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Abstract

Objectives The ameliorating effects of wild ginseng on learning and memory deficits
were investigated in rats.

Methods Rats were treated daily with wild ginseng or cultivated ginseng for 7 days at
30 min before scopolamine injection (2 mg/kg, i.p.). After inducing cognitive impairment by
the administration of scopolamine, behavioural assessment using the Morris water maze was
performed. Changes in cholinergic system reactivity were also examined by measuring the
immunoreactive neurons of choline acetyltransferase and the reactivity of acetylcholine-
sterase in the hippocampus.

Key findings Scopolamine injection induced impaired performance in the water maze
test and severe cell losses in hippocampal cholinergic neurons, as indicated by decreased
choline acetyltransferase immunoreactivity and increased acetylcholinesterase reactivity.
Daily administration of wild ginseng produced a significant improvement in the escape
latency for finding the platform in the Morris water maze and reduced the loss of
cholinergic immunoreactivity in the hippocampus. The reduced expression of brain-derived
neurotrophic factor mRNA due to the scopolamine injection was recovered to normal
levels by the administration of wild ginseng.

Conclusions Wild ginseng demonstrates a significant neuroprotective effect against
scopolamine-induced neuronal and cognitive impairment.

Keywords central cholinergic system; dementia; learning and memory; neuroprotection;
wild ginseng

Introduction

Alzheimer’s disease (AD) is a representative neurodegenerative disease with progressive
loss of memory.!"! A consistent neuropathological occurrence associated with memory loss
is a cholinergic deficit in the central nervous system, and this has been correlated with the
severity of AD.”! The consistent findings in AD patients are impairment in cognitive
performances, such as attention, learning and memory, and loss of cholinergic makers,
including acetylcholine (ACh) and choline acetyltransferase (ChAT).'**> The cholinergic
approach to treatment of AD involves the recovery of this loss in cholinergic activity by
pharmacological intervention, which leads to the increased cholinergic transmission.'®

Cognitive deficits are experimentally induced by the chemical modification of selected
brain areas such as the hippocampus, for example by administering compounds such as
scopolamine, which induces reversible cognitive impairment.”’8J Scopolamine is a non-
selective muscarinic cholinergic receptor antagonist and impairs learning, acquisition and
short-term memory in rodents and humans."”* """l Scopolamine-induced amnesia has been
widely used as an experimental animal model for screening anti-amnesic drugs.l12J

In particular, hippocampal neurons, which are known to play an important role in learning
and memory, are particularly vulnerable to neuronal injury produced by scopolamine-
induced cholinergic activity dysregulation, resulting in deficits in spatial memory tasks!'?!
and synaptic plasticity.!"* In fact, it has been well established that scopolamine-induced
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lesions in hippocampal cells produce severe deficits in terms
of learning and memory in a variety of behavioural tasks.'"”’
The damage caused by repeated scopolamine-induced choli-
nergic activity reduction is hypothesized to play a role in
reduced hippocampal volume, which is often associated
with AD.I"®) AD has also been correlated with the loss of
cholinergic neurons and decreases in the levels of ACh and
ChAT.""" Lesions in these pathways result in decreased
ACh release and thus cause learning and memory dysfunc-
tion.""® Many studies have suggested a relationship between
learning and memory functions and the cholinergic system in
experimental animals."'>?" To date, acetylcholinesterase
(AChE) inhibitors are the major class of drugs approved for
AD, providing symptomatic relief and resulting in improved
cognitive function.””"!

Wild ginseng (WG) is ginseng that grows naturally and
has not been domestically field-cultivated; it is medicinally
more effective and expensive compared with field-cultivated
ginseng (CG). In the present study, WG means ginseng grown
from seeds undisturbed in the Korean forest even though the
seeds were initially scattered by humans. In terms of seeding
methods, it is differentiated from truly wild ginseng, the seeds
of which arise through the vectors of nature such as birds.
Investigators have reported the pharmacological effects of
ginseng in the treatment of stroke and vascular dementia.”**!
The potent antihypertensive or vasodilator actions of WG in
animal models of hypertension have been reported./***¥
Several studies have also demonstrated that WG or its com-
ponents has a neuroprotective effect against glutamate-induced
cell death,” and Ca**-blocking inhibitory activity.”® A
recent study demonstrated that WG protects hippocampal
neurons against AD, suggesting that it is effective in the
treatment of vascular dementia.””! Despite its remarkable
therapeutic effects in various disorders, the underlying
pharmacological and neurochemical mechanisms of WG,
particularly in AD, have not been fully elucidated. There
is some evidence that the consumption of WG in old age is
associated with better cognitive function.!*!

The aim of the present study was to examine the effects of
WG in improving learning and memory in rats exposed to
repeated scopolamine-induced cholinergic activity reduction.
To elucidate the neural mechanism underlying the memory-
enhancing activity of WG, we also examined how these
effects are related to the levels of cholinergic markers in the
hippocampus.

Materials and methods

Animals

Adult male Sprague-Dawley rats (~2 months old, 250-270 g)
were purchased from Samtaco Animal Corporation (Osan,
Korea). Animals were housed in groups of six rats per cage,
under controlled 12-h light/dark cycle and temperature
(22-24°C) conditions. Food pellets purchased from a
commercial vendor and tap water were provided ad libitum,
unless otherwise stated. All animals were gently handled in the
same way for at least 5 days before the beginning of the
experiments. Formal approval to conduct the experimental
procedure was obtained from the animal subjects review board
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of our institution. All animal experiments were carried out in
accordance with the National Institutes of Health Guide for the
Care and Use of Laboratory Animals, revised 1996. Efforts
were made to minimize the numbers of animals used and to
reduce their suffering.

Preparation of methanol extracts of
wild ginseng and cultivated ginseng

WG roots (adventitious root culture of Panax ginseng) were
collected in Chonbuk province in Korea and purchased from
Baekjesansam Co. (Jong-Gu, Lee, Jinan-kun, Jinan-up, Yeon-
jang-Ri #45-1, Chonbuk, 567-807, Korea). CG (Panax ginseng)
was purchased from Dongwoodang Pharmacy Co., Ltd
(Yeongcheon, Korea). Voucher specimens of WG and CG
were deposited at the herbarium located at the College of
Oriental Medicine, Kyung Hee University (no. KH-WGO1 for
WG, no. KH-CGOL1 for CG). A total of 100 g of WG and CG
were cut into small pieces and extracted 3 times with 2 L of
80% methanol by sonication in a reflux condenser for 24 h at
room temperature (25 = 2°C), respectively. The solutions were
combined, filtered through Whatman no. 1 filter paper,
concentrated using a rotary vacuum evaporator (Rotavapor
R-124; Biichi Labortechnik AG, Flawil, Switzerland) under
reduced pressure, refrigerated in a recirculating chiller
(EYELA CCA-1110; Tokyo Rikakikai Co., Tokyo, Japan) to
obtain concentrated extracts, and then lyophilized (EYELA
FD-800; Tokyo Rikakikai Co.). The yields of the aqueous
phases of WG and CG were 11.6 and 20.6 (w/w), respectively.

Experimental groups

To develop learning and memory deficits, male rats were
subcutaneously injected at 2 mg/kg bodyweight with scopola-
mine hydrobromide (Sigma-Aldrich Co., St Louis, MO, USA)
dissolved in physiological saline solution for 7 days (a total of
7 times). Normal animals received saline injections instead of
scopolamine as a vehicle control (NOR group). Different rats in
an experimental group were subjected to either behavioural
testing or immunohistochemistry studies. The rats were
randomly divided into seven groups of six individuals as
follows: normal group (NOR group), the scopolamine-induced
dementia and saline-treated group (DEM group as a sham
control), the scopolamine plus 50 mg/kg WG group (WG5S0 +
DEM), the scopolamine plus 100 mg/kg WG group
(WG100 + DEM), the scopolamine plus 200 mgkg WG
group (WG200 + DEM), the scopolamine plus 500 mg/kg
CG group (CG500 + DEM), and the scopolamine plus 0.2 mg/
kg tacrine group (TA + DEM). Tacrine (Sigma-Aldrich Co.),
a centrally acting cholinesterase inhibitor, was used as a
positive control. The rats were intraperitoneally administered
WG or CG for 7 days. At 1 h after administration with WG or
CQG, all rats except the NOR group received the scopolamine
injection and were then subjected to the Morris water maze task
with a 30-min interval. The water maze test was performed in
the second week after scopolamine injection.

Morris water maze test

The Morris water maze test was performed using a circular
pool (painted white internally, 2.0 m in diameter and 0.35 m
in height) manufactured in polypropylene. The pool
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contained water that was maintained at a temperature of 22 +
2°C. The water was made opaque by the addition of 1 kg of
powdered milk. During testing in the water maze, a platform,
15 cm in diameter, was located 1.5 cm below the water in
one of four locations in the pool, approximately 50 cm from
the side walls. The pool was surrounded by many cues
external to the maze. A video camera was mounted on the
ceiling above the pool and was connected to a video recorder
and tracking device (S-MART; Pan-Lab, Barcelona, Spain),
that permitted online and offline automated tracking of the
path taken by the rat. The animals received four trials per
session. The rats were trained to locate the hidden escape
platform, which remained in a fixed location throughout the
testing. The trials lasted a maximum of 180 s and the latency
to find the submerged platform was recorded. The animals
were tested in this way for 6 days and they then received a
60-s probe trial on the Day 7. For the probe trial, the platform
was removed from the pool and then the animal was released
from the quadrant opposite to where the platform would have
been located. The length of the trial was 60 s, after which the
rat was removed from the pool. The proportion of time that
the rat spent searching for the platform in the training
quadrant, (i.e. the previous location of the platform) was
recorded and used as a measure of retention.

Choline acetyltransferase and
acetylcholinesterase immunohistochemistry

For immunohistochemistry studies, the animals were deeply
anesthetized with 80 mg/kg sodium pentobarbital by intraper-
itoneal injection and then perfused through the ascending
aorta with normal saline (0.9%), followed by 500 ml of 4%
paraformaldehyde in 0.1 m phosphate-buffered saline (PBS).
The brains were removed, post-fixed overnight and cryopro-
tected in a 20% sucrose solution. Coronal sections, 30-pm
thick, were cut through the hippocampus using a cryostat (CM,
1850; Leica Microsystem, Co., Nussloch, Germany). The
sections were obtained according to the rat atlas of Paxinos and
Watson.!*”! The sections were immunostained for ChAT or
AChE expression using the avidin—biotin—peroxidase method.
Briefly, the sections were rinsed three times for 5 min each in
PBS, and then incubated with rabbit anti-ChAT antibody
(1 : 2000 dilution; Cambridge Research Biochemicals Co.,
Wilmington, DE, USA), or goat anti-AChE antibody (1 : 200
dilution; Santa Cruz Biotechnology Inc., CA, USA) in PBS
containing 0.3% Triton X-100 (PBST) for 72 h at 4°C,
respectively. The sections were washed for 5 min in PBS and
then incubated for 120 min at room temperature with
biotinylated goat anti-rabbit IgG secondary antibody (for the
anti-ChAT antibody) or biotinylated sheep anti-goat IgG
secondary antibody (for the anti-AChE antibody), respectively.
Both secondary antibodies were obtained from Vector
Laboratories Co. (Burlingame, CA, USA) and diluted 1 : 200
in PBST containing 2% normal goat serum. To visualize
immunoreactivity, the sections were incubated for 90 min in
avidin—biotin complex reagent (Vectastain Elite; Vector
Laboratories Co.), washed 3 times for 5 min in PBS, and
incubated in a solution containing 3,3’-diaminobenzidine
(Sigma-Aldrich Co.) and 0.01% H,O, for 1 min. Finally, the
tissues were washed in PBS, followed by a brief rinse in
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distilled water, and individually mounted onto slides. Slides
were allowed to air dry and then a coverslip was applied.
Images were captured using the AxioVision 3.0 imaging system
(Zeiss Co., Oberkochen, Germany) and processed using Adobe
Photoshop (Adobe Systems Inc., San Jose, CA, USA). The
sections were viewed at 200 x magnification and the number of
cells within 100 x 100-mm grids was counted by an observer
blinded to the experimental groups. The cells from the
hippocampal areas were obtained according to the stereotactic
atlas of Paxinos and Watson.””! The cells within the
hippocampal areas were counted in three sections for each rat.

Total RNA preparation and RT-PCR analysis

Brain hippocampus was isolated from eight rats in each
group. Total mRNA was extracted from the 50-100-mg
hippocampus according to the instructions of the TRIzol kit
(Invitrogen, CA, USA). The expression levels of brain-
derived neurotrophic factor (BDNF) and TrkB mRNAs were
determined by reverse transcription—polymerase chain reac-
tion (RT-PCR). Glyceraldehyde 3-phosphate dehydrogenase
(GAPDH), used as an internal control, was co-amplified with
BDNF and TrkB. The primers were designed by Gene Fisher
2.0 (http://bibiserv.techfak.uni-bielefeld.de/genefisher2/)
according to the serial number from Genbank as follows:
TrkB (347 bp): 5-TGG GAC GTT GGG AAT TTG GTT-3'
(sense) and 5-CAG CCG TGG TAC TCC GTG TG-3'
(antisense); BDNF (153bp): 5-CAG GGG CAT AGA CAA
AAG-3 (sense) and 5-CTT CCC CTT TTA ATG GTC-3'
(antisense); GAPDH (409bp): 5'-CCC ACG GCA AGT TCA
ACG G-3' (sense) and 5'-CTT TCC AGA GGG GCC ATC
CA-3’ (antisense). The PCR products were observed after
electrophoresis on 1.2% agarose gel and the density of each
band was analysed using an image analysing system (i-Max;
CoreBio System Co., Ltd, Seoul, Korea). The expression
levels of mRNA were determined by calculating the density
ratio of each band of BDNF or TrkB relative to GAPDH.

HPLC analysis

For the preparation of samples for HPLC analysis, a given
amount (1/10 of total extracts) of WG or CG extracts was
dissolved in 20 ml distilled water. The samples were filtered
through a syringe filter and injected onto the HPLC column
equipped with a 2489 UV/vis detector (Waters Co., MA, USA)
and mobile phase was delivered by two pumps. A 10-ul sample
was injected using an autosampler. Ginsenosides in WG and
CG extract were analysed using Waters Empower software
(Waters Co.). For the analysis of ginsenosides using HPLC-UV,
the mobile phase constituents were acetonitrile (A) and water
(B) with 0.001% formic acid. The mobile phase was filtered and
ultrasonically processed to remove gas bubbles before use. The
gradient programme was a linear gradient from A to B (22 : 78)
to (26 : 74) over 8 min, then A to B (35 : 65) to 25 min,
followed by A to B (40 : 60) to 60 min. The column was a
Waters Atlantis C18 column, 100 x 2.1 mm, 3.5 pm (Waters
Co.) and the flow rate was set to 1.5 ml/min. The sample
injection volume was 10 pl. The column temperature was set
to 35°C and the wavelength of the detector was set to 203 nm.
The ginsenosides were separated along an acetonitrile/water
gradient. Standard concentrations of ginsenosides were 100,
300, 500 or 1000 pg/ml.
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Statistical analysis

The experimental results were expressed as the mean + SEM.
The behavioural data were calculated and analysed by repeated
measures analysis of variance using SPSS (version 13.0;
SPSS Inc., Chicago, IL, USA). The statistical significance of
the differences among groups was further analysed using Tukey’s
post-hoc test. Immunohistochemical data were also analysed by
one-way analysis of variance followed by Tukey’s post-hoc test.
In all analyses, P < 0.05 was considered significant.

Results

Effect of wild ginseng in the
Morris water maze test

The effect of WG treatment on the swimming time to reach the
submerged platform is shown in Figure la. The NOR group
rapidly learned the location of the submerged platform and thus
reached it within 20 s on Day 6 of the trials. The WG-treated
rats (50, 100 and 200 mg/kg) also showed a dose-dependent
reduction in the escape latency throughout the training period
compared with the DEM group, in which the escape latency
markedly increased due to the artificial impairment of learning
and memory. Repeated measures analysis of variance test on
the training data showed that the escape latency significantly
differed among the groups when the times were averaged
over all the sessions (F(6,42) = 21.789, P < 0.001). During the
experiment, the latency to escape diminished over the time
(F(5,210) = 375.122, P < 0.001), however there was no signi-
ficant interaction between experimental groups and time
(F(30,210) = 0.948, P =0.549). The Tukey’s post-hoc test
revealed that the WG50 + DEM (P <0.05 on Day 6),
WG100 + DEM (P < 0.01 on Day 6), WG200 + DEM (P <
0.01 on Days 5 and 6) and CG500 + DEM groups (P < 0.01 on
Day 6) showed a significant reduction in the swimming latency
time compared with that of the control group (Figure 1a). To
examine the spatial memory of rats, analysis of the performance
in the probe trial by comparing the percentage of time spent
swimming to the platform is shown in Figure 1b. The time spent
around the platform was significantly different among
the groups (F(6,48) = 8.113, P <0.001), and the WG- or
CG-treated groups spent more time around the platform
than the sham control DEM group (P < 0.01 for the DEM
group and P < 0.01 for the WG200 + DEM group). In the
present study, scopolamine injection severely impaired spatial
cognition in the water maze task and WG treatment attenuated
the scopolamine-induced deficit in learning and memory in the
water maze task. It also indicated that the recovery of escape
latency (or swimming latency time) in the WG200 + DEM
group was better than that in the CG500 + DEM group and
almost compatible with the TA + DEM group.

Effect of wild ginseng on the central
cholinergic system choline acetyltransferase
immunohistochemistry

After performing the behavioural tasks, the rat brains were
analysed to determine the extent of neuronal cell loss using
immunohistochemistry. The results of the ChAT immuno-
reactivity analysis in the CA1 area are shown in Figures 2 and 3.
The brains of the DEM group showed significant neuronal cell
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Figure 1 Effect of wild ginseng in the Morris water maze test. Time to
escape (latency) during acquisition trials (a) and time spent around the
platform (b) during the Morris water maze test. NOR, normal animals
received saline instead of scopolamine as a vehicle control. DEM,
scopolamine-induced dementia and saline-treated group. WG50 + DEM,
WG100 + DEM, WG200 + DEM, scopolamine plus 50, 100 and 200 mg/
kg wild ginseng, respectively. CG500 + DEM, scopolamine plus 500 mg/
kg cultivated ginseng. TA + DEM, scopolamine plus 0.2 mg/kg tacrine.
Data were analysed using repeated measures analysis of variance followed
by Tukey’s post-hoc test. “P < 0.05, ““P < 0.01, P < 0.001 compared
with the NOR group. *P < 0.05, #P < 0.01, " P < 0.001 compared with
the DEM group. Vertical bars indicate SE.

loss in the hippocampal CA1 area, compared with those of the
NOR group (P < 0.01). Comparison of the numbers of ChAT-
immunoreactive neurons using one-way analysis of variance
revealed a significant difference among groups (F(6,127) =
3.618, P < 0.01). Tukey’s post-hoc test showed that the number
of ChAT neurons increased significantly in the CA1 area in the
WG200 + DEM group (P < 0.05) compared with the DEM
group (Figure 3). It was indicated that the ChAT immuno-
reactivity of the WG200 + DEM group was equal to that of the
CG500 + DEM group and compatible with that of the TA +
DEM group.
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Figure 2 Effect of wild ginseng on the central cholinergic system choline acetyltransferase immunohistochemistry. Representative photographs
showing the distribution of acetylcholinesterase (AChE) and choline acetyltransferase (ChAT) reactive cells in the hippocampus of NOR-ChAT (a),
DEM-ChAT (b), WG200 + DEM-ChAT (c), CG500 + DEM-ChAT (d), NOR-AChE (e), DEM-AChE (f), WG200 + DEM-AChHE (g) and CG500 +
DEM-ACHE (h) groups. NOR, normal animals received saline instead of scopolamine as a vehicle control. DEM, scopolamine-induced dementia and
saline-treated group. WG200 + DEM, scopolamine plus 200 mg/kg wild ginseng. CG500 + DEM, scopolamine plus 500 mg/kg cultivated ginseng.
Sections were coronally cut at 30 ym and the scale bar represents 50 pm.
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Figure 3 Percentage of choline acetyltransferase immunostained nuclei
in different hippocampal areas after the Morris water maze task.
Immunohistochemical data were analysed via separate one-way analysis
of variance followed by Tukey’s post-hoc test. NOR, normal animals
received saline (SAL) instead of scopolamine as a vehicle control. DEM,
scopolamine-induced dementia and saline-treated group. WG50 + DEM,
WG100 + DEM, WG200 + DEM, scopolamine plus 50, 100 and 200 mg/
kg wild ginseng, respectively. CG500 + DEM, scopolamine plus 500 mg/
kg cultivated ginseng. TA + DEM, scopolamine plus 0.2 mg/kg tacrine.
P <0.01 compared with the NOR group; *P < 0.05, P < 0.01
compared with the DEM group. Vertical bars indicate SE.

Effect of wild ginseng on the
acetylcholinesterase histochemistry

The density of AChE fibres in the CAl area of the rat
hippocampus in the sham control DEM group was markedly
higher than those in the NOR group, as shown in Figure 4. The
density of the AChE neurons in the CA1 area was 8.83 = 0.73
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Figure 4 Percentage density of acetylcholinesterase stained nuclei in
different hippocampal areas after the Morris water maze task.
Immunohistochemical data were analysed via separate one-way analysis
of variance followed by Tukey’s post-hoc test. NOR, normal animals
received saline (SAL) instead of scopolamine as a vehicle control. DEM,
scopolamine-induced dementia and saline-treated group. WG50 + DEM,
WG100 + DEM, WG200 + DEM, scopolamine plus 50, 100 and
200 mg/kg wild ginseng, respectively. CG500 + DEM, scopolamine
plus 500 mg/kg cultivated ginseng. TA + DEM, scopolamine plus
0.2 mg/kg tacrine. “P < 0.01 compared with the NOR group;
#P < 0.05, P <0.01 compared with the DEM group. Vertical bars
indicate SE.

(100.0 = 6.40%) in the NOR group, 14.10 = 1.29 (159.57 £
14.63%) in the sham control DEM group, 13.28 £ 1.16
(150.31 £ 13.13%) in the WG50 + DEM group, 9.94 £ 0.83
(112.58 £ 9.35%) in the WG100 + DEM group, 9.11 + 0.97
(103.14 £ 10.94%) in the WG200 + DEM group and 9.56 +
0.67 (108.18 £ 7.61%) in the CG500 + DEM group
(F(6,127) = 5.100, P < 0.001). Tukey’s post-hoc test showed
that the density of the AChE reactive neurons in the
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hippocampus was significantly reduced in the WG100 + DEM
group (P < 0.05) and the WG200 + DEM group (P < 0.01)
compared with the DEM group (in the CAl region).

The density of the AChE fibres in the CA3 region of the
hippocampus in the sham control DEM group was also higher
than in the NOR group. The density of the AChE neurons in
the CA3 region was 6.39 £ 0.28 (100.0 + 10.48%) in the
NOR group, 10.86 £ 0.97 (169.94 + 15.13%) in the sham
control DEM group, 9.67 + 0.94 (151.30 + 14.65%) in the
WGS50 + DEM group, 8.22 £ 0.69 (128.70 = 10.78%) in the
WG100 + DEM group, 7.50 £ 0.75 (117.39 £ 11.75%) in
the WG200 + DEM group and 10.44 £ 0.92 (163.48
14.33%) in the CG500 + DEM group (F(6,127) = 4.700,
P < 0.001). Tukey’s post-hoc test showed that the density of
the AChE reactive neurons was significantly reduced only in the
WG200 + DEM group (P < 0.05). In the CG500 + DEM group,
the increased intensity of AChE neurons in the CA3 region of the
DEM group was not reduced as in WG- or TA-treated groups.

Effect of wild ginseng on mRNA expression
levels of BDNF and TrkB in the hippocampus

In order to investigate the effect of WG on the expression of
neurotrophic factors in the rat hippocampus injured by
scopolamine injection, the mRNA expression of BDNF and
its neuronal receptor TrkB was analysed using RT-PCR
(Figure 5). The mRNA expression levels of BDNF and TrkB
were normalized against GAPDH as an internal control.
While the mRNA level of BDNF in the DEM group
significantly decreased compared with that in the NOR
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Figure 5 Effect of wild ginseng on mRNA expression levels of brain-
derived neurotrophic factor and TrkB in the hippocampus. PCR bands
(a) and their relative intensities (b) of brain-derived neurotrophic factor
(BDNF) and TrkB in the hippocampus of rats that received repeated
scopolamine injection. Data were analysed via separate one-way analysis
of variance followed by Tukey’s post-hoc test. NOR, normal animals
received saline instead of scopolamine as a vehicle control. DEM,
scopolamine-induced dementia and saline-treated group. WG100 +
DEM, WG200 + DEM, scopolamine plus 100 and 200 mg/kg wild
ginseng, respectively. CG500 + DEM, scopolamine plus 500 mg/kg
cultivated ginseng. P < 0.05 compared with the NOR group; *P < 0.05
compared with the DEM group. Vertical bars indicate SE.
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group (P < 0.05), there was no significant difference in the
level of TrkB mRNA between the two groups (P = 0.058), as
shown in Figure 5. While the mRNA level of BDNF in the
WG200 + DEM group significantly increased compared
with that in the DEM group (P < 0.05), there was no
significant difference in the levels of TrkB mRNA in the
hippocampus between the WG-treated group and the CG-
treated group when compared with the control DEM group.

HPLC analysis of methanol extracts
of wild ginseng and cultivated ginseng

Quantitative determination of the seven ginsenosides
(Rgl, Re, Rf, Rbl, Rc, Rb2 and Rd) in the methanol extracts
of WG and CG was performed to identify the chemical
difference between two types of ginseng. It was found that CG
extract contained 2.31, 0.95, 7.33, 3.75, 1.83 and 1.26% of
ginsenosides Rgl + Re, Rf, Rbl, Rc, Rb2 and Rd, respec-
tively, whereas WG contained 9.5, 3.43, 0.63, 18.66, 7.95 and
2.59%, respectively (Figure 6; Table 1). With regard to the
seven ginsenosides analysed in this study, WG contained
greater quantities than CG. It was determined that WG
included 4 times more ginsenoside Rg1 and Re, 3 times more
Rf, 6 times more Rbl and Rc, and 2 times more Rd than CG.

Discussion

The results demonstrate that repeated scopolamine-induced
dementia produced severe deficits in the performance of
cognitive function tests, with corresponding signs of neuro-
degeneration in the brain, including decreased ChAT and
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Table 1 Distribution of ginsenosides in cultivated and wild ginseng
% content
Rgl + Re Rf Rbl Re Rb2 Rd Total
Cultivated ginseng 2.31 0.95 7.33 3.75 1.83 1.26 17.43
Wild ginseng 9.5 3.43 0.63 18.66 7.95 2.19 42.36

increased AChE activity in the hippocampus. Our results
showed that pretreatment with WG improved learning and
memory retention in the Morris water maze test, and also
increased ChAT and decreased AChE immunoreactivity in the
hippocampal areas of scopolamine-induced dementia male
rats. This suggests that WG alleviated the deficits in spatial
learning capability induced by repeated scopolamine-induced
dementia and prevented cell loss in the hippocampal region.

The muscarinic antagonist scopolamine, when admini-
stered to animals, is capable of transiently producing some
of the deficits in the processes of learning acquisition and
short-term memory that are considered as characteristic of
AD.%32 The well replicated amnesic effect of scopolamine
is interpreted as a principal consequence of a blockade of
post-synaptic muscarinic M1 transmission, which leads to
disruption of the function of the hippocampus in the working
memory. Accordingly, in the present study, we observed
cholinergic dysfunction in the rats with amnesia induced by
scopolamine. The results from the Morris water maze test
ameliorated the scopolamine-induced deficits in learning
and memory. It is also well established that activity of
cholinergic neurons in the hippocampal terminals or acet-
ylcholine content was decreased by scopolaamine.[”’35 !

We performed a pilot dose-response experiment with WG
(50, 100 or 200 mg/kg) and found that 200 mg/kg was most
effective in inhibiting repeated scopolamine-induced dementia
effects, including memory deficits in the Morris water maze
test and the release of ACh. The dose chosen for this study
has been used in other animal studies.*®! Pretreatment with
WG increased cholinergic immunoreactivity previously
reduced by exposure to scopolamine in the hippocampus. In
the hippocampal CA1 area, pretreatment with WG prevented
the induction of AChE immunoreactivity in a dose dependent
manner and it may be highly correlated with the behavioural
results. In the hippocampal CA3 area, only 200 mg/kg WG
significantly decreased the immunoreactivity and there was no
significant effect on cholinergic activity at 50 mg/kg. It is not
clear why the highest dose of WG only produced a larger
decrease in AChE immunoreactivity and not at other lower
doses in the CA3 area. It is possible that the CAl is a more
active site than the CA3 in response to treatment with WG.
This result suggests that the pharmacological target site of WG
action may be the hippocampal CA1l area. This suggestion
is supported by previous studies demonstrating that acetylcho-
line release is different from the subfields of the hippocampus
CA1l and CA3. A higher concentration was measured in the
CALl than the CA3.57! The other possibility is that certain
components of WG inhibited the central cholinergic system so
strongly that the stimulating effect of WG was not observed in
this experiment. Further studies are necessary to examine the
individual effects of WG components on scopolamine-induced
learning and memory, and cholinergic systems.

Our results showed that WG treatment significantly
modulated ChAT and AChE expression. ACh is another
important factor that may affect learning and memory. In
chronic dementia, re-uptake of ACh decreases in neurons of
the frontoparietal cortex and CA1 region of the hippocampus,
and changes in AChE activity occur.™ It was evident that
AChE activity significantly increased in the hippocampus
following repeated scopolamine-induced dementia in the
present study. Although there have been very few reports
elucidating the changes in the cholinergic system in experi-
mental dementia, some studies showed a significant reduction
in the levels of brain acetylcholine following experimental
dementia.”®! On the other hand, the role of acetylcholine in
learning and memory processes has been well documented in
many reports.'*”) The disruption of basal forebrain cholinergic
projections to the hippocampus and other limbic structures
impairs the functions of learning and memory.“g’ze’“] Thus,
the results of the present and other studies suggest that the
reduced cholinergic transmission might, at least in part, be
responsible for the cognitive deficits in the repeated
scopolamine-induced dementia in rats. Because the central
cholinergic system is important in the regulation of cognitive
function, decreased ACh levels may contribute to the observed
impairment of learning and memory during chronic dementia.
ChAT and AChE belong to a family of enzymatic proteins that
are expressed in cholinergic neurons. ChAT is responsible
for the biosynthesis of ACh and is required for cholinergic
neurotransmission in the central and peripheral nervous
systems. Because ACh is rapidly hydrolysed by AChE, the
duration of ACh action in the synaptic cleft is dependent upon
AChE activity.m] The present study demonstrated that
pretreatment with WG protected the rats from spatial working
memory deficits and attenuated the decrease in ChAT and the
increase in AChE immunoreactive neurons in the hippocam-
pus, which is a particularly vulnerable region of the brain.**!
We found that repeated scopolamine-induced dementia
caused a reduction in ChAT activity in the hippocampus and
significantly increased the density of AChE-immunoreactive
neurons in the hippocampal CA1 and CA3 regions. It is likely
that the observed improvement in learning and memory in the
Morris water maze test was associated with the attenuation
of hippocampal cell loss in WG-treated animals. Treatment
with WG produced a significant increase in the expression
of cholinergic markers such as ChAT and AChE in the
hippocampus, compared with the DEM group.

We demonstrated markedly decreased expression of
BDNF mRNA in rat hippocampus tissue following repeated
scopolamine-induced dementia. Pretreatment with WG sig-
nificantly increased the expression level of BDNF mRNA in
the hippocampus. Our studies have shown the altered BNDF
expression in the hippocampus with dementia, which might
be attributed to the reduction of cholinergic activity. Several
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studies have suggested an association of hippocampal BDNF
expression with memory performance, particularly in the
water maze test.***°! Scopolamine-induced dementia has
been shown to reduce learning and memory in the water
maze test and BNDF expression in the hippocampus.[46] In
genetically modified mice with reduced expression of BDNF
either in the forebrain™’! or in the hippocampus,™®! deficits
in water maze learning were found. Finally, direct infusion of
BDNF into the hippocampus prevented impaired spatial
memory performance in rats that had been subjected to
repeated scopolamine-induced dementia.*”! These studies
strongly suggest a direct correlation between the reduced
expression of BNDF in the hippocampus and impaired
cognition, which explains some of the results in the present
study.

We verified the quantitative differences of seven ginseno-
sides between WG and CG using HPLC analysis. It was
observed that all the ginsenosides analysed in this study were
included in greater quantities in WG compared with CG, and
in the cases of Rb1 and Rgl, WG included 4 to 6 times more
than CG. In previous studies, investigators have reported that
the ginsenosides Rbl, Rb2 and Rc play a role in inducing
antimetastatic or anticarcinogenic activity.lsoJ In addition,
ginsenoside Rgl has potential neurotrophic and neuroprotec-
tive activities.”'! Our HPLC data showed that the differences
in ginsenoside profiles of WG and CG are distinct, suggesting
that some ginsenosides are responsible for the significant
effect of neuroprotection against scopolamine-induced neuro-
nal and cognitive impairment. Other more potent ginsenosides
in the WG extract may have similar neuroprotective effects
against scopolamine-induced neuronal and cognitive impair-
ment. Further work is needed to identify the ginsenosides in
the WG extract that contribute to its effective neuroprotective
activity.

It has been reported that the application of herbal medicines
or their pharmacological components in the treatment of
Alzheimer-type dementia patients causes an improvement in
memory-related behaviour.!?>>3 However, there is little
scientific evidence for the effectiveness of herbal medicines
and there have been few systematic trials screening the
pharmaceutical components of herbs. WG has a long history
of use in Oriental medicine for treating various diseases
including dementia. Its therapeutic efficacy has been confirmed
by clinical studies in the Dong-Eu-Bo-Gam (a compendium of
Korean traditional medicines complied by Her Jun). WG has
long been included in many herbal combinations for the
treatment of AD and vascular dementia.'’>¥ Many studies have
also demonstrated that WG is one of the most widely used herbs
in Korean traditional medicine and many studies have been
performed on its neuroprotective effects.**! Several ginseno-
side mixtures also showed a cognition enhancing effect in rats
with experimentally impaired memory due to alcohol.”*

The present study showed that the administration of WG
extract improved impaired memory and caused a concomitant
decrease in cholinergic activity of scopolamine-treated rats.
The methanol extract of WG might have ameliorated the
scopolamine-induced decrease of memory retention in the
Morris water maze test by enhancing acetylcholine release and
ChAT activity in hippocampal neurons. Pretreatment with WG
improved performance in tests examining spatial learning and
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memory. Moreover, WG treatment significantly restored
the changes in number of ChAT neurons and the density of
AChE-immunoreactive fibres in the hippocampus which were
induced by the scopolamine injection. Similar results were
observed with regard to the expression pattern of BDNF
mRNA.

Conclusions

It was demonstrated that repeated scopolamine-induced demen-
tia produces learning and memory deficits in rats during the
Morris water maze test, with associated degeneration of
cholinergic neurons. Pretreatment with WG attenuated these
scopolamine-induced dementia effects, as indicated by improved
cognitive function during behavioural tests and increases in the
density of cholinergic neurons. Therefore, WG appears to be a
good candidate for further investigations, which may ultimately
result in a clinical treatment for dementia.

Declarations

Conflict of interest

The Author(s) declare(s) that they have no conflicts of
interest to disclose.

Funding

This research was supported by the Basic Science Research
Program through the National Research Foundation funded
by the Ministry of Education, Science and Technology (R11-
2005-014) and a grant from the Korea Healthcare Technol-
ogy R&D Project, Ministry for Health, Welfare and Family
Affairs (A091037), Republic of Korea.

References

1. Blennow K er al. Alzheimer’s disease. Lancet 2006; 368:
387-403.

2. Op den Velde W, Stam FC. Some cerebral proteins and enzyme
systems in Alzheimer’s presenile and senile dementia. J Am
Geriatr Soc 1976; 24: 12—16.

3. Perry EK et al. Neurotransmitter enzyme abnormalities in senile
dementia. Choline acetyltransferase and glutamic acid decar-
boxylase activities in necropsy brain tissue. J Neurol Sci 1977;
34: 247-265.

4. Bierer LM et al. Neurochemical correlates of dementia severity
in Alzheimer’s disease: relative importance of the cholinergic
deficits. J Neurochem 1995; 64: 749-760.

5. Giacobini E. Cholinergic foundations of Alzheimer’s disease
therapy. J Physio Paris 1998; 92: 283-287.

6. Giacobini E. Cholinesterase inhibitors stabilize Alzheimer’s
disease. Ann NY Acad Sci 2000; 920: 321-327.

7. Dawson GR et al. Pharmacological mechanisms and animal
models of cognition. Behav Pharmacol 1992; 3: 285-297.

8. McDonald MP, Overmier JB. Present imperfect: a critical
review of animal models of the mnemonic impairments in
Alzheimer’s disease. Neurosci Biobehav Rev 1998; 22: 99-120.

9. Molchan SE et al. Increased cognitive sensitivity to scopola-
mine with age and a perspective on the scopolamine model.
Brain Res Brain Res Rev 1992; 17: 215-226.

10. Decker MW. Animal models of cognitive function. Crit Rev
Neurobiol 1995; 9: 321-343.



Effect of wild ginseng on learning and memory

11.

12.

13.

14.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

Nobili L, Sannita WG. Cholinergic modulation, visual function
and Alzheimer’s disease. Vision Res 1997; 37: 3559-3571.
Bartus RT et al. The cholinergic hypothesis of geriatric memory
dysfunction. Science 1982; 217: 408-414.

Luine V et al. Repeated stress causes reversible impairments
of spatial memory performance. Brain Res 1994; 639: 167—
170.

Shors TJ et al. Inescapable versus escapable shock modulates
long-term potentiation in the rat hippocampus. Science 1989;
244: 224-226.

. Decker MW, Gallagher M. Scopolamine-disruption of radial

arm maze performance: modification by noradrenergic deple-
tion. Brain Res 1987; 417: 59-69.

Umegqaki H et al. Stimulation of the hippocampal glutamate
receptor systems induces stress-like responses. Neuro Endocri-
nol Lett 2006; 27: 339-343.

Kaufer D et al. Anticholinesterases induce multigenic transcrip-
tional feedback response suppressing cholinergic neurotrans-
mission. Chem Biol Interact 1999; 14: 349-360.

Mohapel P et al. Forebrain acetylcholine regulates adult
hippocampal neurogenesis and learning. Neurobiol Aging
2005; 36: 939-946.

Bederson JB et al. Rat middle cerebral artery occlusion:
evaluation of the model and development of a neurologic
examination. Stroke 1986; 17: 472—476.

Nilsson OG et al. Spatial learning impairments in rats with
selective immunolesion of the forebrain cholinergic system.
Neuroreport 1992; 3: 1005-1008.

Dashniani MG et al. Effects of the selective lesions of
cholinergic septohippocampal neurons on different forms of
memory and learning process. Georgian Med News 2009; 166:
81-85.

Sung J et al. Effect of Korean red ginseng on blood pressure and
nitric oxide production. Acta Pharmacol Sin 2000; 21: 1095—
1100.

Han K et al. Korea red ginseng water extract increases nitric
oxide concentrations in exhaled breath. Nitric Oxide 2005; 12:
159-162.

Kim YC er al. Ginsenosides Rbl and Rg3 protect cultured
rat cortical cells from glutamate-induced neurodegeneration.
J Neurosci Res 1998; 53: 426-432.

Cai BX et al. Ginsenoside-Rd, a new voltage-independent
Ca®* entry blocker, reverses basilar hypertrophic remodeling in
stroke-prone renovascular hypertensive rats. Eur J Pharmacol
2009; 606: 142-149.

Lee ST et al. Panax ginseng enhances cognitive performances
in Alzheimer disease. Alzheimer Dis Assoc Disord 2008; 22:
222-226.

Yun YJ et al. Neuroprotective effect of palmul-chongmyeong-
tang on ischemia-induced learning and memory deficits in the
rat. Biol Pharm Bull 2007; 30: 337-342.

Paxinos G, Watson C. The Rat Brain in Stereotaxic Coordi-
nates. New York: Academic Press, 1986.

Beatty WW er al. Patterns of memory failure after scopolamine
treatment: implications for cholinergic hypotheses of dementia.
Behav Neural Biol 1986; 45: 197-211.

Kopelman MD, Corn TH. Cholinergic ‘blockade’ as a model for
cholinergic depletion. A comparison of the memory deficits
with those of Alzheimer-type dementia and the alcoholic
Korsakoff syndrome. Brain Res 1988; 111: 1079-1110.

Trist DG. Excitatory amino acid agonists and antagonists:
pharmacology and therapeutic applications. Pharm Acta Helv
2000; 74: 221-229.

Spignoli G et al. Effect of pyroglutamic acid stereoisomers on
ECS and scopolamine-induced memory disruption and brain

33.

34.

3s.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Bombi Lee et al. 271

acetylcholine levels in the rat. Pharmacol Res Commun 1987;
19: 901-912.

Giovannini MG et al. A decrease in brain catecholamines prevents
oxiracetam antagonism of the effects of scopolamine on memory
and brain acetylcholine. Pharmacol Res 1991; 24: 395-405.
Hirokawa S et al. Effect of Hachimi-jio-gan on scopolamine-
induced memory impairment and on acetylcholine content in rat
brain. J Ethnopharmacol 1996; 50: 77-84.

Kim YO et al. Panax ginseng protects against global ischemia
injury in rat hippocampus. J Med Food 2009; 12: 71-76.
Lallement G et al. Extracellular acetylcholine changes in rat lim-
bic structures during soman-induced seizures. Neurotoxicology
1992; 13: 557-567.

Das A et al. Immobilization stress-induced changes in brain
acetylcholinersterase activity and cognitive function in mice.
Pharmacol Res 2000; 42: 213-217.

Anisman H et al. Theory in Psychopharmacology. London:
Academic Press, 1981.

Eichenbaum H. How does the brain organize memories?
Science 1997; 277: 330-332.

Armstrong DM et al. Distribution of cholinergic neurons in
rat brain: demonstrated by the immunocytochemical localization
of choline acetyltransferase. J Comp Neurol 1983; 216: 53-68.
Cooper JR et al. Acetylcholine, The Biochemical Basis of
Neuropharmacology. New York: Oxford University Press, 2003.
Lee B et al. The neuroprotective effect of methanol extract of
Gagamjungjihwan and Fructus Euodiae on ischemia-induced
neuronal and cognitive impairment in the rat. Evid Based
Complement Alternat Med 2009 (in press).

Falkenberg T et al. Increased expression of brain-derived
neurotrophic factor mRAN in rat hippocampus is associated
with improved spatial memory and enriched environment.
Neurosci Lett 1992; 138: 153-156.

Schaaf MJ et al. Corticosterone effects on BDNF expression in
the hippocampus. Implications for memory formation. Stress
2000; 3: 201-208.

Song L et al. Impairment of the spatial learning and memory
induced by learned helplessness and chronic mild stress.
Pharmacol Biochem Behav 2006; 83: 186—193.

Gorski JA et al. Learning deficits in forebrain-restricted brain-
derived neurotrophic factor mutant mice. Neuroscience 2003;
121: 341-354.

Heldt SA et al. Hippocampus-specific deletion of BDNF in
adult mice impairs spatial memory and extinction of aversive
memories. Mol Psychiatry 2007; 12: 656-670.

Calamandrei G, Alleva E. Neuronal growth factors, neurotrophins
and memory deficiency. Behav Brain Res 1995; 23: 129-132.
Chi H, Ji GE. Transformation of ginsenosides Rb1 and Re from
Panax ginseng by food microorganisms. Biotechnol Lett 2005;
27: 765-771.

Rudakewich M et al. Neurotrophic and neuroprotective actions of
ginsenoside Rb(1) and Rg(1). Planta Med 2001; 67: 533-537.
Kim JH et al. Effects of methanol extract of Uncariae Ramulus
et Uncus on ibotenic acid-induced amnesia in the rat. J Pharmacol
Sci 2004; 96: 314-323.

Kang SY et al. ESP-102, a standardized combined extract of
Angelica gigas, Saururus chinensis and Schizandra chinensis,
significantly improved scopolamine-induced memory impair-
ment in mice. Life Sci 2005; 76: 1691-1705.

Shieh PC et al. Role of pituitary adenylate cyclase-activating
polypeptide (PACAP) in the action of ginsenoside Rh2 against
beta-amyloid-induced inhibition of rat brain astrocytes.
Neurosci Lett 2008; 434: 1-5.

Bao HY et al. Memory enhancing and neuroprotective effects of
selected ginsenosides. Arch Pharm Res 2005; 28: 335-342.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


