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Abstract

Background: Inflammation may be involved in the pathogenesis of Alzheimer’s disease (AD). There has been little
success with anti-inflammatory drugs in AD, while the promise of anti-inflammatory treatment is more evident in
experimental models. A new anti-inflammatory strategy requires a better understanding of molecular mechanisms.
Among the plethora of signaling pathways activated by b-amyloid (Ab) peptides, the nuclear factor-kappa B
(NF-�B) pathway could be an interesting target. In virus-infected cells, double-stranded RNA-dependent protein
kinase (PKR) controls the NF-�B signaling pathway. It is well-known that PKR is activated in AD. This led us to study
the effect of a specific inhibitor of PKR on the Ab42-induced inflammatory response in primary mixed murine
co-cultures, allowing interactions between neurons, astrocytes and microglia.

Methods: Primary mixed murine co-cultures were prepared in three steps: a primary culture of astrocytes and
microglia for 14 days, then a primary culture of neurons and astrocytes which were cultured with microglia purified
from the first culture. Before exposure to Ab neurotoxicity (72 h), co-cultures were treated with compound C16, a
specific inhibitor of PKR. Levels of tumor necrosis factor-a (TNFa), interleukin (IL)-1b, and IL-6 were assessed by
ELISA. Levels of PT451-PKR and activation of I�B, NF-�B and caspase-3 were assessed by western blotting. Apoptosis
was also followed using annexin V-FITC immunostaining kit. Subcellular distribution of PT451-PKR was assessed by
confocal immunofluorescence and morphological structure of cells by scanning electron microscopy. Data were
analysed using one-way ANOVA followed by a Newman-Keuls’ post hoc test

Results: In these co-cultures, PKR inhibition prevented Ab42-induced activation of I�B and NF-�B, strongly
decreased production and release of tumor necrosis factor (TNFa) and interleukin (IL)-1b, and limited apoptosis.

Conclusion: In spite of the complexity of the innate immune response, PKR inhibition could be an interesting
anti-inflammatory strategy in AD.

Background
One hundred years ago, Fisher [1] proposed that the
deposition of a foreign substance in the human cortex of
patients with Alzheimer’s disease (AD), later identified as
fibrillated amyloid-b peptide (Ab), could induce a local
inflammatory reaction associated with regenerative
changes in the surrounding neurons. The innate immune

response in AD is marked by the production of various
complement components (C1q, C3, C5) and formation of
the terminal membrane attack complex, resulting in
attraction and activation of microglia and astrocytes
[2-6]. Both microglia and astrocytes produce multiple
pro-inflammatory factors, including cytokines (tumor
necrosis factor-a (TNFa), interleukin (IL)-1, and IL-6),
chemokines (CC- and CXC-chemokine ligands such as
CCL2, 3, and 5; and CXCL10), reactive oxygen species,
and cyclooxygenase 2 (COX2); and express various com-
plement receptors [7,8]. This inflammatory response

* Correspondence: guylene.page@univ-poitiers.fr
1Research Group on Brain Aging, GReViC EA 3808, 6 rue de la Milétrie BP
199, 86034 Poitiers Cedex, France
Full list of author information is available at the end of the article

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

JOURNAL OF 
NEUROINFLAMMATION

© 2011 Couturier et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative
Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.

mailto:guylene.page@univ-poitiers.fr
http://creativecommons.org/licenses/by/2.0


aims to enhance the clearance of Ab by the phagocytic
role of both microglia and astrocytes. Although activation
of the complement system or a lipopolysaccharide (LPS)
treatment in amyloid precursor protein (APP) transgenic
mice increases phagocytosis of Ab and might limit
pathology by activating immune responses [8,9], the ben-
eficial role of inflammation in AD does not seem to be
sufficient to halt or reverse the disease. It fails to slow
progression of the major histopathological hallmarks
(amyloid plaques and neurofibrillar tangles) and cognitive
impairment. The innate immunity system might be neu-
roprotective as far as phagocytosis is elicited, but later in
the disease proinflammatory responses could turn the
innate immunity into the driving force in AD
pathogenesis.
Increasing evidence suggests that inflammation signifi-

cantly contributes to the pathogenesis of AD. It is
known that Ab oligomers and fibrils, as danger-asso-
ciated molecular patterns (DAMPs), can interact with
different pattern recognition receptors (PRRs) such as
scavenger receptors, toll-like receptors (TLRs), and the
receptor for advanced glycation end products (RAGE) in
both glial cells and neurons [10,11]. PRRs can trigger
phagocytic uptake of Ab but also can induce proinflam-
matory signaling pathways such as I�B kinase (IKK), Jun
kinase (JNK) p38 and glycogen synthase kinase 3b
(GSK-3b) [10].
Many cytokines such as TNFa and IL-1b, and chemo-

kine signaling (CXCR2 signaling) can promote Ab pro-
duction by modulating g-secretase activity in neurons
[12,13]. Some studies have also demonstrated that IL-1b
induces phosphorylation of tau protein and triggers for-
mation of paired-helical filaments (PHFs) which aggre-
gate into neurofibrillary tangles [14,15]. Inflammation in
AD could also trigger functional impairment since
inflammatory molecules such as TNFa, IL-1 and IL-6
are able to suppress hippocampal long term potentiation
[16,17]. Furthermore, many studies have shown a signifi-
cant increase of various inflammatory mediators in
plasma and in peripheral blood mononuclear cells
(PBMCs) of patients with AD compared to age-matched
controls [18,19].
In addition, many prospective epidemiological studies

have indicated that non-steroidal anti-inflammatory
drugs (NSAIDS) might delay the onset and the progres-
sion of AD [20]. However, clinical trials with COX-2
inhibitors have yielded negative results, and the rele-
vance of specific COX inhibitors and other NSAIDS has
become more and more questionable [21]. There are
many reasons to explain the failure of these trials: tim-
ing of treatment, dosing, and the specificities of admini-
strated NSAIDS are the most frequently cited. A recent
small, open-label pilot study suggested that inhibition of
the inflammatory cytokine TNF-a with perispinal

administration of etanercept, a potent anti-TNF fusion
protein, might lead to sustained cognitive improvement
in patients with mild, moderate, or severe AD [22].
These results need to be confirmed.
The cellular and molecular components of the innate

inflammatory response associated with slowly progres-
sive degenerative disease are not clearly identified. In
this response, Ab could involve different PRRs, activat-
ing protein kinases such as IKKs which trigger proin-
flammatory responses via nuclear factor-kappa B (NF-
�B), known as the major transcriptional factor of a wide
range of cytokines, that could in turn maintain NF-�B
activation and establish a positive autoregulatory loop
that could amplify the inflammatory response and
increase the duration of chronic inflammation [23]. The
modulation of NF-�B activation in AD may be a neuro-
protective strategy. A recent study revealed that an inhi-
bitor of NF-�B ameliorates astrogliosis but has no effect
on amyloid burden in APPswePS1dE9 [24], probably
due to late timing of the treatment after the beginning
of amyloid deposits. The IKK/NF-�B signaling pathway
is under the control of other kinases, in particular the
double-stranded RNA-dependent protein kinase (PKR),
well described in AD and associated with degenerating
neurons and cognitive decline [12,25-30]. Indeed, in stu-
dies using different virus-infected cells, it has been
shown that PKR can phosphorylate IKK, which phos-
phorylates I�B, leading to disruption of the cytosolic I�B-
NF-�B complex. This allows NF-�B to translocate from
the cytoplasm to the nucleus, where it binds to its speci-
fic sequences of DNA called response elements of the
target genes, including those involved in the immune
response (IL-2), inflammatory response (TNFa, IL-1, IL-
6), cell adhesion (I-CAM, V-CAM, E-selectin) cell growth
(p53, Ras, and c-Myc) and apoptosis (TNF receptor-asso-
ciated factor 1 and 2) [31-33]. Furthermore, it has been
shown that TNF-induced NF-�B activation, IKK activa-
tion, I�Ba phosphorylation, I�Ba degradation and NF-
�B reporter gene transcription are all suppressed in PKR
gene-deleted fibroblasts, underlining the fact that NF-�B
is a downstream target of PKR [34].
The aim of the present study was to determine

whether PKR can control activation of the NF-�B path-
way and cytokine production (TNF, IL-1b, and IL-6) in
primary mouse co-cultures that contain the three main
cellular actors in brain: neurons, astrocytes and micro-
glia. While neurons are traditionally passive bystanders
in neuroinflammation, they are able to produce inflam-
matory mediators such as IL-1b, IL-6, TNFa [15,35,36].
Although this integrated in vitro model does not corre-
spond exactly to the brain environment, it includes the
major cell types of brain and maintains the interactions
between these three cellular actors which could modu-
late the inflammatory response of each one.
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For this purpose, before exposure to Ab neurotoxicity,
co-cultures were treated with compound C16, a specific
inhibitor of PKR [37]. Analysis of results shows that
inhibition of PKR prevents activation of NF-�B, asso-
ciated with a strong decrease in production and release
of TNFa and IL-1b, and limited apoptosis. Keeping in
mind the complexity of the innate immune response,
inhibition of PKR could be an interesting strategy to res-
cue the inflammatory process in AD.

Methods
Chemical products
Sodium fluoride (NaF), phenylmethylsulfonyl fluoride
(PMSF), protease and phosphatase inhibitor cocktails,
dithiothreitol (DTT), 0.01% poly-L-lysine solution, Per-
coll®, sterile filtered dimethylsulfoxide Hybri-Max®

(DMSO), Triton X-100, paraformaldehyde (PFA), annex-
inV-fluorescein isothiocyanate (FITC) apoptosis detec-
tion kit and all reagent-grade chemicals for buffers were
purchased from Sigma (St Quentin Fallavier, France);
DMEM (1 g/L), MEM and Neurobasal media, B-27 Sup-
plement, 200 mM L-glutamine, 5,000 units of penicillin
(base) and 5,000 μg of streptomycin (base)/mL (PS) mix-
ture, 0.5 g/L Trypsin/0.2 g/L EDTA 4Na, Fetal Bovine
Serum, Certified (FBS), Horse Serum, NuPAGE®

Novex® Bis-Tris Mini Gels, NuPAGE® LDS 4X LDS
Sample Buffer, NuPAGE® Sample Reducing Agent
(10X), NuPAGE® MES SDS Running Buffer and
NuPAGE® Antioxidant, iBlot® Gel Transfer Device
(EU), the Prolong Gold antifade reagent with 4’,6-diami-
dino-2-phenylindole (DAPI) and the Zenon mouse IgG
labelling kit from Gibco-Invitrogen (Fisher Bioblock
Scientific distributor, Illkirch, France); the imidazolo-
oxindole compound C16 from Merck Chemicals Calbio-
chem® (Nottingham, UK). For western blot, primary
antibodies and secondary anti-rabbit IgG antibody con-
jugated with horseradish peroxydase were purchased
from Cell Signalling (Ozyme, St Quentin Yvelines,
France) excepted anti-PT451-PKR from Eurogentec (Sera-
ing, Belgium), anti-b tubulin and anti-b actin from
Sigma (St Quentin Fallavier, France), anti-amyloid pep-
tide (clone WO2, recognizes amino acids residues 4-10
of Ab) from Millipore (St Quentin-Yvelines, France),
peroxidase-conjugated anti-mouse IgG from Amersham
Biosciences (Orsay, France). For immunofluorescence,
anti-glial fibrillary acidic protein (GFAP) antibodies
were purchased from Cell Signalling (Ozyme, St Quen-
tin Yvelines, France), microtubule associated protein 2
(MAP2) from Abcam (Paris, France), macrosialin or
murine homologue of the human CD68 from AbD Sero-
tec (Düsseldorf, Germany), anti-PT451-PKR from Bio-
source (Nivelles, Belgium), secondary antibodies from
DakoCytomation, (Trappes, France) and IgG- and pro-
tease-free bovine serum albumin (BSA) from Jackson

ImmunoResearch Europe Ltd (Interchim distributor,
Montluçon, France).

Primary murine mixed neuron-astrocyte-microglia
cultures
First, primary glial cultures were prepared from C57BL/
6J mouse embryos of 18 days. Brains were quickly
removed, and cerebral cortico-hippocampal regions
were dissected in ice-cold and sterile 1X PBS (154 mM
NaCl, 1.54 mM KH2PO4, 2.7 mM Na2HPO4 7H2O, pH
7.20 ± 0.05) containing 18 mM glucose and 1% PS as
previously described [38]. Cells were then dissociated
mechanically using a pipette into DMEM/1% PS, trans-
ferred into tubes containing FBS at the bottom (1 mL/
30 mL cell suspension) and centrifuged at 300 × g for
10 min at 4°C. The cell pellet was suspended into
DMEM/1% PS and centrifuged again. This step was
repeated once. After the centrifugation, cells were sus-
pended into DMEM/10% FBS/1% PS, seeded at a density
of 4 × 105 cells/mL in Nunc EasYFlask™ (75 cm2)
coated with 0.001% poly-L-lysine and then incubated at
37°C in a humidified 5% CO2 atmosphere. Medium was
replaced every five days. These cells were cultured until
day 14, the day of microglia purification.
Second, primary cultures with neurons and astrocytes

were prepared from cortex and hippocampus of C57BL/
6J mouse embryos of 18 days as above. Cells were sus-
pended in MEM/Neurobasal (1:1) supplied with 18 mM
glucose, B-27 Supplement, 1% glutamine, 2.5% FBS,
2.5% horse serum and 1% PS, and seeded in 6-well
plates (106 cells per well) coated with 0.001% poly-L-
lysine. Cultures were then maintained at 37°C in a
humidified 5% CO2 atmosphere. At day 5, neurons and
astrocytes were cultured with microglia purified from
the primary culture described above.
Third, microglia were purified from glial cultures on

day 14 as previously described with some modifications
[39]. Briefly, confluent glial cultures were dissociated
with trypsin/EDTA and cell suspensions were suspended
in 1 mL of 70% isotonic Percoll and transferred into a 5
ml glass tube. Two mL of 50% isotonic Percoll were
gently layered on top of the 70% layer and then 1 mL of
1X PBS layered on top of 50% isotonic Percoll layer.
Tubes were centrifuged at 1200 × g for 45 min at room
temperature (RT) with a program including minimum
acceleration and brake in a swinging bucket rotor.
Purified microglia occupied the interface between 70

and 50% isotonic Percoll. The top interface between 1X
PBS and 50% isotonic Percoll containing all other cen-
tral nervous system (CNS) elements was carefully
removed and microglia layer was transferred into a new
tube and washed twice by adding 1 mL PBS and centri-
fuged at 500 × g for 5 min at RT. Cells were counted
and seeded at the density of 150,000 cells per well into
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6-well plates containing the primary culture of neurons/
astrocytes to 5 days old in order to obtain a density of
microglia close to that already described. Indeed, the
density of microglia in the CNS of the normal adult
mouse brain is variable depending on the brain region
and represents 5% in the cerebral cortex, according to
Lawson et al. [40]. The mixed murine co-cultures with
neurons, astrocytes and microglia were then used three
days later for experiments and a fourfold confocal stain-
ing with cell and nucleus markers (DAPI, MAP-2, GFAP,
CD68 for nuclei, neurons, astrocytes and microglia,
respectively) was investigated in cells seeded on poly-L-
lysine-coated glass coverslips to quantify neurons, astro-
cytes and microglia. In additional file 1, figure S1, we
show that neurons, astrocytes and microglia represent
about 36, 57 and 6% of total cells, respectively, i.e. close
to what is physiologically observed in the cortex.

Chemical treatments
Co-cultures were treated with either C16 (specific inhibi-
tor of PKR) at different concentrations (210 nM (IC50)
and 1 μM) or DMSO (vehicle of C16) at less than 1%, in
serum-free MEM:Neurobasal (1:1)/1% glutamine/1% PS
medium 1 hour before 20 μM Ab42 (or exactly 11 nmol
in 550 μL of medium in each well receiving Ab42) for 72
h at 37°C. Ab42 was previously incubated 48 h at 37°C
for aggregation as recommended by the Merck Chemical
supplier [41]. The concentration of Ab42 was chosen
based on previous work in primary cultures [38,42]. After
treatment, media were conserved in order to analyse
Ab42 monomers and oligomers by immunoblotting and
fibrillar form of Ab42 by scanning electron microscopy
in our experimental conditions (see the additional file 2,
Figure S2). Results show the presence of a mix composed
with monomers, oligomers (8 and 12 kDa) and a dense
network of fibrils. As the specific toxicity of these differ-
ent states of Ab is not clearly demonstrated, we decided
to incubate cells with this whole mixture.

Cell lysis and nuclear extracts
After treatment, media were stored at -80°C until used
for ELISA of cytokines. Cells were then washed with
PBS and lysed in ice-cold lysis buffer (50 mM Tris-HCl,
50 mM NaCl pH 6.8, 1% (v/v) Triton X-100, 1 mM
PMSF, 50 mM NaF, 1% (v/v) protease inhibitor and 1%
(v/v) phosphatase inhibitor cocktails). Lysates were soni-
cated for 10 sec and centrifuged at 15,000 × g for 15
min at 4°C. The supernatants were collected and ana-
lyzed for protein determination using a protein assay kit
(Biorad, Marnes-la-Coquette, France). Samples were fro-
zen at -80°C until further analysis.
Nuclear extracts were prepared as previously described

[43]. Firstly, the cytoplasmic fraction was isolated and
discarded, and the nuclear pellet was then lysed in

nuclear lysis buffer (20 mM Hepes pH 7.9, 400 mM
NaCl, 1 mM EDTA, 1 mM EGTA, 1 mM DTT, 0.5 mM
PMSF, 1% of protease and 1% phosphatase inhibitor
cocktails) during 2 h at 4°C. Then, vials were centri-
fuged at 1,600 × g for 5 min at 4°C and the supernatant
was isolated. The quantity of total protein was measured
with a Biorad protein assay kit.

Enzyme-linked immunosorbent assay (ELISA)
Commercially available ELISA kits were used for asses-
sing TNFa (sensitivity: 2 pg/mL), IL-1b (sensitivity: 15
pg/mL) and IL-6 (sensitivity: 2 pg/mL) according to the
manufacturers’ instructions (BioLegend, Ozyme, St
Quentin Yvelines, France). The range of analysis was
between 7.8-6000 pg/mL. Cell lysates were diluted (1:2)
with the assay diluents and all steps were performed at
RT. The enzymatic reaction was stopped after 15 min
incubation with tetramethylbenzidine (TMB) substrate
by adding 2N H2SO4 and the optical density (OD) was
read at 450 nm within 30 min, using the Multiskan®

spectrum spectrophotometer. The cytokine levels were
then calculated by plotting the OD of each sample
against the standard curve. The intra- and inter-assay
reproducibility was > 90%. OD values obtained for
duplicates that differed from the mean by greater than
10% were not considered for further analysis. For conve-
nience all results are expressed in pg/mL and in pg/mg
protein for culture medium and cell lysates, respectively.

Immunoblotting
Samples (30 μg proteins of cell lysates or nuclear
extracts) were prepared for electrophoresis by adding
NuPAGE® LDS 4X LDS sample buffer and NuPAGE®

Sample Reducing Agent (10X). Samples were then
heated up 100°C for 5 min and loaded into NuPAGE®

Novex® Bis-Tris Mini Gels, and run at 200 V for 35
min in NuPAGE® MES SDS running buffer containing
0.5% NuPAGE® antioxidant. Gels were transferred to
nitrocellulose membranes using the iBlot® Dry blotting
system set to program 20V for 7 min. Membranes were
washed for 10 min in Tris-buffered saline/Tween
(TBST: 20 mM Tris-HCl, 150 mM NaCl, pH 7.5, 0.05%
Tween 20) and blocked 2 h in TBST containing 5% non
fat milk or 5% bovine serum albumin (BSA).
Blots were incubated with primary antibody in block-

ing buffer overnight at 4°C. Antibodies used were rabbit
anti-PT451-PKR (1:100), mouse anti-PS32/36-I�B (1:500),
rabbit anti-I�B (1:500), rabbit anti-PS536-NF-�Bp65
(1:500), rabbit anti-NF-�Bp65 (1:500) and rabbit anti-
caspase3 8G10 (1:500) which detects endogenous levels
of full-length and large fragments of caspase-3 resulting
from cleavage at aspartic acid 175. Membranes were
washed 2 times with TBST and then incubated with the
peroxidase-conjugated secondary antibody either anti-
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rabbit or anti-mouse IgG (1:1000) according to the ori-
gin of primary antibody during 1 hour at RT. Mem-
branes were washed again and exposed to the
chemiluminescence ECL luminol plus western blotting
system (Amersham Biosciences, Orsay, France) followed
by signal capture with the Gbox system (GeneSnap soft-
ware, Syngene, Ozyme distributor). After 2 washes in
TBST, membranes were probed with mouse antibody
against tubulin (1:10000) or actin (1:100000) overnight
at 4°C. They were then washed with TBST, incubated
with peroxidase-conjugated secondary antibody anti-
mouse (1:1000) for 1 h, exposed to the chemilumines-
cence ECL luminol western blotting system and signals
were captured. Automatic image analysis software was
supplied with Gene Tools (Syngene, Ozyme distributor).
Ratios protein/tubulin or actin were calculated and are
shown in the corresponding figures.

Immunofluorescence
After treatment, cells on coverslips were washed once
with PBS and fixed with 4% PFA for 15 min at RT.
After three washes with PBS, the permeabilizing and
blocking PBS buffer (137 mM NaCl, 2.7 mM KCl, 1.7
mM KH2PO4, 10.14 mM Na2HPO4, pH 7.4 containing
0.3% triton X-100 and 5% of IgG- and protease-free
BSA) was added during 1 h at RT.
Staining of neurons, astrocytes and microglia was per-

formed by incubating coverslips overnight at 4°C with a
mix containing rabbit anti-MAP2 (1:50), mouse anti-
GFAP (1:100) and rat anti-CD68 (1:25) in PBS contain-
ing 0.3% triton X-100 and 1% of BSA. Cells were then
rinsed twice with PBS before 1 h incubation at RT with
the mix containing secondary antibodies: swine anti-rab-
bit FITC (1:20), goat anti-mouse AlexaFluor 647 (1:25)
and goat anti-rat R-Phycoerythrin (RPE) (1:25) diluted
in PBS/0.3% triton X-100/1%BSA. Finally, cells were
washed twice in PBS and twice in distilled water before
using the Prolong Gold antifade reagent with DAPI.
Staining of PT451-PKR and cell marker (MAP2, GFAP

or CD68) was performed in PBS/0.3% triton X-100/1%
BSA overnight at 4°C by using rabbit anti-PT451-PKR
(1:25) with chicken anti-MAP2 (1:100) and mouse anti-
GFAP (1:100). After incubation, cells were washed twice
with PBS before incubated with swine anti-rabbit (1:30)
conjugated with tetramethylrhodamine isomer R
(TRITC), goat anti-chicken FITC (1:50) and goat anti-
mouse AlexaFluor 647 (1:25) for 1 h at RT. A sequential
labelling for PT451-PKR and CD68 was performed.
Firstly, cells were incubated with anti-CD68 antibodies
overnight at 4°C, washed and incubated with goat anti-
rat RPE. Secondly, cells were incubated with anti-PT451-
PKR overnight at 4°C, washed and incubated with swine
anti-rabbit FITC (1:20). Finally, coverslips were washed
and mounted as described above.

Annexin V-FITC labels phosphatidylserine sites on the
membrane surface. The kit used also includes propidium
iodide (PI) to label cellular DNA in necrotic cells where
the cell membrane has been totally compromised. For
this labelling, cells were incubated with annexinV-FITC
(1:50) and PI (1:100) in 1X binding buffer for 10 min at
RT. Cells were then fixed with 4% PFA for 15 min at
RT. After three washes with PBS, cells were incubated
in the permeabilizing and blocking PBS buffer for 1 h at
RT and with anti-MAP2 and anti-GFAP or with anti-
CD68 in the same experimental conditions as described
for the previous staining of PT451-PKR.
Multiply labelled samples were examined with a spec-

tral confocal FV-1000 station installed on an inverted
microscope IX-81 (Olympus, Tokyo, Japan) with Olym-
pus UplanSapo x60 water, 1.2 NA, objective lens. Fluor-
escence signal collection, image construction, and
scaling were performed using the control software
(Fluoview FV-AS10, Olympus). Multiple fluorescence
signals were acquired sequentially to avoid cross-talk
between image channels. Fluorophores were excited
with 405 nm line of a diode (for DAPI), 488 nm line of
an argon laser (for Alexa 488 or FITC), 543 nm line of
an HeNe laser (for TRITC and RPE) and the 633 nm
line of an HeNe laser (for AlexaFluor 647). Emitted
fluorescence was detected through spectral detection
channels between 425-475 nm and 500-530 nm, for blue
and green fluorescence, respectively and through a 560
nm and a 650 nm long pass filters for red and far red
fluorescence, respectively. The images then were merged
as an RGB image.

Scanning electron microscopy
Cells were seeded on poly-L-lysine-coated glass cover-
slips at the same density described above. Treated pri-
mary co-cultures were rinsed briefly with PBS and fixed
for 2 h at 4°C with 100 μM phosphate buffer (pH 7,4)
containing 3% glutaraldehyde. After several rinses, they
were post-fixed 1 h in 1% osmium tetroxide. Cells were
washed again and dehydrated in acetone. Thereafter,
samples were critical point-dried with a BAL-TEC CPD
030 using acetone and liquid carbon dioxide as the tran-
sition fluid. The dried specimens were coated with gold
(25-35 nm thickness) using a sputtering device (BAL-
TEC LCD 005). The samples were examined and photo-
graphed with a JEOL JSM-840 electron microscope.

Statistics
Results are expressed as means ± SEM. Data for multi-
ple variable comparisons were analysed by a one-way
ANOVA followed by a Newman-Keuls’ test as a post
hoc test according to the statistical program GraphPad
Instat (GraphPad Software, San Diego, CA, USA). The
level of significance was p < 0.05.
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Results
Toxicity of compound C16 in primary murine mixed co-
cultures
Compound C16 is one of the most specific valuable imi-
dazolo-oxindole inhibitors of PKR autophosphorylation
that also rescues a PKR-induced translational block in a
rabbit reticulocyte lysate system at micromolar concen-
trations [37]. Furthermore, previous data have shown
that 1 μM C16 markedly reduces levels of PT451-PKR
and caspase-3 activity in Ab42-treated SH-SY5Y cells
[27,43]. The T451 phosphorylated site in the PKR acti-
vation loop is required in vitro and in vivo for high-level
kinase activity [44].
We first evaluated toxicity of compound C16 at 210

nM (IC50) and 1 μM compared to its DMSO vehicle ( <
1%). By using scanning electron microscopy, we showed
that the majority of cultured cells were neurons and
astrocytic glial cells (Figure 1). Amongst these were
some round cellular elements ranging from 10 to 15 μm
in diameter which were identified as microglia cells. In
experimental conditions with DMSO or 210 nM C16,
microglia looked like spherical smooth cells in contact
with neurons and the astroglial layer. No reactive micro-
glia were observed in these control conditions. However,
1 μM C16 greatly affected the integrity of cells in co-
cultures, with neuronal death, disruption of axonal net-
work and activated astrocytes. The microglia looked like
macrophages (Figure 1). Based on these observations,
further experiments were performed with the effective
concentration 210 nM, corresponding to IC50 of com-
pound C16 [37].

Prevention of Ab-induced PKR activation and NF-�B/I�B
signaling pathway by compound C16
At its IC50, C16 significantly reduced by 33% the pro-
minent activation of PKR induced by 20 μM Ab42 over
72 h in the co-cultures as shown by immunoblotting
from nuclear extracts (Figure 2). Confocal staining of
PT451-PKR confirmed the activation of PKR under Ab42
exposure compared to DMSO-treated cells (Figure 3C,
G and 3K, Oversus 3A, E and 3I, M, respectively). More-
over, co-staining with the neuronal marker MAP2 indi-
cated that PT451-PKR was present in neurons, with
intense perinuclear, nuclear and axonal staining, com-
pared to DMSO-treated cells (Figure 3: C, G compared
to A, E). Treatment with C16 decreased perinuclear and
nuclear staining induced by Ab42, but some axons
remained stained (Figure 3D, H). The co-cultures incu-
bated with compound C16 alone resembled those incu-
bated with DMSO alone (Figure 3B, F, J, Nversus 3A, E,
I, M, respectively). In astrocytes labeled by antibodies
against GFAP, a diffuse cytoplasmic staining of PT451-
PKR and a robust staining in spine-like structures of
astrocytic processes with Ab42 (Figure 3C and 3G) were

observed and were well prevented by C16 treatment
(Figure 3D, H). Microglia stained with anti-CD68 anti-
bodies displayed a high level of activated PKR after 72 h
of Ab42 exposure (Figure 3K, O) compared to DMSO-
treated cells (Figure 3I, M). There was also a change in
cellular morphology; microglia were activated with
appearance of thick processes and irregular shape with
Ab42 treatment (Figure 3K, O). C16 partially rescued
this activation of PKR in microglia. Furthermore, we
found only microglia with no thick processes around
cell bodies as with C16 alone (Figure 3. merge images J
and L).
The same experimental conditions were followed to

study activation of the NF-�B/I�B signaling pathway.
Results obtained by immunoblotting from cell lysates
are presented as the ratio of phospho-protein/total pro-
tein in order to evaluate the activation of both proteins.
The results show a significant increase in phosphoryla-
tion of I�B at serine 32-36 (79%) and NF-�B at serine
536 (629.8%) with Ab42 exposure (Figure 4). p65-
mediated transcription is regulated by S536 phosphory-
lation in the transactivation domain (TAD) by a variety
of kinases (TRAF family member-associated NF-�B acti-
vator (TANK)-binding kinase (TBK), IKKa, and p38)
through various signalling pathways. This phosphoryla-
tion enhances p65 transactivation potential [45-47].
Pre-incubation with 210 nM C16 significantly pre-

vented activation of I�B and NF-�B compared to Ab42-
treated cells. The calculated ratios remained comparable
to those obtained without Ab42.

Effects of compound C16 on Ab-induced cytokine
production and release in primary murine mixed co-
cultures
To determine the effect of PKR inhibition on cytokine
levels in our cell lysates and released into the medium,
samples were assayed by ELISA to quantify TNFa, IL-
1b and IL-6 levels. Intracellular levels of these three
cytokines were significantly higher in cells treated with
20 μM Ab42 for 72 h (increase of 86.2% TNFa, 84% IL-
1b and 50.6% IL-6) compared to DMSO-treated cells
(Figure 5A). Treatment with 210 nM C16 significantly
decreased levels of TNFa- and IL-1b-induced Ab42
(83.2% and 60.7% inhibition, respectively) but failed to
prevent IL-6 production (Figure 5A). Cytokine levels
(TNFa and IL-1b) in Ab42-exposed cells pretreated
with 210 nM C16 were comparable to those measured
in the absence of Ab42 (Figure 5A).
Levels of released TNFa and IL-1b were also sig-

nificantly increased after Ab42 exposure (58.3% and
60.7% respectively) compared to DMSO-treated cells
(Figure 5B). As for produced cytokines, the Ab42-induced
release of TNFa and IL-1b was significantly prevented by
210 nM C16 (50.1% and 52.7% inhibition, respectively).

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

Page 6 of 17



No significant change was observed for released IL-6, but
levels of produced and released IL-6 remained very low in
our experimental conditions (Figure 5B).

Effects of compound C16 on altered cellular morphology
induced by Ab42 treatment
As we have shown before, Ab42 induced the NF-�B sig-
naling pathway and cytokine production, which were
prevented by the inhibitor of PKR, compound C16. The
beneficial effect of C16 has also been analyzed by using
scanning electron microscopy. In micrographs, 20 μM
Ab42 largely affected co-cultures, producing massive
neuronal loss (Figure 6). Axonal and dendritic networks
were also altered with many disruptions of axons and
dendrites, which clearly appeared thinner than with
DMSO or 210 nM C16 treatments. Microglia were acti-
vated and different morphological changes were
observed: microglia cells displayed numerous spiny pro-
cesses along their cell bodies and cytoplasmic projec-
tions, and some cells underwent transformations into
multipolar cells or cells with at least one thin process
extending a distance greater than three times the cell’s
body diameter, known as “process-bearing microglia”.

Some occasional short secondary branches were also
observed (see inset in micrograph of Ab42-treated co-
culture in Figure 6). On the contrary, in C16/Ab42
experimental conditions, microglia looked like smooth
cells with few spines as with DMSO or C16 treatment
without Ab42 treatment. While some neurons were
dead, compared to treatment with DMSO alone, the
network of axons and dendrites was preserved and com-
parable to the network observed with DMSO or C16
treatments (Figure 6).

Effects of compound C16 on Ab42-induced apoptosis
Caspase-3 is known to be a crucial mediator of apop-
tosis through its protease activity. Activation of cas-
pase-3 requires proteolytic processing of its inactive
zymogen into activated fragments after cleavage at
aspartic acid 175. In order to evaluate apoptosis in cell
co-cultures, we studied the activation of caspase-3 in
cell lysates represented by the ratio of cleaved-caspase-
3/total caspase-3 (Figure 7). Results show a great
increase in activation of caspase-3 after Ab42 exposure
for 72 h (97%) compared to DMSO-treated cells. This
activation was totally prevented by 210 nM C16, and
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Figure 1 Cytotoxicity of compound C16 in neuron/astrocyte/microglia co-cultures. Scanning electron micrographs of neuron/astrocyte/
microglia co-cultures prepared from brains of E18 C57Bl/6 mice. These co-cultures were incubated with the specific PKR inhibitor, C16 at 210 nM
or 1 μM, or its DMSO vehicle in serum-free medium. The samples were examined in a JEOL JSM-840 electron microscope. Black or white arrows
point out some microglia cells. Microglia appear as spherical smooth cells in contact with neurons and the astroglial layer in DMSO or 210 nM
C16 conditions. However, in the presence of 1 μM C16, the integrity of cells is greatly altered with disruption of the axonal network, activated
astrocytes with stellar form and microglia that look like macrophages. Scale bars: 10 μm, 15 μm and 20 μm for DMSO, 210 nM C16 and 1 μM
C16, respectively.
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the ratios were comparable to those obtained in
DMSO-treated cells.
During apoptosis, phosphatidylserine is translocated

from the inner to the outer plasma membrane leaflet.
This externalization was analyzed with annexin V-FITC
staining to examine apoptotic states of the different cell
populations after treatment with 210 nM C16 and Ab42
exposure for 72 h (Figure 8). Furthermore, the apoptosis
detection kit includes propidium iodide (PI) to label the
cellular DNA in necrotic cells. This combination allows
the differentiation among early apoptotic cells (annexin
V-FITC-positive, PI-negative), necrotic cells (annexin V-
FITC-positive, PI-positive), and viable cells (annexin V-
FITC-negative, PI-negative). In all conditions examined,
no PI staining associated with annexin V-FITC staining
was observed. The state of necrotic cells was probably at
a maximum, with complete nucleus destruction, explain-
ing the lack of PI staining. Thus, co-staining annexin V-
FITC and cell markers excluded PI incubation in our
protocol. The results show that prominent annexin V-
FITC staining colocalizes with MAP2 staining after
Ab42 exposure, whereas GFAP-positive cells appeared
unaffected (Figure 8A and 8C). We found also a diffuse

and very weak staining of annexin V-FITC in CD68-
positive cells (Figure 8E and 8G). Exposure to 210 nM
C16 yielded no evidence of apoptosis either in neurons
(Figure 8B and 8D) or in microglia (Figure 8F and 8H).

Discussion
Our previous findings indicated that PKR is associated
with apoptotis in brains of APPSLPS1 knock-in trans-
genic mice, and in vitro in Ab42-treated SH-SY5Y neu-
roblastoma cells [27,29,38,43]. Moreover, other studies
have clearly reported that PKR is involved in the activa-
tion of NF-�B pathway through phosphorylation of IKK
[32,48,49] and I-�B [33] in models of viral infection.
NF-�B plays a critical role in many cellular events, such
as expression of cytokine genes that affect inflammatory
process. Concerning AD, NF-�B has been shown to be
upregulated and responsible for the induction of TNFa,
IL-1b and IL-6 mRNA [7,50-52], particularly in glial
cells. Furthermore, many studies have shown that Ab
neurotoxicity induces cytokine production and release of
TNFa, IL-1b and IL-6 [8,53,54]. This inflammatory pro-
cess has also largely been described in brain [55,56] and
in the periphery in plasma, serum or mononuclear cells
of patients with AD [19,57]. Although inflammation
might have a neuroprotective role through Ab phagocy-
tosis, it is of interest to better understand the regulation
involved in production of inflammatory factors in AD in
order to limit neuronal death when the inflammatory
process switches to an unregulated phenomenon.
Because of the involvement of PKR in NF-�B-mediated
inflammation, we were interested in studying the effect
of PKR inhibition on production of inflammatory factors
in a murine mixed co-culture.
The cell culture model used in this project is an

embryonic (E18) mouse brain co-culture that includes
neurons (36%), astrocytes (57%) and microglia (6%), in
order to reflect the cell population in normal adult
mouse cortex [40]. In control conditions without amy-
loid stress, no inflammatory reactive glia were observed,
excluding any trauma during cell preparation. The
major aim with this model was to be close to physiolo-
gic conditions and to recreate in vitro the essential neu-
ron/glia environment to explore the effects of the
inflammatory process on neurons. Currently, indepen-
dent cultures of microglia or astrocytes with or without
neurons are widely used as models of inflammation in
brain. However, it seemed essential to maintain these
three cellular actors together in our experimental condi-
tions, considering the multiple interactions between
neurons and glia, in particular in inflammatory condi-
tions [58-61]. This model is produced from embryonic
tissue, and one must therefore remain cautious about its
use because, as we know, the maturity of the regulatory
and compensation processes is not complete. The cells
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Figure 2 Immunoreactivity of PT451-PKR in mixed co-cultures.
Representative blots showed immunoreactivity of PT451-PKR and
actin in nuclear extracts of astrocyte/neuron/microlgia co-cultures
treated with either 210 nM C16 or DMSO and exposed to 20 μM
Ab42 for 72 hours at 37°C. Wells of blots correspond to DMSO, C16,
Ab42 and DMSO, Ab42 and C16, from left to right. Data are
reported relative to actin. Results are expressed as percentage of
DMSO control (set at 100%) and are mean ± SEM for 4 experiments.
#p < 0.05, ***p < 0.001 compared to respective controls without
C16 by one-way ANOVA with a Newman-Keuls multiple comparison
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Figure 3 PT451-PKR staining after C16 treatment and Ab42 exposure in mixed co-cultures. (A to H) Confocal staining of PT451-PKR (red
channel), MAP2 (green channel), GFAP (blue channel) and DAPI in Ab42-treated cells previously incubated with DMSO (C, G) or 210 nM C16 (D,
H) compared DMSO (A, E)- or C16 (B, F)-treated cells. (I to P) Confocal staining of PT451-PKR (green channel), CD68 (red channel) and DAPI (blue
channel) in co-cultures in the same experimental conditions described above. PKR was activated under Ab42 exposure (G) compared to DMSO-
and C16-treated cells (E and F, respectively). PT451-PKR is present in neurons, with an intense perinuclear, nuclear and axonal staining compared
to DMSO-treated cells (Fig. 3: C, G compared to A, E). Neurons with nuclear PT451-PKR are shrunken (Fig. 3: C, G). Treatment with C16 decreased
perinuclear and nuclear staining, but some axons remained stained (Fig.3: D, H). No signal of PT451-PKR was observed with only C16 (Fig.3: B, F).
In astrocytes, a diffuse cytoplasmic staining of PT451-PKR and a robust staining in spine-like structures of astrocytic processes with Ab42 (Fig.3: C,
G) is observed and well prevented by C16 treatment (Fig.3: D, H). Microglia are activated with appearance of thick processes and irregular shape
and display a high level of activated PKR after 72 h Ab42 exposure (Fig.3: K, O) compared to DMSO-treated cells (Fig.3: I, M). C16 partially
rescued this activation of PKR in microglia with no thick processes around cell bodies as in DMSO- or C16 conditions alone (Fig.3: L, P compared
to I, M and J, N). Scale Bars: 42 μm.
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Figure 5 Production (A) and release (B) of cytokines in murine astrocyte/neuron/microglia co-cultures. These co-cultures were pretreated
with 210 nM C16 or its DMSO vehicle and exposed or not to 20 μM Ab42 for 72 h in serum-free medium. TNFa, IL-1b and IL-6 were assessed
by ELISA. Data are expressed as mean ± SEM of pg/mg protein for production and pg/mL for release (n = 5 in duplicate). *p < 0.05, **p < 0.01,
***p < 0.001 compared to DMSO; #p < 0.05, ##p < 0.01 and ###p < 0.001 compared to Ab42 DMSO after one-way ANOVA with Newman-Keuls
multiple comparison test.
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may be more or less vulnerable to the toxicity of amy-
loid peptide compared with adult cells. Their tolerance
system has not yet been sufficiently explored. In addi-
tion, the concentration of exogenous amyloid peptide
added in cultures, although identical to that used in
many published studies, is far greater to that found in
brains of patients with Alzheimer’s disease. However, it
is known that levels of both Abx-40 and Abx-42

increase very early in the disease process, and in the
frontal cortex these increases occurr in the absence of
significant neurofibrillary pathology. These levels
increase systematically with severity of cognitive decline
contrary to Ab burden as assessed only in neuritic
plaques [62].
For this mixed co-culture model, we have shown

that the PKR inhibitor at a concentration of 1 μM, as
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Figure 6 Scanning electron micrographs of neuron/astrocyte/microglia co-cultures. These co-cultures were preincubated with compound
C16 at 210 nM or DMSO 1 h before treatment with 20 μM Ab42 or distilled water for 72 h in a serum-free medium. As in figure 1, samples
were examined in a JEOL JSM-840 electron microscope. Ab42 strongly altered the axonal and dendritic network, compared to DMSO or 210 nM
C16 conditions. Microglia are activated and display numerous spinous processes along cell bodies and cytoplasmic projections; some cells have
undergone transformation into multipolar cells or cells with at least one thin process extending a distance greater than three times the cell
body diameter, known as “process-bearing microglia”. Some occasional short secondary branches were also observed. Insets showed different
states of activated microglia in Ab42-treated co-cultures. On the contrary, C16 prevented the activated state of microglia, which appear as
smooth cells with few spines as in DMSO or C16 without Ab42 treatment. While some neurons were dead compared to DMSO alone, the
network of axons and dendrites is preserved and comparable to the network observed in DMSO or C16 conditions. Bars: 17 μm and 5 μm for
DMSO and 15 μm and 6 μm for C16, 35 μm and 10 μm for DMSO + Ab42, 14 μm and 6 μm for C16 + Ab42, at low and high magnification,
respectively. White arrows indicate microglia cells.
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previously used on neuroblastoma cell line [43], induces
a great alteration, leading us to use a lower concentra-
tion of 210 nM corresponding to the IC50 [37]. This
concentration was effective in inducing a decrease of
PKR phosphorylation on threonine 451 by 33% in cells
exposed to 20 μM Ab42 for 72 h.
By immunostaining, we showed that Ab42 induces

activation of PKR in neurons with a perinuclear and
nuclear localization as we have previously described
[38], but also in glia where PKR is highly activated in
spine-like structures of astrocytic processes and in the
cytoplasm of microglia. Expression of PKR is known in
astrocytes to be among an array of receptors involved in
innate immunity [63] but this expression has not yet
been described in microglia. Treatment of these three
cellular types with 210 nM C16 before Ab42 exposure
for 72 h decreased PT451-PKR staining, but a residual
amount of activated PKR remained. These findings were
also associated with a more preserved integrity of the
cells compared to Ab42-treated cultures without C16.
Indeed, two spectacular cellular events were clearly pro-
tected: the dendritic and axonal network of neurons and

the morphology of microglia. In Ab conditions, many of
the neurons showed signs of neuritic damage with bead-
ing and fragmentation, according to other studies
[64-66], and formation of pleiomorphic microglia was
observed with ramified microglia and features of chroni-
cally activated microglial cells represented by a markedly
elongated cells named rod microglia. In brains of
patients with AD, activated rod and ramified microglia
are observed: ramified microglia are in contact with
amyloid fibrils and rod microglia are found predomi-
nantly at the edge of senile plaques [67,68]. For astro-
cytes, morphological modifications were very limited
with thinner extensions. This mixed co-culture model of
AD displayed the morphological degeneration and glial
activation seen in AD, which was rescued by pretreat-
ment with C16.
Besides the role of C16 in the rescue of the integrity

of co-cultures, we found that this PKR inhibitor induced
also a significant decrease in Ab42-induced I-�B and
NF-�B activation, bringing their activation rates back
close to those observed without exposure. A previous
study using the overexpression of sirtuin 1 (SIRT1) dea-
cetylase and the addition of the SIRT1 agonist resvera-
trol showed markedly reduced NF-�B signaling
stimulated by Ab with strong neuroprotective effects in
primary mixed neuronal/glial cultures from rat cortices
[69]. Moreover, it is interesting to note that inhibition
of the many kinases involved in the NF-�B pathway by
META060 showed an ability to suppress in vitro and ex
vivo LPS-mediated inflammation [70].
Taken together, these results led us to investigate

cytokine production and release after C16 treatment.
Our results obtained by ELISA show a robust inhibition
of Ab42-induced production and release of both TNFa
and IL-1b but, surprisingly, we did not find any modifi-
cation for IL-6 by pretreatment with C16. While levels
of IL-6 were significantly higher than in vehicle condi-
tions, the amounts remained very low whatever the con-
ditions. It is known that astrocytes are the major source
of IL-6 in CNS injury and inflammation [71]. Many sti-
muli can upregulate IL-6 production, in particular
TNFa and IL-1b [72], but concentrations required to
induce IL-6 production in human astrocytes are higher
than 1 ng/mL [73] whereas, in our model, concentra-
tions of TNFa and IL-1b were lower than 600 pg/mL.
Although we showed a robust increase in TNFa and IL-
1b after 72 h of Ab42 exposure, it seems that this
increase was insufficient to induce IL-6 production in
astrocytes. Microglia can also produce IL-6, but a recent
study revealed that microglia from young mice are less
responsive to stimulation and secrete lower levels of IL-
6 than do microglia from aged mice [74]. In addition,
many studies have reported no modification of IL-6
expression or secretion in spite of IL-1b treatment of
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Figure 7 C16 prevented activation of caspase-3. Representative
blots show the immunoreactivity of procaspase-3, cleaved caspase-3
fragments and tubulin in astrocyte/neuron/microglia co-cultures
pretreated with 210 nM of C16 compared to vehicle treatment and
with or without 20 μM Ab42 exposure for 72 h. Data of cleaved-
caspase-3 are reported relative to data of corresponding
procaspase-3. Results are expressed as percentage of DMSO
condition (set at 100%) and are mean ± SEM for 4 experiments in
duplicate. ##p < 0.01 and ***p < 0.001, compared to respective
controls without C16 by one-way ANOVA with Newman-Keuls
multiple comparison test.
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primary astrocytes or primary microglia cultures, with or
without neurons [75] related to serum-free conditions
[54], b-amyloid protein structure [76], or glutathione
concentration [77]. While there are few experiments
using mixed cultures of neurons and glial cells, one
study showed that 10 μM Ab42, previously aggregated,
induced a decrease of IL-6 levels after two days of incu-
bation [78]. These contradictory results regarding effects
on IL-6 levels of Ab in vitro have also been obtained for
brains, peripheral cells, serum and plasma of patients
with AD [8].
TNFa seems to be a critical mediator of the effects of

neuroinflammation on early (pre-plaque) pathology in
3xTgAD mice, and its inhibition in the CNS may slow
the appearance of amyloid-associated pathology, cogni-
tive deficits, and potentially the progressive loss of neu-
rons in AD [79]. These results support the observations
made a year before concerning the inhibition of TNFa
by thalidomide showing a capacity to prevent amyloid
beta-induced impairment of recognition memory in
mice treated by intracerebral ventricular injection of
Ab25-35 [80]. Finally, neutralizing the TNFa pathway
by etanercept prevents behavioural changes in an
inflammatory rat model obtained by microinjection of
IL-1b into the hypothalamus [81].
It has also been shown that ibuprofen suppresses IL-

1b induction and ameliorates b-amyloid pathology in

APPswe (Tg2576) mice [82]. Thus, preventing both
TNFa and IL-1b production would seem to be an effi-
cient strategy to slow damage observed in AD models.
To check these literature data suggesting a protective

effect of the regulation of inflammation, we studied the
apoptotic state of our co-cultures. We show that beyond
the inhibition of both Ab42-induced TNFa and IL-1b
production and release, cells in co-cultures display sig-
nificant reduction of activated pro-apoptotic caspase-3
after PKR inhibitor treatment. Caspase-3 is able to
cleave PKR to generate active PKR N-terminal and C-
terminal fragments that play a role in the activation of
intact PKR [42,83] and contribute to the apoptotic pro-
cess [84]. Moreover, staining with annexin V-FITC has
specified that apoptosis is induced in neurons with axo-
nal processes drastically altered by Ab42, according to
previous studies [64], and that the PKR inhibitor com-
pletely prevents this initiation of apoptosis in neurons,
displaying a preserved integrity. Although no positive PI
staining associated with annexin V-FITC was observed,
probably due to nuclear lysis, cellular debris are absent
in the presence of compound C16, indicating also that
this PKR inhibitor prevents Ab42-induced necrosis. A
signal of annexin V-FITC was also observed in a few
activated microglia in Ab42-treated co-cultures and we
can underline that pretreatment with C16 rescued the
morphology of microglia from rod microglia to round
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Figure 8 C16 prevented apoptosis in neurons. Confocal staining of annexin V-FITC (green channel) with MAP2 (red channel) and GFAP (blue
channel) (A, B, C and D) or with CD68 (red channel) (E, F, G and H) after 20 μM Ab42 exposure and treated with 210 nM of C16 or DMSO for
72 h. A, B, E and F are merged images and C, D, G and H show only annexin-V-FITC staining. DAPI was used as a nuclear stain. A strong annexin
V-FITC staining colocalizes with MAP2 staining after Ab42 exposure, whereas GFAP-positive cells appear unaffected (A, C). We found also a
diffuse and very weak staining of annexin V-FITC in CD68-positive cells (E, G). C16 prevented translocation of phosphatidylserine from the inner
to the outer plasma membrane leaflet both in neurons (B, D) and microglia (F, H). Photos are representative of 4 experiments. Scale Bars: 40 μm.
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microglia and astrocytes from spider-like to protoplas-
mic structures. It is well known that caspase-3 is a key
factor in TNFa- and IL-1b-induced apoptosis and neu-
ronal loss in AD [85]. Moreover studies described a
major role for TNFa and IL-1b in caspase-3 activation
[86,87]. These findings are consistent with the preven-
tion of apoptosis observed in our model through
decreases of only TNFa and IL-1b.
In astrocytes and microglia, PKR, highly cytoplasmic,

could be involved in the modulation of the production
of inflammatory factors. This suggestion is supported by
a study reporting PKR functions as an essential modula-
tor in inflammatory signaling events. They revealed that
activation of PKR by LPS leads to induction of inter-
feron-b through activation of NF-�B, triggering phos-
phorylation of STAT1 in rat brain glial cells [88].
Furthermore, it was described that b-amyloid peptides
induce degeneration of cultured rat microglia [89].
Thus, microglia might be unable to function normally
and to properly respond to amyloid stimulus. Recent
papers have underlined the senescence of microglia in
AD, with loss of their neuroprotective properties, pre-
ceding the onset of tau pathology [90], suggesting that
breakdown of the brain’s immune system may be an
important factor in the development of neurodegenera-
tion [91]. PKR inhibition, which prevents Ab42-induced
morphologic alterations of microglia, could limit the
degeneration of microglia and restore a normal profile
of inflammatory functions.

Conclusions
Our results highlight the involvement of PKR in the
inflammatory response to Ab42 by using primary mur-
ine mixed co-cultures allowing interactions between
neurons, astrocytes and microglia. Interestingly, the sig-
nificant decrease of Ab42-induced cytokine production
and release by a specific inhibitor of PKR was associated
with preserved integrity of cells and rescue from apopto-
sis. Note that the compound C16 was added once before
a 72 h-time incubation of mixed co-cultures with Ab42,
indicating its efficiency at IC50 in time. These findings
could strengthen therapeutic strategies aimed at pre-
venting deregulated inflammatory process in AD models
through a very specific signaling pathway. In our labora-
tory, in vivo experiments with APPswePS1dE9 trans-
genic mouse model have been performed to determine
if this specific PKR inhibitor could be relevant in the
treatment of AD (data submitted).

Additional material

Additional file 1: Immunostaining of neurons, astrocytes and
microglia in primary mixed murine cultures. A fourfold confocal
staining (DAPI, MAP-2, GFAP, CD68 for nuclei, neurons, astrocytes and

microglia, respectively) was used to count neurons, astrocytes and
microglia in mixed co-cultures.

Additional file 2: State of exogenous Ab42 assembly in primary
mixed murine cultures. State of Ab42 aggregations after 72 h
incubation in neuron/astrocyte/microglia cultures using immunoblotting
and scanning electron microscopy in our experimental conditions.

List of abbreviations
Aβ: β-amyloid; AD, Alzheimer’s disease; APP: amyloid precursor protein; BSA:
bovine serum albumin; CNS: central nervous system; COX2: cyclooxygenase
2; DAMPs: danger-associated molecular patterns; DAPI: 4’,6-diamidino-2-
phenylindole; DMSO: dimethylsulfoxide; DTT: dithiothreitol; FITC: fluorescein
isothiocyanate; GFAP: glial fibrillary acidic protein; GSK-3β: glycogen synthase
kinase 3β; IKK: IκB kinase; IL: interleukin; JNK: Jun kinase; LPS: lipolysaccharide;
MAP2: microtubule associated protein 2; NaF: Sodium fluoride; NF-κB:
nuclear factor-kappa B; NSAIDS: non-steroidal anti-inflammatory drugs; OD:
optical density; PBMCs: peripheral blood mononuclear cells; PHFs: paired-
helical filaments; PKR: double-stranded RNA-dependent protein kinase; PMSF:
phenylmethylsulfonyl fluoride; PRRs: pattern recognition receptors; p38: MAP
kinase 38 kDa; RAGE: receptor for advanced glycation end products; RPE: R-
Phycoerythrin; RT: room temperature; SIRT1: sirtuin 1; TBST: tris-buffered
saline Tween 20; TLRs: toll-like receptors; TMB: tetramethylbenzidine; TNFα:
tumor necrosis factor; TRITC: tetramethylrhodamine isomer R.

Acknowledgements and funding
The authors thank Nathalie Quellard and Béatrice Fernandez for their
technical assistance with scanning electron microscopy (Department of
Anatomy and Pathologic Cytology, Unity of ultrastructural and experimental
Pathology, Poitiers University Hospital), Anne Cantereau for confocal analysis
(CNRS-UMR6187, Poitiers, France) and Lynda Charters for English language
usage. This study was supported by a grant from the Association France
Alzheimer and by the French Ministry of Education and Research with a
grant to the Research Unit GReViC, EA 3808 and by the Poitiers University
Hospital.

Author details
1Research Group on Brain Aging, GReViC EA 3808, 6 rue de la Milétrie BP
199, 86034 Poitiers Cedex, France. 2Department of Geriatrics, Unity of
ultrastructural and experimental Pathology Poitiers University Hospital, 2 rue
de la Milétrie BP 577, 86021 Poitiers Cedex, France. 3CIC, INSERM 0802, Unity
of ultrastructural and experimental Pathology Poitiers University Hospital, 2
rue de la Milétrie BP 577, 86021 Poitiers Cedex, France. 4Group of cellular
neurobiology: cell homeostasis and pathologies, EA 3842, 2, rue du Dr
Raymond Marcland, 87025 Limoges CEDEX, France. 5Laboratory of histology,
cellular biology and cytogenetic, Hospital “Mother and children"8 avenue D.
Larrey, 87042, Limoges CEDEX, France. 6Department of Anatomy and
Pathologic Cytology, Unity of ultrastructural and experimental Pathology
Poitiers University Hospital, 2 rue de la Milétrie BP 577, 86021 Poitiers Cedex,
France.

Authors’ contributions
JC and GP designed the study and carried out all methods excepted the
scanning electron microscopy performed by SM. RP participated in ELISA.
MM participated in the preparation of mixed co-culture. MP participated in
the conception of the study and has been involved in revising the
manuscript critically for important intellectual content with FT and BF. All
authors read and approved the final manuscript.

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

Received: 8 May 2011 Accepted: 23 June 2011 Published: 23 June 2011

References
1. Fisher O: Die presbyophrene Demenz, deren anatomische Grundlage

und klinische Abgrenzung. Z Ges Neurol Psychiat 1910, 3:371-471.
2. Bonifati DM, Kishore U: Role of complement in neurodegeneration and

neuroinflammation. Mol Immunol 2007, 44:999-1010.

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

Page 14 of 17

http://www.biomedcentral.com/content/supplementary/1742-2094-8-72-S1.PDF
http://www.biomedcentral.com/content/supplementary/1742-2094-8-72-S2.PDF
http://www.ncbi.nlm.nih.gov/pubmed/16698083?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16698083?dopt=Abstract


3. McGeer PL, Akiyama H, Itagaki S, McGeer EG: Activation of the classical
complement pathway in brain tissue of Alzheimer patients. Neurosci Lett
1989, 107:341-346.

4. McGeer PL, McGeer EG: Inflammation and the degenerative diseases of
aging. Ann N Y Acad Sci 2004, 1035:104-116.

5. Webster S, Lue LF, Brachova L, Tenner AJ, McGeer PL, Terai K, Walker DG,
Bradt B, Cooper NR, Rogers J: Molecular and cellular characterization of
the membrane attack complex, C5b-9, in Alzheimer’s disease. Neurobiol
Aging 1997, 18:415-421.

6. Rogers J, Cooper NR, Webster S, Schultz J, McGeer PL, Styren SD, Civin WH,
Brachova L, Bradt B, Ward P, et al: Complement activation by beta-
amyloid in Alzheimer disease. Proc Natl Acad Sci USA 1992,
89:10016-10020.

7. Heneka MT, O’Banion MK: Inflammatory processes in Alzheimer’s disease.
J Neuroimmunol 2007, 184:69-91.

8. Akiyama H, Barger S, Barnum S, Bradt B, Bauer J, Cole GM, Cooper NR,
Eikelenboom P, Emmerling M, Fiebich BL, et al: Inflammation and
Alzheimer’s disease. Neurobiol Aging 2000, 21:383-421.

9. Webster SD, Galvan MD, Ferran E, Garzon-Rodriguez W, Glabe CG,
Tenner AJ: Antibody-mediated phagocytosis of the amyloid beta-peptide
in microglia is differentially modulated by C1q. J Immunol 2001,
166:7496-7503.

10. Salminen A, Ojala J, Kauppinen A, Kaarniranta K, Suuronen T: Inflammation
in Alzheimer’s disease: amyloid-beta oligomers trigger innate immunity
defence via pattern recognition receptors. Prog Neurobiol 2009,
87:181-194.

11. Cameron B, Landreth GE: Inflammation, microglia, and Alzheimer’s
disease. Neurobiol Dis 37:503-509.

12. Bakshi P, Margenthaler E, Laporte V, Crawford F, Mullan M: Novel role of
CXCR2 in regulation of gamma-secretase activity. ACS Chem Biol 2008,
3:777-789.

13. Liao YF, Wang BJ, Cheng HT, Kuo LH, Wolfe MS: Tumor necrosis factor-
alpha, interleukin-1beta, and interferon-gamma stimulate gamma-
secretase-mediated cleavage of amyloid precursor protein through a
JNK-dependent MAPK pathway. J Biol Chem 2004, 279:49523-49532.

14. Sheng JG, Jones RA, Zhou XQ, McGinness JM, Van Eldik LJ, Mrak RE,
Griffin WS: Interleukin-1 promotion of MAPK-p38 overexpression in
experimental animals and in Alzheimer’s disease: potential significance
for tau protein phosphorylation. Neurochem Int 2001, 39:341-348.

15. Griffin WS, Liu L, Li Y, Mrak RE, Barger SW: Interleukin-1 mediates
Alzheimer and Lewy body pathologies. J Neuroinflammation 2006, 3:5.

16. Braida D, Sacerdote P, Panerai AE, Bianchi M, Aloisi AM, Iosue S, Sala M:
Cognitive function in young and adult IL (interleukin)-6 deficient mice.
Behav Brain Res 2004, 153:423-429.

17. Tancredi V, D’Arcangelo G, Grassi F, Tarroni P, Palmieri G, Santoni A,
Eusebi F: Tumor necrosis factor alters synaptic transmission in rat
hippocampal slices. Neurosci Lett 1992, 146:176-178.

18. Reale M, Iarlori C, Feliciani C, Gambi D: Peripheral chemokine receptors,
their ligands, cytokines and Alzheimer’s disease. J Alzheimers Dis 2008,
14:147-159.

19. Lee KS, Chung JH, Choi TK, Suh SY, Oh BH, Hong CH: Peripheral cytokines
and chemokines in Alzheimer’s disease. Dement Geriatr Cogn Disord 2009,
28:281-287.

20. McGeer PL, Rogers J, McGeer EG: Inflammation, anti-inflammatory agents
and Alzheimer disease: the last 12 years. J Alzheimers Dis 2006, 9:271-276.

21. Rojo LE, Fernandez JA, Maccioni AA, Jimenez JM, Maccioni RB:
Neuroinflammation: implications for the pathogenesis and molecular
diagnosis of Alzheimer’s disease. Arch Med Res 2008, 39:1-16.

22. Tobinick E: Tumour necrosis factor modulation for treatment of Alzheimer’s
disease: rationale and current evidence. CNS Drugs 2009, 23:713-725.

23. Yamamoto Y, Gaynor RB: Therapeutic potential of inhibition of the NF-
kappaB pathway in the treatment of inflammation and cancer. J Clin
Invest 2001, 107:135-142.

24. Zhang X, Luhrs KJ, Ryff KA, Malik WT, Driscoll MJ, Culver B: Suppression of
nuclear factor kappa B ameliorates astrogliosis but not amyloid burden
in APPswe/PS1dE9 mice. Neuroscience 2009, 161:53-58.

25. Peel AL, Bredesen DE: Activation of the cell stress kinase PKR in
Alzheimer’s disease and human amyloid precursor protein transgenic
mice. Neurobiol Dis 2003, 14:52-62.

26. Peel AL: PKR activation in neurodegenerative disease. J Neuropathol Exp
Neurol 2004, 63:97-105.

27. Page G, Rioux Bilan A, Ingrand S, Lafay-Chebassier C, Pain S, Perault
Pochat MC, Bouras C, Bayer T, Hugon J: Activated double-stranded RNA-
dependent protein kinase and neuronal death in models of Alzheimer’s
disease. Neuroscience 2006, 139:1343-1354.

28. Paccalin M, Pain-Barc S, Pluchon C, Paul C, Besson MN, Carret-Rebillat AS,
Rioux-Bilan A, Gil R, Hugon J: Activated mTOR and PKR kinases in
lymphocytes correlate with memory and cognitive decline in
Alzheimer’s disease. Dement Geriatr Cogn Disord 2006, 22:320-326.

29. Morel M, Couturier J, Lafay-Chebassier C, Paccalin M, Page G: PKR, the
double stranded RNA-dependent protein kinase as a critical target in
Alzheimer’s disease. J Cell Mol Med 2009, 13:1476-1488.

30. Chang RC, Wong AK, Ng HK, Hugon J: Phosphorylation of eukaryotic
initiation factor-2alpha (eIF2alpha) is associated with neuronal
degeneration in Alzheimer’s disease. Neuroreport 2002, 13:2429-2432.

31. Miyamoto S, Verma IM: Rel/NF-kappa B/I kappa B story. Adv Cancer Res
1995, 66:255-292.

32. Zamanian-Daryoush M, Mogensen TH, DiDonato JA, Williams BR: NF-
kappaB activation by double-stranded-RNA-activated protein kinase
(PKR) is mediated through NF-kappaB-inducing kinase and IkappaB
kinase. Mol Cell Biol 2000, 20:1278-1290.

33. Kumar A, Haque J, Lacoste J, Hiscott J, Williams BR: Double-stranded RNA-
dependent protein kinase activates transcription factor NF-kappa B by
phosphorylating I kappa B. Proc Natl Acad Sci USA 1994, 91:6288-6292.

34. Takada Y, Ichikawa H, Pataer A, Swisher S, Aggarwal BB: Genetic deletion of
PKR abrogates TNF-induced activation of IkappaBalpha kinase, JNK, Akt
and cell proliferation but potentiates p44/p42 MAPK and p38 MAPK
activation. Oncogene 2007, 26:1201-1212.

35. Murphy PG, Borthwick LS, Johnston RS, Kuchel G, Richardson PM: Nature of
the retrograde signal from injured nerves that induces interleukin-6
mRNA in neurons. J Neurosci 1999, 19:3791-3800.

36. Botchkina GI, Meistrell ME, Botchkina IL, Tracey KJ: Expression of TNF and
TNF receptors (p55 and p75) in the rat brain after focal cerebral
ischemia. Mol Med 1997, 3:765-781.

37. Jammi NV, Whitby LR, Beal PA: Small molecule inhibitors of the RNA-
dependent protein kinase. Biochem Biophys Res Commun 2003,
308:50-57.

38. Morel M, Couturier J, Pontcharraud R, Gil R, Fauconneau B, Paccalin M,
Page G: Evidence of molecular links between PKR and mTOR signalling
pathways in Abeta neurotoxicity: role of p53, Redd1 and TSC2. Neurobiol
Dis 2009, 36:151-161.

39. Frank MG, Wieseler-Frank JL, Watkins LR, Maier SF: Rapid isolation of highly
enriched and quiescent microglia from adult rat hippocampus:
immunophenotypic and functional characteristics. J Neurosci Methods
2006, 151:121-130.

40. Lawson LJ, Perry VH, Dri P, Gordon S: Heterogeneity in the distribution
and morphology of microglia in the normal adult mouse brain.
Neuroscience 1990, 39:151-170.

41. Simmons LK, May PC, Tomaselli KJ, Rydel RE, Fuson KS, Brigham EF,
Wright S, Lieberburg I, Becker GW, Brems DN, et al: Secondary structure of
amyloid beta peptide correlates with neurotoxic activity in vitro. Mol
Pharmacol 1994, 45:373-379.

42. Suen KC, Yu MS, So KF, Chang RC, Hugon J: Upstream signaling pathways
leading to the activation of double-stranded RNA-dependent serine/
threonine protein kinase in beta-amyloid peptide neurotoxicity. J Biol
Chem 2003, 278:49819-49827.

43. Couturier J, Morel M, Pontcharraud R, Gontier V, Fauconneau B, Paccalin M,
Page G: Interaction of double-stranded RNA-dependent protein kinase
(PKR) with the death receptor signaling pathway in amyloid beta
(Abeta)-treated cells and in APPSLPS1 knock-in mice. J Biol Chem 2010,
285:1272-1282.

44. Romano PR, Garcia-Barrio MT, Zhang X, Wang Q, Taylor DR, Zhang F,
Herring C, Mathews MB, Qin J, Hinnebusch AG: Autophosphorylation in
the activation loop is required for full kinase activity in vivo of human
and yeast eukaryotic initiation factor 2alpha kinases PKR and GCN2. Mol
Cell Biol 1998, 18:2282-2297.

45. Viatour P, Merville MP, Bours V, Chariot A: Phosphorylation of NF-kappaB
and IkappaB proteins: implications in cancer and inflammation. Trends
Biochem Sci 2005, 30:43-52.

46. Buss H, Dorrie A, Schmitz ML, Frank R, Livingstone M, Resch K, Kracht M:
Phosphorylation of serine 468 by GSK-3beta negatively regulates basal
p65 NF-kappaB activity. J Biol Chem 2004, 279:49571-49574.

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

Page 15 of 17

http://www.ncbi.nlm.nih.gov/pubmed/2559373?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2559373?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15681803?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15681803?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9330973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9330973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1438191?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1438191?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17222916?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10858586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10858586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390503?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390503?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19388207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19388207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19388207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19067586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19067586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15347683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15347683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15347683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15347683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11578769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11578769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11578769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16542445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16542445?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15265638?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1337194?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1337194?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18560127?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18560127?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19828948?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19828948?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16914866?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16914866?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18067990?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18067990?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19689163?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19689163?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11160126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11160126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19286451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19286451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19286451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678666?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14989595?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16581193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16581193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16581193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16954686?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16954686?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16954686?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19602051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19602051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19602051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12499843?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12499843?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12499843?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7793317?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10648614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10648614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10648614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10648614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7912826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7912826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7912826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10234011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10234011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10234011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9407552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9407552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9407552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12890478?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12890478?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19631745?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19631745?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16125247?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16125247?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16125247?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2089275?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2089275?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8145724?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8145724?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12975376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12975376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12975376?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19889624?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19889624?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19889624?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9528799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9528799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9528799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15653325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15653325?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15465828?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15465828?dopt=Abstract


47. Sakurai H, Chiba H, Miyoshi H, Sugita T, Toriumi W: IkappaB kinases
phosphorylate NF-kappaB p65 subunit on serine 536 in the
transactivation domain. J Biol Chem 1999, 274:30353-30356.

48. Kumar A, Yang YL, Flati V, Der S, Kadereit S, Deb A, Haque J, Reis L,
Weissmann C, Williams BR: Deficient cytokine signaling in mouse embryo
fibroblasts with a targeted deletion in the PKR gene: role of IRF-1 and
NF-kappaB. EMBO J 1997, 16:406-416.

49. Bonnet MC, Weil R, Dam E, Hovanessian AG, Meurs EF: PKR stimulates
NF-kappaB irrespective of its kinase function by interacting with the
IkappaB kinase complex. Mol Cell Biol 2000, 20:4532-4542.

50. Bales KR, Du Y, Dodel RC, Yan GM, Hamilton-Byrd E, Paul SM: The NF-
kappaB/Rel family of proteins mediates Abeta-induced neurotoxicity and
glial activation. Brain Res Mol Brain Res 1998, 57:63-72.

51. Meda L, Cassatella MA, Szendrei GI, Otvos L Jr, Baron P, Villalba M, Ferrari D,
Rossi F: Activation of microglial cells by beta-amyloid protein and
interferon-gamma. Nature 1995, 374:647-650.

52. Liu MH, Lin YS, Sheu SY, Sun JS: Anti-inflammatory effects of daidzein on
primary astroglial cell culture. Nutr Neurosci 2009, 12:123-134.

53. Floden AM, Combs CK: Beta-amyloid stimulates murine postnatal and
adult microglia cultures in a unique manner. J Neurosci 2006,
26:4644-4648.

54. Franciosi S, Choi HB, Kim SU, McLarnon JG: IL-8 enhancement of amyloid-
beta (Abeta 1-42)-induced expression and production of pro-
inflammatory cytokines and COX-2 in cultured human microglia.
J Neuroimmunol 2005, 159:66-74.

55. Cacabelos R, Alvarez XA, Fernandez-Novoa L, Franco A, Mangues R,
Pellicer A, Nishimura T: Brain interleukin-1 beta in Alzheimer’s disease
and vascular dementia. Methods Find Exp Clin Pharmacol 1994,
16:141-151.

56. McGeer PL, Rogers J, McGeer EG: Neuroimmune mechanisms in
Alzheimer disease pathogenesis. Alzheimer Dis Assoc Disord 1994,
8:149-158.

57. Olson L, Humpel C: Growth factors and cytokines/chemokines as
surrogate biomarkers in cerebrospinal fluid and blood for diagnosing
Alzheimer’s disease and mild cognitive impairment. Exp Gerontol
45:41-46.

58. Griffin WS, Sheng JG, Royston MC, Gentleman SM, McKenzie JE, Graham DI,
Roberts GW, Mrak RE: Glial-neuronal interactions in Alzheimer’s disease:
the potential role of a ‘cytokine cycle’ in disease progression. Brain
Pathol 1998, 8:65-72.

59. Carnevale D, De Simone R, Minghetti L: Microglia-neuron interaction in
inflammatory and degenerative diseases: role of cholinergic and
noradrenergic systems. CNS Neurol Disord Drug Targets 2007, 6:388-397.

60. Hatton GI: Glial-neuronal interactions in the mammalian brain. Adv
Physiol Educ 2002, 26:225-237.

61. Hatton GI: Dynamic neuronal-glial interactions: an overview 20 years
later. Peptides 2004, 25:403-411.

62. Naslund J, Haroutunian V, Mohs R, Davis KL, Davies P, Greengard P,
Buxbaum JD: Correlation between elevated levels of amyloid beta-
peptide in the brain and cognitive decline. JAMA 2000, 283:1571-1577.

63. Farina C, Aloisi F, Meinl E: Astrocytes are active players in cerebral innate
immunity. Trends Immunol 2007, 28:138-145.

64. Ivins KJ, Bui ET, Cotman CW: Beta-amyloid induces local neurite
degeneration in cultured hippocampal neurons: evidence for neuritic
apoptosis. Neurobiol Dis 1998, 5:365-378.

65. Rapoport M, Ferreira A: PD98059 prevents neurite degeneration induced
by fibrillar beta-amyloid in mature hippocampal neurons. J Neurochem
2000, 74:125-133.

66. Michaelis ML, Ranciat N, Chen Y, Bechtel M, Ragan R, Hepperle M, Liu Y,
Georg G: Protection against beta-amyloid toxicity in primary neurons by
paclitaxel (Taxol). J Neurochem 1998, 70:1623-1627.

67. Lewandowska E, Wierzba-Bobrowicz T, Kosno-Kruszewska E, Lechowicz W,
Schmidt-Sidor B, Szpak GM, Bertrand E, Pasennik E, Gwiazda E:
Ultrastructural evaluation of activated forms of microglia in human brain
in selected neurological diseases (SSPE, Wilson’s disease and Alzheimer’s
disease). Folia Neuropathol 2004, 42:81-91.

68. Wierzba-Bobrowicz T, Gwiazda E, Kosno-Kruszewska E, Lewandowska E,
Lechowicz W, Bertrand E, Szpak GM, Schmidt-Sidor B: Morphological
analysis of active microglia–rod and ramified microglia in human brains
affected by some neurological diseases (SSPE, Alzheimer’s disease and
Wilson’s disease). Folia Neuropathol 2002, 40:125-131.

69. Chen J, Zhou Y, Mueller-Steiner S, Chen LF, Kwon H, Yi S, Mucke L, Gan L:
SIRT1 protects against microglia-dependent amyloid-beta toxicity
through inhibiting NF-kappaB signaling. J Biol Chem 2005,
280:40364-40374.

70. Desai A, Konda VR, Darland G, Austin M, Prabhu KS, Bland JS, Carroll BJ,
Tripp ML: META060 inhibits multiple kinases in the NF-kappaB pathway
and suppresses LPS–mediated inflammation in vitro and ex vivo.
Inflamm Res 2009, 58:229-234.

71. Gruol DL, Nelson TE: Physiological and pathological roles of interleukin-6
in the central nervous system. Mol Neurobiol 1997, 15:307-339.

72. Benveniste EN, Sparacio SM, Norris JG, Grenett HE, Fuller GM: Induction
and regulation of interleukin-6 gene expression in rat astrocytes. J
Neuroimmunol 1990, 30:201-212.

73. Aloisi F, Care A, Borsellino G, Gallo P, Rosa S, Bassani A, Cabibbo A, Testa U,
Levi G, Peschle C: Production of hemolymphopoietic cytokines (IL-6, IL-8,
colony-stimulating factors) by normal human astrocytes in response to
IL-1 beta and tumor necrosis factor-alpha. J Immunol 1992,
149:2358-2366.

74. Njie EG, Boelen E, Stassen FR, Steinbusch HW, Borchelt DR, Streit WJ: Ex
vivo cultures of microglia from young and aged rodent brain reveal
age-related changes in microglial function. Neurobiol Aging .

75. Del Bo R, Angeretti N, Lucca E, De Simoni MG, Forloni G: Reciprocal
control of inflammatory cytokines, IL-1 and IL-6, and beta-amyloid
production in cultures. Neurosci Lett 1995, 188:70-74.

76. Lindberg C, Selenica ML, Westlind-Danielsson A, Schultzberg M: Beta-
amyloid protein structure determines the nature of cytokine release
from rat microglia. J Mol Neurosci 2005, 27:1-12.

77. Lee M, Cho T, Jantaratnotai N, Wang YT, McGeer E, McGeer PL: Depletion
of GSH in glial cells induces neurotoxicity: relevance to aging and
degenerative neurological diseases. FASEB J 24:2533-2545.

78. Haas J, Storch-Hagenlocher B, Biessmann A, Wildemann B: Inducible nitric
oxide synthase and argininosuccinate synthetase: co-induction in brain
tissue of patients with Alzheimer’s dementia and following stimulation
with beta-amyloid 1-42 in vitro. Neurosci Lett 2002, 322:121-125.

79. McAlpine FE, Lee JK, Harms AS, Ruhn KA, Blurton-Jones M, Hong J, Das P,
Golde TE, LaFerla FM, Oddo S, et al: Inhibition of soluble TNF signaling in
a mouse model of Alzheimer’s disease prevents pre-plaque amyloid-
associated neuropathology. Neurobiol Dis 2009, 34:163-177.

80. Alkam T, Nitta A, Mizoguchi H, Saito K, Seshima M, Itoh A, Yamada K,
Nabeshima T: Restraining tumor necrosis factor-alpha by thalidomide
prevents the amyloid beta-induced impairment of recognition memory
in mice. Behav Brain Res 2008, 189:100-106.

81. Jiang Y, Deacon R, Anthony DC, Campbell SJ: Inhibition of peripheral TNF
can block the malaise associated with CNS inflammatory diseases.
Neurobiol Dis 2008, 32:125-132.

82. Morihara T, Teter B, Yang F, Lim GP, Boudinot S, Boudinot FD, Frautschy SA,
Cole GM: Ibuprofen suppresses interleukin-1beta induction of pro-
amyloidogenic alpha1-antichymotrypsin to ameliorate beta-amyloid
(Abeta) pathology in Alzheimer’s models. Neuropsychopharmacology 2005,
30:1111-1120.

83. Kalai M, Suin V, Festjens N, Meeus A, Bernis A, Wang XM, Saelens X,
Vandenabeele P: The caspase-generated fragments of PKR cooperate to
activate full-length PKR and inhibit translation. Cell Death Differ 2007,
14:1050-1059.

84. Wang X, Fan Z, Wang B, Luo J, Ke ZJ: Activation of double-stranded RNA-
activated protein kinase by mild impairment of oxidative metabolism in
neurons. J Neurochem 2007, 103:2380-2390.

85. Shimohama S: Apoptosis in Alzheimer’s disease–an update. Apoptosis
2000, 5:9-16.

86. Shakibaei M, John T, Seifarth C, Mobasheri A: Resveratrol inhibits IL-1 beta-
induced stimulation of caspase-3 and cleavage of PARP in human
articular chondrocytes in vitro. Ann N Y Acad Sci 2007, 1095:554-563.

87. Zhao X, Bausano B, Pike BR, Newcomb-Fernandez JK, Wang KK, Shohami E,
Ringger NC, DeFord SM, Anderson DK, Hayes RL: TNF-alpha stimulates
caspase-3 activation and apoptotic cell death in primary septo-
hippocampal cultures. J Neurosci Res 2001, 64:121-131.

88. Lee JH, Park EJ, Kim OS, Kim HY, Joe EH, Jou I: Double-stranded RNA-
activated protein kinase is required for the LPS-induced activation of
STAT1 inflammatory signaling in rat brain glial cells. Glia 2005, 50:66-79.

89. Korotzer AR, Pike CJ, Cotman CW: beta-Amyloid peptides induce
degeneration of cultured rat microglia. Brain Res 1993, 624:121-125.

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

Page 16 of 17

http://www.ncbi.nlm.nih.gov/pubmed/10521409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10521409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10521409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9029159?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9029159?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9029159?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10848580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10848580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10848580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9630519?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9630519?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9630519?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7715705?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7715705?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19356315?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19356315?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15652404?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15652404?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15652404?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8007743?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8007743?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7986484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7986484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9458167?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9458167?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18220778?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18220778?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18220778?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12443995?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15134863?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15134863?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10735393?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10735393?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17276138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17276138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10069579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10069579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10069579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10617113?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10617113?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9523579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9523579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15266782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15266782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15266782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12572918?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12572918?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12572918?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12572918?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16183991?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16183991?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19169645?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19169645?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9457704?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9457704?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2121800?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2121800?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1382099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1382099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1382099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7783982?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7783982?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7783982?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11958858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11958858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11958858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11958858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19320056?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19320056?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19320056?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18325608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18325608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18325608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18672064?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18672064?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15688088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15688088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15688088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17318221?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17318221?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17953670?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17953670?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17953670?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11227497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17404069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17404069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17404069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11288141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11288141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11288141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15630703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15630703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15630703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8252383?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8252383?dopt=Abstract


90. Streit WJ, Braak H, Xue QS, Bechmann I: Dystrophic (senescent) rather
than activated microglial cells are associated with tau pathology and
likely precede neurodegeneration in Alzheimer’s disease. Acta
Neuropathol 2009, 118:475-485.

91. Luo XG, Ding JQ, Chen SD: Microglia in the aging brain: relevance to
neurodegeneration. Mol Neurodegener 2010, 5:12.

doi:10.1186/1742-2094-8-72
Cite this article as: Couturier et al.: Prevention of the b-amyloid peptide-
induced inflammatory process by inhibition of double-stranded RNA-
dependent protein kinase in primary murine mixed co-cultures. Journal
of Neuroinflammation 2011 8:72.

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

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Couturier et al. Journal of Neuroinflammation 2011, 8:72
http://www.jneuroinflammation.com/content/8/1/72

Page 17 of 17

http://www.ncbi.nlm.nih.gov/pubmed/19513731?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19513731?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19513731?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20334662?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20334662?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Chemical products
	Primary murine mixed neuron-astrocyte-microglia cultures
	Chemical treatments
	Cell lysis and nuclear extracts
	Enzyme-linked immunosorbent assay (ELISA)
	Immunoblotting
	Immunofluorescence
	Scanning electron microscopy
	Statistics

	Results
	Toxicity of compound C16 in primary murine mixed co-cultures
	Prevention of Aβ-induced PKR activation and NF-κB/IκB signaling pathway by compound C16
	Effects of compound C16 on Aβ-induced cytokine production and release in primary murine mixed co-cultures
	Effects of compound C16 on altered cellular morphology induced by Aβ42 treatment
	Effects of compound C16 on Aβ42-induced apoptosis

	Discussion
	Conclusions
	Acknowledgements and funding
	Author details
	Authors' contributions
	Competing interests
	References

