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Abstract

Background: Mounting evidence suggests that bipolar
disorder symptoms could be favorably influenced by
modification of glycogen synthase kinase-3 (GSK-3)
activity. Specifically, the well known antimanic and
mood stabilizing medications lithium, valproate,
olanzapine and clozapine have been shown to inhibit
GSK-3 activity. GSK-3 is phosphorylated and thus
inhibited by protein kinase B (PKB/Akt) and serum
and glucocorticoid inducible kinase (SGK) isoforms.
The present study explored, whether PKB/SGK-
dependent GSK-3 regulation influences the behavior
of mice. Methods: Gene-targeted knockin mice with
mutated and thus PKB/SGK-resistant GSK-3a,3
(gsk-3"y were compared to corresponding wild type
mice (gsk-3""). The mice were analyzed by open-

field, light-dark (LD-) box, O-maze, emergence test,
object exploration test and forced swimming test (FST).
Results: In open-field, LD-box and O-maze, gsk-3¥
mice displayed a hyperactive and more curious
phenotype when compared to wild type mice. Speed
and total distance moved as well as rearings were
significantly increased in gsk-3X compared to
gsk-3"T mice. In the O-maze, gsk-3X mice tended to
travel a larger distance in the open, unprotected area
than gsk-3"T mice, and performed significantly more
unprotected head dips suggesting decreased anxiety
behavior. In the forced swimming test, the immobility
time was significantly decreased in gsk-3X mice
indicating a phenotype less prone to depression.
Moreover, gsk-3¢ mice were less sensitive to the
application of chronic mild stress and showed a
decreased HPA axis activity. Conclusions: The
present observations disclose a significant role of
PKB/SGK-dependent regulation of GSK-3 in the
control of activity, anxiety and proneness to
depression. Accordingly, mice expressing SGK/PKB
resistant GSK-3 may be a valuable model of
hyperactivity and mania.
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Introduction

Mood disorders are common disorders and include
major depression and bipolar disorders. They are widely
distributed with a life prevalence of up to 20% [1]. Usually
depressive symptoms are associated with substantial
symptom severity, role impairment and enormous costs
of lost productive work time [2]. While the recent increase
in treatment is encouraging, inadequate treatment is a
serious concern. Antidepressant treatment involves
amelioration of symptoms over the course of weeks or
months and remains uneffective in many patients.

However, recent evidence points to a common
downstream target of several antidepressant and mood
stabilizing treatment strategies. Lithium, valproate,
olanzapine and clozapine all activate PKB and lead to
glycogen synthase kinase (GSK-3) phosphorylation [3-
5]. GSK-3 is phosphorylated and thus inhibited by PKB
[6, 7] and SGK [8, 9], kinases activated through the
phosphatidylinositol 3 kinase (PI3-K) pathway [10].
The resulting inhibition of GSK-3 has been considered to
account for the beneficial effects of mood stabilizing drugs
in bipolar disorders [3, 4]. Moreover this inhibition of
GSK-3 has been shown to yield antidepressant-like effects
[11-13]. Along those lines PI3-K is activated by brain-
derived neurotrophic factor (BDNF) [14], which has been
implicated mainly in the pathophysiology and treatment
of depression and bipolar disorder [15-18]. The PI3-K
pathway has further been implicated in the regulation of
behavior and especially in schizophrenia [17, 19-21].

Additionally other antidepressant treatment strategies
activate the PI3-K/PKB pathway, i.e. estrogen, physical
exercise and electroconvulsive therapy (for review see
[22]), and the stress hormone dexamethasone inhibits the
PI3-K cascade . As shown recently [24], transgenic mice
overexpressing GSK-3 display strikingly increased gen-
eral locomotor activity, decreased habituation in an open-
field, increased acoustic-startle response, and reduced
immobility in the forced swimming test.

GSK-3 is regulated by several signaling pathways,
including those activated by Wnts, hedgehog, growth
factors, cytokines, and G-protein-coupled ligands [25].
GSK-3B could be activated by phosphorylation at the
tyrosine 126 [26] and GSK-3 could be inhibited by
phosphorylation at serines 21 (GSK-3a) or 9 (GSK-3p)
[27]. Replacement of serine within the PKB
phosphorylation site by alanine (GSK-3a?'*?'A, GSK-
3B°4%A) renders GSK-3 resistant to inactivation by PKB/
SGK [27]. Accordingly, the effect of insulin on muscle
glycogen synthase is abrogated in knockin mice carrying

these mutations (gsk-3%) [27]. On the other hand,
Wnt-dependent signaling of GSK-3 signaling is not
impaired in those mice [27].

The present study explored, whether PKB/SGK-
dependent inhibition of GSK-3 participates in the regulation
of behavior. To this end, several behavioral experiments
have been performed in gsk-3% mice and corresponding
wild type animals (gsk-3"7).

Materials and Methods

All animal experiments were conducted according to the
guidelines of the American Physiological Society as well as the
German law for the welfare of animals, and were approved by
local authorities.

Mice were generated, in which the codon encoding the
Ser9 of the GSK-3B gene was changed to encode
nonphosphorylatable alanine (GSK-33°*°4), and simultaneously
the codon encoding the Ser21 of the GSK-3a gene was changed
to encode the nonphosphorylatable GSK-3a2'?1A thus yield-
ing the GSK-3a/p?#21494% double knockin mouse (gsk-3%") as
described previously [27]. Mice had a mixed Sv129 and C57B16
background.

Mice were compared to corresponding age and sex
matched wild type mice (gsk-3"7). GSK-3a/p?'421A9A%A double
knockin mice (gsk-3%") and wild type mice (gsk-3"") were ob-
tained from homozygote breeding. To avoid fighting of males,
mice were housed alone or in groups of maximal 3 mice during
the experimental period. 11 gsk-3"" and 11 gsk-3% mice for both
the control and the stress experiments were used. The age of
the animals was 3.8-5.0 or 1.9-3.0 months at the beginning and
5.0-6.2 or 2.9-3.9 months, respectively, at the end of the experi-
ments. They were fed a control diet (1310, Altromin, Lage, Ger-
many) and had free access to tap water. Two months before the
experimental period animals were maintained at a 12:12 h in-
verted cycle with lights on between 7 p.m. and 7 a.m. Standard
mouse chow, water and nesting material were available ad libi-
tum. Behavioral testing occurred between 7 a.m. and 7 p.m.
Only one type of experiment was done on the same day and the
home cage was brought to the test room at least 30 min before
each experiment started. Dry surfaces of the apparatus were
thoroughly cleaned with 70% ethanol and water before releas-
ing the animal. Experiments extended over a total of 5.9 or 4.7
weeks.

Application of chronic mild stress (CMS) started 3 weeks
before the first experiment. The different stress factors were
selected according to the protocol of Willner [28, 29].

For data acquisition animals were video tracked by the
camera 302050-SW-KIT-CAM at a resolution of 0.62 to 0.72
pixel (TSE-Systems, Germany, www.TSE-Systems.com). Raw
data were transferred to Excel for further analysis.

Tests were done in the following order: open-field,
LD-box, O-maze, emergence test, object exploration test and
forced swimming test. Experiments were performed with diffuse
indirect room light produced by dimmable bulbs, adjusted to
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yield less than 30 lux in the center of the experimental arena.
The only exception was the LD-box test where full room light
was switched on.

The open-field is a method to analyze locomotor and
mood-related behavior. Speed and total distance moved provide
information about the general activity of mice. Speed was
analyzed as distance per time whereas the distance between
two positions of the barycentre of the mouse is calculated on
the basis of the Pythagoras theorem. All distances were then
added up to the total distance. Furthermore, it is a matter of
particular interest which zone of the open-field the mice prefer.
Anxious behavior is reflected by staying in the corners and the
border area, whereas audacious behavior is indicated by
exploration of the center of the arena. The quadratic arena had
side lengths of 50 cm, a white plastic floor, and 40 cm high
sidewalls. Each subject was released near the wall and observed
for 30 min [30]. For evaluation, a border with 10 cm distance to
the wall was considered.

The light-dark (LD-) box is based on the fact that mice
avoid bright light but at the same time want to explore unknown
environment. The LD-box creates a conflict for the mouse that
tends to explore the unfamiliar area and initially wants to avoid
the unfamiliar (neophobia). The fraction of time spent in the
box is seen in correlation to anxiety and depression. An infra-
red permeable box made of black acryl (40 cm high) was inserted
into the open-field and covered 33% of the surface area.
An aperture of 10 cm length and 11 cm height with rounded
down corners led from the light arena to the dark box.
The experiment was performed under direct room light.
Each subject was released in the corner of the lit compartment
and observed for 5 min [31].

The O-maze is an additional model to investigate anxiety-
related behavior. The experiment tests the urge of the mice to
discover and their instinct to protect themselves. Mice usually
avoid dangerous areas, but override their anxiety after a certain
time because of curiosity. Important measures are for example
if and how quickly they dare to leave the original protecting
area and enter the opposing area. A 5.5 cm wide annular runway
was constructed using white polyvinyl-chloride. It had an outer
diameter of 46 cm and was placed 40 cm above the floor [21, 32].
The two opposing 90° closed sectors were protected by 11 cm
high inner and outer walls of white polyvinyl-chloride, while
the remaining two open sectors had a border of 5 mm. Animals
were released in one of the closed sectors and observed for 10
min. A diagram illustrates the experimental set-up in Fig 1.

For the emergence test, the procedure was modified after
Dulawa et al. [33]. An infra-red permeable box, which was
previously in the home cage of the mouse during more than
24 hours, was inserted into the arena. The home box had a base
area of 9x10 cm with two apertures (3 cm length, 3.5 cm height
with rounded down corners) on the long sides. The mouse was
observed for 30 min. This test examines the behavior of the
mice in an area during the presence of a familiar object.
The main interest is the time spent in or near the familiar home
box.

For the object exploration test, the procedure was modified
after Dulawa et al. [33]. In addition to the familiar home box
there is a novel object put into the area to investigate the

Insertion of mouse

Protected area
with walls of
11 cm height

46 cm

35cm

Fig. 1. Diagram of the O-maze.

exploratory behavior of the mouse in a partially familiar
environment. The mouse was first observed for 30 min in the
open-field including the home box. Afterwards, a falcon tube
was additionally put into the area and fixed with adhesive tape.
The mouse was then observed for another 30 min and the
contact with the nose on the falcon tube was taken as criterion
to analyze the reaction on a novel object.

In the forced swimming test mice where placed in a glass
of water with temperatures between 24 and 26 °C. The diameter
of the glass represented 20 cm, and the mouse was placed in
the water without being able to touch the ground. Mice were
observed during 6 min and the time they spent without
movement, called floating, was recorded. It has been shown
that the time of immobility is reduced by antidepressive drugs
[24, 34]. Thus differences between genotypes may allow
conclusions about their depressive behavior.

Data are provided as means = SEM, n represents the
number of independent experiments. All data were tested for
significance using 1-way ANOVA analysis and the repeated
measures ANOVA as appropriate. Only results with P < 0.05
were considered statistically significant.

Results

In the open-field, both speed (Fig. 2A) and total
distance traveled (Fig. 2B) were significantly increased
in gsk-3% mice when compared to gsk-3"" mice whereas
the habituation was similar. Stress reduced both
measures significantly (Fig. 2C and 2D) - in the gsk-3""
during the first 20 min, in gsk-3%, who started with a
higher speed, from 10 min on. Furthermore, the decrease
of speed during the second third of the experiment was
more pronounced in gsk-3% than in gsk-3"" mice,
pointing to more rapid habituation. Moreover, the dura-
tion (Fig. 3A) and number (Fig. 3B) of rearings at the
border of the open-field were significantly larger in
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Fig. 2. Speed and distance
traveled of gsk-3*" and gsk-3"" A
mice in the open-field.
A. Arithmetic means = SEM
(N =10-11 each group) of speed
under normal conditions in the
open-field during the first,
second and third 10 minutes.
Gsk-3"T (WT): 4.86 £ 0.55
cm’s, 3.83 £ 0.47 cm/s, 2.93 + ° 0-10 10-20 20-30 ’ 0-10 ' 020 20-30
0.35 cm/s vs. gsk-3% (KI):

7.11 £ 0.57 cm/s, 5.95 + 0.82
cm/s, 5.08 = 0.74 cm/s.
B. Arithmetic means + SEM
(N = 10-11 each group) of
distance  under normal
conditions traveled in the
open-field during the first,
second and third 10 minutes.
WT: 29.12 + 3.32 m, 23.01
+2.85m, 17.55 £ 2.09 m, KI: °
42.694+3.42m,35.68+4.92m,
30.46 £ 4.43 m. C. Arithmetic means + SEM (N = 11 each group) of speed under stressed conditions in the open-field during the
first, second and third 10 minutes. WT: 2.68 + 0.48 cm/s, 1.78 = 0.29 cm/s, 1.99 £ 0.36 cm/s, KI: 5.31 £ 0.55 cm/s, 3.58 £ 0.37 cm/s,
2.94 + 0.41cm/s. D. Arithmetic means = SEM (N = 11 each group) of distance under stressed conditions traveled in the open-field
during the first, second and third 10 minutes. WT: 16.08 £2.91m, 10.7+ 1.74m, 11.93+2.19m, KI: 31.87+3.29m, 21.48 £2.24 m,
17.65 £ 2.47 m. * indicates a significant difference between genotypes (1-way ANOVA, p < 0.05). # indicates a significant
difference between treatment with stress (1-way ANOVA, p < 0.05).
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Fig. 3. Performance of gsk-3* and gsk-3"" mice in the open-field. A. Arithmetic means = SEM (N = 10-11 each group) of time of
rearing in the border zone of the open-field. WT stress: 7.16 £ 1.38 min, KI stress: 14.78 £ 1.54 min, WT: 6.87 + 0.92 min,
KI: 15.02 £ 1.79 min. B. Arithmetic means + SEM (N = 10-11 each group) of number of rearings in the border zone of the open-field.
WT stress: 179.27 +26.05, K1 stress: 282.91 £ 17.58, WT: 197.27 £20.86, KI: 296.2 + 19.98. C. Arithmetic means + SEM (N = 10-11
each group) of time spent in the border zone of the open-field. WT stress: 99.0 = 0.64 %, KI stress: 95.83 + 1.87 %,
WT: 88.03 +3.2 %, KI: 89.81 £2.11 %. * indicates a significant difference between genotypes (1-way ANOVA, p <0.05). # indicates
a significant difference between treatment with stress (1-way ANOVA, p < 0.05).

gsk-3% mice than in gsk-3"" mice, irrespective of stress. ~ whereas the distance moved in that area was significantly
The fraction of time spent within the border zone was  elevated in gsk-3*' (Tab. 1). Under stress, both groups
similar in gsk-3%" mice and gsk-3"" mice (Fig. 3C) spent more time in the border zone. This effect was
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Behavioral element gsk-3" stress gsk-3stress gsk-3"" gsk-3 Statistics
Open-field
Distance in border area (m) 37.5£5.9 65.8+5.8 54.94+4.6 90.8 £+8.4 WT vs. KI: p<0.01;
KI vs. KIstress: p<0.05
WTstress vs. Klstress: p<0.05
Number of rearings in center 5.8+3.8 22,1493 353+12.6 50.1+13.4
Time of rearings in center (min) 0.2240.15 1.04+0.5 1.39+0.55 1.88+0.57
Mice performing rearing in center at all 3/11=27.3% 8/11=72.7% 10/11=90.9% 10/10=100%
Number of visits of the center 8.82+5.2 35.0+12.7 78.0+17.9 94.0£17.5 WT vs. WTstress: p<0.01;

Mice visiting the center at all 6/11=54.6%

8/11=72.7%

KI vs. Kistress: p<0.05

10/11=90.9% 10/10=100%

Distance in center (m) 1.15+0.68 5.14£1.96 14.81+£3.9 18.08+3.98 WT vs. Wistress: p<0.05
KI vs. Kistress: p<0.05
Light-dark box
Ratio time / no. of rearing in box 1.43+£0.04 1.9+0.08 WT vs. WT stress: p<0.01;
WTstress vs. Klstress: p<0.05
Ratio time / no. of rearing in light 1.44+0.15 1.90£0.21
Distance moved [m] 2.73+0.39 2.99+0.7 2.04£0.5 4.48+0.65 WT vs. KI: p<0.05
O-maze
Distance traveled [m] 21.6+1.94 32.9+2.75 15.0+£1.32 19.7+£1.31 WT vs. KI: p<0.01;
KI vs. KIstress: p<0.001
Speed [cm/s| 3.60£0.32 5.48+0.46 2.5+£0.22 3.28+0.22 WTstress vs. Klstress: p<0.01
KI vs. KIstress: p<0.001
Body weight at the beginning of experiments 26.03+1.15 30.18+0.78 WTstress vs. Klstress: p<0.01
with stress
Body weight at the end of experiments with stress 27.63+1.04 32.03+0.66 WTstress vs. Kstress: p<0.01
Emergence Test
Time spent in home box [%] 60.9+8.32 64.3+6.63 ns.
Distance moved in home area [m] 26.141.51 30.5£1.59 n.s.
Visits in box 84.04£9.26 109.2+14.8 n.s.
Object exploration test
Time spent in home box during first 30 min
(without object) [%] 53.4%8.7 69.427.0 ns.
Time spent in home box during second 30 min A
(with object) [%] 55393 72.2+8.6 ns.
Number of visits of the object 12.6£7.0 4524242 ns.
Time spent exploring the object [s] 7.4£4.70 24.0+11.1 n.s.
Latency to first visit of object [min] 4.79+2.21 1.99+0.96 ns.
Time in corners in presence of object [min] 3.78+1.15 1.0240.35 p <0.05

Table 1. Synopsis of behavioral parameters (arithmetic means + SEM) of gsk-3% and gsk-3"" mice.

significant in gsk-3"" mice suggesting that gsk-3%" mice
are less sensitive to stress (Fig. 3C). The distance moved
in the border zone was reduced by stress in both geno-
types (Table 1). The rearings in the center were not
significanty more frequent or longer in gsk-3%' mice than
in gsk-3"" mice and tended to decrease during stress in
both genotypes. The percentage of rearing mice in the
center was decreased significantly more in gsk-3"" mice
(from 90.9 to 27.3 %) than in gsk-3*" mice (from 100 to
72.7 %). The percentage of mice visiting the center, the
number of visits to the center and the distance traveled
within the center tended to be elevated in gsk-3% mice.
Under stress, fewer mice visited the center and the
number of visits to the center and the distance moved
within the center were significantly reduced, irrespective
of the genotype (Table 1).

In the light-dark box, both genotypes preferred to
stay in the box (Table 1). Under stress, however, there
were 4 gsk-3"" and 1 gsk-3%" mice that did not leave the

corner in the light area they were initially placed to.
For the following evaluations, these mice were excluded
to avoid misinterpretation of parameters. Gsk-3%' mice
entered the dark box significantly more often than
gsk-3""mice (Fig. 4A), a difference no more significant
under stress. As in the open-field, the number and duration
of rearings were significantly increased in gsk-3%' mice
as compared to gsk-3"" mice. This was particularly true
in the dark. The number of rearings in the dark was
significantly decreased under stress condition, pointing to
adecrease of exploratory behavior under stress (Fig. 4B).
In stressed mice, the time of rearing in the light was
elevated as compared to the dark box (Fig. 4C).
In general, gsk-3% mice traveled a longer distance than
gsk-3"" mice, an effect abolished under stress conditions
(Table 1).

In the O-maze, gsk-3%' mice tended to spend more
time (Fig. 5A) and travel a larger distance (Fig. 5B) in
the open, unprotected area than the gsk-3"" mice.

Hyperactivity of GSK-3 Knockin Mice
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Fig. 4. Performance of gsk-3%" and gsk-3"" mice in the light-dark box. A. Arithmetic means + SEM (N = 8-11 each group) of number
of visits into the box. WT stress: 11.13 + 1.77, KI stress: 14.1 +1.65, WT: 9.18 = 1.37, KI: 14.82 + 1.26. B. Arithmetic means + SEM
(N =8-11 each group) of number of rearings in box. WT stress: 0.75 + 0.16, KI stress: 0.7 £ 0.15, WT: 18.27 £ 3.02, KI: 44.45 +£2.79.
C. Arithmetic means + SEM (N = 8-11 each group) of number of rearings in light area. WT stress: 7.38 + 1.28, KI stress: 7.8 £ 1.72,
WT: 2.91 £ 1.07, KI: 11 £ 2.36. * indicates a significant difference between genotypes (1-way ANOVA, p < 0.05). # indicates a

significant difference between treatment with stress (1-way ANOVA, p < 0.05).

Fig. 5. Performance of gsk-3% and
gsk-3"T mice in the O-maze. A.
Arithmetic means + SEM (N = 11
each group) of time spent in open
area. WT stress: 19.46 £ 1.57 %,
KI stress: 18.97 £3.97 %, WT: 8.4 +
1.81 %, KI: 16.96 = 1.87 %.
B. Arithmetic means + SEM (N =11
each group) of distance walked
in open area. WT stress: 230.72 £
38.8 cm, KI stress: 803.81 + 164.65
cm, WT: 165.77+£52.02cm, KI:413.13
+ 42.48 cm. C. Arithmetic means +
SEM (N = 11 each group) of the
number of unprotected head dips.
WT stress: 0.82 + 0.33, KI stress:
291+1.12, WT: 1.82+0.92,KI: 8.73
+ 0.83. D. Arithmetic means = SEM
(N = 11 each group) of the number
of protected head dips. WT stress:
10.09 £1.83, KI stress: 11.36+2.48,
WT: 20.09 + 1.78, KI: 19.27 + 2.99.
* indicates a significant difference
between genotypes (1-way ANOVA,
p < 0.05). # indicates a significant
difference between treatment with
stress (1-way ANOVA, p <0.05).
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Under stress, the tendency was the same, gsk-3% mice,
however, walked a significantly larger distance in the open
area, indicating a more pronounced hyperactivity in this
environment. In the unprotected area gsk-3*'mice looked
significantly more often than gsk-3"" mice into the deep;

so-called unprotected head dips were increased in
gsk-3% mice. The number of unprotected head dips
significantly decreased in gsk-3%" mice and tended to
decrease in gsk-3"T mice under stress conditions (Fig.
5C). The number of protected head dips, performed
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while the back of the mouse was between the protecting
walls, was not different between the genotypes under
normal conditions, they tended to decrease in gsk-3% mice
and they significantly decreased in gsk-3"T mice during
stress (Fig. 5D). Similar to what had been observed in
the open field, the total distance traveled was significantly
larger in gsk-3% mice than in gsk-3"T mice (Table 1).
Furthermore, the speed of stressed gsk-3%" mice was
significantly elevated (Table 1). As many as 8 out of 11
gsk-3¥mice and only one out of 11 gsk-3"" mice visited
the opposite areca. The average latency to enter the
opposite area was in gsk-35 mice 3.26 &+ 0.55 min under
standard conditions and 3.72 £+ 0.94 min under stress
conditions and in the gsk-3"T mouse 2.59 min under
standard conditions and 8.24 min under stress conditions.
In contrast, gsk-3% mice spent significantly less time in
the area of origin than gsk-3"7 mice.

In the emergence test, a well-known home box,
which was inserted into the home cage of the mouse
for at least 24 h, was put into the open-field and fixed
with adhesive tape. The mouse was then observed for
30 min. Both gsk-3% mice and gsk-3"7 mice spent more
than 60% of the time in the home box area (Table 1).
The distance moved in this area and the number of visits
into the home box tended to be higher in gsk-3% mice
(Table 1), pointing to enhanced activity of gsk-3% mice
in familiar environment. Both speed and distance moved
were significantly elevated in gsk-3% mice in the first
10 min (Fig. 6A and B). Gsk-3%mice then showed a
significantly higher rate of habituation than gsk-3"7
mice.

In the object exploration test, the first 30 min of the
experiment were identical to the emergence test.
Then, a 50 ml falcon tube was put as a novel object in the
arena and fixed with adhesive tape. The mouse was
observed for another 30 min to see the reaction to a novel
object within an otherwise familiar environment (home
box). In general, mice preferred to stay in the home box,
in the absence and presence of the novel object (Table
1). Gsk-3% mice tended to visit the novel object more
often and to spend more time exploring the object which
can be interpreted as increased curiosity. The latency to
the first visit of the object tended to be decreased in
gsk-3% mice indicating a faster approach to unknown
objects and less fear. Furthermore, the time spent in the
corner, far away from the object, was significantly
increased in gsk-3"T mice, which can be interpreted as
avoidance of the object.

In the forced swimming test, gsk-3% mice
spent significantly less time floating than gsk-3"" mice
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Fig. 6. Speed and distance traveled of gsk-3* and gsk-3""
mice in the emergence test. A. Arithmetic means + SEM (N = 10-
11 each group) of speed in the emergence test during the first,
second and third 10 minutes. KI: 5.75 £ 0.35 cm/s, 3.69 = 0.55
cm/s, 2.94 £0.49 cm/s, WT: 3.68 + 0.34 cm/s, 3.04 £ 0.35 cm/s,
2.60 + 0.32 cm/s. B. Arithmetic means + SEM (N = 10-11 each
group) of distance traveled in the emergence test during the
first, second and third 10 minutes. KI: 34.51 £ 2.07 m, 22.15 +
332m,17.62+2.93 m, WT:22.08 +2.01 m, 18.22+2.09m, 15.58
+ 1.89 m. * indicates a significant difference between genotypes
(1-way ANOVA, p <0.05).

EKI

time of immobility (min)

Fig. 7. Time of immobility of gsk-3%" and gsk-3"" mice in the
forced swimming test. Arithmetic means £ SEM (N = 7 each
group) of time spent floating. WT: 0.12 £ 0.05 min, KI:
1.51 £ 0.24 min. * indicates a significant difference between
genotypes (1-way ANOVA, p < 0.05).
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Fig. 8. Monitoring of gsk-3%" and gsk-3"" mice. A. Arithmetic
means =+ SEM (N = 11 each group) of food intake during
experiments with stress. WT: 2.51 £0.16 g, KI: 3.56 £ 0.12 g. B.
Arithmetic means + SEM (N = 11 each group) of fluid intake
during experiments with stress. WT: 2.63 = 0.1 ml, KI: 5.42 +
0.23 ml. C. Arithmetic means + SEM (N = 11-13 each group) of
ACTH levels. WT: 265.03 = 39.0 pg/ml, KI: 124.5 £ 29.3 pg/ml.
D. Arithmetic means = SEM (N = 7-8 each group) of cortisol
levels. WT: 356.3 +74.7 pg/ml, KI: 187.7 £39.2 pg/ml. * indicates
a significant difference between genotypes (1-way ANOVA, p
<0.05).

(Fig. 7), which indicates a less depressive behavior.

Body weight, food and fluid intake were determined
during the behavioral studies. There was no difference in
body weight (Table 1), and food and fluid intake were
significantly enhanced in gsk-3%"mice (Fig. 8A and B).
To determine the function of the Hypothalamic-pituitary-
adrenal (HPA) axis, cortisol and adrenocorticotropic
hormone (ACTH) levels were measured in gsk-3"" and
gsk-3%mice. ACTH was significantly decreased
(Fig. 8C) and cortisol tended to be reduced (Fig. 8D) in
gsk-3% mice.

Discussion
The present study reveals a role of PKB/SGK-de-

pendent regulation of GSK-3 in the control of behavior.
Mice carrying a mutation of GSK-3, in which the serine

of the PKB/SGK phosphorylation site was replaced by
an alanine (GSK-3[°4°4) and at the same time carrying
a mutation of GSK-3a., in which the serine of the PKB/
SGK phosphorylation site was replaced by an alanine
(GSK-3a?'A214) " are expected to be resistant to PKB/
SGK-dependent regulation of GSK-3 [27]. According to
the present observations, mice carrying the PKB/SGK-
resistant GSK-3 mutants (gsk-3%7) are significantly more
active and curious than the corresponding wild type mice
(gsk-3"T) in several behavioral settings. Moreover, gsk-
3% mice are less sensitive to stress and spent signifi-
cantly less time floating in the forced swimming test.
In line with behavioral parameters the function of the
HPA axis is changed between the phenotypes: ACTH
was significantly (Fig. 8C) and cortisol tended to be de-
creased in gsk-3% mice (Fig. 8D).

Several research groups formulated a hypothesis
relating aberrant stress hormone regulation to causality
of depression and suggested that the amount of ACTH
and cortisol is significantly higher among depressive
patients. Moreover, the hypothesis was raised that antide-
pressants act through normalization of these HPA changes,
and several antidepressant treatment strategies have been
developed targeting the HPA axis e.g. cortisol biosynthesis
inhibitors, glucocorticoid receptor antagonists, corticotropin
releasing factor receptor antagonists and vasopressin
receptor antagonists [35].

According to a previous study, plasma concentrations
and urinary excretions of aldosterone were similarly
altered in gsk-3 mice [36]. Moreover, several functional
parameters were different between gsk-3% mice and
corresponding wild type mice [36]. It must be kept in
mind that at least in theory, the metabolic effects of
dysregulated peripheral GSK-3 may influence behavior
by altering plasma metabolite, electrolyte and hormone
concentrations.

The enhanced locomotor activity has been consid-
ered a correlate of mania [37, 38]. In general, mice are
expected to prefer secure and safe places, represented
by the border of the open-field, the box in the light-dark
box experiment, the closed, tunnel-like arms in the
O-maze and the home box in the emergence and object
exploration test. Gsk-3"T and gsk-3%" mice comply with
those expectations as both genotypes prefer the men-
tioned secure zones [39]. However, several parameters
revealed increased locomotor activity in gsk-3% mice as
measured by increased speed and total distance traveled
in the open-field, light-dark box, O-maze and emergence
test. The hyperactivity and increased curiosity of mice
might also be evidenced by the increased number of en-
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trances into the dark box [40] and the increased time
spent in the entrance area of the box. However, the light-
dark transition might also just reflect generally enhanced
activity and the elevated dwelling time in the entrance
area could also be seen as increased risk assessment of
gsk-3% mice.

The O-maze is an established model to investigate
anxiety-like behavior. Inherently, mice would avoid to pass
a dangerous way as it is simulated by the open areas.
The risk assessment of gsk-3% mice, however, did not
prevent the mice from entering the opposite arm.
Gsk-3% mice showed a clearly enhanced risk behavior
while spending more time and traveling a longer distance
on the open areas as well as performing more unprotected
head dips. This behavior points to reduced anxiety.
The fact that gsk-3% mice spent less time in the origin
arm points to enhanced curiosity and preference to explore
the environment instead of benefiting from the security
in this area [41]. Moreover, reduced anxiety in gsk-3%
mice is represented by an increased number and duration
of rearings in the open-field and in the light-dark box [42].

The emergence test and object exploration test have
to be seen from another point of view as the mouse is
inserted into an environment which is partly familiar due
to the well-known home box. During the emergence test,
speed and total distance traveled were enhanced in gsk-
3% mice, whereas there was no difference during the
object exploration test. Apparently, the environment
influences the behavior of mice and must be considered
in the interpretation of anxiety-related behavior. The
insertion of a novel object emphasized the loss of fear
and the increased curiosity of gsk-3% mice.

As compared to gsk-3"7, gsk-3X mice are clearly
hyperactive in the open-field, light-dark box and O-maze.
In the emergence test, hyperactivity seems less pro-
nounced, and in the object exploration test there was no
hyperactivity. This suggests that hyperactivity is novelty
induced, being most pronounced, when mice are placed
in a completely new environment.

The enhanced activity of the gsk-3% mice is remi-
niscent of the hyperactivity of transgenic mice
overexpressing GSK-3 [24]. Unlike gsk-3% mice,
GSK-3 transgenic mice also showed deficient habitua-
tion. Conversely, the stimulating effect of amphetamine
on locomotor activity is decreased in heterozygote
GSK-3 deficient mice [43] and reversed by lithium and
with specific GSK-3 inhibitors [11].

Decreased sensitivity to stress, increased curiosity,
decreased anxiety, decreased immobility in the forced
swimming test, increased activity and decreased stress

hormone levels in gsk-3%" mice point to a depression-
resistant phenotype. However, disinhibition of PI3K might
lead to manic behavior, which is not common. Hypomanic
states are often observed following depressive episodes
and antidepressant treatment, which could result from an
activation of PKB by antidepressant strategies. Indeed,
antimanic treatment strategies might involve
PKB-dependent regulation of GSK-3, which has been
shown by several antimanic drugs (clozapine, olanzapine,
lithium and valproate) [3-5]. Moreover, all of these
medications show mood stabilizing properties and long-
term phase prophylactic properties, which also might
involve GSK-3 regulation.

Overexpression of GSK-3 in the striatum was fol-
lowed by upregulation of PKB expression and
downregulation of the expression of PPP2R3A, a regu-
latory subunit of the PK B-inactivating phosphatase PP2A
[24]. Those effects were expected to inhibit GSK-3 ac-
tivity and thus to mitigate the effects of GSK-3
overexpression [24]. In the gsk-3% mice, this negative
feedback is disrupted leading to a more pronounced phe-
notype. The unrestrained GSK-3 activity in gsk-3%mice
render those mice an ideal model for the in vivo testing of
GSK-3 inhibitors. PKB and GSK-3 are further consid-
ered to participate in the enhanced locomotion of gene-
targeted mice lacking the dopamine transporter DAT [19,
43].

As shown earlier [36], food and fluid intake were
markedly enhanced in gsk-3% as compared to gsk-3"7
mice pointing to PKB/SGK- dependent regulation of
GSK-3 in the control of food and fluid uptake. Typically,
food intake is markedly changed in bipolar patients and
increased food intake might be compensated by increased
activity in gsk-3%/. Moreover, disorders of food intake
may parallel psychiatric diseases, such as bipolar disor-
der and schizophrenia [44-46]. PKB-dependent signaling
in the hypothalamus is considered to mediate the food
intake-lowering effect of insulin [47]. This signaling may
be disrupted in the gsk-3%" mice. PKB/SGK-dependent
signaling is further required for the effect of insulin on
glycogen synthase [27, 48]. Accordingly, the effect of
insulin on muscle glycogen synthase is absent in gsk-3%!
mice [27]. It would be interesting to explore whether
behavioral effects of hyperinsulinism are related to
PKB/SGK-dependent regulation of GSK-3.

Interestingly, clozapine and olanzapine, which act on
GSK-3 [49], have been shown to induce type 2 diabetes
mellitus and metabolic syndrome in schizophrenic and
bipolar patients [50]. Moreover, patients with schizophre-
nia and bipolar disorder are particularly prone to develop
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obesity and type 2 diabetes mellitus [51], disorders
considered to involve modulation of GSK-3 [52].

Besides insulin, brain derived neurotrophic factor
(BDNF) [53, 54] activates the PI3 kinase pathway [14]
and is thus expected to inhibit GSK-3f activity. BDNF
has in turn been implicated in bipolar disorder [18, 55-58]
and schizophrenia [59, 60].

The present study did not attempt to identify the
cerebral structures involved in the altered behavior of
gsk-35 mice. It is noteworthy, however, that in PDK1
hypomorphic mice, which display a mirror-like behavior
to that of gsk-3% mice, GABA, taurine and serotonin
concentrations were significantly decreased in the
amygdala and olfactory bulb [61].

In conclusion, insensitivity of GSK-3 to the inhibitory
action of PKB and SGK leads to altered food and fluid
intake as well as manic-like behavior in mice.
Moreover, the mutation leads to lower stress sensitivity,

decreased immobility in the forced swimming test and
decreased activity of the HPA axis. Thus,
PKB/SGK-dependent regulation of GSK-3 activity might
participate in the pathophysiology and treatment of bipolar
disorders.

Acknowledgements

The authors express their gratitude to Prof.
Dario Alessi, Dundee, for providing the mice and thank
Prof. Dr. David Wolfer, Ziirich, for the careful reading of
the manuscript and his valuable advice. The authors fur-
thermore acknowledge the technical assistance of
Elfriede Faber and the meticulous preparation of the manu-
script by Tanja Loch and Lejla Subasic. This study was
supported by the Deutsche Forschungsgemeinschaft
(GK 1302).

References

> Kessler RC, Berglund P, Demler O, Jin R, P6 Cross HR, Radda GK, Clarke K: The role P9 Wyatt AW, Hussain A, Amann K, Klingel
Koretz D, Merikangas KR, Rush AlJ, of Na+/K+ ATPase activity during low K, Kandolf R, Artunc F, Grahammer F,
Walters EE, Wang PS: The epidemiol- flow ischemia in preventing myocardial Huang DY, Vallon V, Kuhl D, Lang F:
ogy of major depressive disorder: results injury: a 31P, 23Na and 87Rb NMR DOCA-induced phosphorylation of gly-
from the National Comorbidity Survey spectroscopic study. Magn Reson Med cogen synthase kinase 3beta. Cell Physiol
Replication (NCS-R). JAMA 1995;34:673-685. Biochem 2006;17:137-144.
2003;289:3095-3105. »7 Shaw M, Cohen P, Alessi DR: Further >0 Lang F, Bohmer C, Palmada M, Seebohm

@) Stewart WF, Ricci JA, Chee E, Hahn SR, evidence that the inhibition of glycogen G, Strutz-Seebohm N, Vallon V:
Morganstein D: Cost of lost productive synthase kinase-3beta by IGF-1 is medi- (Patho)physiological significance of the
work time among US workers with de- ated by PDK1/PKB-induced phosphor- serum- and glucocorticoid-inducible ki-
pression. JAMA 2003;289:3135-3144. ylation of Ser-9 and not by dephosphor- nase isoforms. Physiol Rev

>3 Gould TD, Manji HK: Glycogen synthase ylation of Tyr-216. FEBS Lett 2006;86:1151-1178.
kinase-3: a putative molecular target for 1997;416:307-311. »11 Gould TD, Einat H, Bhat R, Manji HK:
lithium mimetic drugs. Neuropsycho- P8 Sakoda H, Gotoh Y, Katagiri H, Kurokawa AR-A014418, a selective GSK-3 inhibi-
pharmacology 2005;30:1223-1237. M, Ono H, Onishi Y, Anai M, Ogihara T, tor, produces antidepressant-like effects

>4 Klein PS, Melton DA: A molecular Fujishiro M, Fukushima Y, Abe M, in the forced swim test. Int J Neuro-
mechanism for the effect of lithium on Shojima N, Kikuchi M, Oka Y, Hirai H, psychopharmacol 2004;7:387-390.
development. Proc Natl Acad Sci U S A Asano T: Differing roles of Akt and se- ®»12  Kaidanovich-Beilin O, Milman A,
1996;93:8455-8459. rum- and glucocorticoid-regulated kinase Weizman A, Pick CG, Eldar-Finkelman

»5 Aubry JM, Schwald M, Ballmann E, in glucose metabolism, DNA synthesis, H: Rapid antidepressive-like activity of
Karege F: Early effects of mood stabiliz- and oncogenic activity. J Biol Chem specific glycogen synthase kinase-3 in-
ers on the Akt/GSK-3beta signaling path- 2003;278:25802-25807. hibitor and its effect on beta-catenin in
way and on cell survival and prolifera- mouse hippocampus. Biol Psychiatry
tion. Psychopharmacology (Berl) 2004;55:781-784.
2009;205:419-429.

784 Cell Physiol Biochem 2010;25:775-786 Ackermann/Kempe/Lang/Lang



>13

»14

»15

»16

»17

>18

»19

»20

»21

»22

»23

»24

»25

Redrobe JP, Bourin M: The effect of
lithium administration in animal models
of depression: a short review. Fundam
Clin Pharmacol 1999;13:293-299.
Elliott E, Atlas R, Lange A, Ginzburg I:
Brain-derived neurotrophic factor in-
duces a rapid dephosphorylation of tau
protein through a PI-3 Kinase signalling
mechanism. Eur J Neurosci
2005;22:1081-1089.

Lang UE, Jockers-Scherubl MC, Hellweg
R: State of the art of the neurotrophin
hypothesis in psychiatric disorders: im-
plications and limitations. J Neural
Transm 2004;111:387-411.

Lang UE, Hellweg R, Kalus P, Bajbouj M,
Lenzen KP, Sander T, Kunz D, Gallinat
J: Association of a functional BDNF poly-
morphism and anxiety-related personal-
ity traits. Psychopharmacology (Berl)
2005;180:95-99.

Lang UE, Puls I, Muller DJ, Strutz-
Seebohm N, Gallinat J: Molecular mecha-
nisms of schizophrenia. Cell Physiol
Biochem 2007;20:687-702.

Fan J, Sklar P: Genetics of bipolar disor-
der: focus on BDNF Val66Met polymor-
phism. Novartis Found Symp
2008;289:60-72.

Beaulieu JM, Sotnikova TD, Marion S,
Lefkowitz RJ, Gainetdinov RR, Caron
MG: An Akt/beta-arrestin 2/PP2A
signaling complex mediates dopaminergic
neurotransmission and behavior. Cell
2005;122:261-273.

Emamian ES, Hall D, Birnbaum MJ,
Karayiorgou M, Gogos JA: Convergent
evidence for impaired AKT1-GSK3beta
signaling in schizophrenia. Nat Genet
2004;36:131-137.

Lang UE, Wolfer DP, Grahammer F,
Strutz-Seebohm N, Seebohm G, Lipp HP,
McCormick JA, Hellweg R, Dawson K,
Wang J, Pearce D, Lang F: Reduced loco-
motion in the serum and glucocorticoid
inducible kinase 3 knock out mouse.
Behav Brain Res 2006;167:75-86.
Kalkman HO: The role of the phosphat-
idylinositide 3-kinase-protein kinase B
pathway in schizophrenia. Pharmacol
Ther 2006;110:117-134.

Chrysis D, Zaman F, Chagin AS, Takigawa
M, Savendahl L: Dexamethasone induces
apoptosis in proliferative chondrocytes
through activation of caspases and sup-
pression of the Akt-phosphatidylinositol
3'-kinase signaling pathway. Endocrino-
logy 2005;146:1391-1397.

Prickaerts J, Moechars D, Cryns K,
Lenaerts I, van Craenendonck H, Goris
1, Daneels G, Bouwknecht JA, Steckler
T: Transgenic mice overexpressing gly-
cogen synthase kinase 3beta: a putative
model of hyperactivity and mania. J
Neurosci 2006;26:9022-9029.

Wu D, Pan W: GSK3: a multifaceted ki-
nase in Wnt signaling. Trends Biochem
Sci 2010;35(3):161-168.

»26

»27

»238

»29

»30

>3]

»32

>33

»34

»35

»36

37

>33

Wagman AS, Johnson KW, Bussiere DE:
Discovery and development of GSK3 in-
hibitors for the treatment of type 2 dia-
betes. Curr Pharm Des 2004;10:1105-
1137.

McManus EJ, Sakamoto K, Armit LJ,
Ronaldson L, Shpiro N, Marquez R, Alessi
DR: Role that phosphorylation of GSK3
plays in insulin and Wnt signalling de-
fined by knockin analysis. EMBO J
2005;24:1571-1583.

Willner P: Validity, reliability and utility
of the chronic mild stress model of de-
pression: a 10-year review and evalua-
tion. Psychopharmacology (Berl)
1997;134:319-329.

Willner P: Chronic mild stress (CMS)
revisited: consistency and behavioural-
neurobiological concordance in the ef-
fects of CMS. Neuropsychobiology
2005;52:90-110.

Madani R, Kozlov S, Akhmedov A,
Cinelli P, Kinter J, Lipp HP, Sonderegger
P, Wolfer DP: Impaired explorative
behavior and neophobia in genetically
modified mice lacking or overexpressing
the extracellular serine protease inhibi-
tor neuroserpin. Mol Cell Neurosci
2003;23:473-494.

Crawley J, Goodwin FK: Preliminary re-
port of a simple animal behavior model
for the anxiolytic effects of benzodiaze-
pines. Pharmacol Biochem Behav
1980;13:167-170.

Konig M, Zimmer AM, Steiner H, Holmes
PV, Crawley JN, Brownstein MJ, Zimmer
A: Pain responses, anxiety and aggres-
sion in mice deficient in pre-proenkepha-
lin. Nature 1996;383:535-538.

Dulawa SC, Grandy DK, Low MJ, Paulus
MP, Geyer MA: Dopamine D4 receptor-
knock-out mice exhibit reduced explo-
ration of novel stimuli. J Neurosci
1999;19:9550-9556.

Porsolt RD, Le Pichon M, Jalfre M: De-
pression: a new animal model sensitive
to antidepressant treatments. Nature
1977;266:730-732.

Thomson F, Craighead M: Innovative
approaches for the treatment of depres-
sion: targeting the HPA axis. Neurochem
Res 2008;33:691-707.

Boini KM, Bhandaru M, Lang F: Steroid
hormone release as well as renal water
and electrolyte excretion of mice ex-
pressing PKB/SGK-resistant GSK38.
Pflugers Arch 2008;456:1207-1216.
Lyon M: Animal models for the symp-
toms of mania; in Boulton AA (ed): Ani-
mal models in psychiatry. Clifton, NJ,
Humana Press, 1999, pp 197-244.
Machado-Vieira R, Kapczinski F, Soares
JC: Perspectives for the development of
animal models of bipolar disorder. Prog
Neuropsychopharmacol Biol Psychiatry
2004;28:209-224.

»39

»40

»41

»42

»43

» 44

»45

»46

»47

»48

»49

»50

»s51

Zorner B, Wolfer DP, Brandis D, Kretz
O, Zacher C, Madani R, Grunwald I, Lipp
HP, Klein R, Henn FA, Gass P: Forebrain-
specific trkB-receptor knockout mice:
behaviorally more hyperactive than “de-
pressive”. Biol Psychiatry 2003;54:972-
982.

Belzung C, Misslin R, Vogel E: Anxiogenic
effects of a benzodiazepine receptor par-
tial inverse agonist, RO 19-4603, in a
light/dark choice situation. Pharmacol
Biochem Behav 1990;36:593-596.
Shepherd JK, Grewal SS, Fletcher A, Bill
DJ, Dourish CT: Behavioural and phar-
macological characterisation of the el-
evated “zero-maze” as an animal model
of anxiety. Psychopharmacology (Berl)
1994;116:56-64.

Calabrese EJ: An assessment of anxiolytic
drug screening tests: hormetic dose re-
sponses predominate. Crit Rev Toxicol
2008;38:489-542.

Beaulieu JM, Sotnikova TD, Yao WD,
Kockeritz L, Woodgett JR, Gainetdinov
RR, Caron MG: Lithium antagonizes
dopamine-dependent behaviors mediated
by an AKT/glycogen synthase kinase 3
signaling cascade. Proc Natl Acad Sci U S
A 2004;101:5099-5104.

Foulon C: [Schizophrenia and eating dis-
orders]. Encephale 2003;29:463-466.
Kishi T, Elmquist JK: Body weight is regu-
lated by the brain: a link between feeding
and emotion. Mol Psychiatry
2005;10:132-146.

Krishnan KR: Psychiatric and medical
comorbidities of bipolar disorder.
Psychosom Med 2005;67:1-8.
Niswender KD, Morrison CD, Clegg DJ,
Olson R, Baskin DG, Myers MG, Jr.,
Seeley RJ, Schwartz MW: Insulin activa-
tion of phosphatidylinositol 3-kinase in
the hypothalamic arcuate nucleus: a key
mediator of insulin-induced anorexia.
Diabetes 2003;52:227-231.

Cohen P, Goedert M: GSK3 inhibitors:
development and therapeutic potential.
Nat Rev Drug Discov 2004;3:479-487.
Rowe MK, Wiest C, Chuang DM: GSK-3
is a viable potential target for therapeu-
tic intervention in bipolar disorder.
Neurosci Biobehav Rev 2007;31:920-
931.

van Winkel R, De Hert M, Wampers M,
Van Eyck D, Hanssens L, Scheen A,
Peuskens J: Major changes in glucose me-
tabolism, including new-onset diabetes,
within 3 months after initiation of or
switch to atypical antipsychotic medi-
cation in patients with schizophrenia and
schizoaffective disorder. J Clin Psychia-
try 2008;69:472-479.

Newcomer JW: Medical risk in patients
with bipolar disorder and schizophrenia.
J Clin Psychiatry 2006;67:e16.

Hyperactivity of GSK-3 Knockin Mice

Cell Physiol Biochem 2010;25:775-786

785



»s52

»s53

»s54

Medina M, Castro A: Glycogen synthase
kinase-3 (GSK-3) inhibitors reach the
clinic. Curr Opin Drug Discov Devel
2008;11:533-543.

Corominas M, Roncero C, Ribases M,
Castells X, Casas M: Brain-derived neu-
rotrophic factor and its intracellular
signaling pathways in cocaine addiction.
Neuropsychobiology 2007;55:2-13.
Lim JY, Park SI, Oh JH, Kim SM, Jeong
CH, Jun JA, Lee KS, Oh W, Lee JK, Jeun
SS: Brain-derived neurotrophic factor
stimulates the neural differentiation of
human umbilical cord blood-derived mes-
enchymal stem cells and survival of dif-
ferentiated cells through MAPK/ERK and
PI3K/Akt-dependent signaling pathways.
J Neurosci Res 2008;86:2168-2178.

»s55

»s56

»57

»s53

Castren E, Rantamaki T: Neurotrophins
in depression and antidepressant effects.
Novartis Found Symp 2008;289:43-52.
Kapczinski F, Frey BN, Kauer-Sant’ Anna
M, Grassi-Oliveira R: Brain-derived neu-
rotrophic factor and neuroplasticity in
bipolar disorder. Expert Rev Neurother
2008;8:1101-1113.

Kloos A, Weller EB, Weller RA: Biologic
basis of bipolar disorder in children and
adolescents. Curr Psychiatry Rep
2008;10:98-103.

Serretti A, Mandelli L: The genetics of
bipolar disorder: genome ‘hot regions,’
genes, new potential candidates and fu-
ture directions. Mol Psychiatry
2008;13:742-771.

»59

»60

»61

Lu B, Martinowich K: Cell biology of
BDNF and its relevance to schizophre-
nia. Novartis Found Symp 2008;289:119-
129.

Pillai A: Brain-derived neurotropic fac-
tor/TrkB signaling in the pathogenesis
and novel pharmacotherapy of schizo-
phrenia. Neurosignals 2008;16:183-193.
Ackermann TF, Hortnagl H, Wolfer DP,
Colacicco G, Sohr R, Lang F, Hellweg R,
Lang UE: Phosphatidylinositide depend-
ent kinase deficiency increases anxiety
and decreases GABA and serotonin abun-
dance in the amygdala. Cell Physiol
Biochem 2008;22:735-744.

786

Cell Physiol Biochem 2010;25:775-786

Ackermann/Kempe/Lang/Lang




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 300
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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.)
    /DEU <>
  >>
  /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 [612.000 792.000]
>> setpagedevice


