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Abstract

A low cost and quick assay system has been developed using the free-living nematode Caenorhabditis
elegans to determine the effects of Kampo medicines (traditional Japanese medicines) on life span. A key
characteristic of this system is the use of a fer-15 mutant, which is sterile when grown at 25°C owing to
the production of spermatids that fail to activate into spermatozoa. This prevented the production of prog-
eny, which would otherwise complicate life span analyses. In addition, liquid culture medium permitted
easy handling of the test subjects. We employed this system to examine the longevity effects of 26 Kampo
medicines and crude drugs. Of these, Rhei Rhizoma was found to extend the life span and acts as an
anti-oxidant that suppresses superoxide anion generation from mitochondria.
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Introduction

A number of assay systems have been developed
to screen chemicals for their ability to confer
favorable phenotypes. Most of these systems are in
vitro or in vivo using single-cell organisms or cells
in tissue culture, whereas systems using multi-
cellular organism are few owing to both labor and
cost intensity. We now report of a low cost and
rapid assay system at the whole-animal level that
we employed to find natural endowments or

chemicals with longevity effects in the free-living
nematode Caenorhabditis elegans (C. elegans). C.
elegans offers several distinct advantages for aging
research at the organismal level (Luo, 2006), not
the least of which is a short maximum life span of
approximately 30 days (Klass and Hirsh, 1976;
Honda et al., 1993)(Fig. 1). Its soma consists of
fewer than 1,000 cells including hypodermis, di-
gestive organ, neurons, musculature, and reproduc-
tive organs (Sulston and Horvitz, 1977). All of
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Fig.1 Photomicrograph showing major anatomical features of a C. elegans adult hermaphrodite.

these are postmitotic in adults, thus offering the
opportunity to detect cumulative age-related cellu-
lar alterations (Hosokawa et al, 1994; Adachi et al.,
1998; Ishii ez al, 2002). Embryonic development is
rapid, taking only 13 h at 20°C (Sulston, 1988;
Wood, 1988). After hatching, larval development
proceeds through four molts, which punctuate lar-
val stages L1 through 14, Animals reproduce with
a rapid life cycle of approximately 3.5 days at
20°C. C. elegans also offer an advantage to screen
drugs that may increase life span because they live
only for 30 days (Melov et al, 2000; Ishii et al,
2004; Petrascheck et al, 2007). In general, C. ele-
gans can be readily cultured on agar plate in petri
plates on a simple diet of Escherichia coli (E. coli)
(Brenner, 1974). They also can be grown in liquid
culture in the presence or absence of bacteria
(Vanfleteren, 1980; Jansson et al, 1986; Jewitt at
al, 1999; Houthoofd er al, 2002). Liquid culture
system is convenient to treat many animals and
permitted easy handling of the test subjects rather
than agar plate, but animals do not grow well in
liquid culture compared to agar plate and seem not
to be health because of poor diet. It is known that
the life span of C. elegans is dependent on the
concentration of E. coli which often serves as its
food (Klass, 1977). In our liquid culture system,
Bacto-peptone as nutrition for E. coli was in-
creased so that this defect was overcome.

C. elegans normally reproduces as a bisexual
hermaphrodite that produces both oocytes and
sperm. Animals normally reproduce by self-
fertilization. In order to prevent the progeny pro-
duction, 5-fluoro-2-deoxyuridine (FudR) has gen-
erally been used after maturation (Mitchell et at.,
1979). In our system, we used fer-15 mutant,
which when grown at 25°C produces spermatids
that fail to activate into spermatozoa (Roberts and
Ward, 1982). In this report, we introduce a low
cost and rapid assay system that examines the life
span of a fer-15 mutant as a marker for the isola-
tion of Kamopo medicines and crude drugs with
macrobiotic activity.

Kamopo medicines (traditional Japanese
medicines) and crude drugs are known to have
many biological effects. In part owing to the cur-
rent fitness fad in the world, researchers have at-
tempted to identify chemicals that promote longev-
ity and good health (Kishikawa, et al., 1997). We
employed this system to examine 26 Kamopo
medicines and crude drugs. Of these samples, Rhei
Rhizoma was found to extend the life span.

Recently, much attention has been focused on
the hypothesis that oxidative damage plays a major
role in cellular and organismal aging (Finkel and
Holbrook, 2000). There are many reports that
anti-oxidant agents and enzymes extend life span
of several animals, including C. elegans (Haenold
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et al., 2005). It is known that oxygen is initially
converted to superoxide anion (Oy’), one of several
reactive oxygen species (ROS), by electron leak-
age. This occurs primarily from complex III of the
electron transport system present in mitochondria
and constitutes the major endogenous source of
ROS (Turrens et al.,, 1985; Lenaz, 1998; Finkel
and Holbrook, 2000; Raha, and Robinson, 2000).
Such endogenously generated ROS readily attack a
wide variety of cellular entities, resulting in dam-
age that compromises cell integrity and function
(Vuillaume, 1987; Collins ez al, 1997). We found
that the Rhei Rhizoma has a role of anti-oxidant,
which suppress O, generation from mitochondria
and extends the life span of C. elegans.

Materials and Methods
1, Materials
C. elegans, wild-type and a fer-15 (hcl5) mutant
strain were obtained from the Caenorhabditis Ge-
netics Center, University of Minnesota. Animals
were cultured on mnematode growth medium
(NGM) agar plates seeded with the Escherichia
coli (E. coli) strain OP50 at 20°C as previously
described (Brenner, 1974). Embryos (eggs) were
collected from young adult hermaphrodite on
NGM agar plates using alkaline sodium hypochlo-
rite (Emmons ez al., 1979). The released eggs were
allowed to hatch by overnight incubation at 20°C
in § basal buffer [100 mM NaCl, 50 mM potas-
sium phosphate (pH 6.0)] (Sulston and Brenner,
1974).

Kampo medicines: daisaikoto, shosaikoto,

saikokeishito, orengedokuto, tokishakuyakusan,
keishibukuryogan,  shigyakusan,  hochuekkito,
rikkunshito, shichimotsukokato, chotosan,

Juzentaihoto, seihaito, daikenchuto, goshajinkigan,
saireito.

Crude drugs: Paeoniae Radix, Cinnamomi
Cortex, Moutan Cortex, Glycyrrhizae Radix,
Ginseng Radix, Zingiberis Rhizoma, Bupleuri
Radix, Scutellariae Radix, Rhei Rhizoma,
Ephedrae Herba.

These Kampo medicines and crude drugs
were kindly provided by the Tsumura Company.

2. Measurement of life span

NGM agar medium plates seeded with the E. coli
strain OP50 as already described (Honda et al.,
1993; Adachi et al., 1998; Ishii et al., 1998) were
used for both growth and determination of the life
spans of wild-type and fer-15 mutant hermaphro-

dites. 5-fluoro-2’-deoxyuridine (FudR) has been
used after maturation in order to prevent the prog-
eny production of wild type on NGM agar plate
(Mitchell et ar., 1979). S medium (Sulston and
Brenner, 1974) containing Bacto-peptone of vari-
ous concentrations (a standard concentration was
2.5 g Bacto-peptone in 1,000 ml of the medium:
x1) seeded with the E. coli strain OP50 was used to
determine the life spans of the fer-I5 mutant in
liquid medium. E. coli strain OP50 was cultured in
500 ml of LB medium [10 g Bacto-tryptone, 5 g
yeast extract, 10 g NaCl, pH 7.0] at 37°C over
night. After centrifugation at 3,000 rpm for 15 min,
the pellet was suspended in 500 ml of the S me-
dium. About 2,000 newly hatched larvae (L1-stage
larvae) were added in 10 ml of the S medium into a
50 ml conical flask and incubated at 25°C for 100
rpm in a shaker (ISF-1-W, Kiihner SHAKER,
Switzerland). It was possible that some test sam- -
ples inhibited E. coli growth, thereby affecting C.
elegans life spans. In order to avoid this, a final
concentration of 200 ug/ml of ampicillin was
added in the S medium after animals reached to
adulthood (4 days after the L1 stage-larvae were
added in the S medium) in order to inhibit the E.
coli proliferation. To measure life span, the
numbers of living and dead animals in 300 ul of
the medium in each flask were counted every few

days.

3. Measurement of body size

Body length and width of animals from L1 stage to
adult stage were measured daily during the six
days after hatching.

4. Isolation of mitochondria

LA4-stage wild-type animals were employed for
mitochondrial isolation. A flotation method was
used to remove debris and dead animals from liv-
ing animals (Lewis et al, 1995). In brief, NGM
agar plates were washed and the contents were
suspended in ice-cold S basal buffer and mixed
with an equal volume of ice-cold 60% sucrose.
After centrifugation for 15 second at 3,000 rpm,
the floating animals were transferred to a fresh
tube. They were washed three times with S basal
buffer and once with isolation buffer (210 mM
mannitol, 70 mM sucrose, 0.] mM EDTA and 5
mM Tris-HCl, pH 7.4). The animals were ho-
mogenized in isolation buffer using a teflon ho-
mogenizer. The debris was removed by a differen-
tial centrifugation at 600 x g. The supernatant was
then centrifuged at 7,200 x g and the mitochon-



Yamaguchi T et al., A low cost and quick assay system using Caenorhabditis elegans, AATEX 13(1),1-10,2008

dria-containing pellet was suspended in TE buffer
[50 mM Tris-HC! (pH 7.4), 0.1 mM EDTA].
Sub-mitochondrial particles (SMP) were employed
in these experiments because they are known to be
depleted in the mitochondrial superoxide dismu-
tase that transforms superoxide anion to hydrogen
peroxide. SMP were obtained by sonicating
freeze-thawed mitochondria twice for 20 s sepa-
rated by 1 min intervals in a model U200S sonica-
tor {(IKA Labortechnik). SMP were washed twice
at isolation buffer and suspend in TE buffer.

5. Measurement of superoxide anion (0y)

Oy production was measured using the chemilu-
minescent probe MPEC
(2-methyl-6-p-methoxyphenylethynyl-imidazopyra
zinone) (ATTO Co., Tokyo, Japan)(Shimomura et

al., 1998; Yasuda et al., 2006). MPEC has an ad-
vantage of low background relative to MCLA
(3,7-dihydro-2-methyl-6- (4-methoxyphenol) imi-
dazol [1,2-a]pyrazin-3-one) that is generally used.
5 ug of SMP was added to 1 ml of assay buffer (50
mM HEPES-NaOH, pH 7.4, 2 mM EDTA) con-
taining 0.7 uM MPEC. 5 pg/ml of Rhei Rhizoma
was added in the SMP solution, which was placed
into a photon counter with an AB-2200 type Lu-
minescencer-PSN (ATTO Co., Tokyo, Japan) and
measured at 37°C. The rates of O, were expressed
as counts per second.

6. Statistical analysis
Statistical analysis was carried out by Student’s ¢
test and Tukey’s multiple-range test.
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Fig. 2. Life spans of wild type N2 (closed circles) and a fer-15
mutant (open circles) grown on NGM agar plates. 100 animals
were measured for each strain at 25°C.
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Fig. 3. Life spans of a fer-15 mutant grown on NGM agar plate and in S medium containing various concentrations of
Bacto-peptone with (A) and without ampicillin (B). Open circles: on NGM agar plates; open triangles: with a standard concen-
tration of Bacto-peptone in liquid medium; ashen triangle: two-fold Bacto-peptone; closed triangles, four-fold Bacto-peptone.
100 animals were measured from the NGM agar plates. See also Table 1.
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Results and Discussion

1. Development of the system

To develop a low cost and quick assay system us-
ing the free-living nematode, Caenorhabditis
elegans (C. elegans) for identifying Kampo medi-
cines and crude drugs with macrobiotic activity, a
suitable assay was designed and tested. The life
span of a fer-15 mutant was slightly shorter than
the wild type N2 on NGM agar plate (Fig. 2). The
life spans decreased depending on the concentra-
tion of Bacto-peptone in the S medium (Fig. 3A;
Table 1). The presence of ampicillin contributed to
extend life span (Fig. 3B; Table 1), suggesting that
caloric restriction to adult animals resulted in the
extension of life span. Concentrations of
Bacto-peptone in the S medium contributed mark-

2.0

=
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bac%]cacg I

edly to body width but slightly to body length (Fig.
4A and 4B; Table 2A and 2B), suggested that the
diet from E. coli affected to life span and body size.
A four-fold concentration of Bacto-peptone in S
medium gave the same body size of C. elegans
adults as those grown on NGM agar plats (Fig. 4A
and 4B; Table 2A and 2B.). In even
Bacto-peptone of the standard concentration in S
medium, animals appeared to be healthy.

In recent years, anti-aging studies for our
health and longevity have been the subject of in-
tense interest and experimentation. Physiologically
functional nutrition as well as basic nutrition are
especially studied. Our system has the potential to
assist in identifying undiscovered natural endow-
ments or chemicals with macrobiotic activities.

We provide an example of this below.
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Fig. 4. Mean body length (A) and width (B) at different days of development. Open circles: on NGM agar plate; open trian-
gles: with a standard concentration of Bacto-peptone in S medium; ashen triangles: two-fold Bacto-peptone; closed trian-

gles, four-fold Bacto-peptone.

three separate experiments. 25 animals were measured at each point in each experiment. See also Table 2.

Table 1. Life spans (mean and maximum life spans + standard deviation) of the fer-/5 mutant grown
on NGM agar plates and in S medium containing various concentrations of Bacto-peptone with and
without ampicillin. Each value indicates the mean of three separate experiments.

Concentrations of Life span (days)
Bacto-Peptone Ampicillin
in S medium Mean life span Maximum life span

x1 + 30.5+2.02 40.3 £4.04
x1 - 24.1+2.77 32.7+5.14
x2 + 269 +1.62 36.7+5.03
x2 - 21.7+2.48 29.7+4.04
x4 + 21.1£1.93 27.7+£2.52
x4 - 174+ 1.62 22.7+£2.52

On NGM medium - 12.5+0.31 16.3 +£0.58

Each symbol with error bars indicates the mean values with the standard deviations from
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2. The longevity effects of Kampo medicines and
crude drugs

As a preliminary study, the life spans of the 16
Kampo medicines and 10 crude drugs were exam-
ined in S medium containing Bacto-peptone of a
standard concentration and ampicillin. In these
medicines and drugs, 8 different Kampo medicines
(daisaikoto, syosaikoto, saikokeishito, tokisha-
kuyakusan, keishibukuryogan,  shigyakusan,
shichimotsukokato and daikenchuto) and 3 crude
drugs (Moutan Cortex, Ginseng Radix and Bu-
pleuri Radix) had no effect on C. elegans life span
in the S medium even at high concentrations (Fig.

5A, Table 3A and 3B). Figure 5A showed the result
of saikokeishito as an example of this. On the other
hand, 6 Kampo medicines (orengedokuto, ho-
chuekldto, rikkunshito, juzentaihoto, seihaito, and

saireito) and 6 crude drugs (Paeoniae Radix, Cin-
namomi Cortex, Glycyrrhizae Radix, Zingiberis
Rhizoma, Scutellariae Radix and Ephedrae Herba)
shortened the life span (Fig. 5B, Table 3A and 3B).
Figure 5B showed the result using saireito. The
crude drugs possessed a greater likelihood of de-
creasing life span. While the reason for the life
shorting effect is still unknown, these drugs may
have cytotoxicity through a variety of mechanisms,
including anti-bacterial, anti-viral, detoxication or

Table 2. Growth rates of body length (A) and body width (B) of the fer-15 mutant on NGM agar plates or in S medium
containing a standard concentration of Bacto-peptone. Each value indicates the mean of three separate experiments. Ap-
proximately 25 animals were used in each experiment. Statistic comparisons of body length and width values between on

NGN agar plate and in S medium were determined.

A. Body length (mm)

>

Survival (%)

Concentrations of Days
Bacto-Peptone
in S medium 1 2 3 4 5 6
x1 0.23+£0.01 0.50 = 0.01 1.01 £0.07 1.25 +0.06 1.31+£0.03 1.33 +£0.06
x2 0.23 £0.01 0.57£0.02 1.11 £ 0.05 1.37+£0.04 1.46 £0.02 1.49 £ 0.06
x4 0.23 +£0.01 0.57 £ 0.02 1.14 £ 0.05 1.52 +£0.09 1.59 £0.06 1.63 +0.09
On NGM medium | 0.24 +0.02 0.59 £0.03 1.22+ 147 1.47 £0.16 1.59+£0.12 1.64 £0.15
B. Body width (um)
 Concentrations of Davs
Bacto-Peptone 24
in S medium 1 2 3 4 5 6
x1 17+ 1 232 426 55+2 59+4 612
x2 17+1 24+2 48+3 64 %3 691 765
x4 17x1 262 51+£3 756 814 83+2
On NGM medium 19+2 32+2 6712 81+2 89+2 891
saikokeishito B saireito C Rhei Rhizoma
100 100 100
80 ~ 80 ~ 80
N X
60 E 60 - 60
> 2
40 z 40 £ 40
a n
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Fig 5. Life spans of a fer-15 mutant in various kinds and concentrations of some Kampo medicines and crude drugs in S
medium containing a standard concentration of Bacto-peptone. Open circles: control; Closed circles: 500 pg/ml; closed

triangles: 100 pg/ml; closed squares 50 pg/ml.
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Table 3. Effects of Kampo medicines (A) and crude dru
dium containing a standard concentration of Bacto-
compared to control: -: shorter; +: same ; +: lon
were determined by Tukey’s multiple-range test.

A. Life spans in Kampo medicines

gs (B) on mean and maximum life spans of the fer-15 mutant in S me-
peptone. Effect showed effect on life span in each concentration of samples
ger. Statistic comparisons of mean life-span values between control and sample

Me- Maxi Me- Maxi
dian mum dian mum
) Conc ey ey P Conc. ey P ¥4
Name (sg/ml) Is.;f; Is_sf; value Effect Name (ig/ml) I;)f; Is,l:x)t;il value Effect
(days) _ (days) (days) _ (days)
0 311 39 0 352 46
+ .
daisaikoto 500 31.6 42 <0.1 + rikkunshito 500 30.1 39 <0.001
100 30.1 46 <0.001 -
50 334 46 <0.005 -
0 311 39 0 36.1 46
. 500 323 44 <0.1 + . 500 36.5 49 <0.1 +
syosaikoto shichimotsukokato 100 151 45 <0l +
50 353 45 <0.1 +
0 352 46 0 36.1 46
cikokeishito 500 35.8 46 <0.1 + hot 500 380 49 <0.005 +
sattorers 100 362 48 <01  * chotosan 100 358 49 <01 =+
50 35.1 48 <0.1 + 50 359 49 <0.1 +*
0 352 46 0 37.1 46
engedolut 500 30.5 40 <0.001 - wzentaihon 500 359 45 <0.1
orengedoiato 100 331 46 <0.001 Juzeniainoro 100 346 46 <005 -
50 339 46 <0.05 - 50 34.6 ‘45 <0.02 -
0 313 39 0 36.1 46
R 500 304 39 <0.1 + . 500 300 42 <0.001 -
tokishakuyakusan seihaito 100 145 45 <0.02 i
50 34.6 45 <0.05
0 313 39 0 36.1 46
. 500 31.8 42 <0.1 * X 500 354 46 <0.1 +
keishibukuryogan daikenchuto 100 16.1 45 <01 +
50 349 45 <0.1 *
0 313 39 0 319 42
500 32.8 43 <0.1 * 500 30.7 37 <0.005 -
. haiinki
shigyakusan goshajinkigan 100 341 46 <0.002 .
50 32.1 39 <0.1 +
0 352 46 0 319 42
hochuekkito 500 31.7 43 <0.001 - aireir 500 238 35 <0.001 -
100 342 46 <01 % Sairetto 100 288 35  <0.001
50 34.1 46 <0.1 + 50 303 42 <0.01 -

defervescence. Of the 26 medicines, high concen-
trations of chotosan, which is employed to treat
headaches, and Rhei Rhizoma, which has stomach
and laxative properties, expanded the life span of C.
elegans (Fig. 5C, Table 3A and 3B).

The gosha-

Jjinkigan, which is employed to achieve reversal of
weak physical condition in elderly people, ex-
tended the life span at a concentration of 100
ug/ml, but reduced it at 500 pg/ml. Figure S5C
shows the results using Rhei Rhizoma. Rhei
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Table 3 B. Life spans in crude drugs

Me- Maxi Me- Maxi
dian mum dian mum
Conc. P p Conc. y . p
Name Life- Life- P Effect Name Life- Life- Effect
(g/ml) span span value (g/ml) span span value
(days) __ (days) (days) _ (days)
0 329 39 0 384 49
500 29.7 35 <0.001 - 500 29.7 45  <0.001 -
Paconi . L
aeoniae Radix 100 319 37 <01 + Zingiberis Rhizoma 100 343 49 <0.001 i
50 30.1 42 <001 - 50 37.6 51 <01 +
0 319 39 0 384 49
500 219 44 <0.001 - 500 269 42 <0001 +
Ci ) o
tnamomi Cortex o0 281 37 <0001 - Bupleuri Radix 100 361 51 <0001 =+
50 27.2 39 <0.001 - 50 35.5 51 <0001 =
0 352 47 0 38.4 49
500 28.4 39 <0001 + 500 223 30 <0.001 -
Mout 1 j
outan Cortex 100 i i i Scutellariae Radix 100 213 30 <0.001
50 327 47 <0001 50 30.1 45 <0.001 -
0 352 47 0 348 42
500 - - - - 500 29.6 35 <0.001 -
lycyrrhizae Radi
Cleyrrhizae Radix 100 345 47 <ou - Ephedrae Herba 100 353 44 <01 +
50 350 42 <01 - 50 343 4 <01 +
0 377 49
. . 500 384 45 <01 +
Ginseng Radix 100 384 51 <0l +
50 38.2 49 <01 +
] 31.2 39
Lo 500 332 45 <002 +
Rhei Rhizoma 100 354 43 <0001 +
50 34.1 43 <0.001 +
0 377 49
Lo 500 40.6 51 <0001 +
Rhei Rhizoma 100 410 53 <0001 +
50 412 53 <0001 +

Rhizoma in a four-fold concentration of Bacto-
peptone in S medium as well as a standard concen-
tration of Bacto-pepton also expanded the life span
of C. elegans (data not shown). This suggests that
the effect on life span is not dependent on concen-
tration of Bacto-peptone.

3. Rhei Rhizoma is an antioxidant

Recently, much attention has been focused on the
hypothesis that oxidative damage plays a role in
cellular and organismal aging. It is known that
some anti-oxidants expand life span of C. elegans
(Melov et al, 2000; Ishii et al, 2004). We examined

the suppressive effects of mitochondrial O, by
Rhei Rhizoma, one of the life-span enhancing
medicines, to determine if the life-span extension
was due to its antioxidant properties. In fact,
Rhei Rhizoma decreased O, levels, suggested that
this crude drug has anti-oxidant ability (Fig. 6). We
hope to isolate a single component with longevity
effect from Rhei Rhizoma extracts using the
life-span testing system described above. As
C. elegans holds the distinction of being the first
metazoan to have its genome completely se-
quenced and all of genes are identified (The
C. elegans Sequencing Consortium, 1988), exam-
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ining gene expression using DNA microarrays will
allow us to elucidate the life-span promoting
mechanism of Rhei Rhizoma at the molecular
level.
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Fig. 6. Superoxide anion production. Each column
with error bars indicates the mean value with the stan-
dard deviation from three separate experiments.
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Muscle-specific kinase (MuSK) is critical for the synaptic clustering of nicotinic acetylcholine receptors
(AChRs) and plays multiple roles in the organization and maintenance of neuromuscular junctions (NMJs).
MuSK is activated by agrin, which is released from motoneurons, and induces AChR clustering at the post-
synaptic membrane. Although autoantibodies against the ectodomain of MuSK have been found in a propor-
tion of patients with generalized myasthenia gravis (MG), it is unclear whether MuSK autoantibodies are the
causative agent of generalized MG. In the present study, rabbits immunized with MuSK ectodomain protein
manifested MG-like muscle weakness with a reduction of AChR clustering at the NMJs. The autoantibodies
activated MuSK and blocked AChR clustering induced by agrin or by mediators that do not activate MuSK.
Thus MuSK autoantibodies rigorously inhibit AChR clustering mediated by multiple pathways, an outcome

that broadens our general comprehension of the pathogenesis of MG.

introduction
Myasthenia gravis (MG) is an antibody-mediated autoimmune
disease in which the nicotinic acetylcholine receptor (AChR) at
neuromuscular junctions (NMJs) is the major autoantigen (1).
AChR-specific antibodies are detected in 90% of nonimmunosup-
pressed patients with generalized MG. However, Hoch et al. found
antibodies to a novel antigen, muscle-specific kinase (MuSK), in
approximately 66% of patients with generalized MG that were
lacking detecrable AChR autoantibodies (seronegative MG) (2).
Subsequent studies have reported MuSK antibody frequencies of
4-47.4% in MG patients seronegative for AChR antibodies (3-9).
MG patients with MuSK antibodies tend to develop severe facial
weakness and bulbar symptoms, including dysphagia, dysarthria,
and respiratory cirsis with some atrophy of facial muscles, that are
often difficult to treat effectively with immunosuppressive thera-
pies (3, 7). The pathogenic mechanisms of MG caused by AChR
antibodies are well delineated, but pathogenicity has not been
demonstrated for MuSK antibodies (10). Furthermore, no reports
have described the induction of MG by immunization of animals
with purified MuSK protein. The present study was undertaken
to explore this issue. Here we describe the development of myas-
thenia and reduction of AChR density in rabbits immunized with
the ectodomain of MuSK. The molecular pathogenesis of MG was
further investigated using an in vitro assay of AChR clustering on
myotubes that was mediated by MuSK antibodies.

MuSK is an AChR-associated transmembrane protein. During
development of skeletal muscle, MuSK is initially required for

Nonstandard abbreviations used: BTX, a-bungaroroxin; GalNAc, N-acerylgatac-
tosamine; MG, myasthenia gravis; MuSK, muscle-specific kinase; MuSK-AP, chimeric
protein of the MuSK ectodomain and human placental alkaline phospharase;
MuSK-Fc, chimeric protein of the MuSK ectodomain and the Fc region of human
1gG1; NM]J, neuromuscular junction; VVA-B4, Vida villosa agglutinin.
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organizing a primary synaptic scaffold to establish the postsynap-
tic membrane (11, 12). Prior to muscle innervation, AChR clusters
form at the central regions of muscle fibers, creating an endplate
zone that is somewhat broader than that in innervated muscle (13,
14). MuSK and rapsyn, which is a 43-kDa, membrane-associated
cytoplasmic protein, must be expressed before the endplate zone
forms (11, 15-17). Subsequent contact of the motor-neuron growth
cone with the muscle extinguishes extrasynaptic AChR clusters,
resulting in a narrow, distinct endplate zone in the midmuscle thar
is marked by a high density of AChR clustering (13, 14). In this step,
agrin released from motoneurons activates MuSK and redistributes
AChR clusters to synaptic sites (13, 14, 17-20). Therefore the for-
mation of NMJs either in the absence or presence of agrin requires
the expression of MuSK at the endplate membrane.

The extracellular segment of MuSK comprises 5 distinct
domains, i.e., 4 immunoglobulin-like domains and 1 cysteine-
rich region (21-25). All 5 domains are conserved in Torpedo spp,
mice, humans, rats, Xenopus, and chickens. MuSK exerts its mul-
tiple effects through interaction of the extracellular domains
with other molecules. Transfection of MuSK~- myotubes with a
series of mutant MuSK constructs demonstrated that the amino-
terminal immunoglobulin-like domain is required for activation
by agrin (26). The extracellular domains of MuSK interact with
rapsyn-AChR complexes (27, 28). Although the synaptic mem-
brane in adult muscle appears to be macroscopically stable, in vivo
studies have shown that synaptic AChRs intermingle completely
over a period of approximately 4 days, and that many extrasynap-
tic AChRs are incorporated into the synapse at the marure NMJs
(29, 30). In addition, RNA interference targeting MuSK in adult
mammalian muscle in vivo induced the disassembly of postsyn-
aptic AChR clusters, with effects ranging from fragmentation to
disappearance (31). Hence the mechanisms of NMJ formation by
MuSK are also likely to be important for the maintenance of AChR
clusters at the NMJs.
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In cultured myotubes, AChR clustering is induced by laminin-1
and the N-acetylgalactosamine-specific (GalNAc-specific) lectin
Vicia villosa agglutinin (VVA-B4) without activation of MuSK
(32-36). Neither the receptor nor the activation mechanisms of
AChR clustering induced by agrin-independent inducers has been
identified with certainty. Even so, these mechanisms may also play
important roles in the maintenance of NMJs via agrin-indepen-
dent pathways and in their formation, as shown by genetic stud-
ies (13, 14). The data we present herein demonstrate that MuSK
autoantibodies inhibit AChR clustering by agrin itself and also by
all known agrin-independent pathways.

Resulits

Immunization with purified MuSK protein causes flaccid weakness in
rabbits. Rabbit antibodies were raised against a purified chimeric
protein composed of the MuSK ectodomain and the Fc region of
human IgG1 (MuSK-Fc). All of 4 recipient rabbits manifested flac-
cid weakness after 3 or 4 repeated injections with MuSK-Fc. Three
of these rabbits developed flaccid weakness within 3 weeks after
the last injection of MuSK protein, and the fourth rabbit mani-
fested flaccid weakness 9 weeks after the third injection. Two rab-
bits that manifested flaccid weakness (M1 and M2 paretic rabbits)
are shown in Figure 1A and Supplemental Movies 1 and 2 (sup-
plemental material available online with this article; doi:10.1172/
JCI121545DS1). Two of 4 paretic rabbits developed severe exhaus-
tion (Figure 1A and Supplemental Movie 2; M2 paretic rabbit).
Histological studies of the muscle tissues in the paretic rabbits
revealed that the angular atrophic muscle fibers in the M2 paret-
ic rabbit were intermingled with normal fibers, whereas the M1
rabbit had only subtle changes in the muscles (Figure 1B). No
muscle regeneration was observed in M1 and M2 paretic rabbits
(Figure 1B). The histological changes of the atrophic muscle fibers
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Figure 1

Rabbits manifest MG-like paresis after immunization with MuSK pro-
tein. (A) Two rabbits, representative of the 4 animals that showed
myasthenia, manifested myasthenic weakness after immunization
with the recombinant MuSK protein. After 3 injections of MuSK pro-
tein, M1 and M2 rabbits manifested flaccid weakness within 3 and
9 weeks, respectively. The M2 rabbit developed severe exhaustion
with muscle weakness. (B) Cross sections from the soleus muscles
of 2 paretic (M1 and M2) and 1 normal rabbit were stained with H&E.
Muscle fibers in the M1 paretic rabbit showed only subtle changes in
shape and smallness, whereas an atrophy of muscle fibers in the M2
paretic rabbit was observed as small angular fibers (arrows). Scale
bar: 50 um. (C) Electromyograms recorded from the M1 paretic rabbit.
The retroauricular branch of the facial nerve was continuously stimu-
lated by a constant-current stimulator, which delivered square-wave
pulses of 0.1 ms at 20 Hz, and the compound muscle action potential
(the second peak observed on the oscilloscope screen was recorded
at the indicated time points during stimulation) showed a decrementat
pattern, consistent with MG.

observed in the M2 paretic rabbit can result from MG, reduced
mechanical activity of muscles, or cachexia (37).

These results suggest that the muscle weakness was caused by a
disturbance of neuromuscular transmission due to the inhibition
of MuSK functions in mature NMJs. This possibility was investi-
gated first by an electromyographic study (38). Repetitive nerve
stimulation (RNS) at a rate of 20/s in a paretic animal elicited
a decremental response in compound muscle action potential
(CMAP), characteristic of MG (Figure 1C). However, the CMAP
in a normal rabbit did not change significantly during RNS at
the same rate (data not shown). This result is consistent with the
M1 rabbit having a disorder of the postsynaptic membrane as the
cause of its weakness following immunization with a fragment
of MuSK protein.

Reduction of AChR clustering at NMJs in paretic rabbits. Our sec-
ond objective was to examine the NMJs of soleus muscles in 2
paretic (M1 and M2) and 3 normal rabbits (N1, N2, and N3) by
fluorescence microscopy after applying a rhodamine-conjugated
AChR antagonist, o-bungarotoxin (BTX). For semiquantitative
measurement of the size and density of AChR clustering at NMJs,
we determined an appropriate concentration of rhodamine-con-
jugated BTX by using serial dilutions of this reagent for applica-
tion to frozen sections of soleus muscles (Figure 2A). A digital
camera recorded images of the AChR clustering. Ten AChR clus-
ters of NM]Js were randomly chosen from the left and 10 from the
right soleus muscles, after which the sizes and ODs were mea-
sured using NIH Image analysis software with the unprocessed
digitized images (Supplemental Figure 1). In agreement with the
electromyographic studies described above, the area and intensity
of AChR fluorescence at the NMJs in both M1 and M2 paretic
rabbits were significantly reduced compared with normal rabbits
(area: M1, 67.9 £ 58.2 um?;, M2, 75.0  55.9 um?; compared with
N1,303.9 + 125.9 um?; N2, 387.7 + 163.0 um?; N3, 395.4 + 150.0
um?; density: M1, 6219 + 4659 OD; M2, 6889 + 4259 OD; com-
pared with N1, 17,770 + 7,693 OD; N2, 23,259 + 9,046 OD; N3,
23,870 £ 9,997 OD; Figure 2B).

Specific binding of antibodies to MuSK. As we found that muscle
weakness caused by a disorder in the postsynaptic membrane was
induced in rabbits via immunization with a purified MuSK pro-
tein, we next examined the ability of immune serum from paretic
rabbits to react specifically with MuSK. To test whether MuSK
1017
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Figure 2

Reduction of the size and density of AChR clusters
at the NMJs in paretic rabbits. (A) Cross sections
from the soleus muscles of 2 paretic (M1 and M2)
and 3 normal rabbits (N1, N2, and N3) were stained
with 10 nM rhodamine-conjugated BTX. Bright cres-
cents of bound BTX, indicative of endplate AChR,
were smaller and less intense in the paretic rabbits’
muscle fibers than in those of the normal rabbits.
Arrows indicate the small angular fibers in M2 soleus
muscles. L, left; R, right. Scale bar: 50 um. (B) Imag-
es of 10 AChR clusters at NMJs in the right and 10
in the left soleus muscles of the paretic and normal
rabbits were randomly recorded by a digital imaging
camera. Quantification of the area and intensity of
AChR clustering in the unprocessed images were
measured using NIH Image software. Bars indicate
mean + SD. "P < 0.01 versus normal rabbits.

the clustering of AChR on the surfaces of C2C12
myotubes in the absence of agrin. Therefore,
the effect of MuSK antibodies on the tyrosine
phosphorylation of MuSK was assessed here in
C2C12 cell cultures. After a 30-minute incuba-
tion with MuSK antibodies, MuSK protein was
immunoprecipitated from detergent extracts
of the cells by using an antiserum against its
intracellular domain. Tyrosine-phosphorylated
MuSK was detected in Western blots by using
phosphortyrosine-specific antibodies (Figure
4A). This antibody-induced autophosphoryla-
tion was completely inhibited by absorption
with an excess of MuSK-AP before the addition
of MuSK antibodies to the C2C12 myotube
cultures. Thus the MuSK antibodies specifi-
cally activated autophosphorylation by induc-
ing dimerization of the MuSK molecules in
the absence of agrin, as shown previously using
N-terminal-specific MuSK antibodies.
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antibodies could be used to detect MuSK in Western blots, a chi-
meric protein that combined the MuSK ectodomain with human
placental alkaline phosphatase (MuSK-AP) was transfected into
COS-7 cells. As expected, proteins representing the chimeric
products (~130 kDa) were secreted into the culture medium (Fig-
ure 3A). The immune serum did not react with any of the AChR
subunits precipitated from a lysare of C2C12 myotubes, as deter-
mined using biotinylated BTX and streptavidin-agarose. In con-
trast, the AChR B subunit was detected in the same precipitate
when using a monoclonal antibody (data not shown). In addition,
immunohistochemical analysis showed that MuSK antibodies
reacted with native MuSK molecules and colocalized with agrin-
induced AChR clusters on the surfaces of differentiated C2C12
myotubes (Figure 3B). Therefore a subset of MuSK antibodies
reacts specifically with MuSK molecules on the cell surface.
Activation of MuSK by autoantibodies against MuSK. Hopf and
Hoch (39) reported that rabbit polyclonal antibodies against the
MuSK N-terminal sequence induced the activation of MuSK and

1018 The Journal of Clinical Investigation
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N3 The downstream cascade of MuSK also leads to

tyrosine phosphorylation of the AChR B subunit

(19, 40, 41). Therefore we next sought to deter-
mine whether AChRSs are ryrosine phosphorylated in response to
MuSK activation by the MuSK antibodies. C2C12 myotubes were
exposed to biotinylated BTX to identify AChRs in phosphotyro-
sine immunoblots. After exposure of the myotubes to MuSK anti-
bodies for 30 minutes, tyrosine phosphorylation of the AChR f
subunit was detected at a level similar to that induced by agrin
(Figure 4B). AChR phosphorylation was inhibited when the anti-
bodies were absorbed with an excess of MuSK-AP prior to addi-
tion to cultured C2C12 myotubes, which demonstrates that the
MuSK antibodies specifically induce AChR B subunit phosphory-
lation in the downstream cascade of MuSK. Antibodies against the
intracellular domain of the MuSK protein did not phosphorylate
either MuSK or the AChR B subunit (data not shown).

Inbibition of spontaneous AChR clustering by antibodies against the
MuSK ectodomain. MuSK antibodies induced tyrosine phosphor-
ylation of both MuSK and the AChR B subunit, whereas AChR
clustering at the NM]Js of paretic rabbits was reduced. Therefore,
we next tested the ability of MuSK antibodies to stimulate AChR
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clustering in the absence of agrin following MuSK autophos-
phorylation. Overnight incubation of C2C12 myotubes with
MuSK antibodies in the absence of soluble agrin and labeling of
AChR with rhodamine-conjugated BTX revealed that the MuSK
antibodies inhibited spontaneous AChR clustering; that is, only
a small number of AChR clusters formed in the myotubes in the
absence of additional stimulation (Figure S, A and B). However,
AChR clustering was not blocked by antibodies against the MuSK
intracellular domain (data not shown). Taken together, these
results suggest that MuSK antibodies do not induce AChR clus-
tering. Instead, they intetfere with spontaneous AChR clustering
by interacting with MuSK molecules in C2C12 myotubes, despite
the activation of MuSK autophosphorylation.

Inbibition of agrin-induced AChR clustering by MuSK antibodies.
Agrin induces clustering of AChR in C2C12 myotubes follow-
ing MuSK autophosphorylation (17, 19, 20). This cascade of
events is a major feature of AChR clustering at the NMJs after
innervation by motoneurons (17, 36, 42, 43). In a previous
study, Hoch et al. observed that the MuSK antibodies of MG
patients inhibited agrin-induced AChR clustering (2), whereas
we found that MuSK antibodies from paretic rabbits activated
MusSK. It was therefore of interest to determine whether MuSK
antibodies could interfere with agrin-induced AChR clustering
in C2C12 cells as they did in spontaneous clustering. Indeed,
agrin-induced clustering of AChR was strongly blocked in the
presence of MuSK antibodies, whereas absorption of the anti-
bodies with soluble MuSK-AP fusion products prevented this
blocking effect (Figure 6, A and B). This result clearly demon-
strates that the MuSK antibodies are responsible for inhibiting
the formation of agrin-induced AChR clusteting, in contrast to
the N-terminal-specific MuSK antibodies, which induce AChR
cluster formation in C2C2 myotubes (39).

Inhibition of agrin-independent AChR clustering by antibody against
the MuSK ectodomain. Since MuSK is necessary for the signaling
and effector mechanisms of agrin-independent AChR clustering
at the NMJs in vivo (13, 14), we examined the ability of MuSK
antibodies to inhibit AChR clustering induced by agrin-inde-
pendent stimuli such as laminin-1 and VVA-B4. Incubation of
laminin-1 with MuSK antibodies strongly blocked AChR cluster-
ing as well as spontaneous and agrin-induced AChR clustering
(Figure 6, A and B) on C2C12 cells. After absorption of the anti-
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Figure 3

MuSK autoantibodies specifically bind MuSK. (A) Detection of secreted
MuSK-AP from COS-7 cells by Western blot analysis with MuSK auto-
antibodies. The culture supernatants from COS-7 cells transfected with
MuSK-AP (lane 1) or vector alone (lane 2) were immunoblotted with
the MuSK antibodies, and the same immmunoblots were reprobed with
an anti-alkaline phosphatase (anti-AP) antibody. (B) Specific binding
of MuSK autoantibodies to MuSK in C2C12 myotubes. Myotubes were
treated with agrin (1 nM for 18 h) and double labeled, first with rhoda-
mine-conjugated BTX (left), and then with MuSK antibodies followed
by fluorescein-conjugated secondary antibodies {middle). AChRs and
MuSK colocalized, as shown by the overiay of red and green fluores-
cence (right). Green blotches are artifact. Scale bar: 20 um.

bodies with soluble MuSK-AP fusion products, AChR clustering
in response to laminin-1 was restored (Figure 6, A and B). Thus
the blocking effect was caused by these antibodies specific for the
MuSK ectodomain, as was observed for agrin-induced clustering.
In addition, treatment of C2C12 cells with VVA-B4 and MuSK
antibodies totally blocked AChR clustering, whereas absorption
of the antibodies with soluble MuSK-AP protein prevented this
blocking effect (Figure 6, A and B). Therefore blocking by the
antibodies was also specific for the MuSK ectodomain. These
results indicate that the interaction of MuSK antibodies with
MuSK molecules in myotubes leads to a reduction of AChR clus-
tering via an agrin-independent pathway.

Blocking of newraminidase-stimulated AChR clustering by MuSK antibod-
ies. Treatment of C2C12 cells with neuraminidase increases both
the intensity 6f VVA-B4 staining and the number of AChR clusters
compared with spontaneous clustering (34, 43). Since AChR clus-
tering caused by neuraminidase treatment may involve the same
signaling mechanism as that induced by VVA-B4, the ability of
MuSK antibodies to inhibit this response was examined. We con-

A Anti-MuSK

P B agin 5+ Contral
MuSK PY-blot WD e=e

MuSK e N

~ +

MuSK-AP
Anti-MuSK
B P B Control Agrin  + +

-— -

Biotinylated PY-biot

BTX AChRB === 'wiiee e =
- +
MuSK-AP

Figure 4

MuSK antibodies specifically activate MuSK and the downstream cas-
cade. Specific phosphorylation of MuSK and AChR p subunit (AChRB)
by MuSK antibodies. C2C12 myotubes were treated with agrin or
MuSK antibodies for 30 minutes and then immunoprecipitated with {A)
MuSK antibodies or (B) biotinylated BTX using streptavidin-Sepha-
rose. Immunoblots of immunoprecipitates were probed with antibod-
ies to MuSK (A), AChRp (B), or phosphotyrosine (PY, A and B). Both
MuSK and AChRf were phosphorylated after the treatment of agrin or
MuSK antibodies. Phosphorylation of MuSK and AChRp was inhibited
by the absorption of MuSK antibodies with MuSK-AP protein.
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firmed thar neuraminidase treatment stimulated AChR clustering
in C2C12 myotubes. That is, overnight incubation of C2C12 cells
with 0.1 U/ml neuraminidase resulted in a 3-fold increase in the
number of AChR clusters per field (Figure 7, A and B). When the
C2C12 cells were incubated with MuSK antibodies and neuramini-
dase for 16 hours, AChR clustering was blocked efficiently, as was
the clustering induced by VVA-B4. Again, absorption with MuSK-
AP prevented blocking (Figure 7, A and B), which demonstrates
that the inhibition of AChR clustering is caused by a direct effect
of the MuSK antibodies. In summary, MuSK antibod-
ies from paretic rabbits inhibit the AChR clustering
in myotubes induced by all known agrin-independent
stimuli as well as by agrin itself.

>

Discussion

MuSK autoantibodies are found in 4-70% of patients
with generalized MG who lack detectable AChR auto-
antibodies (seronegative MG) (2-9); therefore, we
investigated the pathogenicity of MuSK autoanti-
bodies, as reported here. Our results demonstrate that
immunization of rabbits with MuSK ectodomain pro-
tein caused myasthenic weakness and produced elec-
tromyographic findings that were compatible with
a diagnosis of MG and consistent with a significant
reduction of AChR clustering at NMJs. Additionally,
MuSK antibodies specifically inhibited in vicro AChR

Control

+ MuSK-AP  Anti-MuSK

Anti-MuSK

\i

«//

Figure 5

Inhibition of spontaneous AChR clustering by MuSK antibodies. (A)
ACHhR clusters on C2C12 myotubes were stained with rhodamine-con-
jugated BTX with or without MuSK antibodies. Scale bar: 20 um. (B)
Quantification of the inhibitory activity of the MuSK antibodies showed
that these antibodies provided significant inhibition of spontaneous
AChR clustering (*P < 0.01, ANOVA). Values represent mean = SEM
of 10-15 fields for each of the 2 experiments per treatment.

clustering responses to all known stimuli, including chose thar act
via agrin-independent pathways. Surprisingly, when applied to
C2C12 muscle cells, MuSK antibodies initiated the phosphoryla-
tion of MuSK receptors and the subsequent phosphorylation of
AChR in the absence of agrin, despite strongly inhibiting sponta-
neous AChR clustering. Furthermore, the MuSK antibodies inhib-
ired AChR clustering induced by agrin. The possibility that MuSK
antibodies contain a component that reacts with a receptor that
stimulates inhibitory signals for AChR clustering seems unlikely,

Agrin Laminin VVA-B4

B
Figure 6 T i
Inhibition of agrin-induced and agrin-independent AChR
clustering by MuSK antibodies. (A) C2C12 cells were b=l
treated with agrin, laminin-1, or VVA-B4. AChR clusters £ P
were stained with rhodamine-conjugated BTX. AChR 'g 50
clustering induced by agrin, laminin-1, and VVA-B4 was ®
inhibited in the presence of MuSK antibodies. This inhi- g
bition was blocked by absorption of the MuSK antibod- 3 40
ies with MuSK-AP before treatment of the cells. Scale o
bar: 20 um. (B) Quantification of the inhibitory activity S
of the MuSK antibodies confirmed that they significantly <
inhibited agrin-, laminin-1~, and VVA-B4—induced AChR
clustering. Preabsorption of the MuSK antibodies with * *
MuSK-AP significantly blocked inhibition. Values repre- o 1
sent mean + SEM of 10-15 fields for each of the 2 experi- Agrin + + + = = - - - -
ments per treatment. *P < 0.01 versus similar treatment mm ooo T PO
without MuSK antibodies; *P < 0.01 versus similar treat- AB-MUSK - + + - - - 4 -
ment without preabsorption; ANOVA. MUSK-AP - - + & - - -+ -
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since the ability of these antibodies to inhibit AChR clustering was
abolished by absorption with a purified chimeric recombinant
protein of MuSK. Hoch et al. have shown that plasma contain-
ing MuSK antibodies derived from patients with generalized MG
who lack detectable AChR autoantibodies causes modest AChR
clustering, whereas the same plasma inhibits agrin-induced AChR
clustering (2). Thus, it is conceivable that a subset of MuSK anti-
bodies expresses a strong inhibitory activity that blocks spontane-
ous AChR clustering, whereas other subsets of MuSK antibodies,
such as those directed against the N terminus of the ectodomain,
have a modest capacity to induce AChR clustering (39). An alterna-
tive possibility is that the longer incubation time with the MuSK
antibodies used in the study of Hoch et al. caused the reverse effect
by downregulating scaffold molecules required for AChR cluster-
ing. The effects on spontaneous clustering of MuSK antibodies
reported by Hoch et al. were observed after 5 hours of incubation,
whereas our analysis was carried out after a 16-hour incubation
with the antibodies (2).

Neither the receptor responsible for nor the activation mecha-
nism of AChR clustering induced on myotubes by laminin-1 is
known. However, the signaling mechanisms ofagrinand laminin-1
converge at a site downstream from MuSK (19, 35). Another agrin-
independent stimulus, VVA-B4, recognizes terminal B-linked
GalNAc residues and binds at the NMJ (33). Moreover, even in
the absence of rapsyn-AChR complexes, agrin induces MuSK-
based scaffolding, including the provision of binding sites for
VVA-B4 on myotubes (12). Thus VVA-B4 receptors acting in
concert with MuSK appear to play a key role in AChR clustering
(12, 44). However, MuSK is not a receptor for. VVA-B4, as dem-
onstrated by the absence of O-linked carbohydrates providing
O-linked GalNAc residues in MuSK molecules (45). Neuramini-
dase treatment also induces AChR clustering on myotubes by its
action on terminal B-linked GalNAc residues (34). By eliminat-
ing sialic acid from glycoconjugates in the membranes, neur-
aminidase increases the exposure of terminal B-linked GalNAc
residues that bind to the GalNAc-specific lectin VVA. We believe
our observation that MuSK-specific antibodies strongly inhibit-
ed AChR clustering induced by all agrin-independent pathways
as well as by agrin to be unprecedented.

The Journal of Clinical Investigation
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Figure 7

Inhibition of neuraminidase-induced AChR clustering by MuSK anti-
bodies. (A) C2C12 cells were treated with Clostridium perfringens
neuraminidase. AChR clusters were stained with rhodamine-conju-
gated BTX. AChR clustering induced by neuraminidase was inhibited
in the presence of the MuSK antiboedies. This inhibition was blocked by
absorption of the MuSK antibodies with MuSK-AP before treatment of
the cells. Scale bar. 20 um. (B) Quantification of the significant inhibi-
tion of neuraminidase-induced AChR clustering by MuSK antibodies.
Inhibition was significantly blocked by preabsorption of the MuSK anti-
bodies with 6.5 nM MuSK-AP. Values represent mean + SEM of 10-15
fields for each of the 2 experiments per treatment. *P < 0.01 versus
treatment without MuSK antibodies; **P < 0.01 versus treatment with-
out preabsorption; ANOVA.

Current knowledge offers several possible mechanisms for the
global inhibition of this signaling pathway. Prior to innervation,
MuSK is essential for organizing a primary synaptic scaffold and
initiating postsynaptic membrane maturation events (11, 12, 16).
These mechanisms may also be necessary for the maintenance of
AChR clusters at mature NMJs, where AChR clusters undergo rapid
remodeling (29, 30). Therefore, antibody to MuSK could directly
prevent scaffold formation, which may be requisite for AChR clus-
tering taking place in mature NMJs, as shown by RNA interfer-
ence experiments (31). For example, the interaction of MuSK and
rapsyn-AChR complexes is required for AChR clustering by agrin
(11, 46). A second possible mechanism governing the inhibition of
AChR clustering is an antibody-induced decrease of MuSK expres-
sion at the cell surface, which might also prevent scaffolding. In
addition, the antibody could act to internalize other associated
components required for agrin-dependent or agrin-independent
AChR clustering. Through either mechanism, a subset of MuSK
antibodies could interfere with AChR clustering even when stimu-
lated by a different subset of MuSK antibodies and subsequently
cause the extrajunctional spread of AChRs at mature NMJs.

Finally, the ability to block AChR clustering is not the sole
function of MuSK antibodies, since sera containing MuSK anti-
bodies obtained from patients with MG also inhibited agrin-
dependent and agrin-independent AChR clustering on myotubes
(our unpublished results). The experimental model developed
here (Figure 8) is based on the use of MuSK antibodies derived
from an animal whose autoimmune response impaired neuro-
muscular transmission. This model will facilitate further prog-
ress in resolving the pathogenic basis of MG at the molecular
level and identifying other aspects of pathogenicity available to
these autoantibodies in vivo.

Methods

Isolation of MuSK cDNA clones. Mouse MuSK ¢DNA clones were isolated
by constructing 2 mouse C2C12 myotube cDNA library in the A ZAPII
vector (Stratagene) (47). The library was screened with 2 human MuSK
cDNA probe amplified by reverse transcription PCR, together with a set of
primers and total RNA from human muscle (Stratagene). The following
primers were designed based on the sequence of the human MuSK cDNA:
1021
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transfected COS-7 cells in a Sephadex G-200
column (Amersham Biosdences). Peak frac-
tions thar contained agrin were identified
by Western blot analysis with anti-myc ant-
bodies (Invitrogen Corp.), then pooled and
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Figure 8

Models of MuSK antibody inhibition of AChR clustering on myotubes. (A) MuSK antibodies cover
the ectodomain of MuSK and inhibit interactions with other scaffolding molecules required for AChR
clustering, including myotube-associated component (MASC), rapsyn-associated transmembrane
linker (RATL), and receptors for VVA-B4 and laminin. MASC is a hypothetical molecule that is
required for agrin binding and the activation of MuSK. RATL, also a hypothetical molecule, mediates
the association of rapsyn with the extracellular domain of MuSK. (B) MuSK antibodies induce the
internalization of MuSK in the presence or absence of associated molecules. The lack of MuSK on
the surfaces of myotubes inhibits the effects of scaffolding and AChR clustering.

$'-GTTCTCCAGAAGGAACTTCGTCCTGC-3' and §'-CCGTGCAGCG-
CAGTAAATGCCATCATC-3' (25). Sequences were identified using the
ABI 310 DNA sequencer and BigDye Terminaror v1.1 Cycle Sequencing
Kit (Applied Biosystems). Sequence analysis was carried our using the GCG
package of the Human Genome Center, Institure of Medical Science of the
University of Tokyo.

Recombinant proteins. AMuSK-AP fusion protein was produced by ampli-
fying the MuSK cDNA from nucleotide 2 in the 5’ untranslated region
to nucleotide 1337 (GenBank/EMBL accession number AY360453) using
PCR, adding terminal BspEI sites, and inserring the construct into the
BspEl site of the APrag-2 vector (48). The fusion protein expression con-
struct, which consisted of the MuSK ectodomain and the Fe region of
human IgG1, was generated with the same straregy used for the alkaline
phospharase construct. The MuSK ¢cDNA from nucleotides 2 to 1337 was
amplified by PCR; an artificial splicing donor signal (GTGAGT) was added
at the 3’ terminus of the cDNA, and the construct was inserted between the
Sall and Spel sites of the vector pEF-Fc (gift from Y. Yoshihara, RIKEN Brain
Science Institute, Wako, Saitama, Japan). We generated expression vectors
carrying the secreted, soluble form of mouse neural agrin (C-Ag4,19;y = 4,
Z = 19), using PCR to amplify the 1.5-kb C-terminal half of an alterna-
tive isoform of mouse agrin cDNA, which contains 19 amino acids at the
z site, and using the first-strand cDNA of the mouse spinal cord (49). The
following primers were designed based on the sequence of mouse agrin:
5'-GGGGATCCTGGCCGCTTTGGCCCAACTTGTGCAGATG-3' and
5'-GCTCTAGAGAGAGTGGGGCAGGGTCTTAGCTC-3' (50).

Theamplified agrin cDNA, with added terminal BamHI and Xbal sites, was
inserted berween the BamHI and Xbal sites of the pSecTag vector {(Invitrogen
Corp.), which contains the ER signal sequence of the mouse Igk gene (47)
and a myc/his-tag sequence ar the 3' site. COS-7 cells were transfected by
using Fugene-6 reagent (Roche Molecular Biochemicals) according to the
manufacturer’s instructions. The secreted recombinant agrin (C-Ag4,19)
was concentrated with centrifugal filter devices (Millipore), and the secret-
ed recombinant MuSK-AP and MuSK-Fc proteins were purified by using
alkaline phosphatase monoclonal antibodies coupled to agarose (Sigma-
Aldrich) and protein A-Sepharose (Amersham Biosciences), respectively, by
standard methods (48). Agrin protein was purified from the supernarant of
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concentrated. The purity of the recombinant
proteins was determined by SDS-PAGE with
silver staining. The concentration of recom-
binant proteins was determined by using the
BCA Protein Assay kit (Pierce Biorechnology)
with BSA as the standard. The relative band
intensities for MuSK-AP, MuSK-Fc, agrin
MuSK (z=19), and known amounts of BSA were
compared on Coomassie-stained gels as an
independent measure.

Animal experiments and antibodies. The
Ehime University Animal Care and Use
Committee approved all of the procedures
used in the animal experiments. Antiserum
against the MuSK ectodomain (the MuSK
antibodies) was raised by repeatedly injecting
New Zealand White rabbits with 100-400 ug
of protein A-Sepharose-purified MuSK-Fc.
Three of the 4 injected rabbits manifested
fatigable muscle weakness after 3 rounds of immunization. One rabbit
developed the symptoms after the fourth round of immunization. Elec-
tromyograms were recorded from a paretic rabbit and a normal rabbi.
The retroauricular branch of the facial nerve was stimulated ar 20 Hz, and
records were taken from the retroauricular muscle using Synax 1100 (NEC).
Polyclonal antisera against the C terminus of the intracellular domain of
the MuSK prorein were obtained from rabbits injected with a synthetic
pepride (CSIHRILQRMCERAEGTVGYV). These rabbits remained healthy
even after immunization. The specificity of the antiserum was confirmed
by Western blot analysis using a lysate of COS-7 cells that were rransfected
with an expression construct of receptor-type MuSK cDNA. The IgG frac-
tion of the MuSK antiserum was purified by standard methods using pro-
tein A-Sepharose (Amersham Biosciences). The concentration of purified
IgG was determined with the BCA Protein Assay Kit (Pierce Biotechnology).
Normal and pareric rabbits were anesthetized with sodium pentobarbital
(Abbotr Laboratories; 60 mg/kg, i.p.) and perfused transcardially wich 100
ml of saline, followed by 800 ml of a fixative solution that contained 4%
paraformaldehyde in 0.1 M phosphate buffer (pH 7.4). After perfusion, the
middle portions of the soleus muscles were removed and immersed in the
same fixative at 4°C for 24 hours. Cross sections from the soleus muscles
of paretic and normal rabbits were stained with H&E for the histological
studies and stained with 10 nM rhodamine-conjugated BTX (Invitrogen
Corp.) for semi-quantitative measurement of the size and density of AChR
clustering at NMJs. AChR clustering was examined at x400 magnification
using a fluorescence microscope (Olympus), and representative images of
ACHR clusters in random fields were taken with a digital camera (DP70;
Olympus). With the unprocessed images, the area and OD of AChR cluster-
ing were measured using the Density Slice Command in NIH image analysis
software (version 1.62; hetp://rsb.info.nih.gov/nih-image).

Muscle cell culture. The C2C12 cell line was obrained from the American
Type Culture Collection and used for 3-5 passages. Cells were cultured in
6-well plates as myoblasts in DMEM that contained 10% FCS. When the
cells reached confluence, myotube formation was induced by replacing the
medium with DMEM that contained 2% horse serum. The cells were incu-
bated for 3-4 days, with fresh medium exchange every day, until full differ-
entiation into multinucleared myotubes was observed morphologically.
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AChR clustering assay and immunocytochemical staining. AChR clustering was
assayed by growing C2C12 myotubes in 6-well plates and then treating
them for 16 hours with 1 nM agrin (C-Ag4,19), 40 nM laminin-1 (Kouken),
25 pg/ml VVA-B4 (Sigma-Aldrich), or 0.1 U/ml Clostridisum perfringens neur-
aminidase (Sigma-Aldrich) with or without 10 ug/ml purified MuSK anti-
bodies. The optimal dose of each inducer or MuSK antibodies required
for maximal AChR clustering or inhibition, respectively, was determined.
Inhibition was blocked by absorption of MuSK antibodies with 6.5 nM
MuSK-AP before the cells were treated. The optimal dose of MuSK-AP
for neutralization of the MuSK antibodies in the inhibition of AChR
clustering assay was determined by serially diluting MuSK-AP protein
premixed with antibodies at room temperature, followed by treating the
C2C12 myorubes with the mixture. AChR clustering was visualized after
incubation with 40 nM rhodamine-conjugated BTX (Invitrogen Corp.) in
fusion medium for 1 hour at 37°C before fixation. The cells were fixed
in 4% paraformaldehyde for 10 minutes at room temperature. MuSK on
the myotubes was then stained using the MuSK antibodies. The myotubes
were incubated with the antibodies and rhodamine-conjugated BTX for
1 hour at 37°C, rinsed, and treated with fluorescein-conjugated goat anti-
mouse antibodies (BioSource International) for 1 hour at 37°C. The cells
were fixed in 4% paraformaldehyde for 10 minutes at room temperature
and then mounted using the SlowFade Antifade Kit (Invitrogen Corp.).
The myotubes were examined at x200 magnification using a fluorescence
microscope (Olympus), and photographs of representative images of AChR
clusters in random fields were taken using PRESTO NEOPAN400 (Fuji
Photo Film Co. Ltd.). The numbers of AChR clusters in the photographs
were then counted.

Precipitation assay and immunoblot analysis. Tyrosine phosphorylation of
MuSK and AChRs induced by agrin or the antibodies was analyzed by
treating C2C12 myotubes with either 1 nM agrin or 1 pg MuSK antibodies
(purified by protein A-Sepharose) for 30 minutes with or without 3 nM
MuSK-AP. As a control, cells were treated for 30 minutes with antibodies
against the C terminus of the intracellular domain of MuSK (purified by
protein A-Sepharose) at a concentration of 1 ug/ml. Cultured cells were
lysed and solubilized in a protease inhibitor cocktail (Complete EDTA-
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free; Roche Molecular Biochemicals) with 2 mM sodium orthovanadate.
The extracts were immunoprecipitated with antibodies to MuSK, and the
resulting precipitates were immunoblotted with a mixture of the anti-
phosphotyrosine antibodies 4G10 (Upstate USA Inc.) and PY20 (Chemicon
International). MuSK was detected by stripping the blots and then reprob-
ing them with the MuSK antibodies. Tyrosine-phosphorylated AChRs were
detected by trearing the cells with 120 nM biotinylated BTX (Invitrogen
Corp.) for 1 hour at 4°C. The cells were then washed with cold phosphate-
buffered saline, followed by lysis and precipitation with strepravidin-cou-
pled agarose beads (Sigma-Aldrich). Phosphotyrosine immunoblotting
was performed as described above. AChRs were detected by stripping the
blots and then reprobing them for the AChR f subunir using a monoclo-
nal antibody (mAb 124; kindly provided by J.M. Lindstrom, University of
Pennsylvania, Philadelphia, Pennsylvania, USA) (51).

Statistics. ANOVA was used to analyze che significance of differences
between experimental groups. P values less than 0.01 were considered
statistically significant.
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