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Abstract
It is well known that alongside senescence there is a gradual decline in cognitive ability, most
noticeably certain kinds of memory such as working, episodic, spatial, and long term memory.
However, until recently, not much has been known regarding the specific mechanisms responsible
for the decline in cognitive ability with age. Over the past decades, researchers have become more
interested in cAMP signaling, and its downstream transcription factor cAMP response element
binding protein (CREB) in the context of senescence. However, there is still a lack of
understanding on what ultimately causes the cognitive deficits observed with senescence. This
review will focus on the changes in intracellular signaling in the brain, more specifically,
alterations in cAMP/CREB signaling in aging. In addition, the downstream effects of altered
cAMP signaling on cognitive ability with age will be further discussed. Overall, understanding the
senescent-related changes that occur in cAMP/CREB signaling could be important for the
development of novel drug targets for both healthy aging, and pathological aging such as
Alzheimer's disease.
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1. Introduction
Aging, also known as senescence, can be defined according to the Dorland Medical
Dictionary as “the process of growing old, especially the condition resulting from the
transitions and accumulations of the deleterious aging processes.” The knowledge of the
deleterious effects of senescence is not a recent or novel discovery; in fact, it has been
known for thousands of years that certain biological processes become less efficient with
increasing age while other processes remain intact (Berchtold and Cotman, 1998; Roman,
1999).

In particular, memory decline has been one of the most noted and observed changes
correlated with increased biological age. However, different types of memory are affected to
varying degrees, and not all aged individuals are affected (Rowe et al., 1998; Perls, 2006).
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Among the forms of memory, most commonly affected in aged individuals are working
memory, episodic memory, spatial memory, and long term memory (LTM). The other forms
of memory more commonly spared from the aging process include short term memory
(STM), procedural memory, and semantic memory (Light, 1992). While STM and working
memory are similar in that they both involve memory over a limited period of time, working
memory differs from STM in that it requires the active manipulation of information being
held in attention, like baking a cake or doing arithmetic. In contrast, STM is the simple
maintenance of that information over a short period of time, such as remembering a phone
number.

Perhaps the largest and arguably most studied form of senescent-related memory decline is
that of spatial memory. Spatial memory decline is a phylogenetically conserved trait and has
been observed in invertebrates (Münch et al., 2010), rodents (Barnes et al., 1980; Wyss et
al., 2000), non-human primates (Lacreuse et al., 2005), and humans (Bruce and Herman,
1983; Moffat et al., 2001). Spatial memory, or the memory niche responsible for
remembering one's environments and surroundings, is primarily managed by the
hippocampus of the mammalian brain (Scoville and Milner, 1958), and indeed the
hippocampal volume has been shown to be decreased with age (Convit et al., 1995; Mu et
al., 1999; Driscoll et al., 2003). Because of this, the hippocampus has been the focus of
many extensive studies involving senescent-related decline in spatial memory (Lister and
Barnes, 2009), and will be a major area of focus in this review.

An additional current “hot spot” of memory research involves the protein CREB. There are
two main subtypes of CREB (CREB1 and CREB2), and three different isoforms of CREB1
that are produced by alternative splicing (α, β, and δ). Of interest for this review is CREB1,
which will be referred to hereafter simply as CREB. CREB is a transcription factor
(Montminy MR, 1987) whose function in “learning” was first discovered in studies of
Aplysia (Dash et al., 1990), and has now been extensively implicated in learning and
memory (Bourtchuladze et al., 1994), long term potentiation (LTP) (Impey et al., 1996), and
neuro-protection (Ao et al., 2006). Briefly, CREB is a ~46 kDa size protein residing in the
nucleus that is capable of being activated by multiple pathways including cAMP/protein
kinase A (PKA)-mediated signaling, Ca2+/CamKII/IV, or the MAPK/ERK pathway (Fig. 1).
Upon activation, CREB is phosphorylated (pCREB) at its serine 133 residue, dimerizes with
another pCREB, binds its cAMP response element (CRE) site on the DNA via a leucine
zipper domain, and then recruits several co-activator proteins to assist with transcription.
Among the co-activator proteins recruited are CREB binding protein (CBP), p300, and RNA
polymerase II (Pol II). CBP and p300 both contain histone acetyl-transferase (HAT) ability,
which relaxes the chromatin structure from histones, making it more readily available for
transcription by Pol II (Johannessen et al., 2004; Carlezon et al., 2005). In regards to CREB
kinetics, it is important to note that CREB may already be dimerized and bound to CRE sites
under basal conditions, and simply becomes activated during phosphorylation. This is a
controversial area and still needs further clarification, however, it is most likely a gray area
with tissue-specific kinetics (Cha-molstad et al., 2004).

There are also several proteins worth mentioning that are capable of modifying pCREB
activity. The phosphatases PP1 and PP2A are both involved with negative regulation of
pCREB, and have been shown to terminate its signaling (Wadzinski et al., 1993; Bito et al.,
1996). In addition, the inducible cAMP early repressor (ICER), which is derived from the
cAMP-responsive element modulator (CREM) gene via an alternative intrinsic promoter, is
capable of inhibiting CREB activity by binding to the CRE domain. ICER is able to do this
without activation of transcription because it lacks the activation and kinase inducible
domains present on CREB, thus ICER competes with CREB for the CRE sites and acts as a
negative regulator. Interestingly, the alternative intrinsic promoter for ICER contains a CRE
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site, and ICER transcription itself is driven by pCREB activation. Thus CREB is able to
succinctly regulate its own activity by driving transcription of its repressors (Lonze and
Ginty, 2002; Borlikova and Endo, 2009).

The CREB transcriptome has currently been identified at approximately 1663 CRE targets
in humans and 1349 possible binding sites in mice, though the actual functional
transcriptome differs drastically depending on the tissue and cell type (Conkright et al.,
2003). Although the transcriptome of CREB may be vast, for the scope of this review we
only focus on a few downstream targets such as brain derived neurotrophic factor (BDNF),
c-fos, and Arc. BDNF in particular is a very potent neurotrophic molecule capable of
eliciting strong effects on synaptic activity, memory, and neuronal growth; it can even elicit
seizures if expressed at high enough levels in the brain (Croll et al., 1999). CREB is also
highly expressed in the hippocampus, and for this reason makes it an ideal target to study
when investigating the senescent brain.

Additionally, it is important to note the current views on neuronal loss in the aging brain. It
used to be believed that the aging brain suffered immense neuronal loss, which caused the
apparent decrease in volume seen in most aged brains, and the subsequent cognitive deficits.
However, recent research shows this is actually not the case. In the majority of aged brains,
the neuronal number remains intact, but neuronal density, the somatic size, and the total
number of synapses are now generally believed to be reduced (Peters et al., 1998). However,
certain sub-regions of the hippocampus have been shown to have no change in the synapse
number in the aged brain, suggesting that the underlying cause for cognitive-related decline
may be functional in nature in certain brain regions (Geinisman et al., 2004).

Recently, there has been an increase of research into cAMP/CREB signaling in the aging
brain. However, there is still a lack of understanding of what ultimately causes the cognitive
deficits observed with senescence. This review will focus on the changes in one intracellular
signaling pathway in the aging brain, more specifically, alterations in the cAMP/ CREB
pathway. The potential effects of altered cAMP/CREB signaling will then be correlated with
various niches of hippocampal senescent research to attempt to answer the ultimate
question; what causes senescent-related cognitive decline? Overall, understanding the
underlying mechanisms is of particular importance to the identification of potential targets
for treatment of cognitive deficits associated with not only healthy senescence, but dementia
as well.

2. Senescent-related changes in cAMP levels and cAMP modulators
2.1. Cyclic AMP levels

Studies to date regarding senescent-related alterations in cAMP levels are not entirely
consistent, and still need further investigation to accurately determine the changes that
occur. However, the majority of research seems to agree that cAMP levels tend to decrease
with age. It was first shown in the aged rat cerebral cortex that cAMP levels are highest
around 2 months of age at 26 pmol/mg and then gradually decrease with senescence,
reaching levels as low as 2 pmol/mg (Zimmerman and Berg, 1974). In a brief study looking
at levels of cAMP in blood lymphocytes from aged individuals, it was found that both basal
and trypsin-activated levels of cAMP were significantly lower in the aged cells (Birkenfeld
and Ben-Zvi, 1984). In addition, Austin and colleagues have shown that cAMP levels in the
aged cerebellum are 14% lower than young controls (Austin et al., 1978). This is consistent
with another study, in which cAMP levels were found to be decreased in the gerbil cerebral
cortex at 21 months of age compared to younger controls (Hara et al., 1992). However,
controversial results also have been observed. For instance, cAMP levels were found to be
higher in the striatum of aged rats (Sugawa and May, 1994). Also, though the scope of this
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review is focused on the cAMP signaling pathway, cGMP levels were also found to be
drastically reduced in the hippocampus and cerebellum in rats after 12 months of age
(Vallebuona and Raiteri, 1995). It is important to note that the alterations in cAMP levels
could be site-specific, and should not be generalized to the rest of the brain or body. Due to
the lack of investigation, there needs to be much more research done into the changes that
occur with cAMP levels during senescence.

There are multiple factors that could contribute to a dysregulation of cAMP levels, some of
which will be described in the sections below. A change in cAMP levels could be observed
via changes in hormone or neurotransmitter levels, neurotransmitter receptor levels,
adenylyl cyclase (AC) activity/expression, G protein activity/expression, or
phosphodiesterase (PDE) activity/expression.

2.2. Neurotransmitters
Altered neurotransmitter levels could account for one of the mechanisms behind senescent
induced alterations in cAMP levels. Indeed it has been shown that dopamine and
norepinephrine levels are decreased in aged rats (Austin et al., 1978), acetylcholine
decreased in age accelerated mice (Tomobe et al., 2007), and glutamate decreased in
humans (Kaiser et al., 2005). Fluctuations of neurotransmitter levels with age would
certainly result in a dysregulation of cAMP levels. However, due to the incredible diversity
of G-protein-coupled receptor (GPCR) subtypes and their differing regulation of cAMP, a
simplistic global increase or decrease in cAMP levels in the brain may not be realistic. For
example, dopamine D1-like family receptors are linked to Gαs, which activates AC, while
D2-like family receptors are linked to Gαi, which inhibits AC. These receptors are expressed
in varying degrees in different brain regions and subsequently the effects of altered
neurotransmitters on cAMP levels would be different in different regions (Weiner et al.,
1991). In addition, AC has multiple isoforms that are activated and inhibited by different
conditions. For example, AC isoforms V and VI, which are strongly expressed in the
hippocampus, are actually inhibited by Ca2+/Calmodulin, and thus could be hypothesized to
be less inhibited with decreased levels of glutamatergic signaling (Visel et al., 2006).

2.3. Phosphodiesterases
PDE activity has also been examined in the brains of aged subjects, and once again the
results are contradictory. In one study, Stancheva and colleagues found a significant rise in
activity of certain high Km PDEs in the cortex, striatum, hypothalamus, and hippocampus of
aged (22 month old) rats (Stancheva and Alova, 1991). This rise in PDE activity should lead
to increases in cAMP hydrolysis, and subsequent decreases in cAMP levels. It is important
to note though that the activity of low Km PDEs were unchanged. An age-dependent
increase in PDE4A expression has also been observed in primary cultures of cortical
neurons (Hajjhussein et al., 2007). In contrast, in another study using PET imaging of
conscious monkeys, PDE4 activity was found to be reduced in the aged monkey brain, but
was less responsive to treatment with the D1 receptor agonist SCH23390, which decreased
PDE4 activity to a greater extent in the striatum and frontal cortex of young monkeys
(Harada et al., 2002). PDE4 activity was also shown to be decreased in the brains of aged
rats, however interestingly enough this finding was not observed in the hippocampus (Tohda
et al., 1996). Other studies have shown no age-related change in PDE expression (Ramos et
al., 2003). While this review is focused mainly on the changes that occur in normal aging, it
is interesting to note that the amyloid-beta found in Alzheimer's disease is capable of
upregulating PDE4B, leading to increased production of TNF-α by microglial cells
(Sebastiani et al., 2006). This makes it difficult to ignore the possible role that inflammation
and PDEs may play in senescence and cognitive decline.
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Due to the extensive complexity of PDE families, subtypes, splice variants, and their
differential tissue expression, it becomes incredibly difficult to simplify or predict the
changes that may occur in PDE with aging. In addition, PDEs are notorious for undergoing
elaborate compensatory regulation (O'Donnell and Xu, 2012). While one may predict that
PDE expression would be increased due to lower observed cAMP levels, it is very possible
PDE expression could in fact be decreased as a compensatory mechanism in order to
balance and restore lowered cAMP levels. Because of the complicated nature and
compensatory mechanisms involved with PDEs, as well as a lack of overall investigation,
much more research is needed in this area to correctly assess the role that PDEs play in
normal, aging-induced memory loss.

2.4. Adenylyl cyclase and G-proteins
Arguably, one of the most direct manipulators of cAMP levels in the cell is AC. Indeed, the
question of whether AC activity changes with senescence is an important issue, and has been
examined in several studies. In one study looking at aged Fischer rat myocardium, it was
found that both basal and stimulated AC activity was reduced by 30% (O'Connor et al.,
1981). Senescent rabbits also showed decreases in AC activity in the anterior limbic cortex,
frontal cortex, hypothalamus, and striatum (Makman et al., 1980). Other studies have also
demonstrated reductions in AC activity with age (Sugawa and May, 1994). These results
indicate that decreased AC may be related to aging.

It is not clear why AC activity is decreased with age; however, one possible explanation
could be due to diminished AC expression. Indeed, several studies have shown decreased
AC expression in aged-rat-brain regions such as the neocortex, thalamus, substantia nigra,
nucleus accumbens (Araki et al., 1995), and hippocampus (Araki et al., 1995; Ramos et al.,
2003). Consistent with this, AC mRNA is also decreased in the aged mouse brain.
Specifically, AC I and IX were down regulated in the adult mouse hippocampus relative to
young mice (Mons et al., 2004). AC I is of importance for its ability to be activated by the
Ca2+/calmodulin pathway, an arguable necessity for the formation of LTM and LTP. One
study looking at the individual subunits of AC in the myocardial tissue of aged rats found a
decrease in the catalytic subunit activity (O'Connor et al., 1983).

Since AC is linked to most G protein-coupled receptors, a change in G protein expression
could be responsible for observed alterations in cAMP levels. Decreases in Gαs protein
levels result in lower levels of cAMP, while higher Gαs protein levels are responsible for
increased cAMP production. Changes in Gαi protein levels could also lead to altered
inhibitory activity on AC. It has been found that there is no change in any G protein
expression or activation with increasing age in rat aortas (Chin et al., 1996a); however, Gαs
expression was decreased in the kidneys from aged rats (Liang et al., 1993). A change in AC
activity could also result from a change in the enzyme's affinity (Km) for cAMP, however
this has also been found to be unchanged (O'Connor et al., 1981).

2.5. Summation of cAMP changes in the aged brain
It seems that the majority of research tends to show an overall decrease in cAMP and AC
activity in aged animals; however, as described above, there are some studies showing a
tendency to contradict these findings. One reason for these discrepancies could be species
differences. While invertebrates and rodents may still be good models for primate
senescence, there are species-specific traits that may affect the underlying genetics and their
responses to senescence. This can be shown by looking at the aging gene expression patterns
of rodents compared to primates. It has been found that while mice, monkeys, and humans
share a small set of conserved gene expression changes, there is an observed evolutionary
divergence that separates monkeys and humans from rodents. Monkeys and humans have
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decreased expression of certain neuronal genes like those involved with neuronal defense
and plasticity, while mice in contrast have increased expression of these genes (Loerch et al.,
2008).

In addition to the major species differences that might account for inconsistencies in the
field of cAMP senescence, another explanation could be the mosaicism of phenotypes
displayed by various aging tissues in the body, or even within the brain itself. It could be
expected that while cAMP levels may fall in one region due to a decrease in AC activity or
neurotransmitter levels, they may in fact be elevated in another region due to less inhibition
of AC V/VI, or even increased levels via disrupted calcium homeostasis (Landfield, 1987).
Interestingly, it has been shown that disruption of AC V actually leads to increased
longevity, and has been proposed as a drug target for age-related cognitive decline (Chester
and Watts, 2007).

One additional interesting piece of evidence to consider is the decreased responsiveness of
aged individuals to drugs such as β-adrenergic agonists, and the relationship this has with
high-salt diets and blood pressure. It has been shown that aged individuals with high-salt
diets have decreased AC activity, and attenuated responsiveness to β-adrenergic agonists
(Feldman et al., 1987). However, when a low-salt diet was fed, the responsiveness to these
drugs was restored (Feldman et al., 1987). It has also been shown that there is reduced
cerebral blood flow to certain parts of the aged brain, more specifically the dentate gyrus in
both humans and rats (Small et al., 2004), an area of the brain important for both
neurogenesis and spatial memory. Perhaps the low salt diet helps to temporarily allow
increased nutrient flow to the aging brain from the otherwise normally constricted
vasculature. This in turn could restore AC activity and cAMP to its normal endogenous
levels and adrenergic responses are once again allowed to continue. In agreement with these
previous findings is the fact that certain areas of the aged brain also have significantly
decreased rates of glucose utilization, which could arguably result in lower levels of cAMP
(Smith et al., 1980).

3. Altered cAMP levels could affect PKA and CREB homeostasis
As discussed in the previous section, the levels of cAMP are altered in aged subjects,
possibly through decreased AC activity, modified PDE activity, altered hormonal levels, or
more likely a combination of all these factors. Regardless of the mechanisms, it is clear that
the aging brain has a disruption in the cAMP signaling pathway which leads to a
downstream domino effect, in particular PKA and CREB as discussed in the following
sections.

3.1. PKA activity and expression
Arguably, the most immediate effect of altered cAMP levels would be on PKA, and the
majority of the literature shows that aging correlates with a decrease in PKA activity. First,
PKA activity is decreased in the aged brains of Ceratitis capitata, the Mediterranean fruit fly
(Laviada et al., 1997). PKA activity was also found to be decreased in the aged mouse liver,
lung, spleen (Blumenthal and Malkinson, 1988), and senescent erythrocytes (Jindal et al.,
1996). In addition, basal PKA and stimulated PKA are significantly reduced in the
hippocampus and frontal cortex of senescent rats (Karege et al., 2001a, 2001b). A
contradictory result was found when looking at the cerebro-vasculature of aged rats. In this
study, cerebral microvessels of aged rats actually had a higher PKA activity when compared
to young microvessels (Cashman and Grammas, 1995). Decreased PKA activity could result
from a natural decrease in activation by lowered cAMP levels, or a change in expression and
regulation. Indeed, it has been found that with increasing age there is an increase in the
expression of PKA regulatory subunits. However, this was examined in the aortas of aged
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rats and needs further validation in the CNS (Chin et al., 1996a). Decreases in cAMP levels,
and subsequent lowered activation of PKA should alter downstream signaling, and for the
scope of this review we will focus next on CREB.

3.2. Alterations in CREB
CREB, as previously described, is a protein that has been extensively linked to LTM, LTP,
and neuroprotection. Briefly, it was originally discovered that injection of CRE sites into
Aplysia blocked long-term enhancement (Dash et al., 1990), a putative candidate for the
molecular machinery behind LTM. Additional evidence for the role of CREB in memory
came from studies with CREB isoform manipulation. Knocking down the CREB α/δ
isoforms resulted in a dramatic decrease in LTM as well as LTP; however, short-term
“enhancement” was still normal (Bourtchuladze et al., 1994). In addition, dominant negative
expression of a mutant CREB in Drosophila produced similar abatements of LTM (Yin et
al., 1994). CREB overexpression via viral vectors has also facilitated LTM in mice
(Brightwell et al., 2007). Additional evidence supporting CREB as a target for memory
enhancement is beyond the scope of this review and the reader is encouraged to investigate
prominent reviews elsewhere on this subject (Johannessen et al., 2004; Carlezon et al.,
2005).

Since CREB plays such a large role in learning and memory, and also is strongly expressed
in the hippocampus (Deisseroth et al., 1996; Strömberg et al., 1999), it is an ideal candidate
for further investigation in age-related memory decline. This has indeed been the case and
there has been an abundance of recent research into CREB-related signaling decline with
age. It has been shown that CREB binding protein (CBP) decreases with age in the cerebral
cortex and hippocampus of rats (Chung et al., 2002). CBP is an integral part of CREB-
mediated transcription. After phosphorylation of CREB, CBP and p300 are recruited to
CREB where they assist with CREB-mediated transcription by the addition of their HAT
ability. This allows the DNA to be opened up for transcription by RNA polymerase II.
While there is yet no evidence for a change in CBP in humans with aging, mutations in CBP
are known to cause Rubinstein-Taybi syndrome and mental retardation, hence the
importance of CBP in cognition and development cannot be ignored (Petrij et al., 1995).
There is also evidence for a significant reduction in the CRE binding by CREB in the aged
rat brain (Asanuma et al., 1996). Specifically, the most marked differences were observed in
the forebrain, hippocampus, and striatum. It is interesting to note that this decrease in
binding was rescued by rolipram, a PDE4-specific inhibitor. This result indicates that the
cellular machinery for CREB activation is still present; however, age induced decreases in
cAMP levels may result in decreased CREB activation. This is further validated by findings
that decreased pCREB levels in the aged hippocampus can be significantly increased with
lotus seedpod extract (Xu et al., 2010). Decreased CREB expression and CREB-mediated
transcription has even been discovered in vitro using senescent IMR (Institute for Medical
Research) fibroblasts, a cell line well characterized for its use in the molecular causes of
aging (Chin et al., 1996b). CREB staining intensity has also been shown to be significantly
decreased in the motor neurons of the spinal cord in the aged rat (Matsumoto, 2000). Less
pCREB in the CA1 region has been found in age-impaired animals after contextual fear
training (Kudo et al., 2005); in contrast, total CREB remained unchanged. Additional studies
showed decreased levels of pCREB in the hippocampus of aged rats (Ramos et al., 2003;
Hattiangady et al., 2005). Interestingly, one study has shown an increase in pCREB levels in
the prefrontal cortex (PFC) of aged rats (Ramos et al., 2003). It is important to note that the
PFC plays a dominant role in the regulation of working memory, and that cAMP/CREB
signaling may have vastly different effects in the PFC on memory than in the hippocampus
(Ramos et al., 2003, 2006; Wang et al., 2011; Arnsten and Jin, 2012). This will be further
discussed later on in this review.
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In addition, spatially impaired aged mice have decreased levels of pCREB in certain brain
regions and time points following the Morris water-maze (MWM) training compared to
young controls. It is interesting to note that the pCREB levels of these impaired animals
were significantly lower in the CA1 and dentate gyrus (DG) regions of the hippocampus 15
min after the last MWM session, but were not significantly different at later time points. The
level of c-fos, a transcription factor which itself is regulated by CREB, was also decreased in
these animals. Decreased time specific pCREB levels were mainly noted in these two
regions of the hippocampus. However, diminished pCREB levels were also found in the
amygdala and striatum at 15 and 60 min post-MWM, respectively. Upon further studies only
in the amygdala the decreased pCREB levels were significant (Porte et al., 2008). It is worth
mentioning that in addition to the hippocampus, the amygdala also plays an important role in
cued fear conditioning, a form of memory that has also shown to decline in aged rats (Moyer
and Brown, 2006).

Though it is clear CREB activity and expression decreased with age, it was not known what
CREB subtypes were changing. CREB subtype expression is an important piece of the
puzzle because, while CREB1 is only able to activate transcription, CREB2 is able to
activate or inactivate transcription. A differential change in CREB subtype expression could
result in paradoxical results, and undermine previous findings regarding reduced age-related
CREB signaling. However, it has been found that in aged rats with impaired spatial memory,
only hippocampal CREB1 is decreased, and there is no observed change in CREB2
(Brightwell et al., 2004).

In regards to proteins that have been found to modify CREB activity such as PP1/PP2A, and
ICER, there have yet to be studies examining how they change with age. One can appreciate
that this is certainly an important issue, as alterations in these modifying enzymes would
certainly have a significant effect on subsequent CREB activity and transcription rate, and
could play a prominent role in the effects of senescence on cognition. Hopefully future
studies will shed light onto this area.

3.3. CREB in senescence-accelerated models
The previous evidence shows that decreased CREB expression is a fairly established finding
in traditional models of aging, however, what about a senescence-accelerated model? There
are 9 strains of senescence-accelerated mice, referred to as SAMP. Would the previous
findings of CREB and spatial memory also occur in these mice? One study using the
SAMP8 strain of accelerated mice found just that. At several months of age, these mice
exhibit memory impairments in step through passive avoidance, and also have lower levels
of pCREB after training than SAMR1 normal-aging mice (Tomobe et al., 2007). However,
there was also a completely unexpected finding; untrained SAMP8 mice had much higher
basal levels of pCREB than the SAMR1 mice. One explanation for this may be due to
altered Ca2+ homeostasis caused by free radical damage, and subsequent activation of
pCREB via the calmodulin-dependent pathway. Constitutively active pCREB in these
animals may in fact partially contribute to the observed memory deficits. This is in
agreement with other findings that while elevated pCREB levels are normally advantageous
to memory, constitutively chronic enhancement of pCREB may in fact be detrimental to
spatial memory (Viosca et al., 2009). This brings up an incredibly important point that like
most biological cascades in the body, even an inherently “good” molecule like pCREB can
cause damage if increased beyond normal endogenous levels for an extended period of time.
The nootropic effects of pCREB levels may in fact follow an “inverted U-shape” pattern,
with the most beneficial levels being slightly elevated, and significantly-outlying low and
high levels being detrimental. This is an important piece of information to keep in mind
when developing drug targets for the cAMP/CREB signaling pathway.
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4. Immediate effects of altered CREB signaling
It has been shown that decreased levels of CREB with aging are fairly consistent findings.
Obviously this change in CREB signaling would have dramatic downstream effects.
Decreased CREB signaling could manifest as lowered levels of BDNF, c-Fos, Arc, certain
types of receptors, as well as decreased LTP.

4.1. BDNF
BDNF is a neurotrophic molecule that has extensively been linked to LTP (Patterson et al.,
1996, 2001; Korte et al., 1996, 1998; Figurov et al., 1996; Xu et al., 2000) and learning and
memory (Hall et al., 2000). BDNF binds to the TrkB receptor (Xu et al., 2000) and can be
released from neurons upon stimulation (Androutsellis-Theotokis et al., 1996; Kojima et al.,
2001). The relationship between CREB and BDNF is cyclical; BDNF activates CREB
transcription (Finkbeiner et al., 1997), which in turn increases BDNF transcription via the
CRE promoter (Tao et al., 1998; Shieh and Ghosh, 1999). Indeed, it has been found that
BDNF expression decreases with age in senescent rats (Croll et al., 1998; Schaaf et al.,
2001), mice (Tsumamoto et al., 2002), and monkeys (Hayashi et al., 2001). BDNF-induced
LTP has also been found to be decreased in aged rat DG alongside decreased TrkB and ERK
activation (Gooney et al., 2004). A decrease in BDNF levels due to decreased CREB
signaling would significantly affect neuronal health. A full-length discussion of changes in
BDNF and their implications in aging is beyond the scope of this review, and has previously
been covered (Halbach, 2010).

4.2. Glutamate receptors
Altered CREB signaling could affect levels of NMDA receptor expression in neurons
through both BDNF and direct transcriptional control. BDNF has been shown to positively
affect NMDA receptor expression and activity. This is accomplished by increasing NMDA-
NR1, 2/A subunit transcription, movement of NR2B subunit transport to the membrane (the
subunit which favors Ca2+ permeability), leading to increased single channel open
probabilities via increased phosphorylation (Caldeira et al., 2007). Supporting this is the
finding that there are decreased levels of NMDA receptors in the aged monkey hippocampus
(Gazzaley et al., 1996). Also, several studies have shown decreases in NMDA responses in
the aged rat brain (Gonzales et al., 1991; Pittaluga et al., 1993). NMDA receptor levels are
positively correlated with spatial ability in the MWM (Adams et al., 2001).

In addition, CREB activation results in increased NMDA subunit transcription (Rani et al.,
2005). Decreased NMDA receptor expression would hypothetically form a positive
feedback loop, less CREB would be activated, and subsequently less NMDA receptor
subunit transcription would occur. CREB can also regulate transcription of the AMPA
subunit GluR1 (Borges and Dingledine, 2001; Olson et al., 2005). Dwindling CREB
expression/activation could be responsible for decreased AMPA receptor expression, which
could have dramatic effects on LTP. However, there is also opposing evidence for increased
receptor expression in age-impaired animals; it has been shown that aged rats which perform
worse in maze training actually have more NMDA receptor, α-adrenergic, and 5-HT1A
receptors in the hippocampus (Topic et al., 2007). This may actually represent a
compensatory mechanism due to decreasing levels of neurotransmitters, and also decreased
noradrenergic and serotonergic innervation to the hippocampus seen in senescence (Ishida et
al., 2000; Luellen et al., 2007).

4.3. LTP
LTP has been linked as a putative mechanism underlying memory. Briefly, there are two
kinds of LTP: early phase LTP (E-LTP) which lasts minutes to hours, and late phase LTP
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(L-LTP) which can last much longer. L-LTP in particular, has the defining characteristic of
requiring gene expression and protein synthesis (Frey et al., 1988; Castellucci et al., 1989;
Nguyen et al., 1994). In addition, it has been known for some time that the formation of
LTM also requires protein synthesis. Specifically, this has been shown through the
application of transcription inhibitors after training regimens, while STM is intact, LTM is
dramatically impaired (Barondes, 1968). Since LTM and LTP both require protein synthesis
and CREB is a transcription factor, it is logical to assume that decreased CREB signaling
could manifest as altered LTP and LTM. As mentioned before, CREB knockdown does
dramatically impair LTP and LTM (Bourtchuladze et al., 1994). Additionally, it has also
been shown that the expression of many immediate early genes (IEG) are decreased in aging
(Porte et al., 2008; Penner et al., 2010; Marrone et al., 2010). Many IEGs are CREB-
mediated and are also very important in LTP. As mentioned in the last section, decreased
receptor expression could also significantly dampen the ability for LTP to form. Both
AMPA and NMDA glutamate receptors are involved in LTP, and decreased transcription of
their subunits in response to decreased CREB signaling could significantly affect L-LTP
formation. Decreased LTP due to altered CREB signaling would certainly affect the ability
to encode and consolidate new memories for LTM, and could account for many of the
problems in age-related decline.

5. Dysregulation of cAMP/CREB signaling disrupts neuronal circuitry
This review has detailed many changes that occur in cAMP levels, AC, PDE, PKA, and the
effect these alterations have on pCREB levels and subsequent transcriptional activity and
downstream targets. However the question remains, what ultimately causes the weakening
of memory in aged subjects? There is not a simple answer to this; however, one could argue
that a dysregulation of cAMP/CREB signaling results in a disruption of neuronal circuitry.

As mentioned previously, for LTM to occur, the putative theory is that de novo protein
synthesis needs to occur. Since CREB is a transcription factor, decreased CREB signaling
would result in lowered protein synthesis. In support of this, protein synthesis has been
shown to be significantly reduced in the aged brain (Ingvar et al., 1985). As mentioned
earlier, there is a plethora of genes containing CRE promoter sites; thus, alterations in CREB
signaling would most likely affect a multitude of additional downstream targets not
mentioned here.

Another theory is that decreased melatonin synthesis in the brain could add to the aging
phenotypes (Bondy and Sharman, 2007). Melatonin has been suggested to be extremely
neuroprotective, and can induce antioxidant gene expression (Kotler et al., 1998), and
attenuate inflammation (Sewerynek et al., 1995). Since norepinephrine induces melatonin
synthesis in the pineal gland via CREB-mediated transcription (Maronde et al., 1997),
decreased CREB signaling may result in the lowered melatonin levels in aged animals.
Though beyond the scope of this review, the detrimental effects of inflammation and free
radical damage to the homeostasis of the aged brain is certainly something to keep in mind,
and indeed represents an active area of senescent research (Zhao et al., 2011).

An additional mechanism behind cAMP-associated LTM loss with aging could involve the
sleep cycle. It has been known for some time that sleep is important for the consolidation of
LTM (Fishbein, 1971). It is also well known that sleep is significantly disturbed in a large
percentage of aged individuals (Crowley, 2011). However, recently it has been shown that
sleep deprivation significantly lowers cAMP signaling in the hippocampus, and also raises
PDE4 activity (Vecsey et al., 2009). In addition, it has been shown in aged rats that
sequence reactivation, which is needed for the formation of LTM and transition from the
hippocampus to the cerebral cortex, is also significantly impaired (Gerrard et al., 2008). This
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creates an environment detrimental for the formation of LTM. Thus aged subjects may now
have handicaps both while they are awake (lowered cAMP levels), and also while they are
sleeping (impaired sequence reactivation, increased PDE4 Activity).

Another huge component of decreased cAMP/CREB signaling may be on adult
neurogenesis, which has been correlated with memory (Dupret et al., 2008) and also CREB
signaling (Giachino et al., 2005; Herold et al., 2010; Li et al., 2011). Indeed, it has been
shown that neurogenesis is decreased with age (Kuhn et al., 1996; Kempermann et al.,
1998). Decreased CREB signaling may very well be responsible for the decreased
neurogenesis seen with aging. Recently, it has been shown that neurogenesis can be restored
in aged rats via a herbal cocktail therapy called nt-020, and that this restoration correlates
with improved spatial memory (Acosta et al., 2010). Whether the compound exerted its
effects through increased CREB signaling was not specifically examined in the study,
however, it has been shown elsewhere that the ingredients of this compound (blueberries
and green tea extract) do increase CREB activation and subsequent memory performance
(Williams et al., 2008; Xu et al., 2010).

The effect of neurogenesis may very well have its actions through the effect of dentate gyrus
(DG) filtering. The DG is believed to be the gate or filter into the hippocampus, and its
efficient, strict homeostasis ensures accurate hippocampal circuitry (Patrylo and Williamson,
2007). In spatially impaired aged rats, granular cell integration is altered (Krause et al.,
2008). Also, since DG mossy fibers project to both pyramidal neurons in the CA3 and
interneurons, this could differentially affect CA3 activity. Indeed, CA3 place cells have age-
dependent alterations that could affect the encoding of new information (Wilson et al.,
2005). This correlates with the difficulty that aged subjects may have in the formation of
LTM.

So far, this review has focused predominantly on senescent-induced dysregulation of cAMP/
CREB signaling in the hippocampus, and the effect this has on the formation of LTM. From
what has been presented so far, it could be assumed that a global decrease of cAMP/CREB
signaling is occurring in the brain and that the best therapy would be to raise cAMP/CREB
signaling globally. However, recent research by Arnsten and colleagues has begun to shed
light on the incredible complexities of cAMP signaling on various brain regions and
different kinds of memory (Arnsten and Jin, 2012). In particular, they have shown that
activation of the cAMP/ CREB signaling pathway in the PFC may in fact be detrimental to
working memory (Taylor et al., 1999; Ramos et al., 2003, 2006; Sava and Markus, 2008;
Wang et al., 2011). Inhibition of cAMP signaling in the PFC of aged rats by administration
of guanfacine, a selective α2 A adrenergic receptor agonist, actually improved working
memory (Ramos et al., 2006). Since the α2A-adrenoceptor is coupled to Gαi, activation of
this receptor by guanfacine results in inhibition of AC, and subsequently decreased
production of cAMP. In addition, it has been shown that pyramidal neurons thought to be
involved for the “delay” in working memory have decreased firing in the PFC of the aged
monkey (Wang et al., 2011); these firing rates are restored by administering Rp-CAMPS (a
PKA inhibitor). Furthermore, inhibition of cAMP-mediated ion channels with administration
of ZD7288, a blocker of hyperpolarization-activated and cyclic nucleotide-gated (HCN)
channels, also enhanced the firing rates of these delay neurons. HCN channels play a major
role in regulating the activity of the dendritic spines in which they are found in a process
known as “dynamic connectivity” (Arnsten et al., 2010). With this new research brought to
light, we can now see that there are fundamental differences between the neural mechanisms
encoding LTM formation in the hippocampus, and working memory in the PFC. While
raising cAMP levels in the hippocampus may be good for the formation of LTM, it is
detrimental to working memory. These findings should not be surprising though, and as
quoted by Arnsten “working memory requires the continuous and dynamic updating of
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memory buffers, whereas long-term memory consolidation involves changes that are static
and long lasting” (Arnsten et al., 2005).

6. Correlations with functional imaging
Thus far the majority of discussion has focused on changes in the cAMP system with aging
at the neuronal level and the subsequent effect on behavior. However, the question still
remains; how do these changes in cAMP and downstream signaling affect behavior at a
system- and brain region-specific level? Recently, there has been a surge of research
characterizing the changes of the aging brain using advanced imaging techniques that may
help answer this question. The following section will focus on age-induced alterations in
brain activity, and how altered cAMP/CREB signaling may be a potential mechanism that
helps explain these changes.

As mentioned earlier, it has been known for some time now the important role the
hippocampus plays in the transition of STM to LTM, specifically dealing with learned facts
and experienced events such as episodic and spatial memory. Because of this, the
hippocampus is typically one of the most studied brain regions when it comes imaging
studies dealing with aging and memory, and it has been found that there are many age-
induced alterations in the hippocampus that correlate with behavioral changes. In one study
looking at hippocampal activity using high resolution fMRI, Yassa and colleagues
discovered the DG and CA3 area to be hypoactive during certain tasks (Yassa et al., 2011).
Specifically, in this study they looked at hippocampal activity and the relation to pattern
separation and pattern completion, both of which are necessary parts for differentiating
novelty from similarity, or retrieving contextual memory from a “similar” cue respectively.
In a series of presentations they displayed aged and young subjects either novel, repeated, or
lure scenes (similar to a previous scene however with slight differences). As expected, they
found no differences in hippocampal activity between young and old groups for scenes that
were vastly different; however, as the similarity between scenes was increased (lure
condition) they found that the aged group had a significant hypoactivation in the DG/CA3
regions. This suggests that they were unable to tell this was a “novel” scene and were more
likely identifying it as a repeat, indicating a shift towards pattern completion over pattern
separation. In addition, because the DG is heavily connected to the entorhinal cortex (EC)
via the perforant pathway, high resolution diffusion tensor imaging (DTI) was used to
investigate the connectivity between the two regions, as well as measure fractional
anisotropy (a proposed measure of dendritic spine integrity) in the DG/CA3 subfields. They
found that there was a decrease in perforant path integrity, as well as an interpreted decrease
in DG/CA3 subfield dendritic spine integrity. This change in dendritic spine integrity could
be a result of the decreased connections from the EC, or it could precede it via an unknown
internal augmentation in the DG/ CA3 prior to degradation of the perforant pathway. It has
also been suggested that hormonal changes with aging could affect the DG, as the DG has
been shown to be particularly sensitive to changes in fluctuating hormones (Galea and
McEwen, 1999).

In regards to relating these changes to alterations in cAMP/CREB signaling, several
inferences can be made. First, in regards to a decrease of dendritic spine integrity in the DG/
CA3, senescent-induced alteration in BDNF levels could play a significant role in this. As
mentioned earlier, BDNF is an extremely neurotrophic molecule that plays a large role in the
regulation of spinogensis. Decreased BDNF levels with age would most likely result in
decreased dendritic spine integrity as shown in this study. In addition, cAMP/CREB
molecular alterations in the EC could also account for perturbations in the perforant pathway
resulting in the subsequent effects on the DG/CA3 subfields. In agreement, it has been
shown that the EC does undergo molecular changes with age. In one particular study, it was
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found that reelin, a protein important for synaptic plasticity and highly expressed in EC layer
II neurons (the layer which projects to the DG and CA3), is significantly reduced in aged
animals (Stranahan et al., 2011). Interestingly, reelin has been shown to result in
phosphorylation of CREB through activation of NMDA receptors (Chen et al., 2005). Many
other studies have also shown a decrease in hippocampal activation with age as well
(Mitchell et al., 2000; Daselaar et al., 2006; Woodward et al., 2010; O'Brien et al., 2010; Ta
et al., 2012).

It should be noted that not all studies show hippocampal hypoactivity. Some studies have
shown no change (Miller et al., 2008), and some have actually shown an increase with aging
(Maguire and Frith, 2003). These differences in activations between young and aged groups
bring up many questions and theories to help explain them such as the compensation and
dedifferentiation theory. The compensation theory explains that the increased activity in
aging might be due to the fact that more brain areas are needed to process a task, since the
aging brain is less efficient. The dedifferentiation theory basically states that the aged brain
is less controlled, and is not able to maintain specific, efficient operations in distinct in brain
regions. The most likely explanation for these inconsistent observations however is due to
methodological differences in the study. This brings up a very important point for imaging
studies examining aging, and a recent review by Ferreira and Busatto paints a very eloquent
picture on the incredible complexities one needs to consider when designing and interpreting
these kinds of studies. The first thing to consider is the chosen memory behavioral task to
illicit task-induced hippocampal activity. For example, the hippocampus is involved in many
different kinds of memory and memory tasks, all of which have networks that might be
differentially affected by aging. Thus the memory task which is picked for that certain study
could have a significant effect on the subsequent activity observed. In addition, there are
multiple forms of analysis which can be chosen such as region of interest analysis (ROI)
which has an a priori based focus approach, independent component analysis (ICA) which
focuses more on whole brain and “finds” regions which might be changing without a
previous hypothesis, and finally graph theory methods. All of these analysis methods could
slightly change the results and need to be carefully chosen with analyzing. In addition to just
methodological design, there is an additional plethora of confounds to focus on as well such
as age related neuro-vascular changes which may affect BOLD signal, “noise” due to
heartbeat and respiration, loss of attention span in elderly adults, increased probability for
the elderly to fall asleep while scanning, and also interference with other diseases common
in the elderly such as diabetes and hypertension which have been shown to affect imaging
results (Ferreira and Busatto, 2013). In addition to these confounds already mentioned, the
researcher also has to keep in mind that not all aged individuals experience cognitive
decline, and that if the purpose of the study is to determine brain activity changes in those
vulnerable to aging they need to exclude those not affected to avoid diluting the
significance. As shown, when designing an imaging study there are many factors to keep in
mind in order to accurately investigate the intended hypothesis and avoid confounds.

As mentioned above, BDNF may play a role in the augmentation of brain activation with
aging via influences on synaptic strength by dendritic spine growth. However, is there any
evidence to support this theory? Recent research and identification of the BDNF Val66Met
single nucleotide polymorphism (SNP) mutation suggest that there is. It has been discovered
that approximately 3% of the Caucasian population, and 20% of the Asian population are
homozygous for this allele (it is very low in African Americans). This mutation which
causes the valine at site 66 to be switched to a methionine has been shown to cause a much
lower secretion of BDNF, mislocalization of BDNF to the perinuclear region, and much
poorer episodic memory (Egan et al., 2003).
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Imaging work has shown just how important BDNF is to memory networks in the brain. It
has been found that Met allele carriers have smaller hippocampal volumes (Molendijk et al.,
2012). In addition, many studies have shown that the BDNF Met allele carriers have
lowered hippocampal activation during encoding and retrieval tasks. In one study, Banner
and colleagues tested Val carriers vs. Met heterozygote and homozygote allele carriers in a
virtual radial arm maze task. Individuals were trained on this virtual eight-arm maze, to find
objects hidden at the end of each arm, just like in a regular radial arm maze used on rodents
with food. The goal was for subjects to remember what arms contained the objects (spatial
memory), and also what arms had already been visited (working memory). There are two
strategies for how this task can be solved. The first task involves the use of the
hippocampus, spatial memory, and contextual cues. Individuals could learn to associate the
arms containing the prize with landmarks in the environment, thus forming an internal
“map” of where the various prizes were. The second strategy involves the use of the caudate
nucleus and is considered habit learning. Subjects could remember once placed in the maze
they turn a certain direction, and then remember a series of locomotor moves and turns to
achieve the desired outcome. This learning does not involve the use of spatial cues nor the
hippocampus. When they tested the Val vs. Met carriers, they found that Met carriers had
much lower levels of hippocampal activation during the training and testing. In addition, not
only did Met carriers have lower levels of hippocampal activity, but they actually had
increased activation of the caudate nucleus that was dose dependent in parallel with the
degree of Met alleles (Val/Met vs. Met/Met) carried (Banner et al., 2011). It is interesting
that the Met carriers altered their strategy and brain activity for the task at hand, lending
credence to the ability of the brain to be plastic and compensate for other areas that may be
underperforming. Other studies have also shown a decrease of hippocampal activity in
individuals carrying the Met allele as well (Hariri et al., 2003; Hashimoto et al., 2008).
Studies exploring the BDNF Val66Met mutation have lent credibility to the role BDNF
plays in memory and healthy brain activity and supports animal studies. As mentioned
earlier, it has been shown in rodents that BDNF is decreased with aging, an effect that has
also been observed in primates as well (Hayashi et al., 1997). While there is little data
available to show how BDNF changes longitudinally with age in a human being, there are
several studies which suggest that it does decrease just as in animal models. One study has
found that in humans the levels of BDNF decrease in the blood with aging (Lommatzsch et
al., 2005). While this was not a direct measurement of BDNF in neurons of the CNS, these
results may be able to be extrapolated to represent BDNF levels of the brain. In support of
this is a study that shows the level of BDNF in the blood and cortical neurons of the brain
have a positive correlation (Karege et al., 2002) suggesting the blood serum BDNF levels
may be a possible indicator of BDNF levels in the brain. Another study examining the post
mortem tissue of humans ages 1 month to 86 years have found that there are indeed
alterations in BDNF signaling with age. First, looking within hippocampal subregions they
found there was a decrease of BDNF in the DG, although these results were not significant.
Next looking at the BDNF receptor TrkB, they found that there was a significant correlation
of TrkB expression with age, revealing a 37% decrease of expression in the DG from
infancy to the aged group. They also examined the truncated version of the BDNF receptor
TrkBTK- and found that it also significantly decreased in the CA3, and subiculum with age.
Next, looking in the temporal cortex, they found that BDNF levels had a significant negative
correlation with age, with levels reducing up to 33% in comparison to neonates. They found
that this change in BDNF was most pronounced in layer 3 of the temporal cortex. Finally,
they also saw that TrkB levels were significantly reduced in the temporal cortex with aging
(Webster et al., 2006). Conversely, BDNF levels have not been shown to change in the
dorsolateral prefrtontal cortex (dlPFC) with aging in human post mortem tissue (Webster et
al., 2002). While this review has focused primarily on non pathological aging, it has also
been shown that BDNF levels are reduced significantly in the parietal cortex (Holsinger et
al., 2000) and hippocampus (Phillips et al., 1991) of Alzheimer's patients as well.
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So far we have focused on task induced fMRI, or imaging involving looking at brain regions
when they are active. However, a recent study of resting state fMRI, or analysis of the brain
during times of resting, is beginning to shed new light on how the resting state functional
connectivity (RSFC) and baseline activity of the brain changes with aging. Analysis of
resting state fMRI gives a fantastic view into the RSFC and ways different brain regions are
connected and activate each other. Resting state fMRI has identified several “networks” of
the brain which can be active during times when no explicit tasks are being performed. The
networks which have been identified include the primary sensory, language, attention,
motor, and default mode network (DMN). Of these networks mentioned, the DMN is most
pertinent to this review as it involves many brain regions involved with memory such as the
posterior cingulate (PCC) and precuneus which can collectively be called the posteromedial
cortex (PMC), the dorsal and ventral medial prefrontal cortex (dmPFC, vmPFC
respectively), lateral parietal cortices, and medial temporal lobe (Mevel et al., 2011). In one
study, the RSFC was examined between the BDNF Val and Met66 carriers. It was found
that Met carriers had much lower functional connectivity between the hippocampus and
neocortical areas than Val wild type carriers (Thomason et al., 2009). This is in agreement
with a large number of aging studies which tend to show a decrease of RSFC in the DMN
with age that correlates with loss of cognitive abilities (Ferreira and Busatto, 2013; Mevel et
al., 2013). Thus, though it has not been shown directly that decreased BDNF with aging
causes lower RSFC, the evidence suggests this may be a strong possibility. In fact,
alterations in cAMP signaling could also be responsible for deficits in RSFC by additional
mechanisms other than through BDNF such as changes in myelinogenesis. It has been
shown that there is a loss of white matter tracts with aging which are an important
component of RSFC (Ferreira and Busatto, 2013). Increasing cAMP levels, PKA activation
(Vartanian et al., 1988) and subsequent phosphorylation of CREB (Gao et al., 2004) have all
shown to be myelinogenic, thus lowered cAMP levels with aging could be partially
responsible for alterations in white matter tracts which manifest as deficits in RSFC in the
DMN.

Positron emission tomography (PET) data has also yielded interesting results in support of
altered cAMP levels with aging. PET studies have shown there is a significant decrease in
glucose uptake in the aged brain, particularly in areas important for memory such as the
frontal and temporal lobes (Shen et al., 2012) and the anterior cingulate (Pardo et al., 2007).
While no direct studies linking cAMP levels to glucose uptake have been performed in
humans, it has been shown that cAMP levels most likely do play a role in glucose uptake
and utilization (Gillies et al., 2008). Hence, lowered cAMP levels in the brain could be
responsible for decreased glucose uptake as seen in PET, however additional studies are
needed.

While there have been great strides in identifying the neural correlates behind changes in
brain region activation with aging and the effect on memory, there is still much left to be
explored. As suggested here, decreased BDNF levels with age due to lowered cAMP/CREB
signaling could play a large role in these changes. However, due to current technological
limitations, animal studies showing decreases in cAMP/pCREB levels with age in the
hippocampus have yet to be confirmed in humans. While there is yet no empirical evidence
to date showing changes in cAMP/pCREB in humans with age, animal data and mounting
human BDNF data make the cAMP/CREB pathway a strong candidate for the development
of future novel drugs.

7. Summary
In conclusion, senescent-induced dysregulation of cAMP/ CREB signaling significantly
disrupts the homeostasis of the brain. This altered homeostasis most likely manifests early at
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the neuronal level, first as deficits in early- and late-phase LTP, and then followed by actual
anatomical changes in synaptic strength via decreased spinogensis. These changes in
synaptic strength could then alter activation of brain regions to a task such as the
hypoactivity observed in the hippocampus in aged fMRI studies. These changes might not
be merely limited to one brain region, as increased atrophy in one region could cause
decreased RSFC with another, following a Hebbian “use it or lose it, wire together/fire
together” philosophy. This is supported by the resting state fMRI data of which the majority
shows a decrease in RSFC in the DMN with age. It is important to keep in mind this is an
incredibly complex, multifactorial feedback system that becomes increasingly synergistic
and progressively worse once homeostasis is disrupted. For this reason, it becomes difficult
to differentiate compensatory changes from the actual initial changes that might be causing
memory deficits. This is something that needs to be taken into account when planning future
experiments for aging studies.

Also, because of the incredible complexity of aging, and the large inconsistencies that may
arise from species- and tissue-specific differences, it becomes increasingly difficult to
determine the sequence of events in aging; alas, the age-old question of what came first the
chicken or the egg arises. A prime example of this is that decreased cAMP levels may be the
causal effect of lowered neurotransmitter levels, cerebral blood flow, and receptor
expression. However, it can very well be that neurotransmitter levels and receptor
expression are lowered due to decreased cAMP signaling. Whatever the sequence of events
may be, once disruption of homeostasis occurs, it is a downhill event that feeds upon itself.
The events that cause these changes with aging have still yet to be identified.

An additional thought to keep in mind is that it should not be expected that cAMP and
pCREB signaling will be deteriorated with age globally in every brain region; as discussed
above, there are cases where signaling is higher. As shown, increased cAMP signaling is
thought to be more beneficial in the hippocampus and LTM, while the opposite holds true in
the PFC in regards to working memory. The important thing to keep in mind however is that
any kind of extreme dysregulation of cAMP/CREB signaling in either direction is unnatural
and disruptive to the brain, and could result in undesired manifestations represented through
behavior as a change in cognitive ability and development of memory deficits.
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Fig. 1.
Simplified schematic of the cAMP/CREB signaling pathway. Multiple pathways are capable
of converging to phosphorylate CREB and initiate gene transcription. For standard G-
protein coupled receptor signaling (GPCR), binding of a ligand such as norepinephrine (NE)
or acetylcholine (ACh) to its receptor activates the α-subunit, which then in turn activates
adenylyl cyclase (AC). AC catalyzes the formation of cAMP from ATP in an energy
dependent manner. Cyclic AMP activates protein kinase A (PKA) by binding to the
regulatory subunits and relieving auto-inhibition. Once activated, the catalytic units of PKA
are free to phosphorylate cAMP response-element binding-protein (CREB) in the nucleus.
Once phosphorylated CREB binds cAMP response element (CRE) promoter sites on the
DNA. CREB then recruits several co-activator proteins (CBP, p300) that have histone-
acetyl-transferase activity which loosen the DNA, allowing RNA polymerase II to initiate
gene transcription for products such as brain-derived neurotrophic-factor (BDNF) and
certain receptor subunits. Phosphodiesterases (PDEs) hydrolyze cAMP and thus attenuate
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the effects of cAMP downstream. Glutamatergic signaling is also capable of activating the
cAMP pathway through AMPA and NMDA receptors. Once the NMDA receptor is
activated by AMPA induced depolarization, binding of glutamate, and expulsion of the
magnesium ion, calcium flow through the NMDA receptor is capable of activating certain
AC isoforms sensitive to calcium (I, III, VIII) which results in subsequent phosphorylation
of CREB. In addition, CREB can also experience glutamatergic- and calcium-mediated
phosphorylation via the Calmodulin-CamKIV pathway. Lastly, CREB is also capable of
being phosphorylated via the mitogen-activated protein-kinase (MAPK) pathway which can
be activated by binding of a trophic factor such as BDNF to its receptor tyrosine kinase b
(TrkB).
Abbreviations : Glutamate (Glu), 2-amino-3-(3-hydroxy-5-methyl-isoxazol-4-yl) propanoic
acid (AMPA), N-methyl-D-aspartate (NMDA) receptor, depolarization (depol.), rat-sarcoma
protein (RAS), ribosomal s6 kinase (RS6), RNA polymerase II (RNA Pol II), CREB binding
protein (CBP).
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