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TABLCFEROELIINETVA bu T 4 Vils
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9. BENRELCE BN EALE LB/
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WRHRTZ I VU SIBRAF P LT, T2,
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ETH, BRN~OEBIRD LN, 5%,
TTIVENMROBE BRIF B SO BRMEEInE
W, MEOEEOEN & et E iR
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Masamizu Y, Okada T, Ishibashi H, Takeda S,
Yuasa S, Nakahara K. Efficient gene transfer into
neurons in monkey brain by adeno-associated
virus 8. Neuro Report (in press)

Okada, T., Nonaka-Sarukawa, M., Uchibori,
R.,Kinoshita, K., Hayashita-Kinoh, H.,

Nitahara-Kasahara, Y., Takeda, S., Ozawa, K.
Scalable purification of AAV1 and AAV8 vectors
using dual ion-exchange adsorptive membranes.
Hum Gene Ther, 20:1013-1021, 2009.

Ohshima, S., Shin, J.H., Yuasa, K., Nishiyama, A.,
Kira, J., Okada, T. and Takeda, S. Transduction
efficiency and immune response with AAVS
vector in dog skeletal muscle. Mol Ther 17:
73-80, 2009.

Uchibori, R., Okada, T, Ito, T., Urabe, M.,
Mizukami, H., Kume, A., Ozawa, K. Retroviral
Vector-Producing Mesenchymal Stem Cells for
Targeted Suicide Cancer Gene Therapy. J Gene
Med 11:373-381, 2009.

Nomoto, T., Okada, T., Shimazaki, K., Yoshioka,
T., Nonaka-Sarukawa, M., Ito, T., Takeuchi, K.,
Katsura, K.1., Mizukami, H., Kume, A.,
Ookawara, S., Ikeda, U., Katayama, Y. and
Ozawa, K. Systemic delivery of IL-10 by an AAV
vector prevents vascular remodeling and
end-organ damage in stroke-prone spontaneously
hypertensive rat. Gene Ther, 16:383-391, 2009.
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Okada, T., Takeda, S.: Gene therapy for Duchenne
muscular dystrophy. in A Guide to Human Gene
Therapy (ed. by Roland W. Herzog and Sergei
Zolotukhin), World Scientific, NJ.(in press)
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Kasahara Yuko, Hiromi Kinoh, Jin-Hong Shin,
Akiyo Nishiyama, Sachiko Ohshima, Michiko
Maeda, Akinori Nakamura, Takashi Okada, and
Shin'ichi Takeda

Cell therapeutic approach to Duchenne muscular
dystrophy using myogenic differentiation of
multipotent mesenchymal stromal cells
American Society of Gene Therapy 12™ Annual
Meeting, San Diego, CA, USA, May 27-30, 2009



Jin-Hong Shin, Sachiko Ohshima, Hiromi Kinoh,
Takashi Okada, and Shin'ichi Takeda
Electrocardiographic and pathologic improvement
of mdx heart by transduction with
rAAV9-microdystrophin

American Society of Gene Therapy 12™ Annual
Meeting, San Diego, CA, USA, May 27-30, 2009

Akiko Ishii, Jin-Hong Shin, Yuko Katakai,
Fumiko Ono, Takashi Okada, and Shin'ichi
Takeda

Feasibility study of AAV8-mediated gene therapy
for muscular dystrophy using normal primates
American Society of Gene Therapy 12™ Annual
Meeting, San Diego, CA, USA, May 27-30, 2009

Kasahara Yuko, Hiromi Kinoh, Jin-Hong Shin,
Akiyo Nishiyama, Sachiko Ohshima, Takashi
Okada, and Shin'ichi Takeda

Cell therapeutic approach to Duchenne muscular
dystrophy using myogenic differentiation of
multipotent mesenchymal stromal cells in animal
model

The 15th Annual meeting of Japan Society of
Gene Therapy, Toyonaka, July 9-11, 2009

Akiko Ishii, Jin-Hong Shin, Yuko Katakai,
Fumiko Ono, Takashi Okada, and Shin'ichi
Takeda

Effective adeno-associated virus-mediated gene
expression in skeletal muscle of normal primate
The 15th Annual meeting of Japan Society of
Gene Therapy, Toyonaka, July 9-11, 2009
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2L TRET S, VXtu7z4 ORI
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2 ~5KAIR CEHRUTR TV, HITHENE
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3) BfRRE
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T HBIR 72N B (selectivity pattern)
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The WW domain containing E3 ubiquitin protein ligase 1 (WWP1) is classified into one of ubiquitin ligases which play
an important role in ubiquitin-proteasome pathway. Previously, we identified the WWPI gene as a candidate gene of chicken
muscular dystrophy by linkage analysis and sequence comparison. However, the mechanism causing pathological changes
and underlaying gene function remains elucidated. In the present study, we analyzed the WWPI gene expression in various
muscles and tissues of normal chickens, and compared with those from muscular dystrophic chickens, Two mRNA isoforms
were detected in all tissues examined and revealed almost equal expression level. The WWPI expression of dystrophic
chickens was decreased in almost all skeletal muscles including unaffected muscles. These data indicate that there might not
be a causal relationship between the alteration of WWPI expression level and the severity of muscular dystrophy.
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Introduction

The WW domain containing E3 ubiquitin protein ligase
1 (WWPI) is classified into an ubiquitin ligase (E3) which
plays an important role in ubiquitin-proteasome pathway
(UPP) to degrade unneeded or damaged proteins
(Scheffner and Staub, 2007). E3 recognizes and catalyzes
ubiquitin (Ub) conjugation to specific protein substrates
(Liu, 2004). Comparative genome analysis reveals few
genes encoding El, tens of E2 encoding genes and hun-
dreds of E3 encoding genes (Semple ef al., 2003),

The WWPI gene is classified into HECT (homologous
to the E6-AP carboxyl terminus)-type E3 which possesses
one C2 domain, multiple WW domains and one HECT
domain (Pirozzi et al., 1997; Flasza et al.,, 2002). The C
2 domain binds to the cellular membranes in a
Ca’*-dependent manner (Plant ef al., 1997) and mediates
interactions with other proteins (Plant et al., 2000; von
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Poser et al., 2000; Augustine, 2001). The WW domain
has two conserved tryptophan residues and binds proline-
rich region (Sudol et al., 1985)., HECT domain, similar to
E2s structurally, has a cysteine residue as an active center
that transfers the activated Ub from E2 onto first itself,
and then onto its substrates (Jackson et al., 2000).

The muscular dystrophies are the group of inherited
diseases with progressive weakness and degeneration of
skeletal muscle (Partridge, 1991). It is well known that
abnormalities of muscle proteins linking sarcolemma and
basal lamina lead to cause muscular dystrophies (Lisi and
Cohn, 2007), but there are a number of muscular
dystrophies and related diseases of which causes are still
unknown. We identified WWP] gene as a candidate
responsible for the chicken muscular dystrophy by the
linkage analysis (Matsumoto et al, 2007) and the se-
quence comparison between normal and dystrophic chick-
ens (Matsumoto et al, 2008). The R441Q missense
mutation was found in WWPI gene to cause the pheno-
type of muscular dystrophy.

" The WWPIs of human (Flasza et al., 2002; Komuro et
al.,, 2004), mouse (Dallas et al., 2006) and C. elegans
(Huang et al., 2000) were intensively studied and known
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that the WWPI gene is expressed ubiquitously, but strong-
ly in liver, bone marrow, testis and skeletal muscles
(Flasza et al., 2002; Komuro et al, 2004). In chicken,
however, the WWPI expression has not been studied. The
expression analysis of WWPI gene is important since it
was reported that altered expression of known responsible
gene could lead dystrophic phenotype (Smythe and
Rando, 2006).

In this study, we analyzed the mRNA expression of
WWPI in various skeletal muscles and other tissues of
normal and dystrophic chickens by using Northern blott-
ing and reverse transcription (RT)-PCR analysis to know
the differences in the general expression pattern between
them.

Materials and Methods

Chickens

A two-month-old dystrophic chicken (New Hampshire:
NH-413) and an age-matched normal chicken (White
Leghorn: WL-F) were used in this study. The New
Hampshire (NH-413) strain is a homozygous dystrophic
line introduced from University of California, Davis to
Japan in 1976 (Kondo et al, 1982). The disease in this
strain is transmitted co-dominantly by a single gene, but
the phenotype is modified by other background genes
(Kikuchi et al, 1981, 1987; Wilson et al,, 1979). The
White Leghorn (WL-F) strain was established in 1970s,
and maintained as closed colony in the Nippon Institute of
Biological Science in Yamanashi, Japan. This study was
carried out according to the guidelines of Animal Experi-
mentation of Kobe University.
Expression analysis

For Northern blotting, mRNAs were isolated from M.
pectoralis superficialis (PS), M. tensor fascia lata (TFL),
M. biceps femoris (BF), M. triceps surae (IS), M. peroneus
longus (PL), heart (H), brain (B), liver (L), kidney (K)
and whole embryo (E) with PolyATtract mRNA Isola-
tion kit (Promega, Madison, WI, USA). The 2Zug of
mRNAs, which were measured with NanoDrop ND-1000
spectrophotometer (NanoDrop Technologies, Wilming-
ton, DE, USA), were resolved by 1.2% agarose gel elec-
trophoresis in the presence of formaldehyde and blotted
on to Hybond-N+membrane (GE Healthcare Bio-
Sciences AB, Uppsala, Sweden).  The mRNAs were
visualized using digoxigenin (DIG) reagents, and kits for
non-radioactive nucleic acid labeling and detection system
{Roche Diagnostics, Basel, Switzerland) according to the
procedure specified by the manufacturer excepting that
the washing was done with 4XSCC 0.1% SDS at room
temperature for 10 min, 4 X SCC 0.1% SDS at 40°C for 8
min and then 2 X SCC 0.1% SDS at 40°C for 8 min twice.
The DIG-labeled DNA probes were prepared by PCR
using DIG-dUTP using pectorals cDNA sample of a
WL-F strain female as a template. The primers applied in
this procedure were 5’-tccctcataaatgtigaaageagaca-3’
(WWP1p-F), 5’-gtaataacccaaggtaatatgtaaac-3’ (WWPI
p-R) (NM_001012554), 5’-ccgtgtgecaacceccaatgt ctetg-37

(GAPDHp-F) and 5’ -cagttictatcagcetcteceaccte- 37
(GAPDHp-R) (NM_204305). The PCR was done for 35
cycles at 94°C for 30sec, 55°C for 30sec, 72°C for 30sec
(WWPI) and for 35 cycles at 94°C for 30 sec, 63°C for 30
sec, 72°C for 30sec (GAPDH) using TaKaRa Ex Taq®
Hot Start Version (Takara Bio Inc., Tokyo, Japan).
Quantitative analysis was performed with Scion Image
(Scion Corporation, Frederick, MD, USA).

In order to analyze mRNA expression of WWPI gene in
the PS, M. anterior latissimus dorsi (ALD) and H,
RT-PCR method was applied. The concentration of
cDNA derived from these muscles was calculated by
NanoDrop ND-1000 (NanoDrop Technologies) and com-
measurable cDNAs were used as template. The primers
applied were 5’-attaggaagagccactgtagact-3’ (WWPIr-F)
and 5'-tctgttgattgaggtictgctgt-3’ (WWPIr-R) (NM_
001012554). The PCR was done for 35 and 40 cycles at
94°C for 30sec, 56°C for 30sec, 72°C for 30sec using
TaKaRa Ex Tagq® Hot Start Version (Takara Bio Inc.).
Histology

The PS, ALD and H were snap-frozen in liquid
nitrogen-cooled isopentane and sectioned in a cryostat
(Leica Microsystems Japan, Tokyo, Japan). The histo-
pathology was made by hematoxylin-eosin staining (HE)
method (Kikuchi ef al., 1981).

Results

The mRNA expression of WWPI gene was detected by
Northern blotting in various muscles and other tissues of
normal and muscular dystrophic chickens (Fig. 1). Two
bands were detected in all tissues examined, and revealed
almost equally expression level in any muscles and tissues
observed.

In the PS, BF, TS, PL, B and K, WWPI gene was
strongly expressed in normal than in dystrophic chickens
(Fig. 1). GAPDH was used as an internal control of WWP
1 expression analysis. In TFL, L and E, similar WWPI
expression level was observed between two phenotypes
(Fig. 1).

RT-PCR analysis indicated that WWPI gene was ex-
pressed in slow tonic ALD, not only in PS and H of both
phenotypes (Fig. 2A). Figure 2B shows histopathological
changes in PS, ALD and H of normal and dystrophic
chickens. The pathological findings in dystrophic PS were
characterized by the degenerating fibers with many vacu-
oles in cytoplasm, the fatty infiltration into connective
tissue, and the proliferation of nuclei within muscle fibers
with large variation in sizes. However, no such lesions
were observed in ALD and H from age-matched dys-

trophic chickens (Fig. 2B).

Discussion

Northern blotting with WWPI specific probe detected
two bands in all tissues and muscles examined (Fig. 1).
Northern blot analysis of WWPI expression in human
tissues also exhibited two bands (Mosser ef al., 1998), and
RT-PCR analysis showed that human WWPI gene had at
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Fig. 1. Expression of chicken WWPI in various tissues,

A WWPI ¢cDNA probe was used to detect WWPI mRNA transcripts by
Northern blotting using blots containing 2 g of mRNAs from chicken
muscles or various other tissues. M. pectoralis superficialis (PS), M.
tensor fascia lata (TFL), M. biceps femoris (BF), M. triceps surae (TS),
M. peroneus longus (PL), heart (H), brain (B), liver (L), kidney (X)
and embryo (E) were analyzed. A doublet band is detected at variable

levels in all tissues, “d” indicates mRINAs from dystrophic chickens.
“n” indicates mRNAs from normal chickens. The numbers below the
GAPDH bands represent the relative ratios of WWPI1/GAPDH.

normal
PS ALD H

A) dystrophic
PSS ALD H

40 cycles

Fig.2. RT-PCR detection of WWPI gene and histo-
logical analysis for three representative muscle types.
M. pectoralis supetficialis (PS), M. anterior latissimus
dorsi (ALD) and heart (H) expressed WWPI less in
muscular dystrophic chicken, but only dystrophic PS
was severely harmed. “A) Expression of WWPI in PS,
ALD and H was analyzed by RT-PCR method. PCR
was performed for 35 or 40 cycles. B) The PS, ALD
and H of dystrophic (NH-413) and normal (WL-F)
chickens were analyzed with HE staining. Vacuoles
(arrows) and fatty infiltration (asterisk) are observed
in PS of dystrophic chickens. It is also remarkable
that, in dystrophic PS, many muscle fibers have many
nuclei in cytoplasm and vary widely in size. These
pathological features are not observed in ALD and H
of dystrophic chicken. Scale bar=120gm.

least six mRNA isoforms synthesized through the alterna-
tive splicing, two of which were strongly expressed and
commonly observed in various tissues (Flasza ef al.,
2002). The mRNA doublet bands of chicken WWPI by
Northern blot analysis might be equivalent to two bands
of human tissues, while a single band was observed by
RT-PCR analysis in chicken (Fig. 2A), suggesting that
the amplified region does not include alternative spliced
site. Flasza et al. (2002) also mentioned that the relative
ratio of these isoforms from human WWPI varied in a
tissue-specific manner, but the doublet bands of chicken
WWPI were expressed almost equally in all tissues ex-
amined.

The WWPI gene expression in M. pectoralis superficialis
(PS) of dystrophic chicken was less than that of normal
chicken (Fig. 1). The PS of chicken is a fast twitch
muscle composed of two types of fast twitch fibers (aW
and bW). TFL, BF, TS and PL muscles from wing and
leg are mixed muscles co-existing fast twitch (aW and
bW) with slow twitch fibers (bR) in a mosaic pattern
(Ashmore and Doerr, 1971a), except that the ALD and
M. adductor magnus are composed of slow tonic fibers
(ST) innervated multiply (Ashmore ef al., 1978; Kikuchi
et al., 1986). In chicken muscular dystrophy, fast twitch
fibers are initially and most severely affected, while slow
twitch and slow tonic muscles persist relatively harmless
throughout the life span (Ashmore and Doerr, 1971b;
Barnard et al, 1982). The WWPI expression in dys-
trophic BF, TS and PL showed a similar downward trend
as observed in dystrophic PS (Fig. 1). These data indicate
that there might not be a causal relationship between the
alteration of WWPI expression level and the severity of
muscular dystrophy, since not only affected muscles but
unaffected ones exhibited the same pattern. Moreover, the
alteration of WWPI expression level was observed in other
unaffected tissues, such as B and K, which reinforces our
hypothesis that the alteration of WWPI expression levels



