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The localization and interactions of huntingtin

A. Lesley Jones
Institute of Medical Genetics, University ofWales College of Medicine, Cardi¡ CF4 4XN, UK ( jonesl1@cf.ac.uk)

Huntingtin was localized by using a series of antibodies that detected di¡erent areas of the protein from
the immediate N-terminus to the C-terminal region of the protein. The more C-terminal antibodies gave
a cytoplasmic localization in neurons of the brain in controls and cases of Huntington's disease (HD).
The N-terminal antibody, however, gave a distinctive pattern of immunoreactivity in the HD brain, with
marked staining of axon tracts and white matter and the detection of densely staining intranuclear
inclusions. This implies some processing di¡erences between mutated and normal huntingtin. We have
also localized two interacting proteins, cystathionine b-synthase and the nuclear receptor co-repressor
(N-CoR), in brain. Cystathionine b-synthase was not relocalized in HD brain, but the N-CoR was
excluded from neuronal nuclei in HD brain, and a further protein that exists in the same repression
complex, mSin3, was similarly excluded. We conclude that the co-repressor might have a part in HD
pathology.

Keywords: Huntington's disease; localization; cystathionine b-synthase;
nuclear receptor co-repressor (N-CoR); transcriptional repression

1. INTRODUCTION

Huntington's disease (HD) is an autosomal dominant,
incurable, progressive neurodegeneration. The disease is
associated with an expanded CAG repeat giving
expanded polyglutamine in the protein product,
huntingtin. Such expanded polyglutamine tracts give rise
to a number of inherited neurodegenerations (La Spada
et al. 1991; Huntington's Disease Collaborative Research
Group 1993; Orr et al. 1993; Koide et al. 1994; Nagafuchi et
al. 1994; Kawaguchi et al. 1994; Imbert et al. 1996;
Zhuchenko et al. 1997; David et al. 1997) distinguished by
the presence of neuronal inclusions found in cells known
to degenerate in six of the eight such diseases character-
ized (Davies et al. 1997; DiFiglia et al. 1997; Paulson et al.
1997; Skinner et al. 1997; Igarashi et al. 1998; Li et al. 1998;
Lunke & Mandel 1998) although the relationship of the
inclusions to the aetiology of the disease is unknown
(Saudou et al. 1998; Klement et al. 1998). Each disease
shows a characteristically distinct, although overlapping,
pattern of neuronal degeneration (Ross 1995); in HD it is
the medium spiny neurons of the basal ganglia that are
most vulnerable (Hedreen & Folstein 1995). Possible
reasons for such speci¢city include the protein context of
the repeat, cell-speci¢c post-translational modi¢cations
and interactions with other proteins.
Huntingtin has been immunolocalized in a series of

studies that have shown a strong cytoplasmic immuno-
reactivity (Trottier et al. 1995; DiFiglia et al. 1995;
Gutekunst et al. 1995; Sapp et al. 1997), although there
have been reports of nuclear localization (De Rooij et al.
1996). However, the intranuclear inclusions have shown
immunoreactivity associated only with epitopes in the
furthermost N-teminal regions of huntingtin, the region
within which the polyglutamine sequence resides

(DiFiglia et al. 1997; Becher et al. 1998). Antibodies
detecting more C-terminal epitopes of huntingtin have
not been localized to inclusions.

To investigate whether proteins interacting with
huntingtin are important in HD pathology and contribute
to the speci¢city of the observed neurodegeneration, we
have been looking for interactions of the polyglutamine-
bearing N-terminal region of huntingtin in the yeast two-
hybrid system. A number of such associations have been
detected previously, either by using the yeast two-hybrid
or other a¤nity-based methods, and include huntingtin-
associated protein 1 (Li et al. 1995), glyceraldehyde-3-
phosphate dehydrogenase (Burke et al. 1996), huntingtin-
interacting protein 1 (Wanker et al. 1997; Kalchman et al.
1997), a ubiquitin-conjugating enzyme (Kalchman et al.
1996), a series of WW domain proteins (Faber et al. 1998)
and an SH3-domain-bearing protein, SH3GL3 (Sittler et
al. 1998). We have detected two further interactions of
huntingtin, with cystathionine b-synthase (CBS) (Boutell
et al. 1998) and the nuclear receptor co-repressor
(N-CoR) (Jones et al. 1997).

We have now immunolocalized both of these proteins
in human control and HD brain, along with a compre-
hensive localization of huntingtin itself, by using an
a¤nity-puri¢ed polyclonal serum against the N-term-
inal region of huntingtin and a series of monoclonal
antibodies against three di¡erent, more C-terminal,
regions.

2. THE LOCALIZATION OF HUNTINGTIN

The characteristics of the antibodies used to localize
huntingtin are given in table 1, and the characteristics of
the HD tissue used are shown in table 2. Figure 1
demonstrates that the more C-terminal monoclonal
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Table 1. Anti-huntingtin antibody characteristics

(pAb, polyclonal antibody.)

antibody type

huntingtin
sequence
immunogen

epitope
detected source

N-675 pAb residues 1^17 unknown in house
HDA3E10 mAb residues 997-1276 1173-7 MRIC
HDB4E10 mAb residues 1841-2131 unknown MRIC
HDC8A4 mAb residues 2703-2911 unknown MRIC
ubiquitin mAb ö ö Chemicon

Int.
GFAP pAb ö ö DrJ.

Newcombe

Table 2. Details of HD brains used for immunohistochemistry

no. Vonsattel grade repeats age at death
(yr)

1 3 42/18 41
2 3 42/8 52
3 3 44/16 38
4 4 39/18 66
5 4 43/19 49
6 3 44/19 47

Figure 1. (a) Immunostaining HD cortex with monoclonal antibodies (i) HDA3E10 and (ii) HDC8A4. Magni¢cation�100.
(b) Immunostaining of HD cortex with N-675 and ubiquitin: (i) staining with N675 demonstrates the presence of inclusions;
(ii) staining with ubiquitin (see table 1); (iii) control; (iv) HD brain in cortical layer VI immediately above the white matter,
showing strong staining of processes and increased intensity of such staining in HD brain.

 rstb.royalsocietypublishing.orgDownloaded from 

http://rstb.royalsocietypublishing.org/


antibodies (mAbs) HDA3E10, HDB4E10 and HDC8A4
show a similar pattern of immunoreactivity, with strong
cytoplasmic staining of neurons, sparing of nuclei and
some staining of neuronal processes (¢gure 1a(i,ii)). This
is similar to observations made previously (DiFiglia et al.
1995; Trottier et al. 1995; Gutekunst et al. 1995). The
N-terminal polyclonal antisera, N-675, shows a di¡erent
staining pattern (¢gure 1b), with only faint cytoplasmic
staining (¢gure 1b(i,ii)), although this is similar to that
observed with the more C-terminal mAbs. What this
antibody does reveal, however, is the presence of strongly
huntingtin-immunoreactive intranuclear inclusions (NIIs)
(¢gure 1b(i)), a subset of which are also ubiquitin
immunoreactive (¢gure 1b(ii)), as observed previously
(DiFiglia et al. 1997; Becher et al. 1998). These NIIs are
never observed in control brain tissue. The other notable
di¡erence between the immunoreactivity revealed by this
antisera and the more C-terminal antibodies is the
immunostaining of neuronal processes (¢gure 1b(iii,iv));
the more C-terminal sera do not give strong immuno-
reactivity in the axon tracts of the subcortical white
matter nor such intense staining of processes within the
grey matter. This immunoreactivity is less intense in
control than HD cortex (compare ¢gure 1b(iii) and (iv)).
HD caudate, at this point in the disease (Vonsattel grade
III or IV), has such an altered morphology compared
with normal caudate that it is di¤cult to provide a mean-
ingful comparison of these tissues. However, the most
notable features are that the reactive astrocytes in HD
caudate do show huntingtin immunoreactivity with all
the more C-terminal antibodies (results not shown),
con¢rming our initial observation of such immuno-
reactivity (Singhrao et al. 1998), the few neurons
surviving show cytoplasmic immunoreactivity with the
more C-terminal antibodies, and the N-terminal anti-
serum demonstrates the presence of NIIs (¢gure 1b(i)).
Inclusions in the caudate are less frequent than in the
cortex. This could be a re£ection of the earlier atrophy
in the caudate than in the cortex (Hedreen & Folstein
1995), with a¡ected inclusion-containing cells cleared
from the tissue or the caudate neurons dying from lack
of input from the inclusion-bearing cortical neurons. The
cortical neurons with inclusions are mainly in the lower
cortical layers, particularly layer V, which have input
into the caudate. Conversely, the death of the caudate
neurons might be preventing retrograde messages to the
neurons with cortical inputs into the caudate, which
could lead to cortical atrophy and the formation of
nuclear inclusions.

3. THE LOCALIZATION OF INTERACTING PROTEINS

(a) Cystathionine bb-synthase
We have detected an interaction of huntingtin with CBS

(Boutell et al. 1998). CBS is a key enzyme in the generation
of cysteine from methionine, catalysing the formation of
cystathionine by the condensation of homocysteine and
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Figure 2. Simpli¢ed diagram showing the interactions of
N-CoR and other proteins thought to be involved in the
repression complex.

Figure 3. (a,b) Control (a) and HD (b) brain immunostained
with N-CoR C20 (purchased from Santa Cruz
Biotechnology), showing the lack of nuclear immunostaining
in the HD brain for N-CoR. Magni¢cation�40. (c,d) Control
(c) and HD (d) brain immunostained with mSin3A polyclonal
serum (AK12), again demonstrating no immunoreactivity in
the nuclei in HD brain for mSin3A. Magni¢cation�200.
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serine. The absence of CBS activity is associated with
homocystinuria, a recessive disorder ¢rst recognized in the
1960s (Mudd et al. 1964); the gene was isolated in 1990
(Kraus 1990) and a number of mutations have been
detected in homocystinureic patients. A detailed account
of this disease can be found in Mudd et al. (1995). The
initial metabolic consequence of CBS de¢ciency is the
intracellular accumulation of the enzyme's substrate,
homocysteine, followed by its export from the cell and a
rise in the level of homocysteine and its derivatives in
plasma, interstitial £uid and urine (Refsum et al. 1994).
Mental retardation is often the ¢rst symptom that brings
CBS de¢ciency to clinical attention through develop-
mental delay in the early years; it is the most frequent
abnormality of the central nervous system (CNS) (Mudd
et al. 1985) and there is a high prevalence of psychiatric
disorders including depression, behavioural abnormalities
and personality disorders (Abbott et al. 1987). Pathology in
the brain shows infarcts caused by cerebrovascular inclu-
sions. The possibility that the neurological e¡ects of CBS
de¢ciency might be caused by excitotoxicity in the CNS
has been suggested as the basis for the mental retardation
and seizures seen in CBS-de¢cient patients (Schwarz &
Zhou 1991). Two of the oxidation products of homo-
cysteine, L-homocysteate and L-homocysteine sulphinate,
are known to be potent agonists for N-methyl-D-aspartate
(NMDA) receptors and thus to exert excitotoxic e¡ects on
neurons, which can be blocked by NMDA receptor
antagonists (Schwarz et al. 1990). Both compounds can be
detected in the urine of homocystinureic patients but not
in that of normal controls (Omori et al. 1972).

One of the hypotheses for the selective neuronal death
seen in HD is that it occurs through excitotoxic insult (Beal
et al. 1991; DiFiglia 1990). There are a number of pieces of
evidence that support this idea. HD initially a¡ects the
striatal area of the basal ganglia, which receives a major
glutamatergic input from the cortex, thalamus and sub-
thalamic nucleus (Hedreen & Folstein 1995). The neuro-
chemical and neuropathological characteristics of HD can
be mimicked in animals by using glutamate receptor
agonists such as kaininic and quinolinic acids, which are
both excitotoxic amino acids. HD is characterized by a loss
of striatal projection neurons and a sparing of striatal inter-
neurons containing acetylcholine and somatostatin; this
pattern of selective vulnerability is also seen in rodents
with quinolinic acid lesions of the striatum (Beal et al.
1991). As the oxidation products of homocysteine are
known to be powerful excitotoxins, this could provide an
explanation for some of the damage seen in HD brain.
Huntingtin could therefore bind CBS and inhibit its
activity, either directly or by preventing the processing of
the enzyme to its active form (Skovby et al.1984).
Although the neuronal death in HD is initially speci¢c,

as the disease progresses virtually all neurons in the
caudate and putamen are a¡ected and other areas of the
striatum and the cortex also atrophy; these are the cells
that contain huntingtin-immunoreactive aggregates.
Although the inclusions in patients are nuclear,
huntingtin-positive dystrophic neurites are also seen in
HD brain, and in the transgenic mice aggregation seems
to begin in the cytoplasm and be followed by trans-
location to the nucleus (Davies et al. 1997; DiFiglia et al.
1997). Although there is strong circumstantial evidence

that the aggregation observed in HD and other poly-
glutamine repeat diseases (Paulson et al. 1997) is part of
the pathological e¡ect of the polyglutamine expansion,
the actual primary pathological event remains unknown.
Because of this evidence we examined the localization of
CBS in HD brain, in particular whether antibodies
against CBS localized to inclusions. We used polyclonal
antiserum raised against recombinant human CBS raised
in Escherichia coli, and a CBS antiserum that was a gift
from Professor Jan Kraus. We found CBS in the brain to
be ubiquitous; no di¡erences between the distributions in
HD and control brain were observed. Neither antiserum
localized to NII, nor was any strong staining of neuronal
processes seen. As this is a metabolic enzyme its
ubiquitous localization is not surprising. This indicates
that it is unlikely that CBS is involved in HD pathology,
although assays of its function in relation to CAG repeat
length should be performed to con¢rm this.

(b) Nuclear receptor co-repressor
Both the yeast two-hybrid system and studies in vitro

with His-tagged fusion proteins indicate that C-terminal
N-CoR from rat or human brain binds speci¢cally to rat
and human huntingtin. This interaction occurred
between rat and human N-CoR and rat and human
huntingtin, because full-length huntingtin could be
attached to recombinant rat or human C-terminal
N-CoR (Jones et al. 1997). N-CoR acts as a repressor of
transcription in a complex that is known to be common
to a number of sequence-speci¢c DNA-binding tran-
scriptional repressors, including the unliganded thyroid
hormone^retinoic acid^retinoid X receptor dimers,
Mad:Max dimers, RevErb and Dax1 orphan receptors,
Pit1 and Ume6 (Alland et al. 1997; Heinzel et al. 1997;
Hassig et al. 1997; Kadosh & Struhl 1997; Laherty et al.
1997; Nagy et al. 1997; Zhang et al. 1997; Crawford et al.
1998; Xu et al. 1998). The Mus musculus N-CoR was
isolated by a yeast two-hybrid screen with the use of
thyroid hormone receptors by Horlein et al. (1995) and
since then there has been an explosion of work on tran-
scriptional regulation. It seems inevitable that more DNA
binding or transcriptional regulatory proteins will prove to
be controlled by this repression system (Lavinsky et al.
1998). N-CoR and the homologous silencing mediator of
retinoid and thyroid hormone receptor, SMRT, repress
transcription by linking the sequence-speci¢c DNA-
binding moieties with proteins known to possess histone
deacetylase activity (Crawford et al. 1998; Pazin &
Kadonga 1997). This link is mediated by interaction
between these co-repressors and the mSin3A and mSin3B
proteins, mammalian homologues of the yeast Sin3 protein
(Taunton et al. 1996; Yang et al. 1996) that interact with a
series of proteins that include the histone deacetylases 1and
2 (Alland et al. 1997; Heinzel et al. 1997; Hassig et al. 1997;
Kadosh & Struhl 1997; Laherty et al. 1997; Nagy et al. 1997;
Pazin & Kadonga 1997), although N-CoR also interacts
directly with the basal transcription factors TFIIB,
TAFII32 and TAFII70 (Muscat et al. 1998). Histone
deacetylation is thought to repress transcription by
condensation of chromatin, thus preventing access of the
basal transcription factors to promotors.

The interaction of huntingtin and N-CoR is dependent
on repeat length. Mapping of the domains within NCoR
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has already revealed that the nuclear receptor interaction
domain is located at the C-terminus of the protein
(Horlein et al. 1995) (¢gure 2) and this is the domain that
interacts with huntingtin. The two major repression
domains responsible for the transcriptional silencing are
localized to the N-terminal region of the protein, neither
of which are included in our constructs; these are the
regions known to carry the Sin3/RPD3-interacting
domains (¢gure 2) (Horlein et al. 1995). As huntingtin
interacts with the C-terminal N-CoR domain, in this
modular protein it is possible that the more N-terminal
domains remain accessible to their normal binding part-
ners. The binding of N-CoR to mutant huntingtin is
likely to have altered dissociation kinetics; if N-CoR is
sequestered to huntingtin it might be excluded from its
normal function, and the proteins with which it interacts
might similarly be prevented from performing their
normal role. This hypothesis is made more likely because
the N-CoR containing complexes are probably the rate-
limiting requirements in the action of speci¢c nuclear
receptors (Laherty et al. 1997).

Because of this possibility we examined the localization
of N-CoR and a number of its associated complex
proteins in immunohistochemical studies in HD and
control brain. The brains were those characterized in the
study of huntingtin localization (table 2). We found that
although commercial antibodies were available to a
number of the complex proteins, few of these were
suitable for immunohistochemistry. Of those that had no
cross-reactions on Western blotting of human brain, we
illustrate results from N-CoR and mSin3A (purchased
from Santa Cruz Biotechnology) (¢gure 3). Both of these
antisera demonstrate localization in the nuclei and
cytoplasm of cortical neurons in control brain, but
immunoreactivity is notably excluded from the nucleus in
HD brain (¢gure 3b,d). We did not ¢nd that N-CoR
immunoreactivity localized to the NII in HD brain, but
as the antiserum used was directed against the C-terminus
of N-CoR and this is the region that interacts with
huntingtin, the appropriate epitope might be masked.
mSin3 immunoreactivity occasionally localized to
structures that looked like NIIs, but with a much lower
frequency than that with which NIIs themselves occurred.
It must be noted that all the brain used was late-stage HD.

It is also possible that the interaction with N-CoR has
a role in the transport of NII or soluble huntingtin into
the nucleus. N-CoR immunoreactivity, like huntingtin
immunoreactivity, is markedly increased in HD neuronal
processes compared with control brain (¢gure 1b(iii,iv)
and ¢gure 3a,b). Huntingtin is thought to have a role in
transport along the cytoskeleton (DiFiglia et al. 1995;
Block-Galarza et al. 1997; Engelender et al. 1997;
Kalchman et al. 1997), and thus this might be blocked at
the entrance to the nucleus. The only real way to answer
this question is by using cell culture or animal models.

The role of huntingtin and the relation of its inter-
actions to disease pathology remain unclear. Further
work on the nature of the interactions and their roles in
the normal and pathological function of HD need to be
performed in animal and cellular models of the disease.
This should give clues to which interactions are important
in pathology and which might be suitable targets for
therapeutic interventions.

This work was supported by the MRC (UK) and the Welsh
Scheme for Health and Social Research. The mAbs HDA3E10,
HDB4E10 and HDC8A4 were gifts from Professor G. E. Morris,
Ms F. Wilkinson and N. thi Man, North East Wales Institute,
Wrexham.
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