BJP

British Journal of
Pharmacology

DOI:10.1111/j.1476-5381.2011.01602.x
www.brjpharmacol.org

RESEARCH PAPER

bph_1602

Correspondence

897..907

Stress-induced anhedonia is
associated with an increase
in Alzheimer’s diseaserelated markers

Dr María J. Ramírez, Department
Pharmacology, School of
Medicine, University of Navarra,
Irunlarrea 1, 31008 Pamplona,
Spain. E-mail: mariaja@unav.es
----------------------------------------------------------------

Keywords
venlafaxine; antidepressant;
hippocampus; Ab; t;
synaptophysin; PKB; ERK;
cognitive deficit
----------------------------------------------------------------

Received
3 May 2011

1,2

1

1

1

1

1

A Briones , S Gagno , E Martisova , M Dobarro , B Aisa , M Solas ,
R Tordera1 and MJ Ramírez1,3
1

2

Dpto Farmacologia, Universidad de Navarra, Pamplona, Spain, and Universidad Autónoma de
Chiapas, Chiapas, México, 3Division of Neurosciences, CIMA, Pamplona, Spain

Revised
29 June 2011

Accepted
6 July 2011

BACKGROUND AND PURPOSE
Stress is believed to be associated with the development of neuropsychiatric disorders, including Alzheimer’s disease (AD). We
have studied mechanisms implicated in vulnerability to stress and the relationship with changes in AD-related markers.

EXPERIMENTAL APPROACH
Anhedonia induced by a chronic mild stress (CMS) procedure, applied for 6 weeks, was used to select rats vulnerable or
resistant to stress. Sucrose intake, the Porsolt forced swimming test and cognitive deficits in the novel object recognition test
(NORT) were used to characterize vulnerable and resilient rats. The antidepressant venlafaxine (20 mg·kg-1 p.o.) or saline was
administered daily during the last 2 weeks of CMS. Biochemical markers affected by stress, PKB, ERK and synaptophysin, and
those associated with AD, amyloid b-protein (Ab), b-secretase (BACE1) and t phosphorylation, were measured in the
hippocampus.

KEY RESULTS
After CMS, 40% of rats were resistant to the development of anhedonia (CMS-resistant to stress), whereas the remaining
were responsive [CMS-anhedonic (CMSA)]. Only CMSA rats displayed significant increases in immobility time in the forced
swimming test and cognitive deficits in the NORT, and significant decreases in synaptophysin, phosphorylated PKB and
phosphorylated ERK1/2 expression in the hippocampus. Increased levels of Ab40, BACE1 and t phosphorylation were also
found only in CMSA rats. All these effects in CMSA rats were reverted by treatment with venlafaxine.

CONCLUSIONS AND IMPLICATIONS
Vulnerability to stress might constitute a risk factor for the development of AD, and pharmacological treatment with
venlafaxine may represent a therapeutic strategy for the treatment of stress-related disorders, including AD.

Abbreviations
Ab, amyloid b-protein; AD, Alzheimer’s disease; BACE1, b-secretase; CMS, chronic mild stress; CMSA, CMS-anhedonic;
CMSR, CMS-resistant to stress; HPA, hypothalamic-pituitary-adrenal; NORT, novel object recognition test

Introduction
Stressful experiences are believed to be closely associated with
the development of psychological alterations and neuropsychiatric disorders. There are also important memory disturbances in stress-related psychiatric disorders (Bremner and
© 2011 The Authors
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Narayan, 1998; Bremner et al., 2003). Even more, major stressors experienced throughout the lifespan have also been
hypothesized to contribute to variability in the ageing
process (McEwen, 2002). Clinical data suggest that a stressful
lifestyle can be a risk factor for Alzheimer’s disease (AD)
(Wilson et al., 2005) and stress-related psychiatric disorders
British Journal of Pharmacology (2012) 165 897–907
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(i.e. major depression) have been identified as a risk for developing AD (Ownby et al., 2006). There is a dysregulation of the
hypothalamic–pituitary–adrenal (HPA) axis in AD and cognitive status was negatively associated with glucocorticoid
levels (Elgh et al., 2006; Popp et al., 2009; Gil-Bea et al., 2010).
Csernansky et al. (2006) also showed that initial, higher
serum glucocorticoids in the predementia clinical stage of AD
predicts a more rapid cognitive decline. This view has gained
support from studies in transgenic mouse models of AD in
which stress or glucocorticoids exacerbated AD-like neuropathology (Green et al., 2006; Jeong et al., 2006).
It is well established that individuals are not equally
resilient to stress and, therefore, some suffer greater neuropsychiatric pathophysiology than others (Charney, 2004;
Southwick et al., 2005). Hence, it is possible that individuals
vulnerable to stress could be at a higher risk of developing
AD. In which case, understanding the factors that influence
stress resistance may help to develop better pharmacotherapies to treat stress-related disorders, including AD. In fact, in
a recent paper by Wilson et al. (2011), it has been demonstrated in a longitudinal clinical-pathological cohort study
that higher levels of anxiety and vulnerability to stress are
associated with increased risk of AD and a more rapid decline
in global cognition. At present, the neural substrates and
molecular mechanisms that mediate resistance to the deleterious effects of stress are not completely understood. It has
been shown that resistance to the development of stressinduced behavioural alterations could be associated with
alterations in brain-derived neurotrophic factor (BDNF)
(Krishnan et al., 2007; Taliaz et al., 2011), apoptotic pathways
( Bergström et al., 2008; Shishkina et al., 2010), AMPA receptors (Schmidt et al., 2010) or the potassium channel TREK1
(Heurteaux et al., 2006). Importantly, critical individual differences in resilience to both the behavioural and the neurochemical effects of stress have been reported (Feder et al.,
2009).
Insights into the biology of variations in susceptibility
can be gained by understanding models of individual
differences in response to stress (Rutter, 2006). We used the
validated chronic mild stress (CMS) paradigm to induce anhedonia, a core symptom of major depression, in rats. Almost
40% of animals exposed to CMS are resistant to the development of anhedonia, whereas the remaining are susceptible,
CMS-resistant and CMS-vulnerable, respectively (Strekalova
et al., 2004; Bergström et al., 2008). As resistance to anhedonia in the CMS can be generalized to other behavioural
measures [behavioural despair in the Porsolt forced swimming test and cognitive deficits in the novel object recognition test (NORT)] we performed a characterization of
vulnerable and resilient rats. We investigated the biochemical
mechanisms underlying vulnerability to stress-induced psychopathology and their relationship to AD markers. In addition, we studied the possible effects of pharmacological
intervention in stress-vulnerable rats with the antidepressant
venlafaxine. Venlafaxine is a 5-HT and noradrenaline
re-uptake inhibitor, which, in epidemiological analyses, has
demonstrated better short-term efficacy than other antidepressants, such as fluoxetine. Altogether, the results from the
present study support the notion that vulnerability to stress
might constitute a risk factor for the development of AD,
and that pharmacological treatment with venlafaxine may
898
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represent a therapeutic strategy for the treatment of stressrelated disorders, including AD.

Methods
Animals
Male Wistar rats (Charles River Laboratories, Barcelona,
Spain), weighing 180–200 g, were housed in a temperature(21 ⫾ 1°C) and humidity- (55 ⫾ 5%) controlled room on a
12 h light/dark cycle with food and water freely available,
except during the scheduled CMS sessions. All animal care
and experimental procedures were performed in strict compliance with the recommendations by the European Union
(DOCE L 358/1/18/2/1986) for the care and use of laboratory
animals. Behavioural experiments were conducted between
9 h and 13 h. Animals were randomly assigned to the control
and stressed groups. Animals were housed in groups except
during the scheduled CMS sessions (sucrose intake test), in
which rats were individually housed.

CMS paradigm and experimental design
The CMS procedure was applied for 6 weeks. Unpredictable
mild stressors (two to three in any 24 h period) were randomly applied (Elizalde et al., 2008; Andreasen et al., 2011).
The experimental timeline of the CMS procedure was as
follows: Monday: soiled bedding (6 h), white noise (4 h);
Tuesday: paired housing (2 h), 45° cage tilt (8 h); Wednesday:
paired housing (2 h), overnight illumination; Thursday: stroboscopic illumination (8 h), removal of nesting material
(12 h); Friday: stroboscopic illumination (in dark cycle) (8 h),
soiled cage bedding (6 h); Saturday: mice odour (8 h), confinement (1 h); Sunday: stroboscopic illumination (in dark
cycle; 8 h). Control animals were left undisturbed in the
home cages with the exception of general handling (i.e.
regular cage cleaning and measuring body weight). Food and
water were freely available to all animals during the CMS
procedure. Sucrose intake (see later discussion) was monitored weekly. Venlafaxine (Almirall SA, Barcelona, Spain,
20 mg·kg-1 p.o.) or saline was administered daily during the
last 2 weeks of CMS. The dose of venlafaxine was chosen
according to previous studies (Reneric and Lucki, 1998;
Czubak et al., 2009).
The time course of the experiments performed is shown
in Figure 1. On the last week of CMS, the NORT (days 1 and
2) and Porsolt forced swimming test (days 3 and 4) were
performed. Venlafaxine was administered after the behavioural testing (20 h before the following behavioural session).

Behavioural tests
Sucrose intake test. Anhedonic-like behaviour was evaluated
by weekly monitoring of sucrose intake. Rats were trained to
drink a sucrose solution for 1 week. After this preliminary
phase, once a week, rats were given a 15 h exposure to two
standard drinking bottles, one containing 2% sucrose and the
other tap water. The position of the two bottles (right/left)
was varied randomly from trial to trial. Body weight measurements were taken weekly in both stressed and non-stressed
groups, and the relative sucrose intake was calculated as absolute intake (g) per rat body weight. In the CMS group, rats
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Figure 1
Experimental time course. The chronic mild stress procedure was applied for 6 weeks. Venlafaxine or saline was administered daily for the last 2
weeks of CMS. Anhedonic-like behaviour was evaluated by weekly monitoring of sucrose intake.

were considered to be resistant to stress [CMS-resistant to
stress (CMSR)] when sucrose intake was similar to controls for
three or more weeks during the CMS paradigm.
Forced swimming test. As described by Porsolt et al. (1977),
two swimming sessions were conducted: an initial 15 min
pretest followed 24 h later by a 5 min test. Rats were placed
individually in a vertical plexiglass cylinder (height: 45 cm,
diameter: 19 cm) filled with 28–30 cm of 26°C water. Immobility was considered as rats floating passively, making only
small movements to keep its nose above the surface.

12 500¥ g (15 min, 4°C), and plasma was frozen until corticosterone levels were determined.

Corticosterone measurement
Plasma corticosterone (30 mL) was determined using a commercially available enzyme immunoassay kit (Coat-A-Count
Rat Corticosterone, Siemens, Los Angeles, CA, USA). All
assays were performed in duplicate. Limit of detection was
5.7 ng·mL-1 and intra- and interassay coefficients of variation
were less than 10% for all comparisons. Corticosterone concentration values were expressed as ng ml-1.

Western blotting
Object recognition
The object recognition test was adapted from Ennaceur and
Delacour (1988). The open field consisted of a square open
field (65 cm ¥ 65 cm ¥ 45 cm) made of black wood. On the
previous day to the experiment, animals were familiarized
with the field for 30 min. During the first trial of the experiment, two objects similar in shape, size, colour, texture, etc.,
equidistant from the sides (10 cm) were placed within the
chamber. The animal was placed in the centre of the open
field and allowed to freely explore for 5 min. It was considered that the animal was exploring the object when the head
of the rat was orientated towards the object with its nose
within 2 cm of the object. One hour later, a second trial took
place, in which one object was replaced by a different one,
and exploration was scored for 5 min. In order to eliminate
olfactory stimuli, chamber and objects were cleaned after
testing each animal. To avoid preference for one of the
objects, the order of the objects was balanced between testing
animals. Results are expressed as percentage of time spent
with the novel object with respect to the total exploration
time (discrimination index).

Assays were performed as described in Table 1. Immunopositive bands were visualized using an enhanced chemiluminescense Western blotting detection reagent (ECL, Amersham,
Buckinghamsire, England). The OD of reactive bands visible
on X-ray film was determined densitometrically. b-actin was
used as internal control. Results are expressed as percentage
of OD values of non-stressed saline (control) rats.

Amyloid b-protein (Ab) levels
Ab40 and Ab42 levels were determined using a commercially
available high-sensitive ELISA kits (Wako Pure Chemical Industries, Tokyo, Japan) following manufacturer instructions.

Data analysis and statistics
Data were analysed by SPSS for Windows, release 11.0 (SPSS
Inc., Chicago, IL, USA). Normality was checked by Shapiro–
Wilks′s-test (P > 0.05). Behavioural and biochemical data were
analysed by two-way ANOVA (resistance to stress ¥ treatment),
followed by Student’s t-test adjusted by Bonferroni correction. Post hoc comparisons were conducted if appropriate,
using Tukey’s protected least significance test.

Results
Tissue and blood collection
Fasting rats were killed between 8 h 00min and 10 h00min.
Adrenal glands were weighed. Brains were removed and dissected on ice to obtain the hippocampus, or frozen immediately and stored at -80°C, according to random assignment.
Trunk blood was placed in EDTA tubes, centrifuged at

Segregation of rats into susceptible
(anhedonic) and unsusceptible
(resistant) populations
Sucrose intake was used instead of sucrose preference as criteria for anhedonia, among other reasons, to account for the
British Journal of Pharmacology (2012) 165 897–907
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Table 1
Conditions used in Western blotting experiments

Protein

SDS–polyacrylamide gel

Primary antibody (dilution)

synpatophysin

13%

Anti-synpatophysin (1:2000)a

pPKB

13%

Anti-pPKB Ser473 (1:1000)b

Total PKB

13%

Anti-PKB (1:1000)b

pGSK3b

13%

Anti-pGSK3 Ser 9 (1:1000)b

Total GSK3b

13%

Anti-pGSK3 (1:1000)b

pERK1/2

13%

Anti-p44/42 Thr202/Tyr204 (1:2000)b

Total ERK1/2

13%

Anti-ERK 1/2 (1:2000)b

pt

13%

Anti-pt Ser202/Thr205 AT8 (1:1000)c

Total t

13%

Anti-t T46 (1:3000)d

GR

Anti-GR (1:2000)e

8%

BACE1

Anti-BACE1 (1:1000)a

13%

GR, glucocorticoid receptor. Homogenization buffer: 50 mmol·L-1 Tris–HCl, pH 8; 150 mmol·L-1 NaCl, 2 mmol·L-1 EDTA, 2 mmol·L-1 EGTA,
0.5 mmol·L-1 PMSF, 1 mmol·L-1 sodium vanadate and 10 mg·mL-1 leupeptin, 1% Nonidet P-40, 1:100 of phosphatases inhibitors cocktail set
II (Calbiochem, Darmstadt, Germany). Source of antibodies: aAbcam Inc., Cambridge, MA, USA; bCell Signaling Technology, Beverly, MA,
USA; cPierce, Rockford, IL, USA; dSigma-Aldrich, St. Louis, MO, USA; eSanta Cruz Biotechnology Inc., Santa Cruz, CA, USA.

decrease in body weight induced by CMS. The criteria for
anhedonia in each rat was taken at 4 weeks of CMS application, as both a decrease of sucrose intake below 65% in the
4th week (oe-way ANOVA, F2,39 = 16.056; P < 0.001) and significant lower sucrose intake compared with non-stress rats in
3 weeks (one-way ANOVA repeated measures, F2,37 = 9.223;
P < 0.01). This criterion was based on the fact that animals
with a sucrose preference <65% in other stress models had
shown features of anhedonia and depression, such as an
increased threshold of intracranial self-stimulation and sleep
disturbances (Willner, 1997). Rats that matched this definition (approximately 60% of rats) were assigned to the anhedonic group [CMS-anhedonic (CMSA)]. The rest of the
stressed animals were considered to be non-anhedonic or
resistant to stress (CMSR). Rats were assigned to CMSA or
CMSR groups before further testing (Figure 2A).
Anhedonic behaviour was reversed after 2 weeks of venlafaxine treatment (6th week of the whole CMS procedure),
and CMSA saline was the only group that displayed a lower
sucrose intake (Figure 2B, two-way ANOVA, interaction resistance to stress ¥ treatment, F2,39 = 3.502; P < 0.05).
To examine whether resistance to CMS defined by anhedonia generalizes to other stress-related markers, a further
phenotypic characterization of CMSA and CMSR rats was
performed. Only CMSA rats displayed a significant increase in
the immobility time in the Porsolt forced swimming test,
consistent with increased depression-like behaviour. This
effect was reversed by venlafaxine (Figure 3A, two-way
ANOVA, interaction resistance to stress ¥ treatment, F2,39 =
6.004; P < 0.01). Levels of the stress hormone corticosterone,
as well as adrenal gland weight, were increased only in the
CMSA group, and these increases were counteracted by
venlafaxine (Figure 3B and C, two-way ANOVA, interaction
resistance to stress ¥ treatment, F2,39 = 3.045; P < 0.05 and
F2,39 = 24.610; P < 0.001 respectively). Glucocorticoid receptor
900
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(GR) expression
this effect was
two-way ANOVA,
F2,29 = 5.091; P <

was significantly lower in CMSA rats, and
also reversed by venlafaxine (Figure 3D,
interaction resistance to stress ¥ treatment,
0.05).

Vulnerability to anhedonia is associated
with deficits in plasticity markers: effects
of venlafaxine
Three different markers, already known to be affected by
stress, were selected: synaptophysin, widely used to estimate
synaptic density (Valtorta et al., 2004); PKB, as part of one of
the most critical pathways in regulating cell survival; and
ERK1/2, which play essential roles in neuronal survival and
synaptic plasticity related to learning and memory formation
(Eckel-Mahan et al., 2008).
Significant decreases, around 30%, in synaptophysin
levels were found in the hippocampus of CMSA rats
(Figure 4A). Decreases in phosphorylated PKB (pPKB) normalized to total PKB (Figure 4B) and phosphorylated ERK1/2
normalized to total ERK1/2 (Figure 4C) were also found.
Unsusceptible (CMSR) rats did not show any of these
changes. Treatment with venlafaxine reversed all these effects
on markers of synaptic plasticity (two-way ANOVA, interaction
resistance to stress ¥ treatment, F2,23 = 4.810; P < 0.05;
F2,31 = 3.550; P < 0.05; F2,24 = 3.265; P < 0.05 for synaptophysin,
PKB and ERK1/2, respectively).

Cognitive performance in anhedonic and
resistant rats: effects of venlafaxine
Only CMSA rats displayed cognitive deficits in the NORT, as
shown by a significantly decreased discrimination index
(Figure 5). Statistical analysis indicates a significant interaction between resistance to stress and venlafaxine treatment
on the measure of discrimination between new and familiar
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hippocampal levels of Ab40, but not Ab42 (Figure 6A). Ab
is cleaved from amyloid precursor protein by b-secretase
(BACE1). Significant increases in BACE1 levels were also
found in CMSA, and not in CMSR rats (Figure 6B). These
alterations in AD-related markers were normalized by venlafaxine (two-way ANOVA, interaction resistance to stress ¥
treatment, F2,31 = 3.501; P < 0.05 and F2,34 = 6.056; P < 0.01 for
Ab40 and BACE1, respectively).
The second main feature of AD is t hyperphosphorylation, as it leads to the formation of neurofibrillary tangles.
Levels of pt normalized to total t (Figure 6C) were significantly increased in the hippocampus of CMSA rats, and
venlafaxine again was able to counteract this increase
(F2,25 = 4.971; P < 0.05).

Discussion

Figure 2
Sucrose preference (anhedonic behaviour). In (A) chronic stress leads
to a decreased sucrose intake in a subgroup of rats. According to the
criterion for anhedonia (see text), the group of stressed rats was split
into anhedonic (CMSA) and resistant (CMSR) subgroups. *P < 0.05
versus non-stressed group, Tukey’s protected least significance test.
In (B), venlafaxine treatment was able to reverse anhedonic behaviour in CMSA rats. Two-way ANOVA (resistance to stress ¥ treatment),
*P < 0.01 versus non-stressed saline group, #P < 0.05 versus CMSA
saline, Student’s t-test. The number of animals per group was n = 10
(non-stressed) or n = 4–6 (CMS).

objects (two-way ANOVA, interaction resistance to stress ¥
treatment, F2,39 = 3.176; P < 0.05). Further analysis (Student’s
t-test) revealed that CMSA animals treated with venlafaxine
did not show any memory impairment (Figure 5).
Differences in locomotor activity among groups does not
seem to be implicated in these cognitive effects, as there was
no difference in the total amount of time spent exploring two
identical objects among the groups in the NORT, and the
discrimination index was around 50% in all cases. In addition, total distance travelled was similar among all experimental groups (two-way ANOVA, interaction resistance to
stress ¥ treatment, F2,39 = 2.710; P > 0.05).

Anhedonic rats display increased levels of
AD markers that are reverted by
venlafaxine treatment
The principal constituent of amyloid plaques observed in AD,
is the amyloid b-protein (Ab), with Ab40 and Ab42 being the
predominant Ab species. CMSA rats had significantly higher

The goal of the present study was to identify molecular
mechanisms underlying vulnerability to stress-induced psychopathology and a purported relationship of vulnerability
to stress with changes in the expression of AD-related
markers. We found that stress-induced anhedonia was associated with behavioural features that were not seen in stressed
rats without hedonic deficits. Predisposition for stressinduced anhedonia was associated with decreases in the
expression of synaptic markers, cognitive deficits and alterations in markers of AD pathology. Interestingly, pharmacological treatment with the antidepressant venlafaxine was
able to counteract all these effects. We suggest that venlafaxine, by modulating stress responses, may constitute a new
therapeutical approach for the treatment of AD.

Definition of susceptibility to stress by
anhedonia (sucrose intake test)
In the present chronic stress protocol, a decrease of preference for sucrose occurred in a subgroup of stress-exposed rats
that we categorized as anhedonic. However, another subgroup of stress-exposed rats did not exhibit a decrease in
sucrose preference. Since these animals were exposed to the
same extent of stress as those rats that developed anhedonia,
they were therefore defined as non-anhedonic or resilient to
stress. Several caveats have been found when defining
hedonic status by sucrose test (Nestler et al., 2003). Therefore,
we have followed the modified protocol by Strekalova et al.
(2004), in which a decrease in sucrose preference below 65%
was also associated with a reduction in physiological correlates of a depressive syndrome in rodents, such as sexual
activity and alterations in circadian rhythms. It is also worth
mentioning that anhedonia in response to CMS seems to be
a persistent behaviour as, in a previous work from our group,
it was found that anhedonic behaviour persisted in stressed
animals, even 1 month after the cessation of the chronic
stress procedure (Elizalde et al., 2008).
The behavioural analysis of both groups revealed that
anhedonia in stressed rats is accompanied by other features of
depressive-like behaviour, such as increased immobility time
in the Porsolt forced swimming test (as previously shown in
mice by Strekalova et al., 2004), alterations in the HPA axis
activity or changes in synaptic plasticity. A point of caution
British Journal of Pharmacology (2012) 165 897–907
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Figure 3
Vulnerability to stress-induced anhedonia generalizes to other stress-related markers. Treatment with venlafaxine was able to counteract the
depressive-like behaviour in the Porsolt swimming test and normalize HPA axis hyperactivity. (A) Porsolt forced swimming test. (B) Corticosterone
levels in plasma. (C) Adrenal gland weight relative to body weight. (D) GR expression in the hippocampus. Data are shown as % OD of
non-stressed saline-treated rats. Upper panel, representative picture of Western blot. CMSA: anhedonic group, rats vulnerable to stress. CMSR: rats
resilient to stress. Two-way ANOVA (resistance to stress ¥ treatment), *P < 0.05 or **P < 0.01 versus non-stressed saline group, #P < 0.05 versus
CMSA saline, Student’s t-test. The number of animals per group was n = 10 (non-stressed) or n = 4–6 (CMS). Ctrol, control; sal., saline; Ven,
venlafaxine.

should be considered at this point, as due to the segregation
of animals into susceptible/resistant to stress, the number of
animals in each group might be considerer low. Therefore,
the statistical outcomes of the behavioural studies should be
considered with caution. It has been shown that alterations
in the behavioural phenotype associated with stress are
related to the increased HPA axis responsiveness to stressors,
similar to humans in which a significant percentage of
depressed patients has been shown to hypersecrete cortisol
(Pariante and Lightman, 2008). HPA axis hyperactivity is
probably due to a reduced GR-mediated negative feedback,
which, in turn, increases production and secretion of glucocorticoids (de Kloet et al., 2006; McGowan et al., 2009;
Numakawa et al., 2009), thereby contributing to a pathological allostatic overload. Therefore, it is tempting to speculate
that changes found in rats susceptible to stress are associated
with the specific HPA hyperactivity found in CMSA rats,
which in turn would lead to deleterious effects.
902
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Stress-induced anhedonia was associated with changes in
markers of plasticity and survival in the neuron that were not
seen in stressed rats without hedonic deficit. The hippocampus is critically involved in long-term memory formation
(Morris et al., 2003; Poldrack and Packard, 2003) and is also a
primary CNS target of stress hormones (de Kloet et al., 1999;
McEwen, 1999). But plasticity of hippocampal circuitry, essential for its function in learning and memory, may increase its
vulnerability to various insults including stress (McEwen,
1999). In fact, changes in the expression of plasticity markers
could represent one of the main mechanisms that account for
behavioural/cognitive disturbances observed in stress-related
neuropsychiatric disorders. Essentially, ‘brains sensitive to
stress’ may be unable to produce appropriate adaptive neuronal responses (e.g. such as changes in synaptic connections
or dendritic branching required to deal with stressors), hence
rendering individuals vulnerable to emotional and cognitive
disturbances. The molecular mechanisms underlying resis-
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Figure 4
Decreases in plasticity markers are present only in rats vulnerable to stress (CMSA), and are reverted by venlafaxine treatment. (A) Synaptophysin
levels, expressed as % OD of non-stressed saline rats. (B) Activation of PKB, expressed as ratio pPKB per total PKB levels. Data are shown as % OD
of non-stressed saline rats. (C) Activation of ERK1/2, expressed as ratio pERK per total ERK. Data are shown as % OD of non-stressed saline rats.
In all cases, representative picture of Western blot is shown. CMSA: anhedonic group, rats vulnerable to stress. CMSR: rats resilient to stress.
Two-way ANOVA (resistance to stress ¥ treatment), *P < 0.05 versus non-stressed saline group, #P < 0.05 versus CMSA saline, Student’s t-test. The
number of animals per group was n = 10 (non-stressed) or n = 4–6 (CMS). Ctrol, control; sal., saline; Ven, venlafaxine.

tance to stress are poorly understood (see Introduction). In a
recent paper in situ hybridization studies showed an
up-regulation of BDNF mRNA in the CMS resilient group and
a down-regulation of VEGF mRNA in the CMS-sensitive group

(Bergström et al., 2008). Since the rat strain used in the present
experiment is the Wistar strain, which is generally considered
as an outbred strain, genetic influence may be one of the
factors influencing resistance to stress.
British Journal of Pharmacology (2012) 165 897–907
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Figure 5
Cognitive deficits were observed in the NORT only in rats vulnerable
to stress (CMSA). The decreased discrimination index in the CMSA
group was reverted by venlafaxine treatment. CMSR: rats resilient to
stress. Two-way ANOVA (resistance to stress ¥ treatment), *P < 0.05
versus non-stressed saline group, #P < 0.01 versus CMSA saline,
Student’s t-test. The number of animals per group was n = 10
(non-stressed) or n = 4–6 (CMS).

Susceptibility to stress as a risk factor for AD
It has been suggested that elevated glucocorticoids and stress
may contribute to the development or maintenance of AD. In
fact, hyperactivity of the HPA axis is a well-described feature
in AD (Elgh et al., 2006; Popp et al., 2009; Gil-Bea et al., 2010).
Related to this purported association between stress and AD,
cognitive deficits shown in different models of chronic stress
(Aisa et al., 2007; Garcia-Garcia et al., 2009) have been suggested to be associated with increased levels of glucocorticoids (Aisa et al., 2007). Supporting this hypothesis, in the
present work, only CMSA rats showed cognitive deficits. It is
noteworthy that Henningsen et al. (2009) reported cognitive
deficits in contextual fear conditioning in anhedonic CMS
rats, although working memory was altered in all rats subjected to CMS, irrespective of the hedonic status.
It has been suggested that this hypercortisolaemia, leading
to hippocampal atrophy and further HPA axis disinhibition
(i.e. ‘the glucocorticoid cascade hypothesis’), would initiate a
chain of events, ultimately culminating in the development
of lesions typical of AD (Dhikav and Anand, 2007). This view
gained support from studies in transgenic mouse models of
AD in which stress or glucocorticoids exacerbated AD-like
neuropathology (Green et al., 2006; Jeong et al., 2006). It has
been shown experimentally that increased corticosterone
levels provoke misprocessing of amyloid precursor peptide in
the rat hippocampus, resulting in increased levels of Ab
(Catania et al., 2009; Solas et al., 2010). As a glucocorticoid
response element in the promoter region of the BACE1 gene
has been demonstrated (Sambamurti et al., 2004), it is likely
that glucocorticoids mediate the regulatory actions of stress
on BACE1 expression by directly increasing transcription of
this gene. Accordingly, increased BACE1 expression in CMSA
rats could lead to increased Ab production. Increased Ab levels
904
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could be also facilitating synaptic disruption in rats sensitive
to stress, as it has been shown that treatment with Ab disrupts
the activation of PKB and ERK (Townsend et al., 2007). Different Ab fragments (40 or 42 amino acids) have been identified,
indicating that multiple cleavage sites exist. Ab40 is the most
abundant form, while Ab42 is the least soluble and most
prone to form extracellular deposits. Ab40 is a critical, built-in
mechanism against Ab42 aggregation. Our data suggested that
the increased Ab40 levels might be protective by perhaps
sequestering the more toxic Ab42 and facilitating its clearance
(Kumar-Singh et al., 2006).
Together with synaptic loss, the best correlate to cognitive
dysfunction in AD is t hyperphosphorylation (Gómez-Isla
et al., 1997). Aberrant t phosphorylation may result from
dysregulation of different kinase pathways, namely GSK3b,
which is a downstream effector in the PKB pathway. The
PKB/GSK3b pathway promotes neuronal survival by directly
inactivating the pro-apoptotic machinery. Interestingly, it is
this same route that is required for the induction of long-term
potentiation and depression, basic processes underlying
learning and memory (van der Heide et al., 2006). Therefore,
hyperphosphorylation of t may result from dysregulation of
the PKB–GSK pathway and would contribute to the detrimental effect of stress on AD in susceptible individuals. t might be
phosphorylated in multiple sites. Among them, GSK3b is
responsible for phosphorylating Ser202 of t protein (Mandelkow et al., 1992), and therefore, following our hypothesis
of the involvement of the PKB-GSK pathway, we checked and
observed an increase on this phosphorylation at 202/204.
Previous reports have also shown that animals subjected to
CMS showed increased expression of t phosphorylated at Ser
202 (Cuadrado-Tejedor et al., 2011).
On the other hand, previous works showing that stress
can induce hippocampal t phosphorylation in rodents have
suggested a specific involvement of the CRF signalling system
in stress-associated t hyperphosphorylation (Rissman et al.,
2007; Rissman, 2009; Zhang et al., 2011).

Venlafaxine, by modulating the HPA axis,
reverses the deleterious effects of stress
In experimental models of chronic stress, different molecular
mechanisms in the hippocampus have been implicated in the
antidepressant effects of venlafaxine, such as significant
increases in BDNF levels (Czubak et al., 2009; Larsen et al.,
2010), up-regulated expression of B-cell lymphoma extra
large (Bcl-xl) and down-regulated expression of B-cell
lymphoma-2-associated X protein (Bax) (Wang et al., 2011).
Among other mechanisms, the effects of antidepressant treatment on the HPA axis and feedback inhibition by glucocorticoids may be important in understanding the mechanism
by which antidepressants exert their clinical activity. In this
sense, it has been suggested that antidepressants, such as
venlafaxine, could exert their clinical activity through a
modulation of the HPA axis.
Following our hypothesis that changes found in rats susceptible to stress are associated with the specific HPA hyperactivity found in CMSA rats, which in turn would lead to
deleterious effects, it is suggested that venlafaxine, by reversing alterations in the HPA axis, was able to counteract the
effects of stress on behaviour, synaptic markers or even AD
markers. It is speculated then that pharmacological treatment
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Figure 6
Effects of vulnerability to stress on the expression of AD related markers in the hippocampus. (A) Ab40 and Ab42 levels. (B) BACE1 expression. Data
are shown as % OD of non-stressed saline-treated rats. Upper panel, representative picture of Western blot. (C) t hyprephosphorylation at
Ser202/Thr205, expressed as ratio pt per total t. Data are shown as % OD of non-stressed saline-treated rats. Upper panel, representative picture
of Western blot. CMSA: anhedonic group, rats vulnerable to stress. CMSR: rats resilient to stress. Two-way ANOVA (resistance to stress ¥ treatment),
*P < 0.05 versus non-stressed saline group, #P < 0.05 versus CMSA saline, Student’s t-test. The number of animals per group was n = 10
(non-stressed) or n = 4–6 (CMS).

with venlafaxine, an already clinically used antidepressant
treatment, might be considered a new approach for the treatment of both cognitive and behavioural symptoms and neuropathological markers of AD. Whether this new therapeutic
outcome could be extended to other antidepressants or is a
specific feature of venlafaxine cannot be predicted. The
modulation of the HPA axis by different antidepressants has
been observed. However, clinical efficacy and even latency to
reach effect is different among antidepressants, and venlafaxine has been found to be more effective than fluoxetine in
clinical studies (Bauer et al., 2009; Cipriani et al., 2009).

Conclusions
It is proposed here that anhedonic behaviour after chronic
stress may serve as a model for studying the more general

phenomenon of resistance/sensitivity to stress in humans. In
addition, our results suggest that individuals sensitive to
stress are more prone to the appearance of memory impairment, t hyperphosphorylation and synaptic/plastic alterations, which could contribute to the development of AD.
The biological basis for all of these alterations seems to be
related to HPA axis dysfunctions and the associated increase
in glucocorticoids. Therefore, treatments aimed at normalizing the HPA axis could have purported therapeutical interest
for the treatment of AD and other stress-related disorders.

Acknowledgements
This work has been supported by a grant from FIS (10/01748)
and ‘Tu eliges, Tu decides’ projects of CAN. AB received a
postdoctoral fellowship from CONACYT (Mexico).
British Journal of Pharmacology (2012) 165 897–907

905

BJP

A Briones et al.

Conflicts of interest
None.

References
Aisa B, Tordera R, Lasheras B, Del Río J, Ramírez MJ (2007).
Cognitive impairment associated to HPA axis hyperactivity after
maternal separation in rats. Psychoneuroendocrinology 32:
256–266.
Andreasen JT, Henningsen K, Bate S, Christiansen S, Wiborg O
(2011). Nicotine reverses anhedonic-like response and cognitive
impairment in the rat chronic mild stress model of depression:
comparison with sertraline. J Psychopharmacol 25: 1134–1141.
Bauer M, Tharmanathan P, Volz HP, Moeller HJ, Freemantle N
(2009). The effect of venlafaxine compared with other
antidepressants and placebo in the treatment of major depression:
a meta-analysis. Eur Arch Psychiatry Clin Neurosci 259: 172–185.
Bergström A, Jayatissa MN, Mørk A, Wiborg O (2008). Stress
sensitivity and resilience in the chronic mild stress rat model of
depression; an in situ hybridization study. Brain Res 1196: 41–52.
Bremner JD, Narayan M (1998). The effects of stress on memory
and the hippocampus throughout the life cycle: implications for
childhood development and aging. Dev Psychopathol 10: 871–885.
Bremner JD, Vythilingam M, Vermetten E, Southwick SM,
McGlashan T, Staib LH et al. (2003). Neural correlates of declarative
memory for emotionally valenced words in women with
posttraumatic stress disorder related to early childhood sexual
abuse. Biol Psychiatry 53: 879–889.
Catania C, Sotiropoulos I, Silva R, Onofri C, Breen KC, Sousa N
et al. (2009). The amyloidogenic potential and behavioral correlates
of stress. Mol Psychiatry 14: 95–105.

Elgh E, Lindqvist Astot A, Fagerlund M, Eriksson S, Olsson T,
Nasman B (2006). Cognitive dysfunction, hippocampal atrophy and
glucocorticoid feedback in Alzheimer’s disease. Biol Psychiatry 59:
155–161.
Elizalde N, Gil-Bea FJ, Ramírez MJ, Aisa B, Lasheras B, Del Rio J
et al. (2008). Long-lasting behavioral effects and recognition
memory deficit induced by chronic mild stress in mice: effect of
antidepressant treatment. Psychopharmacology 199: 1–14.
Ennaceur A, Delacour J (1988). A new one-trial test for
neurobiological studies of memory in rats. 1: behavioral data.
Behav Brain Res 31: 47–59.
Feder A, Nestler EJ, Charney DS (2009). Psychobiology and
molecular genetics of resilience. Nat Rev Neurosci 10: 446–457.
Garcia-Garcia AL, Elizalde N, Matrov D, Harro J, Wojcik SM,
Venzala E et al. (2009). Increased vulnerability to depressive-like
behavior of mice with decreased expression of VGLUT1. Biol
Psychiatry 66: 275–282.
Gil-Bea FJ, Aisa B, Solomon A, Solas M, Mugueta C, Winblad B et al.
(2010). HPA axis dysregulation associated to apolipoprotein E4
genotype in Alzheimer’s disease. J Alzheimers Dis 22: 829–838.
Gómez-Isla T, Hollister R, West H, Mui S, Growdon JH, Petersen RC
et al. (1997). Neuronal loss correlates with but exceeds
neurofibrillary tangles in Alzheimer’s disease. Ann Neurol 41:
17–24.
Green KN, Billings LM, Roozendaal B, McGaugh JL, LaFerla FM
(2006). Glucocorticoids increase amyloid-beta and tau pathology in
a mouse model of Alzheimer’s disease. J Neurosci 26: 9047–9056.
van der Heide LP, Ramakers GM, Smidt MP (2006). Insulin
signaling in the central nervous system: learning to survive. Prog
Neurobiol 79: 205–221.

Charney DS (2004). Psychobiological mechanisms of resilience and
vulnerability: implications for successful adaptation to extreme
stress. Am J Psychiatry 161: 195–216.

Henningsen K, Andreasen JT, Bouzinova EV, Jayatissa MN,
Jensen MS, Redrobe JP et al. (2009). Cognitive deficits in the rat
chronic mild stress model for depression: relation to anhedonic-like
responses. Behav Brain Res 198: 136–141.

Cipriani A, Furukawa TA, Salanti G, Geddes JR, Higgins JP,
Churchill R et al. (2009). Comparative efficacy and acceptability of
12 new-generation antidepressants: a multiple-treatments
meta-analysis. Lancet 373: 746–758.

Heurteaux C, Lucas G, Guy N, El Yacoubi M, Thümmler S, Peng XD
et al. (2006). Deletion of the background potassium channel TREK-1
results in a depression-resistant phenotype. Nat Neurosci 9:
1134–1141.

Csernansky JG, Dong H, Fagan AM, Wang L, Xiong C,
Holtzman DM et al. (2006). Plasma cortisol and progression of
dementia in subjects with Alzheimer-type dementia. Am J
Psychiatry 163: 2164–2169.

Jeong YH, Park CH, Yoo J, Shin KY, Ahn SM, Kim HS et al. (2006).
Chronic stress accelerates learning and memory impairments and
increases amyloid deposition in APPV717I-CT100 transgenic mice,
an Alzheimer’s disease model. FASEB J 20: 729–731.

Cuadrado-Tejedor M, Ricobaraza A, Del Río J, Frechilla D, Franco R,
Pérez-Mediavilla A et al. (2011). Chronic mild stress in mice
promotes cognitive impairment and CDK5-dependent tau
hyperphosphorylation. Behav Brain Res 220: 338–343.

de Kloet ER, Oitzl MS, Joëls M (1999). Stress and cognition: are
corticosteroids good or bad guys? Trends Neurosci 22: 422–426.

Czubak A, Nowakowska E, Kus K, Burda K, Metelska J,
Baer-Dubowska W et al. (2009). Influences of chronic venlafaxine,
olanzapine and nicotine on the hippocampal and cortical
concentrations of brain-derived neurotrophic factor (BDNF).
Pharmacol Rep 61: 1017–1023.

de Kloet CS, Vermetten E, Geuze E, Kavelaars A, Heijnen CJ,
Westenberg HG (2006). Assessment of HPA-axis function in
posttraumatic stress disorder: pharmacological and
non-pharmacological challenge tests, a review. J Psychiatr Res 40:
550–567.

Dhikav V, Anand KS (2007). Glucocorticoids may initiate
Alzheimer’s disease: a potential therapeutic role for mifepristone
(RU-486). Med Hypotheses 68: 1088–1092.

Krishnan V, Han MH, Graham DL, Berton O, Renthal W, Russo SJ
et al. (2007). Molecular adaptations underlying susceptibility and
resistance to social defeat in brain reward regions. Cell 131:
391–404.

Eckel-Mahan KL, Phan T, Han S, Wang H, Chan GC, Scheiner ZS
et al. (2008). Circadian oscillation of hippocampal MAPK activity
and cAmp: implications for memory persistence. Nat Neurosci 11:
1074–1082.

Kumar-Singh S, Theuns J, Van Broeck B, Pirici D, Vennekens K,
Corsmit E et al. (2006). Mean age-of-onset of familial Alzheimer’s
disease caused by presenilin mutations correlates with both
increased Abeta42 and decreased Abeta40. Hum Mutat 27: 686–695.

906

British Journal of Pharmacology (2012) 165 897–907

Stress, Alzheimer’s disease and venlafaxine

Larsen MH, Mikkelsen JD, Hay-Schmidt A, Sandi C (2010).
Regulation of brain-derived neurotrophic factor (BDNF) in the
chronic unpredictable stress rat model and the effects of chronic
antidepressant treatment. J Psychiatric Res 44: 808–816.
McEwen BS (1999). Stress and hippocampal plasticity. Annu Rev
Neurosci 22: 105–122.
McEwen BS (2002). Sex, stress and the hippocampus: allostasis,
allostatic load and the aging process. Neurobiol Aging 23: 921–939.
McGowan PO, Sasaki A, D’Alessio AC, Dymov S, Labonté B, Szyf M
et al. (2009). Epigenetic regulation of the glucocorticoid receptor in
human brain associates with childhood abuse. Nat Neurosci 12:
342–348.
Mandelkow EM, Drewes G, Biernat J, Gustke N, Van Lint J,
Vandenheede JR et al. (1992). Glycogen synthase kinase-3 and the
Alzheimer-like state of microtubule-associated protein tau. FEBS Lett
314: 315–321.
Morris RG, Moser EI, Riedel G, Martin SJ, Sandin J, Day M et al.
(2003). Elements of a neurobiological theory of the hippocampus:
the role of activity-dependent synaptic plasticity in memory. Philos
Trans R Soc Lond B Biol Sci 358: 773–786.
Nestler EJ, Gould E, Manji H, Buncan M, Duman RS,
Greshenfeld HK et al. (2003). Preclinical models: status of basic
research in depression. Biol Psychiatry 52: 503–528.
Numakawa T, Kumamaru E, Adachi N, Yagasaki Y, Izumi A,
Kunugi H (2009). Glucocorticoid receptor interaction with TrkB
promotes BDNF-triggered PLC-gamma signaling for glutamate
release via a glutamate transporter. Proc Natl Acad Sci USA 106:
647–652.
Ownby RL, Crocco E, Acevedo A, John V, Loewenstein D (2006).
Depression and risk for Alzheimer disease: systematic review,
meta-analysis, and metaregression analysis. Arch Gen Psychiatry
63: 530–538.
Pariante CM, Lightman SL (2008). The HPA axis in major
depression: classical theories and new developments. Trends
Neurosci 31: 464–468.

BJP

Rutter M (2006). Implications of resilience concepts for scientific
understanding. Ann NY Acad Sci 1094: 1–12.
Sambamurti K, Kinsey R, Maloney B, Ge YW, Lahiri DK (2004).
Gene structure and organization of the human beta-secretase
(BACE) promoter. FASEB J 18: 1034–1036.
Schmidt MV, Trümbach D, Weber P, Wagner K, Scharf SH, Liebl C
et al. (2010). Individual stress vulnerability is predicted by
short-term memory and AMPA receptor subunit ratio in the
hippocampus. J Neurosci 30: 949–958.
Shishkina GT, Kalinina TS, Berezova IV, Bulygina VV, Dygalo NN
(2010). Resistance to the development of stress-induced behavioral
despair in the forced swim test associated with elevated
hippocampal Bcl-xl expression. Behav Brain Res 213: 218–224.
Solas M, Aisa B, Mugueta MC, Del Río J, Tordera RM, Ramírez MJ
(2010). Interactions between age, stress and insulin on cognition:
implications for Alzheimer’s disease. Neuropsychopharmacology 35:
1664–1673.
Southwick SM, Vythilingam M, Charney DS (2005). The
psychobiology of depression and resilience to stress: implications
for prevention and treatment. Annu Rev. Clin Psychol 1: 255–291.
Strekalova T, Spanagel R, Bartsch D, Henn FA, Gass P (2004).
Stress-induced anhedonia in mice is associated with deficits in
forced swimming and exploration. Neuropsychopharmacology 29:
2007–2017.
Taliaz D, Loya A, Gersner R, Haramati S, Chen A, Zangen A (2011).
Resilience to chronic stress is mediated by hippocampal
brain-derived neurotrophic factor. J Neurosci 31: 4475–4483.
Townsend M, Mehta T, Selkoe DJ (2007). Soluble Abeta inhibits
specific signal transduction cascades common to the insulin
receptor pathway. J Biol Chem 282: 33305–33312.
Valtorta F, Pennuto M, Bonanomi D, Benfenati F (2004).
Synaptophysin: leading actor or walk-on role in synaptic vesicle
exocytosis? Bioessays 26: 445–453.

Poldrack RA, Packard MG (2003). Competition among multiple
memory systems: converging evidence from animal and human
brain studies. Neuropsychologia 41: 245–251.

Wang Y, Xiao Z, Liu X, Berk M (2011). Venlafaxine modulates
depression-induced behaviour and the expression of Bax mRNA and
Bcl-xl mRNA in both hippocampus and myocardium. Hum
Psychopharmacol 26: 95–101.

Popp J, Schaper K, Kölsch H, Cvetanovska G, Rommel F,
Klingmüller D et al. (2009). CSF cortisol in Alzheimer’s disease and
mild cognitive impairment. Neurobiol Aging 30: 498–500.

Willner P (1997). Validity, reliability and utility of the chronic mild
stress model of depression: a 10-year review and evaluation.
Psychopharmacology 134: 319–329.

Porsolt RD, Le Pichon M, Jalfre M (1977). Depression: a new animal
model sensitive to antidepressant treatments. Nature 266: 730–732.

Wilson RS, Barnes LL, Bennett DA, Li Y, Bienias JL,
Mendes de Leon CF et al. (2005). Proneness to psychological
distress and risk of Alzheimer disease in a biracial community.
Neurology 64: 380–382.

Reneric JP, Lucki I (1998). Antidepressant behavioral effects by dual
inhibition of monoamine reuptake in the rat forced swimming test.
Psyhcopharmacology 136: 190–197.
Rissman RA (2009). Stress-induced tau phosphorylation: functional
neuroplasticity or neuronal vulnerability? J Alzheimers Dis 18:
453–457.
Rissman RA, Lee KF, Vale W, Sawchenko PE (2007).
Corticotropin-releasing factor receptors differentially regulate
stress-induced tau phosphorylation. J Neurosci 27: 6552–6562.

Wilson RS, Begeny CT, Boyle PA, Schneider JA, Bennett DA (2011).
Vulnerability to stress, anxiety, and development of dementia in
old age. Am J Geriatr Psychiatry 19: 327–334.
Zhang LF, Shi L, Liu H, Meng FT, Liu YJ, Wu HM et al. (2011).
Increased hippocampal tau phosphorylation and axonal
mitochondrial transport in a mouse model of chronic stress. Int J
Neuropsychopharmacol 22: 1–12. [Epub ahead of print].

British Journal of Pharmacology (2012) 165 897–907

907

