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Abstract
p53 has been implicated in the pathophysiology of Huntington’s disease (HD). Nonetheless, the molecular mechanism of how
p53 may play a unique role in the pathology remains elusive. To address this question at the molecular and cellular biology
levels, we initially screened differentially expressed molecules specifically dependent on p53 in a HD animal model. Among
the candidate molecules, wild-type p53-induced gene 1 (Wig1) is markedly upregulated in the cerebral cortex of HD patients.
Wig1 preferentially upregulates the level of mutant Huntingtin (Htt) compared with wild-type Htt. This allele-specific charac-
teristic of Wig1 is likely to be explained by higher affinity binding to mutant Htt transcripts than normal counterpart for the
stabilization. Knockdown of Wig1 level significantly ameliorates mutant Htt-elicited cytotoxicity and aggregate formation.
Together, we propose that Wig1, a key p53 downstream molecule in HD condition, play an important role in stabilizing mu-
tant Htt mRNA and thereby accelerating HD pathology in the mHtt-p53-Wig1 positive feedback manner.

Introduction
Since the causal gene Huntingtin (Htt) was identified (1), many ef-
forts have been made to identify drug target for Huntington’s
disease (HD). At present, mutant allele-specific targetting of Htt
is a hot topic in the translational studies (2–12).

In the nucleus, mutant Htt with expanded polyQ aberrantly
interacts with several nuclear proteins and disturbs their func-
tions (13,14). Among these nuclear proteins that interact with
Htt, roles for p53 in HD pathology have been explored in several
independent laboratories (15–18). p53 is overrepresented in HD
animal models and patient brains, and depletion of p53 amelio-
rates cellular pathology and behavioral deficits in an HD animal
model (16). Therefore, p53 and related pathways may be drug

targets for HD. However, exploring good targets in the pathways
except for p53 itself will be realistic, as p53 is involved in so
many vital cell functions (19,20).

In this study, we focus on cell biological and biochemical
approaches to identify p53 downstream molecule(s) that can be
a target for drug discovery in HD. Among such downstream
molecules, we focus the RNA binding protein Wig1 (21). Wig1 is
abundantly expressed in the brain and is believed to be neuro-
nal (21–23), especially located in the nucleus (24). We report that
Wig1 is overrepresented in HD cell and animal models as well
as patient brains. Furthermore, Wig1 stabilizes mutant Htt
mRNA to a greater extent than wild-type Htt, and mediates mu-
tant Htt-elicited cytotoxicity and aggregate formation.
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Results
Genes involving the p53 pathway are aberrantly
expressed in HD models and patient brains

We previously showed that genetic deletion of p53 ameliorates
pathological and behavioral deficits of a transgenic (Tg) animal
model for HD [Htt-N171-82Q-Tg mice in which an N-terminal
fragment of mutant Htt (amino acids 1–171) with expanded 82
polyQ stretch is overexpressed (25), designated mHD in this
study] by crossbreeding with p53 knockout mice (KO). Thus, to
address a crucial mediator for HD pathology in the p53 pathway,
we compared gene expression profile of the forebrain from
wild-type (wt), mHD, KO and the crossbred animals (mHK) with
a mini-array including 113 key genes involving the p53 pathway
(Fig. 1A). First, we selected the genes whose expression is upre-
gulated at least 1.5-fold in mHD compared with wt, and downre-
gulated at least 1.3-fold in mHK compared with mHD (Fig. 1B).
Among 26 out of 113 genes under the criteria, we paid further
attention to eight genes whose promoters contain p53-binding
site(s) implicating direct influence of p53 on the targets (Fig. 1B)
(26–33). These targets are: Bax (Bcl2-associated X protein); Bbc3/
Puma (Bcl2 binding component 3/p53-upregulated modulator of
apoptosis); Wig1 [wild-type p53-induced gene1; in mouse called
as Zmat3 (zinc finger matrin type 3)]; Sesn2 [Sestrin 2; also
called Hi95 (Hypoxia-induced gene 95)]; Mdm2 (mouse double
minute 2); Hif1-a (Hypoxia inducible factor 1, alpha subunit);
Cx3cl1 (Chemokine C-X3-C motif ligand 1) and Pten
(Phosphatase and tensin homolog).

We next questioned whether the expression of p53 and
these eight downstream molecules were altered in the brains of
HD patients (Supplementary Material, Table S1). We observed a
general trend supporting the upregulation of p53 and the target
molecules in both cerebral cortex and striatum of HD patients
(Fig. 1C and Supplementary Material, Table S2). Among them,
p53, Bax and Wig1 were significantly higher in the cortex of HD,
whereas Puma and Mdm2 were significantly elevated in the stri-
atum of HD (Fig. 1C). We then selected Wig1 for further study,
given that it is more preferentially expressed in the brain
(21–23). Unfortunately, no commercial antibodies against Wig1
could be reliably used in autopsied brains due to significant
background signals. Thus, we validated a possible upregulation
of Wig1 at the protein level in a HD cell model (16). Wig1 protein
expression was significantly augmented in neuronal PC12 cells
expressing N171-Htt-82Q, which was blocked by pifithrin-a, a
representative p53 inhibitor (Fig. 1D). We next examined the
level of Wig1 by using the striatal cell lines expressing endoge-
nous either full-length wt or mutant Htt (STHdhQ7/Q7 or
STHdhQ111/Q111, respectively) (34). The level of Wig1 protein ex-
pression was significantly upregulated in STHdhQ111/Q111 cells
compared STHdhQ7/Q7 cells (Fig. 1E). We next measured the ex-
pression levels of Wig1 and Htt in the striatum of the R6/2 trans-
genic (Tg) mice, a representative polyQ pathology model of HD.
We observed significant upregulation of Wig1 in R6/2 brains at 9
weeks, but not 12 weeks of age, compared with controls (Fig.
1F). We observed an increase in the levels of mouse-derived en-
dogenous Htt at 9 weeks in accordance with a significant upre-
gulation of Wig1 at the same time point (Fig. 1F) but the increase
was within a suggestive range.

Wig1 preferentially affects the levels of mutant Htt

To address a role for Wig1 in HD pathology, we knocked down
Wig1 by using three independent shRNAs in PC12 cells

(Supplementary Material, Fig. S1A). We then exogenously ex-
pressed either wt or mutant N-terminal Htt fragment (N171-Htt-
18Q or -82Q) and tested how knockdown of Wig1 may affect the
levels of these exogenous Htt. Interestingly, we observed a sig-
nificant decrease in the level of Htt fragments, in particular mu-
tant Htt (Fig. 2A and Supplementary Material, Fig. S1B). The
absolute expression levels of exogenous N171-Htt-18Q and
N171-Htt-82Q were comparable (Supplementary Material, Fig.
S1C).

We hypothesized that modulation of the levels of Wig1 ex-
pression either by knockdown or overexpression would influ-
ence Htt levels in an allele-specific manner compared with
control conditions. We first examined the effects of Wig1 knock-
down on endogenous full-length Htt in STHdhQ7/Q7 and
STHdhQ111/Q111 cells. When 20–25% Wig1 knockdown is achieved
with lentiviral-shRNA, a significant reduction in the levels of
Htt was observed (Fig. 2B and Supplementary Material, Fig. S1D).
The extent of the reduction is markedly greater in mutant Htt
compared with wt, which is consistent with the observation in
PC12 cells expressing N-terminal Htt fragment (Fig. 2A and B).

We then questioned the effects of overexpression of Wig1 in
the striatal cells. We observed a significant augmentation in the
levels of Htt, in particular that for mutant Htt (Fig. 2C), which
consistently mirrored the influences of Wig1 knockdown. In
contrast to wt Wig1, a mutant with impairment in RNA binding
capability (Wig1-H88A) (35,36), did not affect the levels of Htt
(Fig. 2C). Taken together, these results suggest that RNA-
binding of Wig1 protein may underlie the stabilization of Htt
mRNA.

Wig1 preferentially binds to mutant htt mRNA

Binding of Wig1 protein with RNA is well known (24,35,36).
Thus, we hypothesized that this protein binds directly to Htt
mRNA, which can eventually affect the level of Htt protein. To
address this, we utilized an RNA-binding protein immunopre-
cipitation (RIP) combined with real-time reverse transcription
polymerase chain reaction (RT-PCR) with the striatal cells. We
precipitated a protein-RNA complex with an anti-Wig1 anti-
body, and the levels of RNA associated with this immunoprecip-
itates were examined. We did not observe any signal of mRNAs
for unrelated molecules, such as Actin and GAPDH, whereas the
signal for Htt mRNA was observed (Fig. 3A). The Htt signal is spe-
cifically associated with Wig1 protein, as we did not observe Htt
signal from the precipitates with IgG (Fig. 3A). In contrast, we
did not observe any evidence that Wig1 and Htt interact at the
protein levels (Supplementary Material, Fig. S2A).

Provided that Wig1 protein binds with Htt mRNA, does this
RNA–protein interaction underlie preferential increases in the
level of mutant rather than wt Htt protein? To address this
question, we compared the Wig1 protein-Htt mRNA interaction
between the striatal cells expressing wt Htt (STHdhQ7/Q7) and
those expressing mutant Htt (STHdhQ111/Q111). By conducting
quantitative real-time PCR for Htt in the immunoprecipitates
with the anti-Wig1 antibody (used in experiments of Fig. 3A),
we found that mutant Htt mRNA from STHdhQ111/Q111 was signif-
icantly enriched by 4–8-folds compared with wt Htt mRNA from
STHdhQ7/Q7 (Fig. 3B). Thus, we conclude that Wig1 binds to Htt
mRNA, in particular mutant over wt Htt mRNA. The basal level
of Htt mRNA was not different between STHdhQ7/Q7 and
STHdhQ111/Q111 (Supplementary Material, Fig. S2B). Note that the
influence of Wig1 in these experiments is more robust than that
in the experiments shown in Fig. 2B. We believe that one of the
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Figure 1. Screening of p53 downstream targets in HD using p53 microarray. (A) Differential expression of genes involved in the p53 signaling pathways among wild-

type (wt), mHD, KO and mHK mice by using the Oligo GEArray for mouse p53 signaling pathway. Array images are shown. (B) Comparison of gene expression profiles

between wt, mHD and mHK mice at 5 months old reveal a group of genes which show significantly different expression levels compared with wt mice including eight

p53 target genes carrying p53 binding site. (C) Quantitative RT-PCR results using cortex and striatum of HD patients (grades 3 and 4) and healthy controls (CTL) reveal

significant upregulation of p53, Bax, Puma, Wig1 and Mdm2 in the cortex of HD patients, and Puma, Sesn2 and Mdm2 in the striatum of HD patients compared with

control group (Grade 3, n¼3; Grade 4, n¼5; age-matched controls, n¼5). (D) Expression of Wig1 in HD cell model. Protein level of Wig1 is significantly higher in N171-

Htt-82Q-expressing differentiated PC12 cells compared with N171-Htt-18Q-expressing PC12 cells, which was blocked by pifithrin-a (pft, 10 lM), a p53 inhibitor. Upper

arrow head and lower arrow head indicate N171-Htt-82Q and N171-Htt-18Q, respectively. (E) Upregulation of Wig1 in striatal cells that express endogenous full-length

mutant Htt. Protein level of Wig1 is significantly higher in the mutant Htt-expressing striatal cells (STHdhQ111/Q111) than wt Htt-expressing striatal cells (STHdhQ7/Q7). (F)

Quantitative RT-PCR results using the striatum of R6/2 transgenic (Tg) and wt mice. Wig1 mRNA levels are upregulated in R6/2 Tg striatum at 9 weeks but not at 12

weeks of age, when compared with those in wt mice. No significant difference, but a trend of increase, is observed in the levels of mouse-derived endogenous Htt

mRNA between Tg and wt mice. Data are represented as mean 6 s.e.m. (*P<0.05, **P< 0.01, Student’s t-test). See also Supplementary Material, Tables S1 and S2.
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main reasons to account for the quantitative differences under-
lies relative low knockdown efficiency of lentivirus-mediated
Wig1 siRNA as shown in Supplementary Material, Fig. S1D.
Furthermore, compared with wt Wig1, RNA binding-defective

mutant Wig1 (Wig1-H88A) showed significantly less interaction
with Htt mRNA (Fig. 3C). We then hypothesized that the prefer-
ential binding of Wig1 to mutant over wt Htt mRNA might be
due to a hairpin structure formed by the expanded CAG repeats.
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Figure 2. Upregulation of Htt protein expression level by Wig1. (A) Knockdown of Wig1 in differentiated, either wt or mutant Htt fragment (N171-Htt-18Q or N171-Htt-

82Q, respectively)-expressing PC12 cells results in significant decrease in Htt fragments at the protein level, in particular mutant Htt fragemnts. (B) Knockdown of Wig1
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than that of mutant Htt. Data are represented as mean 6 s.e.m. (*P<0.05, ***P< 0.001, Student’s t-test). See also Supplementary Material, Fig. S1.
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To test this idea, we designed RNA-protein binding assays in vi-
tro: we tested the levels of interaction between the purified GST-
Wig1 protein and the Htt exon 1 transcript with 70 CAG repeats
in comparison with the interaction between the protein and the
Htt exon 1 transcript with 70 CAA that did not form a hairpin
structure (37). GST-Wig1 bound with the 70 CAG repeat-
containing transcript to a significantly greater extent compared
with the transcript with 70 CAA repeats (Fig. 3D and
Supplementary Material, Fig. S2C). In summary, these results

suggest that Wig1 protein preferentially influences the mutant
Htt allele through interaction with a hairpin structure formed by
the expanded CAG repeats possibly in a repeat length-
dependent manner.

Wig1 mediates and facilitates mutant Htt-elicited
cytotoxicity and aggregate formation in a HD cell model

We questioned how Wig1 influences mutant Htt-induced cyto-
toxicity and aggregate formation in neurons, probably via its ac-
tion on stabilizing the mutant Htt. To address this question, we
used rat primary cortical neurons that transiently expressed
N171-Htt-18Q or -82Q (16), in which we further knocked down
endogenous Wig1 with the established shRNAs used earlier
(Fig. 2A and Supplementary Material, Fig. S1A and B). First, we
observed a significant reduction of N171-Htt-82Q-elicited cyto-
toxicity by knocking down Wig1 (Fig. 4A). Furthermore, the
knockdown of Wig1 was also effective to decrease the level of
mutant Htt-associated aggregate formation (Fig. 4B).

We then addressed whether RNA-binding ability of Wig1 has
a pivotal role in mediating these HD-associated cellular pheno-
types. The beneficial effects of Wig1 knockdown on N171-Htt-
82Q-elicited cytotoxicity and aggregate formation were sup-
pressed by introduction of wt but not by RNA binding-defective
mutant Wig1 (Wig1-H88A) (Fig. 4C). These results support that
RNA-binding ability of Wig1 is important for its influences on
HD phenotypes. To address a role for Wig1 in HD pathology
in vivo, we knocked down Wig1 in the striatum of the R6/2
model by stereotaxic injection of a viral vector-mediated Wig1
RNAi (Supplementary Material, Fig. S3). The knockdown of Wig1
significantly decreased the number of cells that carried Htt-
positive aggregates (Fig. 4D). These results are, in essence, con-
sistent with the previous publication in which p53 KO mice
were crossbred with HD animal models [Bae et al. (16)].

Discussion
Here, we show that Wig1 protein interacts with Htt mRNA, pref-
erentially with mutant Htt and mediates HD-associated patho-
logical cellular phenotypes, such as cytotoxicity and aggregate
formation. Accordingly, Wig1 upregulates mutant Htt protein
and contributes to HD cellular pathology. Although p53 has
been implicated in the pathophysiology of HD, the mechanism
of how p53 play a unique role in the pathology remains elusive.
The main goal and scope of this study is to elucidate the role of
Wig1, a downstream target of p53, in HD pathology at the mo-
lecular and cellular levels.

What is the molecular mechanism whereby Wig1 binds to
mutant over wild-type Htt? Expanded CAG repeats in the Htt
mRNA can form a hairpin structure, which is a double-
stranded-like RNA conformation (38). Given that Wig1 is known
to preferentially interact with double-stranded RNA (24,35), we
propose a working hypothesis in which Wig1 protein preferen-
tially binds to mutant over wt Htt mRNA through interactions
with the hairpin-like, double-stranded conformation of the ex-
panded CAG repeats, based on the RNA-protein binding assay in
vitro shown in Fig. 3D.

Several lines of evidence have shown that p53 report-
edly upregulates Htt, whereas mutant Htt further stabilizes p53
(15–18,39). The present data on Wig1 provide a key mechanism
of how p53 augments the levels of Htt, in particular mutant Htt.
Thus, p53-Wig1-mutant Htt noxious cycle may underlie a key
pathology of HD. The validation of our proposed mechanism in
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Figure 4. Role for Wig1 in mHtt-elicited pathology in HD models. (A) Suppression of mutant Htt-elicited cell toxicity by knockdown of Wig1 in rat cortical primary neu-

rons. Green, GFP. Inset shows DAPI-stained nucleus. The scale bar represents 20 mm. (B) Amelioration of mutant Htt-elicited aggregate formation by knockdown of

Wig1 in rat cortical primary neurons. Red, Htt aggregates; blue, DAPI nuclear staining. The scale bar represents 10 mm. (C) RNA-binding region in Wig1 is critical for its

facilitation of mutant Htt-elicited cytotoxicity and aggregate formation. Expression of wt Wig1 in rat cortical primary neurons expressing mutant Htt fragment (N171-

Htt-Q82) and RNAi against Wig1 completely suppresses Wig1 RNAi-mediated amelioration of cell death (the left panel) and aggregate formation (the right panel),

whereas RNA binding-defective mutant Wig1 (Wig1-H88A) does not. All the graphs represent at least three independent experiments. (D) Reduction of the Htt-positive

aggregate formation by knockdown of Wig1 in the striatum of R6/2 mice. Htt-positive aggregates were labeled with an antibody against Htt MAB5374 (EM48; green) at 9

weeks of age. White arrowhead indicates the AAV-infected striatal cells that do not contain Htt-positive aggregates. Con, control AAV; KD, Wig1 KD AAV. Scale bars

represent 20 lm. High magnification (High mag.): Scale bars represent 10 lm. Data are represented as mean 6 s.e.m. (*P<0.05, ***P<0.001, Student’s t-test). See also

Supplementary Material, Figs S1 and S3.
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multiple HD models, in particular full-length mutant Htt knock-
in mouse models would be crucial for a future perspective.

Because wild-type Htt has numerous physiological functions
(14,40), it is important to consider approaches that can target
mutant Htt, but not wild-type Htt, selectively (or at least prefer-
entially). Allele-specific silencing of Htt may be possible, either
by targeting the expanded CAG tract directly (5,7,9) or by target-
ing genetic polymorphisms linked to CAG expansion (6,8,10,41).
We propose that Wig1 is an important mediator in HD pathol-
ogy that regulates the levels of Htt, especially mutant Htt (by
preferential binding to mutant Htt mRNA). Many mechanism-
oriented efforts of developing novel therapeutic strategies have
been taken place for HD (2,3,42–45). Drugs that block the interac-
tion of Wig1 protein and mutant Htt mRNA may also provide a
basis for a novel therapeutic strategy to alleviate this devastat-
ing disease in the near future.

Materials and Methods
Mice

The mice used in this study were: wild-type, p53 KO mice, an
animal model for HD [Htt-N171-82Q-Tg mice in which an N-
terminal fragment of mutant Htt (amino acids 1–171) with ex-
panded 82 polyQ stretch is overexpressed] (mHD) (25), and the
crossbred animals between KO and mHD (mHK) as previously
described (16). The mice were analyzed at 5–5.5 months of age.
Mice were sacrificed and brains were stored at �80�C until use.
For RNA extractions, forebrain region was dissected, snap-
frozen and were stored at �80�C until processed. R6/2 Tg and
control wild-type male mice (Jackson Laboratory) were analyzed
at 9 or 12 weeks of age.

Human brain samples

Human postmortem brain specimens from the cortex and stria-
tum (HD Grade 3, n¼ 3; HD Grade 4, n¼ 5; age-matched controls,
n¼ 5) were generously provided by the Harvard Brain Tissue
Resource Center (Supplementary Material, Table S1).

RNA extraction and Oligo GEArray p53 microarray
analysis

RNA was extracted from forebrain region of mice using RNeasy
Kit (Qiagen) according to manufacturer’s instructions. We used
Oligo GEArray of Mouse (OMM-027) p53 Signaling Pathway mi-
croarray (SuperArray Bioscience) that is designed to profile gene
expression of a panel of 113 key genes involved in the p53 path-
ways. For analysis, 3 lg of total RNA was reverse transcribed.
Then, biotin-labeled cRNA was synthesized from cDNA with the
use of the TrueLabeling-AMP Linear RNA Amplification kit
(SuperArray Biosciecnce). cRNA was purified using the Array-
Grade cRNA cleanup kit (SuperArray Biosciecnce), quantified
and hybridized overnight to gene-specific probes involved in
the p53 signaling pathway that were spotted on the GEArray
membranes (2 lg of cRNA/membrane). After incubation with
streptavidin-AP conjugate, the array image was developed with
CPD-Star chemiluminescent substrate (chemiluminescent de-
tection kit; Superarray) and recorded with x-ray film. The im-
ages were scanned, and data analyzed by GEArray Expression
Analysis Suite Software (SuperArray Biosciecnce). The numeri-
cal data were then further evaluated with Microsoft Excel. Data
evaluation included background correction (subtraction of

minimum value) and median normalization. Data filtering crite-
ria is mentioned in the results.

RNA-binding protein immunoprecipitation

RIP was performed according to the manufacturer’s instructions
(EZ-Magna RIP Kit, Millipore). In brief, experiments involve im-
munoprecipitation (IP) of endogenously formed complexes of
RNA-binding proteins and coisolation of any RNA species asso-
ciated with that RNA-binding protein. The following antibodies
were used in IP: anti-Wig1 (Santa Cruz) and anti-Flag (M2,
Sigma-Aldrich). After purification of these RNA species,
semiquantitative RT-PCR or quantitative RT-PCR (for primer
information see Supplementary Material, Table S2) was per-
formed to identify bound mRNAs.

Quantitative real-time PCR

Total RNA was isolated from frozen human brain tissue sam-
ples (Supplementary Material, Table S1) or dissected mouse
striatal tissues using RNeasy Mini Kit (Qiagen) and followed by
cDNA synthesis using SuperScript First-Strand System for RT-
PCR (Invitrogen) using Oligo(dT)20 primers according to the
manufacturer’s instructions. Quantitative real-time PCR was
performed by using 7900HT Sequence Detector System (Applied
Biosystems). Specific primers for the target genes were designed
by Primer3 program (http://frodo.wi.mit.edu). Primer sequences
are listed in Supplementary Material, Table S3. Quantitative RT-
PCR was carried out using SYBR GreenER qPCR SuperMix for ABI
PRISM (Invitrogen) for the 7900HT in a final volume of 10 ll. The
PCR conditions for 7900HT were set as: 50�C for 2 min, 95�C for
10 min followed by 40 cycles of 95�C for 15 s, 60�C for 1 min and
a dissociation step of 95�C for 15 s, 60�C for 15 s and 95�C for 15 s.
The expression level of b-Actin and GAPDH genes were used for
normalization. We analyzed the data with SDS 2.4 (Applied
Biosystems).

Htt exon 1 transcript production

A Plasmid containing Htt exon 1 sequences with 70 CAG repeats,
a T7 promoter at the 50 end, and a Bts I restriction site at the 30

end was obtained from Dr Kevin M. Weeks (University of North
Carolina). The identical plasmid except for the presence of 70
CAA repeat sequences was obtained by de novo synthesis (Blue
Heron Biotechnology). Plasmids were linearized with Bts I re-
striction enzyme (New England Biolabs), and linearization was
confirmed by agarose gel electrophoresis. Linearized template
sequences were in vitro transcribed using T7 RNA polymerase
(Roche) and purified by phenol:chloroform:isoamyl alcohol
(125:24:1, pH 4.5, Ambion) extraction, and subsequent ethanol
precipitation at �80�C. Transcripts were resuspended in 0.5X TE
buffer, and RNA purity was confirmed by gel electrophoresis.

RNA-protein binding assay

Transcripts were denatured at 95�C for 2 min, snap-cooled on
ice for 2 min and refolded at 37�C for 30 min in 50 mM Tris–HCl
(pH 8.0), 75 mM KCl and 3 mM MgCl2. Purified GST-Wig1 or GST
(40 lg) was incubated in 20 ll of glutathione-sepharose 4B resin
(GE Life Sciences) equilibrated in binding buffer [50 mM Tris–HCl
(pH 7.4), 150 mM NaCl and 5 mM MgCl2] for 30 min at 4�C. After
washing three times to remove any unbound proteins, immobi-
lized GST-Wig1 or GST was incubated with refolded transcripts

2520 | Human Molecular Genetics, 2016, Vol. 25, No. 12

http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw115/-/DC1
http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw115/-/DC1
http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw115/-/DC1
http://frodo.wi.mit.edu
http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw115/-/DC1


(1 ng) at room temperature for 20 min. The resin was washed
with the binding buffer five times to remove unbound Htt RNA
transcripts. Then, the resin was incubated in binding buffer
containing proteinase K (Ambion) at 55�C for 30 min, and Htt
transcripts were recovered by phenol:chloroform:isoamyl alco-
hol (125:24:1, pH 4.5, Ambion) extraction, and subsequent etha-
nol precipitation at �80�C overnight. The recovered transcripts
were used for cDNA synthesis using a SuperScript III First-
Strand Synthesis System (Invitrogen) and Htt gene-specific pri-
mer (50-TCA GCT TTT CCA GGG TCG CCA TG-30). These cDNAs
were used for qRT-PCR analysis using Htt primer three pairs
(Supplementary Material, Table S2) and followed earlier de-
scribed qRT-PCR method.

Production and purification of fusion protein

Wig1 full-length cDNA was subcloned into the Sal I and Not I
sites of the pGEX-6P-2 vector (GE Life Sciences). GST-Wig1 fu-
sion protein expressed in BL21(DE3) cells was affinity-purified
using glutathione-sepharose 4B columns (GE Life Sciences).

Immunoblotting

At the indicated time points after transfection, cells were pel-
leted and lysed in RIPA buffer [50 mM HEPES, pH 7.4, 150 mM

NaCl, 5 mM MgCl2, 5 mM dithiothreitol (DTT), 1 mM EDTA, 1%
Triton X-100, protease inhibitor mixture (Roche)] with brief son-
ication. Protein concentration was measured with BCA protein
assay reagent (Pierce). Equal amounts of protein were loaded
and separated by SDS-PAGE. The following antibodies were
used: anti-Wig1 (M-20, Santa Cruz; GTX107246, GenTex), anti-
Tubulin (DM1A, Sigma-Aldrich), anti-Flag (M2, Sigma-Aldrich),
anti-Htt (MAB2166, Millipore) and anti-HAP1 (N-18, Santa Cruz)
antibody. Quantitative densitometric measurement of immuno-
blots was performed using Image J program (NIH) using b-
tubulin as a loading control. Note that all antibodies against
Wig1 did not reliably work in biochemical and histological anal-
yses with brain tissues.

Coimmunoprecipitation

Coimmunoprecipitation followed by western blotting were per-
formed as previously described (46,47). Cells were lysed in IP
buffer (50 mM Tris pH 7.4, 150 mM NaCl, 1% Triton X-100, 0.1 mg/
ml bovine serum albumin (BSA), protease inhibibitor cocktail) or
at the indicated time points after transfection, cells were pel-
leted and lysed in RIPA buffer [50 mM HEPES, pH 7.4, 150 mM

NaCl, 5 mM MgCl2, 5 mM DTT, 1 mM EDTA, 1% Triton X-100, pro-
tease inhibitor mixture (Roche)]. Co-immunoprecipitates or the
RIPA lysates were resolved by SDS-PAGE and analyzed by west-
ern blotting. The following antibodies were used: anti-Wig1
(M-20, Santa Cruz), anti-Tubulin (DM1A, Sigma-Aldrich), anti-
Flag (M2, Sigma-Aldrich), anti-Htt (MAB2166, Millipore) and
anti-HAP1 antibody (N-18, Santa Cruz). Quantitative densito-
metric measurement of immunoblots was performed using
Image J program (NIH) using tubulin as a loading control.

Cell cultures, transfection and lentiviral infection

PC12 cells were maintained in DMEM with 10% fetal bovine se-
rum (FBS) and 5% horse serum (HS) (Invitrogen). Differentiation
was initiated by adding 50 ng/ml of NGF with culture medium
changed to DMEM with 1% FBS and 1% HS. NGF was

supplemented daily after differentiation. Transfection of Htt ex-
pression constructs was carried out with Lipofectamine 2000
(Invitrogen) for PC12 cells before differentiation. Pfithrin-a (p53-
specific inhibitor, 10 mM) was added in the medium along with
NGF. PC12 cells were harvested after 96 h after transfection.
STHdhQ7/Q7 or STHdhQ111/Q111 cells (gifts from Marcy Macdonald,
Harvard) were grown in DMEM with 10% FBS and G418 (400 mg/
ml) at 33�C. After 24 h, the cells were transfected with cDNA
constructs using lipofectamine 2000 (Invitrogen, for STHdh cells)
as per the manufacture’s instructions, or infected with 106 parti-
cles of lentivirus expressing control or Wig1-2 shRNA for each
6-well plate.

Culture and transfection of primary cortical neurons

Embryonic day 18 (E18) cortical cultures were prepared from
Sprague-Dawley rat embryos. The cerebral cortices were ob-
tained by removing brainstem, thalamus, striatum and hippo-
campus. The dissociated neurons were grown on poly-D-lysine
(200 mg/ml)-coated 18 mm diameter glass coverslip in
Neurobasal medium with B27 supplement and 0.5 mM L-gluta-
mine (Invitrogen). The cell density per each 12-well was 3 � 105

cells. On 4 days in vitro, neurons were cotransfected with DNA
using Lipofectamine 2000 (Invitrogen) following the manufac-
turers’ protocols. The ratio of plasmid to Lipofectamine 2000
was 1:1. Transfection efficiency was consistently 3–5%.

Plasmids and shRNAs

Knockdown of target genes is carried out by using a pSuper vec-
tor. For Wig1, three shRNA constructs are made, and their target
sequences are as follows:

Wig1 shRNA1, 50-GCATCCTTGCCTCTGGCAG-30 (for mouse
and rat)

Wig1 shRNA2, 50-CTCTGCAATGTCACCTTGA-30 (for human,
mouse and rat)

Wig1 shRNA3, 50-GAGACTTCGTCTGGCCGAA-30 (for mouse)
For expression of N-terminal, 171 amino acids of Htt under

the control of CMV promoter, pAAV-Htt N171-18Q-IRES-hrGFP
or pAAV-Htt N171-82Q-IRES-hrGFP were used.

Lentivirus system

The vector contains an H1 promoter for shRNA (control or Wig1
shRNA2) expression and an ubiquitin promoter for expression
of EGFP marker. Human embryonic kidney (HEK)293FT cells are
cotransfected with a pFUGW-shRNA-EGFP plasmid along with
D8.9 and VSVg constructs using Lipofectamine 2000 (Invitrogen)
(47). Seventy-two hours after transfection, medium is collected
and filtered. Viral particles in the filtered medium are concen-
trated by ultracentrifugation. Lentiviral pellet is dissolved in
Neurobasal media (Invitrogen). Viral titers are determined by
counting EGFP-positive cells after infection with serial dilutions
of the viral solution.

AAV virus preparation

HEK293-AAV cells (Stratagene) were cotransfected with a trans-
gene plasmid along with two packaging plasmids for AAV1 us-
ing standard calcium phosphate precipitation method. Cells
were harvested 72 h posttransfection and disrupted by three
times of freeze and thaw cycles. AAV viral particles were iso-
lated and concentrated by series of ammonium sulfate
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precipitations, applied to a discontinuous gradient of iodixanol
(Optiprep density gradient medium; Sigma-Aldrich), and centri-
fuged at 350 000g for 60 min. An AAV-containing 40% iodixanol
fraction was carefully collected from an ultracentrifuge tube
(Beckman), and concentrated using a centrifugal filter device
(Ultracel-100K; Amicon). Stock viral titers: 4.0 � 1013 particles/ml
for rAAV2/1-U6-shControl-CMV::mCherry; 2.1 � 1013 particles/
ml for rAAV2/1-U6-shWig1-2-CMV::mCherry.

Cytotoxicity assay and aggregate formation assay

Neuronal death was quantified at 108 h after transfection in a
blinded manner as previously described (48). Briefly, cells with
both degenerated neurites and shrunken nuclei were consid-
ered dead. Morphology of neurites and nuclei was monitored by
GFP signal and DAPI staining, respectively. For mHtt aggregate
formation, N171-82Q was transfected into mouse embryonic
neurons and anti-Huntingtin (EM48, Millipore) mouse monoclo-
nal antibody was used. Nuclear and cytoplasmic aggregates
were scored 4.5 days after transfection. Aggregates were visual-
ized by immnunohistochemistry with anti-Huntingtin (EM48,
Millipore) mouse monoclonal antibody. Cellular compartmen-
talization was determined by overlaying GFP and DAPI images.

Stereotaxic virus injection

Mice (5.5 week of age R6/2 Tg male mice; Jackson Laboratory)
were deeply anesthetized with avertin (16 mg/Kg, intraperito-
neal injection; Sigma-Aldrich) and placed into a stereotaxic ap-
paratus (David Kopf Instruments). The head was leveled using
Bregma and Lambda reference points and a craniotomy was
performed. Diluted AAV virus (1.5 � 1012 particles/ml) was in-
jected at two sites in the dorsal striatum of each hemisphere us-
ing a pulled glass micropipette controlled by an auto-nanoliter
injector (Nanoject II, Drummond) for 1.0 ll per hemisphere: co-
ordinates from Bregma; 0.5 ll atþ0.9 AP, 6 1.9 ML, �3.0 DV; 0.5 ll
atþ0.4 AP, 6 2.1 ML, �3.4 DV. After each injection, the micropi-
pette was left in place for 10 min and then slowly withdrawn.
The skin was sutured and closed. Mice were recovered from an-
esthesia under a heat lamp, and then were returned to their
home cage. Mice were sacrificed at the age of 9 weeks for further
analyses.

Evaluation of Htt aggregates in vivo

The AAV-injected R6/2 mice at 9 weeks were processed for im-
munohistochemical examination. Brain cryosections (20 lm
thick) were incubated for 24 h at 4�C with primary antibody:
MAB5374 (EM48, mouse IgG, 1:200 dilution) in 2% normal goat
serum (NGS)/3% BSA in 1XPBST. Next, sections were washed
and incubated for 1.5 h at room temperature with secondary an-
tibody (Alexa Flour 488-conjugated goat anti-mouse IgG anti-
body, Molecular Probes) in 1% NGS/1XPBST. Stained sections
were washed and coverslips were mounted on tissue sections
with Prolong Gold antifade reagent with DAPI (Invitrogen). The
control or Wig1 knockdown AAV-infected mCherry-positive
striatal cells were examined for the presence of EM48-positive
Htt-aggregates (Control AAV, n¼ 4; Wig1 KD AAV, n¼ 8) using
an epifluorescence microscope (Zeiss, Axio Observer, D1). At
least 400 cells per hemisphere were obtained and percentage of
cells containing Htt-aggregates was calculated.

Statistical analysis

All data are presented as the mean 6 s.e.m. Statistical analyses
between two groups were performed by using a two-tailed
Student’s t-test (paired or unpaired as appropriate) and a value
of P< 0.05 was considered statistically significant.

Supplementary Material
Supplementary Material is available at HMG online.
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