
Genotype-phenotype correlations in THAP1 dystonia: molecular
foundations and description of new cases

Mark S. LeDouxa,*, Jianfeng Xiaoa, Monika Rudzińskab, Robert W. Bastianc, Zbigniew K.
Wszolekd, Jay A. Van Gerpend, Andreas Puschmanne, Dragana Momčilovićf, Satya R.
Vemulaa, and Yu Zhaoa

aDepartments of Neurology, and Anatomy and Neurobiology, University of Tennessee Health
Science Center, Memphis, TN, United States bDepartment of Neurology, Jagiellonian University
Medical College in Krakow, Krakow, Poland cBastian Voice Institute, Downers Grove, IL, United
States dDepartment of Neurology, Mayo Clinic, Jacksonville, FL, United States eDepartment of
Neurology, Skåne University Hospital, and Department of Neurology, Lund University, Sweden
fSerbia Clinic for Child Neurology and Psychiatry, Medical Faculty University of Belgrade,
Belgrade, Serbia

Abstract
An extensive variety of THAP1 sequence variants have been associated with focal, segmental and
generalized dystonia with age of onset ranging from 3 to over 60 years. In previous work, we
screened 1,114 subjects with mainly adult-onset primary dystonia (Neurology 2010;74:229-238)
and identified 6 missense mutations in THAP1. For this report, we screened 750 additional
subjects for mutations in coding regions of THAP1 and interrogated all published descriptions of
THAP1 phenotypes (gender, age of onset, anatomical distribution of dystonia, family history and
site of onset) to explore the possibility of THAP1 genotype-phenotype correlations and facilitate a
deeper understanding of THAP1 pathobiology. We identified 5 additional missense mutations in
THAP1 (p.A7D, p.K16E, p.S21C, p.R29Q, and p.I80V). Three of these variants are associated
with appendicular tremors, which were an isolated or presenting sign in some of the affected
subjects. Abductor laryngeal dystonia and mild blepharospasm can be manifestations of THAP1
mutations in some individuals. Overall, mean age of onset for THAP1 dystonia is 16.8 years and
the most common sites of onset are the arm and neck, and the most frequently affected anatomical
site is the neck. In addition, over half of patients exhibit either cranial or laryngeal involvement.
Protein truncating mutations and missense mutations within the THAP domain of THAP1 tend to
manifest at an earlier age and exhibit more extensive anatomical distributions than mutations
localized to other regions of THAP1.
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1. Introduction
Screening studies from numerous groups covering several continents have shown that
mutations in THAP1 (THAP domain containing, apoptosis associated protein 1) are an
important cause of both early- and late-onset primary dystonia. THAP1 was the second gene
to be associated with primary dystonia [1], the first being TOR1A [2]. A heterozygous GAG
deletion in Exon 5 of TOR1A is responsible for DYT1 dystonia and an indel mutation in
Exon 2 of THAP1 causes DYT6 dystonia. Although inadequately studied to date, other
causal mutations in TOR1A appear to be quite rare. In contrast, mutations in THAP1 show
greater diversity with missense mutations broadly distributed across its three exons [3, 4].
Moreover, frameshift, non-coding and homozygous mutations in THAP1 have also been
associated with dystonia [4-6].

The phenotypic spectrum and anatomical patterns of clinical involvement differ among the
two genes (TOR1A and THAP1) associated with primary dystonia. In the vast majority of
cases, DYT1 dystonia begins in a limb [7]. In contrast, THAP1 dystonia is more
heterogeneous with both craniocervical and limb onset described in various reports [3-5].
Herein, we present new cases of THAP1 dystonia and integrate clinical and genetic
information derived from these subjects with the existing published literature to explore
potential THAP1 genotype-phenotype relationships and facilitate a deeper understanding of
THAP1 biology. For the sake of clarity, the terms DYT1 and DYT6 will be limited to
dystonia due to the seminal TOR1A ΔGAG and THAP1 Exon 2 indel (c.
135_139delinsGGGTTTA) mutations, respectively [1,2].

2. Newly identified missense mutations
2.1 Methods

2.11 Clinical subjects—All human studies were conducted in accordance with the
Declaration of Helsinki with formal approval from the institutional review boards at each
participating study site. All subjects gave written informed consent for genetic analyses, and
use of their videos, audios and photographs. Recruitment of patients with primary dystonia
and neurologically-normal controls has been described previously [4, 8]. Clinical diagnoses
were made by means of history and examination by one or more neurologists and/or
neurolaryngologists at each site. In previous work, we screened 1,114 subjects with mainly
adult-onset primary dystonia and identified 6 missense mutations in conserved regions of
THAP1 [4]. For this report, we screened 750 additional subjects for missense mutations in
coding regions of THAP1.

2.12 Genetic analysis—High resolution melting (HRM) analyses were performed with
the LightCycler® 480 Real-Time PCR system and High Resolution Master Mix (Roche) in
accordance with manufacturer instructions and our laboratory protocol [4, 9]. Melting curves
and difference plots were analyzed using Gene Scanning Software. For samples with shifted
melting curves, PCR products were cleaned using ExoSAP-IT® (United States
Biochemical) and sequenced in the forward and reverse directions on the Applied
Biosystems 3130XL Genetic Analyzer. Follow-up neurological examinations were
performed on probands and select family members. Mutations in Exon 5 of TOR1A were
excluded in all subjects. To predict the pathological character of single amino acid
mutations, missense variants were analyzed with PolyPhen-2 (http://
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genetics.bwh.harvard.edu/pph2/) [10], SIFT Human Protein (http://sift.jcvi.org/www/
SIFT_enst_submit.html) [11] and MutationTaster (http://www.mutationtaster.org) [12].

2.2 Genotypes and Phenotypes
As follow-up to previous work [4], we identified 5 additional missense mutations in THAP1
(Supplementary Table 1 and Fig. 2A). Three of these variants are associated with
appendicular tremors, which were an isolated or presenting sign in some of the affected
family members. Three of the 5 probands have a positive family history of dystonia (Fig. 3).

The p.A7D (c.20C>A) proband showed signs of subtle dysphonia at age 8 which became
more overt during his teenage years. Right (dominant) hand-forearm dystonia developed
during his freshman year in high school and he started to use his left hand to write. Bilateral,
asymmetrical, upper-extremity tremors (dystonic) did not improve with levodopa.
Trihexyphenidyl was mildly beneficial. This subject was last seen at 24 years of age. In
addition to laryngeal dystonia (abductor subtype), right arm dystonia and bilateral upper
extremity dystonic tremors, he also showed evidence of mild cervical, lower facial, lingual,
and masticatory dystonia. His lower facial, masticatory and lingual dystonia showed
moderate improvement with injections of botulinum toxin into the digastric, genioglossus,
mentalis and lateral pterygoid muscles. This subject reported that none of his first or second
degree relatives have obvious evidence of dystonia.

The p.K16E (c.46A>G) proband had evidence of spasmodic dysphonia (abductor subtype)
and mild cervical dystonia at age 6 with significant disease progression at 14 to 16 years of
age. Prior to bilateral globus pallidus interna (GPi) deep brain stimulation (DBS),
generalized dystonia was manifest as spasmodic dysphonia (abductor subtype),
blepharospasm, masticatory dystonia, lower facial dystonia, lingual dystonia, bilateral
proximal arm dystonia (left > right), bilateral distal arm dystonia (right > left), truncal
dystonia, and mild asymmetrical dystonia in the legs and feet. Gait was largely unimpaired.
The laryngeal dystonia was severe, often rendering the patient’s speech unintelligible. There
was no significant improvement in any aspect of the generalized dystonia with
trihexyphenidyl. The cervical dystonia was painful and treatment of cervical dystonia with
injections of botulinum toxin was only mildly beneficial. The patient was able to alleviate
his rotational torticollis/laterocollis somewhat by touching his chin with his left hand. He
had a mild positional tremor in his hands. There were no clinical signs of a cerebellar or
upper motor neuron syndrome.

Although family members were not available for neurological examination, the proband’s
maternal grandmother reportedly had manifest dysphonia since an early age (Fig. 3). The
proband has two young children, one of whom has begun to exhibit evidence of possible
lingual dystonia.

At age 43, the p.K16E proband underwent successful bilateral GPi DBS. Preoperative MRI
of the brain was interpreted as normal. This patient has shown a remarkable response to
DBS. Post-operative video shows improvement in cervical and appendicular dystonia
(Video 1). Laryngeal dystonia has shown marked improvement within nine months after
DBS operation. Now, he is able to a “shouting” voice throughout longer sentences, even
though mild breathy abductor dysphonia is noted intermittently.

The p.S21C (c.62C>G) proband has shown normal psychomotor development, and was a
completely healthy boy until the age of 12. The initial manifestation of dystonia was right
rotational torticollis (Fig. 3). Neurological examination also revealed mild dystonic
posturing of the left distal arm along with a dystonic tremor of the left hand. At age 12, the
intelligence quotient (IQ) was measured as 116. At age 13, action dystonia of the left foot
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became manifest. He obtained modest benefit with baclofen at a maximal dosage of 65 mg/
day. Clonazepam provided additional therapeutic benefit. Over a period of 6 years, several
intervals of near clinical remission were documented although none lasted for more than a
month. At 18 years of age, an intermittent action dystonia of the right foot was documented
for the first time, but it has been inconsistently present at follow-up clinic visits. On the most
recent neurological examination at 24 years of age, right hand-forearm dystonia with
manifest writer’s cramp was clearly present (Video 2). Cervical dystonia has improved with
injections of botulinum toxin. The proband’s mother is an asymptomatic carrier, while his
sister, currently 26 years of age, had onset of hand-forearm dystonia (writer’s cramp) at 7
years of age. Over time, the task specificity of her hand-forearm dystonia faded and dystonia
progressed to involve the entire right arm. In addition, she exhibits mild right leg dystonia
with external rotation of the foot during prolonged walks.

The p.R29Q (c.86G>A) mutation has manifest predominantly as laryngeal dystonia
(abductor spasmodic dysphonia) and bilateral dystonic arm tremors. The dystonic arm
tremors began in childhood whereas the laryngeal dystonia began at age 40. Abductor
spasmodic dysphonia was documented with videoendoscopy and has improved with
injections of onabotulinumtoxin. Mild upper (blepharospasm) and lower facial, lingual and
masticatory dystonia have been apparent on clinical examination, particularly when the
patient attempts to speak. The lingual, lower facial and masticatory dystonia contributed to
mild and variable dysarthria. Involvement of the cervical musculature with mild, intermittent
retrocollis and subjective tightness in the posterior cervical region were also noted. The
proband reported that none of his first or second degree relative had dystonia or tremors,
although none were available for neurological examination.

The p.I80V (c.238A>G) proband developed right hand-forearm dystonia, mainly manifest as
writer’s cramp, at 23 years of age. At the age of 45 years, right rotational torticollis
appeared, and, 6 months later, a dystonic tremor of left upper limb started insidiously.
Bilateral upper extremity dystonic tremors were apparent on neurological examination
(Video 3). Dystonia was aggravated by movement and stress. The patient indicated that he
had observed an occasional right leg tremor (action tremor precipitated by activities such as
pushing down on the car pedal) for 12 years. Hypertrophy of the left sternocleidomastoid
muscle was present on initial examination and the patient reported that his cervical dystonia
was painful. These signs and symptoms were resistant to biperiden (6mg/day), baclofen (30
mg/day) and clonazepam (0.5mg/day) treatments. However, his cervical dystonia has
responded well to injections of botulinum toxin A. Family history was remarkable for a
prominent, presumably dystonic, head tremor in the paternal grandmother with onset at
approximately 50 years of age and persistent until her death at the age of 80 years.

All three of the p.I80V proband’s children were examined by a neurologist, blinded to
genotype. On examination, one of three children (the youngest son), who also harbors this
variant, was found to have mild, asymmetrical, rest and postural hand tremors. He reported
that these asymmetric upper extremity tremors first appeared at 20 years of age. On
neurological examination, he had subtle dystonia of the distal right arm, a very mild rest
tremor of the left thumb and mild, high-frequency postural and kinetic tremors of the upper
limbs. Simultaneous accelerometric and electromyographic (EMG) short-term recordings [3
min] were used for measurement of rest, postural [with and without a load], and kinetic
tremors, and exposed a rest tremor of the left thumb (9.4 Hz, root mean square [rms]
amplitude = 0.041 mm/s2), along with postural (8.6 Hz, 0.34 mm/s2) and kinetic (10.1 Hz,
1.2 mm/s2) tremors of the right upper limb. Loading tests were used to exclude enhanced
physiological tremors. A spiral drawing-digitizing tablet confirmed the kinetic tremor of the
right upper limb (10.5 Hz).

LeDoux et al. Page 4

Parkinsonism Relat Disord. Author manuscript; available in PMC 2013 June 01.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



3. THAP1
3.1 Genomic structure

THAP1 is located on Chr 8p11.21 (GRCh37/hg19 assembly: 42,691,818 - 42,698,474; 6,657
bp), reverse strand (Fig. 1A). THAP1 harbors 3 exons and is alternatively spliced into 2189
bp (Variant 1, NM_018105) and 1993 bp (Variant 2, NM_199003) transcripts. Short
Interspersed Elements (SINEs) are found in Intron 1, Intron 2 and both 5′ and 3′ to the
formal gene boundaries of THAP1. The proximal promoter and portions of Exon 1 and
Intron 1 contain CpG islands. DNA methylation of these regions was studied in several cell
lines as seen in Fig. 1 [13]. Fig. 1 also shows results of MeDIP-seq (methylated DNA
immunoprecipitation and sequencing), MRE-seq (methyl-sensitive restriction enzyme digest
and sequencing), and histone H3 lysine 4 trimethylation chromatin immunoprecipitation and
sequencing (H3K4me3) which were generated from postmortem human frontal cortex gray
matter of a 57 year-old male. MeDIP-seq enriches for methylated DNA sequences whereas
MRE-seq identifies unmethylated CpG sites, and the H3K4me3 histone modification is
associated with promoters.

3.2 Functional domains of THAP1
THAP1 and related family members are defined by their THAP (Thanatos [Greek god of
death]-associated protein) domain (Fig. 2). The THAP domain is a zinc-binding domain that
is found in a number of proteins involved in various aspects of transcriptional regulation,
apoptosis and cell-cycle control. THAP domain-containing proteins are found in mammals,
zebrafish, Drosophila, C. elegans and Xenopus (Fig. 2B). However, there are no THAP
proteins in plants or bacteria. The THAP domain contains a C2-CH (Cys-Xaa2-4-Cys-
Xaa35-50-Cys-Xaa2-His) zinc finger that is similar to the DNA binding domain of the
Drosophila P element transposase [14]. The C2-CH motif harbors 4 invariant residues
(Pro26, Trp36, Phe58 and Pro78) and binds a single zinc atom [15]. The THAP domain
(1-81aa) of THAP1 recognizes an 11 nucleotide target sequence (AGTACGGGCAA) with
GGCA forming the core motif [16]. Residues 82-90 of THAP1 are not required for DNA
binding [15].

THAP1 also harbors a low complexity proline rich region and a bipartite nuclear localization
signal that is located within a larger coiled-coil domain. Although THAP proteins have been
shown to bind to DNA, they may also play a role in mediating protein interactions via their
coiled-coiled domain. Monomeric THAP1 shows low affinity for DNA [17], and, in vivo,
THAP1 probably functions as a homodimer within a larger multimeric DNA binding
complex. Amino acid residues 154 to 166 are critical for dimerization of THAP1 [18].

In vitro studies suggest that THAP1 binds to the promoter region of TOR1A and regulates
expression of TOR1A [19, 20]. Wild-type THAP1 was shown to reduce expression of
TOR1A and mutant THAP1 decreased repression of TOR1A. However, RNAi knock-down
of THAP1 in fibroblasts had no effect on TOR1A expression. Similarly, patient fibroblasts
harboring THAP1 mutations showed no reduction in TOR1A expression. Overexpression of
THAP1 in endothelial cells was used as an indirect means of identifying THAP1 targets
[21]. TOR1A was not among the 16 genes that were significantly up-regulated or the 80
genes were down-regulated. Finally, there is no evidence that THAP1 variants act as disease
modifiers in DYT1 dystonia [22].

3.3 Expression of THAP1
As seen in Supplementary Figure 1, THAP1 is widely expressed in neural and extra-neural
tissues. THAP1 is expressed in whole blood. High expression levels can be found in CD34+
hematopoietic cells and cardiac myocytes. Comparable THAP1 expression is found in brain
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and a wide variety of extra-neural tissues such as liver, kidney, skeletal muscle, thyroid
gland, and prostate. THAP1 is expressed in both the central and peripheral nervous systems.
In the peripheral nervous system, THAP1 transcript has been found in the superior cervical
ganglia, trigeminal ganglia, ciliary ganglia and dorsal root ganglia. Although THAP1 is
widely expressed in the brain and spinal cord (http://mouse.brain-map.org), the highest
levels of expression of THAP1 are seen in cerebellar Purkinje cells, the dentate gyrus and
hippocampal pyramidal cells, and cerebral cortex (Supplementary Figure 2).

3.4 THAP family members in humans
THAP zinc fingers do not recognize the same DNA target sequences [15]. The human
genome contains 12 THAP genes (THAP0 - THAP11). BLAST® (http://
blast.ncbi.nlm.nih.gov/) query with the THAP1 protein sequence (213aa) revealed the
following ordering of significant sequence alignments: THAP2 > THAP3 > THAP4 >
THAP5 > THAP8 > THAP6 > THAP9 > THAP7 > THAP0> THAP11 > THAP10. THAP5,
THAP6, THAP8, THAP9 and THAP10 do not have orthologues in the mouse genome [16].
THAP2 (Chr 12q21.1) and THAP3 (Chr 1p36.31) are expressed in brain (http://
mouse.brain-map.org) and may be considered candidate gene for primary dystonia.
Although little detail is known about THAP2, mouse Thap2 expression was down-regulated
in brain following systemic hypoxia [23]. THAP3 shares in vivo expression profiles and
cellular binding partners with THAP1 [24]. In particular, THAP1 and THAP3 associate with
HCF-1, a cell cycle factor and transcriptional coactivator, and OCT, an enzyme that
mediates O-GlcNAcylation of amino acids [24]. Furthermore, THAP3 is located within the
DYT13 locus (1p36.13-36.32) [25].

4. Genotypic spectrum of THAP1 dystonia
4.1 Promoter and 5′/3′untranslated regions

A single promoter variant, 5′ to the THAP1 coding sequence, was identified in African-
Americans subjects with dystonia and African-American controls [26]. Highlighting the
importance of racial and ethnicity matched control groups in candidate gene studies of
dystonia, this variant (g.42698477C>T/A) was not found in Caucasians (Fig. 1B and
Supplementary Table 2). In this context, an initial report suggested that a nearby 5′UTR
dinucleotide GA>TT variant was associated with increased risk for dystonia [27], whereas a
subsequent large, well matched case-control study failed to confirm this association [8].
However, the TT variant may be pathological in the homozygous state since all three
published carriers had manifest dystonia [8, 28].

Four additional UTR variants have been reported in subjects with focal dystonia
(Supplementary Tables 2 and 3). Two unrelated subjects, one with blepharospasm and the
other with laryngeal dystonia, were found to harbor a heterozygous c.-42C>T variant [4]. A
heterozygous c.-32C>T variant was found in a male with hand-forearm dystonia, and two
novel 3′UTR sequence variants were identified in a subject with generalized dystonia [29].
Although the molecular pathogenicity of these variants has not been established, they could
induce cryptic effects on splicing or alter the temporal and spatial specificity of gene
expression.

4.2 Intronic
Intronic variants are shown in Fig. 1B and detailed in Supplementary Table 2. Of note, the
deep intronic region of Intron 1 has not been sequenced in most case-control studies of
primary dystonia [26]. Initial reports suggested that the c.71+126T>C [5] and c.71+9C>A
[4] variants may increase risk for primary dystonia, and follow-up studies have been
underpowered to substantiate or refute the pathogenicity of these variants [22, 28, 29].

LeDoux et al. Page 6

Parkinsonism Relat Disord. Author manuscript; available in PMC 2013 June 01.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

http://mouse.brain-map.org
http://blast.ncbi.nlm.nih.gov/
http://blast.ncbi.nlm.nih.gov/
http://mouse.brain-map.org
http://mouse.brain-map.org


Although beyond the core splice site, the c.71+9C>A variant may possibly alter splicing
efficiency and the ratio of the two THAP1 isoforms. Similarly, the c.71+126T>C variant
could exert cryptic effects on splicing or reduce overall gene expression.

4.3 Coding sequence
An extensive search of the literature identified 75 coding variants in subjects with dystonia.
Among this collection were 45 missense variants (Fig. 2A), 8 synonymous variants (Fig.
1B), and 22 indels or nonsense variants (Fig. 2A). More detailed information regarding
individual variants is provided in Supplementary Tables 1 - 4.

4.3.1 Missense—As seen in Fig. 2, missense variants were concentrated within the THAP
domain, particularly residues 6 to 32. There were no missense variants in the proline rich
region or contiguous regions of THAP1 (residues 90 to 123). Several missense variants
localized to the coiled-coil domain and nuclear localization signal. The closest missense
variant to the C-terminus was p.D192N.

With two exceptions (p.L32H and p.N136S), all missense variants were heterozygous [5, 6].
The subject harboring p.N136S had no family history of dystonia, whereas three siblings
exhibited early-onset generalized dystonia in the consanguineous kindred identified with the
p.L32H variant. Heterozygous carriers of the p.L32H variant were reportedly asymptomatic.

The pathogenicity of 53 individual missense variants (45 dystonia-associated, and 8 reported
in dbSNP and/or 1000 Genomes) was examined with Polyphen-2, SIFT and MutationTaster
[12]. Only 16 of these missense variants are predicted to damage protein function by all
three programs. Four missense variants are predicted to be benign by all three programs
(p.C83R, p.M143V, p.H150P and p.D192N). These results must be interpreted with restraint
given that in silico tools simply predict the pathogenicity of sequence variants and cannot
substitute for functional studies. For example, MutationTaster and PolyPhen-2 are
associated with accuracy rates of no better than 85.7% and 80.7%, respectively, and the false
positive and negative rates for PolyPhen-2 are 21.4% and 16.8%, respectively [12]. The two
novel variants (p.A7D and p.S21C) reported herein are predicted to be “probably damaging”
by Polyphen-2, “damaging” by SIFT, and “disease causing” by MutationTaster.

The p.I80V variant, while predicted to be benign and tolerated by Polyphen-2 and SIFT,
respectively, is classified as “disease causing” by MutationTaster. Compared to Polyphen-2,
MutationTaster exhibits lower false negative and higher true positive prediction rates [12].
Although the p.I80V variant does not differ from wild-type THAP1 in its binding to the
TOR1A promoter [29], there is no convincing data indicating that in vitro interactions
between THAP1 and TOR1A are pathobiologically relevant [19, 20, 22]. The pathogenicity
of p.I80V is suggested by its presence in two families with dystonia, co-segregation with
dystonia in our family, and the 89% predicted probability of being “disease causing” by
MutationTaster.

4.3.2 Synonymous—Of the 8 synonymous variants identified in an extensive literature
search, 4 were also present in control subjects (Supplementary Tables 2 and 3). All of these
variants were associated with segmental or focal dystonia, and onset was after 18 years of
age in all but one individual. All synonymous variants were associated with sporadic
dystonia. The p.L163L was found in three subjects with blepharospasm and masticatory and/
or tongue involvement in China [30], but also in a control subject from Europe [28].
Although synonymous mutations have the potential to be pathogenic if they activate cryptic
splice sites, leading to exon skipping or the inclusion of intronic sequences into mature
transcripts, the c.489C>G (p.L163L) variant is distant from exon boundaries. In contrast, the
c.267G>A (p.K89K) synonymous variant is located at the Exon 2-Intron 2 boundary and has
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been shown to reduce the expression of THAP1 RNA in lymphocytes [31]. Overall,
however, their relatively high frequency in control subjects and apparently low penetrance in
affected families suggests that synonymous variants elicit relatively small effects on the
molecular biology of THAP1.

4.3.3 Indels and nonsense—The seminal THAP1 mutation identified in Amish-
Mennonite families was a heterozygous 5-bp (GGGTT) insertion followed by a 3-bp
deletion (AAC) in Exon 2 [1]. At the protein level, this mutation causes a frameshift and
premature stop codon (p.F45Lfs*29). All reported insertion, deletion and nonsense
mutations are shown in the upper half of Fig. 2. Based on the ‘50 - 54 bp rule’ from the last
exon/intron junction, only those aberrant transcripts containing stop codons 5′ to c.213 - c.
217 (p.71 - p.72) would be subject to nonsense-mediated decay (NMD) [32]. For instance,
lymphocytes harboring a p.S21Ffs*51 variant showed normal expression levels of THAP1
RNA [33]. All reported THAP1 indels and nonsense mutations are predicted to elicit NMD
or generate truncated proteins. None of the mutations shown in Fig. 2 would lead to
translation of an elongated THAP1.

5. Phenotypic spectrum of THAP1 dystonia
Similar to DYT1 and non-DYT1 primary dystonia, THAP1 dystonia is not limited to one
racial or ethnic group. Although initially described in Amish-Mennonites living in the
Eastern United States, THAP1 dystonia has now been reported in individuals of English,
German, French, Jewish, Serbian, Swedish, Italian, Chinese, Iranian, Greek, Dutch, and
Mauritian/Indian ancestry [3-6, 28, 29, 34, 35]. To date, however, THAP1 dystonia has not
been reported in Africans or African-Americans [26].

There have been no reports of extra-neural imaging abnormalities, congenital defects or
increased extra-neural disease risk in carriers of THAP1 mutations. Despite its role in cell-
cycle control, there are no convincing associations between THAP1 sequence variants and
cancer. Self-reported measures of depression, psychometric test scores, motor sequence
learning and visual sequence learning of manifesting and non-manifesting THAP1 mutation
carriers do not differ from normal controls [36, 37].

Routine clinical imaging (MRI) is unremarkable in THAP1 dystonia. However, transcranial
ultrasound shows hyperechogenicity in mutation carriers and may represent an
endophenotype [38]. Microstructural abnormalities of white matter have been localized to
the dorsal pons, within an area that likely includes the superior cerebellar peduncles, in both
manifesting and non-manifesting carriers of THAP1 and TOR1A mutations [39]. Similarly,
diffusion tensor imaging (3 Tesla) and probabilistic tractography showed reduced integrity
of cerebello-thalamo-cortical fiber tracts in both manifesting and non-manifesting carriers of
THAP1 and TOR1A mutations. Non-manifesting carriers were distinguished by
concomitant disruption of the distal thalamo-cortical pathway [40]. One possible
interpretation of these findings is that dystonia becomes manifest when the distal segment is
“less disrupted,” thereby allowing aberrant cerebellar output to reach cerebral cortex [41].

With fluorodeoxyglucose positron emission tomography (FDG-PET), manifesting THAP1
and TOR1A mutation carriers showed bilateral hypermetabolism in the pre-supplementary
motor area and parietal association cortices [42]. Gene specific effects were noted, however,
with hypermetabolism in the putamen, anterior cingulate and cerebellar hemispheres in
DYT1 dystonia, and hypometabolism in the putamen in THAP1 dystonia [42]. In another
study from the same group, significant reductions in striatal D2 receptor availability (11C-
raclopride binding) were identified in manifest and non-manifest THAP1 and TOR1A
mutation carriers although the changes were more prominent in THAP1 than TOR1A
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carriers [43]. In aggregate, findings from functional imaging point out similar abnormalities
of cortico-striato-pallido-thalamo-cortical and cerebello-thalamo-cortical pathways in
THAP1 and DYT1 dystonia, likely neurodevelopmental in origin [41].

Microelectrode recordings obtained during DBS procedures have shown no differences in
firing rates or patterns between DYT1 and THAP1 dystonia [38, 44]. In a study of 3 awake
patients with THAP1 dystonia, mean GPi spike frequency was 48.4 Hz [44]. In another
study of 2 patients undergoing DBS under general anesthesia with propofol and
remifentanil, globus pallidus externa (GPe) and GPi mean firing rates were 15.0 Hz and 16.6
Hz, respectively. Clearly, the differences in firing rates between these two studies were due
to the effects of anesthesia [44].

In terms of phenomenology, THAP1 dystonia is similar to DYT1 dystonia and non-DYT1
adult-onset primary dystonia. Sensory tricks [35], status dystonicus [45], and spontaneous
remissions [34] have been reported in THAP1 dystonia. The terms “dysphonia” and
“dysarthria” frequent many of the published clinical descriptions of THAP1 dystonia.
However, in many reports it is not entirely clear that “dysphonia” was appropriately
differentiated from “dysarthria” or that laryngeal involvement was documented by
laryngoscopy or videostroboscopy. When present, dysarthria in THAP1 dystonia is often
due to involvement of masticatory, lower facial and pharyngeal muscles.

Some manifestations of THAP1 dystonia may be relatively unique. THAP1 dystonia has
shown us that adult-onset primary dystonia can begin in a distal lower extremity and may
not be associated with foot inversion [46]. In fact, THAP1 leg dystonia may manifest with a
characteristic “limping” pattern [5, 46]. Appendicular tremor may be a presenting feature of
THAP1 dystonia. Clinically, this tremor is most consistent with a dystonic tremor, showing
variable amplitude, significant right-left asymmetry, and, increases in amplitude with
movements opposite to the direction of any associated dystonic posturing. Although
“myoclonus” has been described in THAP1 dystonia, electrophysiological studies were not
performed to definitively differentiate “myoclonus” from a “jerky” dystonic tremor [47].

5.1 Data analysis
The phenotypic spectrum of THAP1 dystonia associated with coding mutations is detailed in
Table 1 and Supplementary Table 1. These tables and all aspects of phenotypic data analysis
integrate our newly described missense variants with data assembled from a comprehensive
literature search. Given the variability in reporting styles used in the different THAP1
publications, data regarding anatomical distribution was, in some cases, imputed or inferred
from clinical descriptions, along with ancillary information derived from tables, figures or
videos. For subject with dystonia, a “modified UDRS” score (1-14) was generated by
assigning one point for each affected body area (eyes and upper face, lower face, jaw and
tongue, larynx, neck, shoulder and proximal arm [right and left], distal arm and hand
including elbow [right and left], pelvis and proximal leg [right and left], distal leg and foot
including knee [right and left], and trunk).

5.2 Results
Our analysis indicated that THAP1 dystonia was slightly more prevalent in females (Table
1). Age of onset for THAP1 dystonia ranged from 3 to over 60 years of age (Table 1). In
comparison to DYT1 dystonia, THAP1 dystonia tended to manifest at older ages, with mean
age of onset in the late teen years. The distribution of age of onset showed a moderate
positive skew with many patients first manifesting dystonia in their 20s and 30s. Given the
relatively recent identification of the causal gene, there is no true prospective data on gene
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carriers. Retrospective disease duration has ranged from less than a year to 70 years with a
mean of over 20 years.

Some sense of anatomical spread can be surmised by comparing site of onset to most recent
anatomical distribution. Common sites of onset were the arm (42.6%) and neck (24.6%).
Ultimately, 43.1% of affected individuals progressed to generalized dystonia. Eventually,
the cranium (upper face, lower face, and/or jaw/tongue/pharynx) was affected in
approximately half of patients with THAP1 dystonia. However, blepharospasm was
relatively infrequent, with many more subjects showing involvement of the jaw, tongue or
pharynx. On average, about 6 body areas were affected at the time of neurological
assessment. For example, a relatively common anatomical pattern yielding a modified
UDRS score of 6 was segmental dystonia with involvement of the proximal and distal arm
(unilateral), neck, larynx, lower face, and jaw-tongue.

6. Genotype-phenotype and phenotype-phenotype correlations
Statistical analyses of genotype-phenotype and phenotype-phenotype correlations were
performed with SAS® (Cary, NC, USA). All coding mutations were assigned an amino acid
number (1 - 213) corresponding to the first amino acid altered by the mutation. Variants
predicted to be subjected to NMD were assigned a value of 1. Non-parametric correlations
(τB) were used for analysis of ordinal variables (site of onset and distribution). Mutations
near the N-terminus of THAP1 were associated with an earlier age of onset and tended to be
associated with more extensive anatomical distributions (modified UDRS, p = 0.072; and
distribution, p = 0.054). Similar to DYT1 dystonia, age of onset was inversely associated
with both site of onset and ultimate anatomical distribution (Table 2) [48].

In separate analyses, genotype was dichotomized to THAP domain (1-81aa) or non-THAP
domain (82-213aa) and effects on age of onset, site of onset, and anatomical distribution
were determined with independent two-sample t (parametric) or Wilcoxin (nonparametric)
tests. Mutations within the THAP domain were associated with an earlier age of onset (mean
= 14.6 yrs) than non-THAP domain (mean = 26.5 yrs) mutations (p = 0.0047). THAP
domain mutations were also associated with more extensive anatomical distributions (p <
0.020), but had no significant effect on site of onset.

Each THAP1 sequence variant probably exhibits a unique penetrance value that is modified
by environment factors and overall genetic background. Proposing specific values for
penetrance is also compromised by intrafamilial variability in age of onset and assigning
affection status to subtle phenotypes. Based on 33 individuals from Amish-Mennonite
Family M (p.F45Lfs*29) including 13 affected individuals, Kaplan-Meier risk up to age 34
years was 60% with a confidence interval of 23% to 93% [1, 49]. Combining data from
Amish-Mennonite Families M and C, both of which harbor the p.F45Lfs*29 frameshift
mutation, extended the analysis to 76 individuals (16 affected and 60 unaffected) ranging in
age from 6 to 65 years [49]. The larger dataset generated lifetime penetrance in first-degree
relatives of 57% with a confidence interval of 23% to 91% [49].

Among cases described in the literature, family history of dystonia was 76.2% (Table 1).
This number is probably artificially inflated given that several published studies focused
their mutation screening efforts on early-onset cases or cases with a positive family history
of dystonia. In large series of mainly adult-onset primary dystonia, a family history of
dystonia in first- or second-degree relatives was closer to 50% [4, 5, 28, 29]. Limiting
analysis to coding variants (Supplementary Table 1), 69/85 (81%) of those localized to the
THAP domain (1-81aa) were associated with a positive family history of dystonia. In
comparison, a positive family history was noted for only 13/28 (46%) of those variants
localized to other regions of THAP1. The difference in family history between THAP
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domain and non-THAP domain variants is highly significant (χ2 = 12.77, df = 1, p = 0.001).
Given that family history included both first and second degree relatives in several reports
and total fertility rates of approximately 2 children per woman in the United States and
Europe from 1980 to the present [50, 51], penetrance is probably less than 50% for most
coding variants located outside the THAP domain of THAP1.

7. Response to treatment
7.1 Oral pharmacotherapy and injections of botulinum toxin

There is no convincing evidence that THAP1 dystonia responds to levodopa [44]. Reported
responses to anticholinergics such as trihexyphenidyl, baclofen and benzodiazepines are
variable, and mild to moderate, at best [44]. Similar to other primary dystonias, focal
manifestations such as cervical dystonia, laryngeal dystonia and hand-forearm dystonia do
respond positively to injections of botulinum toxin [52]. Management of abductor laryngeal
dystonia is often limited by the skill of the injector [53]. Treatment of dysarthria may be
inadequate due to combined involvement of the lower face, masticatory muscles, tongue and
pharynx [53].

7.2 Deep brain stimulation
The results of DBS for treatment of THAP1 dystonia are shown in Table 3. In all subjects,
dystonia was treated with bilateral placement of electrodes in the GPi. As is the case for
other primary dystonia, improvement in THAP1 dystonia took weeks to month after the
onset of stimulation. DBS seemingly had the largest effects on appendicular and cervical
dystonia. The effects of DBS on dysphonia and dysarthria appeared to be more variable and
took longer to become manifest. Pre- and post-operative dystonia rating scale scores were
available for 9 cases - improvement ranged from 16 - 93% with a mean of 41%.

8. Conclusions
THAP1 dystonia often begins in an arm during the late teen years and early-adult life.
Involvement of the neck, larynx and lower cranial musculature is common. Given that
THAP1 has only 3 exons, genetic testing is reasonable for subjects within two standard
deviations of the mean age of onset (16.8 + 12.6*2 = 42 yrs), especially if dystonia is
segmental and affects the craniocervical musculature. Preimplantation genetic testing may
be considered, particularly for sequence variants involving the THAP domain of THAP1.

Although no post-mortem pathological studies have been published to date, based on
imaging studies and the absence of dementia, Parkinsonism, and spasticity, there is no
evidence for overt neurodegeneration in THAP1 dystonia. In fact, spontaneous resolution
has been reported for one patient with a THAP1 deletion mutation. This information
suggests that THAP1 dystonia is a network disorder, possibly amenable to sensorimotor
retraining. Patients with intractable segmental and generalized dystonia can benefit from
DBS, but should be made aware that improvements in laryngeal and cranial dystonia may be
marginal.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Fig. 1.
Genomic structure of human THAP1. (A) UCSC Genome Browser on human GRCh37/hg19
assembly. From top to bottom: (1) localization of THAP1 is shown on an ideogram of Chr8,
(2) UCSC and RefSeq genes on reverse strand - exon 1 is to the right of exons 2 and 3], (3)
gene boundaries, (4) CpG islands, (5) DNA methylation in GM12878, H1-hESC, K562,
HeLA-S3, and HepG2 cells by reduced representation bisulfite sequencing from ENCODE/
Hudson Alpha, (6) H3K4me3 ChIP-seq raw signal, (7) MRE-seq CpG score, (8) MeDIP-seq
CpG score, and (8) repeating elements by RepeatMasker. (B) Location of intronic and
promoter sequence variants. Untranslated regions (UTRs) are shown in gray. Coding regions
of Exons 1, 2 and 3, appear red, yellow and green, respectively. The major isoform
(NM_018105.2) contains 3 exons and is 2189 nt in length. Aberrant transcripts containing
stop codons 5′ to c.213 may be subject to nonsense mediated decay (NMD).
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Fig. 2.
THAP1 protein. (A) Functional domains of THAP1 and the location of THAP1 coding
sequence variants that have been associated with dystonia. THAP, thanatos-associated
protein domain. Pro, low complexity proline-rich region. NLS, nuclear localization signal.
M1?, c.2delT or c.1A>G. (B) Multiple sequence alignment of THAP1 from human, mouse,
rat, chimpanzee, rhesus monkey, dog, cow, opossum, chicken, Xenopus and zebrafish. Color
codes: AVFPMILW-red (small+ hydrophobic including aromatic - Y), DE-blue (acidic),
RK-magenta (basic), and STYHCNGQ-green (hydroxyl + amine + basic + Q). Symbols: (*)
residues in that column are identical in all sequences, (:) conserved substitutions have been
observed, and (.) semi-conserved substitutions are observed.
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Fig. 3.
Pedigrees of three kindreds with THAP1 dystonia. All family members that provided DNA
were genotyped: +/+, wild-type; and +/−, heterozygous. Probands are denoted with arrows.
Photograph shows cervical dystonia with right rotational torticollis in the p.S21C proband at
12 years of age.
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Table 2

Genotype-phenotype and phenotype-phenotype correlations for coding mutations

Amino Acid Number (1 - 213) Age of Onset (3 - 62 yrs)

Age of Onset (3 - 62 yrs) r = 0.42, p < 0.0001 NA

Duration (1 - 70 yrs) r = −0.023, p = 0.83 r = −0.29, p = 0.0020

Modified UDRS (1 -14) Kendall Tau b (τB) = −0.12, p = 0.072 Kendall Tau b (τB) = −0.40, p < 0.0001

Site of Onset (1 - 8) Kendall Tau b (τB) = 0.080, p = 0.28 Kendall Tau b (τB) = 0.32, p <0.0001

Distribution (1 - 5) Kendall Tau b (τB)= −0.14, p = 0.054 Kendall Tau b (τB) = −0.44, p < 0.0001

Site of onset (leg = 1, trunk =2, arm =3, neck =4, larynx =5, jaw/tongue/pharynx or cranium =6, lower face = 7, upper face = 8). Distribution (focal
= 1, segmental = 2, multifocal = 3, hemidystonia = 4, generalized = 5). NA, not applicable.
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