
Corticostriatal circuit dysfunction in Huntington’s disease:
intersection of glutamate, dopamine and calcium

Benjamin Ray Miller1 and Ilya Bezprozvanny1,†

1Department of Physiology, University of Texas Southwestern Medical Center at Dallas, Dallas,
TX 75390, USA

Abstract
Huntington’s disease (HD) is a noncurable and progressive autosomal-dominant
neurodegenerative disorder that results from a polyglutamine expansion in the amino-terminal
region of the huntingtin protein. The generation of rodent HD models has revealed that cellular
dysfunction, rather than cell death alone, occurs early in the disease progression, appearing even
before overt symptom onset. Much evidence has now established that dysfunction of the
corticostriatal circuit is key to HD symptomology. In this article, we summarize the most current
findings that implicate glutamate, dopamine and calcium signaling in this system and discuss how
they work in concert to disrupt corticostriatal function. In addition, we highlight therapeutic
strategies related to altered corticostriatal signaling in HD.
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Huntington’s disease (HD) is an autosomal-dominant neurodegenerative disorder
characterized by a triad of symptoms, including pronounced motor abnormalities (e.g.
chorea, dystonia and bradykinesia), cognitive impairment and psychiatric disturbances [1].
Symptoms typically appear at middle age and undergo inexorable progression that leads to
death 15–20 years after onset [2]. The molecular underpinning of HD is a polyglutamine
(polyQ)-repeat expansion in the amino-terminus of the 350-kDa cytosolic protein huntingtin
(Htt) [3], which is widely expressed in the brain and in non-neuronal tissues [4–6].
Penetrance of HD symptoms occurs when the polyQ tract in Htt exceeds approximately
35Q, and there is an inverse correlation with age of HD onset and length of the polyQ
expansion [7]. Although Htt is essential for embryogenesis [8,9], the exact function of the
protein has yet to be elucidated. The generation of genetic rodent models of HD, many
varying in the degree in which they recapitulate features of the human condition, has been
invaluable for probing the mechanisms by which mutant Htt (mHtt) leads to the disease
pathogenesis. For extensive and recent reviews comparing different HD animal models, see
[10–15]. However, after almost two decades since the discovery of mHtt [3], the precise
mechanism(s) by which it mediates the disease pathophysiology is still far from evident.
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The neuropathological hallmark of HD is degeneration of the striatum (caudate nucleus and
putamen), with GABA-ergic medium spiny neurons (MSNs) being primarily affected [2,16].
Most evidence to date posits that MSN degeneration results from a toxic ‘gain and/or loss of
function’ of mHtt, including, but not limited to, altered gene transcription, enhanced
protease activity, protein misfolding, disruption of axonal transport, changes in
electrophysiological properties and induction of apoptotic mechanisms (extensively
reviewed in [17,18]). However, most of these hypotheses do not explain the selective
vulnerability of MSNs in HD, nor do they account for the near-ubiquitous expression of
mHtt in other neuronal circuits that might influence MSN degeneration [19]. It is now
becoming well regarded that the clinical signs of HD manifest long before prominent cell
death. Indeed, mounting evidence points to a more complicated picture of HD pathogenesis,
whereby multifaceted cascades of neuronal dysfunction, particularly in the corticostriatal
circuit, occur early in disease progression and contribute to symptomology (for recent
reviews, see [14,15,20]). In this article, we discuss the emerging hypothesis that dysfunction
of the corticostriatal circuit is a major component of HD pathophysiology and we emphasize
this in light of deranged glutamatergic, dopaminergic and calcium (Ca2+) signaling
mechanisms that produce an excitotoxic environment that disrupts neuronal communication
and leads to cell death in this system. Furthermore, we suggest relevant therapeutic
strategies that target these deranged mechanisms.

Overview of the corticostriatal circuit
The striatum is the main input hub of the basal ganglia (BG), serving to modulate afferent
sensorimotor, cognitive and motivational information for the optimal control of behavior
[21]. It receives widespread excitatory glutamatergic input from the entire cortex and
specific thalamic nuclei, as well as dopaminergic innervation from midbrain dopamine
neurons (substantia nigra pars compacta) [22]. These two primary striatal afferent
projections converge onto striatal microcircuits and shape the activity of MSNs [23,24],
which comprise approximately 98% of the striatal neuronal population [23,25] and provide
the sole output of the striatum to other BG nuclei [22]. Thus, MSNs are important
integrators of information processing within BG circuits. For the purposes of this article, we
focus on glutamatergic and dopaminergic innervation onto MSNs (Figure 1). Regulation of
MSN activity within striatal microcircuits is driven by both interneurons and glia
(astrocytes). Four classes of striatal interneurons have been identified, including fast-spiking
GABA-ergic, cholinergic, nitric oxide synthase-positive and calretinin-positive neurons
[26]. Striatal interneurons differentially express dopaminergic and cholinergic receptors and
receive excitatory input from the cortex and thalamus. Although striatal interneurons make
up only a small fraction of the total neuron population (~2%), they evoke profound
regulation of MSNs by either inhibiting (GABA-ergic) or modulating (cholinergic) their
activity [23,25,26]. However, a detailed understanding on how striatal interneurons shape
MSN output in health and especially disease is strikingly lacking.

There are two populations of MSNs, termed the direct and indirect pathways, and they are
classified on the basis of their respective projection targets and neurochemical composition
(Figure 1) [27]. MSNs comprising the direct pathway preferentially express D1-type
dopamine receptors and the neuropeptides substance P and dynorphin and project to the
output nuclei of the BG (e.g., the internal segment of the globus pallidus and substantia
nigra pars reticulate) [22,28]. Indirect pathway MSNs preferentially express D2-type
dopamine receptors and enkephalin and project to the output nuclei of the BG through a
network that includes the external segment of the globus pallidus in humans (entopeduncular
nucleus in rodents) and subthalamic nucleus [22,28]. In the classical model of BG circuit
function, which uses a simple rate code for neuronal processing, the direct and indirect
pathways act in opposing ways to control motor behavior [29]. Activation of the direct
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pathway results in disinhibition of thalamocortical projections and facilitation of motor
routines, while activation of the indirect pathway results in a net inhibition of
thalamocortical projections and attenuation of movement-related processing. The direct and
indirect pathways also differ in their cortical innervations, in that indirect pathway MSNs
have stronger synaptic coupling with cortical inputs than do direct neurons [30]. Thus,
activation and/or dysfunction of one or both of these dichotomous pathways can
differentially influence BG processing. In this article, we will focus on pathophysiological
changes in the corticostriatal circuit in the context of HD progression (Figure 1).

Altered glutamatergic signaling in the Huntington’s disease corticostriatal
synapse
Glutamate release

Release of glutamate from cortical afferents into the striatum depends on the efficiency of
transport, vesicular fusion to the plasma membrane and subsequent recovery of synaptic
vesicles at axon terminals [31]. Dysfunction of this process is prominent in HD [32] and
other neurodegenerative disorders [33]. A suggested role for mHtt in disrupting axonal
transport first came from findings showing that mHtt microaggregates form in the axons of
MSNs from (knock-in [KI]) mice that express full-length mHtt [34]. Axonal aggregation of
mHtt occurred before the appearance of an overt HD phenotype, suggesting that it occurs
early in HD pathology [34]. When studied in vitro from mHtt-expressing cells, aggregates
were shown to block neuritic protein transport and cause neurite degeneration [34]. Other
work has demonstrated deficient fast axonal vesicular transport in polyQ-repeat models of
Drosophila [35], isolated squid axoplasm [36] and mouse primary cortical [37] and striatal
neurons [38,39]. Moreover, using time-lapse video microscopy, recent evidence revealed
that mHtt causes increased stalling and accumulation of green fluorescent protein-tagged
fast axonal transport vesicles in Drosophila larvae in vivo [40]. Disruption of axonal
transport by mHtt also leads to decreased synaptic vesicle numbers and impaired
neurotransmitter release in phenotypic HD mouse models [41]. Mechanistically, disruption
of vesicular and organelle axonal transport appears to involve enhanced mHtt binding to Htt-
associated protein (HAP1) [42]. HAP1, as well as Htt, interacts with membrane-bound
organelles, transport vesicles, microtubules [43] and the p150 subunit of dynactin [44,45],
which is necessary for proper function of the dynein motor protein.

Much of the machinery that mediates vesicular docking, fusion and recycling at the plasma
membrane (see [31]), a process that is Ca2+-mediated, is also disrupted by mHtt. Analysis of
post-mortem cortical brain tissue from HD patients indicates reduced expression (compared
with non-HD controls) of N-ethylmaleimide-sensitive factor attachment protein receptor
protein, synaptosome-associated protein 25, complexin II and rabphilin 3a, a Rab3a-
interacting protein [46,47]. Similarly, post-mortem striatal tissue shows reduced expression
of complexin II, N-ethylmaleimide-sensitive factor attachment protein receptor protein,
synaptobrevin 2 and Rab3a [48]. Complexin II is reduced in R6/2 mice [48], and mRNA and
protein levels of rabphilin 3a are depleted in the striatum and cortex of the R6/1 mouse
model of HD [49]. Moreover, findings from post-mortem cortical tissue suggests that the
recycling of neurotransmitter vesicles is perturbed by a loss of the endocytotic vesicle
recovery regulators dynamin and PACSIN1, a phenomenon that appears in presymptomatic
patients and progresses with disease severity [47,50].

Functional evidence for diminished corticostriatal glutamate release comes from
electrophysiological evidence of reduced miniature excitatory postsynaptic current (EPSC)
frequencies in MSNs from R6/2 mice (relative to wild-types [WTs]) at a time (5–7 weeks)
when an overt behavioral phenotype appears [51]. Isolated large-amplitude synaptic events

Miller and Bezprozvanny Page 3

Future Neurol. Author manuscript; available in PMC 2011 October 3.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



were also more frequent in R6/2 mice at this age [51]. Moreover, these electrophysiological
events were correlated with reduced expression of the synaptic marker protein
synaptophysin and the postsynaptic density protein PSD95 [51]. Using FM1–43 optical dyes
in conjunction with cortical stimulation in slices, it was found that yeast artificial
chromosome (YAC) transgenic HD mice with 128Q (YAC128) exhibit enhanced glutamate
release from corticostriatal terminals at 1 month compared with WTs [52]. Interestingly,
corticostriatal release progressively and markedly declined in an age-dependent manner (7
and 12 months) [52]. The age-related changes in corticostriatal release were not due to
alterations in synaptic vesicle endocytosis or fusion; rather, they were correlated with a
reduction in functional corticostriatal afferents [52].

As for receptor-mediated regulation of glutamate release, known involvement includes
dopamine receptors, metabotropic glutamate receptors (mGluRs; specifically mGluR2),
GABAB receptors and cannabinoid receptors, all of which are localized to corticostriatal
synapses [53–56]. Indeed, HD mouse models demonstrate reduced striatal expression of
dopamine, mGluR and cannabinoid receptors at a time corresponding to the onset of
behavioral symptoms [57–60]. Taken together, these findings suggest that the corticostriatal
circuit becomes increasingly disconnected throughout the progression of HD, a process
which has been hypothesized to be neuroprotective (see [20] for details), but which
ultimately results in circuit degeneration and loss of motor control (Figure 1).

Glutamate uptake
The clearance of glutamate from the synaptic cleft is regulated by high-affinity glutamate
uptake transporters located either on presynaptic terminals (e.g., GLAST and EAAC1) or on
astrocytic processes, which couple tightly with synaptic terminals (e.g., glutamate
transporter [GLT] 1/EAAT2). Evidence from in situ hybridization studies of HD
postmortem neurostriatal tissue has shown that mRNA of the astrocytic GLT1 decreases
with disease severity [61]. Moreover, decreased [3H] glutamate uptake in the prefrontal
cortex of post-mortem HD patients is correlated to CAG-repeat length [62]. Concomitant
with findings in humans, HD mouse and primary neuronal models show reduced levels of
GLT1 mRNA and protein [63–65]. Expression of other GLTs (e.g., GLAST and EAAC1)
remains unchanged in HD models [63,64], suggesting that deficient glutamate uptake in HD
is primarily due to dysfunctional GLT1. This is consistent with enhanced glutamate-induced
toxicity of WT cortical and striatal neurons when cultured with astrocytes that express mHtt
relative to WT astrocytes [65].

Related to these findings is the finding that expression of an extended polyQ peptide in a
subset of Drosophila glial cells resulted in nuclear inclusions, progressive decline in the fly
GLT dEATT1 and shortened lifespan [66]. Functional experiments using in vivo
microdialysis in both anesthetized and behaving R6/2 mice have revealed decreased
glutamate uptake in the striatum and cortex at 6–12 weeks of age [63,67]. Indirect evidence
of altered glutamate uptake by mHtt comes from data showing reduced release of the
antioxidant ascorbic acid (AA; vitamin C) into the striatal extracellular fluid of R6/2 and
140CAG KI mouse models relative to WTs [68–70]. Release of AA into the striatum is
directly proportional to glutamate uptake [71], a process that probably mitigates glutamate-
dependent oxidative mechanisms, especially in the face of heightened synaptic glutamate
release. Similarly, in 140CAG KI mice, trafficking of the glutamate/cysteine transporter
EAAC1, which is required for de novo synthesis of the antioxidant glutathione, is impaired
by defective Rab11, resulting in reduced cysteine uptake and glutathione production [72].

Overall, it appears that mHtt causes a dearth of glutamate uptake in the striatum.
Importantly, GLT1 is responsible for the bulk of glutamate removal from the extracellular
space [73,74] and mounting evidence supports the view that it actively participates in the
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regulation of synaptic transmission [75]. Interestingly, reduced uptake of glutamate in vivo
appears at approximately the same time (6–8 weeks) of reduced glutamate release from
corticostriatal terminals in R6/2 mice (~6–8 weeks) [63,67]. It is conceivable that
diminished glutamate uptake compensates for reduced release. However, increasing the
level of glutamate uptake with ceftriaxone, a potent stimulator of GLT1 expression, reverses
deficient glutamate uptake and ameliorates the behavioral phenotype in R6/2 mice (7 weeks)
(Figure 2) [67]. In line with a GLT and AA interaction, upregulation of GLT1 was also
shown to restore diminished AA release into the striatum [76]. Thus, it appears that reduced
glutamate uptake is detrimental in HD. This is consistent with the prominent ‘excitotoxicity
hypothesis’ in HD, whereby excessive glutamatergic drive leads to cellular toxicity (e.g.,
altered Ca2+ homeostasis and production of reactive oxygen species) and death (see [77–
80]).

Medium spiny neuron N-methyl-D-aspartate receptors
N-methyl-D-aspartate receptors (NMDARs) are ionotropic glutamate receptors that are
highly permeable to Ca2+. Overload of glutamate in the synapse, enhanced receptor
sensitivity or changes in receptor expression can lead to excessive NMDA activation and
triggering of excitotoxic mechanisms, which are primarily driven by dysregulated
intracellular Ca2+ homeostasis [77,79,80]. In fact, some of the earliest and most prominent
animal models of HD were produced by intrastriatal injection of the NMDA agonist
quinolinic acid. These models showed HD-like striatal lesions and recapitulated many of the
behavioral features of the disease [81,82]. Importantly, these models set the stage for the
NMDA-mediated ‘excitotoxicity hypothesis’ in HD [77,78]. Most of the recent attention to
aberrant NMDAR activity in HD is focused on the NR1/NR2B over the NR1/NR2A subtype
of NMDAR [78,83]. Notably, NR1/NR2B-type NMDARs are highly expressed in the
striatum [84,85]. Because the overall role of NMDA function in HD has been described in
great detail elsewhere [20,78,83,86], this article will focus primarily on the compelling
evidence that suggests NR2B-containing NMDARs, particularly those expressed
extrasynaptically, contribute to MSN pathophysiology in HD [87].

An interaction between NR1/NR2B-type NMDARs and the polyQ expansion in Htt was first
demonstrated by Raymond and colleagues using heterologous HEK293 cells coexpressing
NMDAR subunits with either Htt-15Q or Htt-138Q [88]. They found that co-expression
with NR1/NR2B-type and not NR1/NR2A-type NMDARs resulted in potentiation of
NMDA-mediated currents in Htt-138Q and not Htt-15Q cells. Moreover, elevated NMDAR-
induced apoptosis of cells in the same HEK239 line showed specificity to NR1/NR2B over
NR1/NR2A cells [89]. These findings were corroborated in the YAC mouse, whereby
facilitation of NMDA-evoked current amplitude in MSNs from YAC72 and YAC128 mice
compared with WTs was induced by the NR1/NR2B receptor [90,91]. Similarly, cultured
MSNs from YAC72 mice showed enhanced NMDA-mediated cell death relative to WTs.
Furthermore, treatment with ifenprodil, an NR2B-type selective antagonist, blocked most
NMDA-mediated cell death in both YAC72 and WT mice [90]. The neuroprotective effect
of ifenprodil was later recapitulated in YAC128 MSN cultures [92]. Findings from
dissociated MSNs from presymptomatic R6/2 mice have revealed that NR2A and not NR1
or NR2B mRNA levels are reduced, which is concomitant with larger NR2B-mediated
NMDAR currents compared with WTs [93].

That studies indicated NR2A-type NMDARs are targeted primarily to the synapse and
NR2B-type receptors are preferentially expressed at extrasynaptic sites (outside the synapse)
is intriguing (Figure 2) [94–96]. In fact, dual roles for synaptic and extrasynaptic NMDARs
have been proposed (for details, see [97,98]). Whereas synaptic NMDARs activate
prosurvival pathways (e.g., CREB phosphorylation, BDNF transcription, extracellular
signal-regulated kinase [ERK] activation and antioxidant mechanisms), extrasynaptic
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NMDARs activate pathways that mediate cell death (e.g., loss of mitochondrial membrane
potential, inhibition of ERK and BDNF and dendritic blebbing) [99–101]. A recent study by
Milnerwood and colleagues has shown that mHtt results in increased extrasynaptic NMDAR
expression and currents [102] (see also [103]). Examination of extrasynaptic activation, by
mimicking glutamate spillover into the synaptic cleft with either strong evoked EPSCs or
paired-pulse stimuli revealed increased EPSC charge and elevated NMDA peak current and
charge in presymptomatic (1 month) YAC128 MSNs relative to YAC18 mice [102].
Accordingly, application of TBOA, a GLT1 transport inhibitor that enhances glutamate
spillover to extrasynaptic receptors, resulted in slowing of NMDAR EPSC kinetics in WT
and YAC18 mice, but the slowing was consistently more augmented in YAC72 and
YAC128 mice. Moreover, in the presence of TBOA, NMDA currents and peak charges were
larger in YAC128 compared with WT and YAC18 mice, while YAC72 mice exhibited
intermediate values. Altered TBOA-induced NMDA currents in YAC128 mice were
ameliorated on application of ifenprodil, which blocks NR2B extrasynaptic signaling.
Spontaneous NMDA activity was not altered by mHtt, further suggesting involvement of
NR2B-type and not NR2A-type NMDARs in altered MSN function. Surprisingly, treatment
with low-dose memantine, which is thought to preferentially antagonize extrasynaptic over
synaptic NMDARs, in 2–4-month-old YAC128 mice resulted in increased CREB activation
and improved motor learning (number of falls when learning the rotarod) relative to WTs
(Figure 2) [102]. Direct in vivo evidence for NR2B-mediated excitotoxicity in HD comes
from recent findings demonstrating exacerbated striatal neurodegeneration in double-mutant
mice that express 150Q and overexpress NR2B subunits [104].

It has been suggested that formation of mHtt macroinclusions is neuroprotective;
conversely, formation of soluble mHtt microaggregates increases neurotoxicity. Indeed, the
shortstop HD model, which expresses a short fragment (exons 1 and 2) of human Htt with
120 CAG-repeat expansions, does not manifest a HD behavioral phenotype and shows no
loss in brain weight, striatal volume and striatal neuronal count at 12 and 18 months of age,
despite the fact that it exhibits widespread mHtt nuclear inclusions [105]. Recent evidence
from studies by Okamoto and colleagues demonstrated a relationship between synaptic
versus extrasynaptic NMDA activity and mHtt inclusion formation. Consistent with NR2B-
mediating toxicity pathways in HD, low-dose memantine (10 µM; to block extrasynaptic
NMDAR activity) in primary rat striatal and cortical cultures transfected with WT or
expanded Htt constructs, as well as from the YAC128 striatum, was found to increase mHtt-
containing macroinclusions [106]. On the other hand, high-dose memantine (30 µM; to
block synaptic NMDARs) reduced the formation of mHtt inclusions. This effect was
NMDA-specific as mHtt inclusion formation was unchanged by α-amino-3-hydroxy-5-
methyl-4-isoxazole-propionic acid (AMPA) antagonism with CNQX. Interestingly, low-
dose memantine protected mHtt-transfected neurons from a glutamate challenge. Moreover,
treatment with low-dose memantine increased mHtt inclusions, attenuated striatal volume
loss and enhanced motor function (rotarod) in YAC128 mice at 12 months; the opposite
effect was found when mice were treated with high-dose memantine. The molecular
mechanism that regulates synaptic induction of mHtt inclusion formation appears to involve
the chaperonin T complex-1 ring complex, while formation of soluble toxic mHtt appears to
involve impairment of the CREB–PGC-1α pathway. Taken together, these recent findings
suggest that activation of extrasynaptic NMDARs leads to mHtt-mediated MSN
dysfunction, while physiological levels of synaptic NMDAR activity renders MSNs more
resistant to mHtt toxicity [102,106].

How does mHtt augment NR2B activity? Numerous studies have investigated mRNA and
protein expression of NMDARs in human post-mortem brains and in HD mouse models, yet
no conclusive correlation exists between CAG-repeat number and receptor expression
levels, nor receptor sensitivity (for discussion, see [83]). Some studies suggested that mHtt
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expression affects NMDAR function via a PSD95-dependent mechanism [107,108]. Indeed,
treatment of YAC72 and YAC128 MSN cultures with the Tat-NR2B9C peptide (200 nM),
which blocks binding of NR2B with PSD95 and reduces surface expression of NMDARs,
resulted in a marked reduction in NMDA-induced apoptosis [109]. Knockdown of PSD95
with siRNA resulted in the same effect in YAC128 MSNs [109]. Another possibility is
altered NMDAR trafficking to the plasma membrane in the presence of mHtt [110]. Future
experiments will be needed to clarify the exact molecular mechanisms responsible for
increased NMDAR activity in HD MSNs.

From the above discussion, it is clear that hyperfunction of extrasynaptic NMDARs (NR2B)
is a major problem in HD and these receptors warrant targeting. It would be interesting to
test whether increasing the level of glutamate uptake with a compound such as ceftriaxone
[67] in HD mice is sufficient to reduce glutamate spillover and subsequently attenuate
extrasynaptic activity. However, one is still faced with the possibility of altered NR2B
localization in the plasma membrane and/or changes in subunit composition (see [78]).
Therefore, NR2B inhibitors (e.g., ifenprodil and memantine) are likely candidate targets.
Indeed, low-dose memantine is neuroprotective in vitro [106,111] and in vivo [102,106].
Memantine demonstrated some beneficial effects in a small scale pilot evaluation in HD
patients [112], and a large Phase IV clinical trial of memantine in HD patients
(NCT00652457) is currently recruiting participants. Furthermore, a continued search for
compounds that positively regulate physiological levels of synaptic NMDAR (NR2A)
activity and/or negatively regulate extrasynaptic NMDARs (NR2B) is warranted.

Medium spiny neuron metabotropic glutamate receptors
Metabotropic (G-protein-coupled) glutamate receptors are divided into three broadly defined
groups (for reviews, see [113,114]). Group I (mGluR1,5) activation leads to generation of
inositol (1,4,5)-triphosphate (InsP3), which binds to the InsP3 receptor (InsP3R) and
mobilizes intracellular Ca2+ (see ‘Deranged striatal calcium signaling in Huntington’s
disease medium spiny neurons’ section for details). In the striatum, group I receptors are
located on the postsynaptic cells (i.e., MSNs). Activation of group II (mGluR2,3) and group
III (mGluR4,6,7,8) impedes formation of cAMP by inhibiting adenylyl cyclase. Group II
(mGluR2) receptors are primarily located presynaptically in the striatum and regulate
glutamate release via negative feedback control [115]. Analysis of mGluRs in the striatum
of symptomatic R6/2 mice (12 weeks) using receptor-binding autoradiography,
immunoblotting and in situ hybridization revealed decreases in mGluR1, mGluR2 and
mGluR3 subtypes, but not mGluR5 [58]. However, increased binding to group I and II
mGluRs without a concomitant increase in mRNA expression was found in YAC128 mice
[116].

It appears that mGluR1/5 receptors, which activate signaling pathways that facilitate either
prosurvival or prodeath cellular mechanisms [117], play a prominent role in mHtt-mediated
MSN pathology. That histological analyses suggests mGluR5 is more enriched in MSNs
compared with mGluR1 [118–121] and that mGluR5−/− mice exhibit only approximately
30% of WT 3,5-dihyroxyphenylglycine (DHPG; a specific mGluR5 agonist)-mediated InsP3
production, implicates mGluR5 activity as the primary driver of mGluR1/5 (hereafter
mGluR5) signaling in MSNs. In our attempts to determine a molecular link between mHtt
and altered InsP3R1-mediated Ca2+ signaling in MSNs (see ‘Deranged striatal calcium
signaling in Huntington’s disease medium spiny neurons’ section for details), we probed the
activation of the mGluR5 receptor with 10 µM DHPG [122]. Application of DHPG to
MSNs transfected with a Htt-82Q plasmid resulted in a marked increase in intracellular Ca2+

release (340:380 Fura-2 ratio) compared with those transfected with an EGFP plasmid alone
(control) or a Htt-23Q plasmid [122]. Moreover, the effect is correlated with the polyQ
expansion as MSNs transfected with an expanded Htt-138Q exhibited a more drastic Ca2+
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response compared with Htt-82Q [122]. These data have revealed that mHtt increases the
sensitivity of InsP3R1 activation by InsP3, resulting in deranged intracellular Ca2+ [122].

On the other hand, a prosurvival function for mGluR5 comes from recent evidence by
Ribeiro and coworkers [123]. For example, DHPG activation of mGluR5-mediated InsP3
formation is desensitized in striatal slices from presymptomatic but not symptomatic
HdhQ111/Q111 compared with HdhQ20/Q20 mice [123]. Moreover, desensitization of InsP3
formation was protein kinase C-mediated and inhibition of PKC increased InsP3 formation
in HdhQ111/Q111 to HdhQ20/Q20 levels. Furthermore, treatment of striatal neuronal cultures
with DHPG and a PKC inhibitor, but not DHPG alone, increased cell death in HdhQ111/Q111

compared with HdhQ20/Q20 mice. Another mGluR5 prosurvival pathway involves
phosphorylation (activation) of ERK1/2 and AKT [124–126]. Application of 10 µM DHPG
in primary neuronal cultures and slices enhanced activation of ERK1/2 and AKT in
HdhQ111/Q111 compared with HdhQ20/Q20 mice. Thus, activation of mGluR5 signaling
pathways may be neuroprotective early in HD progression. Interestingly, however, mGluR5-
mediated Ca2+ release in striatal neuronal cultures was higher in HdhQ111/Q111 compared
with HdhQ20/Q20 mice [123], corroborating the findings of Tang et al., [122] and suggesting
that the level of mGluR5 compensation in HD is not sufficient to mitigate deranged
intracellular Ca2+. Therefore, it is doubtful that agonizing mGluR5 would be therapeutically
beneficial.

Indeed, treatment with riluzole, a general antigluamatergic agent [127,128] that is US FDA-
approved for the treatment of amyotrophic lateral sclerosis [129], in R6/2 mice beginning at
a presymptomatic stage delayed progressive weight loss and increased lifespan, but did not
improve HD behavioral signs [130]. Similarly, riluzole partially protected cultured YAC128
MSNs from glutamate-induced apoptosis [111]. Although low-dose riluzole (50 mg twice
daily) showed no efficacy in clinical trials [131], high-dose (200 mg per day) demonstrated
beneficial symptomatic effects in HD patients [132]. In a more detailed preclinical study,
R6/2 mice were treated with either LY379268 (mGluR2 agonist) or 2-methyl-6-
(phenylethynyl)-pyridine (MPEP; mGluR5 antagonist) [133]. Both LY379268 and MPEP
treatment increased survival times and reduced early pathological hyperactivity in R6/2 mice
relative to placebo-treated mice (Figure 2) [133]. Moreover, the decline in rotartod motor
performance was attenuated in MPEP-treated, but not in LY379268-treated R6/2 mice [133].
Interestingly, no change in intranuclear inclusion formation was found in either treatment,
suggesting that mGluR2 and mGluR5 are not related to alterations in mHtt aggregation.
Therefore, agonists of mGluR2, which putatively reduce corticostriatal glutamate release,
and antagonists of mGluR5, which inhibit InsP3 production, may be promising therapeutic
targets in HD.

Medium spiny neuron AMPA receptors
AMPA-receptor activity mediates fast-acting postsynaptic glutamatergic responses and is
partly responsible for relieving the Mg2+ block from NMDARs. Autoradiographic studies
suggest that AMPA binding, but not mRNA expression, is elevated in YAC128 mice
compared with controls [116]. It was recently found that evoked AMPA mean peak currents
and current densities were increased at 1 month and did not differ at 7 months in acutely
dissociated MSNs from YAC128 mice relative to WTs [52]. The age-related biphasic
changes in AMPA currents appear to be concomitant with the degree of corticostriatal
neurotransmitter release and not with AMPA-receptor affinity [52]. Analysis of spontaneous
AMPA receptor-mediated EPSCs from MSN slices revealed a nonsignificant trend for lower
frequencies and longer interevent intervals and a significant difference in interevent variance
and decay kinetics in YAC128 compared with YAC18 mice (1 month of age), suggesting
that presynaptic release is subtly altered [134]. Evoked receptor activity using a high, but not
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low, level of stimulation revealed reduced AMPA peak amplitudes in YAC72 and YAC128
mice (1 month of age) relative to YAC18 mice [134].

A clear disease progression-dependent reduction in AMPA responses are found in the more
aggressive R6/2 HD model [51]. For example, spontaneous AMPA EPSC frequencies are
not different in presymptomatic R6/2 mice (3–4 weeks of age), but a steady decline in
frequency appears at the onset of an overt behavioral phenotype (5–7 weeks), becoming
more severely impaired late in the disease (11–15 weeks) [51]. These differences persist in
the presence of bicuculline or tetrodotoxin (to block inhibitory synaptic activity and action
potentials, respectively), suggesting that the reduced spontaneous AMPA frequencies were a
result of reduced presynaptic glutamate release [51]. No difference in spontaneous AMPA
EPSC current amplitudes or decay kinetics appeared [51]. Overall, these findings support
the idea that the corticostriatal circuit becomes increasingly disconnected throughout HD
progression (Figure 1).

Cortical glutamate receptors
Although much work has focused on altered glutamate receptors in MSNs, little effort has
been made to elucidate the role these receptors might have in the synaptic activity in cortical
pyramidal neurons. Studies from R6/2 mice have shown that pyramidal AMPA currents
from acutely dissociated sensorimotor cortices are smaller at 21 days (presymptomatic
stage) and at 40 days (a time of early symptom-onset) [135]. Moreover, NMDA peak
currents were also smaller in R6/2 pyramidal cells at 21 days. Although there was no
difference in NMDA currents in R6/2 mice and WTs at 40 days, Mg2+ sensitivity was
greater in R6/2 mice, resulting in smaller NMDA currents when recorded in the presence of
Mg2+. No differences in AMPA or NMDA currents occurred at 80 days [135]. These
findings demonstrate that glutamatergic signaling is reduced at an early stage in HD
pathology, possibly contributing to the early manifestation in cognitive and/or motor
dysfunction in HD. Recent findings demonstrate overt alterations in excitatory and
inhibitory inputs to sensorimotor pyramidal neurons in three HD mouse models (R6/2,
YAC128 amd CAG140 KI) [136]. Pyramidal neurons from the HD models exhibited a
global increase in spontaneous frequencies of EPSCs relative to their respective controls.
Greater spontaneous EPSC frequency was also apparent in the presence of tetrodotoxin,
suggesting a problem with presynaptic release that is independent of action potentials.
Similarly, evoked EPSCs had greater amplitudes and reduced paired-pulse ratios, indicating
an increased probability of presynaptic release. Similarly to spontaneous EPSCs, inhibitory
postsynaptic potentials were also increased in all HD models, but were reduced in R6/2 mice
at a time corresponding to widespread phenotypic behavior [136]. Taken together, these
findings suggest that mHtt induces altered pyramidal activity, which can have stark
implications on MSN input. Remarkably, synaptic excitatory and inhibitory inputs onto
cortical pyramidal neurons are differential and opposite to what has been found in MSNs,
which has implications for therapeutic approaches [20].

Aberrant dopaminergic signaling in the Huntington’s disease corticostriatal
synapse
Dopamine receptors

Many studies have shown altered dopamine-receptor expression both in human patients and
rodent models. C-raclopride PET studies in the brains of living and symptomatic human HD
patients indicate reduced dopamine receptor labeling is correlated with disease progression,
cell loss and cognitive impairment [137]. Importantly, reduced dopamine-receptor binding is
also prominent in the striatum and cortex of presymptomatic HD gene carriers, indicating
dopamine dysfunction to be onboard before clinical manifestation of the disease [137].
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Mirroring human HD, reduced dopamine D2-receptor binding is also evident in KI HD mice
before HD phenotypic expression [138]. Similarly, numerous mouse models show reduced
expression of dopamine receptors both before and after phenotypic expression [57,139,140].
Thus, reduced dopamine-receptor expression is a prominent feature of HD pathology.
Interestingly, however, YAC128 mice do not express reduced dopamine-receptor binding
[116].

Dopamine release
Microdialysis in R6/1 mice (16 weeks of age) in vivo showed a marked reduction (70%) of
basal extracellular dopamine levels compared with WTs [141]. Moreover, fast-scan cyclic
voltammetric measurements have indicated impaired release of dopamine in R6/2 brain
slices at 12 weeks of age [142,143]. Impaired release of dopamine is probably due to
reduced quantal release as described with amperometry in adrenal chromaffin cells [143].
More recent findings suggest that the mechanism of impaired dopamine release in R6/2 mice
(12 weeks of age) is a result of fewer dopamine reserve pool vesicles available for
mobilization in the striatum [144]. This could be due in part to altered vesicular handling at
synaptic terminals (see ‘Glutamate release’ section). Indirect evidence for dopamine
dysfunction in HD comes from the fact that administration of amphetamine,
methamphetamine and cocaine (compounds that potentiate physiological dopamine release
[145]) to R6/2 mice results in a blunted stereotypical motor behavioral response compared
with WTs, implying diminished dopamine release [69,142,146]. Our laboratory recently
reached similar conclusions in studies of cocaine response in aging YAC128 HD mouse
model [Wu et al., Unpublished Data].

Dopaminergic action in Huntington’s disease
As a neuromodulator, the action of dopamine in the striatum is complicated and little is
known about how it is altered by mHtt. What is becoming clear is that D2 receptors reduce
glutamate release and attenuate the activity of MSNs of the indirect pathway, while D1-
receptor activation augments NMDA-mediated currents in MSNs of the direct pathway
(Figure 2) (for review, see [147]). A role for dopamine in HD etiology was first described
when over a third of asymptomatic relatives of HD patients developed dyskinesias in
response to L-DOPA [148], which is consistent with dopamine-receptor hypersensitivity (see
previous section). The concentration of dopamine in the striatum follows a dorsal to ventral
gradient [149], as does the gradient of neuropathology in HD [150]. High concentrations of
dopamine exert direct toxic effects on striatal neurons [151–156]. In addition, experimental
evidence from our group and others suggests that in HD, dopaminergic and glutamatergic
signaling pathways act synergistically to enhance the sensitivity of striatal neurons to mHtt
toxicity via disturbed calcium homeostasis [157] and dysregulated Cdk5 signaling [158]. All
of these studies point to an important role of the dopaminergic pathway in HD and suggest
that dopamine signaling constitutes a potential therapeutic target for HD treatment.

The importance of the dopamine pathway in vivo was evaluated in experiments with HD
mice. Hyperdopaminergic transmission has been shown to accelerate the formation of mHtt
aggregates and promote motor dysfunction in the 92Q KI HD mouse model [159]. In our
experiments, YAC128 HD mice were fed with tetrabenazine (TBZ), a reserpine-like drug
that depletes dopamine content in presynaptic vesicles by blocking the vesicular monoamine
transporter type 2 (VMAT2) [160], or L-DOPA, which increases basal dopamine. Behavioral
analysis (by rotarod, beamwalk or gait analysis) revealed improvement in YAC128 mice
treated with TBZ and impaired performance when treated with L-DOPA [157,161].
Moreover, the behavioral deficits were consistent with brain pathology between the
treatment groups; TBZ treatment ameliorated loss in brain weight, neuron loss and reduction
in average cross-sectional areas [157,161]. Overall, these findings indicate that dopamine
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and glutamate signaling pathways act synergistically to induce deranged Ca2+ signaling,
leading to HD symptomology and MSN degeneration [157,161]. Our studies were primarily
focused on the role of D1 receptors [157]. A parallel line of research indicated that D2
receptors may also play an important role in HD pathology by mediating the direct toxic
effects of dopamine on MSN neurons [153]. On the other hand, D2 receptors have been
largely implicated in neuroprotection [162]. Thus, it will be important for future studies to
delineate the roles of D2 and D1 dopamine receptors in HD pathophysiology. It will also be
important to understand the so-called HD-induced hyperdopaminergergic transmission in a
system where receptor expression and dopamine release is reduced in the striatum.

Findings from functional imaging studies (FM1–43) have provided additional insight into
dopamine and glutamate signaling in HD [52]. Evidence suggests that dopamine can filter
corticostriatal glutamatergic signaling by action of D2 receptors, which leads to inhibition of
exocytosis from corticostriatal terminals that possess the lowest probability of release [163].
Indeed, dopamine filtering is reduced in YAC128 slices at a late stage in disease progression
(12 months) [52], paralleling reduced dopamine release from substantia nigra compacta
afferents [144] and implicating disconnection of MSN afferents as a prominent feature of
mid- to late-stage HD (Figure 1).

The first drug approved by the FDA in 2008 for HD treatment and the most efficacious to
date was TBZ. TBZ is a potent inhibitor of VMAT2 and causes depletion of dopamine
content in presynaptic vesicles [160]. Clinical trials indicate that TBZ significantly reduces
chorea in symptomatic HD patients (Figure 2) [164,165]. The benefical effects of TBZ have
also been observed in YAC128 mice; early treatment with TBZ attenuated motor
coordination deficits and protected MSNs from degeneration in vivo [157,161]. By blocking
VMAT2, TBZ depletes biogenic amines, including dopamine as well as serotonin and
norepinephrine. Reduced levels of serotonin can cause depression. Indeed, it has been
reported that many HD patients taking TBZ became severely depressed [165,166]. In the
latest study, we also noticed that TBZ treatment groups of WT and YAC128 mice exhibited
symptoms of depression, such as hypoactivity, immobility in a tail suspension test and
impaired performance in forced-swim test paradigm [161]. Depression side effects are a
major limitation for TBZ treatment for HD symptoms [165,166].

A novel compound Huntexil® (pridopidine or ACR16; NeuroSearch A/S, Denmark) is a
modulator of D2 receptor activity that has been recently developed by NeuroSearch for
treatment of movement and psychiatric disorders. In a recently completed Phase III HD
clinical trial (MermaiHD), Huntexil demonstarted significant clinical benefits (Figure 2).
Huntexil treatment twice daily (45 mg) for 6 months statistically improved both voluntary
and involuntary motor symptoms in 437 HD patients. Although the method of action of
Huntexil is poorly understood, it is known to have antipsychotic effects and it appears to
stimulate or inhibit dopamine depending on the basal dopaminergic tone (normalizing hypo-
and hyper-dopaminergic behavior) [167], an effect only found in vivo, suggesting a complex
mechanism of action that may be modulated by behavioral state [168]. Mechanistically,
Huntexil appears to act as a state-dependent D2-receptor antagonist [168]. Although it is still
unclear how TBZ and Huntexil act to attenuate the HD phenotype, we speculate that by
modulating dopamine, they are capable of attenuating aberrant glutamatergic signaling at the
corticostriatal synapse (Figures 1 & 2). Importantly, further analysis of results from a Phase
III trial suggested that Huntexil exerted not only symptomatic benefits but was also able to
slow the underlying disease progression. These clinical findings with Huntexil are consistent
with the disease-modifying effects of TBZ that we observed in the present and previous
studies with the YAC128 HD mouse model [157,161]. It will be of interest to compare
Huntexil with TBZ and with other clinically relevant D1- and D2-receptor antagonists in HD
mouse models. Obtained results will provide the opportunity to systematically compare the
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symptomatic and disease-modifying effects of these dopamine antagonists in HD, as well as
evaluate potential side effects of these compounds. In summary, it will be important that
future experiments delineate the dysfunction of dopamine signaling in HD, especially since
the drugs that modulate dopamine signaling (TBZ and Huntexil) are the only two drugs that
so far have yielded significant benefit in patients.

Deranged striatal calcium signaling in Huntington’s disease medium spiny
neurons
Mutant huntingtin sensitizes InsP3R1 to InsP3

The InsP3R1 is a Ca2+ release channel that plays a critical role in modulating intracellular
levels of Ca2+ [169]. Our laboratory has been heavily invested in elucidating the interaction
between mHtt and InsP3, as well as other Ca2+-related mechanisms relevant to HD (for
reviews, see [80,86]). We first discovered that mHtt binds directly and specifically to the C-
terminal region of the type 1 InsP3 receptor (InsP3R1) [122]. Recently, unbiased high-
throughput screening assays confirmed mHtt binding to InsP3R1 [170]. Interestingly, the
affinity of mHtt to InsP3R1 increases when mHtt is associated with HAP1a [122]. Moreover,
mHtt, but not normal Htt, augmented InsP3R1 activity in planar lipid bilayers [122].
Similarly, application of subthreshold concentrations of DHPG, an mGluR5 agonist,
sensitized Ca2+ release in YAC128 primary MSN cultures [122]. This is consistent with the
fact that glutamate-induced apoptosis of MSNs from YAC128 mice is mediated by mGluR5
and NR2B receptors [92]. In fact, specific blockade of InsP3R1 with 2-aminoethoxydiphenyl
borate and enoxaparin is neuroprotective in the same [92]. In a follow-up study, we found
disturbed Ca2+ signaling, enhanced glutamate-induced apoptosis and augmented NR2B
activity in cultured MSNs from YAC128 mice, which express full-length human Htt, but
these effects were completely absent in shortstop mice that express an aminoterminal
fragment of mHtt (exons 1 and 2), suggesting a critical role for full-length mHtt in altered
MSN Ca2+ signaling [91]. In more recent experiments, it was demonstrated that viral
delivery of a peptide that disrupts mHtt association with InsP3R1 protected YAC128 mice
MSNs in vitro and in vivo [171]. Augmented InsP3R1 activity further implicates mGluR5-
receptor signaling in HD pathology. Importantly, inhibitors of InsP3R1 may impede
intracellular Ca2+ overload early in the disease and protect MSNs from glutamate-induce
excitotoxicity.

Mutant huntingtin alters voltage-gated Ca2+ channels
High-voltage activated (HVA) Ca2+ channels (voltage-gated Ca2+ channels [VGCCs]) are
important regulators of neuronal Ca2+ signaling and recent evidence highlights their
function in HD. Five classes are expressed in MSNs: N-type, P/Q-type, R-type, CaV1.2 L-
type and CaV1.3 L-type [172]. It has been reported that Htt directly binds to the α2/δ
auxiliary subunit (CACNA2D1) of VGCCs [170]. Another study found that N-terminal
fragments of exon 1-containing Htt (Httexon1) bind the CaV2.2 pore-forming subunit of the
N-type Ca2+ channel [173]. Moreover, binding of Httexon1 to the N-type Ca2+ channel
displaces syntaxin 1A, resulting in enhanced Ca2+ influx [173]. Therefore, it is conceivable
that increased binding of Httexon1 to N-type channels would elevate Ca2+ influx by reducing
syntaxin 1A control over N-type channels. Conversely, reduced concentration of Httexon1

would result in increased control of syntaxin 1A and reduce Ca2+ influx [173]. These data
are somewhat in line with the fact that mHtt macroinclusions provide prosurvival effects by
reducing mHtt binding to proteins [106]. Moreover, MSNs from R6/2 mice exhibited an
initial increase in HVA Ca2+ density (3–6 weeks of age), which was followed by a reduction
in HVA Ca2+ density (after 7 weeks of age) [174,175]. It is also relevant that genetic
removal of the Drosophila L-type Ca2+ channel pore-forming subunit (Dmca1D) resulted in
suppression of photoreceptor neurodegeneration in an HD fly model [176]. Related to these
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findings is that blockade of L-type Ca2+ channels with isradapine resulted in significant
neuroprotective effects in the chronic MPTP mouse model of Parkinson’s disease [177].
Because specific blockers for VGCCs are now available, it will be important to further
investigate VGCC activity in HD. Indeed, our laboratory is actively pursuing this concept
and preliminary data suggest neuroprotective properties of the L-type Ca2+-channel
inhibitor, nifedipine.

It is claimed that the old antihistamine Dimebon (latrepirdine) exerts neuroprotective effects
by stabilizing neuronal Ca2+ signaling [178]. Based on this idea, Dimebon was proposed as
a potential treatment for Alzheimer’s disease (AD) and HD and evaluated in clinical trials.
Dimebon demonstrated significant positive effects in a 6-month randomized, double-
blinded, placebo-controlled Phase II trial of 183 patients with mild-to-moderate AD. At the
conclusion of the trial, it was reported that after 12 weeks of taking Dimebon, patients
significantly improved over baseline for AD Assessment Scale – cognitive subscale (ADAS-
cog) score (mean drug–placebo difference: −4.0; p < 0.0001) [179]. Dimebon was also
recently evaluated in Phase II HD clinical trial conducted by the Medivation and Huntington
Study Group (DIMOND). It was discovered that Dimebon had no significant effect on
Unified HD Rating Scale measures of HD progression or on ADAS-cog readout [180]. A
small benefit was observed in Mini-Mental State Examination (MMSE) measurements of
cognitive performance [180].

The mechanism of action of Dimebon remains unclear [181]. It has been initially suggested
that Dimebon acts by inhibiting NMDARs [182], VGCCs [183] and the mitochondrial
permeability transition pores [184]. Our laboratory evaluated Dimebon in experiments with
primary neuronal cultures from a YAC128 HD mouse model and demonstrated that
concentrations of at least 10 µM were required to inhibit VGCCs and NMDARs [185]. At
least 50 µM of Dimebon was needed to exert neuroprotective effects in glutamate
excitotoxicity models [185]. The concentrations of Dimebon needed to affect Ca2+ signaling
and mitochondria in all published reports [182–185] were at least 10 µM, which is far above
the physiological range. In order to search for more physiologically relevant targets of
Dimebon, we performed an unbiased screen for Dimebon targets [185]. It was discovered
that Dimebon potently inhibits α1B-adrenergic receptors, histamine H1 receptors and
serotonin 5-HT6 receptors, as well as a number of additional receptors [185]. These findings
were recently confirmed in an independent study [186]. It is most likely that some cognitive
effects of Dimebon observed in AD and HD clinical trials [179,180] are due to interactions
with these receptors. In particular, the ability of Dimebon to inhibit 5-HT6 serotonin
receptors with high affinity (Ki = 34 nM) [186] is of interest. Serotonin 5-HT6 receptors are
known targets for cognitive enhancement that have been previously considered for AD
treatment [187]. A recently published evaluation of Dimebon in the animal model confirmed
the ability of Dimebon to interact with 5-HT6 receptors in vivo and to exert acute behavioral
effects similar to the specific 5-HT6 receptor antagonist SB-399885 [188]. These studies
support the hypothesis that the cognitive effects of Dimebon are most likely due to its ability
to inhibit 5-HT6 serotonin receptors. In addition, other potential effects of Dimebon, such as
its effects on amyloid metabolism [189] and protein aggregation [190,191], may have
contributed to some of the results observed in the clinic.

The large, Phase III, 26-week clinical trial of Dimebon in AD patients sponsored by
Medivation and Pfizer has been recently completed (CONNECTION trial) and the results
were disappointing, as treatment with Dimebon did not significantly improve ADAS-cog (p
= 0.86) or any other primary or secondary efficacy end points [181]. The Phase III study of
Dimebon in HD (HORIZON trial) sponsored by Medivation and Pfizer is currently
recruiting. It is not clear at the moment if development of Dimebon for AD and HD will
continue.
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Dysfunction of corticostriatal neuronal communication in Huntington’s
disease

Evidence suggests that aberrant synaptic function is one of the earliest detectable effects of
mHtt and may correlate with the clinical signs that appear during early symptom
progression. For example, one of the earliest changes in MSNs is an increase in the
membrane input resistance [192]. Other intrinsic membrane properties (e.g., cell
capacitance, time constants and alterations in K+ channels and Ca2+ conductances) have also
been shown to be disrupted in MSNs and cortical pyramidal cells in HD models (for review,
see [20]). However, one overlooked question is what happens to neuronal communication
(i.e., spike output) when mHtt-mediated dysfunction goes awry in the corticostriatal circuit?

Attempts have aimed to answer this question. Current clamp recordings from MSNs in slices
of R6/2 mice have shown that action potentials display shorter interspike intervals and
exhibit greater spike adaptation, equating to an irregular pattern of firing relative to WTs
[192]. More recent studies have taken advantage of multiwire bundle electrodes implanted in
the brain of rodents in vivo, enabling simultaneous electrophysiological recordings from
many neurons while animals are awake and behaving. Recordings from putative striatal
MSNs in behaving HD mice revealed elevated firing frequencies in R6/2 mice (1–2 months
old), but not in 140CAG KI mice (2–12 months old), relative to WTs [193,194]. However, a
more detailed analysis of spike patterns indicated reduced indices of burst activity (e.g.,
burst rate, percentage of spikes in bursts and magnitude of burst) in both HD models,
although burst rate was not different in 140CAG KIs compared with controls [194]. To
better understand MSN population activity, cross-correlation histograms, which measure
spike timing between neuron pairs, were constructed and revealed a marked reduction in
correlated neuronal activity in both HD models [194]. Similar recordings in MSNs from a
recently generated transgenic rat model of HD (tgHDrat; 10–15 months old) [195] revealed
no changes in individual MSN firing patterns, but a marked reduction in correlated firing
[196]. These changes are not specific to the striatum. Correlated firing is also greatly
reduced in pyramidal neurons from the prefrontal cortex of R6/2 mice (2–3 months old) and
140CAG KI mice (2–8 months old) and in the motor (M1) cortex of R6/2 mice (1–3 months
old; M1 recordings were not performed in 140CAG KI mcie) [197,198]. Moreover,
pyramidal neurons from both cortical areas in R6/2 mice showed altered spike activity
patterns in individual neurons, a phenomenon that was absent in 140CAG KI mice [166–
167].

Taken together, these findings suggest mHtt alters neuronal output in diverse brain areas and
this deficit appears early in disease progression and is persistent in all three HD models.
Loss of correlated activity in the striatum and cortex was found in all HD models at all ages
tested, suggesting a loss of coordinated circuit function. For example, MSNs require
temporally convergent cortical excitation to bring them into a depolarized up-state to elicit
firing [199]. Therefore, it is likely that loss of coordinated activity in the cortex is reflected
by a loss of coordinated MSN activity. Interestingly, however, individual activity patterns
were altered in MSNs and not in prefrontal pyramidal neurons from 140CAG KI mice
[194,197], suggesting that MSN output may become disrupted earlier in disease progression.
Because proper function of neuronal circuits is important to guide behavior, it is conceivable
that these altered activity patterns contribute directly to HD symptomology. Indeed,
treatment with AA (300 mg/kg) not only restores the level of AA released into striatum (see
‘Glutamate uptake’ section) and attenuates the HD behavioral phenotype [200], but
significantly attenuates the elevated firing rates in R6/2 mice [193]. It will be intriguing to
test whether future candidate therapeutics are capable of restoring the natural activity
patterns of neuronal populations in behaving animals.
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Conclusion
It is now well established that mHtt causes neuronal dysfunction long before neuronal death
in HD pathology. In fact, neuronal dysfunction in the corticostriatal circuit occurs even
before appearance of an overt phenotype in HD mouse models. Thus, targeting mechanisms
that lead to dysfunction early in disease progression will probably be promising in the clinic.
We suggest that aberrant glutamatergic, dopaminergic and Ca2+ signaling mechanisms work
in concert to cause dysfunction of MSNs. Indeed, these events occur early in HD
pathogenesis and correlate well with symptom severity in animal models of HD
[20,80,83,86].

What is the major event(s) that leads to corticostriatal dysfunction? It appears that the
‘excitotoxicity hypothesis’ of HD has validity. Intracellular Ca2+ overload is particularly
toxic. Whatever the mechanism(s), mHtt appears to enhance sensitivity of NR2B
extrasynaptic- and mGluR5-mediated currents, which alters intracellular Ca2+ buffering by
either excess Ca2+ entry or by increasing production of InsP3, respectively. Moreover,
altered mHtt-induced dopamine signaling synergizes augmented glutamate responses,
rendering further aberrant intracellular Ca2+. Binding of mHtt to InsP3R1 also potentiates
intracellular Ca2+ release. In order to reduce excitotoxic burden and avoid cell death, striatal
neurons ‘disconnect’ from glutamatergic cortical input. As a result of this, the
‘disconnected’ corticostriatal circuit can no longer operate correctly and HD symptomology
ensues. At this early stage, dopamine antagonists and stabilizers (TBZ and Huntexil) are
able to correct the corticostriatal circuit function and alleviate symptoms of the disease.
Eventually, excitotoxic mechanisms overwhelm normal cellular processes, leading to cell
death of striatal neurons and late-stage disease.

Future perspective
Although it has been almost two decades since the discovery of mHtt, efficacious therapies
for HD symptomology are lacking. Why have there been so few success and so many
failures in the clinic? The answer probably stems from the fact that mHtt disrupts cellular
processes in diverse and diffuse neuronal systems. Therefore, targeting any one molecular
event in a particular cell, a ‘one-hit-wonder drug’ per se, may not show efficacy; rather,
combinatorial therapies might be needed.

The clinical success of TBZ and Huntexil are steps in the right direction, but their
mechanisms of action are complex and not well characterized. Indeed, especially little is
known about Huntexil’s mechanism of action. Future experiments should be designed to
identify the mechanisms by which TBZ and Huntexil act to ameliorate HD symptomology.
This feat is not trivial since their actions rely on an intact and physiologically relevant
corticostriatal system and its relevant afferents (i.e., dopamine input from substantia nigra
pars compacta). The recent focus on the dual roles of NMDARs (i.e., extrasynaptic NR2Bs
versus synaptic NR2As) is also of great interest. Although more work is needed to fully
understand the dichotomy of NMDARs, it appears that global inhibition of glutamatergic
signaling would impede prosurvival mechanisms mediated by physiological levels of
presynaptic activation. This may explain the moderate effects of riluzole in preclinical trials
[130,185] and its only modest effect in clinical trials [131,132]. Preliminary clinical
evidence suggests memantine improves motor symptoms and retards the progression of HD
patients [112,201]. It is possible that NR2B-specific antagonists, such as infenprodil and
low-dose memantine, might prove useful in the clinic. Memantine demonstrated some
beneficial effects in a small-scale pilot evaluation in HD patients [112], and a large Phase IV
clinical trial of memantine in HD patients is currently in progress (NCT00652457). In
collaboration with Roche, Evotec (Germany) recently developed NR2B-specific antagonists
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(EVP101 and EVP103). Evaluation of these compounds in HD patients and in HD mouse
models will be of great interest. Similarly to NMDARs, a dual role for mGluRs is intriguing.
Compounds that agonize mGluR2 (e.g., LY379268) would reduce corticostriatal glutamate
release, and those that antagonize mGluR5 (e.g., MPEP), which would inhibit InsP3
production, may also hold promise in the clinic. Although the HD field is much improved
from almost two decades ago, it is clear that future studies will be needed to identify
additional novel and more rational targets.

What other considerations should be made in the HD field in the future? Evidence suggests
that MSNs belonging to the indirect pathway (D2-containnig MSNs) are more vulnerable to
mHtt than those belonging to the direct pathway [202,203]. This phenomenon could be due
in part to the fact that indirect-pathway MSNs are hyperexcitable, owing to stronger synaptic
coupling with cortical inputs [30] and enhanced spontaneous EPSCs relative to direct-
pathway MSNs [204]. However, it has been difficult to delineate whether dysfunction
occurs earlier in indirect versus direct MSNs. Using labeling methods [204] to identify
direct and indirect MSNs, it is now possible to test how mHtt differentially affects these
neurons. Moreover, because direct and indirect MSNs express different receptor types and
differ in their neurochemical make-up (see ‘Overview of the corticostriatal circuit’ section),
it will be necessary to take these into consideration when designing therapeutics. It is also
relevant that striatal interneuron death appears to be spared by the deleterious effects of
mHtt, although it is conceivable that these neurons could be dysfunctional. However, very
few studies have attempted to determine this. In one such study, it was found that
cholinergic interneurons from R6/2 mice exhibit reduced synaptic plasticity (long-term
potentiation) [205].

Although mHtt aggregation is a cell-autonomous process, recent evidence has revealed that
mHtt expression in multiple neuron types and in glia is necessary to fully induce HD
neuropathology and symptomology (i.e., noncellautonomous toxicity and pathological cell–
cell interactions) [206–208]. For example, progressive motor deficits and cortical neuronal
pathology are absent when mHtt is expressed selectively in pyramidal neurons in HD mice,
but not when mHtt is expressed in all neurons, including interneurons [208]. Recordings
from cortical pyramidal neurons revealed a reduction in GABA-ergic transmission that was
absent when mHtt was restricted to pyramidal neurons [208], suggesting a prominent role of
interneurons in HD pathology. The presence of mHtt in astrocytes and dopaminergic
neurons also markedly alters corticostriatal function.

Does the striatum or the cortex first become dysfunctional in HD pathogenesis? Although no
conclusive evidence has surfaced, the early appearance of cognitive deficits before the onset
of motor symptoms in HD patients and in several rodent models of HD suggests that the
cortex might become dysfunctional first. If so, would impeding HD progression in the cortex
abate progression in the striatum? Perhaps the opposite is true and dysfunction of the
striatum alters basal ganglia processing, which, in turn, would begin to affect the cortex.
Partial evidence for striatal dysfunction independent of the cortex comes from findings that
show motor impairment and changes in striatal gene expression when mHtt is expressed in
the forebrain but is specifically excluded in the neocortex [209]. It is also important to
consider that synaptic dysfunction of the striatum does not mirror dysfunction in the cortex
[136]. Moreover, many of the changes in synaptic communication in the corticostriatal
circuit are biphasic, changing from one direction to another as the disease progresses [20].
Thus, it is clear that mHtt-mediated dysfunction of the corticostriatal system is a circuit
problem, and this idea should be incorporated into rational therapeutic designs for HD.
Furthermore, elucidating HD-induced dysfunction of midbrain dopamine neurons and
especially the thalamostriatal pathway, which has largely been ignored in preclinical
investigations, will also be of great importance for drug design.
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Executive summary

Altered glutamatergic signaling in the Huntington’s disease corticostriatal synapse

▪ Expression of mutant huntingtin alters corticostriatal glutamate release (and
possibly other neurotransmitter releases) by interrupting axonal transport,
vesicular release, vesicular reuptake and presynaptic receptor regulation.

▪ Glutamate uptake is diminished in Huntington’s disease (HD), which is
primarily a result of dysregulated and decreased glutamate transporter 1
expression.

▪ Extrasynaptic NR2B N-methyl-D-aspartate receptor activity is selectively
potentiated over presynaptic NR2A activity in medium spiny neurons
(MSNs) from YAC128 mice.

▪ Activation of NR2B induces detrimental signaling pathways, while
physiological activation of NR2A promotes neuronal survival in YAC128
mice.

▪ Activation of the metabotropic glutamate receptor 5 receptor augments
inositol (1,4,5)-triphosphate (InsP3) production and increases intracellular
Ca2+ mobilization in YAC128 mice.

▪ Dysregulated excitatory and inhibitory synaptic activity in cortical pyramidal
neurons is opposite to changes in activity of MSNs.

▪ The noncompetitive N-methyl-D-aspartate receptor inhibitor memantine
demonstrated neuroprotective effects in experiments with YAC128 MSN
cultures and in animal studies with YAC128 mice.

▪ Memantine demonstrated some beneficial effects in a small-scale pilot
evaluation in HD patients and a large Phase IV clinical trial of memantine in
HD patients is currently in progress.

Aberrant dopaminergic signaling in the HD corticostriatal synapse

▪ The striatum receives massive dopamine input from substantia nigra and the
modulating dopamine signaling pathway provides an attractive opportunity
for therapeutic intervention.

▪ Dopamine and glutamate signaling pathways act synergistically to induce
deranged intracellular Ca2+ signaling and neurotoxcity in MSNs from
YAC128 mice.

▪ Downregluation of D2 and D1 receptors is one of the earliest events during
progression of human HD pathology.

▪ Dopamine modulators and antagonists may have benefit for both
symptomatic relief and as neuroprotective agents.

▪ Tetrabenazine (TBZ) is selective inhibitor of vesicular monoamine
transporter type 2, which depletes dopamine and serotonin content in
presynaptic vesicles.

▪ Long-term treatment with TBZ alleviated the motor phenotype and reduced
neuronal loss in YAC128 mice.
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▪ Human clinical trials indicated that TBZ significantly reduces chorea in
symptomatic HD patients, and TBZ is currently the only drug approved by
the US FDA for HD treatment.

▪ Due to antiserotonergic action, TBZ can cause severe depression in some HD
patients, limiting its therapeutic applications

▪ Huntexil (pridopidine; ACR16) is a novel state-dependent antagonist of D2
receptors developed by NeuroSearch A/S (Denmark).

▪ Huntexil demonstarted symptomatic and disease-modifying benefits in
clinical trials with HD patients.

▪ It will be of great interest to perform preclinical evaluation of Huntexil in HD
mouse models.

Deranged striatal calcium signaling in HD medium spiny neurons

▪ Full-length mHtt sensitizes InsP3R1 to InsP3, which leads to increased
intracellular Ca2+ signaling and neurotoxicity. Blockade mHtt association
with InsP3R1 stabilizes Ca2+ signaling and is neuroprotective in vitro and in
vivo in YAC128 mice.

▪ Voltage-gated calcium channel function is altered by mHtt, leading to
increased intracellular Ca2+ and neurotoxicity.

▪ Ca2+ signaling inhibitors hold therapeutic potential for the treatment of HD.

Dysfunction of corticostriatal neuronal communication in HD

▪ Altered activity patterns in single neurons and in neuronal populations is a
common feature of cortex and striatum that is found in multiple behaving
rodent HD models.

Conclusion

▪ Dysfunction of the corticostriatal circuit is prominent in HD
pathophysiology.

▪ Aberrant glutamatergic, dopaminergic and Ca2+ signaling are key to
corticostriatal dysfunction.

▪ Dysfunction of the corticostriatal circuit alters neuronal output in the cortex
and striatum.

Future perspective

▪ Because TBZ and Huntexil are clinically promising therapies, it will be
imperative to continue with preclinical studies to further investigate their
mechanisms of action.

▪ It will be important to investigate the role of the direct and indirect MSN
pathways in HD and to evaluate effects of dopamine antagonists on their
activity in HD models.

▪ It will be important to investigate the role of striatal interneurons in HD.

▪ It will be important to characterize the extent that MSN dysfunction is
determined by dysfunction of cortical (and other circuitry) input.
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Figure 1. Circuit dysfunction in Huntington’s disease
This model consists of direct (D1) and indirect (D2) MSNs and their primary glutamatergic
and dopaminergic inputs. Presymptomatic HD (left) represents a time before overt HD
symptoms appear. At this stage, the corticostriatal system appears to be intact and neuronal
(e.g., MSN and cortical neuron) degeneration is not evident, yet subtle neuronal dysfunction
begins to emerge. Symptomatic HD (center) represents a stage where neuronal dysfunction
is characterized by marked dysregulation of glutamatergic and dopaminergic signaling,
which leads to deranged intracellular Ca2+ and altered synaptic communication, including
changes in the pattern of neuronal output. Much evidence now supports the notion that the
corticostriatal circuit begins to disconnect at this symptomatic HD stage. The ramifications
of this effect are not fully understood, but disconnection of both glutamatergic and
dopaminergic input from MSNs correlates with the disease progression and probably
represents a neuroprotective mechanism to defend against global excitotoxicity. The
symptomatic stage of HD is also thought to be characterized by the preferential vulnerability
of MSNs belonging to the indirect pathway (D2-containig MSNs) to the toxic effects of
mutant huntingtin. To date, TBZ is the only US FDA-approved drug that has efficacy at this
HD stage. The efficacy of Huntexil® (NeuroSearch, Denmark) in HD clinical trials also
appears promising. Because these drugs are capable of modulating the interplay between
glutamate and dopamine, it is conceivable that they improve circuit function and reduce
MSN dysfunction. Late in HD progression (right), the corticostriatal circuit becomes
completely disconnected and dysfunctional and is marked by prominent cell loss. It is
questionable whether treatments would be efficacious at this stage in HD. Therefore, it will
be important to design compounds that not only ameliorate but also impede the progressive
dysfunction in HD pathogenesis. Thus, future experiments should focus attention on
stopping the dysfunction that occurs in presymptomatic and symptomatic HD.
HD: Huntington’s disease; MSN: Medium spiny neuron; TBZ: Tetrabenazine.
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Figure 2. Synaptic dysfunction in Huntington’s disease
In Huntington’s disease (HD), mHtt expression results in altered corticostriatal synaptic
function by synergizing glutamatergic and dopaminergic signaling, which increases
intracellular Ca2+ mobilization and leads to excitotoxicity. This model bypasses the cascade
of molecular signaling pathways and illustrates the ‘end result’ of mHtt-mediated
dysfunction of each pathway. Solid lines represent augmented function and dashed lines
illustrate reduced function, respectively. Dopamine release from the substantia nigra pars
compacta stimulates D1 receptors on direct pathway MSNs and augments N-methyl-D-
aspartate (NMDA)-mediated (NR2A) glutamate activity. TBZ inhibits dopamine release and
probably attenuates this response. Activation of D2 receptor-mediated inhibition of
glutamate release from presynaptic terminals is reduced in HD. Similarly, mGluR2
feedback-inhibition of glutamate release is also altered. Recent evidence has revealed that
synaptic NR2A NMDA receptor signaling is not disrupted in HD and is in fact prosurvival,
although the role of altered D1 activity on NR2A activity has not been fully elucidated.
Therefore, it is conceivable that D1 activity results in pathological changes to NR2A
function. Binding of mHtt sensitizes InsP3R1 to InsP3, resulting in supernormal Ca2+ release
from the ER upon mGluR5 activation. Elevated intracellular Ca2+ is also caused by altered
VGCC function. Moreover, mHtt expression potentiates NR2B NMDA receptor-mediated
responses and further increases Ca2+ levels. Dysfunction and reduced expression of GLT1
impedes glutamate uptake from the synaptic cleft. Huntexil® (NeruoSearch A/S, Denmark),
a dopamine stabilizer and D2 modulator, demonstrated efficacy in human HD clinical trials.
The mGluR2 agonist LY39268 and mGluR5 antagonist MPEP have shown promise in
mouse models of HD. Low-dose MMT, which preferentially blocks NR2B activity, and
ceftriaxone, which increases expression of GLT1, have also been successful in preclinical
trials with HD mouse models. Taken together, mHtt results in a potentiated bombardment of
glutamate-mediated excitotoxic cascades in MSNs.
ER: Endoplasmic reticulum; GLT: Glutamate transporter; InsP3: Inositol (1,4,5)-
triphosphate; InsP3R: Inositol (1,4,5)-triphosphate receptor; mGluR: Metabotropic glutamate
receptor; mHtt: Mutant huntingtin; MMT: Memantine; MPEP: 2-methyl-6-(phenylethynyl)-
pyridine; MSN: Medium spiny neuron; TBZ: Tetrabenazine; VGCC: Voltage-gated Ca2+.

Miller and Bezprozvanny Page 31

Future Neurol. Author manuscript; available in PMC 2011 October 3.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript


