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ABSTRACT

Prolonged or excessive exposure to corticosterone leads to neuronal damages in the brain
regions, including hippocampus. We reported that astrocyte-conditioned medium (ACM)
protected the neurons of the primary hippocampal cultures against the corticosterone-
induced damages. Corticosterone added to the cultures resulted in a significant number of
TUNEL-positive cells. However, corticosterone-induced TUNEL labeling was suppressed as
for ACM-cultured neurons. To delineate the molecular basis underlying the neuroprotection
of ACM, we assessed the activation of ERK1/2 and (PI3-K)/Akt signal pathways in response to
corticosterone-induced neuronal damages. Western blot test revealed that corticosterone
increased the phosphorylation of ERK1/2 and PI3-K/Akt in hippocampal neurons grown in
Neurobasal medium supplemented with B27 and 500 um L-glutamine (NBM"). Interestingly,
the increase of phospho-ERK1/2 and Akt levels was much pronounced and the time course
of phosphorylation was altered in ACM, suggesting that both signaling pathways might
participate in ACM protection. Furthermore, the selective inhibitor of Akt, rather than ERK1/
2, blocked the neuroprotective activity against corticosterone in ACM-cultured neurons. In
summary, our data showed that ACM had a potent neuroprotective effect in cultured
neurons. PI3-K/Akt signal pathway, but not ERK1/2, was involved in the protective activity
against the corticosterone-induced damages.
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Abbreviations:

ACM, astrocyte-conditioned
medium

BSA, bovine serum albumin
CNS, central nervous system
CORT, corticosterone

DMEM, Dulbecco's modified
Eagle's medium

DAPI, 4/,6’-diamidino-2-
phenylindole dihydrochloride
ERK1/2, extracellular signal-
regulated kinases 1 and 2
FBS, fetal bovine serum
LY294002, 2-(4-morpholino)-
8-phenyl-4H-1-benzopyran-4-one
NTFs, neurotrophic factors
PI3-K, phosphatidylinositide
3-kinase

U0126, 1,4-diamino-2,3-dicyano-1,4-
bis (2-aminophenylthio)
TUNEL, Terminal transferase-
mediated dUTP nick-labeling

1. Introduction

Astrocyte-conditioned medium (ACM) is a nutritious liquid for
neuronal growth containing soluble factors released from
astrocytes. Like a layer of astrocytes wherein neurons are cul-
tured, ACM constructs an environment of certain glial-neuron
interaction. Experimentally, ACM has been used to study the
role of astrocytes in neuroprotection and astrocyte-neuronal
interactions (Mahesh et al, 2006). Glial cells outnumber
neurons by 9:1 and thus are of the most abundant cell type in
the brain, and they interact with neurons in a more complex
way than simply by providing structural, metabolic and trophic
support. Astrocytes, which are probably the most interesting
neuronal partners, support proliferation, survival and matura-
tion of the developing neurons and neuroblasts that are
already committed to the neuronal lineage (de Sampaio e
Spohr et al, 2002). And also astrocytes participate in the
regulation of the ionic environment and take up and release
several neurotransmitters, thus modulating neuronal activ-
ities by monitoring the concentration of such substances at the
synaptic cleft (Laminget al., 2000). Astrocytes are bi-directional
communication partners in the central nervous system (CNS),
receiving signals from neighboring neurons and responding by
releasing neuroactive substances. Neurons cultured on a layer
of astrocytes obtained from different brain regions develop
different phenotypes. Similar data could be obtained by
culturing neurons in the presence of medium previously
conditioned by different astroglial populations (Hatten et al.,
1986). Although the mechanism and its implications of
interactions between glial components and neurons are not
fully understood, the soluble factors from ACM present
signaling molecules in triggering, influencing and guiding the
ultimate destiny of neuronal development and function.
Glucocorticoids can be apoptotic, which is one form of
neuronal damages. As adrenal hormones released under
stress, glucocorticoids function to maintain or restore home-
ostasis through energy mobilization and regulate immune

responses to infection. Glucocorticoids target the tissues in
the sense organs, internal organs, and in the peripheral and
CNS with a high concentration of hippocampal glucocorticoid
receptors (Pryce et al., 2005). Prolonged elevations of gluco-
corticoids occur in numerous disorders, such as anorexia
nervosa (Seed et al., 2000), Cushing’s disease (Starkman et al.,
1992), suggesting that the overloading of glucocorticoids is one
cause of neuronal damages, particularly in the hippocampus.
For example, both stress and physiologic elevation of gluco-
corticoids levels impair the ability of hippocampal neurons to
survive after epileptic seizure in vivo (Stein-Behrens et al,,
1994). Similar effects are also observed in primary hippocam-
pal cultured neurons in vitro (Goodman et al., 1996).

Considering the potent neuroprotective action of astro-
cytes and the deleterious effects of glucocorticoids particularly
on hippocampal neurons, the present study was undertaken
to compare corticosterone (CORT)-induced damages in ACM-
and NBM*-cultured hippocampal neurons with a view to
evaluating neuroprotective effects of ACM. To further inves-
tigate molecular mechanisms involved in acquired resis-
tance against CORT-induced damages in ACM-cultured
neurons, we examined the activation of two signal path-
ways, i.e. extracellular signal-regulated kinases 1 and 2
(ERK1/2) and phosphoinositide 3-kinase (PI3-K)/Akt. Both
are known to be important in mediating neuronal survival
(Yuan et al., 2003).

2. Results
2.1.  TUNEL study

We performed TUNEL staining so as to establish an assay to
identify the neuroprotective effects of ACM against neuronal
damages induced by CORT. We compared the TUNEL-positive
cells grown in astrocyte-conditioned medium (ACM) with
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Fig. 1 - CORT-induced concentration-dependent
TUNEL-positive cells (green) in ACM- and NBM*-cultured
hippocampal neurons. The cells were treated with CORT for
24 h. The nuclei of the cells were also stained with DAPI (blue)
(A). The percentage of TUNEL labeling was expressed as the
number of TUNEL-positive nuclei divided by the total number
of nuclei. Each bar represented the mean +SEM of three
independent experiments (B). Without CORT treatments
were used as respective controls. *P<0.05 indicated statistical
significance compared with control (non-CORT-treated
cultures) in NBM*-cultured hippocampal neurons. *P<0.05 vs
that with ACM. “P<0.05 indicated statistical significance
compared with ACM-cultured hippocampal neurons treated
with CORT at same concentrations. Scale bar, 50 pm. (For
interpretation of the references to colour in this figure legend,
the reader is referred to the web version of this article.)

those in a Neurobasal medium (NBM) supplemented with B27
and 500 pm L-glutamine (NBM*) during CORT treatment. CORT
induced the production of TUNEL-positive cells in a concen-
tration-dependent manner in ACM- or NBM*-cultured hippo-
campal neurons (Figs. 1A and B) and significant TUNEL
labeling at a concentration as low as 50 nM. Its higher concen-
trations (up to 1 pM) brought about even greater TUNEL
labeling with 500 nM, which produced a robust effect. We thus
chose 500 nM for subsequent studies. Interestingly, the
number of TUNEL-positive cells caused by corticosterone
24 h following the treatment (Fig. 1B) more significantly
decreased in the ACM- than in the NBM"-cultured hippocam-

pal neurons. The analysis demonstrated that approximately
42% of hippocampal neurons cultured in NBM" were TUNEL-
positive with 500 nM CORT. However, in response to the same
concentration of CORT, the number of TUNEL-positive cells
was significantly reduced to 21% in the ACM-cultured
hippocampal neurons, suggesting a significantly enhanced
neuroprotective effect against CORT.

2.2. Effect of CORT on ERK1/2 phosphorylation in cultured
hippocampal neurons

In order to determine whether ERK1/2 signal pathway was
activated following CORT-induced insults in hippocampal
neurons, phosphorylation of ERK1/2 (i.e. the phospho-ERK1/2
levels) was assessed. CORT induced a 1.5-fold increase in
phospho-ERK1/2 levels at the point of 6 h and a significant
3-fold in phospho-ERK1/2 levels at the point of 12 h following
the treatment in NBM*-cultured hippocampal neurons in
comparison to the control (Fig. 2). The increase sustained for
at least 24 h. Hippocampal neurons cultured in ACM also
exhibited an increase in phospho-ERK1/2. However, the
magnitude of the increase was not significantly different as
in the hippocampal neurons grown in NBM" in response to
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Fig. 2 - Effects of CORT on the levels of phosphorylated
ERK1/2 and total ERK in NBM*-cultured hippocampal
neurons. Hippocampal neurons were treated with 500 nM of
CORT for the indicated periods of time, and the whole cell
lysates were collected. Western blots analysis of the
phosphorylation of ERK1/2 and total ERK in hippocampal
neurons (A). Panel B indicated the relative values of
phosphorylated ERK1/2 and total ERK compared with
respective controls. Data represented mean +SEM of at least
three independent experiments. Neurons not subjected to
CORT were used as controls. *P<0.05 indicated statistical
significance compared with control.
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Fig. 3 - Effects of CORT on levels of phosphorylated ERK1/2
and total ERK in ACM-cultured hippocampal neurons.
Hippocampal neurons were treated with 500 nM of CORT for
the indicated periods of time, and the whole cell lysates were
collected. Western blots analysis of the phosphorylation of
ERK1/2 and total ERK in hippocampal neurons (A). Panel B
indicated the relative values of phosphorylated ERK1/2 and
total ERK compared with respective controls. Data
represented mean +SEM of at least three independent
experiments. Neurons not subjected to CORT treatment were
used as controls. *P<0.05 indicated statistical significance
compared with control.

CORT treatment (Fig. 3), with the total ERK1/2 not significantly
different as in both ACM- and NBM*-cultured hippocampal
neurons. Theincrease in phospho-ERK1/2 levels was due to the
increase in activation of ERK1/2 since the total amount of
constitutive non-phosphorylated ERK1/2 did not change dur-
ing the 24 h incubation either in the presence or absence of
CORT, or in the ACM and NBM', which suggested that ERK1/2
signal pathway was activated during the process of the
damages to the hippocampal neurons caused by CORT.

2.3. Effect of CORT on Akt phosphorylation in cultured
hippocampal neurons

The activation of (PI3-K)/Akt signal pathway by CORT in
cultured hippocampal neurons was measured by phospho-
Akt levels. Western blot test revealed a 3-fold increase of
phospho-Akt at 6 h following the treatment with CORT in
NBM*-cultured hippocampal neurons, but the levels of phos-
pho-Akt were then reduced to the control levels at 12 h (Fig. 4).
Under the ACM-cultured condition, CORT induced a signifi-
cant 12-fold increase in phospho-Akt levels in cultured

hippocampal neurons at 6 h following the treatment in
comparison to the control (Fig. 5). The increase in phos-
pho-Akt levels sustained for at least 24 h, while the total
non-phosphorylated Akt levels under the experimental
conditions remained the same in the control and in the
ACM and NBM' neurons either treated with or without
CORT. The results demonstrated that (PI3-K)/Akt signal
pathway might play an important role in the anti-apoptotic
effect of ACM-cultured hippocampal neurons against CORT
effects.

2.4. Effect of CORT on Bcl-2 expression in cultured
hippocampal neurons

We also examined the expression of Bcl-2, one of the important
anti-apoptotic members. Western blot test results revealed
that Bcl-2 levels increased significantly in the cultured
hippocampal neurons at 6 h following the CORT treatment
under the ACM-cultured condition (Figs. 6C, D), which, how-
ever, could not be detected in the NBM*-cultured hippocampal
neurons (Figs. 6A, B), suggesting that the anti-apoptotic effect
against corticosterone was mediated by Bcl-2 in ACM-cultured
hippocampal neurons. In this experiment, we used total Akt as
an internal control to monitor equal protein loading since total
Akt did not change in this model.
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Fig. 4 - Effects of CORT on levels of phosphorylated Akt and
total Akt in NBM*-cultured hippocampal neurons.
Hippocampal neurons were treated with 500 nM of CORT as
indicated periods of time, and the whole cell lysates were
collected. Western blots analysis of the phosphorylation of
Akt and total Akt in hippocampal neurons (A). Panel B
indicated the relative values of phosphorylated Akt and total
Akt compared with respective controls. Data represented
meanz+SEM of at least three independent experiments.
Neurons not subjected to CORT treatment were used as
controls. *P<0.05 indicated statistical significance compared
with control.
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Fig. 5 - Effects of CORT on the levels of phosphorylated Akt
and total Akt in ACM-cultured hippocampal neurons.
Hippocampal neurons were treated with 500 nM of CORT for
the indicated periods of time, and the whole cell lysates were
collected. Western blots analysis of the phosphorylation of
Akt and total Akt in hippocampal neurons (A). Panel B
indicated the relative values of phosphorylated Akt and total
Akt compared with respective controls. Data represented
mean +SEM of at least three independent experiments.
Neurons not subjected to CORT treatment were used as
controls. *P<0.05 indicated statistical significance compared
with control.
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2.5. Effects of selective inhibitors of ERK1/2 and Akt signal
pathways on the changes of CORT-induced TUNEL staining

To determine whether the activation of either the ERK1/2
pathway or the (PI3-K)/Akt pathway was involved in the
neuroprotective activity of ACM against CORT-induced neuro-
nal damages which were assessed using TUNEL staining, an
ERK1/2 inhibitor (U0126) and a (PI3-K)/Akt inhibitor (LY294002)
were used to prevent the activation of their respective cascade.
Western blots test showed that 40 uyM U0126 and 10 pM
LY294002 blocked effectively the phosphorylation of ERK1/2
and (PI3-K)/Akt respectively in the cultured hippocampal
neurons (data not shown). In the NBM*-cultured hippocampal
neurons, both ERK1/2 inhibitor U0126 and (PI3-K)/Akt inhibitor
LY294002 significantly enhanced the number of TUNEL-
positive cells caused by CORT at 24 h. U0126 (40 uM) and
LY294002 (10 pM) themselves had no effects on TUNEL labeling
of the neurons (data not shown). The effect of Akt inhibitor was
more pronounced than that of ERK1/2 inhibitor. The presence
of U0126 failed to enhance CORT-induced TUNEL labeling of
the ACM-cultured neurons. However, it was significantly
enhanced by Akt inhibitor LY294002 (Fig. 7). Altogether, the
results indicated that a (PI3-K)/Akt-dependent mechanism
was involved in the neuroprotective activity of ACM.

3. Discussion
In the present study, it was observed that ACM-cultured hippo-

campal neurons became dramatically resistant to CORT-
induced damages. This was consistent with the evidence
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Fig. 6 - Effects of CORT on Bcl-2 expression in ACM- and NBM*-cultured hippocampal neurons. Hippocampal neurons were
treated with 500 nM of CORT for the indicated periods of time, and the whole cell lysates were collected. Panels A and C showed
Western blot analysis of Bcl-2 expression in hippocampal neurons. Panels B and D indicated the relative values of Bcl-2
expression compared with control. Data represented mean + SEM of at least three independent experiments. Neurons
untreated with CORT were used as controls. *P<0.05 indicated statistical significance compared with control.



6 BRAIN RESEARCH 1114 (2006) 1-10

CORT CORT
+ +

U0126 (40 u M)

LY294002 (10 4 M)

NBM™

ACM

el
©
=

(= |
o o

(3
(=)

o
(=]

TUNEL staining (%)
Do >
o (]

—
o o

CORT  CORT+U0I26 CORT+LY294002

Fig. 7 - Effects of selective inhibitors of ERK1/2 (U0126) and
(PI3-K)/Akt (LY294002) signal pathways on CORT-induced
TUNEL-positive cells (green) in ACM- and NBM*-cultured
hippocampal neurons. Neurons were pretreated with 40 pM
U0126 or 10 pM LY294002 for 45 min and subjected to 24 h of
500 nM CORT treatment. Apoptosis of hippocampal neurons
was assessed by TUNEL staining (green), the nuclei of the
cells were also stained with DAPI (blue) (A). The percentage of
TUNEL labeling was expressed as the number of
TUNEL-positive nuclei divided by the total number of nuclei.
Each bar represented the mean+SEM of three independent
experiments (B). CORT treatments alone were used as
respective controls. *P<0.05 indicated statistical significance
compared with CORT control grown in NBM*-cultured
hippocampal neurons. *P<0.05 indicated statistical
significance compared with CORT control grown in
ACM-cultured hippocampal neurons. “P<0.05 indicated
statistical significance compared with ACM-cultured
hippocampal neurons for CORT treatment alone, CORT +
U0126 and CORT +LY294002 treatment neurons. Scale bar,
50 pm. (For interpretation of the references to colour in this
figure legend, the reader is referred to the web version of this
article.)

that ACM protected against neuronal injury induced by
amyloid-p protein in cultured cortical neurons (Yamamuro
etal., 2003). ACM also up-regulated rapidly apolipoprotein (apo)
E expression in cultured mouse primary cortical and hippocam-
pal neurons (Harris et al., 2004). Especially, when rat retinal
ganglion cells (RGCs) were cultured in ACM, there was an

increase in the number of structural synapses (Christopherson
etal., 2005). Neuronal damages depend on multiple factors and
occur through diverse pathways. Although neurons may die as
a normal physiological process during their development or as
a pathological process, any approach that could prevent
neuronal death would benefit their survival, development
and function. ACM was found to be of neuroprotective
function in the current work. As reported, astrocytes, rather
than neurons, are implicated in the neuronal survival.
Previous studies have shown that astrocytes perform a
number of well-documented neuroprotective roles such as in
buffering toxic raises in glutamate and promoting ions
metabolic support for neurons and releasing neurotrophic
peptides. The soluble factors released from astrocytes can be
neuroprotective, which is in correspondence with the effect of
astrocytes themselves. In addition, ACM could be one mean-
ingful medium in studying the actions of astrocytes on
neurons. In some future studies, we would focus on soluble
factors independent of whole cells, which are easier to handle,
detect and calculate, without temporal consideration of the
synaptic action between glia and neurons.

The neuroprotection of ACM against CORT casts a light on
the explorations of potential cure of CORT-induced neurolo-
gical disorders. CORT is well known to induce various
neuronal deaths under stressful conditions in vivo. For
example, CORT can induce neuronal damages and reduce
the expression of brain-derived neurotrophic factor (BDNF)
mRNA and protein contents in the hippocampus (Nitta et al.,
1999b). Moreover, repeated exposure to mild stressors in rats
leads to the increase of the circulating levels of CORT,
accelerating cellular death in the hippocampal formation
(Sapolsky et al., 1984). It has been suggested that increased
neuronal death was due to chronic stimulation of CORT
receptors, which were particularly abundant in the hippo-
campus (Wong and Herbert, 2004).

It is likely that multiple mechanisms are involved in
glucocorticoid-induced neurotoxicity including impairment
of energy metabolism, inhibition of glucose transport, and
energy-dependent disruption of neuronal Ca®" regulation.
These effects may lead to decreased energy supplies, adeno-
sine 5'-triphosphate (ATP) depletion, failure of Ca®* buffering
systems (Karst et al., 2002) and excessive glutamate release
leading to glutamate receptor hyperactivity (Huxtable, 1989).
Elevated Ca®* levels could then activate Ca**-dependent
proteases, hence promoting the degradation of cytoskeletal
proteins and lipases, leading to increased levels of free radicals
and resulting in membrane damage (Welch, 1992). Another
aspect of the negative action of glucocorticoids on neuronal
homeostasis is the disruption of neuronal protective mechan-
isms such as feedback regulation of Ca®* channel functions (de
Leon et al., 1995), induction of stress proteins and release of
inhibitory neurotransmitters to block subsequent glutamate
release (Dragunow et al., 1985; Huxtable, 1989). It thus seems
that glucocorticoids not only can induce direct deleterious
effects, but also can impair neuroprotective components of
neuronal survival. In this study, CORT induced an apoptotic
process in cultured hippocampal neurons by means of a con-
centration-dependent manner. However, ACM-cultured hip-
pocampal neurons became dramatically resistant to CORT-
induced damages.
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In the present study, to further understand the mechan-
isms and pathways involved in acquired resistance against
neurotoxitin of CORT in ACM-cultured hippocampal neurons,
we investigated the role of MAPK (ERK1/2) and (PI3-K)/Akt
signal pathways, both of which are important to neuronal
survival (Yuan et al, 2003), in CORT-treated hippocampal
neurons under different culture conditions.

Evolutionarily, the components of MAPK are highly con-
served in terms of their functions and regulations. They are
responsible for transferring of signals from cell-surface
receptors (i.e. tyrosine kinase receptors and G-protein-coupled
receptors) to the intracellular response machinery. We found
out that ERK1/2 signal pathways were activated in the
hippocampal neurons cultured in ACM and NBM* following
the treatment with CORT. This was, as expected, a response to
external damages. But the magnitude of the increase of ERK1/2
phosphorylation was not significantly different between
NBM*- and ACM-cultured hippocampal neurons in response
to CORT treatment. Interestingly, under the ACM-cultured
condition, a significant enhancement of activation of (PI3-K)/
Akt signal pathway was detected in the neurons in response to
CORT damages, the time course of activation of (PI3-K)/Akt
signal pathway was altered, and CORT induced significantly a
12-fold increase in phospho-Akt levels in the neurons at 6 h
following the treatment in comparison to the control. The
increase sustained for at least 24 h, but the levels just
increased at 6 h and then declined to the control levels at
12 h following the treatment with CORT in the neurons under
the condition of NBM*-cultured.

The ERK1/2 is serine/threonine kinases, which are closely
related in terms of their functions. They are activated via
phosphorylation of a threonine and a tyrosine residue by
MEK1/2. Activated ERK1/2 would phosphorylate their specific
substrates and activate downstream signal pathways related
to neural survival, i.e. the 90-kDa ribosomal protein S6 kinase
(p90 RSK) dependent phosphorylation of the pro-apoptotic
Bcl-2 family protein Bad and Bim and phosphorylation of
cAMP response element binding protein (CREB). Phosphoryla-
tion of CREB induces the expression of anti-apoptotic mem-
bers of the Bcl-2 family, i.e. Bcl-2 and bag-1 (Riccio et al,,
1999a). ERK1/2 may also inhibit neural death via the inhibition
of a pro-apoptotic kinase GSK3p (Hetman et al., 2002). ERK1/2
plays a protective role in CORT-induced injuries to the NBM*-
cultured hippocampal neurons. However, the neurotoxin of
CORT on the ACM-cultured hippocampal neurons was not
affected by ERK1/2 inhibitor U0126, demonstrating that ERK1/2
pathway was not primarily responsible for their protection
against CORT under the condition of ACM-cultured.

In opposition to ERK1/2, the involvement of (PI3-K)/Akt
signal pathway in neuronal survival occurs via different
mechanisms. Akt targets several key proteins so that they
keep neurons alive, such as apoptosis regulators and tran-
scription factors. For example, Bad is a pro-apoptotic member
of the Bcl-2 family, which in its unphosphorylated form can
bind to Bcl-xy, thus blocking survival. But the activation of Akt
induces the phosphorylation of Bad and promotes its interac-
tion with the chaperone protein 14-3-3, which sequesters Bad
in the cytoplasm and inhibits Bad's pro-apoptotic activity
(Datta et al., 1997). Akt has been shown to affect, directly or
indirectly, three transcription factor families: Forkhead, CREB

and NF-«B, all of which are involved in regulating cell survival,
and whereas the phosphorylation of Forkhead family mem-
bers by Akt negatively regulates death-promoting signals
(Brunet et al., 1999), the phosphorylation of CREB and IkB
kinase (IKK) stimulates survival pathways (Kane et al., 1999;
Riccio et al., 1999b). Because CREB is known to activate
transcription of Bcl-2, it can stimulate cell survival directly
(Middleton et al., 2000). Thus, although there is a divergence in
the survival pathways downstream after activation, both the
(PI3-K)/Akt and ERK1/2 pathways converge on the same set of
proteins, Bad and CREB, to induce survival genes expression.
Bcl-2 has a crucial role in the maintenance of neuronal
survival. In the present study, Bcl-2 levels remained the
same in NBM*- and ACM-cultured neurons not exposed to
CORT. Interestingly, Bcl-2 increased significantly following
CORT treatment in the ACM-cultured ones, but not in the
NBM'-cultured ones. Although it is speculated that CORT-
induced apoptosis may be due to the inhibition of Bcl-2
expression in hippocampal neuronal cultures, the effect of
CORT on the modulation of Bcl-2 proteins must be discussed
in the context of cell types and cultures used (Wassim et al.,
2004). It is reasonable to conclude that the resistance increase
against CORT in ACM-cultured neurons may be due to the
increase in Bcl-2. But further explorations are still needed. In
the future studies, we intend to assess the expression of anti-
apoptotic and pro-apoptotic Bcl-2 family proteins in NBM* and
ACM cultures exposed to CORT and the relation between the
expression of Bcl-2 family proteins and MAPK (ERK1/2)
activation or (PI3-K)/Akt signal pathways.

When hippocampal neurons were cultured in the ACM, the
(PI3-K)/Akt signal pathway was activated and their death was
suppressed against the neurotoxin of CORT. However, the
mechanism was still unclear. A possible mechanism might
involve its receptors activated by unidentified astrocyte-
derived neurotrophic factors (NTFs), which protected the
neurons or induced their enhanced resistance against CORT
damages. Astrocytes can provide neurotrophic factors and
enhance neuronal survival. NTFs, such as insulin-like growth
factor 1 (IGF-1), never growth factor (NGF), fibroblast growth
factor 2 (FGF2) and neurotrophin 3 (NT3), perform a critical role
in neuronal survival, outgrowth of processes and differentia-
tion during development. For example, IGF-1 has been shown
to be capable of enhancing the resistance of hippocampal
neurons against CORT (Nitta et al., 2004). NGF binding to its
receptor tyrosine kinase TrkA activates a host of prosurvival
proteins such as PI3 kinase and Akt, which regulate apoptosis
by inhibiting pro-apoptotic proteins such as Bad and Forkhead
and by activating prosurvival proteins such as CREB and NF-«B
(Yuan and Yankner, 2000), directly or indirectly regulate the
core apoptotic machinery. It is reasonable to hypothesize that
neurotrophic factors of astrocytes secreted directly or indir-
ectly activate ERK1/2 and (PI3-K)/Akt signal pathways.
Furthermore, under the condition of ACM-cultured, the way
the signal pathways respond to CORT in the neurons changed,
suggesting that the factors from the astrocytes might bind to
the selective receptors on the neurons, causing a differential
effect on the activation pattern of two signal pathways.
However, further explorations are still needed; we will address
which component within the soluble factors from astrocytes is
the key to mediating the anti-apoptotic actions against CORT.
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Altogether, the present study demonstrated that both
ERK1/2 and (PI3-K)/Akt signal pathways were activated in
hippocampal neurons against CORT under the ACM-cultured
condition. The inhibition of (PI3-K)/Akt by LY294002 increased
the CORT-induced TUNEL labeling. However, the ERK1/2
inhibitor (U0126) failed to influence TUNEL labeling of the
ACM-cultured neurons, namely, (PI3-K)/Akt pathway, but
ERK1/2 was not involved in enhanced resistance against
CORT neurotoxin in ACM-cultured neurons. The neuroprotec-
tive effect of (PI3-K)/Akt pathway was probably mediated by
promoting Bcl-2 expression, and the neuronal cells might act
via selective anti-apoptotic mechanisms against damages
under the ACM conditions.

4. Experimental procedures
4.1. Preparation of hippocampal neurons cultures

Animal care was conducted according to protocols and
guidelines approved by the National Institutes of Health
Guide for the Care and Use of Laboratory Animals (NIH Publica-
tions No. 8023, revised 1978). Cultured hippocampal neurons
were from fetuses (embryonic Days 17-18) obtained from
pregnant Sprague-Dawley rats (Experimental Animal Center,
Shanghai Medical College of Fudan University, China) as
described previously (Nitta et al., 1999a). In brief, fetuses
were removed by caesarean section under pentobarbital
anesthesia (50 mg/kg). Dissected hippocampi were incubated
in phosphate-buffered saline (PBS) containing 0.25% trypsin
(Gibco BRL, Grand Island, NY) for 20 min at 37 °C and triturated
with a fire-polished Pasteur pipette to dissociate the tissue
into single cells. After centrifugation (900xg, 3 min), the cell
pellet was resuspended in Dulbecco’s modified Eagle’s mini-
mum essential medium (DMEM, Gibco, Grand Island, NY).
Neurons were plated at a density of 2x10° to 2.5x10° cells/ml
in 10 cm culture dishes [coated with poly-L-lysine (molecular
weight 30,000-70,000, 1 mg/ml; Sigma, St. Louis, MO, USA)] in
DMEM containing 10% fetal calf serum. After a 24 h culture
period, the medium was changed to Neurobasal medium
(NBM) (Gibco BRL, Grand Island, NY) supplemented with B27
(Invitrogen Corp.) and 500 um L-glutamine (NBM") (Gibco BRL,
Grand Island, NY).

4.2. Preparation of astrocytes and ACM

Hippocampal astrocyte-enriched cultures were prepared from
1-day-old SD rats as described (Chou, 1998). Hippocampi were
dissected and digested with trypsin, and the resultant
dissociated cells were suspended in DMEM containing 10%
fetal bovine serum (FBS) (Gibco BRL, Grand Island, NY)
followed by inoculation into 10 cm culture dishes. After 3
days in culture, cells were re-fed with fresh 10% FBS/DMEM
and maintained at 37 °C for an additional 3 days. At this time,
cells were dissociated with trypsin, resuspended in 10% FBS/
DMEM and lastly plated in culture vessels. These cultures were
grown for 7-8 days prior to use. Cultures grown by this method
contain approximately 90-95% astrocytes as determined by
immunochemical staining with an antibody against glial
fibrillary acidic protein (GFAP; Santa Cruz, California, USA), a

specific marker for astrocytes. For preparation of ACM,
confluent cultures of astrocytes in 10 cm dishes were washed
three times in PBS and fed with 10 ml hippocampal neurons
medium (without CNTF, BDNF or forskolin). ACM was
harvested after 4-6 days of conditioning and filtered through
a 0.2 pm syringe filter. Hippocampal neurons were cultured for
4 days to allow robust process outgrowth and then cultured
with ACM for an additional 6 days.

4.3.  Treatment of cells

In the experiments, hippocampal neurons grown in astrocyte-
conditioned medium (ACM) or Neurobasal medium (NBM)
supplemented with B27 and 500 pm L-glutamine (NBM*) were
allowed to grow for 10 days before treatment. In the ACM-
cultured experiments, hippocampal neurons were cultured for
4 days to allow robust process outgrowth and then cultured
with ACM for an additional 6 days in culture dishes before
treatment. CORT (Sigma, St. Louis, MO, USA) was dissolved
initially in ethanol as a stock solution and then in culture
media (final concentration of ethanol was 0.1%). U0126 [1,4-
diamino-2, 3-dicyano-1,4-bis (2-aminophenylthio); (Beverly,
MA, USA)| (40 pM) and LY294002 [2-(4-morpholino)-8-phenyl-
4H-1-benzopyran-4-one; (Beverly, MA, USA)] (10 M) were used
as specific ERK1/2 and (PI3-K)/Akt inhibitors, which block
ERK1/2 and (PI3-K)/Akt signal pathways, respectively. To reveal
effects of these inhibitors against CORT-induced cell death, all
cultures were pretreated with U0126 [40 mM in dimethyl
sulfoxide (DMSO) as a stock] or LY294002 (10 mM in DMSO as a
stock) for 45 min before addition of CORT. These inhibitors
were maintained in the media throughout the experiment.
Only the respective vehicles were used in the controls.

4.4. Immunoblotting of ERK1/2, Akt and Bcl-2

After treatments, cells were washed three times with ice-cold
PBS and lysed with Lysis buffer [20 mM Tris, 1 mM EDTA, 1%
Triton X-100, 10% glycerol, 1 mM phenylmethylsulfonyl
fluoride (PMSF), 1 pg/ml aprotinin, 1 pg/ml pepstatin and
1 pg/ml leupeptin] 15 min. Lysates were centrifuged in 4 °C at
14,000xg for 15 min. Protein concentrations were determined
with BCA Protein Assay Reagent Kit (Pierce Biotechnology,
Rockford, IL, USA). Aliquots of the protein (40 ng) were loaded
per well and separated on a 12% sodium dodecyl sulfate
polyacrylamide gel. The separated proteins were electrophor-
etically transferred to a PVDF membrane (Bio-Rad Labora-
tories, Hercules, CA, USA). Subsequently, membranes were
incubated with 5% nonfat dried milk in TBST [20 mM Tris-
buffered saline (pH 7.5) containing 0.1% Tween-20] at room
temperature for 1 h to block nonspecific binding. For detection
of designated proteins, the membranes were incubated with
primary antibodies in TBST containing 5% BSA overnight at
4 °C. The antibodies were diluted at 1:1000 for ERK1/2 (San
Diego, CA, USA), phospho-ERK1/2 (San Diego, CA, USA), Akt
(Santa Cruz, California, USA) and phospho-Akt (San Diego, CA,
USA) and at 1:8000 for Bcl-2 (Santa Cruz, California, USA).
Membranes were washed with TBST and incubated for 1 h
with horseradish-peroxidase (HRP)-conjugated secondary
antibodies (Sigma, St. Louis, MO, USA) (1:5000 dilution in
TBST). Enhanced chemiluminescence method (Amersham
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Pharmacia Biotech, UK) was used to visualize immune
complexes on the membrane. The intensity of the selected
bands was captured and analyzed using GeneSnap Image
Analysis Software (Syngene, UK).

4.5. TUNEL assay

Terminal transferase-mediated dUTP nick-labeling (TUNEL)
was performed to detect cells undergoing apoptosis. An In Situ
Apoptosis Detection Kit (Roche, Indianapolis, USA) was
employed. For the TUNEL analysis, the cells were fixed with
4% paraformaldehyde in PBS for 20 min at 4 °C and subjected
to permeabilization for 20 min at room temperature with 0.1%
sodium citrate containing 0.1% Triton X-100. The fixed and
permeabilized hippocampal neurons were labeled with the
TUNEL reaction mixture for 60 min at 37 °C. The nuclei of these
hippocampal neurons were counter-stained with 4/,6’-dia-
mino-2-phenylindole (DAPI). Fluorescent-labeled DNA, indi-
cating DNA fragmentation, was analyzed by using a laser
scanning confocal microscope (Leica TCS-NT). The percentage
of TUNEL labeling was expressed as the number of TUNEL-
positive nuclei divided by the total number of nuclei stained
with DAPL

4.6. Statistical analysis

Band intensities of Western blots were quantified by a
densitometer and expressed as relative values to the controls.
All values were expressed as means +SEM. The SPSS statistical
package (SPSS Inc., Chicago, IL, USA) was used for analysis,
with ANOVA and Tukey's post hoc test at a significance level
of 0.05.
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