% NIH Public Access
z a2 & Author Manuscript

Published in final edited form as:
J Alzheimers Dis. 2008 December ; 15(4): 571-587.

The Effects of NOS2 Gene Deletion on Mice Expressing Mutated
Human ABPP

Carol A. Colton®, Donna M. Wilcock®, David A. WinkP, Judianne DavisC, William E. Van
Nostrand€, and Michael P. Vitek®

aDivision of Neurology, Duke University Medical Center, Durham, NC 27710, USA
bRadiation Biology Branch, NCI, NIH, Bethesda, MD 20892, USA
cDepartment of Medicine, Stony Brook University, Sony Brook, NY 11794, USA

1duasnue Joyiny vd-HIN

Abstract

Nitric oxide synthase 2 (NOS2) and its gene product, inducible NOS (iNOS) play an important role
in neuroinflammation by generating nitric oxide (NO), a critical signaling and redox factor in the
brain. Although NO is associated with tissue damage, it can also promote cell survival. We
hypothesize that during long-term exposure to amyloid-p (AB) in Alzheimer’s disease (AD), NO
levels fall in the brain to a threshold at which the protective effects of NO cannot be sustained,
promoting AP mediated damage. Two new mouse models of AD have been developed that utilize
this concept of NO’s action. These mice express human amyloid- protein precursor (ABPP)
mutations that generate AP peptides on a mouse NOS2 knockout background. The APP/NOS2~/~
bigenic mice progress from AP production and amyloid deposition to hyperphosphorylated normal
mouse tau at AD-associated epitopes, aggregation and redistribution of tau to somatodendritic regions
of neurons and significant neuronal loss including loss of interneurons. This AD-like pathology is
accompanied by robust behavioral changes. As APP/NOS2~/~ bigenic mice more fully model the
human AD disease pathology, they may serve as a tool to better understand disease progression in
AD and the role of NO in altering chronic neurological disease processes.
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End stage Alzheimer’s disease (AD) is characterized by deposits of insoluble amyloid-f
(APB) peptide within the neuronal layers of brain parenchyma and the cerebrovasculature, as
well as intraneuronal accumulations of abnormally phosphorylated and aggregated forms of
native tau that form neurofibrillary tangles (NFTs) and neuronal loss. These changes are
presumed to be responsible for the decline in memory and eventual dementia associated with
AD and suggest a long disease process whose exact mechanisms remain largely unknown and
for which no effective preventative or therapeutic is currently available. The prevailing
hypothesis for pathogenesis of neurodegeneration, the amyloid cascade hypothesis, suggests
that AB peptides [derived from proteolytic cleavage of amyloid-f protein precursor (ABPP)]
initiate the neurodegenerative disease process [60]. Testing of this hypothesis has led to intense
discovery and the potential for therapeutic development, but, to date, the hypothesis has not
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been proven. Part of the advance made toward testing the amyloid hypothesis has been due to
the creation and use of mouse models of AD, which overexpress a mutated sequence of either
the human ABPP or presenilin (PS) and develop amyloid deposits reminiscent of those deposits
observed in AD. As discussed in numerous reviews [44,107,110], each of the amyloid
deposition mouse models has been extremely useful in discovering the functions of ABPP and
PS proteins, the mechanisms for amyloid deposition, and the potential toxicity of Ap peptides,
one of the cleavage products of ABPP. However, as agreed by many in the field, the amyloid
deposition mouse models are not a complete model of AD pathology [110]. These models lack
the characteristic tau pathology and NFTs observed in AD and, with rare exceptions such as
the 5XFAD or the APPSLPS1KI mice that express high levels of intraneuronal AB,», they lack
neuronal loss [17,103,116]. Other mouse models that simultaneously express mutated ABPP
and mutated tau [81,91,104] are confounded by the fact that unlike specific mutations of both
APBPP and PS 1 and 2, which increase amyloid deposition typical of AD, NFTs composed of
mutated human tau are not a pathological characteristic of AD but instead a feature of frontal
temporal dementias. Mice expressing mutated ABPP and mutated tau also do not demonstrate
neuronal loss. Thus, our ability to fully understand the progression of the disease process
beginning from Ap and ultimately resulting in neuronal loss is limited using incomplete mouse
models. Moreover, it is clear that the development of therapeutics based on amyloid deposition
models of AD is problematic and may slow the production of potentially more useful drug
treatments. The problem of effective therapeutics is underscored by the very recent report of
a 6-year follow-up study on the AN1702 active vaccination trial of humans with AD. Holmes
and colleagues [62] now show that disease progression in this trial was not altered despite the
clearing of amyloid deposits from the brain in the follow-up patients.

We have recently developed two mouse models of AD that progress from Ap production and
amyloid deposition to hyperphosphorylated normal mouse tau at AD-associated epitopes,
redistribution of tau to somatodendritic regions of neurons, aggregated tau, significant neuronal
loss, robust behavioral changes, neuroinflammation and neurovascular unit involvement [31,
136]. These new models express human ABPP mutations on a mouse nitric oxide synthase 2
(NOS2) knockout background. NOS2 and its gene product, inducible NOS (iNOS) play an
important role in neuroinflammation by generating nitric oxide (NO), a critical signaling and
redox factor in the brain. To understand why the genetic deletion of NOS2 and reduction in
NO may facilitate Ap-mediated neuropathology, it is important to explore an additional
pathological feature of AD, that is, chronic neuroinflammation.

NEUROINFLAMMATION IN ALZHEIMER’S DISEASE

In addition to the three classical neuropathological features discussed above, AD also features
brain inflammation as a major component of the disease process. The brain’s own macrophage
equivalent, the microglia, are an early participant [54]. This was recently reaffirmed by a
powerful 2-photon imaging study by Meyer-Luehmann et al. [93], who show that microglia in
the brain of a mouse model of AD rapidly surround newly formed amyloid plaques, mayhap
in an effort to wall off these abnormal structures. This study confirms earlier published findings
that show the proximity of microglia to both parenchyma and cerebral vascular amyloid
deposits in AD [106,140]. The early morphological changes in microglia, together with data
regarding their potential function as an immune effector cell, has suggested a role for microglia
in an innate immune response in the brain and thus a role in the pathogenesis of AD. The
specific disease stage at which this response occurs in humans with AD is unknown, but may
be one of the earliest events associated with the disease process.

Data derived from a number of in vitro studies, mouse models of AD, and human brain tissue
suggests that microglial activation in association with Ap and amyloid deposits in AD results
in a pro-inflammatory state [2,28,42,90]. Like other tissue macrophages, microglia respond to
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a large variety of pathological molecular patterns such as bacterial coat or viral proteins. The
programmed response to acute stimuli like lipopolysaccharide (LPS), a well-known bacterial
coat component, includes the induction of a specific pro-inflammatory gene profile with the
subsequent production of multiple cytoactive factors [53,65,102]. In peripheral macrophages
and in microglia, this type of innate immune response has been described as classical immune
activation [53]. Much of the data that support the idea of a classical pro-inflammatory response
in AD actually comes from in vitro data on cultured cells or brain slices exposed to Ap peptides.
Treatment of microglia with AP peptides, either alone or in conjunction with other immune
factors, initiates the production and release of cytokines including tumor necrosis factor-o
(TNFa), interleukin-1 (IL-1) and interleukin-6 (IL-6), superoxide anion, and NO [28,42,55,
76,92,100,129]. Using immunocytochemistry, Griffin and colleagues [54,55] have
demonstrated the presence of IL-1p mRNA and protein in microglia and astrocytes surrounding
the amyloid deposits in AD and prior to development of such deposits in trisomy 21 (Down
syndrome). These data strongly suggest an early and important role for glia in
neurodegeneration [55]. Other investigators using immunocytochemistry or in situ
hybridization for mMRNAs have confirmed these findings and have also shown that TNFa, and
MHC expression is increased around plaques in AD [43,54,75,90]. Multiplex ribonuclease
protection assays and gene microarray studies provide partial confirmation. For example,
Blalock and coworkers [11] have examined gene profiles found in AD using gene arrays on
brain samples from 22 AD subjects. The primary inflammatory genes represented were MHC
class 1l and interferon-y (IFNy), although IL-18 mRNA expression was elevated as well as
genes for cytokine receptors, particularly 1L-6 and IL-10. Maes et al. [86] confirmed the
increase in MHC class I1 but either did not examine nor did not find or report changes in other
inflammatory genes. Colangelo and colleagues [25], however, found a 3-fold increase in
IL-1 expression in a DNA microarray analysis on pooled AD brain samples compared to
pooled control samples. Interestingly, despite its obvious role in an acute immune response,
the gene for iINOS, NOS2, is not upregulated in multiple AD gene array studies [82,131,143].
Nevertheless, as a result of the combined data, AD has been commonly associated with classical
activation typical of an acute Th-1 immune response and has been compared to the response
stimulated by LPS.

INDUCIBLE NITRIC OXIDE SYNTHASE (iNOS) IN NEUROINFLAMMATION

The production of iINOS and NO during acute immune responses has been described in detail
and multiple excellent reviews are available in the literature [33,85,96,120,128,137]. iNOS
and NO production also result from interactions between pathogen-associated receptors such
as the toll-like receptor family and their ligands [102]. If arginine (the sole substrate of iNOS)
and required co-factors are plentiful, the levels of NO generated by activated iNOS in vitro
can reach high micromolar levels for a prolonged period of time [124]. Exposure of cells in
culture including neurons to these levels of NO has been commonly associated with cell damage
or death [8,20,35,101]. The damaging species of NO produced by activation of iNOS are likely
to be intermediates formed with oxygen [reactive nitrogen-oxygen species (RNOS), i.e.,
N>O3) or with superoxide anion (i.e., peroxynitrite) which then interact with target molecules
such as proteins, lipids or DNA. At pathogenic levels, p53 activation and the induction of
apoptosis can occur [13,123]. Thus, a prevalent view has been that NOS2 induction and NO
production by iNOS is usually, if not always, pathogenic and toxic to cells. A number of reviews
have focused on the contribution of NO toxicity produced during neuroinflammation in
neurodegenerative diseases and particularly in AD [40,57,87]. Despite the bad image of NO,
it is critical to cell signaling, cell survival and redox balance within cells and, indeed, in the
body. NO is a part of a broad “cellular defense response” in most tissues including the brain
and is likely to involve multiple intracellular sites. For example, NO interacts with two
important cell signaling pathways that are key to cell survival. The Ras/RaffMEK/ERK and
the phosphatidylinositol 3-kinase/Akt pathways are regulated by NO and they, in turn,
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orchestrate a cell survival program [64,124,144]. NO also regulates the electron transport chain
by inhibiting the mitochondrial cytochrome ¢ oxidase (Complex 4 of the respiratory chain)
[49]. This action results in slowing of cellular oxygen utilization, conservation of oxygen for
other (non-mitochondrial) cellular processes, changes in mitochondrial calcium release, and
the subsequent activation of specific cell signaling pathways. The genes upregulated in this
process appear to be stress-responsive genes that can act in a cytoprotective manner [22,24].
Other cytoprotective proteins such as MnSOD and Bcl-2 are up-regulated by NO [13,24,
109]. Furthermore, NO is an effective antioxidant, preventing oxidative modification of
proteins and lipids caused by other oxidizing species such as H,O, [45,88,139].

Whether the action of NO are damaging or protective depends on the integrated NO levels
[45,124]. It is now clear that multiple factors regulate tissue levels of NO (Table 1) and that
changes in NO during an immune response in cells in vitro may not be the same in vivo.
However, the inability to directly measure in vivo NO levels confounds the interpretation of
the effect of NO in the brain. By using specific NO donors, it is possible to identify surrogate
markers in cells (for example, HIF; P-p53; cGMP) that increase as a direct function of specific
levels of NO [123,124]. Recently, this approach has been applied to tissues. For example,
Duport and Garthwaite [41] have used cGMP production as an indicator of NO levels in slice
cultures of 8-day old rat hippocampus. Guanyl cyclase activity is tightly regulated by NO via
modification of the heme group at the catalytic center of the enzyme [138]. At steady state,
approximately 2 nM of NO is associated with %2 maximal production of cGMP [71]. By using
NO donors such as DEA-NO that release specific levels of NO, it is possible to titrate NO
levels in the tissue and measure corresponding cGMP levels. Thus, accumulation of cGMP
inside cells can be translated to NO levels. In their study, Duport and Garthwaite showed that
treatment of hippocampal slices with high doses of LPS plus IFNy resulted in an increase in
microglial INOS expression similar to that level associated with NO-mediated damage in cell
cultures. However, corresponding cyclic GMP measurements under the same conditions
showed that NO levels increased only to the low nM levels. Importantly, this increase in NO
was not associated with cell death. Duport and Garthwaite’s elegant study underscore tissue-
specific factors that may regulate the NO level in brain that are not observed in tissue slices or
cells in culture. Thus, the minute to minute levels of NO that regulate signaling and the levels
produced during neuroinflammation are a complex spatial and temporal integration of the
generation of NO, the stores of NO, the distance over which NO diffuses, and the consumption
of NO. In AD, the time course of disease stretches over a large number of years and this, of
itself, is a complicating factor to our understanding of either the timing or level of influence
NO exerts in neuropathogenesis.

CHRONIC INFLAMMATION IN ALZHEIMER’S DISEASE

AD is a long-term, chronic neurodegenerative disease that spans years and is in stark contrast
to a typical acute immune response that may last for days or less. Consequently, it is logical
to assume that neural immune responses, including NOS2 expression and NO levels, are likely
to be appreciably different during a chronic immune response typical of AD compared to an
acute immune response typical of an injury. Unfortunately, the apparent differences between
acute and chronic immune activation in the brain have been under-appreciated. For example,
a typical acute inflammatory response initiated by stimulation with LPS shows distinct stages
that begin with induction of a pro-inflammatory response followed at some point in time with
resolution of the response. Multiple factors including anti-inflammatory cytokines and negative
feedback regulation over pro-inflammatory signaling pathways within the macrophage
facilitate return to tissue homeostasis [59]. Chronic inflammation represents an imbalance in
the checks and balances used by a tissue to control innate immune responses. This imbalance
could be generated by multiple factors. For example, a persistent immune stimulus could
bypass or overwhelm inherent immune shutdown mechanisms leading to maintained
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production of cytotoxic agents or alternatively, produce a prolonged and inappropriate
induction of tissue remodeling and repair mechanisms that initiate damage to normal tissue
structure. In fact, both pro-inflammatory and repair processes are simultaneously observed in
chronic inflammation [53,142]. This pattern is clearly seen in gene expression profiles from
samples of brain of patients with AD compared to age matched normal individuals (Figure 1).
In this case, NOS2 mRNA levels are not changed while mRNA of both pro-inflammatory
cytokines, TNFao and IL-6 and matrix repair factors, AG1 and chitinase-3-like-1 (CH3L1) are
increased [30]. A similar pattern of gene activation is observed in the APP/NOS2~/~ higenic
mice (Figure 1). These and other data [30] suggest that inflammation in AD may represent a
complex immune activation state with no clear resolution or repair.

The expression of both pro-inflammatory and anti-inflammatory cytokines/factors in AD
suggests that immune activation in AD has features of both classical and alternative activation.
Innate immune cells such as macrophages are highly pleiotropic and show distinct states of
activation that have been recently described in detail [53,99]. Classical macrophage activation
(as observed in a pro-inflammatory state) is characterized by increased levels of mMRNA and
protein for TNFa, IL-6, IL-12, IL-1, and NOS2. Macrophages that demonstrate alternative
activation are associated with anti-inflammatory cytokines such as IL-4 and TGFa and factors
involved in repair and tissue reconstruction (resolution of the wound) such as AG1, mannose
receptor, and CH3L1 (YmL1 in rodents). Interestingly, MHCII expression is increased in
alternatively activated macrophages as well as in classically activated macrophages and thus,
does not serve as a distinguishing feature of a pro-inflammatory state [53,99]. NOS2
expression, however, is low during an alternative activation state [5,30]. Multiple factors such
as the high expression of arginase 1 and the production of TGFa work in concert to suppress
NOS2 mRNA, iNOS activity and NO production. For example, arginase 1 activity competes
for arginine, the sole substrate for INOS while TGFa suppresses NOS2 expression [9,30,46,
97,99]. The presence of alternative activation in AD, then, implies that NOS2 mRNA
expression and iNOS activity may be down-regulated. The integrated effects of the local
macrophage activation stage may help to explain why NOS2 mRNA and iNOS expression
levels have been found to be highly variable when compared to age-matched controls in AD
brain [30,83,113].

HUMAN VERSUS MOUSE NOS2

While complex immune activation may alter NOS2 expression and ultimately, NO production,
additional species-specific factors may play a role in determining the overall levels of NO
produced during either acute or chronic inflammation. For rodent cells, immune induction of
macrophage NOS2 and iNOS protein in vitro by factors such as LPS, IFNy and/or Ap typically
leads to pM amounts of NO in excess of 1 UM [92,96]. However, the induction of NOS2 and
translation of iNOS in immune activated human macrophages in vitro demonstrate a different
time course and result in significantly lower overall levels of NO production and release than
rodents [4,26,29,119,132]. NO can be detected only when multiple synergistic factors such as
interferons, cytokines and LPS are simultaneously applied to human macrophages [4,38,50,
69,132]. Although the exact mechanisms are unknown, this difference in activation patterns
between human and rodent macrophages underscores the species-specific regulatory
differences in expression of the NOS2 gene. A number of studies have defined the transcription
factor binding sites relevant for immune-mediated induction of NOS2. Overall, it is clear that
only about a 1000 base pair (bp) region close to the transcriptional start site is required for full
induction of murine NOS2 by cytoactive factors [121]. This is not true for the human NOS2
gene. In human cells expressing iNOS, multiple enhancer and silencer sites upstream from the
5’ flanking sequence are required for induction [21,121,122]. Thus, although human gene
regulatory sites such as the NFxB binding sites are homologous to rodent sites in composition
and location, the presence of additional functional elements in different gene locations is likely
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to dictate a human specific pattern of induction and ultimately, NO production. These
differences may also explain why robust iNOS immunoreactivity is observed in microglia
surrounding plaques in mouse models of amyloid deposition [84]. In contrast, iINOS expression
in human AD brain sections is not observed in microglia and, if observed at all, is localized to
astrocytes [130] or, in some cases, neurites [127,130].

Thus the impact of alternative activation in a chronic inflammatory setting and species
differences in iNOS activation provides a potentially different view on the importance of NO
levels in AD. Rather than NO levels being elevated to high uM levels associated with toxicity
as seen in an acute immune response, it is entirely reasonable to predict NO levels to drop in
AD. These levels of NO are commonly associated with cell signaling and cell survival
mechanisms, which when further compromised, as in chronic disease, may lead to loss of these
beneficial survival mechanisms [111,124,138].

GENETIC DELETION OF NOS2 IN A MOUSE MODEL OF AMYLOID
DEPOSITION

The APPSW/NOS2~~ and the APPSWDI/NOS2~/~ mice were designed to exploit the
complexity of the actions of NO in the brain. Both models utilize AB peptides as an appropriate
chronic immune stimulus for an AD-like disease process. The first model to be produced
expresses the human Swedish mutation (APPSw; Tg2576) on a homozygous mouse NOS2
knockout background and is termed the APPSW/NOS2~/~ mouse. The APPSw mouse was
chosen for this study because it is a well-characterized mouse model for amyloid plaque
formation. Characteristics of the APPSw mouse model include: 1) increased AP peptide levels
in brain beginning at 8-10 months of age; 2) amyloid plaque formation at 12 months of age;
3) decreased levels of acetylcholine; 4) memory and motor deficits by 10 months of age; 5)
increased microglial density and size in brain areas associated with plaques; 6) astrogliosis;
and 7) none or limited neuronal loss [48,63,68,114,116]. The NOS2 knockout mouse
(MNOS2~/~; B6.129P2-NOS2t™1Lau/- Jackson Labs stock number 002609) used in this study
has also been well characterized and was originally developed by Victor Laubach [79]. The
NOS2 deletion was generated by a targeted disruption of the NOS2 gene where a fragment
containing the calmodulin-binding domain was replaced with a neomycin resistance gene from
pMC1NeopolA [79]. The disruption of the calmodulin binding domain results in loss of
expression of iNOS in all cell types that express iINOS. NOS2 knockout mice are essentially
indistinguishable in appearance, histology and development from wild type mice. Tranguch
and Huet-Hudson [126] has shown that the remaining two isoforms of NOS (nNOS and eNOS)
generate sufficient levels of NO to meet developmental requirements. Consequently,
embryonic pathology is only seen when all three NOS isoforms are genetically deleted.
NOS2~/~ mice, however, demonstrate altered physiological functions consistent with a role
for NOS2 in disease and injury and are susceptible to increased disease lethality (for additional
information on phenotype see http://jaxmice.jax.org/strain/002609.html). Similar to Tranguch
and Huet-Hudson, we also observed compensatory changes in the expression of the constitutive
forms of NOS in the NOS2 knockout mice. NOS1 mRNA expression fell by approximately
one-half while NOS3 mRNA expression rose to 1.5 x control values in 52 week old mice.
These same changes were observed in the bigenic mice indicating that the presence of AB
peptides did not further alter the compensatory changes in constitutive NOS expression caused
by reduction of NOS2. As further predicted by removal of a functional NOS2 gene, calcium-
independent NOS activity was significantly decreased in the APPSW/NOS2~/~ mice.

A second bigenic mouse model was recently produced by crossing APPSwDI (Swedish
K760N/M671L, Dutch E693Q and lowa D694N) transgenic mice with NOS2~~ mice. The
APPSwWDI mouse has also been well characterized [34,47,94,95] and was used because of its
low levels of ABPP expression in the brain but high levels of A peptides [34]. In this case,
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the triple mutation in ABPP produces AP peptides that cannot be transported out of the brain
across the cerebrovascular interface and resulting in their accumulation at the blood vessels.
The APPSwDI mouse has now been widely accepted as a model of cerebral amyloid angiopathy
(CAA). CAAisfound in 75-98% of the patients with AD, over 25% of which is rated as severe
CAA [70] and thus is an additional pathological feature of AD that is reasonable to model.
Importantly, the levels of AB peptides are the same in the control APPSwDI and the bigenic
APPSWDI/NOS2~/~ mice, removing a change in AB levels as a factor in the analysis of
outcomes (Table 2). However, although insertion of mutated human ABPP into the mouse
genome is useful to experimentally increase Ap and CAA levels in mice models, it is still
important to note that triple mutations of ABPP are not found in humans with AD.

PATHOLOGICAL CHARACTERISTICS OF THE APPSw/NOS2-- AND
APPSwDI/NOS2-- MICE

Amyloid deposition

As predicted from the expression of mutated human ABPP and the subsequent production of
AP peptides, amyloid deposits are observed in both the APPSW/NOS2~/~ mice and the
APPSWDI/NOS2~~ at 52 weeks of age. The measured levels of AB peptides between the two
models, however, are different. Average values of total Ap in the APPSWDI/NOS2~~ model
were significantly greater than in the APPSW/NOS2~/~ model (Table 2). Consistent with the
high level of cerebrovascular amyloid, the AB4g42 ratio was also higher in the APPSwDI/
NOS2~~ compared to the APPSW/NOS2~~. In contrast to the mice expressing CAA-
promoting ABPP mutations where no difference is observed in total Ap between control and
bigenic mice, total brain Ap levels were significantly increased in the APPSW/NOS27/~
compared to APPSw mice. Why this increase occurs is not known.

Tau hyperphosphorylation, redistribution and aggregation

A critical aspect of a mouse model of the amyloid cascade and of AD is progression of the
model from amyloid deposition to tau pathology, neuronal loss and behavioral changes. Both
the APPSW/NOS2 7~ and the APPSWDI/NOS2~/~ mice show progression of disease. In terms
of tau pathology, three criteria were used: 1) hyperphosphorylated tau at disease associated
sites; 2) redistribution of tau to the soma and dendrites of neurons; and 3) aggregation of tau
using thioflavin histochemistry. Specific disease-associated phosphorylation sites on the tau
protein are commonly identified using antibodies. For example, the AT8 antibody recognizes
phosphorylation at Ser 202/Thr205 and the AT180 antibody recognizes phosphorylation at Ser
231 [51,67]. Positive immunoreactivity to these antibodies indicates that tau is
hyperphosphorylated, the putative first stage in the formation of NFT [56,67]. Braak and
colleagues [12] have further defined a second pathological “stage” that involves redistribution
of tau to the soma and dendrites of neurons. Stage 1 and 2 are generally described as pre-tangle
tau pathology and are thought to be intimately associated with processes leading to later stages,
that is, aggregation of tau and the formation of argyrophilic NFTs [10,12,56]. Tau
hyperphosphorylation, redistribution to neuronal soma and aggregation are observed in 52-54
week-old APPSW/NOS2~/~and the APPSWDI/NOS2 '~ mice and indicate that tau has transited
several of the pathological states before arriving at this time point [31,136]. Using Image Pro
Plus (Media Cybernetics Inc) to quantify the % area of AT8 immunopositive stain, Wilcock
et al. [136] found that AT8 immunoreactivity in APPSWDI/NOS2~~ brain was increased over
awide range (3-50 fold) in the cortex, hippocampus, subiculum and thalamus with the highest
level of increase found in subiculum. Semi-quantitative western blots confirmed the increase
in AT8 immunoreactive hyperphosphorylated tau. Hyperphosphorylated tau as measured by
AT8 or AT180 immunoreactive tau was also increased in the hippocampus and cortex in the
APPSW/NOS2~~ mice using immunocytochemistry and Western blot. In this case, the
thalamus and subiculum were not intensely stained, suggesting regional differences between
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the two bigenic mice. AT8 immunopositive cells were not observed in any of the control mice
although low intensity AT8 positive bands could be detected by Western blot in wild type,
NOS2~~, APPSw or APPSwDI control mice. Double immunolabeling was also done to
determine the cell specificity of AT8-immunoreactivity in the bigenic mice. These studies
showed that AT8 immunopositive hyperphosphorylated tau was found within cells that were
also immunopositive for neuron specific -tubulin, a known neuronal marker [136]. Finally,
because decreased body temperature could affect tau hyperphosphorylation and AT8
immunoreactivity [7,108], core body temperatures were compared between the APPSwDI
control and APPSWDI/NOS2~/~ bigenic mice. As shown in Table 3, no significant differences
in body temperature were observed between the APPSwDI and the APPSWDI/NOS2 7/~ mice.

Tau aggregates are most commonly identified using thioflavin S or Gallyas silver stain which
identify mature, insoluble tau pathological inclusions that are produced by extensive protein
cross-linking [6,12]. Neither thioflavin S nor Gallyas stains are exclusive for NFTs but are
considered to be a relatively specific stain for fibrillar proteins. Brain sections of both APPSw/
NOS2~/~and the APPSWDI/NOS2 '~ mice had thioflavin positive inclusions in neuronal soma,
consistent in appearance with aggregated tau [31,136]. These data support the idea that Ap
production in the bigenic mice leads to native (normal) tau pathology.

Neuronal degeneration and loss

Although neuronal loss is hot commonly observed in APPSw mice or many other mouse
models of amyloid deposition [68,116], fluorojade-C staining revealed widespread cortical
neuronal damage in brains of both 13 month-old APPSW/NOS2~/~ and APPSwDI/
NOS2~mice brains [31,136]. To determine if neurons were lost, unbiased stereology as
described by West and colleagues [133] was used to count the number of NeuN immunoreactive
neurons in various brain regions. NeuN is a reliable and specific marker for neurons in both
humans and mouse brains [141]. Figure 2 provides low and high power light microscope views
of the NeuN staining patterns observed in brain sections from APPSw and APPSW/NOS27/~
mice. In this view, thinning of the CA3 region of the hippocampus and the dentate gyrus is
readily observed in APPSW/NOS2~/~ mice (Figure 2 B,D,F) compared to APPSw mice (Figure
2 A,C,E). This translates to a significant loss of neurons (2G and summarized in F). Wilcock
et al. [136] demonstrated a similar decrease in neurons in the APPSWDI/NOS2~/~ mice where
regional neuronal loss ranged from approximately 27 to 40% compared to APPSwDI,
NOS2~~ or wild type mice.

The regional pattern of neuronal loss in the bigenic mouse models mimics, in part, the
anatomical pattern of neuronal loss in AD. Using optical dissector methods to count neurons,
Simic and coworkers [118] have shown significant loss of neurons in the subiculum and dentate
gyrus in human AD brain that is different than the normal loss of neurons with aging. Similar
reductions in the subiculum and hilus neurons were observed by West et al. [134]. An AD-
specific loss of CA1 neurons was also observed but CA3 neurons were relatively spared. In
the APPSW/NOS27~ and the APSWDI/NOS2~/~ mice, neuronal numbers were significantly
reduced in the subiculum and throughout the hippocampus in general. However, we also saw
significant neuron loss in the CA3 regions in both bigenic models. The loss of CA3 neurons
in the bigenic mouse models may indicate species-specific or model-specific differences in
neuron vulnerability to neurodegeneration. Overall, however, it is clear that the hippocampus
in the APPSW/NOS27~ and the APPSWDI/NOS2~/~ mice are highly sensitive to neuronal
damage.

NPY expressing neurons are particularly susceptible in the bigenic mice. NPY is one of the
most common neuropeptides in the central nervous system (CNS) and is found in many regions
of the brain including the hippocampus [23,146]. NPY positive cell bodies and fibers are found
in high density in the dentate gyrus (particularly the hilus) and the mossy fiber tract that
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innervates the CA3 region of the hippocampus. NPY neurons comprise a sub-type of
interneuron and NPY is commonly co-expressed with GABA and with other neuroactive
peptides such as somatostatin or neuronal nitric oxide synthase and/or with calcium binding
proteins such as calbindin [27,115]. Although the specific function of NPY in the hippocampus
remains unclear, multiple studies have shown that NPY regulates food and water intake, blood
pressure, cerebrovascular function, neurogenesis, the innate immune response, motor activity,
learning and memory and the response to stress [19,23,27,77,115,125,146]. Given the
widespread action of NPY on multiple CNS functions, the 65% loss of NPY interneurons in
the hippocampus of the APPSWDI/NOS2~~ mouse is likely to have a large impact on
functional outcomes. The loss of NPY neurons in the bigenic mouse models is reminiscent of
the loss of NPY interneurons in AD (reviewed in [27]). Decreased levels of NPY (and
somatostatin) immunoreactivity and damaged NPY neurons were shown in autopsied AD brain
in the late 1980°s by Chan-Palay et al. [19] and by Kowal et al. [77]. The morphology of the
NPY interneuron was altered and the total cell number was reduced in the hilus, CA1,
subiculum and entorhinal cortex. In contrast to the loss of NPY seen in AD, seizure activity
has been shown to increase NPY mRNA and to promote ectopic NPY expression [115].
Interestingly, mice models of AD that only express human ABPP mutations and do not
demonstrate disease progression also show increased NPY expression in the mossy fibers
[36,37], again underscoring the differences between mouse models of AD.

Learning and memory deficits

Loss of learning and memory is a major pathological feature of AD and, thus, measuring the
analogous behavior in mice is a logical test of the pathological outcomes in mouse models of
AD. Multiple behavioral tests have been used to test memory in mice including the Morris
water maze, the object recognition test, the Y or T maze and fear conditioning [39,52,63,98,
105,117]. Each of these tests provides useful information on specific aspects of mouse learning
behaviors. Recently, the Morgan/Gordon laboratories at the University of South Florida have
developed a modified version of the radial arm water maze called the 2-day radial-arm water
maze. This protocol provides a clear differentiation of mouse strain differences in spatial
memory and robustly discriminates between mice that learn normally and those mice that learn
poorly [3,135]. Aged (52-56 week old) APPSW/NOS2~/~ and APPSWDI/NOS2~/~ mice and
littermate control mice were tested for learning and memory deficits in the 2-day radial arm
water maze. Figure 3 shows the errors made in the radial arm water maze over the second day
of trials for the APPSWNOS2 7~ compared to the APPSw control mice. The first day of the 2-
day trial protocol is a training and task acquisition day and no difference was observed between
the APPSw and the APPSW/NOS2~/~ mice (data are not shown). However, day 2 requires the
mice to use spatial cues in the room to find a hidden escape platform in a goal arm location. A
significantly higher level of errors was observed in the APPSW/NOS2 7~ mice compared to
the APPSw mice in all trials on day 2, indicating a failure in spatial memory. APPSwDI/
NOS2~/~ mice demonstrated significantly increased errors on both days compared to the
APPSwDI mice [136]. Thus, the progression to tau pathology and to neuronal loss in the
APPSW/NOS2~~ and the APPSWDI/NOS2~/~ bigenic mice may explain their worsened
learning and memory behaviors.

Motor behaviors of the APP/NOS2~/~ bigenic mice have not yet been investigated. However,
APPSwDI mice have been shown to have no overt differences in rotorod performance but
demonstrate decreased response in the center of pressure analysis that measures spontaneous
tremor-like activity [66].

Overall, the pathology of the APPSW/NOS2~/~ and the APPSWDI/NOS2 7/~ indicate that AB
peptides in mice initiate downstream native tau pathology, neuronal loss and behavioral
deficits. However, the progression of disease is dependent on a reduction in NOS2. Neither
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NOS2 deletion nor the expression of mutated human ABPP alone are sufficient to produce a
full spectrum of AD-like pathology. Table 4 summarizes the pathological characteristics of the
bigenic mice compared to the control APPSw and APPSwDI mice and to humans with AD.

OTHER MOUSE MODELS OF ALZHEIMER’S DISEASE THAT INCORPORATE

NO

APPSw/PS-1A246E)NOS 2/~

AD11

Nathan et al. [101] have also made a mouse strain that deposits AB on a mouse NOS2 knockout
background. In this case, the NOS2~ mouse was generated by MacMicking and colleagues
[85] and was designed to delete a region of the iINOS promoter that is required for expression
of NOS2 in macrophages. In addition, exons 1-4 and the ATG translational site in exon 2 were
deleted. Similar to the Laubach NOS2~~ mice, development, appearance and histology were
indistinguishable from wild type mice. These mice were then crossed with the APPSw mice
and mice that express the human A246E PS-1 mutation to generate a trigenic mouse (APPSw/
PS1A264E/NOS2/~M). Interestingly, these trigenic mice had an increased life span and an age
dependent decrease in amyloid plaque burden as visualized by AB1_42 immunoreactivity,
suggesting that NO is detrimental in this trigenic AD model. The disparate data between our
bigenic mouse model and Nathan’s underscores the complexity of the actions of NO in the
brain. Clearly, at least two major differences are observed between these two mouse models.
The first is the difference in the construction of the NOS2 gene disruption. The Laubach model
disrupts the production of a functional iNOS protein by blocking the calmodulin binding site
in any cell while the disruption in the Nathan mice includes the promoter region of the NOS2
gene that directs expression to macrophages. The comparison between the two models is
interesting and suggests that macrophage iNOS may not be as critical in chronic disease as the
generation of iINOS and NO by other cell types (astrocytes; neurons). However, data from
Hashimoto et al. [61] and Guo et al. [58] show that PS-1 mutations induce cell death through
either NO-mediated or non-NO-mediated toxicity. These investigators examined 27 different
PS-1 mutations for the involvement of NO in toxicity. Based on their data, the A264E PS-1
mutation falls into the category of mutants that induces cell death by triggering a NOS-mediated
toxic pathway. Thus, removal of NOS2 would be likely to reduce cell death by this toxic
mechanism and is consistent with the reduction in pathology observed by Nathan and
coworkers.

How the data from the APPSw/PS1A284E/NOS2~/~M mouse directly pertains to sporadic AD
is not clear. While PS-1 mutations represent the greatest % of humans afflicted with the familial
form of AD, double mutations (ABPP plus PS-1) in the human population are extremely rare.
The combination of human ABPP mutations and PS-1 mutations, however, has proven to be a
useful tool to increase the total brain level of Ap and to shorten the time to onset of Ap
deposition in mice. Despite the high levels of AB1_4, observed in ABPP+PS-1 double
mutations, there is no progression to AD-like tau pathology and no neuronal loss until an
extremely old age (> 22 months). As indicated above, the addition of the PS mutations may
add a confounding factor of an additional mutated protein that overrides the effect of Ap alone.

Currently, the only other mouse model of AD to show progression from Ap formation to
amyloid deposition to tau pathology, neuronal loss and behavioral deficits was characterized
by Capsoni et al. [14] and was originally generated to study the effect of nerve growth factor
(NGF) deletion in the brain. Because loss of NGF is lethal during development, a mouse that
expressed a neutralizing antibody to NGF was created [14]. AD11 mice express the
recombinant version of the monoclonal antibody AD11 that neutralizes the action of NGF by
preventing effective interaction of NGF with the TrkA receptor [18]. These mice show AP
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deposits, AT8 immunopositive native mouse tau that is redistributed to neuronal somas, neuron
loss and behavioral deficits at 15-17 months of age [15,16]. The similarity of the pathological
changes in the AD11 mice to the APPSW/NOS2~/~ mice is striking and suggests that there is
an interaction of NGF with NO in the generation of AD-like pathology. In fact, there is
extensive crosstalk between NGF and NO. As reviewed by Akassoglou [1], NO signaling
serves as a NGF-independent pathway to promote neuronal survival. NO is well known to
activate the guanyl cyclase and increase production of cGMP. Once activated, Culmsee and
colleagues [33] have shown that NO-mediated cGMP phosphorylates TrkA and initiates
neuronal survival via PI3K and Akt or via RAS and ERK1/2 pathways. NGF has a similar
action. NO can further protect neurons by inhibiting the activation of caspases initiated by the
interaction of NGF with the p75NTR receptor. Costantini et al. [32] have recently shown that
B-cleavage of ABPP and the subsequent production of Ap peptides can be enhanced by
interaction of NGF with p75NTR, Thus, loss of NO and its ability to serve as a “by-pass”
mechanism for NGF/TrkA signaling may be acommon link between the AD11 and the APPSw/
NOS2~~ mouse models.

POTENTIAL MECHANISM FOR DISEASE PROGRESSION IN THE ABPP/
NOS2-- MICE

One of the primary reasons that NO is protective in AD may be the ability of NO to directly
block apoptosis via inhibition of caspases [72,73]. Nitric oxide regulates caspase 3, an
executioner caspase, by two actions: 1) reducing the processing of the procaspase form to the
activated form; and 2) inhibiting the enzymatic function of the caspase [72-74,89]. Caspase
proteins are cysteine proteases, are formed as proenzymes (zymogens) and are cleaved to
become active. NO blocks the conversion of the zymogen to the active enzyme [72]. NO also
directly decreases caspase enzymatic activity. Caspase activity depends on a critical thiol, in
this case cysteine, located within the catalytic site. RNOS formed by the interaction of
oxyradicals and/or transition metals with NO nitrosate the thiol group by adding NO* [45].
The nitrosothiol formation reversibly reduces activity of the catalytic site, thus preventing the
executioner caspase from carrying out its cellular functions.

Inhibition of caspase by NO may be particularly important to neurodegeneration because of
the strong link between caspase activation and tau pathology. Activation of caspase 3 and
caspase 6 has been directly related to the presence of AB peptides and to apoptosis [10,78,80,
112]. Rissman and colleagues [112] have found an association between caspase cleaved
fragments of tau and NFTSs, suggesting that tau cleavage by caspase is a critical step in tau
pathology. Activated caspase 3 and caspase cleaved tau are observed in sections from the
hippocampus, cortex and striatum of APPSW/NOS2~/~ mice at 54 weeks of age [31].
Interestingly, a low level of activated tau immunostaining was observed in the NOS2~/~ alone
and confirms previously published data demonstrating increased caspase-3 activity in the
NOS2~/~ mouse brain [145]. Removal of NO, thus, eliminates the brakes that control caspase
activity in Ap-exposed brain.

USEFULNESS OF THE APPSw/NOS2-- AND APPSwDI/NOS2-- MICE

AD is a multi-dimensional disease process that is not limited to only one of amyloid deposition,
tau pathology, neuron loss or deficits in memory and learning. It is a patho-physiological
process that has been predicted to follow a defined progression over time. This progression is
thought to begin with the production of AP peptides and amyloid deposition and lead to
subsequent tau pathology, neuronal loss and behavioral deficits in an age-dependent manner.
Using models that show a single pathological feature (such as only amyloid deposition) will
help us understand how this single pathological feature alters the functions of the brain. But
the lack of progression of disease in this type of model lessens the relevance of those results
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to the multifactorial disease in humans that we call AD which does involve increasing amyloid
deposition, the appearance of tau pathology, neuronal death, neuroinflammation and behavioral
deficits. The APSW/NOS2~/~ and the APPSWDI/NOS2/~bigenic mouse models demonstrate
the progression of AD-like disease through deletion of mouse NOS2 in a mouse that also
expresses mutated human ABPP. Although the exact mechanisms by which this occurs is
currently unknown, the remarkable similarity of the pathology in these bigenic mice to AD
strongly suggests that NO plays a key role in AD. In addition, the APPSW/NOS2~/~ and
APPSWDI/NOS2~/~ mice can serve as models to truly test the amyloid hypothesis as well as
to determine if therapeutics can reduce/repair significant tau pathology, neuronal loss and their
associated behavioral effects.

CONCLUSIONS

By reducing NO levels in mice to levels more typically seen in the human, we have been able
to model a more human milieu in which Ap-mediated pathology is followed by mouse tau
pathology, neuronal loss and behavioral deficits that are highly reminiscent of the pathology
observed in AD. In humans, we hypothesize that NO levels fall during these Ap mediated
events. A threshold level of NO is reached that cannot sustain the protective effects of NO,
tipping the scales in favor of AB-mediated damage. It may be as simple as changing the redox
balance in favor of oxidation, since NO is a well known antioxidant. This is not seen in mice
that are NOS2~/~ alone or in mice transgenic for mutated ABPP alone, rather, it is the
combination of both that create the AD-like pathological changes in both the APPSw/
NOS2~~ and the APPSWDI/NOS2~~ mice brain.
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Figure 1.

Panel A: Average fold change (£ SEM) in mRNA levels of pro-inflammatory (TNFa; NOS2)
and repair [arginase 1 (AG1) and chitinase 3-like-1 (CH3L1)] cytokines from mixed cortical
lysates from humans with AD (average age approximately 78 yrs; Stage 4-5 Braak scale).
Quantitative RT-PCR data from AD samples were compared to brain samples from aged
matched normal individuals. De-identified autopsied brain samples were provided by the
Kathleen Bryan Brain Bank at Duke University Medical Center, Durham, NC as described
[30].

Panel B: Average fold change (+ SEM) in mRNA from aged (52-54 week old) APPSwDI/
NOS2~~ mice compared to aged matched wild type (WT) mice. Pro-inflammatory genes were
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TNFa and IL-6 and repair genes were AG1 and YM1 (mouse homolog for CH3L1). All values

are significantly greater than control with p <0.05 (Student’s t test) (for humans, n = 29 control,
AD; mixed gender; for mice n = 5-6 mice, mixed gender).
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Figure 2.

Neuronal loss in APPSW/NOS2~/~ compared to APPSw mice at 5254 weeks of age. A,C,E =
tyical views of hippocampus in APPSw mice. B,D,F = same areas in APPSW/NOS2~/~ mice.
Neurons were identified using NeuN immunochemistry. G: Unbaised stereology was used to
count neurons in specific brain regions. A significant decrease (*** = p < 0.001) was observed
in all regions in the APPSW/NOS2~/~ (abbreviated AN2) mice compared to APPSw
(abbreviated A), WT, NOS2~/~ (abbreviated N2) mice. H: Summary of the percent changes in
neuronal number.
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Figure 3.

Behavioral deficits in the APPsw/NOS2~~ compared to APPSw mice at 52-54 weeks age.
The 2-day radial arm water maze was used to test learning and memory as described [136].
Data points represent the average (+ SEM) number of errors in each of the 5 blocks of trials
on day 2 of the testing paradym. *** p < 0.001 compared to either NOS2~~ or to APPSw, n
= 7-14 mice/group.
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Table 1
Regulation of tissue NO levels

Genetic factors

. Species specific diffrerences
. Induction signals
. SNPs in human NOS genes
Protein Activity
. Feedback regulation of protein activity
. Presence/absence of co-factors
. Endogenous inhibitors
. Ariginine levels
. Turnover of NOS enzyme

Scavengers of NO

. Target protein/lipids

. Metals

. Reactive oxygen species
NO stores

. Nitrite

. GSNOs
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Table 2
Comparison of brain Ap levels
Genotype Total AB (pg/ml) Total solubel A Total Insolubel AB AB4o/AB4y
(pg/ml) (pg/mi) ratio

APPSW 662 + 100 218 +30 445+ 78 1.5+ 0.09
APPSW/NOS2 "~ 3172 +1072° 291 +126 2881 + 960 384037
APPSWDI 27594 + 5000 1273 + 190 26321 + 5000 12+13
APPSWDI/NOS2™~ 28744 + 4500 1200 + 61 27544 + 4500 153+2.1

AR levels were measured using an ELISA assay on brain lysates from 52-54 week old mice as described [31,136]. N = at least 4 mice/group
p<0.05

FkKk

p <0.001- APPSW/NOS2 ™/~ compared to APPSw.
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Table 3
Comparison of core body temperature

Genotype
APPSwDI

APPSWDI/NOS2™~

Core body temperature(°C)
36.23 £0.42
(6)
35.65+0.12
(14)

Page 27

Core body temperature was measured at 10am using a soft tip, small diameter YSI temperature probe inserted 1 cm into the rectum in each mouse. (n) =

number of mice tested; mixed gender, age 52— 60 weeks.
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