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A novel mitochondrial tRNAY"?® mutation
causes MERRF syndrome

M. Mancuso, MD; M. Filosto, MD; V.K. Mootha, MD; A. Rocchi, PhD; S. Pistolesi, MD; L. Murri, MD;
S. DiMauro, MD; and G. Siciliano, MD

Abstract—A woman with typical features of myoclonic epilepsy with ragged red fibers (MERRF) had a novel heteroplas-
mic mutation (G611A) in the mitochondrial DNA tRNA phenylalanine gene. The mutation was heteroplasmic (91%) in
muscle but undetectable in accessible tissues from the patient and her maternal relatives. Single-fiber PCR analysis
showed that the proportion of mutant genomes was higher in cytochrome ¢ oxidase (COX)-negative ragged red fibers
(RRF's) than in COX-positive non-RRF's. This report shows that typical MERRF syndrome is not always associated with

tRNA lysine mutations.
NEUROLOGY 2004;62:2119-2121

More than 120 point mutations in human mitochon-
drial DNA (mtDNA) genes have been associated with
a wide spectrum of disorders that can affect virtually
every tissue in the body, although brain and skeletal
muscle are most frequently involved.!

Thirteen years ago, one of the most common en-
cephalomyopathies, myoclonic epilepsy with ragged
red fibers (MERRF), was attributed to a mutation
(A8344G) in tRNA lysine (tRNA'®) gene of mtDNA.2
Two rarer mutations in the same gene have also
been associated with MERRF.?

We report a novel mutation in a different gene,
tRNA phenylalanine (tRNAF?®), in a patient with
typical clinical, histologic, and biochemical features
of MERRF.

Case reports. An Italian woman aged 42 years developed nor-
mally until age 11 years, when she started having panic attacks.
In her 20s, she developed episodes of migraine and progressive
limb myoclonus, manifesting as sudden finger flexion, arm abduc-
tion, and leg jerks. In her 30s, she also had exercise intolerance,
loss of balance, and memory problems. Since age 37 years, she has
had progressive sensorineural hearing loss. There was no family
history of neuromuscular disorders. She has a healthy daughter
aged 15 years.

On examination, she was short, with pes cavus, and bilateral
hearing loss. Her upgaze was partially restricted, but lateral eye
movements and downgaze were preserved, and she had no ptosis.
Funduscopy was normal. Motor examination showed slight spas-
ticity of the legs and mild weakness of neck flexors and quadriceps
against resistance. She had frequent myoclonic jerks. There were
no signs or symptoms of peripheral neuropathy. Plantar reflex
was extensor bilaterally, and there was bilateral clonus of the
patella and ankle. She had cerebellar signs, including dysmetria
and tremor on finger-to-nose and heel-to-shin tests, dysarthria,
and mild hand tremor. She had poor balance with tandem gait
and a positive Romberg sign.

Blood and urine routine assays were normal. Resting blood
lactate was increased (3.12 mmol/L; normal, 0.45 to 2.45). EKG
and echocardiography were normal. EEG showed episodic general-

ized spikes and spike and wave complexes with background
slowing.

Nerve conduction velocities were normal, and EMG showed
mild myopathic features. Cognitive functions were mildly im-
paired based on the Mini-Mental State Examination score (23/30).
Brain MRI with T1-weighted sequences showed moderate cerebral
and more severe cerebellar atrophy. MR spectroscopy showed a
decreased choline peak but no lactate peak.

Methods. Histochemical and biochemical studies. Histochemi-
cal and biochemical studies of frozen muscle sections were carried
out as described previously.*®

Genetic studies. Southern blot analysis and quantitative de-
termination of mtDNA were performed as described previously.® A
series of PCRs amplified fragments of muscle DNA encompassing
all the tRNA genes, which were sequenced directly in an ABI
Prism 310 Genetic Analyzer (Applied Biosystems, Foster City, CA)
following standard procedures.

The presence of the mutation was confirmed by PCR-
restriction fragment length polymorphism (RFLP) analysis. The
DNA was amplified using the following primers: forward mis-
matched, 5'-CCTCCTCAAAGCAATACATT-3' and reverse mis-
matched, 5'-TAAGCGTTTTGAGCTGCATT-3'. PCR conditions
were 94 °C for 3 minutes, followed by 35 cycles of 94 °C for 1
minute, 55 °C for 1 minute, 72 °C for 1 minute, and a final
extension step at 72 °C for 7 minutes. Aliquots of PCR products
were digested with Msel restriction endonuclease and electropho-
resed on a 12% nondenaturing acrylamide gel, which was ana-
lyzed in a phosphorimager (Bio-Rad, Hercules, CA) to quantitate
the percentage of the mutation.

Single-fiber PCR assay was performed in the proband as de-
scribed using 30-pm-thick muscle sections.”

Results. Histochemical and biochemical studies. Histo-
chemical examination of the skeletal muscle biopsy showed
abundant (23%) ragged red fibers (RRFs), all of which were
intensely succinate dehydrogenase (SDH) positive (figure
1A), together with strongly SDH-reactive blood vessels
(SSVs; see figure 1A). There were also numerous cyto-
chrome ¢ oxidase (COX)-negative fibers (27%) and COX-
negative blood vessels (figure 1B). Although RRFs and
SSVs are also seen in biopsies from patients with mito-
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Figure 1. Muscle histochemistry. (A) Succinate dehydrogenase (SDH) stain shows mitochondrial proliferation (“ragged-
blue” fibers) and strongly SDH-reactive vessels (SSVs; arrow). (B) Cytochrome c oxidase (COX) stain shows reduced en-
zyme activity in individual fibers (asterisk) and a COX-negative SSV (arrow); X20.

chondrial myopathy, encephalopathy, lactic acidosis, and
strokelike episodes (MELAS), these are typically COX pos-
itive in patients with MELAS, whereas they are COX neg-
ative in those with MERRF, including our patient.?
Activities of mitochondrial respiratory chain complexes I,
III, and IV were markedly reduced in the patient’s muscle
extract (25 to 40% of mean control values; data not shown).

Genetic studies. Southern blot analysis excluded the
presence of large-scale rearrangements. Sequence analysis
of the PCR products showed a heteroplasmic guanine (G)-
to-adenine (A) mutation at nucleotide 661 (G661A) in the
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AATACACTAAAAATG

tRNAF?® gene (figure 2A).2 The mutation, which was con-
firmed by RFLP analysis (figure 2B), was abundant in
muscle (91%) but undetectable in the patient’s blood, uri-
nary sediment, cultured skin fibroblast, and buccal smear.
The mutation was also undetectable in blood, buccal
smear, and urinary sediment from the patient’s mother,
brother, and daughter and in blood cells from 100 normal
individuals. Single-fiber PCR analysis showed that the
proportion of mutant mtDNAs was 93.3 *+ 4.0% in 10 COX-
negative RRFs and 17.4 = 7.3% in 10 COX-positive
non-RRFs.
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Figure 2. (A) Electropherogram of the mitochondrial DNA region encompassing the G611A mutation (arrow). (B) PCR-
restriction fragment length polymorphism analysis of the G611A mutation. M = molecular marker; P = patient’s muscle;
and C = control muscle. (C) Proposed secondary structure of the human mitochondrial tRNA phenylalanine (tRNAT")
gene (the arrow indicates the G—A change). (D) Comparison of mitochondrial tRNAF"¢ among several species. The 611-

nucleotide is boxed.
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Discussion. We describe a novel G>A mutation in
the mtDNA tRNAFPP® gene of a woman with all ca-
nonical features of MERRF, myoclonic epilepsy,
hearing loss, exercise intolerance, lactic acidosis, and
RRFs. She also had other symptoms and signs fre-
quently associated with MERRF, including ataxia,
short stature, pes cavus, pyramidal signs, and mild
ophthalmoparesis.?

Virtually all patients with typical MERRF de-
scribed to date have had mutations in the tRNAM*
gene: the A8344G mutation is found in 80 to 90% of
patients with MERRF, and two other mutations,
T8356C and G8363A, account for most of the remain-
ing cases.?

All reported MERRF-like syndromes caused by
mutations in different tRNA genes overlap with
other mitochondrial encephalomyopathies, such as
Kearns—Sayre syndrome® or MELAS.?

Ours appears to be the first case of typical
MERRF not associated with mutation in the
tRNAD® gene.

We consider the G611A mutation pathogenic for
several reasons. First, it is consistent with the clini-
cal presentation, the histochemical finding of COX-
negative RRF's, and the biochemical observation of
multiple defects involving respiratory chain com-
plexes containing mtDNA-encoded subunits. Second,
the mutation disrupts a highly conserved base pair
in the anticodon stem of tRNAF® (figure 2, C and D),
which is likely to alter the double helix of the stem
and affect the stability of the tRNA secondary struc-
ture. Third, the mutation is heteroplasmic, and het-
eroplasmy is a common marker of pathogenic
mtDNA mutations. Fourth, the correlation between
abundance of mutant mtDNA, mitochondrial prolif-
eration (RRF), and COX negativity shown by single-

fiber PCR suggests that the mutation is responsible
for the abnormal phenotype observed in muscle. Fi-
nally, the mutation was absent in muscle from 100
control subjects.

Although the mitochondrial tRNA™* should still
be considered the “MERRF locus,” other tRNA genes
ought to be screened in the rare patients with clini-
cal features of MERRF but without mutations in the
tRNAS gene.

Acknowledgment

The authors thank Andrea Patricelli for technical assistance.

References

1. DiMauro S, Bonilla E. Mitochondrial disorders due to mutations in the
mitochondrial genome. In: Rosenberg RN, Prusiner SB, DiMauro S, Bar-
chi RL, Nestler EJ, eds. The Molecular and Genetic Basis of Neurologic
and Psychiatric Disease, 3rd ed. Philadelphia: Butterworth-Heinemann,
2003:189-195.

2. Shoffner JM, Lott MT, Lezza A, Seibel P, Ballinger SW, Wallace DC.
Myoclonic epilepsy and ragged-red fiber disease (MERRF) is associated
with a mitochondrial DNA tRNA™* mutation. Cell 1990;61:931-937.

3. DiMauro S, Hirano M, Kaufmann P, et al. Clinical features and genetics
of myoclonic epilepsy with ragged red fibers. In: Fahn S, Frucht SJ, eds.
Myoclonus and Paroxysmal Dyskinesia. Philadelphia: Lippincott Wil-
liams & Wilkins, 2002:217-229.

4. Sciacco M, Bonilla E. Cytochemistry and immunocytochemistry of mito-
chondria in tissue sections. Methods Enzymol 1996;264:509-521.

5. DiMauro S, Servidei S, Zeviani M, et al. Cytochrome c oxidase deficiency
in Leigh syndrome. Ann Neurol 1987;22:498-506.

6. Moraes CT, Shanske S, Tritschler HJ, et al. MtDNA depletion with
variable tissue expression: a novel genetic abnormality in mitochondrial
diseases. Am J Hum Genet 1991;48:492-501.

7. Moraes CT, Ricci E, Bonilla E, DiMauro S, Schon EA. The mitochondrial
tRNALewUUR) mytation in mitochondrial encephalomyopathy, lactic aci-
dosis, and strokelike episodes (MELAS): genetic, biochemical, and mor-
phological correlations in skeletal muscle. Am J Hum Genet 1992;50:
934-949.

8. Nakamura M, Nakano S, Goto Y-I, et al. A novel point mutation in the
mitochondrial tRNASe™UCN) gene detected in a family with MERRF/
MELAS overlap syndrome. Biochem Biophys Res Comm 1995;214:86-93.

9. Nishigaki Y, Tadesse S, Bonilla E, et al. A novel mitochondrial
tRNALWUUR) mutation in a patient with features of MERRF and
Kearns-Sayre syndrome. Neuromusc Disord 2003;13:334-340.

June (1 of 2) 2004 NEUROLOGY 62 2121

Downloaded from www.neurology.org at Harvard University on September 27, 2007


http://www.neurology.org

A novel mitochondrial tRNAPhe mutation causes M ERRF syndrome
M. Mancuso, M. Filosto, V. K. Mootha, A. Rocchi, S. Pistoles, L. Murri, S. DiMauro
and G. Siciliano
Neurology 2004;62;2119-2121

Thisinformation iscurrent as of September 27, 2007

Updated Information including high-resolution figures, can be found at:
& Services http://www.neurol ogy.org/cgi/content/full/62/11/2119
Subspecialty Collections This article, along with others on similar topics, appearsin the

following collection(s):
Mitochondrial disorders
http://www.neurol ogy.org/cgi/collection/mitochondrial_disorders

Permissions & Licensing Information about reproducing this article in parts (figures, tables)
or inits entirety can be found online at:
http://www.neurol ogy.org/misc/Permissions.shtml

Reprints Information about ordering reprints can be found online:
http://www.neurol ogy.org/misc/reprints.shtml

AMERICAN ACADEMY OF

NEUROLOGY

Downloaded from www.neurology.org at Harvard University on September 27, 2007



http://www.neurology.org/cgi/content/full/62/11/2119
http://www.neurology.org/cgi/collection/mitochondrial_disorders
http://www.neurology.org/misc/Permissions.shtml
http://www.neurology.org/misc/reprints.shtml
http://www.neurology.org

