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s-IBM DNA-PKcs, we examined a total of 393 vacuolated
fibers with 950 nuclei and 1953 myonuclei in non-vacuo-
lated fibers. As it was sometimes difficult to differentiate
between the nuclei of invading/surrounding mononuclear
cells and myonuclei, we excluded muscle fibers surrounding
inflammatory cells from the nucleus calculation. We cate-
gorized nuclei as positive when a brown color was clearly
discernible against lightly-stained hematoxylin.

3. Results

3.1. Increased expression of the DNA double strand break
(DSB) marker y-H2AX in s-IBM vacuolated fibers

In the non-pathologic controls, a small number of
myonuclei showed a weakly positive reaction to y-H2AX
(n=5; 6.0%18%, meanstandard deviation [SD].
Range: 3.97-8.05) (Fig. 1A). In polymyositis and dermato-
myositis, the nuclei in regenerating fibers were positive for
v-H2AX. The nuclei in perifascicular atrophic fibers in
cases of dermatomyositis were strongly positive (Fig. 1B),
and positive myonuclei were also found in other fibers in
polymyositis and dermatomyositis. A proportion of the
cells in inflammatory exudates were positive for y-H2AX.
In neurogenic muscular atrophy, strongly reactive nuclei
were usually found in atrophic angulated fibers (Fig. 1C),
and the nuclei at pyknotic nuclear clumps showed
increased reactivity for y-H2AX. In other neuromuscular
diseases, the nuclei at nuclear clumps such as those
observed in myotonic dystrophy showed increased reactiv-
ity for y-H2AX, and the nuclei in ragged-red fibers in mito-
chondrial encephalomyopathy and those of regenerating
fibers in various myopathies were strongly positive for -
H2AX. Vacuoles in hypokalemic myopathy, myopathy
with autophagic vacuoles, colchicine myopathy, and
OPMD were negative for y-H2AX (Fig. 1D).

In s-IBM, a proportion of fibers contained vacuoles that
were partially or entirely lined by positive immunoreactiv-
ity (Fig. 1E and F). Table 2 shows the percentage of (1)

vacuolated fibers vs. total fibers and (2) fibers containing
y-H2AX positive vacuoles vs. total vacuolated fibers in
patients with s-IBM (n = 10; 74.0 £ 13.0%, mean + SD).
The nuclei in vacuolated fibers displayed strong y-H2AX-
positive reactivity, and the percentage of positive nuclei
was significantly higher in vacuolated fibers than in non-
vacuolated fibers (Table 1) (p <0.01; paired Student’s t-
test). In polymyositis, the percentage of y-H2AX-positive
nuclei (n=10; 23.3 & 7.4%, mean =+ SD) was similar to
that in the non-vacuolated fibers in s-IBM, but lower than
that in the vacuolated fibers (p < 0.01; Student’s t-test).

The results of immunoblotting using this anti-y-H2AX
antibody showed several positive bands including ubiquiti-
nated forms of y-H2AX (Fig. 2) [20].

3.2. Detection of the DSB repair enzyme DNA-PK in s-IBM

In s-IBM, all of the DNA-PK components (DNA-PKcs,
Ku70, and Ku80) were found in vacuolar peripheries as
well as being strongly expressed in nuclei, consistent with
the results for y-H2AX (Fig. 1G, H and I). As for DNA-
PKcs, 70.6 & 14.0% (mean = SD) of vacuolated fibers con-
tained positive vacuoles for DNA-PKcs. The percentage of
positive nuclei for DNA-PKcs was significantly higher in
vacuolated fibers than in non-vacuolated fibers
(61.7 £ 10.6%, mean +SD, vs. 32.5410.2%: p<0.0l;
paired t-test). Ku70 was often found to form several round
or comma-shaped cytoplasmic inclusions in vacuolated
fibers and other fibers. We confirmed the relative localiza-
tion of Ku70, the nuclear envelope, and DNA in a triple-
fluorescence study in five patients with s-IBM, five patients
with polymyositis, and patients with other diseases. In pol-
ymyositis and other controls, Ku70 was confined to within
the emerin boundary, even when the Ku70-signal was very
intense (Fig. 3A). In vacuolated fibers in s-IBM, although
Ku70 was often localized to the nuclei, it was also found
in vacuolar peripheries, around the nuclei, and in the cyto-
plasm (Fig. 3B and C). In a few instances, cytoplasmic
Ku70-positive granules were associated with nuclear frag-

Table 2

Quantitation.

s-IBM Pt Vacuolated fibers/total v-H2AX positive fibers/vacuolated  Positive nuclei in

number fibers (%) fibers (%) Vacuolated fibers  Non-vacuolated
(%) fibers (%)

1 18.6 87.2 64.0 24.5

2 21.0 82.9 64.0 29.0

3 5.0 69.6 64.5 39.4

4 42 76.5 70.3 23.8

5 72 89.5 814 38.2

6 23.0 76.8 65.0 22.1

7 6.6 47.1 58.8 8.5

8 7.6 74.6 56.5 25.2

9 4.2 58.1 58.2 24.9

10 7.6 78.3 63.9 21.6

Mean + SD 105473 74.0 £ 13.0 647+71" 25.7+8.8

* The percentages for vacuolated fibers are significantly higher than those for non-vacuolated fibers (p < 0.01).
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Fig. 2. Tests for the antibody specificity in immunoblotting. Muscle
homogenates in control patients were segregated through polyacrylamide
gel electrophoresis and immunoblotted using anti-y-H2AX (left) and
Ku70 (right) antibodies. The molecular weights of y-H2AX and Ku70 are
15kDa and 70 kDa, respectively. In y-H2AX, patient 1 and 2, the extra
bands between 25 kDa and 37 kDa correspond to the ubiquitinated forms
[20]. In Ku70, patient 1 and 2, positive bands appear around its molecular
weight.

ments, indicating nuclear breakdown. Ku70-positive
deposits were sometimes found around intact nuclei
(Fig. 3D).

Immunoblotting of muscle homogenates with the anti-
Ku70 antibody showed a clear band around the molecular
weight (Fig. 2).

3.3. Localization of HNE, iNOS, and LAMP-2

ROS is an inducer of DSB in muscle cells and oxidative
stress may be associated with vacuolar formation [21], so
we tested 4-hydroxy-2-noenal (HNE), a product of lipid
peroxidation by ROS [22], and iNOS, a marker of oxida-
tive stress that was previously found to be increased in vac-
uolated fibers [21]. HNE and iNOS were increased not only
in some vacuolated fibers in s-IBM, but also in perifascicu-
lar atrophic fibers in dermatomyositis and ragged red
fibers. In non-vacuolated fibers in s-IBM, atrophic fibers
in neurogenic muscular atrophy, and pyknotic nuclear
clumps, the two ROS markers were not increased.

Several studies indicated that rimmed vacuoles are lyso-
somes in origin [23,24]. In this study, we observed that vac-
uoles in s-IBM usually showed positive for the lysosome
marker LAMP-2, as described previously [23]. A dual fluo-
rescence study using antibodies against LAMP-2 and emer-
in showed frequent association of these two markers in the
vacuoles in s-IBM. ‘

3.4. Immuno-electron microscopy of Ku70

In the ultrastructural study of Ku70 in s-IBM, we
detected Ku70-positive granules in some nuclei. Ku70-posi-
tive granules were often found in the vacuolar spaces of

Fig. 3. Triple fluorescence study. Ku70 (red), emerin (green), and DNA (DAPL blue). A: Regenerating fibers. B to D: s-IBM. A1-D1: overlay of the three
colors. A2-D2: emerin plus DNA. (A) Ku70-positive deposits are largely confined to the area surrounded by emerin. (B) A vacuolated fiber contains a
nucleus abutted by deposits of Ku70 (arrow head). Fragments of Ku70-positive deposits intermingle with remnants of emerin or DNA (arrows). The
figures indicate nuclear breakdown and impaired incorporation of Ku70 into the nucleus. (C) Muscle fibers with numerous cytoplasmic deposits of Ku70
and breaks in the nuclear envelope (arrows). (D) Ku70-positive deposits surrounding a nucleus with an intact circle of emerin. This figure shows that
nuclear import of Ku70 is impaired even in the early phase of nuclear breakdown in s-IBM. Bar = 25 ym.
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Fig. 4. Immunoelectron microscopy of Ku70, a regulatory component of DNA-PK. (A1) Deposits of Ku70 in cytoplasmic spaces. (A2) Higher
magnification of Al. The positive reactivity may correspond to the cytoplasmic inclusion of Ku70 in immunofluorescence. (B1) Ku70 surrounding
electron-dense round bodies. (B2) Higher magnification of one body shows granular structures inside with a peripheral dense zone. According to the triple
fluorescence results, such as those shown in Fig. 3, the round body corresponds to a degenerating nucleus, and the electron micrograph may illustrate that
the nucleus cannot incorporate Ku70. Bar =1 um (Al & B1), 200 nm (A2), 500 nm (B2).

various sizes, sometimes combined with degenerative
products (Fig. 4A). Ku70-positive products were also
found to be attached to something like degenerating
nuclear structures that contained no Ku70 (Fig. 4B),
which may have corresponded to nuclei surrounded by
Ku70-positive deposits in the immunofluorescence study
(Fig. 3B, arrowhead).

4. Discussion
4.1. Findings in s-IBM

In the current study, we showed that the percentage of
DSB-positive nuclei was significantly higher in vacuolated
fibers than in other fibers in s-IBM. This finding suggests
that nuclear breakdown along with the accumulation of
DSB occurs in muscle cells in s-IBM. Moreover, we
detected figures suggesting impaired nuclear import of
Ku70. Nuclear translocation of Ku proteins is important
for DBS repair, and a deficiency in nuclear translocation

caused hypersensitivity against X-ray irradiation due to
the lack of DBS repair in a cell culture study [25]. There-
fore, we hypothesize that defects in Ku70 nuclear import
accelerate DSB formation.

As DSB occur in other disease conditions without
nuclear breakdown, additional factors may be involved in
the nuclear changes seen in s-IBM. There is evidence that
nuclear envelope dysfunction can cause both mechanical
fragility of the nucleus and DNA damage. Lamins are pro-
teins of nuclear intermediate filaments that comprise the
lamina, the meshwork supporting inner nuclear mem-
branes. Mutations in the genes that encode lamins and
emerin (a lamin-associated protein) cause Emery—Dreifuss
muscular dystrophy and a number of different diseases col-
lectively called laminopathies [26]. In several laminopa-
thies, blebbing of the nuclei in cultured fibroblasts can be
seen, and it is hypothesized that such mutations result in
fragile and mechanically unstable nuclei [27]. Emerin muta-
tions can cause myopathy with rimmed vacuoles [28,29].
Besides structural integrity, the lamina is also involved in
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various other processes, such as replication and gene tran-
scription, which are intimately associated with DNA dam-
age repair. Accordingly, impaired DNA repair has been
found in several laminopathies. Fibroblasts possessing a
laminopathy mutation show an excessive amount of un-
repaired DNA damage, as evidenced by y-H2AX immuno-
histochemistry [30]. Furthermore, lamins are important in
the spatial rearrangement of nuclear pore complexes and
therefore nuclear protein transport. Nuclear protein import
is reduced in cells expressing lamin A mutants [31]. In the
current study, we detected figures suggestive of impaired
nuclear import of Ku70. Defects of nuclear import have
been suggested for the mechanism of cytoplasmic accumu-
lation of enzymes (e.g., ERK [32] and MKP-1 [33)) and
nuclear molecules (e.g., pElk-1 [5,32] and TDP-43 [34]) in
s-IBM. In summary, dysfunctional lamins can explain the
nuclear breakdown, accumulation of DSB, and impaired
nuclear transport observed in s-IBM. A specific stressor
predicted in this disease [35] may affect lamins or other
nuclear envelope components. Alternatively, the nuclear
envelope might become fragile by aging. Cell nuclei from
old individuals exhibit defects similar to those of cells from
Hutchinson-Gilford progeria syndrome, which is caused
by mutations of lamin A [36]. Likewise, nuclear pore com-
plexes are not turned over in differentiated cells, and age-
related alterations in nuclear pore complexes affect nuclear
integrity [37]. Moreover, several studies have indicated an
age-dependent decline in DNA repair capacity [38]. We
suspect that these age-associated changes in nuclear enve-
lope integrity and DNA repair mechanisms may predispose
the muscles of the elderly to s-IBM pathology. In this con-
text, the initial inducer of DSB in s-IBM muscle may be the
same as that in polymyositis.

We found products that were positive for the lysosome
marker LAMP-2 in rimmed vacuoles, indicating that they
also originate from lysosomes. Moreover, we found that
the LAMP-2-positive products were frequently associated
with emerin. These findings suggest the induction of
autophagy to process broken-down nuclei. In the muscle
of laminopathy patients and emerin-null mice, it has been
shown that autophagosomes/autolysosomes are involved
in the degradation of damaged nuclear components [39].

4.2. Findings in other diseases

Recent studies indicate an up-regulation of type 1 inter-
feron inducible proteins in dermatomyositis muscle with
perifascicular atrophy [40]. A prolonged stimulation of
type 1 interferon (B-interferon) induces ROS and DNA
damage response in culture study [41]. Therefore, the
strong myonuclear y-H2AX staining and excessive levels
of ROS found in perifascicular atrophy might correspond
with this hypothesis. The strong myonuclear y-H2AX
staining found in ragged red fibers may have been induced
by increased ROS caused by mitochondrial dysfunction.
Although the small angulated fibers show positive -
H2AX reactivity, the majority of these fibers were negative

for HNE and iNOS. Our results suggest that y-H2AX his-
tochemistry is more sensitive to detect ROS injury than the
two markers or that other genotoxic stresses attack on
muscle cells during degeneration. Contrary to the case in
s-IBM, vacuoles in OPMD, which may originate from
the nucleus and show some histone H1-positivity [5], were
negative for y-H2AX. This result suggests that simple
nuclear breakdown does not induce DSB. We found a
strong y-H2AX reaction in a proportion of cells in inflam-
matory exudates. As DSB occurs during V(D)J recombina-
tion in lymphocyte development [11], y-H2AX-positive
cells may be active in gene recombination.
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Myotonic dystrophy type 2 is rare in the Japanese

population
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Myotonic dystrophy (DM) is the most com-
mon form of adult-onset muscular dystrophy
and is characterized by autosomal dominant
progressive myopathy, myotonia and multi-
organ involvement. There are two distinct
entities currently known: DM type 1 (DM1)
and type 2 (DM2). DM2 is caused by the
expansion of a tetranucleotide CCTG repeat in
the first intron of the zinc finger protein 9
(ZNF9) gene on chromosome 3q21,! whereas
DML is caused by a CTG repeat expansion in
the 3’-untranslated region of the dystrophia
myotonica-protein  kinase gene (DMPK).2
In the normal allele for ZNF9, the repeat
sequence is a complex motif with an overall
configuration of (TG),(TCTG),(CCTG),. The
number of CCTG repeats is <30 in the
normal allele, with interruptions by GCTG
and/or TCTG motifs, and this allele is stably
transmitted from one generation to the next.1:3
However, in the expanded allele only the
CCIG tract elongates and no GCTG and
TCTG interruptions occur. The expanded
ZNF?9 allele is extremely unstable and the size
is highly variable, ranging from 75 to 11000
repeats, with a mean of 5000 CCTG repeats.
This unprecedented repeat size and somatic
heterogeneity make the molecular diagnosis of
DM2 difficult, and explain why the expansion
yields variable clinical phenotypes.*

To date, DM2 mutations have been identi-
fied predominantly in European Caucasians.>>
Although a small number of DM2 mutations
have been reported in non-European popula-
tions, including families in Morocco, Algeria,
Lebanon, Afghanistan and Sri Lanka,$7 all
reported that DM2 patients had been con-
sidered to originate from a single common
founder because they shared an identical
haplotype.>” However, in 2008 we identified
the first case of DM2 in an East-Asian popu-
lation, in a Japanese patient with a disease
haplotype distinct from that shared among

Caucasians, indicating that DM2 exists in
non-Caucasian populations and that there
may have been separate founders.t

Thus, it was of interest to determine the
frequency of DM2 in non-Caucasian popula-
tions. We studied a Japanese population for
the presence of the DM2 mutation. We
included both patients with clinically and/or
electrically confirmed myotonia in which the
DM1 mutation had been excluded and
patients with the limb-girdle muscular dys-
trophy (LGMD) phenotype, because DM2 is
generally proximal dominant* and the phe-
notype often lacks myotonia,? similar to
LGMD, a heterogenous group of muscle dis-
orders for which >60% of the genetic causes
have remained undisclosed in Japan (Y.K.
Hayashi et al, unpublished data). It has
been currently reported that the frequency
of the DM2 mutation is more than DMI in
the European population:!® 1 in 1830 in
the general Finnish population, 1 in 988
Finnish patients with non-myotonic neuro-
muscular diseases and 1 in 93 Italian patients
with undetermined non-myotonic proximal

myopathy or asymptomatic hyperCKemia.
Both the Finnish and Italian population are
expected to be a relatively representative
European population with regard to the
DM2 mutation, because of a single European
founder haplotype >>7

Genomic DNA was extracted from blood
leukocytes or muscle biopsy samples accord-
ing to the standard protocols. The CCTG
repeat size was determined by PCR, using
primers flanking the repeat. When a single
allele was amplified, Southern blot analysis
using EcoRI or repeat-primed PCR specific
for the DM2 expansion!* was performed to
distinguish homozygosity from heterozygos-
ity involving a large CCTG expansion. All
subjects included in this study gave informed
consent and the protocol was approved by the
Ethical Committee of Okayama University,
Nagoya University and the National Center of
Neurology and Psychiatry. In total, we stu-
died 153 unrelated patients. In all, 34 were
myotonic patients without the DM1 muta-
tion and 119 showed a LGMD phenotype
without identified LGMD mutations. Clinical

i 2

4 5

Figure 1 Repeat-primed PCR analysis. Expanded CCTG repeats in the two DM2 patients (Caucasian
and Japanese DM29 in lanes 4 and 5, respectively) are detected as a continuous characteristic smear
of products at higher molecular weight than those in non-DM2 patients (3 different individuals from
the 11 patients showing a single allele by PCR amplification of the DM2 repeat in lanes 1-3).
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information was assessed based on records
provided by the physicians.

We identified 295 alleles ranging in length
from 180 to 258bp by PCR amplification
of the DM2 repeat. Heterozygosity was
identified in 142 individuals (0.93). In the
remaining 11 samples showing a single allele,
Southern blot or repeat-primed PCR
analysis showed no expanded CCTG repeats
(Figure 1), indicating that all of them are
homozygous for a single allele. Thus, in our
extensive survey, no DM2-related CCTG
expansion was detected.

Most DM patients in Japan have been
considered to have DM1 (NIH Genetics
Home Reference, http://ghr.nlm.nih.gov/con-
dition/myotonic-dystrophy). Our study con-
firms that DM2 is an extremely rare cause of
myotonic and/or LGMD patients in Japan.
Although the spectrum of clinical presenta-
tion of DM2 is variable and only one Japanese
DM2 patient has been reported to date, our
data have important implications concerning
the indications for genetic testing and coun-
seling for DM2 in East-Asian populations.
The origin of most DM2 mutations is esti-
mated to be 200-540 generations ago in
Europe, and DM2 has since spread into
several European populations.® The rarity of
DM2 in East-Asian populations may be
because of a lack of founder effects or extinc-
tion of DM2 by genetic drift or selective
causes. V
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Abstract The nature of the swallowing impairment in
patients with sporadic inclusion body myositis (s-IBM) has
not been well characterized. In this study, we examined ten
consecutive s-IBM patients using videofluoroscopy (VF)
and computed pharyngoesophageal manometry (CPM).
The patients were divided into two groups: patients with
complaint and without complaint of dysphagia. VF results
indicated pharyngeal muscle propulsion (PP) at the hypo-
pharyngeal and upper esophagus sphincter (UES) in all
s-IBM patients. Patients without complaint of dysphagia
showed a mild degree of PP, whereas a severe form of PP
was observed in patients with complaint of dysphagia.
CPM revealed that negative pressure during UES opening
was not observed in the s-IBM patients with complaint of
dysphagia. Incomplete opening and PP at the UES were
observed in all s-IBM patients. These results indicate that
the dysphagic processes occur subclinically in s-IBM
patients who may not report swallowing impairments.

Keywords Inclusion body myositis - Videofluoroscopy -
Pharyngoesophageal manometry - Pharyngeal muscle
propulsion - Upper esophagus sphincter

K. Murata ((<)) - T. Kondo

Department of Neurology, Wakayama Medical University,
840-1 Kimii-dera, Wakayama 641-8510, Japan

e-mail: kemurata@wakayama-med.ac.jp

K. Kouda - F. Tajima

Department of Rehabilitation Medicine,
Wakayama Medical University, 840-1 Kimii-dera,
Wakayama 641-8510, Japan

Published online: 13 October 2011

Introduction

Sporadic inclusion body myositis (s-IBM) is an inflam-
matory myopathy characterized by selectivity of muscle
involvement, finger flexor and/or quadriceps femoris
involvement, moderate elevation of muscle enzyme con-
centrations, and a progressive corticosteroid-resistant
course. Muscle histopathology shows rimmed-vacuoles,
groups of atrophic angular fibers, and endomysial mono-
nuclear cell infiltrations.

Dysphagia has been reported in s-IBM patients. As
described by Lotz et al. [1], 10% of the s-IBM patients
complained of dysphagia at onset, and 40% of the
patients suffered from dysphagia at the time of diagnosis.
Patients with progressive dysphagia have a significantly
worse functional class rating and poorer quality of life than
patients with non-progressive dysphagia [2]. However, the
nature of the swallowing impairment in s-IBM and other
inflammatory myopathies has not been well characterized.
Previous studies suggest that improper contraction of the
pharyngeal muscles or cricopharyngeal muscle dysfunction
may result in functional obstruction due to dysphagia [3-6].

The purpose of this study was to assess the frequency
and nature of dysphagia in s-IBM patients and to identify a
possible therapy for dysphagia associated with s-IBM.

Methods

Study subjects were ten consecutive patients (mean age
70.5 £ 7.1 years; 5 males and 5 females) who fulfilled the
proposed diagnostic criteria for s-IBM [7] at the Depart-
ment of Neurology in Wakayama Medical University
between January 2000 and July 2011. Muscle biopsy
studies were performed on the quadriceps femoris or biceps
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brachii in all patients. All specimens were frozen rapidly in
isopentane that was chilled in dry ice, and the specimens
were stored at —80°C before examination. 5-micron serial
sections of each specimen were stained with hematoxylin
and eosin (H&E) and modified Gomori Trichrome stain.
Muscle biopsy results showed mononuclear cell infiltration
around non-necrotic fibers and rimmed-vacuoles in all
patients. Swallowing problems were assessed by a personal
structured interview, videofluoroscopy (VF) and computed
pharyngoesophageal manometry (CPM). All subjects pro-
vided written informed consent to the procedures in this
study and the ethics committee at the Wakayama Medical
University approved all methods used in the study.

Videofluoroscopy (VF)

All ten patients underwent oropharyngeal videofluoro-
scopic swallowing examination. Patients were placed
upright, and the oropharynx was viewed in lateral and
anterior-posterior projections. 3 ml of liquid barium and
paste barium were administered by teaspoon. Swallowing
examinations were repeated in different upright positions.
Dysphagia severity was scored using the 8-point Penetra-
tion Aspiration Scale (PAS) [8].

Computed pharyngoesophageal manometry (CPM)

CPM was performed in all ten patients. For CPM, a
sequential computer manometry system (PC polygraph)
(Medtronic, Medtronic Parkway, Minneapolis) with a
4-intraluminal pressure transducer assembly (Mui Scien-
tific, Mississauga, Ontario) was used with the recording
sites set at 5 cm apart. The assembly was placed transna-
sally, and recording sites were chosen at the following four

Table 1 s-IBM patient profiles

points: oropharynx, hypopharynx, upper esophageal
sphincter (UES), and proximal esophagus (Fig. 3a). We
evaluated UES pressure and pharyngeal and esophageal
peristalsis during barium swallowing.

Results
Clinical findings

Ten patients were examined in this study. The subjects
were divided into two groups: patients with complaint of
dysphagia (Group A) and patients without complaint of
dysphagia (Group B) (Table 1). Group A consisted of three
men and two women who complained of dysphagia in the
form of regurgitation of liquids and problems with solids.
Group B consisted of two men and three women who did
not complain of dysphagia. Mean age at examination was
73.8 + 6.8 years in Group A and 67.2 + 5.7 years in
Group B. The average duration of the disease was
11.0 £ 5.4 years in Group A and 11.0 & 1.3 years in
Group B. There were no statistical differences in mean age,
duration of disease and creatine kinase levels between the
two groups. Other than one woman (Patient 3) in Group A,

all of the patients used a cane or caster walker when
walking.

Videofluoroscopy (VF)

Videofluoroscopy results indicated that all patients had a
normal oral phase of swallowing and abnormalities in the
pharyngeal phase. While barium material did not enter the
airway in all patients in Group B, the barium material
entered the airway, remained above the vocal folds, and

Patient Sex Complaint PAS Age Duration of Aid for CK Complications
of dysphagia disease (years) walking (IU/L)
Group A 738 + 6.8 11.0+ 54 432
1 M CD) 2 74 14 Cane 691 HT
2 F +) 2 79 12 Walker 482 HT, LS
3 F +) 2 64 6 None 353 Sjogren Synd
4 M +) 2 83 4 Walker 186 Hepatitis C
5 M +) 2 69 19 Cane 447 HT
Group B 672 £5.7 11.0+ 1.3 492
6 M (=) 1 77 12 Cane 482 HT, DM
7 F (-) 1 62 9 Cane 503 HT
8 M (-) 1 62 12 Cane 482 None
9 F (-) 1 70 12 Cane 643 None
10 F (=) 1 65 10 Cane 350 None

HT Hypertension, LS Lumbar spondylosis, DM Diabetes mellitus
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Fig. 1 Videofluoroscopic study in s-IBM patients using paste barium
(a, ¢) and liquid barium (b, d). Pharyngeal muscle propulsions (PP)
(arrows) were observed in Patient 2 (a, b) and Patient 4 (¢, d). The

was ejected from the airway in all patients in Group A. The
8-point PAS showed a score of 2 in all patients in Group A
and 1 in all patients in Group B (Table 1). Pharyngeal
phase abnormalities included decreased epiglottic deflec-
tion and residue in the epiglottic vallecula and piriform
recesses. Pharyngeal muscle propulsion (PP) was indicated
at the UES in all ten patients without reference to dys-
phagia (Figs. 1, 2; Table 2). Although, the PP sites in VF
ranged from C3 to C7 vertebral levels, PP shapes and sites
varied between using liquid and paste barium (Figs. a—d,
2a, b). Patients in Group B showed a mild degree of PP,
whereas a severe form of PP was observed in all five
patients in Group A. An insufficiency of the UES opening
was also observed in Group A patients. In addition,
prominence of a segment of the hypopharyngeal sphincter
muscles was observed in Patient 1 in Group A (Fig. 2a;
Table 2).

Computed pharyngoesophageal manometry (CPM)

In the normal control subjects, the pharyngeal peak pres-
sure at the oropharynx and hypopharynx elevated simul-
taneously (Fig. 3b-1, 2). The pharyngeal pressure at the
oropharynx was higher than that at the hypopharynx.
Contrary to the high pharyngeal pressure in the oropharynx
and hypopharynx, the pressure at the UES decreased until
the UES opened (nadir deglutitive UES pressure) (Fig. 3b-
3, arrow). After the barium paste passed through the
entrance of the UES, pharyngeal pressure at the UES
increased and pushed the paste to the upper esophagus
(Fig. 3b-3).

In the s-IBM patients, the pressure at the oropharynx
and hypopharynx was very low compared with that of the
normal controls (Fig. 3c-1, 2). In addition, the negative

degree of PP and the narrowing at the upper esophageal sphincter
region in Patient 2 is more severe than that in Patient 4. The sites and
shapes varied between using paste or liquid barium (a, b and ¢, d)

Fig. 2 Videofluoroscopic study in s-IBM patients using paste barium
(a) and liquid barium (b). Pharyngeal muscle propulsions (PP)
(arrows) and a cephalad prominence (CP) (arrow head) were
observed in Patient 1 (a, b). The sites and shapes of PP and CP
varied between using paste or liquid barium (a, b)

pressure during UES opening (nadir deglutitive UES
pressure) observed in the normal controls was not observed
in the s-IBM patients with dysphagia (Fig. 3¢c-3). Mano-
metric recordings in all s-IBM patients revealed a lack of
oropharyngeal peristaltic activity, a decreased hypopha-
ryngeal peristalsis, and a reduced peak of post-deglutitive
UES pressure, while the esophageal resting pressure was
normal. In addition, all s-IBM patients in Group A dem-
onstrated no deglutitive UES relaxation in the CPM study.
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Table 2 Videofluoroscopic and manometric findings in ten patients with s-IBM

Pt Group Videofluoroscopy

PP site Insufficiency Pooling site Manometry

of UES opening of barrium

1 A C3, C4-5, C6-7 +) EV, piriform No UES relaxation
2 C4-5, C5-6, C6 +) EV, piriform Decreased oro-hypopharyngeal pressure
3 C5-6, C6-7 +) EV Decreased deglutitive UES pressure
4 C5-6 +) EV, piriform
5 C6-7 ++) EV, piriform
6 B C3-4 (-) EV Incomplete UES relaxation
7 C5-7 -) None Decreased oro-hypopharyngeal pressure
8 C5-6 (=) EV, piriform Decreased deglutitive UES pressure
9 C4-5, C6-7 (=) None Incomplete UES relaxation
10 C5-6 (-) EV Incomplete UES relaxation

PP pharyngeal muscle propulsion, UES upper esophageal sphincter, EV epiglottic vallecula, piriform piriform recess

Fig. 3 Manometry a Manometry study using simultaneous 4-channel
pressure recording during 3 ml barium swallowing. b Manometric
findings in a healthy control subject: channel I oropharynx, channel 2
hypopharynx, channel 3 UES, channel 4 proximal esophagus.
¢ Patient 3: Pharyngoesophageal manometry during swallowing solid

In contrast, incomplete UES relaxation was observed in
Group B patients (Table 2).

Discussion

The consequences of dysphagia include weight loss, the
need for modified food consistency and non-oral feeding.

@ Springer

barium paste. The pressure at the oropharyngx, hypopharyngx and
UES is none or very low compared with that of normal controls. UES
negative pressure during UES opening (nadir deglutitive UES
pressure), which was observed in normal controls (b, arrow), was
not observed

Pulmonary infections occur in patients with dysphagia, and
aspiration pneumonia is considered a main cause of death
in s-IBM patients. We observed PP at the UES and/or
hypopharyngeal muscle in all ten s-IBM patients. PP was
first reported as a prominent cricopharyngeal impression at
the cricopharyngeal muscles [9], and these findings were
observed not only in s-IBM patients, but also in mito-
chondria myopathy patients [10]. PP is also defined as
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cricopharyngeal achalasia. We observed PP at the hypo-
pharyngeal muscles in Patient 1, and this PP has been
named cephalad prominence [11]. Because PP in VF is
observed in front of the vertebral discs, it may be consid-
ered the result of disc prolapse. In this study, the PP shapes
and sites varied between using liquid and paste barium.
Therefore, we conclude that the PP observed here did not
represent the result of disc prolapse.

PP was observed at the UES in all ten s-IBM patients,
while only five patients (Group A) complained of dys-
phagia. The local esophageal diameter reduction by PP in
Group A was >50% at the UES during swallowing. The
degree of PP in Group A was more severe than that of
Group B (Fig. 1a—d). In addition, the five patients in Group
A showed insufficiency of the UES opening in VF. PP is
revealed as barium manages to go through the non-exten-
ded pharynx. It represents improper dilation of the pha-
ryngeal muscles during barium passing. A dilation problem
of the pharyngeal muscles can occur with the patient being
unaware of swallowing difficulties. Although, there was a
positive relationship between the severity of PP and the
insufficiency of UES opening, PP does not induce crico-
pharyngeal obstruction. PP represents only the result of
dilation problems of pharyngeal musculature.

The lack of negative UES pressure (nadir deglutitive
UES pressure) in the s-IBM patients with dysphagia may
explain swallowing difficulties. Incomplete pharyngeal
musculature opening at the UES during swallowing may
have a number of different causes, including impaired
relaxation or spasm of the UES, hyperplasia and hyper-
trophy or fibrosis of the cricopharyngeal muscles, weak-
ness of the suprahyoid muscles, and failure of neural
inhibition of tonic sphincter contraction [12]. An exami-
nation of cricopharyngeal muscle biopsies of one patient
was reported at the time of cricopharyngeal myotomy [4,
13]. Numerous small, round atrophic muscle fibers were
observed which varied in size. Because the cricopharyngeal
muscles have a sphincteric function, atrophic cricopha-
ryngeal muscles failed to push foods toward the upper
esophagus. In our manometry study, post-deglutitive UES
pressure was observed, but the peak pressure was greatly
reduced. Low pressure at the oropharynx and hypopharynx,
and hypo-oropharyngeal peristaltic activities induced
problems with the propulsion of the bolus through the
sphincter muscles. In addition, there was a marked increase
in endomysial connective tissue, some replacement by fat,
and proliferative connective tissue. In s-IBM patients in
Group A, nadir deglutitive UES pressure was not observed.
This finding suggests that endomysial proliferative con-
nective tissue prevented the extension and relaxation of the
UES.

The prevalence of s-IBM in Asian populations including
Japan has not been examined. Recently, a national survey

study revealed that the number of s-IBM patients in Japan
is estimated to be around 1,250 and that the prevalence of
s-IBM is 9.83 per million [14]. We examined ten patients,
representing 0.8% of all s-IBM patients in Japan. Although
the number of patients was very low and results of our
study are limited in significance, our study revealed a
tendency in s-IBM patients with dysphagia.

Recently, cricopharyngeal myotomy was selected to
reduce dysphagia in s-IBM patients [15]. The aim of the
myotomy is to remove the impaired UES relaxation, which
is not overcome by decreased PP. Indeed, myotomy has
shown to be useful in improving dysphagia associated with
UES hyperactivities in s-IBM, however, other therapies,
such as intravenous immunoglobulin [16] or botulinum
toxin A [17], and balloon dilation have been employed for
s-IBM patients with dysphagia.

The combination test using VF and manometry is nee-
ded to assess the preservation of sphincter muscle strength
and the efficacy of each therapy. Deglutitive pharyngoe-
sophageal functions should be examined routinely in all
s-IBM patients even if they do not complain of dysphagia.
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ELH, BEIPRSEERCBTAIILT
ARECIZREELET. PRI s BEORS
BEFEPOWE SN D, BEEEGKIEThIE
BEEIPaYFY7DNAKEDI—FE&RE
DBDLBEDNAICEY I—FENBDDNEDH B,
VWINORBEICI T I Ay FYTHE &R
L9%. 3+2¥F)7 DNA BRIBHRBRES
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AT EFRLELIEHHDITH L, B DNA BE
EEEREANEEERT.

I IV FY THHIX Table 1SR L7z 3 KJRHY
DI ICRFRERICE Y MEERBEEE, &1L
ZRRBERE (CAE VBRAEBEEESHE
PDHC RIEBFELZ L)X W PHEENBHE 0D
5.
6. WNIEEAERE
ERGR - EHHRB X UCH ARG R Vg
Thb.

JAEMSE B OB BRERICIN L, 5
HHEBRIC L 2 BWPEETH L. SRGATI,
FRME R B B X RN DY ¥ SBR OB A
HoNDb, LIELITHEWRTAVHYRAT 7
% — ¥ (alkaline phosphatase) ¥ TRt % 7R 7.
BT 55 45 T i385 3R L D 5 RKE 255 (perifascicu-
lar atrophy) 24 BIZELE LT@IS R TV 5.

BAOKERHR T, EEEHREOSMEES
mv, BEIFTEERHOHARREENTET
BY, EREROPURL R « HEFERTILOB
HIZOWTEEEhO0H 5,

HABEHRIEBREICASNBERTHY, K
TRINEESS & R ESHFEHEEICR SN S, HmHEE
B, SRERBEAOY Y REEICZ TE
WY ZRE2RDL LM THD.

7. REER ‘

PHRERNTO RN F—EAR, BIROI +a
¥ B 7 TORESED IR E N T ORISR
RPN B ML LI LTV b, AEEROR
ETHERZ &Y. EQCHEEROY L, BE
% 0 Z (Pompe %) TidBt a- 7V a vy ¥ — ¥R
BITKDSA VY —APRICT ) a—7 ViR
L, FriilEE  ERELUEE - SHET2RT.
I, BRATREFRRIGRESH, EHBHO
HEEAEISE LS. BERBEE I VLCAD
(very long chain acyl-CoA dehydrogenase) /R {84
T BRI R X TEBRBEOIERY, ERE
ANWZF VY RBIERELTET ¥V CoA BIAkEEE
RPELR CIREEREI AN T — 2 X TR ER

SASF—

Vb,

8. RS

HRBRVEVEECIY LELIZGRES &
727, FUIRBMEAREE T E T EMSEL OB K
T BB, RRCBREPLELIEA SRS,
FINYI— X BHIITICE VR BR
(mounding phenomenon) 234 5 %, IiE CK &
BEERETORELRT I LMD 5. RSP
B IANF - BOPOERSOHHET 2R T
CEHEL, LENEGEELZRET LI 0D
5. IMiE CKEREEFZRIETT22 8055,
T FRARBRR BB IR T IE « JUHEIE & D ICEES RS
EOEHEENSVI AL hTH 5,

BRET NV FRF0VETHES Y Y AES
ERLTIANT %2275, BRoEYMNE
REZBREIN .

9. E - BRERE

FEEEETRTAI-MEI FF—R 2 5
u4f F3 7?/*’7“—,, AZF L IFNF - EOE
BB, TAI— VI F8F — i3S
IANRF— - BRES Y T AR AT — - BN
TAI=WEI AT — - P a— IR
Vol T TERREEED. 25T FI AN
FIZTRENGB L UTEHOHHET & 5%
MEET LI LB\, MiF CKIXIEE F 721388
BEORRITEEEE, XRFFVI41NF— 132 %
F ¥ (HMG-CoA BB EMHEE) OWNRIZL
FRENIEBGRREE BT 5. BREOAH
PHEERTFL 5.

BMERIE, T 74 NVABBENRNTL F
NICFERBEIREENL. IV ABHBED
ER:LT 27¥9v%—-x2a0— - 4702
PHCHIV - SAVRTAL VA ERDS R TWw
5.

10. FREBMEPURRARE .

SRS X UBRBOMBHREZ 23
5. NAWEREEZBRN LS 0% FREMEBMEN
BREL V. AV Fr i e a—FLTWS
BEFERCIVGHREDBEENEEIR S &
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R ARRBODEEE - RRNE - EEE

ERoND., BEROMES Y 754+ VEEIC
EOE - &A Y 7 AR RIS SR

5.

Bh U7 AR ERECERE LT
CACNAIS (calcium channel, voltage-dependent,
L type, alpha-1S subunit) BIZF DR ERFE 1
TWa. BAY 7 A%EEEEEREOERE L
Tid SCN4A (sodium channel, voltage-gated, type
IV, alpha subunit) BETFOEEFFE LR T
5. BREEBEHEOETHITERETIF
ST RE—-O#EFREICL S allelic ZEAT
H5.

WE & ]

HIEEROFEICIZ T, HHETICX 5547
Wi 2% &0 H# GBI (activities of daily living
ADL) ffR - ETHEEREICL 2ERBDETR
FREE - PRI TIC L A HAREE - Lk
TEOFMSFEETH 5.

B, —RICKREFA I RZE (manual muscle
testing | MMT) TEHME S 5. %721, BEHET
DERVD LD, F4FEXA—5—RYF
A=F =l EBWFMAETICLdH 5. 1B
T3 MMT ICHBELTEBNTHLEE2 00
B, HMITLBEAEDE, Tz, MEEFHC

1390  Pe#} Vol. 105 No. 6(2010)

X HEHOFMDITON S, MiF CK 115,
SRR DBEFE % B 2%, EAAHTIRE LA
TTAILICERILETHSH. CKEOBMA
HRONBVHEBE DS, I IV FY 7HTIR
BEMEL L UCHEEFOLBO LRI A SRS,
FHROFMITITERE CT HV LR, Sk
R A T, ZIEBAO R EICH MRL 258 B TH
5.
BETARBEEEMICIZ LIZ LIS T Rt
Rwbha, WTFHHEAOEREFMEICNL, &
FIRED S RBERBAOY Y B2 2HW 3 2 BT
EHTH5.

FhIR BRI R BRI 7 R ATIC & b ks e
DREEZFHMT 5.

DIFEEEBERECOHHER O OER & % 3
NCOLEREEDOREZ IS 5. ML miR
ETIRBEMET MY 7 AFIR<SF F (brain natriu-
retic peptide : BNP) 20 AREDEE L LTHHT
H5.

X

1) Walton JN, Nattrass FJ . On the classification, natural
history and treatment of the myopathies. Brain 77 :
169, 1954
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b7 =R, BLO VY- LD
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autophagy (XMEA) -

X-linked myopathy with excessive
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B Z2fa BLE L8 X 4 /¥F —(distal myopathy

with rimmed vacuoles : DMRV)2*HIF 6115,
FNEhOFERBEZF (ILAMP-2 (lysosome-
associated membrane pmtein‘Z) - Vma2l - i~
V& —+¥-GNE (71> VEEN-TEF
WZRaAH I 2T AT~ /'N-TEF NV
v s/ Iry¥F—4H) THbH, LAMP-2i3
DRV —‘.L\}I% 7 N7 H, Vma2lldV-ATPase
DEEFRERAF, Bwry—tiEsrna—
AGELT ) V) — LEEFE, GNEIRS T L
BEMRICPAL2ODOEREI—-FL TV,
IO LS IIAVMEEERBEETF S, Dt —
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NV - LROBEREVRERN L EERER
TR, 2T A— b 77 V- OB ENPE
RLBELRT L0158 EN S, §iE
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T—hOrI-LER

ENnd, DT, #hFROBERBIIHLTO
FHERBIUIN T TCOMBRRICOVT
T BN

2. BCRRZRMEIANF— (AVM)

1) 4/ %

¥/ o, XERESRIZO T LHER
T, EERTHIBOREIHHI2TE LV,
¥/ it XgmaALica-FE3hTw:
VY —LDES v BDIDLAMP-2ASK
BYsLICEWEBIIREUERTDHY,
WAGER - 348 F — - KRR IE % 38
ET D, ¥/ YRIZERMBITHO OB
DEEIBELVY, TRTOEETETHED
LEHED A 6N B, T OLEREIR LIZLIER
BIREZHEVERIBIZWAEBZ 2B Y, B
DEZAHLIBBRELINI R R 2 EHE TR
EExhTwin, BEOBAMEALE, B
BERNIZSHONEYFERLTBY, EFHE
WMEBE,» S, ThoXHCAERZBRTH S
CEWGhDB, T, INOSERZEHROEERE
143, FREID B & S (SR RERR 0 B
% b D (autophagic vacuoles with sarcolemmal
features : AVSP)ZSEREE & 115 (H1-A), AVSF
TR ZERBICIEIZTRTOGHEY 2 g
PRIBELTED, TEFLIY VAT T —
YEREEHEL TS, ThH5HL 5 AVSF
TR, HRATH & ONERICHRLIIRE % 1E
DHLTVRHDE I 2 HRKiRTHE LR
20 LALAds, BENEZA, Z0
AVSEREDE AL THEENZDOH 74K

BAOBEIMAEDON? L E Vo 2 BRR IR
BBEINTELT, b2 LAVSFER A,
EEBHACHO TR0, 55 VidEE
EERTH20»E2FRHETH 5,
LAMP-2i, 20k lLrE0 s/ Th
HLAMP-1& 412, UV Y —ABOH50% % 1%
B A0V - AREBEBKS » s HTH
D, 79279 b9 2%BVIHE»S)
PAVASNGY: 3 1 I el N A dhe VRN )Y -
BRHESLTVAILNELLIZZ>TW
6;uuw4umﬁvmbm-%%%-Wu
BOTHMIEIHL TS, ¥/ HTIE, o
NODOFPICBWT, EENIIBEI>TWVA
F= b7 7V DBEORKER (F—+7 7
TV—LEY Y- AORMEBERE) TA My
TLTEY, EREETREIIC b ER
LEhb,

2) X-linked myopathy with excessive
autophagy (XMEA)

XMEA XS kA M RIZHE + & 2 #1E
HHEETHH, AHERBFERBEL 2V,
CORBIGEBRMIZEZY 7 HL 0L,
LHHREE D 72 2208, HART R IZES
TRUL T2, AUHELOETEDH T
BT EEH/HFEDON B, BEEREL, 60
REBETORTTRELAIS V.

XMEAREL K ZDOREABREFFAAHO
T TH 7203, 20095 1200V F D EEE
FHEVMA2ITH DI LHFBELMII L -7,
VMA21{IV-ATPase DS HHEREFTH b,
ZDRIBIIV-ATPase DIEHEE T X €5, V-
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PBEINHRREET S,
XMEADGHRBTIZY / v L R H&
HEPIZAVSFERED 2, sBHAVMOE 5
ST, TML-HECERZERMNIZES
R OAIRANGE, TRENCTEROS

44 (224) BIO Clinica 25 (3), 2010

BYMOEL LD EEDED, XMEAIZBWT
BRERAEFFEFEOHVHWERKONE
PArBESINS (H1-B), 3612, EWMEM
CZERH LI F A PV AL
MBI S TVw A X b BEsh
b, TLHBREOERESEERL, B2
AEZERMICARSNZ b0 L RAFEOMBE S
BEVMOE/IBESNL, TNOOHED
BERIIVIZHOH I >TOER VA, 20
BgE, MRV THTETICERL-ZHmE,
TEVHA b= AOBHIIEENZ DI E

- 176 -




