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(Green et al., 2008), cell growth and signaling (Hooks and Cum-
ming, 2008), and cell death (Shinzawa and Tsujimoto, 2003). In
the brain of iPLA, B-deficient mice, DHA metabolism is reduced
at 4 months without overt neuropathology (Basselin et al., 2010),
and an iPLA,B inhibitor has been reported to attenuate linoleic
acid (LA) incorporation of cardiolipin (CL) in rat heart (Zach-
man et al., 2010). In monkey brain, iPLA,f is localized in axon
terminals and dendritic spines of neurons (Ong et al., 2005).
Although iPLA, B also exists in various organs (Song et al., 2010),
no known non-neurological dysfunction has been reported in
INAD (Gregory and Hayflick, 2008a).

Mitochondria are subcellular micro-organelles that are integral
to all eukaryotic cells, being responsible for metabolic and respira-
tory functions. Their characteristic feature is a double-membranous
architecture that separates four distinct compartments: the outer
membrane, intermembrane space, inner membrane, and matrix
(McBride et al., 2006). The inner membrane is highly folded into
invaginations known as cristae, in which oxidative phosphoryla-
tion is catalyzed, and the phospholipids of which it is composed
contain a high proportion of CL relative to that in the other
membranes. The outer membrane has numerous pores for up-
take and exchange of specific metabolites (McBride et al., 2006).
iPLA,f has also been reported to exist in, and to protect, mito-
chondria (Seleznev et al., 2006a).

Previously, in iPLA,B-KO mice, we demonstrated the pres-
ence of characteristic periodic acid-Schiff (PAS)-positive
granules, which appeared early in apparently normal axons
and later in spheroids. To clarify the pathomechanism of neu-
roaxonal dystrophy, we analyzed the spinal cords and sciatic
nerves of iPLA,B-KO mice, especially in the context of
PAS-positive granules and spheroids. First, quantitative path-
ological analysis, immunohistochemistry, and ultrastructural
analysis were performed, and second, imaging mass spectrom-
etry (IMS) was performed to visualize the distribution of
phospholipid in membranes.

Materials and Methods

Animals. Mice with homozygous disruption of the iPLA,B gene on a
C57BL/6 background (Shinzawa et al., 2008), aged 15 weeks (n = 2,
preclinical stage, one male and one female), 56 weeks (1 = 4, early clinical
stage, four females), and 95-103 weeks (n = 5, late clinical stage, two
males and three females), and wild-type (WT) mice, aged 56 weeks (two
males) and 95-103 weeks (one male and four females), were used. After
being given an overdose of isoflurane, each animal was perfused with PBS
and then 4% paraformaldehyde (PFA), followed by removal of the spinal
cord and sciatic nerves. Spinal cords were immersed in the same fixative
overnight at 4°C and then dehydrated and embedded in paraffin blocks.
Four-micrometer-thick paraffin sections were prepared and stained with
PAS. Some of the spinal cords fixed in 4% PFA were cryoprotected, and
10-um-thick frozen sections were prepared for immunohistochemistry.
Small pieces of the spinal cord and sciatic nerve were fixed with 2.5%
glutaraldehyde and processed to Epon blocks as described previously
(Sumi et al., 2006). Epon sections, 1 um thick, were stained with thionin
and PAS. Sciatic nerves were analyzed in transverse and longitudinal
views. For analysis using liquid chromatography/electrospray ionization
tandem mass spectrometry (LC/ESI-MS/MS) and imaging mass spectrom-
etry (IMS), quickly frozen spinal cords without fixation from WT and
iPLA,3-KO mice aged 56 and 102 weeks were stored at —80°C. All animals
were handled in accordance with the Guidelines for Animal Experimenta-
tion of Osaka University and those of the Japanese Government.
Immunohistochemistry. Deparaffinized sections were incubated for 30
min with 0.3% H,0, to quench endogenous peroxidase activity and then
washed with PBS. The primary antibodies used were a mouse monoclo-
nal antibody against cytochrome ¢ (cyt ¢) oxidase subunit I (CCO) (com-
ponent of complex IV, which is the terminal enzyme in the respiratory
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Figure1.  Immunohistochemistry of PAS-positive granules as components of mitochondrial
membranesiniPLA, 3-K0 mice. A-G, 15 weeks; H, 100 weeks; A~F, H, anterior horn; G, dorsal
root ganglia; 4, C, G, PAS staining; B, D, immunohistochemistry for TOM20; E, double staining
with PAS and immunohistochemistry for CCO; F, immunohistochemistry for CCO; H, double
staining with PAS and thionin. A and B are serial sections, and £ and F are the same section. 4,
B, Astrongly PAS-positive anterior horn cell (arrowhead in A) shows strong positivity for TOM20
(arrowhead in B). C, An anterior horn cell (arrowhead) is filled with PAS-positive granules. Appar-
ently normal anterior horn cells also contain some PAS-positive granules. D, There are many vesicles
whose rims are positive for TOM20 (arrowhead) in the anterior hon cell and in neurites (arrows). E, F,
An anterior horn cell (arrowhead in £) filled with PAS-positive granules is almost negative for CCO
(arrows in F). The cytoplasm of other anterior hor cells (N), which contain a few PAS-positive gran-
ules, is stained for CCO. G, There are many PAS-positive granules in the cytoplasm of dorsal root
ganglion cells (arrowheads). H, PAS-positive granules are evident in the perinuclear space of anterior
homn cells and myelinated axons (arrowheads). A large vacuole (white arrowhead) is present in the
neuropil. Scale bars: (in A) 4, B, 40 wm; (in Q) ¢~H, 20 um.

chain on the inner membrane; 1:50; Invitrogen), a rabbit polyclonal
antibody against the 20 kDa translocase of the outer mitochondrial
membrane (TOM20) (one of the import receptors of mitochondrial
outer membrane pores; 1:100; Dako), and a mouse monoclonal antibody
against 4-hydroxy-2-nonenal (4-HNE) (an oxidized secondary product
that is formed when organic lipids consisting of polyunsaturated fatty
acid (PUFA) receive oxidization stress; 1:100; NOF Corporation). Auto-
clave treatment was performed for 9 min before incubation with the
antibody against 4-HNE. Fixed frozen sections were dried and washed in
PBS and incubated with a mouse monoclonal antibody against cyt ¢
(1:100; BD Pharmingen). Goat anti-rabbit and anti-mouse Ig conjugated
to peroxidase-labeled dextran polymer (Dako Envision+; Dako) were
used as secondary antibodies. Reaction products were visualized with
3,3’-diaminobenzidine tetrahydrochloride (Vector Laboratories), and
hematoxylin was used to counterstain the cell nuclei. The immunostain-
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into glass vials for lipid extraction (~10 mg
for each), and total lipids were extracted by
the Folch method (Folch et al., 1957). The
ESI-MS/MS analysis was performed using a
4000Q-TRAP quadrupole linear ion trap hy-
brid mass spectrometer (Applied Biosystems/
MDS Sciex) with an ACQUITY Ultra Perfor-
mance Liquid Chromatography (Waters). A
chromatographic method was developed using
an ACQUITY UPLCTM BEH Cl18 column
(2.1 X 50 mm inner diameter, 0.17 um parti-
cle), fitted with an identically packed guard
column (2.1 X 5 mm) (Waters). The column
oven was maintained at 40°C. The following
gradient elution with mobile phase A (acetoni-
trile/methanol/water at 19:19:2 v/v/v, contain-
ing 0.1% formic acid and 0.028% ammonium)
and mobile phase B (isopropanol, 0.1% formic
acid, and 0.028% ammonium) was used at a
flow rate of 0.4 ml/min: 0—10 min, 5% B — 5%
B; 10-15min, 5% B —50% B; 15-20 min, 50%
B — 50% B; and 20-25 min, 5% B.

Mass spectrometry conditions. Tandem mass
spectrometry analysis was performed in both
positive, for phosphatidylcholines (PCs) and
phosphatidylethanolamines (PEs), and nega-
tive, for CLs, electrospray ionization mode

Figure2.  PAS-positive granules in proximal and distal parts of axons in iPLA,B-KO mice. 4, F, H, K, 15 weeks; B, D, E, I, L, 56
weeks; €, G,J, M, 100 weeks. A~E, Anterior funiculus; F, G, KM, sciatic nerve; H~J, posterior horn. Semithin Epon sections stained
with PAS and thionin (A~C, F~M) and frozen sections immunostained for cyt ¢ (D, £). 4, Strongly PAS-positive granules are evident
in proximal axons. B, Large PAS-positive granules are frequently present in swollen axons (white arrowheads). C, Degeneration of
aproximal axon (arrows), with PAS-positive granules still evident in remaining axons. Some of these granules are irregularin shape
and color (white arrowheads). D, £, Many vesicles strongly immunopositive for cyt ¢ (white arrowheads) are evidentin the proximal
axons in iPLA,3-KO mice (E) but are not observed in WT mice (white arrowheads in D). F, Focal axonal degeneration (white
arrowheads) around vacuolated or irreqular PAS-positive granules. G, Two spheroids (white arrowheads) containing PAS-positive
granules. H, Only a few PAS-positive granules (arrowheads) are evident. /, Large numbers of PAS-positive granules (arrowheads)
and PAS-positive spheroids (arrows). Small vacuoles (white arrowheads) are also evident. J, PAS-negative spheroids (white
arrows) are frequent, in addition to PAS-positive spheroids (arrows). Vacuoles (white arrowheads) are larger than those at 56
weeksin /. K, Afew large fibers contain PAS-positive granules (arrowheads) in the axon. L, The number of large fibers is apparently
reduced, and myelin ovoids (arrows) and dark axons are frequently evident. PAS-positive granules (arrowheads) are increased in
number compared with the situation at 15 weeks (K). M, Reduction of large fibers is severe. Myelin ovoids are present (arrows).
PAS-positive granules of various sizes are evident in both farge (black arrowheads) and small (red arrowheads) fibers. Scale bars: (in
A) A~C,10 wm; (in D) D, £,10 wm; (in F) F, G, 10 wem; (in H) H=J, 10 wm; (in K) K-M, 10 m.

with the following settings: for PCs and PEs,
ion spray voltage, 5500 V; curtain (nitrogen),
10 arbitrary units; and collision gas (nitrogen),
“high.” Specific detection was performed by
multiple reaction monitoring (MRM) with the
following settings: dwell time, 50 ms; declus-
tering potential, 60 V; and resolutions of Q1
and Q3, “unit.” For CLs, the following settings
were used: ion spray voltage, —4500 V; curtain
(nitrogen), 10 arbitrary units; and collision gas
(nitrogen), “high.” For MRM, the following
settings were used: dwell time, 50 ms; declus-
tering potential, —80 V; and resolutions of Q1
and Q3, “unit.” The characteristic fragmenta-
tion patterns of individual lipid species were

ing patterns were compared with the PAS staining pattern, and some of
the specimens were stained with PAS after the immunohistochemical
staining procedures.

Quantitative pathological analysis. To study the distal parts of axons,
1-pm-thick transverse Epon sections of the lumbar cord and sciatic
nerves of iPLA,B-KO mice (15, 56, and 95-103 weeks), which had been
stained with thionin and PAS, were examined. Video images were ob-
tained using a digital camera connected to a microscope (oil immersion,
100X objective). In the lumbar cord, five fields (100 X 100 wm X 5) in
the most posterior part of the posterior horns were examined. The num-
bers of PAS-positive granules, spheroids, and vacuoles exceeding 5 um in
diameter were counted in each mouse. In sciatic nerves, four fields
(100 X 100 wm X 4) in the endoneurium were examined. The numbers
of PAS-positive granules, myelin ovoids, and large fibers, with a diameter
exceeding 7 wm; were counted in each mouse. The diameters of axons
were measured with the aid of image analysis software (VH-H1A5; Key-
ence), and the data were compared statistically between iPLA, 8-KO mice
aged 56 and 100 weeks by the Wilcoxon’s rank sum test (Excel Toukei
version 6.0; Esumi).

Ultrastructural analysis. Ultrathin sections of the spinal cord from
iPLA,B-KO mice aged 15, 56, and 100 weeks were cut and stained with
uranyl acetate and lead citrate and examined using a transmission elec-
tron microscope (H-7650; Hitachi High-Technologies).

Liquid chromatography/electrospray ionization tandem mass spec-
trometry. For LC/ESI-MS/MS, spinal cord tissue blocks were collected

determined by enhanced product ion scan-

ning. The results were expressed as logarithmic

values of the detected intensity ratio (KO/WT),
ie., log(2, Intensity KO/Intensity WT).

Imaging mass spectrometry. Tissues blocks were sectioned at a thickness
of 8 um at —18°C using a cryostat (CM 3050; Leica Microsystems), as
described previously (Schwartz et al., 2003; Sugiura et al., 2006). A 2,5-
dihydroxybenzoic acid (DHB) solution (40 mg/ml DHB, 20 mM potas-
sium acetate, 70% MetOH, and 0.1% trifluoroacetic acid) was used as the
matrix solution for imaging of PC in positive ion detection mode (Sug-
iura and Setou, 2009). 9-Aminoacridine dissolved in 70% ethanol (50
mg/ml) was used for imaging of PE. For detection of PE in negative ion
detection mode, before matrix application, tissue sections were washed
with 50 mM ammonium formate for 30 s to remove endogenous salts.
The matrix solution was sprayed over the tissue surface using a 0.2 mm
caliber nozzle airbrush (Procon Boy FWA Platinum; Mr. Hobby). Ma-
trices were applied simultaneously to the tissue sections that were to be
compared, to equalize the analyte extraction and cocrystallization con-
ditions. IMS measurements were performed using a matrix-assisted laser
desorption/ionization tandem time-of-flight (MALDI TOF/TOF)-type
instrument (Ultraflex 2 TOF/TOF; Bruker Daltonics) equipped with a
355-nm Nd:YAG laser and a modified laser focusing system. Signals
between mass-to-charge ratio (/z) of 400 and 1000 were collected. Ras-
ter scans on tissue surfaces were performed automatically using FlexCon-
trol and FlexImaging 2.0 software (Bruker Daltonics). The number of
laser irradiations was 200 shots for each data point. Image reconstruction
was performed using FlexImaging 2.0 software.
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Results

Histochemical analysis of the spinal cord

In the spinal cord of iPLA,8-KO mice at 15 weeks (presymptom-
atic stage), small PAS-positive granules, 0.5-1.5 wm in diameter,
were frequently observed in the perinuclear space and proximal
axons of anterior horn cells (Figs. 1A, C, 2A) but were rarely seen
in the white matter. Most of the anterior horn cells contained
several PAS-positive granules but appeared normal in shape.
Some of the anterior horn cells were swollen and filled with the
granules (Fig. 1C). Many PAS-positive granules were also observed
in the cytoplasm of dorsal root ganglion cells (Fig. 1G). In the pos-
terior horn, few PAS-positive granules were found (Fig. 2 H). At 56
weeks (early clinical stage), swollen axons (spheroids) containing
PAS-positive granules became frequent, and some of the PAS-
positive granules were large and irregularly shaped (Fig. 2 B). In the
posterior horn, PAS-positive granules were increased in number,
and spheroids filled with PAS-positive granules and small vacuoles
became apparent (Fig. 2I). At 100 weeks (late clinical stage), large
spheroids with or without PAS-positive granules and large vacuoles
were frequently observed in the spinal cord (Figs. 1 H, 2]). Severe
degeneration of proximal axons was apparent, and many PAS-
positive granules were found in remaining large fibers (Fig. 2C).

Histochemistry of the sciatic nerve

In transverse sections from control mice at 100 weeks, few myelin
ovoids were found, and myelin of large fibers was often redun-
dant. In iPLA,-KO mice at 15 weeks, myelin splitting was fre-
quently evident, and myelin ovoids were rare. A few PAS-positive
granules were observed in large fibers (Fig. 2K). In longitudinal
sections, focal axonal degeneration was detected around the vac-
uolated PAS-positive granules (Fig. 2 F). In transverse sections of
iPLA,B-KO mice at 56 weeks, large fibers were apparently de-
creased in number, and myelin ovoids and dark axons were evi-
dent (Fig. 2L). Large fibers with redundant, split, or thin myelin
were frequent. PAS-positive granules were increased in both num-
ber and size. At 100 weeks, axonal degeneration had become more
severe (Fig. 2 M). PAS-positive granules were observed in both large
and small fibers and also in spheroids (Fig. 2G). In longitudinal view,
nodal demyelination was not evident in iPLA, 3-KO mice at any age.

Progressive increase of PAS-positive granules and axonal
degeneration in the distal parts of axons

In both posterior horns of the lumbar cord and sciatic nerves of
iPLA,B-KO mice, the number of PAS-positive granules was very
small at 15 weeks (1 = 2), second largest at 56 weeks (n = 4), and
largest at 100 weeks (n = 5), with statistical significance (p <
0.05, Wilcoxon’s rank-sum test) (Fig. 3A,D). Spheroids in the
posterior horns were significantly more frequent at 100 weeks
than at 56 weeks ( p < 0.05, Wilcoxon’s rank-sum test) (Fig. 3B).
In iPLA,B-KO mice, there was no significant difference in the
number of vacuoles in the posterior horns at 56 and 100 weeks
(Fig. 3C). Myelin ovoids in sciatic nerves were very few at 15
weeks and were observed more frequently at 100 weeks than
those at 56 weeks (Fig. 3E). Large fibers were apparently reduced
in number at 56 and 100 weeks, and their number was signifi-
cantly smaller at 100 weeks than at 56 weeks ( p < 0.05, Wilcox-
on’s rank-sum test) (Fig. 3F).

Immunohistochemical analysis of mitochondrial markers

At 15 weeks, the cytoplasm of swollen anterior horn cells filled with
PAS-positive granules (Fig. 1A, C) was strongly positive for TOM20
in serial sections (Fig. 1B). There were many vesicles whose rims
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Figure 3.  Progressive increase of PAS-positive granules and axonal degeneration in distal

parts of axons in iPLA, B-KO mice. A~C, Posterior horns; D~F, sciatic nerves. For iPLA, B-KO
mice, white bars represent data at 15 weeks (n = 2, mean), gray bars data at 56 weeks (n = 4,
mean == SD), and black bars data at 100 weeks (n = 5, mean = SD). *p < 0.05, Wilcoxon's
rank-sum test. 4, D, In both posterior horns and sciatic nerves, PAS-positive granules are sig-
nificantly more frequent at 100 weeks than at 56 weeks ( p << 0.05, Wilcoxon's rank-sum test).
B, In the posterior horns, spheroids are significantly more frequent at 100 weeks than at 56
weeks ( p << 0.05, Wilcoxon's rank-sum test). €, The number of vacuoles (>5 um) in the
posterior horn of iPLA, 8-KO mice does not differ significantly between 56 and 100 weeks. £,
The number of myelin ovoids in sciatic nerves of iPLA, 3-KO mice does not differ significantly
between 56 and 100 weeks. F, Large fibers in sciatic nerves are significantly fewer at 100 weeks
thanat 56 weeks ( p < 0.05, Wilcoxon's rank-sum test).

were strongly positive for TOM20 (Fig. 1 D). PAS and immunohis-
tochemical double staining showed that most of the PAS-positive
granules in swollen anterior horn cells were strongly stained for
TOM20 but negative for CCO (Fig. 1 E, F). Overall, the immunore-
activities for TOM20 and CCO in the spinal cord were not appar-
ently reduced at 15, 56, or 100 weeks (data not shown). In
iPLA,B-KO mice at 15, 56 (Fig. 2 E), and 100 weeks, many vesicles
were strongly immunopositive for cytochrome ¢ in proximal axons,
but no such vesicles were observed in WT mice (Fig. 2 D).

Increase of 4-HNE in spinal cords from iPLA,-KO mice
The increase of 4-HNE was observed mainly in the white matter
of the spinal cords of iPLA,3-KO mice from 15 weeks (Fig. 4C)
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Figure 4.

and became prominent with age (Fig. 4 D-G), whereas no stain-
ing was observed in WT mice (Fig. 4A, B). Some of the distal parts
of axons were immunopositive for 4-HNE (Fig. 4C,E, G), and
some spheroids and vacuoles were also immunostained in the
anterior horns (Fig. 4 H). However, most of the large spheroids in
the posterior horns (Fig. 4G) and axons in the anterior root (Fig.
41]) were negative for 4-HNE. The distributions of PAS-positive
granules (Fig. 1A,C,H, 2A-C,H-]) were not correlated with
those of 4-HNE. '

Ultrastructural analysis of the anterior horn and

anterior funiculus

In iPLA,B-KO mice at 15 weeks, abnormal mitochondria were
frequently found in the perinuclear space of large neurons and
large myelinated axons in the anterior horns (Fig. 5 A, B) but were
rare in the posterior horns. The cristae were partly or almost
wholly diminished, and dense granules occupied the spaces cre-
ated as a result (Fig. 5A). The structure of the cristae surrounding
the granules appeared normal. Also there were many severely
degenerated mitochondrion-like structures containing numer-
ous dense granules, which were enclosed by a single membrane
(Fig. 5B). The abnormal mitochondria were 0.5-1.5 wm in diam-
eter and, in terms of size and distribution, appeared very similar
to PAS-positive granules, which were observed microscopically
after PAS staining. At 56 weeks, many dense granules were scat-
tered around the collapsed abnormal mitochondria with degen-
erated cristae, and focal loss of axonal cytoskeletal elements was
also evident in the vicinity (Fig. 5C). Another type of mitochon-
drial abnormality, characterized by diffusely degenerated,
branching, and tubular cristae, was frequently evident (Fig.

High expression of 4-HNE in the spinal cord of iPLA,B-KO mice. A, B, WT mice at 100 weeks; €, KO mice at 15 weeks;
D, E, KO mice at 56 weeks; F~1, KO mice at 100 weeks. A, B, No staining is evident in the control. B is a high-magnification view of
the square in A. Axons in the posterior horn are negative for 4-HNE (arrows). €, Some of the axons are immunopositive for 4-HNE
(arrowheads). D, E, The white matter and the axons in the posterior horn (arrowheads in £) are more strongly immunopositive for
4-HNE than at 15 weeks (C). Eis a high-magnification view of the square in D. F~H, The white matter is more strongly immuno-
positive for 4-HNE than at 56 weeks (D, £). G and H are high-magnification views of the top and bottom squares in F, respectively.
The axons are strongly immunopositive for 4-HNE (arrowheads in G), but large spheroids in the posterior horn are negative (arrows
in G). The vacuoles (arrowheads in H) and the spheroid (white arrowhead in H) are strongly positive for 4-HNE. /, Axons in the
anterior root are negative for 4-HNE (arrows). Scale bars: (in 4) A, D, F, 100 wm; (in B), C, E, G-I, 10 um.
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6A,B). This type of degenerated mito-
chondrion was observed also in the axons
of the white matter. Tubulovesicular
structures, similar in size to abnormal
mitochondria, were also present near
them in spheroids (Fig. 6C). Collapse of
the abnormal mitochondria without
dense granules was also accompanied
by focal disappearance of the axonal
cytoskeleton (Fig. 6D). At 100 weeks,
degenerated axons and abnormal mito-
chondria became ‘more frequent. Some
abnormal mitochondrion-like structures,
with many dense granules enclosed by a
single membrane, were accumulated on
one side of the axon and appeared static
(Fig. 5D). Most of the myelinated or un-
myelinated spheroids were filled with tu-
bulovesicular structures and abnormal
mitochondria with degenerated inner
membranes (Fig. 6E, F).

Ultrastructural analysis of the

posterior horn

At 15 weeks, abnormally expanded and
loose presynaptic membranes containing
synaptic vesicles were observed (Fig. 7A).
In some axon terminals, parts of the
plasma membranes and synaptic vesicles
had disappeared, accompanied by degen-
erative membranous structures and ap-
parently normal mitochondria (Fig.
7B). Tubulovesicular structures some-
times followed degenerative axons of myelinated small fibers
(Fig. 7C). After 56 weeks, vacuoles containing degenerative
membranes and mitochondria were frequently evident. Irreg-
ularly shaped spheroids 3-5 um in diameter were a common
feature, and these contained various amounts of dark mitochon-
dria, numerous dense granules, degenerative membranes, and
tubulovesicular structures (Fig. 5E). Abnormal aggregations,
which contained many dense granules of various sizes without
limiting membranes, were also found in spheroids (Fig. 5F). Ir-
regularly shaped and large spheroids were also evident at the ends
of degenerated small fibers (Fig. 7D). Occasionally, large spher-
oids containing differing densities of tubulovesicular structures
were attached to each other (Fig. 7E, F). Spheroids with a lower
density of tubulovesicular structures contained degenerative ax-
oplasm and dark mitochondria (Fig. 7F). Newly formed abnor-
mal mitochondria were rare in the posterior horn.

Differences in phospholipids and fatty acids between WT and
KO mice demonstrated by LC/ESI-MS/MS

Among PC species, signals for one containing DHA (16:0/22:6)
and one containing AA (16:0/20:4) were prominently increased,
whereas one containing oleic acid (OA) (18:0/18:1) was de-
creased, in the spinal cords of iPLA,B-KO mice (Fig. 8 A). Other
PC species, such as PC (16:0/16:0), PC (16:0/16:1), PC (18:0/20:
4), PC (18:0/22:6), and PC (18:1/22:6), were also increased in
iPLA,B-KO mice (Fig. 8A). Moreover, all five PE species ana-
lyzed, including PE (1-alkenyl-18:1/18:1), PE (1-alkenyl-18:0/18:
1), PE (1-alkenyl-18:0/20:4), PE (18:0/20:4), and PE (1-alkenyl-
18:0p/22:6), were increased in iPLA,B-KO mice (Fig. 8 B). PE
(18:0/20:4) was the most heavily accumulated species in analyzed
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Figure 5.  Electron microscopic observation of abnormal mitochondria with dense granules
in iPLA, B-KO mice. 4, B, 15 weeks; C, 56 weeks; D~F, 100 weeks; A-D, anterior horn; E, F,
posterior horn. 4, A proportion of the mitochondrial cristae are diminished, and dense granules
occupy the resulting space. The outer membrane is morphologically preserved. B, An abnormal
mitochondrion containing dense granules (arrow) and abnormal mitochondrion-like structures
(arrowheads) with a single membrane enclosing many dense granules. Neurofilaments are
mostly preserved. C, Dense granules are released from abnormal mitochondria with bro-
ken membranes (white arrowhead). Focal loss of the axonal cytoskeleton is evident
around abnormal mitochondria with degenerated cristae (white arrows). D, Several ab-
normal mitochondrion-like structures have accumulated on one side of the axon. A highly
degenerated axon is also evident (white arrowheads). E, Dense granules are gathered or
scattered in spheroids. Small and round tubulovesicular structures contain dense granules
(arrows). F, Spheroid containing three abnormal aggregates consisting of various-sized
dense granules. The smallest one resembles an abnormal mitochondrion-like structure
(B~D) but has no membrane around it. Scale bars, 500 nm.

PEs (Fig. 8 B). Moreover, increases in the six known major mo-
lecular species of CLs (Sparagna et al., 2005) were detected in
iPLA,B-KO mice (Fig. 8C). Among them, CL (18:2/18:2/20:4/22:
6), CL (18:0/18:2/22:6/22:6), and CL (18:2/18:2/18:2/22:6) showed
large increases, and the remaining three species, CL (18:1/18:2/20:4/
20:4), CL (18:1/18:2/18:2/22:6), and CL (18:2/20:4/20:4/20:4),
showed mild increases (Fig. 8C).

IMS of the spinal cords of iPLA,B-KO mice

By using mass spectrometry-based molecular detection, MALDI
IMS can distinctly visualize the tissue distributions of various
species of phospholipids that have different fatty acid composi-
tions (Sugiura and Setou, 2009). In the positive ion mode, an ion
signal at m/z 844 was detected and its distribution was visualized.
This signal was identified as a DHA-containing PC (diacyl-16:0/
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Figure 6.  Abnormal mitochondria with tubular and branching cristae and tubulovesicular
structures in iPLA, B-KO mice. A-D, 56 weeks; E, F, 100 weeks. A~F, Anterior horn. A, A my-
elinated fiber contains abnormal mitochondria, whose cristae are diffusely degenerated, tubu-
lar, and branching. Neurofilaments are mostly preserved. B, Dense granules, degenerative
membranes, and tubular and branching cristae are evident in the severely degenerated mito-
chondria (white arrowheads). €, A swollen axon is filled with round tubulovesicular structures
and similar-sized abnormal mitochondria. D, There is focal loss (white arrow) of the axonal
cytoskeleton (white arrowhead) near the broken membrane of an abnormal mitochondrion. E,
A myelinated axon is entirely filled with tubulovesicular structures. Abnormal mitochondria
with tubular and branching cristae are also evident (white arrowheads). F, Many abnormal
mitochondria and various-sized round tubulovesicular structures are evident in a large spher-
0id. Scale bars, 500 nm.

22:6), which was clearly increased in the gray matter of the spinal
cord of iPLA,-KO mice, especially in the posterior horn (Fig.
8A-a). IMS analyses also demonstrated an increase of PC con-
taining AA (diacyl-16:0/20:4) in the posterior horn (Fig. 8 A-b)
and a decrease of PC containing OA (diacyl-18:0/18:1) (Fig. 8 A-
c), a component of myelin (Sugiura et al., 2009), in the white
matter. In the negative ion mode, PE containing PUFAs (diacyl-
18:0/20:4) was shown to be increased in the posterior horn of
iPLA,B-KO mice (Fig. 8 B-d). These results were compatible with
those of LC/ESI-MS/MS, but CLs were not detected by IMS, pos-
sibly because they were present in excessively small amounts.

Discussion

In the present study, we detected the presence of abnormal mito-
chondria with degenerated inner membranes from a young age in
mice with KO of the group VIA phospholipase A, (iPLA,B) gene.
The collapsed and degenerated mitochondria were accompanied by
focal axonal degeneration, and the plasma membranes were also
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Figure 7.  Electron microscopic observation of presynaptic membranes and tubulovesicular
structures at the axon terminals of iPLA, B-KO mice. A~C, 15 weeks; D-F, 100 weeks. A-F,
Posterior horn. A, An abnormally expanded and loose presynaptic membrane (white arrow-
heads). Synaptic vesidles, apparently normal mitochondria, and postsynaptic densities are evi-
dent. B, Most of the presynaptic membranes have disappeared (white arrowheads).
Degenerative membranous or vesicular structures (white arrow) and apparently normal mito-
chondria are evident. €, The tubulovesicular structures are followed by a degenerative axon
containing dark mitochondria in a myelinated small fiber. The inset is a high-magnification
view of the white square, which shows tubulovesicular structures and mitochondria containing
dense granules. D, A large and irregular spheroid (white arrowheads), containing tubulovesicu-
lar structures, degenerative membranes, and mitochondria, has formed at the axon terminal of
a degenerated small fiber. F, A large spheroid contains tubulovesicular structures of various
densities. F, High-magnification view of the white square in £. Two types of tubulovesicular
structures are attached to each other. The top one shows a high density of tubulovesicular
structures, whereas the bottom one has a low density of tubulovesicular structures and contains
mitochondria. Scale bars, 500 nm.

degenerated at the axon terminals. Thus, two kinds of degenerative
membranes in axons appeared to be intrinsically associated with the
pathomechanism of neuroaxonal dystrophy in iPLA,8-KO mice.
In INAD, spheroids often contain PAS-positive granular ma-
terial as well as membranous material (Cowen and Olmstead,
1963; Mahadevan et al,, 2000), similar to those in iPLA,B-KO
mice. The PAS-positive granules in iPLA,B8-KO mice were iden-
tified ultrastructurally as abnormal mitochondria with degener-
ated inner membranes. Absence of immunoreactivity for CCO
would have been attributable to degeneration of cristae, as re-
ported previously in mice (Kirkinezos et al., 2005). Because PAS
stains structures containing a high proportion of carbohydrate
macromolecules and the dense granules in abnormal mitochon-
dria resembled glycogen granules ultrastructurally, PAS staining
of abnormal mitochondria might be attributable to glycosylated
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metabolites. Abnormal mitochondria with tubular and branch-
ing cristae, similar to those reported in INAD patients (Itoh et al.,
1993; Mahadevan et al., 2000), were also observed in iPLA,B8-KO
mice after 56 weeks. The difference in the structure of abnormal
mitochondria might be explained by differences in the transport
of metabolites attributable to membrane dysfunction (Sagun et
al., 2005). Abnormal mitochondria and similar-sized tubulove-
sicular structures were frequently colocalized in axons, suggest-
ing that tubulovesicular structures, a pathological hallmark of
INAD, might partly originate from the abnormal mitochondria.

The vulnerability of mitochondrial inner membranes in
iPLA,B-KO mice might be attributable to rich production of
reactive oxygen species (ROS) (McBride et al., 2006) and a rich
content of PUFAs that can be readily peroxidized, such as LA in
CL (Zhao et al.,, 2010). Mitochondrial inner membranes would
be easily affected because of deficiency of iPLA, 8, which can
hydrolyze peroxidized fatty acids to repair the membrane phos-
pholipids oxidized by ROS, as reported previously (Zachman et
al., 2010; Zhao et al., 2010). Although the evidence of lipid per-
oxidation in PAS-positive granules was not obtained, the increase
of CL demonstrated by LC/ESI-MS/MS suggested insufficient
remodeling of mitochondrial inner membranes in iPLA,B-KO
mice. Oxidation of CL leads to subsequent loss of mitochondrial
membrane potential and the release of cytochrome ¢ and other
apoptotic proteins (Seleznev et al., 2006). In fact, liver mitochon-
dria isolated from iPLA,B-KO mice showed increased sensitivity
to Ca®* overload, resulting in easy loss of membrane potential
compared with those from control mice (our unpublished data).
Such mitochondrial dysfunction in the cytoplasm would finally
trigger cell death as a result (Tsujimoto and Shimizu, 2007; Kagan
et al.,, 2009). Many swollen mitochondria, which were strongly
immunopositive for cytochrome ¢ in the proximal axons of
iPLA,B-KO mice, might release cytochrome ¢ when their mem-
branes are broken. Ultrastructually, the axonal cytoskeleton
showed focal disappearance in the proximity of collapsed abnor-
mal mitochondria, suggesting that massive release of cytochrome
cand other stress inducers such as ROS and lipid peroxide from
the disrupted mitochondrial membranes would injure axons and
impair neuronal function.

There have been no reported descriptions of non-neurological
symptoms, laboratory findings, or pathological changes in inter-
nal organs in INAD (Cowen and Olmstead, 1963; Nardocci et al.,
1999), although dysfunction of spermatozoa (Bao et al., 2004), a
reduced insulin secretory response (Zhao et al., 2010), and accel-
eration of age-related changes in bone morphology (Ramanad-
ham et al.,, 2008) have been reported in adult iPLA,8-KO mice.
The relatively mild phenotypes of iPLA,B deficiency in non-
neurological tissues suggest that iPLA, plays an especially im-
portant role in the nervous system, although it is widely
distributed in various organs (Bao et al., 2004). Mitochondria are
micro-organelles integral to all types of eukaryotic cell (McBride
et al., 2006), although the lipid and protein compositions of mi-
tochondrial membranes differ among various organs (Stepien et
al,, 1992). In anterior horn cells, which have marked polarity,
long axons, and extensive dendritic networks (Biumer et al.,
2010), mitochondria must meet the high energy demands of neu-
ronal function. Conversely, even in the same neuron, synaptic
and nonsynaptic mitochondria differ in their functions and lipid
components, the level of CL being higher in the latter than in the
former (Kiebish et al., 2008). Selective degeneration of nonsyn-
aptic mitochondria in large neurons of the spinal cord in
iPLA,B-KO mice might be associated with the individual character-
istics of mitochondria unique to each functional type of cell.
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Neuronal mitochondria are trans-
ported by axonal flow, connecting to ki-
nesin motor protein with mitofustin 2 on
the outer membrane (Misko et al., 2010).
Because abnormal mitochondria with de-
generated inner membranes were evident
in the cytoplasm and proximal axons
from an early stage and became signifi-
cantly more frequent in the distal parts of
axons later, they appeared to move to the
distal portions very slowly. Prominent de-
generation of axons and less marked de-
generation of the neuronal cytoplasm in
neuroaxonal dystrophy (Cowen and Ol-
mstead, 1963) could be explained by the
collapse of abnormal mitochondria in ax-
ons after being transported within the cell.
However, apparently normal mitochon-
dria were observed at degenerated axon
terminals, suggesting that the membranes
of axon terminals would also be affected
by iPLA,B deficiency, regardless of any
mitochondrial dysfunction.

iPLA, B shows differences in enzymatic
specificity for certain fatty acids. The spe-
cific activity of iPLA, 8 with LA (18:2n-6),
palmitic acid (16:0), OA (18:1n-9), and
AA (20:4n-6) esterified at the sn-2 posi-
tion is 10.0, 4.3, 3.0, and 2.0 wmol - min -
mg~! protein, respectively (Green et
al., 2008), suggesting iPLA,B selectivity
for LA. Conversely, the net rate of LA re-
lease from brain phospholipids, includ-
ing CLs, is at least five times lower than
that of DHA (22:6n-3) from PC (Green et
al,, 2008), suggesting the importance of
iPLA, B for enzymatic release of DHA from
PC within the brain. IMS demonstrated a
prominent increase of DHA-containing PC
in the gray matter, especially the posterior
horn, which would have resulted from
compensatory production of phospholip-
ids in a background of membrane degen-
eration and lack of acyl decomposition in
PC attributable to iPLA,B deficiency
(Basselin et al., 2010). DHA is one of the
important PUFAs (Green et al., 2008),
possessing double- or triple-bond carbon
chains and accounting for the water solu-
bility and liquefaction of membranes (Still-
well and Wassell, 2003). Therefore, an
excessive DHA content resulting from
iPLA,B deficiency might cause abnor-
mal expansion and degeneration of
membranes. Ultrastructurally, the mi-
tochondrial and presynaptic mem-

branes, both of which contain PC with DHA (Omoi et al,,
2006; Mitchell et al., 2007), were affected, and tubulovesicular
structures were formed in the middle and ends of axons. The
vulnerability of mitochondrial and presynaptic membranes
might be explained by the selective localization of iPLA,B in
mitochondria (Seleznev et al., 2006) and synapses (Ong et al.,

2005).
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Figure 8.  Quantitative lipid profiling of spinal cords from iPLA, B-KO mice and wild-type mice. In the graphs (4-0), relative
abundances of PCs (4), PEs (B), and CLs (C) in iPLA,B-KO mice at 56 weeks, which were quantified by liquid chromatography/
electrospray fonization tandem mass spectrometry in multiple reaction monitoring mode, are shown by bars, respectively. The
vertical axis represents the logarithmic value of the detected intensity ratio (KO/WT), i.e., log(2, Intensity KO/Intensity WT). The bar
with a positive value indicates an increase in the KO, whereas one with a negative value indicates a reduction. Blue bars represent
PCspecies containing saturated or monounsaturated fatty acids, orange bars those containing DHA, and red bars those containing
AA.In the figures (a—d), the distributions of lipid species that showed notable differences between KO mice and WT mice at 102
weeks are demonstrated by matrix-assisted laser desorption/ionization-imaging mass spectrometry. A-a, Among PC species, one
containing DHAis prominently increased in the gray matter of a KO mouse, especially in the posterior horn (arrows), compared with
a WT mouse. A-b, A PC species containing AA is accumulated in the posterior horn of a KO mouse (arrows). A-¢, A myelin
constituting PC species, one containing OA, is decreased in the white matter region of a KO mouse (arrows). B, All five analyzed PE
species were increased in the KO spinal cord, and the most accumulated species was prominently found in the posterior horn of a
KO mouse (arrows in d). €, Six of the seven CL molecular species analyzed were increased.

An age-dependent increase of 4-HNE was demonstrated in
the axons and white matter of the spinal cord in iPLA,B3-KO
mice. 4-HNE is considered to be an oxidized secondary product
of lipids including CL (Liu et al., 2011) and would reflect mito-
chondrial dysfunction (Roede and Jones, 2010). Because CL was
increased approximately threefold in iPLA,3-KO mice and the dis-
tribution of 4-HNE was not correlated with increased PCs with
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Figure 9.  Schematic representation of the hypothetical pathomechanism of neuroaxonal dystrophy in iPLA, B-KO mice. 4,
Neuronal cytoplasm and proximal axon; B, axon terminal. A1, PAS-positive granules (purple color), which are indistinguishable
from abnormal mitochondria, are anterogradely transported from the cytoplasm to the axon (blue color). A2, When abnormal
mitochondria collapse, release of cyt c and ROS induces spheroid formation in the middle of the axon. The photograph shows an
abnormal mitochondrion containing tubulovesicular and normal cristae at 56 weeks. The square in the photo is a high-
magnification view of the white square. B1, Normal axon terminal with synaptic vesicles (yellow color). B2, The presynaptic
membrane is abnormally expanded. B3, The presynaptic membrane and synaptic vesicles have disappeared, and degenerative
membranes (purple color) are evident in the corresponding area. B4, A spheroid (pink color) with tubulovesicular structures has
formed at the axon terminal. B5, Two types of tubulovesicular structures are attached to each other at the axon terminal. The distal
one (pink color) shows a high density and the proximal one (blue color) alow density of tubulovesicular structures and PAS-positive
granules. The photographs in the squares show two types of tubulovesicular structures observed at 100 weeks. The proximal
tubulovesicular structure is followed by a swollen axon.

DHA or AA, the accumulation of 4-HNE would be related to insuf-
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mulated in the distal part of degenerated
axons that lacked axonal flow for transport
of PAS-positive granules and that 4-HNE
might not be massively produced until the
mitochondrial double membranes had
been disrupted. The presence of 4-HNE in
axons might also aggravate axonal degener-
ation by attacking targets within the cell and
expanding into the extracellular space (Roede
and Jones, 2010).

In conclusion, neuroaxonal dystrophy
in iPLA,B deficiency is thought to be
caused by two types of pathomechanism,
which are associated with insufficient re-
modeling of the mitochondrial inner
membrane and presynaptic membrane of
axon terminals. The former mechanism
results in insufficient remodeling of the
mitochondrial inner membrane, antero-
grade transport (Fig. 941), and collapse of
abnormal mitochondria with membrane
degeneration in the middle of axons (Fig.
9A2). The latter mechanism results in in-
sufficient remodeling and degeneration of
presynaptic membranes at axon terminals
(Fig. 9B). Although mitochondrial inner
membranes and presynaptic membranes
differ from each other, the degeneration
of both finally results in the appearance
of tubulovesicular structures. Spheroids
containing different densities of tubulo-
vesicular structures might originate from
the two different types of membrane (Fig,
9B4,B5), i.e., those in transported mito-
chondria and those in presynapses. Our
findings provide new insight into the
pathomechanisms of neuroaxonal dystro-
phy in iPLA,B deficiency and confirm the
pathological importance of tubulovesicu-
lar structures as a marker of INAD.
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Introduction

Amyotrophic lateral sclerosis (ALS) is a fatal, progressive
neurodegenerative discase characterized by the degeneration
of motor neurons in the motor cortex, brainstem and spinal cord.
The vast majority of ALS patients are sporadic, and approximately
5-10% of ALS cases are familial ALS (FALS) [1]. Among the
FALS patients, approximately 20% are linked to mutations in the
antioxidant enzyme Cu/Zn superoxide dismutase (SOD1) [2].
Mutant SODI proteins aggregate and form Lewy body-like
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hyaline inclusions (LBHIs) in the anterior horn cells of the spinal
cord [3].

Transgenic mice carrying several copies of human mutant
SOD1 genes show ALS-like symptoms such as progressive motor
disturbances and neurogenic amyotrophy, and develop a pathol-
ogy resembling ALS [4]. In brief, these Tg mice demonstrate
atrophy of the motor neuronal system, vacuolar degeneration of
the motor neurons, and ubiquitinated neuronal hyaline
inclusions which contain SODI in their cell bodies and swollen
processes [5].
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SOD1 is a major constituent of LBHIs linked to FALS, and
these LBHIs contain ubiquitin [6], phosphorylated neurofilaments
[7], and a copper chaperone for superoxide dismutase [8].

The 14-3-3 proteins, a family of protein chaperones, are
abundant in the brain, comprising approximately 1% of the total
brain protein [9]. 14-3-3 proteins consist of seven different
isoforms, named with Greek letters (B, €, v, n, 0, ¢, and {). Each
isoform forms homo- or hetero-dimers. 14-3-3 dimers can
simultaneously bind two ligands, modulate different signaling
molecules and participate in cell cycle control, cell adhesion,
neuronal plasticity as well as various intracellular signal transduc-
tion pathways [10]. 14-3-3 proteins seem to control the subcellular
localization of proteins and to function as adaptor molecules,
stimulating protein-protein interactions. The regulation of this
interaction usually involves the phosphorylation of the interacting
proteins [11]. :

In our recent studies, several types of 14-3-3 proteins such as 14-
3-3B, 14-3-3y, 14-3-3(, 14-3-36, or 14-3-3¢ have been found in the
ubiquitinated inclusions of anterior horn cells from patients with
sporadic ALS [12]. 14-3-3 mRINA was also demonstrated to be
upregulated in the spinal cords with sporadic ALS [13].

However, the association of 14-3-3 proteins with FALS remains
unknown. In this study, to investigate the role of 14-3-3 proteins
and SODI in the pathogenesis of FALS, we performed
immunohistochemical staining for 14-3-3 proteins and SODI in
formalin-fixed, paraffin-embedded sections from patients with
FALS. Transgenic mice which overexpress mutant human SODI,
transgenic mice which overexpress wild type human SOD]1, and
non-transgenic wild-type mice were also subjected to immunohis-
tochemical analysis. ‘

Methods

Ethics Statement

The protocols for genctic analysis and neuropathological
procedures were approved by and performed under the guidelines
of our institutional ethics committee. Informed consent was
obtained from all individuals or their guardians before the
analysis. The animal study was carried out in strict accordance
with the guidelines for animal experimentation from the Animal
Rescarch Committee of our institution. The protocol was
approved by the Animal Research Committee, Kyoto University
(Permit Number: MedKyo10202).

Human FALS cases

We analyzed three cases of FALS (A4V SODI1 mutant). The
clinicopathological backgrounds of these FALS cases have been
previously reported [14]. These patients were members of the
American “C” family. The three patients were males, and their
ages at death were 39, 46 and 66 years. They were pathologically
consistent with FALS with posterior column involvement [15].

Transgenic mice expressing G93A mutant human SOD1
and wild type human SOD1

We used transgenic mice expressing the G93A mutant human
SOD1 gene (mutant SOD1-Tg mice) [B6SJL-TgN (SOD1-G93A)
1Gur] and wild-type human SOD! gene (wild-type SOD1-Tg
mice) [B6SJL-Tg (SOD1) 2Gur/J], which were originally obtained
from the Jackson Laboratory [16]. The mutant SODI1-Tg mice
develop signs of hind limb weakness at the age of 3 to 4 months. At
the age of 5 to 6 months, they are not able to forage for food and
water and then die. The wild-type SOD1-Tg mice show no motor
symptoms [17]. We analyzed four-month-old mutant SOD1-Tg
and wild-type SOD1-Tg mice (n =4, each).
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Human tissues

Human tissue blocks obtained from the different levels of spinal
cords of FALS cases were embedded in paraffin. The blocks were
sectioned with a microtome at 6 pm thickness for routine and
immunohistochemical staining. Routine histological assessment
was carried out with hematoxylin and eosin (H&E).

H&E-stained sections with LBHIs were photographed, decol-
orized with 70% ecthanol and pretreated with 0.3% H,0, in
0.1 mol/L phosphate-buffered saline (PBS) for 30 min at room
temperature to inhibit any endogenous peroxidase activity. After
washing with 0.1 mol/L PBS, these sections were blocked with
0.1 mol/L PBS plus 3% skim mik for 2 hours at room
temperature. Then, the specimens were used for immunohisto-
chemistry; this involved sequential incubation with primary
antibody, appropriate biotinylated secondary antibody (Vector
Laboratories, diluted 1:200), and avidin-biotin-peroxidase com-
plex (ABC; Vector Laboratories, 1:200) in 0.1 mol/L PBS
containing 0.3% Triton X-100 (PBST, pH 7.4). The sections
were rinsed with PBST for 15 min between cach step and finally
visualized with 0.01% diaminobenzidinetetrahydrochloride and
0.005% H,05 in 50 mmol/L Tris-HCI (pH 7.6).

Animal tissues

Mice were deeply anesthetized with sodium pentobarbital and
were perfused transcardially with 0.01 mol/L PBS and then with a
fixative containing 4% paraformaldehyde (PFA) and 0.2% picric
acid in 0.1 mol/L phosphate buffer (PB, pH 7.4). Then, the brains
and the spinal cords were removed. The tissues were post-fixed for
24 hours in 4% PFA and stored in 20% sucrose in 0.1 mol/L PB
(pH 7.4). Serial lumbar spinal sections were cut into 20 pm thick
sections on a cryostat, and immunohistochemical analysis was
performed in the same way as human tissues described above.

Table 1. Primary antibodies.

Dilution

Company

17 SC-8637

Santa Cruz
Biotechnology

SOD1 goat polyclonal C

1:1000

1:2000

Santa Cruz
Biotechnology

rabbit polyclonal C-20 SC-628

R

Santa Cruz 1:400
Biotechnology

rabbit polyclonal T-16  SC-1020

SC-732 Santa Cruz

Biotechnology
-

rabbit polyclonal C-17

i o

goat polyclonal N-14

SC-7681

doi:10.1371/journal.pone.0020427.t001
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Figure 1. LBHIs immunopositive for 14-3-3 proteins in FALS patients. A, B, and C are the same sections as D, E, and F, respectively. The
upper panels (A-C) are stained with H&E, and the lower panels (D-F) are immunostained with the anti-pan 14-3-3 antibody. LBHIs observed on H&E in

the anterior horn cells are intensely immunopositive for pan 14-3-3. Bar indicates 100 um in (A, D), and 50 umin (B, C, E F)

doi:10.1371/journal.pone.0020427.g001

Primary antibodies

As primary antibodics, we used anti-SODI, anti-misfolded
SOD1 (C4F6) [18], and anti- pan and isoform-specific 14-3-3
protein antibodies. The primary antibodies used were listed in
Table 1.

Double labeling immunohistochemistry

To investigate the relationship between SOD1 and 14-3-3
proteins, spinal cord sections of the FALS cases were incubated
with primary antibodies against SOD1 and pan 14-3-3, followed
by incubation with FITC- or rhodamine-labeled appropriate
secondary antibodies. For mouse tissues, anti-14-3-3 (B or y) and
C4F6-DyLight 488 antibodies were used. C4F6 was labeled with

DyLight Fluor 488 using a commercially available kit (DyLight
Microscale Antibody Labeling Kits, Thermo Scientific).

Results

14-3-3 immunoreactivity in patients with FALS

In all the three FALS cases, LBHIs were observed inside the
anterior horn cells (Figure 1A—C). All the LBHIs observed on
H&E showed strong pan 14-3-3 immunoreactivity (Figure 1D-F).
Using 14-3-3 isoform-specific antibodies, all the LBHIs detected
by H&E (Figure 2A, B) were intensely immunopositive both for
14-3-3B (Figure 2C) and 14-3-3y (Figure 2D).

Double immunofluorescent-stained sections showed that pan
14-3-3 was co-localized with SOD1 in the LBHI (Figure 3).

Figure 2. LBHIs immunopositive for 14-3-3 or 14-3-3y in FALS patients. A and B are the same sections as C and D, respectively. The
identical LBHIs observed on H&E (A, B) in the anterior horn cells are intensely immunostained with 14-3-38 (C) and 14-3-3y (D). Bar indicates 50 pm.

doi:10.1371/journal.pone.0020427.g002
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Figure 3. A LBHI double-positive for 14-3-3 and SOD1 in a FALS patient. A LBHI in an anterior horn cell is immunostained for pan 14-3-3 (A,
green) and SOD1 (B, red), and the merged image is shown in C (yellow). Bar indicates 50 um.

doi:10.1371/journal.pone.0020427.g003

Mutant SOD1 immunoreactivy in the mutant SOD1-Tg,
the wild-type SOD1-Tg, and non-Tg wild-type mice

In mutant SODI-Tg mice, C4F6 immunoreactivity was
observed in the remaining anterior horn cells with cytoplasmic
inclusions (Figure 4A). Immunoreactivity for C4F6 was restricted
to the glal cells that were morphologically consistent with
microglia in wild-type SOD1-Tg mice (Figure 4B) and absent in
non-Tg wild-type mice (Figure 4C).

14-3-3 immunoreactivity in the mutant SOD1-Tg, the
wild-type SOD1-Tg, and non-Tg wild-type mice

Pan 14-3-3, 14-3-3B and 14-3-3y immunorcactivities were
grossly different between the mutant SOD1-Tg and the wild-type
SODI1-Tg or non-Tg wild-type mice (Figure 5).

Such 14-3-3 immunorcactivitics were strong in most of the
remaining anterior horn cells of the mutant SODI1-Tg mice
(Figure 5A, D, G), although they were not observed in the wild-
type SODI1-Tg (Figure 5B, E, H) or non-Tg wild-type mice
(Figure 5C, F, I).

Double immunofluorescent staining of C4F6 and 14-3-38
or 14-3-3y in SOD1-Tg mice

As described above, the strong immunoreactivity of 14-3-38 and
14-3-3y were observed in the mutant SOD1-Tg mice but not in
the wild-type SODI1-Tg mice. Wherein, the distribution of
immunoreactivity for C4F6, 14-3-3p and 14-3-3y was analyzed.

All the three immunoreactivitics were observed in the neuronal
somata of the anterior horn cells. Furthermore, double immuno-
fluorescent staining showed that both 14-3-38 and 14-3-3y were
partially co-localized with C4F6 in mutant SODI-Tg mice
(Figure 6).

In negative immunohistochemical controls, some sections were
incubated with the primary antibody (0.2 ug/ml) preabsorbed
with an excess amount of the antigenic peptides, pan 14-3-3, 14-3-
3B and 14-3-3y (10 pg/ml). No specific immunopositive staining

was detected in these control sections.

Other 14-3-3 isoforms in the mutant SOD1-Tg mice and
the wild-type SOD1-Tg mice

Immunoreactivitiy for 14-3-3¢, 1, 8, o, and { was observed in
the neuronal somata and processes in the spinal cord. However,
there were no remarkable differences in the distribution or
intensity of the immunoreactivities between the mutant SOD1-Tg
and wild-type SOD1-Tg mice.

Discussion

In this study, LBHIs in all FALS cases showed intense pan 14-3-
3, 14-3-38 and 14-3-3y immunoreactivities. Furthermore, the
double immunofluorescent study showed 14-3-3 proteins were co-
localized with SOD! in LBHIs. Such distribution patterns were
quite similar to those of the mutant SOD1-Tg mice. This is the
first report that demonstrates a close relationship between 14-3-3
and SODI both in patients with FALS and mutant SOD1-Tg
mice.

We have previously reported the localization of 14-3-3 proteins
in the ubiquitinated intrancuronal inclusions in the anterior horn
cells from patients with sporadic ALS [12]. We also already
reported 14-3-3 immunoreactivity in the LBHIs in the anterior
horn cells from a patient with FALS, with a two-base pair deletion
in the SOD1 gene [19]; however, the co-localization of SODI and
14-3-3 was not assessed. Therefore the role of 14-3-3 proteins in
LBHI formation with a SOD1 mutation has remained unclear.
The co-localization of 14-3-3 and SODI1 in the LBHIs in both
FALS patients and mutant SOD1-Tg mice suggested that 14-3-3
may play an important role in the formation of SOD1-containing
LBHIs. The similar 14-3-3 positivity in the LBHI of sporadic ALS
and FALS with SOD1 mutation further suggests that 14-3-3 is
involved in the pathogenesis of ALS, irrespective of whether it is
sporadic or familial.

Among the various isoforms of 14-3-3 protein, Kaneko and
Hachiya proposed the possibility that a distinctive function of 14~
3-3( might be as a sweeper for misfolded proteins, such as
aggregates or inclusion bodies [20]. Santpere et al. suggested that

Figure 4. Neuronal inclusions immunopositive for C4F6 in mice. Strong immunoreactivity for C4F6 (A) was observed in the somatodendritic
compartment with cytoplasmic inclusions in the mutant SOD1-Tg mice. Immunoreactivity for C4F6 was restricted to glial cells morphologically
consistent with microglia in the wild-type SOD1-Tg mice (B) and absent in the non-Tg wild-type mice (C). Bar indicates 50 um.

doi:10.1371/journal.pone.0020427.g004
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mutant SOD1-Tg  wild-type SOD1-Tg non-Tg wild-type

pan 14-3-3

14-3-38

14-3-3y

Figure 5. Neuronal inclusions immunopositive for pan 14-3-3, 14-3-3f, and 14-3-3y in the spinal cord of SOD1-Tg mice. in mutant
SOD1-Tg mice, strong immunoreactivity for pan 14-3-3 (A), 14-3-38 (D), and 14-3-3y (G) were observed in the neuronal cytoplasm or neuronal process
of the lumbar anterior horn cells. Such immunoreactivities were not observed in the wild-type SOD1-Tq (B, E, H) or non-Tg wild-type mice (C, F, I). Bar

indicates 50 pm.
doi:10.1371/journal.pone.0020427.g005

the 14-3-3y and 14-3-3( isoforms may be the targets of oxidative
damage in Alzheimer’s discase [21], and some neurofibrillary
tangles were reported to be immunolabeled with 14-3-33 and 14-
3-3y [22]. Similarly, 14-3-3 proteins have been co-localized in
Lewy bodies [23] and in glial cytoplasmic inclusions from patients
with multiple system atrophy [24]. In our recent study, 14-3-3p
and 14-3-3y were strongly expressed in the neuronal somata and
processes of anterior horn cells in the spinal cord of mutant human
o-synuclein (A53T)-Tg mice, an animal model of Parkinson’s

misfolded SOD1

(C4F8) 14-3-3B

misfolded SOD1
(C4F6)

merge

disease (PD) [25]. Therefore, 14-3-3B and 14-3-3y may be the key
isoforms associated with the formation of o-synuclein- and SOD1-
containing inclusions. This raises the possibility that there might
be a common mechanism for inclusion formation at least between
ALS and PD.

An insufficient function of the molecular chaperones may be
directly involved in the loss of motor neurons in ALS [26,27].
Under non-pathological conditions, 14-3-3 proteins play impor-
tant roles in signal transduction, apoptotic cell death and cell cycle

Figure 6. Neuronal inclusions double-positive for C4F6 and 14-3-3 in the spinal cord of mutant SOD1-Tg mice. Immunofluorescence
for C4F6 (A, D, green), 14-3-38 (B, red), and 14-3-3y (E, red), double immunofluorescence for C4F6 and 14-3-3 (C, merge), and double
immunofluorescence for C4F6 and 14-3-3y (F, merge) are shown in the anterior horn cells. Bar indicates 20 pm.

doi:10.1371/journal.pone.0020427.g006
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control. 14-3-3 proteins inhibit apoptosis by binding to and
inactivating pro-apoptotic proteins, including the mitochondrial
Bcl-2 family member BAD, apoptosis signal-regulating kinase 1
(ASK1), and the Forkhead transcription factor FKHRLI [10].
Therefore, the sequestration of 14-3-3 may cause neuronal
dysfunction and thus contribute to cell death. Strong immunore-
activity for 14-3-3 in the LBHIs of FALS patients and in the
mutant SOD1-Tg mice suggested that 14-3-3 proteins are trapped
in the LBHIs, and this deficiency of the 14-3-3 proteins causes
motor neuronal death in patient with FALS.
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CI111Y-ALS] o ¥4 5 LBHI #3, SODI(A: KWL S)
& TDP-43(B : REAE T)OWMFIBEERL T3,
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ALSI DEKFHIEE

ALSI OFBEIIIMFEE DO H MY ALS (sporadic ALS ¢
SALS) DFFEEMPERTEH Y, T OEAFEBRIC ALSL &
LT ORBEREESEAER S Z it kD, ALSL O
BBEEIR I3,

ALSI ORI BB LU TIEHHRERPEE I~
BIEMERTHD, Lirl, ALSI O LEESHMERD
FRZIL SALS IR TIKBETH 5 2 LBH-THD,
REOEHRRTEHMERTH 20D, Bic i LADES)
HEZRORENLL B wI tdd 2, w7EL, BY
AFEFICR T MIDES MR ROBELTEE L 23, ¢
kbbb, BIR-BE - SUEOSWER L Onufrowicz L4}
DR EEEL & BT A EE MM (a-motoneuron) DEE
- HESEETH B, FHEATAMIESEE - HERTIL,
SRR & L CORIBHE astrocyte DIFEE & b, 7
- BIRVER LAIANEHRERES T 5,

ALSI OFHIIRIER

HEAFBEIINZ T ALS] ORFEEFEERE LT, O
HBRPERFOLEM, @ Clarke & neuron & BHEEI/PR
B (Clarke £ neuron OHIZRRE) 0 E M, @ HEMIAAN
Lewy /AMERRRET-f3 AF (neuronal Lewy-body-like hya-
line inclusion : LBHI) & 7 A b v ¥ 4 b N S A&
(astrocytic hyaline inclusion @ Ast-HI) O#7E, @ Bunina
body BERE SN, ME4HREEZ T35, O B
BECIETR, GBI CIIIRK (W\H W 3 Flechsig DR
DB T 2. JRENEREIC 3 L BRPRBLEN
ZUEET S, @ Clarke £ neuron OZH: - BEF I 4L,
Z#5 neuron DR TH 2B TFH/ DB OLN: 2 Ei
T35, REMNREICL S LATHHAMELEEIRS,
@ Bunina body WL T, ny 70 UREYH
T.L. Bunina %% 2 R4 2 EH O KB ALSEHIZ BT
ZTOEEEREL LD, 206 OFEGIE SODI BB 24
LR WREE ALSEACH - EH S BIREL T
5,

Neuronal LBHI & Ast-HI

Neuronal LBHI & Ast-HI 2 2 v T I, 1967 1
Hirano 512 & 9 neuronal LBHI %3, 1996 #EiCEH 5o k
h Ast-HIAS, ALSI DREMFRE L LTEHRINESY,
Neuronal LBHI RAHEMIC~< b2V v 24 (HE)
B4 eosinophilic core v halo X b &b, Hihd
N=F VY VED Lewy MED X IR RABEI AL E
DEDHEEBE (M3 A), KEERBREMECE—T
H 57 ® hyaline(BTF) L W I RBEMNZIN TV 5, Ast-
HI 2w, HE %45 Tl neuronal LBHI & 3T —#
E%ZE2 L, eosinophilic CHEERELRMTIHEZELTL
5, £ RAB» BT TH D (B 3a), B eosino
philic core L V> halo 2D BT L MH 5,

Neuronal LBHI & Ast-HI i3 & b iC e L3191
SODL iZ B3 % R ¥ (B 3B, b)>9, MEAKIREER &
ZEEM DM E D SODI epitope 28 LT\ 29, BHILIEN
1242, neuronal LBHI & Ast-HI b & HiT# 15~25 nm &
@ granule-coated fibril & BERIRHEEY (granular mate-
ra) P Sk o T3 (B4), IO granule-coated fibril @
BEERERBEZ L LB ST, BRBERZEL L
%, ZOERBRIZOWTIE, 2 SODIL % core protein
D—o & LCEEL, 4K SODI RHIEREEERER
Hz bWMDAZEZNS, BHEAICIE granular material 28
BAHERICEEE L, granule-coated fibril BRI T 2
BHIBRNERESBREI N T» 29,

Thabb, KEIC SODIL Bt LBHI/Ast-HI 2B
T, HBVIIEBIVEMICE 15~25n0m B gran-
ule-coated fibril 2 EThiL, 2 DEHERICIIEE SODI
BEFRESEELTOR LV THOBE TRV L EE
BIRFERZ T3,

SOD1 &
TAR DNA binding protein 43(TDP-43)

—FRAYIC, SALS - 2B SODI JERESR B ALS - BF)
Za—-n VERE RN WEAEELME frontotemporal
lobar degeneration with motor neuron disease (FTLD-
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MND : terminology £, BRME % # 9 ALS(ALS with
dementia ! ALSD & F—)) it B THET 2 FERESY
BIRTETH B A7 4 8 AE skein-like inclusion (SLI)
IR E ALE round inclusion (RT)/spherical inclusion (SI)
& TDP-43 B3tk % 29 2728, ALS! ORBAEHEZART R
©H % LBHI % Ast-HI l; TDP-43EEHTH 5, —4,

LBHI/Ast-HI i SOD1 BafE¢& 2 %3, SLI/RI/SI 4 SOD1
BlERT. Thb o SODL & TDP-43 OFBEMNAR
¥, 258 SODI ICRBE L 22 W EEi R Miastic 1k TDP-43
#3B35. L (TDP-43 proteinopathy), %% SODI i B ¥
% Y8 B 4 8 I8 FE (mutant SOD1 proteinopathy) 12 1
TDP-43 BAEICIZEEE L Tk v ) (REIMERL
WML Z Y eBE52%, LyL, CLLIYZEESODL %
£95 ALSI(CIIIY-ALSD It 8w Tid, SOD1 & TDP-43
OWEBED LBHI S HFEL T 3 EE (5N
%, LBHI & SLI &A3367 L Cv> % H48Q-ALSI ®% SLI
%D % E100G-ALSL DFFES S, BB HRMMIEEDR
TERZHOBEBEEMAOI L BMICRR TE5 b0 TR
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Abstract

Aims: In order to determine the prevalence of dementia and mild cognitive impairment (MCl),
we conducted a population-based study in Japan. Methods: Participants included 924 subjects
aged 65 years or older who resided in the town of Ama-cho. In phase 1 of the study, the Mini-
Mental State Examination and Clinical Dementia Rating were administered for screening pur-
poses. In phase 2 of the study, the subjects who screened positive were further examined by
neurologists. Dementia and MCl were diagnosed by means of DSM-IV and International Work-
ing Group on MCl criteria, respectively. Results: By the prevalence date of June 1, 2010, 24 sub-
jects had deceased or lived outside the town. In total, 723 of the remaining 900 subjects re-
ceived a phase 1 test. In phase 2, 98 subjects were diagnosed with amnestic MCl, 113 subjects
with non-amnestic MCl, and 82 subjects with dementia. Of the subjects who did not receive the
phase 1 test, 66 subjects were diagnosed as having dementia according to data from their town
medical card or the Long-term Care Insurance System. The crude prevalence of amnestic MCl,
non-amnestic MCl, and dementia were 10.9, 12.6, and 16.4%, respectively. Conclusion: Consis-
tent with the striking increase in the number of elderly individuals, we report higher prevalence
of MCl and dementia in Japan than previously described. Copyright © 2012 S. Karger AG, Basel
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