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and by scanning electron microscopy (Fig. 1C). Both tech-
niques confirmed that adipocyte size was smaller in FS I-I
Tg mice than in wild-type mice. Therefore, we determined
the mean adipocyte area. Quantification of the area of
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individual adipocytes is shown in Fig. 1D. At week 20 of
age, the mean adipocyte area was smaller in FS I-I Tg mice
than in wild-type mice (436.8 = 309.1 vs. 717.4 = 579.1
um?, respectively; Fig. 1D). These results indicate that FS
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I-I Tg mice showed less fat accumulation than wild-type
mice when fed a NFD.

Changes in expression of metabolic molecules in FS I-1 Tg
mice. We examined the expression levels of mRNAs encoding
the UCPs, proteins expressed on the inner membrane of the
mitochondria that uncouple the proton gradient from ATP
synthesis and are implicated in thermogenesis (7). The expres-
sion levels of UCP3 in epididymal and inguinal adipose tissues
were increased two- and threefold, respectively, in FS I-I Tg
mice compared with wild-type mice (Fig. 2A). However, the
expression levels of UCP1 and UCP2 mRNAs in adipose
tissues in FS I-I Tg mice and wild-type mice were comparable
(data not shown).

We next quantified the abundance of mitochondria in adi-
pose tissues by using the mitochondria marker cytochrome ¢
(Fig. 2B). Consistent with the increase in UCP3 mRNA, the
protein expression of cytochrome ¢ was increased in the
epididymal and inguinal fat pads in FS I-I Tg mice compared
with wild-type mice (Fig. 2B). In skeletal muscle, cytochrome
expression did not change (Suppl. Fig. S1; supplementary
materials are found with the online version of this paper on the
Journal website). We also determined mitochondria size by
transmission electron microscopy (Figs. 2, C and D, and S2),
which revealed that both the number and size of mitochondria
in adipocytes were increased in FS I-I Tg mice compared with
wild-type mice. These results raise the interesting possibility
that FS I-I Tg mice exhibit increased energy metabolism and/or
energy partitioning between adipose tissue and skeletal muscle.

Expression of FS I-I and altered Smad 3 phosphorylation in
FS I-1 Tg mice. To ascertain that FS I-I expression is restricted
in skeletal muscle, we performed Western blotting using skel-
etal muscle, liver, adipose tissues and serum from wild-type
and FS I-I Tg mice. As shown in Fig. 3A, FS I-I protein was
expressed in skeletal muscle, but was not detected in either
liver or adipose tissues. In serum, follistatin was detected,
whereas FS I-I was hardly detectable. Next, we studied the
phosphorylation of Smad 3 protein by immunoblotting. As
shown in Fig. 3B, Smad 3 phosphorylation in skeletal muscle
from FS I-I Tg mice was significantly reduced compared with
that from control mice. In other tissues such as liver and
adipose tissues, Smad 3 phosphorylation was either undetect-
able or unchanged.

FS I-I Tg mice are resistant to HFD-induced obesity. We
previously reported that NFD-fed FS I-I Tg mice exhibited
greater weight gain than wild-type mice between 6 and 15 wk
of age, even though food intakes were comparable (27). Here,
the FS I-1 Tg and wild-type mice were fed a HFD from weeks
4 to 13 of age to induce obesity. Interestingly, weight gain did
not differ between FS I-I Tg and wild-type mice (Fig. 4A).
However, the weight of adipose tissue depots was lower in FS
I-I Tg mice than in wild-type mice, being 25.0 and 34.3%
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Fig. 3. A: detection of FS and FS I-I in serum, femoris skeletal muscle (Qf),
liver, and fats. FS is detected as 33-kDa protein in serum, whereas FS I-I is not
detectable in serum in FS I-I Tg mice (fop). FS I-1is detected in skeletal muscle
but not in liver or fats (bottom). B: detection of phosphorylated Smad3 in
skeletal muscle, liver, and epididymal and inguinal fats. In quadriceps skeletal
muscle (Qf) of FS I-I Tg mice, phosphorylated Smad 3 is reduced compared
with that of wild-type mice. Smad 3 antibody was used as a loading control. In
other tissues, phosphorylation of Smad 3 is either undetectable or unchanged.

lower for the inguinal and retroperitoneal fat pads, respectively
(Fig. 4B). By contrast, FS I-I Tg mice exhibited increased
muscle weight, as the TA, EDL, Qf, and soleus muscles were
43, 45, 21, and 27% higher in FS I-1 Tg mice than in wild-type
mice (Fig. 4C). Thus, the absence of a difference in body
weight gain between wild-type mice and FS I-I Tg mice fed the
HFD was attributed to changes of adipose tissue, muscle, and
liver weights in FS I-I Tg mice (see Figs. 4, B and C, and 5B).

We next measured serum parameters, including triglyceride,
NEFA, total cholesterol, insulin, leptin, and adiponectin levels

Fig. 2. A: relative mRNA expression of UCP3 in epididymal and inguinal adipose tissues in wild-type and FS I-I Tg mice. Adipose tissues from 5 mice each
for wild-type and FS 1-1 Tg mice were used and quantitated. UCP3 mRNA expression levels were quantified by RT-PCR. *P < 0.05, Student’s t-test. B: protein
expression of cytochrome ¢ in epididymal and inguinal fat pads from wild-type and FS I-I Tg mice. Cytochrome ¢ was detected at 14 kDa. Tubulin expression
was used as a loading control (fop). Adipose tissues from 3 mice each for wild-type and FS I-I Tg mice were used and quantitated. *P < 0.02, Student’s r-test
(bottom). C: transmission electron microscopy of epididymal adipose tissues from 20-wk-old wild-type and FS I-I Tg mice. Higher magnification views of
indicated regions (squares) at fop are shown at botfom. Scale bars, | um in top left, 2 pm in top right, and 500 nm in bottom. Lip, lipid droplet; nuc, nucleus;

white arrowheads, plasma membranes; black arrowheads,

mitochondria; V, vasculature. D: analysis of mitochondria size and number from wild-type and FS 1-1

Tg mice. One hundred fifty mitochondria of epididymal adipocytes each from 3 wild-type and FS I-I Tg mice were analyzed and plotted. E: mean mitochondria

areas of wild-type and FS I-I Tg mice. *P < 0.001, Student’s t-test.
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Fig. 4. A: body weights (g) of wild-type and FS I-I Tg mice fed a high-fat diet (HFD) from 4 to 13 wk of age; n = 5 mice per group. B: weight of epididymal,
inguinal, and retroperitoneal fat pads of wild-type and FS I-I Tg mice fed HFD from 4 to 13 wk of age. *P < 0.05, Student’s f-test; n = 5-6 mice per group.
C: weights of the tibialis anterior (TA), extensor digitorum longus (EDL), quadriceps femoris (QF). and soleus muscles from wild-type and FS I-1 Tg mice fed
a HFD from 4 to 13 wk of age. *P < 0.005, Student’s t-test; n = 5 mice per group. D: triglycerides, NEFA, cholesterol, insulin, leptin, and adiponectin levels
in wild-type and FS I-1 Tg mice fed HFD from 4 to 13 wk of age. *P < 0.0005, **P < 0.003, ¥**P < 0.05, *exxP < (.007, Student’s r-test; n = 4—6 mice
per group. E: glucose tolerance test in wild-type and FS I-1 Tg mice fed either normal diet (NFD) or HFD from 4 to 13 wk of age. Blood glucose was measured
at 0, 15, 30, 60, and 120 min after glucose (dextrose) injection; n = 6—8 mice per group. *P < 0.05 and **P < 0.01, Student’s t-test.

in FS I-1 Tg and wild-type mice (Fig. 4D). Of note, triglycer-
ide, NEFA, cholesterol, and leptin levels were lower in FS I-1
Tg mice by 19.7, 13.6, 7.7, and 58.4%, respectively, compared
with wild-type mice (Fig. 4B and Table 1). However, the serum
adiponectin levels were 25.7% higher in FS I-I Tg mice than in
wild-type mice when fed the HFD. By contrast, there were no
significant differences in triglyceride, NEFA, cholesterol, lep-
tin, and adiponectin levels between NFD-fed FS I-1 Tg and
wild-type mice (Table 1).

Defects in glucose homeostasis are important factors in-
volved in the development of obesity. Therefore, we measured
whole body glucose tolerance in FS I-I and wild-type mice fed
the NFD or the HFD. Although there were no differences
between NFD-fed FS I-1 and wild-type mice, the glucose level

tended to be lower in HFD-fed FS I-1 Tg mice than in HFD-fed
wild-type mice (Fig. 4E). These results indicate that the re-
sponse to diet-induced obesity differs between FS 1-I Tg and
wild-type mice. In the NFD condition, no difference was
observed in insulin tolerance (data not shown). However, in the
HFD condition, FS I-1 Tg mice exhibited better insulin toler-
ance than wild-type mice (Fig. S3).

FS I-I Tg mice are resistant to HFD-induced hepatic
steatosis. As expected, the HFD increased hepatocyte lipid
content and induced hepatic steatosis in wild-type mice. How-
ever, hepatic steatosis was not observed in HFD-fed FS I-1 Tg
mice (Fig. 54). The liver from FS I-I Tg mice was histologi-
cally normal, even when these mice were fed the HFD, and
showed significantly less lipid accumulation than HFD-fed
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Table 1. Serum metabolic parameters in wild-type and FS 1-1 Tg mice fed NFD or HFD

NFD HFD
Diet Treatment Genotype Wild Type FSI Tg Wild Type FSI-I Tg
Triglyceride, mg/dl 108.5 + 10.3 101.1£75 1228 * 106 98.6 * 7.5°
NEFA, mEq/l 0.83 = 0.05 0.73 £ 0.09 0.97 £ 0.05 0.84 = 0.04"
Cholesterol, mg/dl 91.8 49 812+ 1.7 170.8 + 7.7 157.6 = 10.7%2
Fasting glucose, mg/dl 101.2 £ 16.2 107.8 = 14.7 208.0+ 2.0 208.0 = 6.6
Insulin, ng/ml 091 = 0.13 0.51 £ 0.12% 2.16 = 1.56 0.58 > 0.34°
Leptin, ng/ml 4.00 = 041 3.88 £ 0.14 2135+ 2.74 8.90 * 3.88¢
Adiponectin, pg/ml 210x12 204 1.3 351%16 44.0 = 2.4%

Values are means * SD; n = 4-6 mice per group. NFD, normal fat diet; HFD, high-fat diet; FSI I-I Tg, follistatin-derived peptide transgenic. a, b1-b3, c,
and d, vs. wild-type mice (HFD); b4, vs. wild-type mice (NFD). P < 0.0005; '-%4P < 0.003; °P < 0.05; 9P < 0.007 (Student’s i-test).

wild-type mice (Fig. 5A). In addition, hepatic steatosis did not
develop even in aged mice in FS I-I Tg mice (data not shown).
The weight of the liver in HFD-fed FS I-I Tg mice was 13%
less than that of wild-type mice (Fig. 5, A and B). The lower
liver weight in FS I-I mice was attributed to reduced hepato-
cyte triglyceride accumulation in these mice compared with
wild-type mice (Fig. 5C). Triglyceride contents in skeletal
muscle were not significantly different between FS I-1 mice
and wild-type mice fed the HFD in our experimental condition
(data not shown).

We next performed gPCR to determine the mRNA expres-
sion of genes related to fatty acid synthesis, including SCDI,
which is required for the biosynthesis of monounsaturated fatty
acids such as oleic acid and plays a key role in the hepatic
synthesis of triglycerides (25). The hepatic SCD1 mRNA
expression levels were 20% lower in HFD-fed FS I-I Tg mice
than in wild-type mice (Fig. 64). By contrast, the mRNA
expression of ACCI mRNA did not differ between FS I-1 Tg
and wild-type mice. We also measured the mRNA expression
levels of Gek and PFK, two enzymes that regulate the glyco-
lytic pathway. The expression levels of both genes were
increased in FS I-I Tg mice compared with wild-type mice,
1.8-fold for GeK and 2-fold for PFK (Fig. 64).

We measured hepatic fatty acid content in FS I-I Tg and
wild-type mice. Interestingly, in HFD-fed mice, the fatty acid
content and the ratio of fatty acids differed between the FS I-I
Tg and wild-type mice. For example, the livers from HFD-fed
FS I-I Tg mice showed an increased stearyl acid (C18:0) ratio
and decreased oleic acid (C18:1) ratio to the total fatty acid
content (Fig. 6B and Table 2). The absolute content of oleic
acid (C18:1) and palmitoleic acid (C16:1) did not increase in
FS I-I Tg mice compared with wild-type mice (Table 2). This
finding is consistent with the decreased mRNA level of SCD1.
Taken together, these results indicate that FS I-I Tg mice were
resistant to hepatic steatosis induced by HFD and had reduced
monounsaturated fatty acid content, particularly oleic acid
(C18:1) and palmitoleic acid (C16:1).

DISCUSSION

Inhibition of myostatin is useful for various muscular dis-
eases, including muscular dystrophies, muscular atrophy, ca-
chexia induced by cancer, and sarcopenia (19, 34, 38). Fur-
thermore, myostatin-null mice and myostatin propeptide-over-
expressing Tg mice were used to study the effects of myostatin
inhibition on obesity (10, 14, 24, 41, 42). These studies
revealed that the inhibition of myostatin decreased adipose
tissue accumulation and improved diet-induced obesity and

genetic diabetes/obesity. The loss of myostatin in genetically
obese mice partially suppressed adipose tissue accumulation
and improved glucose metabolism (24). Meanwhile, upon
high-fat feeding, the myostatin propeptide Tg mice showed
favorable fat utilization and beneficial interactions between
skeletal muscle and adipose tissues compared with control
mice (42). Recent studies have suggested that inhibiting myo-
statin in muscle but not in adipose tissues is responsible for the
decreased fat mass and improved insulin sensitivity (13).
Indeed, inhibition of myostatin signaling in adipose tissue by
AACVR2B had no effect on body composition, weight gain, or
insulin tolerance either on NFD or on HFD. By contrast, inhibi-
tion of myostatin by AACVR2B in skeletal muscle resulted in
increased lean mass, decreased fat mass, and improved glucose
metabolism in mice fed an NFD or an HFD (13).

In our previous study, we reported the development and
characterization of a novel myostatin inhibitor derived from
follistatin, designated FS I-L. Although FS I-I showed signifi-
cantly weaker inhibitory effects on activin, FS I-I retained its
inhibitory effect on myostatin. In FS I-I Tg mice, inhibition of
myostatin activity by FS I-I increased skeletal muscle mass and
strength (27). Cardiac weight did not increase in FS I-I mice
(Fig. S5). In this study, we have further demonstrated that Tg
expression of the myostatin inhibitor FS I-I also has an anti-
obesity effect and improved glucose tolerance and prevents
hepatic steatosis induced by HFD.

Various strategies can be exploited to inhibit myostatin,
including neutralizing monoclonal myostatin antibodies, myo-
statin propeptide and AACVR2B (19). The neutralizing anti-
body is effective, but it can cause anti-idiotype immunity after
in vivo administration. The myostatin propeptide is susceptible
to proteolytic cleavage by members of the bone morphogenetic
protein (BMP)-1/tolloid family of metalloproteinases, impair-
ing its ability to inhibit myostatin (40). Purified follistatin has
several cleaved isoforms; the COOH-terminal region is sus-
ceptible to proteinase cleavage, although the cleaved follistatin
molecules can still inhibit activin and myostatin (36). FS 1-1
comprises the NH,-terminal region and two consecutive fol-
listatin domain I regions. Therefore, FS I-I lacks the native
follistatin COOH-terminal region, which is susceptible to pro-
tease cleavage. Furthermore, follistatin is a naturally occurring
peptide and may cause fewer immune responses than exoge-
nous antibodies. Therefore, among myostatin inhibitors, FS I-1
offers some advantages over monoclonal antibodies and myo-
statin propeptide.

Adipocytes in FS I-I Tg mice contained fewer lipids than
wild-type mice when they were fed a standard diet. Therefore,
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Fig. 5. A: morphology of liver samples from 13-wk-
old wild-type and FS I-I1 Tg fed HFD. Liver sections
were analyzed with H&E staining (bottom). Scale bar,
100 pm. B: relative liver weight (g) to body weight
(g) of wild-type and FS I-I1 Tg mice fed HFD from 4
to 13 wk of age; n = 6 mice per group. *P < 0.01,
Student’s t-test. C: hepatic triglyceride (TG) content
in wild-type and FS I-I Tg mice fed HFD from 4 to 13
wk of age; n = 5 mice per group. ¥*P < 0.0005,
Student’s I-test.
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mean adipocyte size was smaller in FS I-I Tg mice than in
wild-type mice (Fig. 1, B-D). By contrast, fat mass was normal
in myostatin propeptide Tg mice fed a standard diet (42).
During HFD feeding, myostatin knockout mice gained fat
mass, whereas muscle weight was unaffected by the HFD. By
contrast, in FS I-I Tg mice, the skeletal muscle mass was still
increased, albeit blunted compared with control mice (27, 42).
The differences in the increases of fat and skeletal muscle mass
in these models might be due to how much endogenous active
myostatin is present in vivo.

We examined the expression levels of mRNAs encoding
UCPs. The adipose tissue in FS I-I Tg mice showed upregu-
lation of UCP3 mRNA expression levels (Fig. 2A4) but not
UCP1 or UCP2 compared with wild-type mice (data not

shown). While UCP2 shows rather ubiquitous expression,
UCPI is specifically expressed in brown adipocytes and UCP3
is specifically expressed in skeletal muscle, brown adipose
tissues, and heart (6, 18). Upregulation of UCP3 mRNA
expression levels in FS I-I Tg mice was thought to increase
energy expenditure. In addition, we observed adipose tissue by
transmission electron microscopy (Fig. 2C). We found that the
adipocytes in FS I-I Tg mice contained increased numbers of
mitochondria. The mitochondria in FS I-I Tg adipocyte con-
tained mitochondrial cristae, suggesting that they had normal
mitochondrial function. To our knowledge, this is the first
report demonstrating that myostatin inhibition causes an ap-
parent increase in mitochondria abundance. The biogenesis of
mitochondria requires coordinated protein synthesis and as-
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sembly from both the nuclear and mitochondrial genomes.
Mitochondrial abundance can be modulated in response to
physical activity, metabolic demands, and nutrition (16).
PPAR« ligands increase mitochondrial biogenesis in white
adipose tissue, and the PPARy coactivator-1 (PGC-1) family is
well characterized as a pivotal transcriptional coactivator for
mitochondrial biogenesis (16). Although the mechanism of
how mitochondria number and size are increased in adipocytes
of FS I-I Tg mice remains to be determined, one possible
mechanism may be upregulation of the PGC-1-dependent tran-
scription cascade in white adipose tissues. Alternatively, it is
also possible that the rate of mitochondrial turnover could be
changed in white adipocytes of FS I-I Tg mice. Energy expen-

diture in FS I-I Tg mice was influenced by increased muscle
mass, whereas adipose tissue is involved in energy storage.
Therefore, changes in mitochondria abundance in adipocytes
could modulate whole body energy expenditure and storage.
The insulin level in HFD-fed FS I-I Tg mice was lower than
that in control mice (Fig. 4D), but glucose tolerance was better
in HFD-fed FS I-I Tg mice than in HFD-fed wild-type mice.
FS I-1 is expressed under a skeletal muscle-specific myosin
light-chain promoter and shows a widespread increase in mus-
cle mass. The expression of FSI-I is restricted to skeletal
muscles and is not detected in adipose tissues, liver, or serum
(Fig. 3A). The circulating level of FSI-I in serum is under the
detection limit and low compared with that of follistatin.
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Table 2. Hepatic fatty acid in wild-type and FS 1-1 Tg mice
fed NFD or HFD

NFD HFD
Diet Ti

Genotype Wild Type FSI1 Tg Wild Type FSI1 Tg
Cl14:0 ND ND ND ND
Cl16:0 131272 105%49  202+49  105%2.8"
Cl6:1 2117 1.3%09 38+ 1.1 1.5 + 0.6°
C18:0 3004 33210 35+ 04 32+0.1
Cl8:1 271221 214173 5782120 23.1 £94°
Cl8:2 72x21 6.7 20 89+27 6415
C20:1 0305 ND 1.1 £02 ND
C20:3n-6 0.1%02 0.1 +02 04+ 03 ND
C20:4n-6 30+ 1.0 3415 39+02 3.6+ 0.1
C22:6n-3 3409 36+ 1.0 3107 3.5+03
Total 593+359 503281 102722  51.8% 149

Values arc means * SD; n = 6 mice per group. ND, not detected (pg/mg).
al-a2 and b, vs. wild-type mice (HFD); *-2P < 0.05; *P < 0.02 (Student’s
t-test).

Furthermore, a 30.2% reduction of phosphorylated Smad 3,
representing lower myostatin signaling, was detected in skel-
etal muscles but not in other tissues (Fig. 3B). Therefore, it is
likely that myostatin signaling in muscle, rather than the direct
effects of myostatin on adipose tissue, is responsible for the
decrease in fat mass in FS I-I Tg mice. We also studied the
effects of myostatin and FS I-1 in Hep G2 cells and 3T3-L1 cell
lines. In both cases, the triglyceride level was not affected
either by myostatin or by follistatin-derived peptide stirnulation
(Fig. S4), supporting the secondary and indirect effects of FS
I-I on adipocytes and hepatocytes. The increased skeletal
muscle mass may have greater capacity for glucose uptake,
reducing substrate supply for hepatic lipogenesis.

The normal age-dependent adipose tissue accumulation was
decreased in NFD-fed FS I-1 Tg mice (Fig. 14). Intriguingly,
the adipocytes were smaller as a result of myostatin inhibition
by FS I-I (Fig. 1, B-D), reflecting reduced lipid accumulation.
Obesity occurs when the adipose tissue is overloaded with
high-energy nutrients and energy expenditure is reduced.
Therefore, we studied the effect of diet-induced obesity in FS
I-1 Tg and wild-type mice. The body weight of HFD-fed FS I-I
Tg mice was comparable with that of HFD-fed wild-type mice
(Fig. 44), which was attributed to the increase in muscle
weight and decrease in adipose tissue and liver weights in FS
I-I Tg mice (Fig. 4, B and C). Interestingly, there is a report that
mice with an insertion allele at the Inhba locus, InhbaPX, are
smaller and leaner than wild-type littermate (20). In Inhba®
mice, the sequences of the mature activin-BA domain were
replaced with the corresponding sequences from activin-BB.
Inhba®% mice have less adipose tissue than wild-type litter-
mates. The growth of Inhba®X is improved by providing an
HFD to a level comparable with that of wild-type mice on an
NFD (20). The phenotype of FS I-I mice with lower myostatin
signaling is different from that of /nkba® mice. Therefore,
although activin A and myostatin are functionally similar to
maintain energy balance and regulate skeletal muscle mass,
they may have different functions in vivo. As would be
expected, the HFD increased the levels of cholesterol, fasting
glucose, insulin, and leptin (Fig. 4D and Table 1) compared
with the NFD in wild-type mice (Table 1). However, the
triglyceride, NEFA, cholesterol, insulin, and leptin levels were
lower in HFD-fed FS I-1 Tg mice than in HFD-fed wild-type
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mice (Table 1 and Fig. 4D). Furthermore, we observed an
increase in serum adiponectin in FS I-I Tg mice (Table 1).
These results are similar to those of myostatin-null mice and
myostatin propeptide Tg mice (13, 42). Interestingly, the HFD-
fed FS I-I Tg mice exhibited better glucose tolerance than
HFD-fed wild type mice (Fig. 4E). By contrast, in mice fed the
NFD, glucose tolerance was similar in FS I-] Tg and wild-type
mice. This differs from the situation in myostatin knockout
mice, because myostatin knockout mice showed improved
glucose tolerance, even when they were fed the NFD (24).
With respect to whole body metabolism, we performed indirect
calorimetric analyses. Although food intake was not signifi-
cantly different between wild-type and FS I-I mice, the meta-
bolic rate calculated from Vo, was increased in FS I-I Tg
compared with control. When normalized with body weight, no
statistically significant difference was observed (Supplemen-
tary Table S1). Collectively, these results indicate that FS I-1
Tg mice were resistant to HFD-induced obesity and showed
improved glucose tolerance during excess energy intake.

Intriguingly, FS I-I Tg mice were resistant to hepatic
steatosis during high-fat feeding, which was confirmed by
histology, liver weight, and liver fatty acid accumulation
(Fig. 5, A-C and Table 2). The hepatic histology of HFD-fed
FS I-I Tg mice did not show any difference to NFD-fed
wild-type mice. The hepatic expression level of SCDI
mRNA was lower in FS I-I Tg mice than in wild-type mice.
SCD1 is a rate-limiting lipogenic enzyme required for the
synthesis of monounsaturated fatty acids and plays a key
role in the hepatic synthesis of triglycerides. As a result of
decreased SCD1 expression, the hepatic content of oleic
acid (C18:1) and palmitoleic acid (C16:1), monounsaturated
fatty acids produced by SCD1, was decreased (Fig. 68 and
Table 2). A decrease in SCD1 expression was reported to be
responsible for the prevention of diet-induced obesity, in-
sulin resistance, and diabetes (9, 28). Furthermore, SCD1-
null mice were resistant to diet-induced obesity and hepatic
steatosis (9). The resistance of FS I-I Tg mice to HFD-
induced obesity and hepatic steatosis may, in part, involve
the reduced mRNA expression of SCD1. Changes of RNA
and protein end points represent lower adiposity and lower
hepatic fat levels. The lower adiposity is likely secondary to
increased muscle mass and lower myostatin signaling in
skeletal muscle.

The increase in skeletal muscle mass and reduction in fat
mass would likely take at least several months to occur.
Meanwhile, injection of myostatin neutralizing antibody does
not decrease the adipose tissue mass (35, 39). However, even
if the fat mass is not decreased, it seems likely that the
inhibition of myostatin improves glucose tolerance and insulin
sensitivity and prevents hepatic steatosis due to lower insulin
levels, increased adiponectin levels, and changes in substrate
utilization in skeletal muscle, adipose tissue, and liver. In
summary, the inhibition of myostatin by various strategies,
including follistatin-derived peptide, may offer a novel therapy
against obesity, diabetes, and hepatic steatosis.
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Small interfering RNA (siRNA)-mediated silencing of gene expression is rapidly becoming a powerful tool for
molecular therapy. However, the rapid degradation of siRNAs and their limited duration of activity require effi-
cient delivery methods. Atelocollagen (ATCOL)-mediated administration of siRNAs is a promising approach to
disease treatment, including muscular atrophy, Herein, we report that ATCOL-mediated systemic administration
of a myostatin-targeting siRNA into a caveolin-3-deficient mouse model of limb-girdie muscular dystrophy 1C
(LGMD1C) induced a marked increase in muscle mass and a significant recovery of contractile force. These
results provide evidence that ATCOL-mediated systernic administration of siRNAs may be a powerful therapeu-
tic tool for disease treatment, including muscular atrophy.

Key words: atelocollagen, muscle, muscular dystrophy, myostatin, RNA interference.

Introduction

Myostatin (growth differentiation factor 8, GDF8) is a
member of the transforming growth factor-g (TGF-g)
superfamily of secreted growth factors (McPherron
et al. 1997). A number of growth factors of this familty
have been shown to regulate csll growth and differen-
tiation during development. Myostatin is unique among
the members of the TGF-$ superfamily because its
expression is almost exclusively restricted to the skele-
tal muscle lineage.

Zhu et al (2000) generated transgenic mice that
expressed myostatin mutated at its cleavage site under
the control of a muscle specnf ic promoter creating a
domlnant negative myostatln These mice exhibited a
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significant (20-35%) increase in muscle mass that
resulted from myofiber hypertrophy and not from myo-
fiber hyperplasia. While, mice fully null for myostatin
showed muscle masses that were nearly double that of
normal muscle and this marked increase in muscle
mass was associated with both hypertrophy and hyper-
plasia (McPherron et al. 1997). The difference in muscle
mass seen in dominant negative myostatin and null
myostatin mice likely results from incomplete domi-
nance of dominant negative myostatin, so that dimeriza-
tion and cleavage of normal myostatin is not fully
blocked in dominant negative myostatin mice. So, lower
levels of myostatin inhibition may affect hypertrophy,
while higher levels of myostatin inhibition may be
required to alter hyperplasia (Zhu et a. 2000). Thus,
it appears that myostatin specifically downregulates
skeletal muscle mass.

Because of its inhibitory role, myostatin downregula-
tion may serve as a potentially important mechanism for
treating diseases associated with muscle wasting and
degeneration, such as muscular dystrophy. We recently
demonstrated -that myostatin inhibition induced by
overexpression of the myostatin pro-domain prevented
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muscular atrophy and normalized intracellular myostatin
signaling in a mouse model of limb-girdie muscular
dystrophy 1C (LGMD1C) (Nishi et a.. 2002). Further-
more, myostatin inhibition also suppressed muscular
atrophy in caveolin-3-deficient mice that expressed. a
dominant-negative form of the caveolin-3 gene (Chsawa
et al. 2006). The dominant negative caveolin-3 mutation
was a missense mutation (Pro104Leu) that was
expressed under the control of the M-creatine kinase
promoter (Sunada et al. 2001).
" Duchenne muscular dystrophy (DMD) is an X-linked,
lethal skeletal muscle disorder caused by mutations in
the dystrophin gene (Bulfield et al. 1984; Yoshimura
et al, 2007); it is a severe muscle wasting disorder that
affects 1/3500 male births (Deconinck & Dan 2007). To
date, there is no effective treatment for muscular dystro-
phy, although gene therapy could be a valuable
approach to treating this disease. In a previous study,
inhibition of myostatin using anti-myostatin . blocking
anhtibodies was employed in an effort to increase muscle
mass (Bogdanovich et al. 2002). However, the genera-
tion of antibodies againSt recombinant target proteins
was a time-consuming, labor-intensive approach.
Recently, RNA interference (RNAJ) has emerged as
an effective gene silencing method. RNAi refers to
sequence-specific, post-transcriptional gene silencing
mediated by approximately 22-nucleotide-long small
interfering RNAs (siRNAs) generated from longer dou-
ble-stranded RNAs (dsRNAs) in both plants and ani-
mals, ranging from flatworms to humans (Fire et al.
1998). RNAi-based approaches have increasingly been
developed in which highly specific siRNAs designed to
target disease-causing or disease-promoting genes
are utilized without the induction of interferon synthesis
or non-specific gene suppression (Elbashir et al. 2001;
de Fougerolies et al. 2007). Magee et al. (2006} dem-
onstrated that downregulation of myostatin expression
via electroporation of a plasmid directing the expres-
sion of a short hairpin interfering RNA {shRNA) against
myostatin led to a localized increase in.skeletal muscle
mass. For safety reasons, however, strategies using
vector-based delivery systems may be of limited clini-
cal use. Therefore, a more desirable approach would
involve the direct application of active sIRNAs in vivo.
Atelocollagen (ATCOL), a pepsin-treated type | colla-
gen that lacks antigenicity-conferring telopeptides at its
N-and C -termini, has been shown to promote the effi-
cient delivery of chemically unmodified §iRNAs to met-
astatic tumors /n vivo (Minakuchi et al. 2004; Takeshita
et al. 2005; Takeshita & Ochiya 2006). Based on its
practical use as an SIRNA delivery platform, we
adapted an ATCOL-mediated oligonucleotide system
to deliver a myostatin-targeting SiRNA into muscle,
and found that local or systemic administration of the

myostatin-targeting siRNA coupled with ATCOL led to
a marked stimulation of muscle growth in vivo within a
few weeks (Kinouchi et al. 2008). in the cument study,
we examined whether. systemic .administration of the

. myostatin-sRNAZ/ATCOL (Mst-siRNA/ATCOL) complex

effectively silenced myostatin expression in LGMD1C
mice, and whether it led to increased muscle mass
and/or decreased muscle weakness. In the current
study, we used the same myostatin-targeting siRNA
reported previously (Magee et al. 2006), which is pre-
dicted to target myostatin mRNA not only in mice, but
also in humans, rats, cows, macaques, and baboons.

Materials and methods

Systemic administration of the Mst-siRNA/ATCOL
complex to skeletal muscles in LGMD1C mice

The Mst-siRNA and ATCOL complexes were prepared
as follows. Equal volumes of SIRNA solution (siRNA
and 1x siRNA buffer, 40 ymol/L final concentration)
and ATCOL (0.05% final concentration) were com-
bined and mixed by vigorous pipetting. For systemic
administration, the siRNA/ATCOL complex (200 pl)
was introduced intravenously via orbital veins into 20-
week-old LGMD1C mice at 0, 4, 7 and 14 days. As a
negative control, scrambled siRNAs were injected into
20-week-old LGMD1C mice at 0, 4, 7 and 14 days.

Morphometric analyses

The masseter and quadriceps femoris muscle tissues
were dissected 3 weeks after the first Mst-siRNA/
ATCOL complex administration. The tissues were
snap-frozen in liquid nitrogen-cooled isopentane and
sectioned transversely (6 um) at the center of the
masseter and quadriceps femoris muscles using a
cryostat (Leica Microsystems). Sections were stained
with hematoxylin and eosin (H&E), and fiber sizes were
determined by measuring the area of each transversal
myofiber within a fixed area. Approximately 100 myofi-
bers were measured for each tissue sample (six to eight
fields/tissue section).

Contractile properties of Mst-siRNA/ATCOL
complex-treated tibials anterior (TA) muscles

The entire tibials anterior (TA) muscle was removed
with its tibial origin intact, and the distal portion of the
TA tendon, together with its origin, were secured
with a 5-0 silk suture. The TA was then mounted in a
vertical tissue chamber and connected to a force
transducer, UL-10GR (Minerva, Nagano, Japan), and a
length servosystem, MM-3 (Narishige, Tokyo, Japan).

© 2011 The Authors
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Electrical stimulations were applied using a SEN3301
(Nihon Kohden, Tokyo, Japan) through a pair of
platinum wires placed on both sides of the muscle
in physiological salt solution (150 mmol/L NaCl,
4 mmol/L KCI, 2 mmol/L CaCl,, 1 mmol/L MgCl,
5.6 mmol/L glucose, 5 mmol/L Hepes, pH 7.4, and
0.02 mmol/L D-tubocurarine). Muscle fiber length was
adjusted incrementally using a micropositioner until
peak isometric twitch force responses were obtained
(optimal fiber length [Lg]). Maximal tetanic force (Po)
was assessed by stimulation frequencies of 125 pul-
ses/s delivered in 500 ms duration trains with 2 min
intervals between each train. After two measurements
were taken, the stimulated muscles were weighted
after the tendon and bone attachments were removed.
All forces were normalized to the physiological cross-
sectional area (pCSA), the latter estimated on the basis
of the following formula: muscle wet weight (in mg)/(Lo
[(n mm]x1.06 [in mg/mm3). The estimated pCSA
was used to determine specific tetanic force, and the
muscle was quickly frozen in liquid nitrogen-cooled
isopentane for morphometric analysis.

Statistical analyses

Error bars indicate standard deviation of the mean.
* indicates P < 0.01 or P < 0.05 in a Student’s t test.

" Results

The Mst-siRNA/ATCOL complex can stabilize and
produce a long-term gene silencing effect

In initial experiments to evaluate the persistence and
spread of SiRNA/ATCOL complexes (100 pL), we
injected a BLOCK-T Alexa Fluor Red Fluorescent Oligo
(10 pmol/L) in the masseter muscle of 20-week-old
C57BL/6 mice. Mice were kiled at 2 weeks, tissue
samples were dissected, and Alexa Fluor Red Fluores-
cent Oligo expression was assessed under conditions
identical to those used in myostatin gene transfer exper-
iments. As expected, Alexa Fluor Red Fluorescent Oligo
expression was detected near the sites of injection with
an uneven distribution pattern across the tissue (Fig. 1,
right panel). These observations suggested that the AT-
COL and siRNA formed a stable complex capable of
producing an efficient, long-term gene silencing effect.

Intravenous administration of myostatin-targeting
siRNAs with ATCOL specifically repressed muscle
atrophy in LGMD1C mice

Based on our observation that ATCOL formed stable
complexes with siRNAs capable of long-term gene

© 2011 The Authors

Fig. 1. Persistence and spread of an siRNA/ateIc)coIlag’en
(ATCOL, AteloGene Koken, Tokyo) complex following injection
into the masseter muscle. A BLOCK-iT Alexa Fluor Red
Fluorescent Oligo (10 pmol/L final concentration, Invitrogen) and
ATCOL (100 pL) complex was injected into the masseter muscle
of 20-week-old C57BL/6 mice. Gene expression from the
BLOCK-T Alexa Fluor Red Fluorescent Oligo/ATCOL complex
injected in masseter muscle was assessed 2 weeks post-
injection. Sections were examined following hematoxylin and
eosin (H&E) staining (left) and serial section immunofluorescence
to detect Alexa Fluor Red-positive cells’ (right). As expected, the
Alexa Fluor Red Fluorescent Oligo expression was not evenly
distributed across the tissue, and the majority of expression was
located near the injection sites. Images were captured ‘at 400x
magnification. Scale bar, 100 pm.

silencing, we administered Mst-siRNA/ATCOL or con-
trol scrambled siRNA/ATCOL complexes intravenously
into 20-week-old LGMD1C mice at O, 4, 7, and
14 days (Fig. 2A). Strikingly, we observed the enlarge-
ment of a number of skeletal muscles, including the
lower limbs, masseters, and more in mice treated with
Mst-siRNA/ATCOL (Fig. 2B). Since the changes in the
lower limb muscles were the most pronounced, we
used them for further analyses. Indeed, we also
observed a significant increase in muscle fiber size at
3 weeks after the first administration in mice treated
with- Mst-siRNA/ATCOL (Fig. 2C).

These results indicated that intravenous administration
of a myostatin-targeting siRNA with ATCOL specifically
induced muscle hypertrophy in LGMD1C mice. The
results were expressed as a ratio of the internal control
and were analyzed statistically. Mst-siRNA/ATCOL-
treated muscles. (18.64 + 4.18 um) were significantly
larger than control muscles (15.49 + 3.12 pm) (P <
0.0001, n = 100). Histometric analysis showed that
the myofibril sizes of quadriceps muscles treated with
the Mst-siRNA/ATCOL complex were significantly
larger than those of control quadriceps muscles
(Fig. 2C,D). Examination of the sizes of 100 myofibers
from each group showed that the Mst-siRNA/ATCOL-
treated myofibril population exhibited a shift from
smaller to larger sized fibers; the average myofibril size
for Mst-siRNA/ATCOL-treated muscle was increased

Joumnal compilation © 2011 Japanese Society of Developmental Biologists
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Fig. 2. Systemic administration of the Mst-siRNA/ATCOL complex led to increased skeletal muscle mass and fiber size in LGMD1C
mice via inhibition of myostatin expression. In the experiments depicted in (A-C), Mst-siRNA (40 pmol/L final concentration) was mixed
with ATCOL according to the manufacturer's instructions. (A) Time course analysis. Twenty-week-old male or female LGMD1C mice
were anesthetized with Nembutal (25 mg/kg i.p.), and the Mst-siRNA/ATCOL complex (40 pmol/L in a 200 pL volume) was introduced
intravenously via orbital veins at 0, 4, 7, and 14 days (1 = 3). As a negative control, scrambled siRNAs were Injected into LGMD1C
mice. At 3 weeks after the first administration, the quadriceps muscles on both sides were harvested and processed for analysis. (B)
Photographs of mice (upper panels) and lower limbs (lower panels). An increase in muscle mass was observed in the Mst-
siRNA/ATCOL-treated (right), but not -in control mice (left). (C) H&E staining of control (left) and Mst-siRNA/ATCOL-treated (right)
masseter or quadriceps femoris muscle. Images of the masseter and quadriceps femoris were captured at 400x and 200x, respectively.
Scale bar, 50 pm. (D) Distribution of the myofibril sizes of control (white bars) and Mst-siRNA/ATCOL-treated (black bars) quadriceps
muscles. The right panel shows the average myofibril size (15.49 + 3.12 pm vs. 18.64 + 4.18 um, respectively; n = 100; P < 0.01). The
graphical representation of the data uses the following convention: mean + SD. Mst-siRNA/ATCOL-treated muscles and mice are
shown in black; control muscles and mice are shown in white. National Institute of Health (NIH) Image (NIH) software was used for

morphometric measurements.

Mst-siRNA/ATCOL-treated LGMD1C muscle (Fig. 3C).

by approximately 1.2-fold relative to control muscle
We did not identify any statistically significant differences

(Fig. 2D).
in the wet weights of Mst-siRNA/ATCOL-treated and

, . untreated LGMD1C muscle. Unexpectedly, the specific

rl;?t// f;i ,Zc;ig,gresdemglil':/Nr':‘;?;g?%rii?:dii%gﬁ/e force of untreated LGMD1C muscle was much lower
s coeation 9 Y imp than that of Mst-siRNA/ATCOL-treated LGMD1C mus-
g cle (Fig. 3A,B). We analyzed the specific force gener-

First, we tested the grip strength of mice before and ated by tetanic stimulation (150 Hz) of TA muscles from
after treatment. There were no statistically significant dif- LGMD1C mice treated with ATCOL-based control
ferences in the grip strength before and after treatment scrambled siRNAs or Mst-siRNA (0.568 + 0.293 vs.
(Fig. 3D). We also evaluated the contractile properties of 0.041 + 0.351 N/cmz, respectively; n =4; P < 0.05).

© 2011 The Authors
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Fig. 3. Mst-siRNA/ATCOL-treated fibers exhibited significantly

improved contractile force = generation. (A) Specific force
generated by tetanic stimulation (150 Hz) of TA muscles from
wild-type or LGMD1C mice treated with ATCOL-based control
scrambled siRNAs or Mst-siRNA. (B) The specific force of
untreated LGMD1C muscle () was much lower than that
of Mst-siRNAZ/ATCOL-treated LGMD1C muscle @ (0.569 +
0.293 N/cm? vs. 0.041 + 0.351 N/cm?, respectively; n = 4;
P < 0.05). In contrast, in wild-type mice, the specific force was
not different between untreated muscle and Mst-siRNA/ATCOL-
treated muscle (0.888 + 0.588 N/cm? vs. 0.925 + 0.828 N/cm?;
n = 3. (C) There were no statistically significant differences in wet
weights between untreated muscles and Mst-siRNA/ATCOL-
treated muscles. (D) There were no statistically significant
differences in grip strength between pre-treated mice (O) and
after Mst-siRNA/ATCOL-treated mice (l).

Although wild-type fibers have been found to be hyper-
trophied (Kinouchi et al. 2008), the present results did
not show a significant difference between the contractile

© 2011 The Authors

force generated by Mst-siRNA/ATCOL-treated and
untreated wild-type muscle (0.888 + 0.588 vs. 0.925 +
0.828 N/cm?; n = 3). As shown in Figure 2D, histogram
analysis demonstrated a shift to the right in the fiber
distribution of Mst-siRNA/ATCOL-treated LGMD1C
muscle relative to that of untreated LGMD1C muscle;
larger caliber fibers were dominant, reflecting hypertro-
phy of Mst-siRNA/ATCOL-treated muscle fibers. Thus,
hypertrophied Mst-siRNA/ATCOL-treated LGMD1C
muscle fibers exhibited improved contractile force
generation, but the increase in muscle weight did not
correlate with increased force generation.

We previously reported that local and systemic
administration of siRNA against myostatin coupled with
ATCOL markedly stimulated muscle growth in vivo
within a few weeks (Kinouchi et al. 2008), and that
ATCOL-based gene therapy was associated with low
immunogenicity. As expected, we did not observe any
signs or symptoms suggestive of health problems
during the experimental period of the current study.

Discussion

In the current study, we intravenously administrated a
myostatin-targeting siRNA with ATCOL and analyzed
the relationship between the extent of Mst-siRNA/
ATCOL expression and the recovery of contractile
force in LGMD1C muscles. Histogram analysis further
demonstrated that the myofibril size distribution of
Mst-siRNA/ATCOL-treated LGMD1C muscle fibers
was shifted from smaller to larger sized fibers relative
to control muscle fibers. We found that treatment of
LGMD1C mice with the Mst-siRNA/ATCOL complex
led to a significant increase in skeletal muscle mass
and enhanced contractile force, similar to that reported
previously with a myostatin blockade of dystrophic
muscle (Bogdanovich et al. 2002).

There was no statistically significant difference in mus-
cle weight between control and Mst-siRNA/ATCOL-
treated muscles. It appeared that muscle weight did not
correlate with force generation. Thus, hypertrophied
Mst-siRNA-positive LGMD1C fibers seemed to greatly
improve contractile force generation. Notably, the level
of contractile force was - dramatically improved by
approximately 60% in Mst-siRNA/ATCOL-treated wild-
type muscles relative to control muscles: Although
the underlying molecular mechanisms by which Mst-
SiRNA/ATCOL treatment leads to increased contractile
force remain to be determined, the current results are
encouraging in that the function of caveolin-3-deficient
muscles might be greatly improved. These findings are
significant because the recovery of absolute maximal
force and specific tetanic force are barometers of ame-
lioration (Yoshimura et al. 2007).
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To our knowledge, the results of the current study
are the first to quantitatively and qualitatively demon-
strate that in vivo myostatin siRNA gene transfer may
serve as an effective treatment for muscular dystrophy.
The potential benefit of myostatin siRNA gene therapy
lies in the treatment of skeletal muscle waste in condi-
tions such as muscular dystrophies (Bogdanovich
et al. 2002), cachexia and HIV infection in advance of
new therapies (Gonzalez-Cadavid & Bhasin 2004; -Fri-
mel et al. 2005). Although myostatin siRNA gene ther-
apy would not correct the underlying pathophysiology
of these diseases, it would counterbalance the effects
by stimulating myofiber growth. The ease of adminis-
tration of the myostatin-siRNA/ATCOL complex com-
bined with its muscle-growth effect makes it a clinically
valuable method of fighting against muscle . atrophy.
However, a strategy for the clinical use of this gene
transfer method for human DMD patients requires fur-
ther testing. Differences between humans and mice,
including muscle size, life span and biological proper-
ties, should be taken into consideration (Yoshimura
et al. 2007). In tumor-bearing mice, it was reported
that ATCOL distributed siRNAs  against luciferase to
normal liver, lung, spleen and kidney tissues, as well
as to bone-metastatic lesions (Takeshita et al. 2005).
ATCOL was also reported to display low-toxicity and
low-immunogenicity when it is transplanted in vivo
(Ochiya et al. 2001; Sano et al. 2003).

Taken together, the results of the present study
demonstrate that administration of siRNAs with ATCOL
may be a promising therapeutic tool not only for muscu-
lar diseases, but also for other genetic diseases. The
results of the current study indicate that treatment with
Mst-siRNA/ATCOL led to an increase in muscle mass
and functional recovery in the absence of obvious
adverse effects in LGMD1C mice. The current study
also provides evidence of ATOL-mediated delivery of
siRNA to skeletal muscle. Therefore, ATCOL-mediated
administration of siRNAs represents a powerful new tool
for future therapeutic use in the treatment of diseases,
including muscular atrophy.
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Chapter 20

Antisense Oligo-Mediated Multiple Exon Skipping in a Dog
Model of Duchenne Muscular Dystrophy

Toshifumi Yokota, Eric Hoffman, and Shin’ichi Takeda

Abstract

Exon skipping is currently one of the most promising molecular therapies for Duchenne muscular
dystrophy (DMD). We have recently developed multiple exon skipping targeting exons 6 and 8 in
dystrophin mRNA of canine X-linked muscular dystrophy (CXMD), an animal model of DMD, which
exhibits severe dystrophic phenotype in skeletal muscles and cardiac muscle. We have induced efficient
exon skipping both in vitro and in vivo by using cocktail antisense 2’O-methyl oligonucleotides
(2°0OMePS) and cocktail phosphorodiamidate morpholino oligomers (morpholinos, or PMOs) and ame-
liorated phenotype of dystrophic dogs by systemic injections. The multiple exon skipping (double exon
skipping) shown here provides the prospect of choosing deletions that optimize the functionality of the
truncated dystrophin protein for DMD patients by using a common cocktail that could be validated as a
single drug and also potentially applicable for more than 90% of DMD patients.

Key words: Multiple exon skipping, Morpholinos (phosphorodiamidate morpholino oligomers),
2'O-methylated antisense oligomers (phosphorothioate), Dystrophic dogs (canine X-linked muscular
dystrophy), Duchenne /Becker muscular dystrophies

1. Introduction

Duchenne muscular dystrophy (DMD), a progressive and fatal
X-linked myopathy, and its milder form, Becker muscular dystro-
phy (BMD), are caused by mutations in the DMD gene (1). Exon
skipping using antisense oligonucleotides (AOs) is currently one
of the most promising molecular therapies for DMD (2-4).
Synthetic derivatives of nucleic acids have been designed and
synthesized, where the backbone of RNA and DNA is replaced
with other chemistries. One uses a morpholino backbone
phosphorodiamidate morpholino oligomers (morpholinos, or
PMOs) developed by AVI BioPharma, Portland, Oregon.

Dongsheng Duan (ed.), Muscle Gene Therapy: Methods and Protocols, Methods in Molecular Biology, vol. 708,
DOI 10.1007/978-1-61737-982-6_20, © Springer Science+Business Media, LLC 2011
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Recently, we have successfully induced dystrophin expression by
using morpholino-mediated systemic multiple exon skipping and
ameliorated dystrophic pathology in dogs (5). Another antisense
chemistry 2’O-methylated phosphorothioate (2°OMePS ) has
been also shown to effectively induce dystrophin expression sys-
temically in mice in vivo (6).

The canine X-linked muscular dystrophy (CXMD) model
contains a point mutation within the acceptor splice site of exon
7. This leads to exclusion of exon 7 from the mRNA transcript
(7, 8). To restore the open reading frame, at least two further
exons (exons 6 and 8) must be skipped (multiple exon skipping,
or multiexon-skipping). Therefore, it is more challenging to
rescue dystrophic dogs with exon-skipping strategy. Here, we
summarize the method and protocol of antisense-mediated exon
skipping in vitro and in vivo in dystrophic CXMD dogs.

2. Materials

2.1. Design
of Antisense Oligos

2.2. Transfection
of Antisense 2’0MePS
into Dog Myoblasts

1. Web sites for exonic splicing enhancer ESE targeting. ESE
finder [http: //rulai.cshl.edu/cgi-bin/tools/ESE3 /escfindcr.
cgi?process=home] and Rescue ESE [http://genes.mit.edu/
burgelab/rescue-ese/].

1. Dulbecco’s modified Eagle’s medium (DMEM) (Gibco,
Bethesda, MD, USA) supplemented with 10% fetal bovine
serum (FBS, HyClone, Ogden, UT, USA).

2. 0.25% Trypsin and 1 mM ethylenediamine tetraacetic acid

(EDTA) (Gibco).

. Teflon cell scrapers (Fisher, Waltham, MA, USA).

. Ham’s F-10 nutrient mixture with HEPES (Gibco) (9).

. Fetal calf serum (FCS) (Gibco).

. Human recombinant basic fibroblast growth factor (bFGF)

(Sigma-Aldrich, Natick, MA, USA).

7. Penicillin (200 U/mL) and streptomycin (200 pg/mL)
(Sigma-Aldrich).

8. AOs (2°0OMePS) (Eurogentec, Li¢ge, Belgium) against exons
6 and 8 of the canine dystrophin gene. Ex6A (GUU
GAUUGUCGGACCCAGCUCAGG), Ex6B (ACCUAUGA

CUGUGGAUGAGAGCGUU), and Ex8A (CUUCCUGG
AUGGCUUCAAUGCUCAC).

9. Lipofectin (Invitrogen, Carlsbad, CA, USA).
10. 2% Horse serum (Gibco).
11. Six-well plates (IWAKI, Funabashi, Japan).

QN Ul B W

— 213 —



2.3. Intramuscular
Injections of Antisense
Oligos in Dogs

2.4. Systemic
Injections of Antisense
Morpholinos

12.
13.

14.
15.
16.

17.

P

11.
12.
13.
14.
15.

e I S ]
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Opti-MEM (Gibco).

Culture dish (10, 15 cm noncoat and 10, 15 ¢cm collagen
coat) (IWAKI).

Phosphate buffer saline (PBS).

Human recombinant insulin (10 mg/mL) (Sigma-Aldrich).

Proliferation medium: Nutrient Mixture F-10 Ham (Ham’s
F-10; developed by Ham et al. for mammalian cell prolifera-
tion (9)) supplemented with 200 U/mL penicillin, 200 pg/
mL streptomycin, 2.5 ng/mL bFGF, and 20% FBS.

Differentiation medium: DMEM supplemented with 200 U/mL
penicillin, 200 pg/mL streptomycin, and 10 pug/mL insulin.

. CXMD dogs and wild type littermates.
. Antisense morpholinos (Gene-tools, Philomath, OR, USA)

against exons 6 and 8 of the dog dystrophin gene. Ex6A
(GTTGATTGTCGGACCCAGCTCAGG), Ex6B (ACCTAT
GACTGTGGATGAGAGCGTT), and Ex8A (CTTCCTGG
ATGGCTTCAATGCTCAC) (see Note 1).

. Saline (Ohtsuka-Pharmaceutical, Tokyo, Japan).
. 27G Needles (TERUMO, Tokyo, Japan).
. Thiopental sodium (Mitsubishi Tanabe Pharma, Osaka,

Japan).

. Isoflurane (Abbott laboratories, Chicago, IL, USA).
. Butorphanol tartrate (Bedford Laboratories, Bedford, OH,

USA).

. Gauze (Johnson and Johnson, New Brunswick, NJ, USA).
. Pledget (Johnson and Johnson).
10.

Veterinary surgical instruments: forceps, scalpels, scissors,
suture needles, threads, and needle holders (Mizuho,
Narashino, Japan).

Povidone iodine (Meiji Seika, Tokyo, Japan).

Heparin sodium (Fuji Pharmaceutical, Tokyo, Japan).
Surgical glove (Ansell, Red bank, NJ, USA).

Surgical drape (Nagai Leben, Tokyo, Japan).

Sepham antibiotics (Cefamezine or Syncl) (Astellas, Tokyo,
Japan, or Asahi-kasei, Tokyo, Japan).

. CXMD dogs and wild-type littermates.

. Syringe infusion pump (Muromachi, Tokyo, Japan).
. 22G Indwelling needles (TERUMO).

. 50 mL syringe (TERUMO).
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2.5. RNA Extraction

2.6. RT-PCR

2.7. cDNA Sequencing

2.8. Muscle Sampling
from Necropsy of Dogs

2.9. Immunostaining
for Dog Muscles

(S SIS S I

p—

. Antisense morpholinos (Gene-tools)against exons 6 and 8 of

the dog dystrophin gene. Ex6A (GTTGATTGTCGGA
CCCAGCTCAGG), Ex6B (ACCTATGACTGTGGATGA
GAGCGTT), and Ex8A (CTTCCTGGATGGCTTCAATG
CTCAC).

. Eppendorf tubes (Eppendorf, Hamburg, Germany).
. Trizol (Invitrogen).

. Chloroform (Sigma-Aldrich).

. Isopropanol (Sigma-Aldrich).

. 75% Ethanol (Sigma-Aldrich).

. One-Step RT-PCR kit (Qiagen, Venlo, The Netherlands).
. Forward primer in exon 5: CTGACTCTTGGTTTGA

TTTGGA (Invitrogen).

. Reverse primer in exon 10: TGCTTCGGTCTCTGTCAATG

(Invitrogen).

. RNAsin (Promega, Madison, WI, USA).

1. Gel extraction kit (Qiagen).

b

(2NN SV I S N N O gt W
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. BigDye® Terminator v3.1 Cycle Sequencing Kit (Applied

Biosystems, Foster City, CA, USA).

. ExoSap-IT® (USB, Santa Clara, CA, USA).

. MicroAmp® Reaction Plates (Applied Biosystems).
. Qiagen gel extraction kit (Qiagen).

. Hidi-formamide (Applied Biosystems).

. ABI 3130 Genetic Analyzer (Applied Biosystems).

. Tragacanth gum (Sigma-Aldrich).

. Isopentane (Sigma-Aldrich).

. Liquid nitrogen.

. Cork disks (Iwai-kagaku, Tokyo, Japan).
. Dry ice.

. Poly-l-lysine—oated slides (Fisher, Hampton, NH, USA).

. Cover glasses (Fisher).

. Cryostat Microsystem cm1900 (Leica, Wetzlar, Germany).

. Dystrophin antibodies including DYS1 and DYS2 (Novocastra,

Newcastle, UK).

. Alexa 594 goat antimouse IgG,, Alexa 594 goat antimouse

IgG, highly cross-absorbed (Invitrogen).

. DAPI containing mounting agent (Invitrogen).

. Goat serum (Invitrogen).
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2.10. Western Blotting 1.

from Dog Muscles
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. Moisture chamber (Scientific Devise Laboratory, Des Plaines,

IL, USA).

. Chamber slide (Lab-tek, Naperville, IL).
10.

4% Paraformaldehyde (PFA).

Lysis buffer: 75 mM Tris—-HCI (pH 6.8), 10% SDS, 10 mM
EDTA, and 5% 2-mercaptoethanol.

2. Bradford reagent (Bio-Rad, Hercules, CA, USA).

w

. Bovine serum albumin (BSA) (Sigma-Aldrich).
. 2x Laemmli SDS-loading buffer: 0.1 M Tris—-HCI (pH 6.6),

2% (w/v) SDS, 2% (0.28 M) beta-mercaptoethanol, 20%
glycerol, 0.01% bromophenol blue.

. Ready-made 5% resolving SDS gels (Bio-Rad).

6. PVDF membrane (GE, Fairfield, CT, USA).

. Transfer buffer (10x): 250 mM of Tris-Base, 1,920 mM of

Glycine.

. Transfer buffer (1x): 10% 10x buffer, 20% methanol.
. Dystrophin antibodies including DYS1 and DYS2 (Novocastra)

and desmin antibody (Abcam, Cambridge, MA, USA).

10. ECL plus kit (GE).
11. ECL and autography film (GE).
12. Image] software (NIH, Bethesda, MD, USA).
2.11. Clinical Grading 1. Video camera.
of Dogs 2. Stop watch.
3. Methods
3.1. Design 1. Identify ESE sites in exons using Rescue ESE and
of Antisense Oligos ESEfinder.
2. Design antisense sequences to target ESEs of exon 6 (Ex6A)
and exon 8 (Ex8A), or exon/intron boundary between exon
6 and intron 6 (Ex6B), or between exon 8 and intron 8
(Ex8B) (see Note 2).
3. Select antisense oligonucleotide chemistries. 2’OMePS is pre-
ferred for myoblast experiment (see Note 3). PMOs are used
for in vivo studies (see Note 1).
3.2. Transfection of 1. Use standard preplating method to obtain primary myoblast
Antisense 2’0MePS cells from neonatal CXMD dogs (10).
into Dog Myoblasts 2. Culture WT or CXMD myoblasts (1.5x 10° cells) in growth

medium containing F-10, FCS (20%), bFGF (2.5 ng/mL),

— 216 —



