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Abstract

Background: One hallmark of Alzheimer disease is microglial activation. Therapeutic approaches for this
neurodegenerative disease include the modulation of microglial cells. a;-antitrypsin (AT1AT) has been shown

to exert anti-inflammatory effects on macrophages and lung epithelial cells and an inhibition of calpain activity
in neutrophil granulocytes. Nothing is known about the effect of ATAT on microglial-mediated neuroinflammation.
Our aim was to investigate the effect of ATAT on amyloid-3 (AR)- and LPS-treated microglial cells in vitro with respect
to cytokine production, stress pathways, cell viability, phagocytotic abilities and the underlying mechanisms.

Methods: Primary microglial cells were isolated from Swiss Webster mouse embryos on embryonic day 13.5. Cytokines
in the supernatants of treated primary microglial cells were analyzed with ELISAs, and accumulated nitrite was detected
with Griess reagents. Intracellular stress pathways were investigated in cell lysates using western blotting. Intracellular
calcium levels were detected in BV-2 microglial cells loaded with the Ca**-sensitive (fluorescent) dye Fluo-4. Calpain
activity in primary microglial cells was assessed by using a calpain activity assay. Cell viability of AR-treated microglial
cells was analyzed using MTT assay. Phagocytosis of AR was evaluated with western blot analysis.

Results: Upon co-administration, ATAT reduced pro-inflammatory mediators induced by LPS or AB. Interestingly,

we detected a reduction in calpain activity and in the concentration of intracellular calcium that might mediate

the anti-inflammatory effects of ATAT. Inhibition of the classic activation pathways, such as phosphorylation

of mitogen-activated protein kinases or activation of protein kinase A were excluded as a mechanism of A1AT-mediated
effects. In addition, ATAT increased the viability of AB-treated microglial cells and reduced AR phagocytosis.

Conclusions: We provide evidence on the mechanism of action of ATAT on microglial-mediated neuroinflammation

in vitro. Our in vitro data indicate that ATAT treatment modulates microglial cells in inflammatory conditions and that this
modulation is due to an inhibition of calpain activity and intracellular calcium levels. The underlying mechanisms of the
effects observed here are promising for future therapeutic strategies and should thus be further pursued in transgenic
mouse models of Alzheimer disease.
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Background

Alzheimer disease (AD) is the most common neurode-
generative disease leading to the loss of cholinergic neu-
rons and their associated neuronal connections in the
human brain. Pathological hallmarks are the extracellu-
lar formation of amyloid-p (AP) plaques and the intra-
cellular formation of neurofibrillary tangles, composed
of hyperphosphorylated tau-protein [1]. Besides its tox-
icity to neurons, AP activates microglial cells via differ-
ent receptors expressed on the cell surface, such as
toll-like receptors (TLR) [2]. Intracellular receptor sig-
nalling involves the classical mitogen-activated protein
kinase (MAPK) pathways resulting in the nuclear trans-
location of nuclear factor kB (NFxB) [3] but also activa-
tion of cAMP/protein kinase A (PKA)/phosphorylated
cAMP response element binding protein (CREB) [4].
Upon activation, microglial cells express and secrete
pro-inflammatory factors, thereby generating an even
more neurotoxic milieu [5]. The concentration of intra-
cellular calcium also seems to play a role in the control of
pro-inflammatory mediator release [6], and modulation of
intracellular calcium levels can reduce the secretion of
pro-inflammatory factors [7]. On the other hand, micro-
glial cells also show neuroprotective effects through the
uptake and degradation of toxic AP oligomers [8].

One therapeutic approach for AD is to modify neuro-
inflammation towards an activation state that is charac-
terized by reduced production of pro-inflammatory
mediators and increased AP clearance [9,10]. Recently, a
new anti-inflammatory role for o;-antitrypsin (A1AT)
has been described for activated monocytes as well as
for lung endothelial cells [11,12]. The serine protease in-
hibitory activity mediated by A1AT protein is well ac-
knowledged for its essential role in the degradation of
neutrophil elastase in the lung [13]. A1AT proteins are
also known for their inflammatory properties as acute
phase proteins being produced in large amounts under
inflammatory conditions [14]. Patients suffering from in-
born A1AT deficiency are predisposed to lung diseases
and to liver cirrhosis, mainly attributed to an accumula-
tion of misfolded A1AT proteins [15]. As a therapy for
inborn A1AT deficiency, substitution with pooled hu-
man AIAT is available. A1AT has also been shown to
reduce calpain activity in neutrophil granulocytes [16].
Calpain, a key enzyme in the progress of neurodegenera-
tive pathology, is activated by elevated intracellular cal-
cium levels and it is strongly associated with endoplasmic
reticulum stress and apoptosis [17]. In postmortem brains
of AD patients, overactivation of calpain can be detected
[18]. Recently, it was demonstrated that calpain activity is
also involved in the activation of immune cells in a colitis
mouse model [19].

In the present study, therefore, the effect of A1AT on
microglial-mediated neuroinflammation and AP toxicity
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was investigated in murine primary microglial cells and
the rodent microglial cell line BV-2.

Methods
All chemicals were obtained from Sigma-Aldrich, St. Louis,
MO, USA, unless otherwise indicated.

Reagents and antibodies

Prolastin (Grifols, Barcelona, Spain, for more information
see http://www.grifols-pi.info/inserts/Prolastin-C.pdf) was
used as a source for A1AT. Prolastin (1 g) was solubilized
with 40 ml ultrapure water, aliquoted and stored at -80°C
until use.

To obtain AP oligomer-enriched preparations, 1 mg
A4 (Bachem, Bubendorf, Switzerland) was dissolved in
10% ammonia, aliquoted, freeze dried and stored at -80°C.
Before use, AP;_4» aliquots were dissolved in sterile water
(1 mg/ml), and then 100 mM Tris and 50 mM NaCl were
added to obtain a 58 uM solution. A magnetic stirrer was
added and the AP solution was stirred for 48 hours at
1,400 rpm at room temperature.

Antibodies against the following proteins were used:
phosphorylated (phospho)-p38, phospho-p44/42, phospho-
JNK (c-Jun N-terminal kinase)/SAPK (stress-activated
protein kinase), phospho-CREB (all Cell Signaling,
Danvers, MA, USA), AP (clone 6E10, Covance, Princeton,
NJ, USA), A1AT, Vinculin, glyceraldehyde 3-phosphate de-
hydrogenase (GAPDH) (Novus Biologicals, Littleton, CO,
USA) and horseradish peroxidase-conjugated secondary
antibody goat anti-mouse, goat anti-rabbit (both Cell
Signaling, Danvers, MA, USA) and donkey anti-goat
(Santa Cruz Biotechnology, Dallas, TX, USA).

Cells

Primary microglia cells were derived from Swiss Webster
mouse embryos on embryonic day 13.5. All experimental
protocols were approved by the office of the district
president and the Institutional Animal Care and Use
Committee of the University of Marburg. The study re-
ceived institutional review board and experiments were
carried out in accordance with EU Directive 1020/63/EU
on the protection of animals used for scientific purposes.
The procedure has been described in detail by Roettger
et al. [20]. Briefly, mice were sacrificed, embryos were
removed and mesencephalons were dissected and col-
lected in Leibovitz L-15 media (PAA Laboratories GmbH,
Pasching, Austria). Mesencephalons were homogenized by
pipetting 30 times. Then, 5 ml Leibovitz L-15 medium
was added and the solution was left for 10 minutes to re-
move cell debris. Next, 5 ml was removed into a new tube,
centrifuged for 5 min at 300 g and the supernatant was
then resuspended in Dulbecco’s modified Eagle’s medium
(DMEM) supplemented with 10% fetal bovine serum
(EBS), 1% streptomycin/penicillin and 1% L-glutamine (all
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PAA Laboratories GmbH, Pasching, Austria). Cells
were seeded on polyethyleneimine-coated plates, culti-
vated at 37°C in a humidified atmosphere of 5% CO,,
and after 7 days, 5 ng/ml granulocyte-macrophage
colony-stimulating factor (Roche, Basel, Switzerland)
was added to increase the yield of microglia. After 15
to 19 days in culture, cells were subplated and used for
further experiments. For experiments, cell treatments
were performed 24 hours after seeding. More than 95%
of cells obtained were microglia as quantified by
CD11b FACS analysis.

BV-2 cells (a kind gift of Jens Neumann, Magdeburg,
Germany) were cultivated in DMEM supplemented
with 10% FBS, 1% penicillin/streptomycin and 1%
L-glutamine.

Measurement of TNF-q, IL-6 and IL-1(3

Before cell treatment, media was changed to serum-free
media. Primary microglial cells were treated with 0.1 pg/
ml LPS or 10 pM AB;_4p and 2 or 4 mg/ml A1AT. After
24 hours, the concentration of the pro-inflammatory
cytokines TNF-a and IL-6 was measured in cell culture
supernatants using the Duoset Enzyme-linked immuno-
sorbent assay (ELISA) system (R&D, Minneapolis, MN,
USA) according to the manufacturer’s protocol. Super-
natants of cells treated with LPS and/or A1AT were also
subjected to an IL-1p ELISA (R&D, Minneapolis, MN,
USA). The absorbance was measured at 450 nm using a
plate reader (ELISA-Reader Infinite™ 200series, Tecan,
Crailsheim, Germany).

Measurement of nitric oxide

Accumulated nitrite, a stable oxidation product of nitric
oxide (NO), was measured using Griess reagents [21].
For this measurement, 50 pl of primary microglial cell
supernatants was transferred to a 96-well microtiter
plate, and 50 pl of solution 1 (1% sulfanilamide in 5%
phosphoric acid) was added. After 10 minutes incuba-
tion in the dark, 50 pl of solution 2 (0.1% naphthylethy-
lenediamine dihydrochloride) was added and incubated
for 10 more minutes in the dark. The absorbance was
measured at 550 nm using a plate reader (ELISA-Reader
Infinite™ 200series, Tecan, Crailsheim, Germany).

Cell lysis and western blot

Media was changed to serum-free media, and primary
microglial cells were treated for the indicated times,
washed twice with ice-cold phosphate-buffered saline
and lysed for 5 minutes with M-Per lysis buffer (Thermo
Scientific, Rockford, IL, USA) containing protease inhibi-
tors and phosphatase inhibitors (Roche, Basel, Switzerland).
Cells were harvested with a cell scraper and pelleted for
10 minutes at 14,000 rpm. Supernatants were transferred to
a new tube, and protein concentration was determined
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using NanoDrop (Peqlab, Erlangen, Germany). Next, 10 pg
of total protein was separated by 4 to 12% sodium dodecyl
sulphate-polyacrylamide gel electrophoresis (SDS-PAGE)
and transferred onto nitrocellulose membranes. Mem-
branes were blocked for one hour at room temperature and
incubated with the appropriate primary antibody solution
for phospho-p38 (1:4,000), phospho p44/42 (1:4,000), phos-
pho JNK (1:4,000), phospho CREB (1:500), A1AT (1:2,000),
AP (1:2,000), GAPDH (1:5,000) or Vinculin (1:5,000) at 4°C
over night. Primary antibody was detected using a species-
specific secondary antibody. Membranes were incubated
with SuperSignal™ West Dura Extended Duration Sub-
strate (Thermo Scientific, Rockford, IL, USA) and exposed
to an autoradiographic film (Thermo Scientific, Rockford,
IL, USA). Band intensity levels were measured by GS-800™
calibrated densitometer (Bio-Rad, Hercules, CA, USA).

Intracellular calcium measurements with Fluo-4

To assess intracellular calcium levels 1.5 x 10* BV-2 cells
were seeded in a 96-well black plate, washed with Hank’s
buffered salt solution (HBSS) and loaded with the calcium
indicator Fluo-4 (5 uM) for 30 minutes at 37°C. The dye
was removed, cells were kept in HBSS and baseline cal-
cium levels for each well were assigned. The fluorescence
of each well was determined with an automated FLUOstar
Optima reader (BMG Labtechnologies GmbH, Offenburg,
Germany) using an excitation wavelength of 485 nm and
an emission wavelength of 520 nm.

To measure the effect of A1AT on intracellular cal-
cium levels, we treated cells with 0.1 pg/ml LPS and/or
2 and 4 mg/ml AIAT and fluorescence was measured
every 60 seconds for a time course of 200 minutes.

Calpain activity assay

To measure the calpain activity of primary microglial
cells, cells were seeded in a 24-well plate and media was
changed to serum-free media. Cells were treated with
0.5, 2 and 4 mg/ml A1AT for 24 hours and subjected to
a calpain activity assay (Abcam, Cambridge, UK). The
assay was performed according to the manufacturer’s
protocol.

Cell viability assessment with MTT reduction assay

Cell viability of AB;_4, oligomer-treated primary microglial
cells and A1AT co-treated cells was measured using a 3-
(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium brom-
ide (MTT) reduction assay. Media was changed to
serum-free media, and cells were treated with AP; 4
oligomers (2 pM) and A1AT (0.5, 2 and 4 mg/ml) for
24 hours. Culture medium was changed to fresh
medium containing 0.5 mg/ml MTT and incubated for
one hour at 37°C in a humidified atmosphere of 5%
CO,. Medium was removed and cells were lysed with
dimethyl sulfoxide (AppliChem, Darmstadt, Germany).
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The absorption was measured at 570 nm on a plate reader
(ELISA-Reader Infinite™ 200series, Tecan, Crailsheim,
Germany). Absorption values were normalized to untreated
cells.

Statistical analysis
All results are presented as the mean + standard devi-
ation of the mean. Differences between groups were
evaluated for statistical significance using one-way ana-
lysis of variance (ANOVA) with Bonferroni post-hoc test.
Data analysis was aided by XL Toolbox add-in for Excel,
version 6.52 (xltoolbox.sourceforge.net).

For all statistical comparisons, the following defini-
tions were used: (* = P value <0.05, ** = P value <0.01,
*** = P value < 0.001).
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Results

a,-antitrypsin has an anti-inflammatory effect on
lipopolysaccharide-treated primary microglial cells
Primary microglial cells were treated for 24 hours with
0.1 pg/ml LPS and/or 2 and 4 mg/ml A1AT. Co-treatment
with 4 mg/ml A1AT led to a two- to threefold reduction of
TNF-a (P=0.003), IL-6 (P=0.002), IL-1f (P=0.04) and
NO levels (P =0.006) in primary microglial cells. The lower
dose of 2 mg/ml reduced TNF-a (P =0.04), IL-6 (P =0.02)
and NO (P =0.04) levels significantly (Figure 1A, B + D),
whereas there was no effect on IL-1B (P = 0.16; Figure 1C).
A1AT alone did not show any immunogenicity.

Anti-inflammatory effect is not mediated via MAPK or PKA
It is well established that pro-inflammatory effects in im-
mune cells are mediated via the phosphorylation of
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Figure 1 a;-antitrypsin (A1AT) reduces lipopolysaccharide (LPS)-induced release of pro-inflammatory mediators. A-C. Cell culture
supernatants of LPS and/or ATAT co-treated cells were subjected to ELISA to detect the levels of pro-inflammatory cytokines. Therefore, primary
microglial cells were treated with 0.1 pg/ml LPS and/or 2 and 4 mg/ml ATAT for 24 hours, followed by quantification of TNF-a, IL-6, and IL-1(3
levels. Values are given in ng/ml. Means and standard deviations of the mean of three independent experiments are shown (*P value <0.05,
**P value <0.01, n.s, not significant). D. Nitric oxide (NO) was measured in the same cell culture supernatants using Griess reagents. Values are
given in uM. Means and standard deviations of the mean of three independent experiments are shown (*P value <0.05, **P value <0.01).
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MAPK and transactivation of the transcription factor
NF-xB. To investigate the correlation of A1AT with
these classic inflammatory stress pathways, we analyzed
the phosphorylation state of p38, p44/42 and SAPK/JNK
upon treatment with 0.1 pg/ml LPS and AI1AT after
20 minutes (Figure 2A). We saw a very slight negative
correlation of 4 mg/ml AIAT on LPS-induced phos-
phorylation of p44/42 (P =0.04/0.002) and a slight posi-
tive correlation in the phosphorylation state of JNK p46
with 2 mg/ml A1AT (P=0.04); Figure 2B). However
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there was no change in the phosphorylation state of p38
with any AIAT co-treatment and no correlation with
phospho p44/42 with 2 mg/ml A1AT co-treatment, a
concentration that showed reductive effects on pro-
inflammatory cytokines.

It has previously been reported that A1AT exerts its
anti-inflammatory effect via activation of PKA [11], indi-
cating an effect through the PKA/CREB pathway. Here,
we detected increased phospho-CREB levels upon micro-
glia treatment with 4 mg/ml AIAT and investigated

Vinculin (D s e S - — — -t | 116 D

of three independent experiments are shown.

A P B
N
NN
F F &
> N RN \?’
@‘b"@ Q‘Qé& %xv %Xq’ Oé&
STTF I
phosph0p38| - - — |38 kDa
44 KD,
phospho p44/42|-- [ — 42 kDg
54 kDa
— — —
phospho SAPK/JNK| S - | D
GAPDHl —eoEEy CIpeliDe= |37 kDa
C D
FFL L
P TSN s
AN R AR RN S
AT D DAY NS DN
VS X X x x & X‘?’
SIS Fe
RN SN S S S \AREN)
phospho CREB|._ Gy v G s " ”| 43 kDa

Figure 2 a;-antitrypsin (A1AT)’s reduction of pro-inflammatory mediators is independent of MAPK and PKA activation. A. To detect
the phosphorylation state of the MAPKs p38, p44/42 and JNK upon co-treatment with ATAT, primary microglial cells were incubated with 0.1
pg/ml lipopolysaccharide (LPS) and 2 and 4 mg/ml ATAT for 20 minutes, and cell lysates of the treated cells were subjected to western blotting.
Antibodies against phospho-p38, phospho-p44/42 and phospho-JNK were used. GAPDH served as a loading control. One representative western
blot out of three is shown. B. Band intensities of phosphorylated MAPK were measured by a densitometer and normalized with that of GAPDH.
LPS-treated cells were set to 1. Means and standard deviations of the mean of three western blots are shown (*P value <0.05, **P value <0.01)
C. To detect the effect of ATAT on the phosphorylation state of CREB, cells were pretreated with the PKA inhibitor H89 for 30 minutes and then
treated with 4 mg/ml ATAT for 15 minutes or co-treated with 0.1 pg/ml LPS and 4 mg/ml ATAT for 15 minutes. Cell lysates were subjected to
western blotting, and phospho-CREB was detected with a monoclonal antibody. Vinculin was used as a loading control. One representative
western blot out of three is shown. D. To measure the impact on the release of the pro-inflammatory cytokine TNF-q, cells were pretreated with
different concentrations of H89 and then treated with 0.1 ug/ml LPS and/or 2 mg/ml ATAT for 24 hours. TNF-a levels in cell culture supernatants
of primary microglial cells were quantified with ELISA. Results were normalized to LPS-treated cells. Means and standard deviations of the mean
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whether this effect can be antagonized by different
concentrations of the PKA-inhibitor H89 (1 to 30 uM). In-
deed, we detected an antagonistic effect of H89 on the
phosphorylation state of CREB (Figure 2C). However, the
phosphorylation state of CREB was also increased in LPS
and/or A1AT treated cells (Figure 2C). We further tested
the effect of H89 on the anti-inflammatory effect of 2 mg/
ml AIAT on LPS-treated cells. As shown in Figure 2D,
the release of the pro-inflammatory cytokine TNF-a after
LPS treatment could not be restored by different concen-
trations of H89 (1 to 10 uM). H89 treatment in the afore-
mentioned concentrations had no effect on cytokine levels
(data not shown).

a,-antitrypsin reduces intracellular calcium-levels in BV-2
microglial cells

Calcium plays an important role in the activation of
microglial cells, is required for calpain activation and is
known to be enhanced in human AD brains [17,18].
Since we did not observe a strong regulative effect of
A1AT on MAPK and the regulation of PKA does not
seem to be responsible for the anti-inflammatory effect
of A1AT, we investigated the change of intracellular
calcium levels upon treatment with 0.1 pg/ml LPS and/
or different concentrations of A1AT with the calcium
fluorescent marker Fluo-4. For these experiments, we
used BV-2 microglial cells because primary microglial
cells change their shape dramatically after LPS treat-
ment, which might lead to a misinterpretation of the
results as Fluo-4 is a nonratiometric dye. Both con-
centrations applied here, 4 mg/ml AIAT as well as
2 mg/ml A1AT, reduced the rise of intracellular cal-
cium over time by approximately 25% (LPS +4 mg/
ml: P=0.0001, LPS + 2 mg/ml: P=0.0002; Figure 3A,
B). A1AT treatment alone also reduces intracellular
calcium levels (4 mg/ml: P=0.00004, 2 mg/ml: P =0.02;
Figure 3B).

a,-antitrypsin reduces calpain activity in primary
microglial cells

Al-Omari and colleagues showed an inhibitory role for
A1AT on calpain activity in neutrophil granulocytes
[16]. To investigate the effect of A1AT on calpain ac-
tivity in primary microglial cells, we treated cells for
24 hours with 0.5, 2 and 4 mg/ml A1AT and subjected
them to a calpain activity assay. A1AT reduced calpain
activity in a dose-dependent manner (Figure 3C). By
applying the highest concentration A1AT of 4 mg/ml,
calpain activity could be reduced by 59% (P =0.002).
Also, 2 mg/ml AIAT reduced calpain activity by 47%
(P=0.002) and 0.5 mg/ml A1AT reduced calpain activ-
ity by 34% (P=0.03). Treatment with bovine serum
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albumin using the same concentrations had no effect
on calpain activity (data not shown).

a,4-antitrypsin has an anti-inflammatory effect on AB
oligomer-treated primary microglial cells

We were able to show an inhibitory effect of A1AT on
cytokines in microglial cells upon LPS treatment. In AD
it is assumed that AP oligomers induce the release of
pro-inflammatory cytokines in microglial cells [2]. Here,
we addressed the effect of AIAT on AB-induced inflam-
mation in primary microglial cells. Therefore, cells
were treated with 10 uM AP; 4 oligomers and co-
treated with 4 mg/ml A1AT. The co-treatment with
A1AT led to a significant reduction of TNF-a (P = 0.0008)
and IL-6 (P = 0.03) levels (Figure 4A, B). The baseline con-
centration of untreated cells was 17 pg/ml for TNF-a and
12 pg/ml for IL-6.

a,-antitrypsin treatment reduces Af oligomer-induced
cytotoxicity in primary microglial cells

To detect the effect of AIAT on cell viability of AB; 4>
oligomer-treated primary microglial cells, we treated
cells with 2 uM Ap; 4> oligomers and different concen-
trations of A1AT for 24 hours and subjected them to an
MTT assay. AP 4o oligomers reduced the viability to
48%. Co-treatment with different concentrations of
A1AT exerted a positive effect on the cell viability in a
dose-dependent manner (Figure 5A). With the highest
concentration of A1AT, 4 mg/ml, cell viability was only
reduced to 65% (P =0.002), and with 2 mg/ml, cell via-
bility was reduced to 60% (P =0.0008). At 0.5 mg/ml
A1AT, the lowest dose, the viability of the AP oligomer-
treated cells did not improve (P =0.28). To exclude un-
specific protein effects, we used the same concentrations
of bovine serum albumin, which had no effect on the
cell viability of AB;_4»-treated cells (data not shown).

a,-antitrypsin has no impact on the oligomerization
process of AB

It has been previously reported that al-antichymotrypsin,
a multifunctional glycoprotein of the serpin family [22],
and A1AT show inhibitory effects on the formation of fi-
brils and associated toxicity using AP,s.35 and physio-
logical concentrations of al-antichymotrypsin and
A1AT [23]. To investigate the effect of A1AT on the
oligomerization process of AP, 4o, we performed west-
ern blot analysis using partly non-reducing conditions
and detected AP with the monoclonal antibody 6E10.
We further tested two different experimental setups. In
the first experimental design we oligomerized AB;_ 4, in
the presence of 0.2 and 2 mg/ml A1AT. In the second
experimental design, we added 0.2 and 2 mg/ml A1AT
after the oligomerization process and incubated the so-
lution at 37°C for 24 hours with continuous agitation.
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Figure 3 a;-antitrypsin (A1AT) reduces intracellular calcium levels and calpain activity in microglial cells. To detect intracellular calcium
levels, BV-2 microglial cells were loaded with Fluo-4 and baseline calcium levels for each well were measured and subtracted from the values.
Cells were treated with 0.1 pg/ml lipopolysaccharide (LPS) and/or 2 and 4 mg/ml ATAT, and the course of intracellular calcium was measured
over 200 minutes. RFU (relative fluorescence units) were normalized to time point zero. A shows the course of the values for LPS and LPS +

4 mg/ml ATAT co-treated cells. One representative experiment out of three is shown. B shows the mean values and standard deviations of the
mean of the RFU of six wells after 100 minutes for LPS and/or AT1AT-treated cells (***P value < 0.001). C. Calpain activity was detected 24 hours
after ATAT treatment with different concentrations of ATAT by using a calpain activity assay. Calpain activity of untreated cells was referred to as

100% activity. Means and standard deviations of the mean of three independent experiments are shown (*P value <0.05, **P value < 0.01).

Then, 2 pl of each solution was subjected to western
blot analysis. No differences in the oligomerization
process could be detected in any of the two conditions
(Figure 5B). Thus, the benefit of A1AT proteins on
APi_4» toxicity is not attributed to an effect of A1AT
on the aggregation process of AB;_45.

a,-antitrypsin has an inhibitory effect on AB phagocytosis
The influence of A1AT on microglial phagocytosis of
APB;.4p oligomers was assessed by western blot analysis.
Therefore, primary microglial cells were treated with
2 uM AP, 4, oligomers and different concentrations of
A1AT (0.1 to 4 mg/ml) for three hours. Cell lysates were

subjected to western blot analysis and phagocytosed Ap
was detected with the monoclonal anti-Af antibody
6E10 (Figure 5C). Co-treatment with A1AT led to a
strong inhibition of AP;4, uptake, whereas different
concentrations of AB; 4, had no effect on the uptake of
A1AT (data not shown); thus we can exclude a competi-
tive effect.

Discussion

Compelling evidence suggests that activation of glia and
overexpression of glial cytokines are early events in the
pathogenesis of AD [24-26]. Toxic A oligomers induce
neuroinflammation [27] and also reduce the viability of
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microglial cells [28]. A1AT has been assigned an anti-
inflammatory role in the activation of human monocytes
as well as of lung epithelial cells [11,12]. We therefore
were interested in the effect of A1AT in microglial-
mediated neuroinflammation and investigated the effect
of A1AT on AP and LPS-induced cytokines, intracellular
calcium levels, calpain activity, AP toxicity, Ap aggrega-
tion and AP phagocytosis in primary microglial or BV-2
microglial cells.

Indeed, we were able to show a reduction in inflamma-
tory markers upon co-treatment with A1AT in LPS- and
Ap-treated primary microglial cells. The strong immune
reaction obtained with LPS in primary microglial cells
could be reduced dramatically with A1AT. In our study,
this suppression of immune reaction was shown by the
analysis of the secreted amount of TNF-«, IL-6, IL-1f
and NO.

The established, classic signaling pathways via the
phosphorylation of the MAPKs p38, p44/42 or JNK were
not involved here because A1AT co-treatment had no ef-
fect on the phosphorylation state of the aforementioned
MAPKs. As AIAT has been shown to raise intracellular
cAMP levels via PKA in monocytes [11], and PKA in
turn plays also a role in inflammatory signaling [4,29],
we investigated the effect of A1AT on cAMP/PKA/phos-
pho-CREB signaling. Interestingly A1AT enhances the
phosphorylation of CREB, which can be antagonized by
the PKA inhibitor H89. However, this antagonism is not
reflected in the cytokine levels. TNF-a-levels could not
be restored with the PKA inhibitor H89. An involvement

of the non-canonical cAMP signaling pathway via EPAC
has also been excluded with specific inhibitors (data not
shown).

The inhibition of intracellular calcium levels may well
be the reason for the reduction in the pro-inflammatory
mediators that we observed in our study [6,7]. Indeed,
by using a fluorescent calcium indicator (Fluo-4), we
were able to observe a reduction in intracellular calcium
levels of BV-2 microglial cells upon administration of
A1AT over time. Reduced levels of intracellular calcium
might contribute to the reduction of pro-inflammatory
mediators in our study, but further experiments are
needed to prove this theory. However, as mentioned be-
fore, calpain is activated by calcium [17], and we also ob-
served an inhibition of calpain activity upon treatment
with A1AT. Thus, AIAT could inhibit calpain via a re-
duction of intracellular calcium levels.

Additional studies on calpain activity and inflamma-
tion demonstrated that IkB, the inhibitor of the tran-
scription factor NF-«xB, might be a substrate of calpain
[19]. Therefore, high levels of activated calpain disinhibit
NF-kB from its translocation to the nucleus and induce
gene expression of several pro-inflammatory cytokines,
including TNF-a and IL-6. However, further studies are
necessary to elucidate whether this molecular mechan-
ism also occurs in microglial cells.

After having seen impressive anti-inflammatory effects
and elucidated the mechanisms of A1AT on microglial-
mediated neuroinflammation, we further analyzed the
effect of AIAT on the toxicity, oligomerization and
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J

phagocytosis of Ap. We found a protective, concentration-
dependent effect of A1AT on the viability of AP 4
oligomer-treated primary microglial cells. Interestingly,
the lowest concentration of 0.5 mg/ml A1AT, which is
consistent with the serum A1AT concentration of A1AT
deficiency patients [30], had no protective effect. To dis-
tinguish between an extracellular or intracellular effect, we
checked the oligomerization state upon co-incubation
with A1AT and a possible influence of AIAT on the
oligomerization state after the oligomerization process, re-
spectively. No change in the oligomerization state could

be observed in any of these experimental conditions. This
finding is in contrast to the study of Giunta et al, who
could show a small effect of A1AT on the fibrillation of
APas5.35 and a protective effect on the toxicity of AP,s.35 in
a human red blood cell lysis model [23]. The observed re-
duction in calpain activity upon AIAT treatment might
account for the increased cell survival: enhanced calpain
activity is known to induce cell death [31].

A key feature of microglial cells is their capability of
phagocytosis, which supports brain homoeostasis by de-
grading cellular debris and also potentially neurotoxic
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substances. Impaired clearance of toxic AP by microglial
cells can be observed in AD and is interpreted as one
pathological hallmark of the disease [32]. Here, we could
observe a decreased uptake of AP by microglial cells fol-
lowing incubation with A1AT. This result is in line with
previous findings, that calpain activation is an important
step to induce phagocytosis by monocytes [33]. Blocking
calpain activation by A1AT, as shown in this study,
should therefore result in a decreased capability of
phagocytosis. Of course, this is an undesired effect and
further experiments are needed to consider the positive
effects of A1AT regarding cytokines and toxicity versus
the negative effect on AP phagocytosis. An effect of
A1AT on the expression of AP degrading enzymes in
this experimental setting is not very likely due to the
short incubation time of only three hours.

Conclusions

This in vitro study of the effect of AIAT on microglial
cells shows a protective and anti-inflammatory effect on
microglial cells. Besides the positive effect on the viabil-
ity of AP-treated cells, A1AT also reduces the release of
pro-inflammatory mediators. We assume that both ef-
fects are mediated via inhibitory effects on intracellular
calcium levels and calpain activation, yet the particular
effectors upstream of this inhibition still have to be iden-
tified and are subject of further studies. The inhibition
of AB-induced microglial cytotoxicity as well as the re-
lease of pro-inflammatory cytokines by A1AT can be
rated as beneficial to slow down neurodegenerative pro-
cesses in AD. However, we could also observe a decreased
ability to take up neurotoxic Af by microglial cells follow-
ing incubation with A1AT, which may be seen as an
unsolicited effect regarding immune-modulatory effects of
the substance. Further studies are needed to elucidate the
effects of A1AT in neurodegenerative processes - espe-
cially in context with neuronal cells. These findings
support the importance of the role of AlAT in
Alzheimer-associated neuroinflammation and the po-
tential of A1AT to transfer this knowledge for further
investigation in transgenic AD animals.

Abbreviations

ATAT: as-antitrypsin; AB: Amyloid-B; AD: Alzheimer disease; CREB: cAMP
response element binding protein; DMEM: Dulbecco’s modified Eagle’s
medium; ELISA: Enzyme-linked immunosorbent assay; FBS: Fetal bovine
serum; GAPDH: Glyceraldehyde 3-phosphate dehydrogenase; HBSS: Hank's
buffered salt solution; IL: Interleukin; JNK: c-Jun N-terminal kinase;

LPS: Lipopolysaccharide; MAPK: Mitogen-activated protein kinase;
MTT: 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide;
NFkB: Nuclear factor kB; NO: Nitric oxide; PKA: Protein kinase A;

RFU: Relative fluorescence units; SAPK: Stress-activated protein kinase;
TLR: Toll-like receptor; TNF-a: Tumor necrosis factor-a.

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

Page 10 of 11

Authors’ contributions

MG and AMD carried out the laboratory experiments. MG, AMD, JK, DM and
JPB analyzed the data, interpreted the results and wrote the manuscript.
ARK, CC and RD discussed analyses, interpretation and presentation. The idea
of using ATAT in Alzheimer disease was contributed by ARK. All authors have
contributed to, seen and approved the final manuscript.

Acknowledgements
We would like to thank Christine Forbach (Klinik fir Neurologie, University of
Marburg, Germany) for excellent technical assistance.

Author details

'Department of Neurology, University of Marburg, Baldingerstr, 35043
Marburg, Germany. “Department of Pharmacology und Clinical Pharmacy,
University of Marburg, Karl-v.-Frisch-Str. 1, 35043 Marburg, Germany.
3Departmem of Medicine, Pulmonary and Critical Care Medicine, University
of Marburg, Baldingerstr, 35043 Marburg, Germany.

Received: 12 June 2014 Accepted: 4 September 2014
Published online: 23 September 2014

References

1. Braak H, Braak E: Alzheimer’s disease: striatal amyloid deposits and
neurofibrillary changes. J Neuropathol Exp Neurol 1990, 49:215-224.

2. Walter S, Letiembre M, Liu Y, Heine H, Penke B, Hao W, Bode B, Manietta N,
Walter J, Schulz-Schuffer W, Fassbender K: Role of the toll-like receptor
4 in neuroinflammation in Alzheimer's disease. Cell Physiol Biochem 2007,
20:947-956.

3. Cunningham C: Microglia and neurodegeneration: the role of systemic
inflammation. Glia 2013, 61:71-90.

4. Cho'S, Kim'Y, Cruz MO, Park EM, Chu CK, Song GY, Joh TH: Repression of
proinflammatory cytokine and inducible nitric oxide synthase (NOS2)
gene expression in activated microglia by N-acetyl-O-methyldopamine:
protein kinase A-dependent mechanism. Glia 2001, 33:324-333.

5. Akiyama H, Barger S, Barnum S, Bradt B, Bauer J, Cole GM, Cooper NR,
Eikelenboom P, Emmerling M, Fiebich BL, Finch CE, Frautschy S, Griffin WS,
Hampel H, Hull M, Landreth G, Lue L, Mrak R, Mackenzie IR, McGeer PL,
O'Banion MK, Pachter J, Pasinetti G, Plata-Salaman C, Rogers J, Rydel R, Shen
Y, Streit W, Strohmeyer R, Tooyoma |, et al: Inflammation and Alzheimer's
disease. Neurobiol Aging 2000, 21:383-421.

6. Hoffmann A, Kann O, Ohlemeyer C, Hanisch UK, Kettenmann H: Elevation
of basal intracellular calcium as a central element in the activation of
brain macrophages (microglia): suppression of receptor-evoked calcium
signaling and control of release function. J Neurosci 2003, 23:4410-4419.

7. Dolga AM, Letsche T, Gold M, Doti N, Bacher M, Chiamvimonvat N, Dodel R,
Culmsee C: Activation of KCNN3/SK3/K(Ca)2.3 channels attenuates
enhanced calcium influx and inflammatory cytokine production in
activated microglia. Glia 2012, 60:2050-2064.

8. Mohamed A, Posse de Chaves E: Abeta internalization by neurons and
glia. Int J Alzheimers Dis 2010, 2011:127984.

9. Heneka MT, Kummer MP, Stutz A, Delekate A, Schwartz S, Vieira-Saecker A,
Griep A, Axt D, Remus A, Tzeng TC, Gelpi E, Halle A, Korte M, Latz E, Golenbock
DT: NLRP3 is activated in Alzheimer's disease and contributes to pathology
in APP/PS1 mice. Nature 2013, 493:674-678.

10.  Wyss-Coray T, Rogers J: Inflammation in Alzheimer disease-a brief review
of the basic science and clinical literature. Cold Spring Harb Perspect Med
2012, 2:a006346.

11, Janciauskiene SM, Nita IM, Stevens T: Alphal-antitrypsin, old dog, new
tricks. Alpha1-antitrypsin exerts in vitro anti-inflammatory activity in
human monocytes by elevating cAMP. J Biol Chem 2007, 282:8573-8582.

12. Lockett AD, Kimani S, Ddungu G, Wrenger S, Tuder RM, Janciauskiene SM,
Petrache I: alpha(1)-Antitrypsin modulates lung endothelial cell
inflammatory responses to TNF-alpha. Am J Respir Cell Mol Biol 2013,
49:143-150.

13. Brantly M, Nukiwa T, Crystal RG: Molecular basis of alpha-1-antitrypsin
deficiency. Am J Med 1988, 84:13-31.

14.  Perlmutter DH: Alpha-1-antitrypsin deficiency: diagnosis and treatment.
Clin Liver Dis 2004, 8:839-859. viii-ix.

15. Greene CM, Miller SD, Carroll T, McLean C, O'Mahony M, Lawless MW,
O'Neill SJ, Taggart CC, McElvaney NG: Alpha-1 antitrypsin deficiency:



Gold et al. Journal of Neuroinflammation 2014, 11:165
http://www.jneuroinflammation.com/content/11/1/165

a conformational disease associated with lung and liver manifestations.
J Inherit Metab Dis 2008, 31:21-34.

16. Al-Omari M, Korenbaum E, Ballmaier M, Lehmann U, Jonigk D, Manstein DJ,
Welte T, Mahadeva R, Janciauskiene S: Acute-phase protein alphal-
antitrypsin inhibits neutrophil calpain I and induces random migration.
Mol Med 2011, 17:865-874.

17.  LaFerla FM: Calcium dyshomeostasis and intracellular signalling in
Alzheimer's disease. Nat Rev Neurosci 2002, 3:862-872.

18. Saito K, Elce JS, Hamos JE, Nixon RA: Widespread activation of calcium-
activated neutral proteinase (calpain) in the brain in Alzheimer
disease: a potential molecular basis for neuronal degeneration.

Proc Natl Acad Sci U S A 1993, 90:2628-2632.

19. Huang Z, Rose AH, Hoffmann FW, Hashimoto AS, Bertino P, Denk T,

Takano J, lwata N, Saido TC, Hoffmann PR: Calpastatin prevents NF-kappaB-
mediated hyperactivation of macrophages and attenuates colitis. J Immunol
2013, 191:3778-3788.

20. Roettger Y, Zerr |, Dodel R, Bach JP: Prion peptide uptake in microglial
cells - the effect of naturally occurring autoantibodies against prion
protein. PLoS One 2013, 8:67743.

21. Amano F, Noda T: Improved detection of nitric oxide radical (NO.)
production in an activated macrophage culture with a radical scavenger,
carboxy PTIO and Griess reagent. FEBS Lett 1995, 368:425-428.

22. Potempa J, Korzus E, Travis J: The serpin superfamily of proteinase
inhibitors: structure, function, and regulation. J Biol Chem 1994,
269:15957-15960.

23. Giunta S, Galeazzi R, Marcellini M, Corder EH, Galeazzi L: The inflammation-
sensitive protein alpha 1-anti-chymotrypsin neutralizes fibrillar aggregation
and cytotoxicity of the beta-amyloid peptide more effectively than alpha
1-antitrypsin. Clin Biochem 2007, 40:387-892.

24. i M, Sunamoto M, Ohnishi K, Ichimori Y: beta-Amyloid protein-dependent
nitric oxide production from microglial cells and neurotoxicity. Brain Res
1996, 720:93-100.

25.  Morimoto K, Horio J, Satoh H, Sue L, Beach T, Arita S, Tooyama I, Konishi Y:
Expression profiles of cytokines in the brains of Alzheimer's disease (AD)
patients compared to the brains of non-demented patients with and
without increasing AD pathology. J Alzheimers Dis 2011, 25:59-76.

26. Pyo H, Jou |, Jung S, Hong S, Joe EH: Mitogen-activated protein kinases
activated by lipopolysaccharide and beta-amyloid in cultured rat
microglia. Neuroreport 1998, 9:871-874.

27. Heneka MT, O'Banion MK, Terwel D, Kummer MP: Neuroinflammatory
processes in Alzheimer's disease. J Neural Transm 2010, 117:919-947.

28. Bach JP, Mengel D, Wahle T, Kautz A, Balzer-Geldsetzer M, Al-Abed Y, Dodel
R, Bacher M: The role of CNI-1493 in the function of primary microglia
with respect to amyloid-beta. J Alzheimers Dis 2011, 26:69-80.

29. Park SY, Kim JH, Lee SJ, Kim Y: Involvement of PKA and HO-1 signaling in
anti-inflammatory effects of surfactin in BV-2 microglial cells. Toxicol App!
Pharmacol 2013, 268:68-78.

30. Stoller JK, Aboussouan LS: Alpha1-antitrypsin deficiency. Lancet 2005,
365:2225-2236.

31. Vosler PS, Brennan CS, Chen J: Calpain-mediated signaling mechanisms in
neuronal injury and neurodegeneration. Mol Neurobiol 2008, 38:78-100.

32, Lucin KM, O'Brien CE, Bieri G, Czirr E, Mosher KI, Abbey RJ, Mastroeni DF,
Rogers J, Spencer B, Masliah E, Wyss-Coray T: Microglial beclin 1 regulates
retromer trafficking and phagocytosis and is impaired in Alzheimer's
disease. Neuron 2013, 79:873-886.

33. Fettucciari K, Fetriconi |, Mannucci R, Nicoletti |, Bartoli A, Coaccioli S,
Marconi P: Group B Streptococcus induces macrophage apoptosis by
calpain activation. J Immunol 2006, 176:7542-7556.

doi:10.1186/512974-014-0165-8

Cite this article as: Gold et al.: a;-antitrypsin modulates microglial-
mediated neuroinflammation and protects microglial cells from
amyloid-B-induced toxicity. Journal of Neuroinflammation 2014 11:165.

Page 11 of 11

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

( BiolVied Central




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Reagents and antibodies
	Cells
	Measurement of TNF-α, IL-6 and IL-1β
	Measurement of nitric oxide
	Cell lysis and western blot
	Intracellular calcium measurements with Fluo-4
	Calpain activity assay
	Cell viability assessment with MTT reduction assay
	Statistical analysis

	Results
	α1-antitrypsin has an anti-inflammatory effect on lipopolysaccharide-treated primary microglial cells
	Anti-inflammatory effect is not mediated via MAPK or PKA
	α1-antitrypsin reduces intracellular calcium-levels in BV-2 microglial cells
	α1-antitrypsin reduces calpain activity in primary microglial cells
	α1-antitrypsin has an anti-inflammatory effect on Aβ oligomer-treated primary microglial cells
	α1-antitrypsin treatment reduces Aβ oligomer-induced cytotoxicity in primary microglial cells
	α1-antitrypsin has no impact on the oligomerization process of Aβ
	α1-antitrypsin has an inhibitory effect on Aβ phagocytosis

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


