650
1651
1652
1653
1654
1655
1656
1657
1658
1659
1660
1661
1662
1663
1664
1665
1666
1667
1668
1669
1670
1671
1672
1673
1674
1675
1676
1677
1678
1679
1680

1681
1682
1683
1684
1685
1686
1687
1688
1689
1690
1691
1692
1693
1694
Supplemental Figure S1 NPCT expression in glial cells. Confocal images showing the colocalization of NPCTþ (green) with glial fibrillary acidic protein
(GFAP)þ (red) astrocytes (A), and Iba 1þ (red) in microglia (B). C: Fluorescent photomicrographs of astrocytes cultured without or with 10 mmol/L Ab42 for 48
hours. Labeling of GFAP (red), NPCT (green), and DAPI-stained nuclei (blue). Scale bars Z 20 mm (A and B).

Supplemental Figure S2 Immunoneutralization of NPCT protects against domoic-induced neuronal loss. A: Representative Nissl-stained sections of the
hippocampal dentate hilus from corresponding experimental groups. B: Stereological quantification reveals that mice injected with domoic acid show a
significant decrease of Nissl-stained cells, whereas 1 month after treatment with anti-NPCT counteracts this negative effect. Data are expressed as
means � SEM (). n Z 6 to 8 animals per group (A); n Z 6 mice injected with domoic acid (B); n Z 8 mice treated with anti-NPCT (B). *P < 0.05, one-way
analysis of variance, followed by Mann-Whitney post hoc test. Scale bars Z 20 mm. DG, dentate gyrus.

Supplemental Figure S3 Proposed neuropathological schematic pathways. Cerebral accumulation of amyloid plaques leads to neurodegeneration in the
Alzheimer disease (AD) brain, which causes progressive cognitive dysfunction. These symptoms can be triggered by peripheral infection or inflammation,
suggesting an important contribution of peripheral inflammation. Brain amyloid-b (Ab) up-regulates NPCT expression to induce proinflammatory cytokines,
detected in both brain and peripheral environment. TNF, tumor necrosis factor.
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