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Novel exon nucleotide deletion causes
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ABSTRACT. Adrenoleukodystrophy is a neurodegenerative X-linked re-
cessive disorder. It is characterized by abnormal function of peroxisomes,
which leads to an accumulation of very long-chain fatty acids in plasma and
tissues, especially in the cortex of adrenal glands and white matter of the
central nervous system, causing demyelinating disease and adrenocortical
insufficiency (Addison’s disease). It is caused by a mutation in the ABCD1
gene (ATP-binding cassette, subfamily D, member 1), which encodes the
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protein adrenoleukodystrophy that is involved in the transport of fatty acids
into the peroxisome for degradation. Variable expression has been recog-
nized in families of patients who have this disease. A Brazilian family from
Minas Gerais State, Brazil, was studied. The proband is an adult living in
Minas Gerais State, Brazil; he had adrenomyeloneuropathy, adrenocortical
insufficiency and a stable cerebral form. DNA was extracted from a blood
sample and was sequenced to identify the mutation. The patient’s exons
were cloned for confirmation. A new mutation was found in exon 5 of the
ABCDI1 gene (c.1430delA), as well as a single-nucleotide polymorphism
in exon 6. The mutation causes a frame shift, resulting in a truncated pro-
tein with almost total absence of the ATP binding domain.

Key words: Adrenoleukodystrophy; X-linked; ABCD1 gene;
Molecular diagnosis; Addison’s disease; ABC transporters

INTRODUCTION

X-linked adrenoleukodystrophy (X-ALD - MIM #300100) is a peroxisomal, progressive
and neurodegenerative disorder that affects the cortex of adrenal glands and the white matter of
the nervous system. It was first reported in Germany by Siemerling and Creutzfeldt (1923) as
“Bronzekrankheit und Sklerosiende Encephalites”, because of the unique combination of primary
adrenocortical insufficiency (Addison’s disease) and cerebral inflammatory demyelinization. Blaw
(1970) introduced the name “adrenoleukodystrophy”. Igarashi et al. (1976) and Moser et al. (1981)
found large amounts of cholesterol esters with saturated very long-chain fatty acids (VLCFA) in
extracts of brain, adrenal tissue, fibroblasts and blood cells, and especially in the plasma of patients
with X-ALD, a discovery of crucial importance for the identification of patients (Kemp and Wan-
ders, 2007). Plasma VLCFA is the best initial biomarker for X-ALD to date.

This disorder is X-linked recessive and has the highest frequency among the group of
peroxisomal diseases (Kemp and Wanders, 2007). The minimum estimated incidence in the
U.S. ranges from 1:42,000 for homozygous males to 1:16,800 for both homozygous males
and heterozygous females (Bezman et al., 2001). In South Brazil, the minimum estimated
incidence for homozygous males is 1:35,000 (Jardim et al., 2010).

This disease is related to changes in the ATP-binding cassette, subfamily D, member 1
gene (ABCD1 - MIM #300371), identified by positional cloning techniques by Mosser et al.,
in 1993. This gene is located on chromosome Xq28 and consists of 10 exons with a total of
19,894 bp and a coding sequence of 3664 bp. It encodes a transporter protein of the adenosine
triphosphate-binding cassette family (Pan et al., 2005), which consists of 745 amino acids and
is located in the peroxisome membrane; it is called adrenoleukodystrophy protein (ALDP - ac-
cession No. NP_000024 in the NCBI).

The ABC transporters are ATPases and have the important role of transporting various sub-
strates such as proteins, amino acids and inorganic ions across membranes (Lachtermacher et al.,
2000). Mutations in ALDP lead to the accumulation of saturated VLCFA, with more than 22 car-
bons, mainly with 26 carbons (hexacosanoic acid), due to impairment of peroxisomal -oxidation
of fatty acids (van Roermund et al., 2008). This biochemical process induces the shortening of
various fatty acid chains, including VLCFA, and is accomplished through four sequential steps of
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dehydrogenation, hydration, further dehydrogenation, and thiolytic cleavage. As a result, the first
two carbon atoms of the acyl-CoA fatty ester are released as acetyl-CoA, leaving one shorter acyl-
CoA ester that can undergo new processes of -oxidation (Kemp and Wanders, 2007).

Kemp and Wanders (2007) stated that the oxidation of C24:6 omega-3 involves the
same set of enzymes as the oxidation of C26:0, but despite that, the first oxidation is com-
pletely normal in fibroblasts from patients with X-ALD. This suggests that the defect in the
oxidation of C26:0 is not due to an abnormality in peroxisomal -oxidation itself. Moreover,
it suggests that ALDP is involved with the import of VLCFA into the peroxisome, although its
function is not completely clear (van Roermund et al., 2008).

Diagnosis by measurement of VLCFA in plasma of patients with X-ALD is achieved when
high concentrations of hexanoic acid (C26:0) and increased ratios of hexanoic to docosanoic acid
(C26:0/C22:0) and/or tetracosanoic to docosanoic acid (C24:0/C22:0) are found (Moser et al., 1999).
Although this test is highly reliable for diagnosis in males, with only 0.1% affected males showing
VLCFA levels in the normal range (Lachtermacher et al., 2000), there is a rate of 15-20% false-
negatives in obligate female carriers (Boehm et al., 1999). Thus, normal plasma levels of VLCFA
do not exclude the possibility of a subject being X-ALD heterozygous (Kemp and Wanders, 2007).
This observation, together with the existence of allelic heterogeneity and a large number of different
mutations, show that genetic testing of all exons of individuals is the most reliable way to determine
the diagnosis in each family. This effective detection of mutations is fundamental in determining
unequivocally the genetic status of individuals at risk (Lachtermacher et al., 2000).

Long-chain fatty acids have a long uncharged carbon chain (hydrophobic tail) and a
charged carboxyl chain (hydrophilic). Its accumulation allows the hydrophobic tails to interact
with the components of the myelin sheath, resulting in local immune reaction causing the disso-
lution of the latter. This leads to demyelination, which gradually hinders the conduction of nerve
impulses. As a result, the nervous system becomes less efficient (Grosko and Ferreira, 2006).

The clinical manifestation of X-linked adrenoleukodystrophy disease is highly vari-
able, and many authors have already shown that there is no correlation between clinical phe-
notype, VLCFA levels and genotype, and that the degree of loss of function of ALDP is not
related to disease severity (Moser and Moser, 1996; Pan et al., 2005). This lack of correlations
suggests that the observed variation can be caused by an autosomal modifier gene (Smith
et al., 1991; Moser et al., 1995) or by other factors not yet identified (Korenke et al., 1996).
Seven different phenotypes were described for male patients and five for female patients (X-
linked Adrenoleukodystrophy Database - http://www.x-ald.nl/).

The phenotypes can be subdivided into four main categories: cerebral inflammatory, adre-
nomyeloneuropathy (AMN), Addison-only, and asymptomatic. Within a family, it is more common
to find diverse phenotypes than identical ones (Moser et al., 2007). Addison-only occurs between 2
years of age and adulthood, without nervous system involvement, although most of these patients
later show some neurological signs. Childhood cerebral adrenoleukodystrophy occurs in 35% of pa-
tients and is the most severe and devastating phenotype. It commonly manifests between the ages of
4 and 8 years, causing attention deficit, followed by progressive impairment of cognition, behavior,
vision, hearing, and motor function. Death often occurs 2 to 4 years after the onset of symptoms due
to complications such as pneumonia. AMN is the most common form of the disease and is character-
ized by slow progression with initial symptoms limited to the spinal cord and the peripheral nerves,
the major sites of demyelination (van Geel et al., 1996). Most often, it manifests at early ages, i.e., at
around 20 years or in late twenties as progressive paresis, sphincter disturbance and sexual dysfunc-
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tion (Moser et al., 2001). About 65% of patients with AMN have adrenal gland insufficiency, which
can remain as the only symptom for 5 to 15 years (van Geel et al., 1994). All symptomatic patients
worsen with the passage of decades (Moser et al., 2001). Approximately 19% of patients with AMN
develop cerebral demyelinating changes, and when it appears, they show a disease development
similar to that observed in childhood forms (van Geel et al., 2001).

Approximately 50% of female carriers develop an AMN-like phenotype (Moser et
al., 2001), but only a few of them show abnormalities on magnetic resonance imaging (MRI)
of the brain and spinal cord (van der Knaap and Valk, 2005). Adrenal cortical insufficiency is
rarely observed in ALD heterozygotes, but a subclinical decrease in glucocorticoid reserves
may be present in the majority of these women (El-Deiry, 1997).

Therapeutic options for X-ALD vary with the development of the phenotype (Peters
et al., 2004; Mahmood et al., 2005; Moser, 2006) and, in some cases, can change the natural
course of the disease.

This study is part of a larger project, whose aim is the investigation of degenerative
and metabolic diseases of the nervous system. A significant number of people may benefit
from this project, as it covers diagnosis, monitoring and genetic counseling.

The main objective of this research was to identify the mutation causing adrenoleuko-
dystrophy in the family studied.

MATERIAL AND METHODS

Subjects

The study included 33 individuals of a known family with adult manifestation of the
disease, 14 males and 19 females. After obtaining the patients’ informed consent (ETIC 337/06),
clinical and neurological assessments were performed and blood samples (10 mL) were collected.

Molecular controls

DNA from 50 individuals, including Brazilians (9 females and 9 males), Asians (10
and 6) and Hispanics (10 and 6), were used as controls. Samples were obtained from the
SNP500 Cancer Panel of the Institute Couriel.

Extraction of DNA from whole blood

Genomic DNA was extracted from 5 mL peripheral blood according to a standard protocol
using lysis buffer (10 mM Tris-HCI, pH 8.0, 2 mM EDTA, pH 8.2, and 10% SDS) and proteinase
K (20 mg/mL). Pellets were washed with 70% ethanol and dissolved in TE solution (Miller et al.,
1988). The concentration of extracted DNA was determined by spectrophotometry at 260 nm.

Molecular analysis
First, the exons of the ABCD1 gene and the splicing sites were amplified from the ge-

nomic DNA using polymerase chain reaction (PCR). In order to obtain the primer sequences used
in the experiments, three articles were used as reference: Boehm et al., 1999; Montagna et al.,
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2005, and Pan et al., 2005. Using softwares to design and analyze primers - Primer3 (http://frodo.
wi.mit.edu/primer3/) and NetPrimer (http://www.premierbiosoft.com/netprimer/netprlaunch/net-
prlaunch.html) - we selected the best primer pairs for this research.

Due to the large size of exon 1 (1299 bp), three pairs of primers overlapping each other
were utilized to cover the whole length. Owing to the paralogous sequences of exons 7, 8, 9, and
10 in the autosomes 2p11, 10p11, 16p11, and 22q11 (Eichler et al., 1997), we decided to first pre-
amplify these exons all together and subsequently amplify them individually from the fragment
obtained. However, a pre-amplification containing exon 7 was not feasible due to the size of the
intron between exons 7 and 8 (2267 bp). Thus, the pre-amplification consisted of exons 8, 9 and 10.

To verify if the amplified fragments corresponded to the correct amplicon, the sequenc-
es were compared with the reference sequence, and 100% identity was obtained. The sequence
of the ABCD1 gene differs from its autosomal paralogous sequence in various positions within
the amplified fragments. Thus, confirmation of the amplicons’ specificity can be obtained by
analyzing these few variant nucleotides (Boehm et al., 1999).

In order to identify the mutated fragment, single-strand conformation polymorphism (SSCP)
analysis was applied to the amplification products of each exon of the family members and control
individuals. The fragments that exhibited a different migration pattern in the gel between individuals
from the family and control individuals, and those that could not be correctly analyzed with SSCP
(data not shown) were sequenced with the aim of identifying the mutation causing the disease.

For sequencing, samples were purified from 1% agarose gels after electrophoresis of
PCR products, using the Promega Wizard® SV Gel and PCR Clean-up System kit. Sequencing
was performed in an ABI 3130 Genetic Analyzer using Big Dye® Terminator v3.1 Cycle Se-
quencing Kit, both manufactured by Applied Biosystems, according to the protocol suggested
by the manufacturer. Both strands of the samples were sequenced, forward and reverse direc-
tions. The sequences obtained were analyzed using Sequence Scanner v1.0 (Applied Biosys-
tems) and CodonCode Aligner (http://www.codoncode.com/aligner/) softwares. Mutational
analyses were performed using the genome sequence of normal humans, aside from databases,
as reference. At Ensembl Database, www.ensembl.org, the accession number of the gene is
ENSG00000101986, and at GenBank, www.ncbi.nlm.nih.gov/gene/, the GenelD is 215, Ref-
SeqGene: NG_009022.1. Sequences of both databases were compared using BLAST (http://
blast.ncbi.nlm.nih.gov/Blast.cgi) to ensure the accuracy of the reference used.

To confirm the mutation, gene fragments containing the possible alteration were
cloned from a few individuals of the family and control samples. Cloning was performed on
PCR™II-TOPO® plasmid using TOPO TA Cloning Kit, as recommended by the manufacturer
(Invitrogen™ Life Technologies, Carlsbad, CA, USA), and both alleles were sequenced.

RESULTS

Subjects

The proband of this study is now 39 years old. His diagnosis of adrenomyeloneuropathy
was established in Italy, when he was 26, three years after the first symptoms of spastic paraparesis.
The results of his VLCFA levels determined at Laboratorio de Biochimica e Genetica del Sistema
Nervoso, Milano, Italy, were: C26:0 = 3.72 uM (reference <1.50), C26:0/C22:0 x 1000 = 67 (refer-
ence <28), C24:0/C22:0 x 1000 = 1626 (reference <1100). Later, he manifested Addison’s disease.
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Since age 31, his MRI has shown a pattern of atrophy of the brainstem and symmetrical parenchymal
lesions with hyperintense signal on T2 and “flair” at the cortico-spinal tracts, with unchanged Loes
score (Loes et al., 2003) of 4. The disease has progressed slowly and he can walk with braces. He uses
daily oral doses of 20 mg lovastatin and 10 mg prednisone.

One brother of the proband manifested the disease at 28 years and died at 32, without diag-
nosis. One 54-year-old sister has mild hemiparesis on the right side, with normal MRI of brain and
spinal cord, and normal adrenal function. She will continue to be under observation, since a somato-
sensory-evoked potential has not been available to support AMN. One 54-year-old cousin presented
changes in behavior, urinary urgency, loss of short-term memory at age 51 and was diagnosed at
age 53 with Addison’s disease, slowly progressive adult cerebral form and possible AMN. Another
cousin, not seen by this research group, now 48 years old, started at age 43 showing signs of depres-
sion and aggressiveness, followed by paraparesis and difficulty with speaking and swallowing.

Molecular diagnosis

All 10 exons were analyzed. In a male control, a previously described single-nucleo-
tide polymorphism (SNP) was found in exon 6, consisting of an adenine replacing a guanine
- ¢.1548G>A (ATG = 387, ¢.1934G>A). This transition does not alter the translation of codon
516 for leucine (CTG > CTA), p.LeuS516Leu (Fanen et al., 1994). The identification number of
the SNP in dbSNP, NCBI, is rs #41314153 (Figure 1).
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Figure 1. Analysis of the sequences of the ABCD1 gene of members of the family and controls. A. Electropherogram
of a male control showing the polymorphism in exon 6, at position 1934, of the coding sequence of the ABCD1
gene (¢.1934G>A), which maintains the translation for a leucine. B. Electropherograms showing the mutation
found at position 1430, in exon 5, from the coding sequence of the ABCD1 gene (c.1430delA) of members of the
family studied. The adenine deletion results in a frame shift and, consequently, in a truncated protein.
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The mutation within the family was found in exon 5 (Figure 1) and consists of an adenine
deletion at position 37 of the exon, ¢.1430del A (ATG =387, c.1816delA), at codon 477, which en-
codes glutamate (p.Glu477GlyfsX80). The nomenclature used to indicate the alterations follows
the format indicated at http://www.hgvs.org/mutnomen/ and refers to the DNA level.

The forward sequence achieved from genomic DNA purified from female carriers of
the family showed an overlap beginning at base 37 of exon 5 (position of the adenine deleted),
while on the reverse sequence the overlap was observed from the beginning of the sequence to
base 37. This is explained by the fact that carrier women have both the normal and the mutated
alleles, and the presence of both alleles results in reading, by the sequencer, of two bases at the
same time. When these same individuals were cloned, the deletion was clearly observed. In
men, we were able to identify the deletion, both in the sequencing and cloning results.

Of the 33 subjects studied, 15 showed the mutation (45.45%), of which 12 were
women (80%) and 3 were men (20%) (Figure 2).
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Figure 2. Pedigree of the family studied. Individuals carrying the deletion are highlighted and the proband is
indicated by the arrow. There was an association between the mutation found and the X-ALD family case. Of the
33 subjects studied, 15 showed the mutation, 12 females and 3 males. Despite the fact that all of them had the same
mutation, clinical manifestations varied, showing variable expression of this disease.

DISCUSSION

As of January 2010, 1065 mutations in the ABCD1 gene, of which 522 are non-recur-
rent mutations, have been identified and listed in the X-linked Adrenoleukodystrophy Data-
base. They have been described for all 10 exons of the gene, and are generally infrequent and
usually confined to a single family. Most of these mutations (61%) are missense mutations,
and among all the point mutations, 78% are transitions. In addition, 75% of all mutations of
this gene result in the absence of ALDP activity (X-linked Adrenoleukodystrophy Database).
Over 93% of patients with X-ALD inherited the mutation from their mothers and the remain-
ing 7% represent new mutations (Fanen et al., 1994). The only hotspot mutation described
is a dinucleotide deletion in exon 5 (c.1415_1416delAG; ATG = 387, ¢.1801 1802delAG;
p-Glu471fs) with a recurrence frequency of about 12% (Lachtermacher et al., 2000).

The alteration found in the family of this study is a novel mutation. It is important to
highlight some points that indicate that this deletion is in fact the mutation causing adrenoleuko-
dystrophy in this family. First, there is an association between the mutation and a family case of
the disease, as evidenced in the pedigree (Figure 2). Second, the deletion alters a codon coding
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for a glutamate that is highly conserved in mammals, birds, fishes, amphibians, echinoderms,
insects, and even fungi, as revealed by analyses performed with the BLAST tool of NCBI (http://
blast.ncbi.nlm.nih.gov/Blast.cgi) (Figure 3). In addition, the sequencing of 50 control subjects
was also carried out and the deletion was not found in any of these samples. Moreover, the muta-
tion causes a change in translation, resulting in a truncated protein that has only 556 amino acids,
instead of the 745 found in the wild-type protein (http://ca.expasy.org/tools/dna.html) (Figure 3).
Thus, the frame shift caused by the deletion leads to a significant change in the protein, and it
is unlikely that it represents just a simple SNP. However, more than simply observing the frame
shift, it is important to understand what really changes in the protein.
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Tetradon nigroviridis: Identities = 472/725 (65%)
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Figure 3. A. ABCDI gene, located on the X-chromosome, consisting of 10 exons, encodes the adrenoleukodystrophy
protein (ALDP) with 745 amino acids. This protein has two domains: the membrane ABC superfamily, a transmembrane
domain with six helical segments, and the P-loop NTPase superfamily, an ATP-binding domain. It is observed that
the latter begins shortly before the 500th amino acid of the protein. Because the mutation described in this study is
an adenine deletion occurring at the 477th amino acid (glutamate), we can conclude that the mutated ALDP has no
functional ATP-binding site. B. Multiple protein alignment of the amino acid partial sequence from ALDP. Comparison
of the sequence of the normal protein obtained from NCBI (NP_000024.2) with the mutated protein resulting from the
adenine deletion, obtained from the Translate Tool of EXPASy Proteomics Server, shows a sequence identity of 64%. It
can be observed from this alignment, performed by the Blastp 2.2.21+ program, using as reference the wild-type ALDP
and the non-redundant protein sequences database (nr), that there is a conservation of the amino acid glutamate (E) in
several species, including mammals, amphibians, fish, invertebrates, and fungi. Red indicates the preserved amino acid
and blue indicates the amino acid that differentiates the sequences of the species compared.

The ALDP belongs to the superfamily of adenosine triphosphate-binding cassette
transmembrane transporters (ABC transporters). The molecules of this family are character-
ized by two highly hydrophobic domains in the amino-terminal region, each one containing six
transmembrane sequences with a secondary structure in a-helix, whose amino acid composi-
tion determines the specificity of the molecules transported (Higgins, 1992). These proteins
also contain a hydrophilic sequence with two preserved adenosine triphosphate-binding cas-
sette carboxy-terminal domains (Pan et al., 2005) involved with ATP binding and hydrolysis
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that occur during the transport process (Dean and Santis, 1994). In fact, ALDP is a half-size
ABC transporter, and its amino terminus contains the transmembrane domain, consisting of
six transmembrane segments, while the carboxy-terminal portion contains a single hydrophilic
ATP-binding domain (Kemp and Wanders, 2007). However, this type of carrier must be com-
posed of two transmembrane domains and two ATP-binding cassette domains to be functional.
According to Pan et al. (2005) there are clusters of mutations described for X-ALD in the trans-
membrane domain (40%) and in the adenosine triphosphate-binding cassette domain (30%).

Considering the mutation found in this study, it was observed, from a protein-protein
BLAST (blastp) (Figure 3), that ALDP produced by carriers of the deletion does not have the
highly conserved ATP-binding domain (P-loop NTPase superfamily). One must, therefore,
consider that this protein has an inefficient activity or even no activity at all, as it lacks the
portion that provides energy for the transport function.

In the family studied, the disease manifested only during adulthood. The phenotypes
of'the three living affected men are distinct in relation to age of first symptoms, severity of the
disease progression and predominance of symptoms, and all of them have the cerebral form,
AMN and Addison’s disease. Only one of the 12 women carrying the mutation showed atypi-
cal neurological manifestation, with hemiparesis and without MRI abnormalities in the brain
or spinal cord, as cited by van der Knaap and Valk (2005). These distinctive phenotypes sup-
port the idea that there are other factors that modify the phenotype of X-adrenoleukodystrophy
(Smith et al., 1991; Berger et al., 1994; Kok et al., 1995). The phenotypic variability of the
disease can, therefore, be largely influenced by genetic and environmental factors (Pan et al.,
2005). Moreover, this significant alteration, along with other similar or even more harmful al-
terations, leave doubt as to what the function of the ABCD1 gene really is. Nevertheless, there
is no doubt that this is truly the gene linked to the disease.
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