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Abstract

Background Antisense-mediated exon skipping is a putative treatment
for Duchenne muscular dystrophy (DMD). Using antisense oligonucleotides
(AONs), the disrupted DMD reading frame is restored, allowing generation
of partially functional dystrophin and conversion of a severe Duchenne into
a milder Becker muscular dystrophy phenotype. In vivo studies are mainly
performed using 2’-O-methyl phosphorothioate (20MePS) or morpholino
(PMO) AONSs. These compounds were never directly compared.

Methods mdx and humanized (h)DMD mice were injected intramuscularly
and intravenously with short versus long 20MePS and PMO for mouse exon
23 and human exons 44, 45, 46 and 51.

Results Intramuscular injection showed that increasing the length of
20MePS AONs enhanced skipping efficiencies of human exon 45, but
decreased efficiency for mouse exon 23. Although PMO induced more mouse
exon 23 skipping, PMO and 20MePS were more comparable for human
exons. After intravenous administration, exon skipping and novel protein
was shown in the heart with both chemistries. Furthermore, PMO showed
lower intramuscular concentrations with higher exon 23 skipping levels
compared to 20MePS, which may be due to sequestration in the extracellular
matrix. Finally, two mismatches rendered 20MePS but not PMO AONs nearly
ineffective.

Conclusions The results obtained in the present study indicate that
increasing AON length improves skipping efficiency in some but not all
cases. It is feasible to induce exon skipping and dystrophin restoration in
the heart after injection of 20MePS and unconjugated PMO. Furthermore,
differences in efficiency between PMO and 20MePS appear to be sequence
and not chemistry dependent. Finally, the results indicate that PMOs may be
less sequence specific than 20MePS. Copyright © 2009 John Wiley & Sons,
Ltd.

Keywords antisense oligonucleotides; Duchenne muscular dystrophy; exon skip-
ping; 2'-O-methyl phosphorothioate; phosphorodiamidate morpholino oligomer

Introduction

During the last decade, specific modification of splicing to restore the dis-
rupted reading frame of the dystrophin transcript has emerged as a promising
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therapy for Duchenne muscular dystrophy (DMD) [1,2].
This lethal muscle-wasting disease is the result of
the absence of functional dystrophin due to out-of-
frame mutations in the DMD gene [3-5]. By contrast,
mutations that maintain the reading frame and give rise
to internally deleted, partially functional dystrophin are
associated with the milder Becker muscular dystrophy
(BMD) [4,5]. Using antisense oligonucleotides (AONSs)
interfering with splicing signals, the skipping of specific
exons can be induced in the DMD pre-mRNA, thus
restoring the open reading frame and converting the
severe DMD into a milder BMD phenotype [6]. The
broad therapeutic applicability of exon skipping has
been confirmed in various patient-derived cell cultures
carrying different mutations [6-10]. For each patient,
the targeted exon was specifically skipped and dystrophin
synthesis restored after treatment with 2’-O-methyl
phosphorothioate (20MePS) RNA AONSs. In vivo proof-
of-concept was first obtained in the mdx mouse model,
dystrophin-deficient due to a nonsense mutation in
the in-frame exon 23. Intramuscular injections of
20MePS AONs targeting the mutated exon 23 restored
dystrophin expression for at least 3 months [11]. This
was accompanied by restoration of dystrophin-associated
proteins at the fiber membrane as well as functional
improvement of the treated muscle. In vivo skipping of
human exons has also been achieved in the humanized
(h)DMD mouse model, which contains a complete copy
of the human DMD gene integrated in chromosome 5
of the mouse [12,13]. After intramuscular injection of
20MePS AONs targeting the human exons 44, 46 and
49, the human but not the murine exons were skipped,
emphasizing the specificity of this strategy [12]. We
recently successfully completed a first in-man study where
20MePS AON targeting exon 51 was injected into a small
area of the tibialis anterior muscle of four DMD patients.
Novel dystrophin expression was observed in the majority
of muscle fibers, and the AON was safe and well tolerated
[14].

Besides the 20MePS backbone, alternative AON
chemistries with distinct biological, biochemical and
biophysical properties have also been under investiga-
tion. Recently, the PMO backbone has shown to be
another promising analog for the exon skipping approach
[15-18]. PMOs contain a six-membered morpholine moi-
ety instead of the sugar ribose, and phosphorodiamidate
linkages [19]. PMOs have a non-ionic backbone at phys-
iological pH, making them notoriously hard to transfect
in tissue culture experiments [20]. However, in vivo their
non-ionic nature results in higher tissue concentrations,
probably due to the lack of nonspecific interactions with
cellular components [20]. PMOs are typically synthesized
with 25 or more nucleotides, whereas most 20MePS AONs
studied contain up to 20 nucleotides. Compared to their
20MePS counterparts, PMOs have been demonstrated to
be more efficient in healthy human explants [21], and
in mdx mice after intramuscular injections compared to
20MePS targeting the same sequence [16].

Copyright © 2009 John Wiley & Sons, Ltd.
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Because over 30% of the body consists of muscle tissue,
research is now focusing on full body treatment. An initial
study by Lu et al. [22] in mdx mice showed that a weekly
tail vein injection for three weeks with 100 mg/kg of
20MePS AONs was sufficient to restore dystrophin in
different skeletal muscle groups at levels of up to 5%
of wild-type levels. However, no detectable dystrophin
levels were observed in the heart [22]. One intravenous
injection of a PMO per week for seven weeks at a dose
of approximately 100 mg/kg resulted in restoration of
dystrophin at 10-50% of wild-type levels in skeletal
muscle groups in mdx mice [15]. However, dystrophin
levels varied both within and between different muscle
groups and no dystrophin expression could be observed in
the heart. Injecting 12 mg/kg of a peptide PMO conjugate
on four consecutive days resulted in high exon skipping
and protein levels, including the heart [23].

Due to different experimental designs with regard to
AON length, sequence, dose and injection frequency, it is
difficult to draw conclusions on the relative efficiencies
of 20MePS and PMO AONs. Recent evidence shows that
increasing the length of 20MePS AONs may improve
efficiency for some, but not all AONs [18,24]. In
the present study, we directly compared 20MePS of
different lengths with 25-mer PMO AONs targeting mouse
exon 23 and human exons 44, 45, 46 and 51. AONs
targeting mouse exon 23 were tested intramuscularly and
systemically in the mdx mouse model. AONs targeting the
human exons were tested intramuscularly in the hDMD
mouse model.

Materials and methods

Oligoribonucleotides, animals and
delivery methods

AONs were 2-O-methyl RNA oligonucleotides with a full-
length phosphorothioate backbone (Eurogentec, Liege,
Belgium) or morpholinos (Gene Tools, Philomath, USA).
AON sequences are given in Figure 1A; AONs target-
ing exon 23 in the mdx mouse have previously been
described [17,25], whereas the short AONs targeting
human exon 44, 45, 46 and 51 were identified by our
own group [8,26,27]. The long AONs were based on
these AONs and designed to target as many exonic splicing
enhancer sites as possible [27,28]. For the intramuscu-
lar experiments, 4—5-week-old mdx or hDMD mice were
injected in the gastrocnemius muscle on two consec-
utive days with 2.9 nmol AON (approximately 20 pg)
in 50 ul physiologic salt, or saline (negative control).
AONs were injected in four to eight muscles for each
AON (exon 23: n=6, 4 and 7 for short 20MePS,
long20MePS and PMO, respectively; exon 44 and 46:
n = 4 for each AON; exon 45: n = 4 for short 20MePS,
n =6 for long 20MePS and PMO; exon 51: n =8 for
both 20MePS and 7 for PMO). Gastrocnemius muscles
were pretreated to induce local muscle damage and
regeneration with a toxic reagent, which should lead

J Gene Med 2009; 11: 257-266.
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Exon 23 mouse partinl seq FATAAACTTOGAAAATTTCAGGTAAGOCGAGGTTTGGOCTTTAAACTATAT .3
mIIAONS s Fuccauucggouccanncegg 5
m2IAONS sslong FUNBAEUCCAUNCEEEUCCARAREEE T
mIIPMO5 s 3 TaangTecaTTeggeTecanaccgg 5

Exon 44 human p

5L AATTOCTGAGAATTGGGAACATGLT

ATACAAATGGTATCTTAAG, .3
ADNT Fecouuguacgnuuulnguu 5
h4ADNZlong

hAPMO2

Exon 44 mouse pi

5L AAATCCTOAAAAC TOGGAACATGC TAAATACAAA TGO TATCTTAAG, . 3

5L OAACTCCAGGATGGUATTGGGE AGUGH

ACTGTTGTCAGAACATT,.. 3

ha5AONSlong

b

A0S

Exuon 43 mouse 5L OAACTCCAGGATGGUATTGGC

ICAGCGTCAAGCTGTTGTCAGAACALCT...5*

Exon d6 himan partial seq & CATIGCTAGTATCCCACTTGAACCTGOAAAAGAGUAGUAAUTAA .3
BABADN2E Faubauafleupas BUEERS &

h46A0ON 26kong Faulavag@ougaa CUNEEScculull S

haEPMO26 FarBarafgert e ERTREEceTHTES

Exon 46 mouse partiol seq 5L CATTGCTALTACTCCACTT === GGAGATGAGCAGCAGCTAA..3"

Exan 31 partial seq

LCATCTOCAAACTAGAAATGOCATCTTCCTTGATGTTGGAGG TACCT. .37
RSIADN FucuuuacgguagaagBaachls

h51AON |long Fusugaucuuuacgg

agasgaacii s’

hSIPMO] FUTTgaTeTTTacga

gaaggaac 5’

Exon 51 mouse partial scq 3L CATCTCCAAACTAGAAATGCCATCTTCITTGCTGTTGGAGGTACCT ... 3

Figure 1. Comparison of 20MePS and PMO AONs after intramuscular injections of mdx and hDMD mice. (A) Relative location of
the AONs with respect to to their target sequences. For the AONs tested in hDMD mice, both human and murine sequences are
depicted. Mismatches between the human and mouse are underlined in the mouse sequence and are indicated by a gray box in
the AONs. Note that AONs are depicted from 3’ to 5'. (B) An example of RT-PCR analysis of hDMD muscle injected with 20MePS
and MPO AONSs targeting exon 45. In the human transcript, exon 45 skipping can be observed for all AONs. The target sequence
of the short 20MePS AON is completely homologous with the mouse sequence and this AON indeed appears equally efficient in
skipping the mouse and the human exon 45. The long 20MePS and PMO AON have two mismatches with the murine transcript. This
greatly reduces the efficacy for the 20MePS, whereas the PMO still induces considerable exon skipping. M, 100 bp size marker; NT,
nontreated; PMO, morpholino; 20, 20MePS AON, —RT-PCR, negative control. (C-G) Quantification of the exon skipping efficiencies
at the RNA level. For the AONs targeting the human exons, the figure shows two RT-PCR replicates for every sample. Each quantified
value is indicated by a dot. No exon skipping was observed in nontreated muscles (data not shown). (C) Exon 23 skipping in mdx
muscle. The PMO induces significantly higher levels of exon skipping than both 20MePS AONs. The long 20MePS is significantly
less efficient than the short version. (D) Exon 44 skipping in hDMD muscle. There is no significant difference between the skipping
levels in the human transcript. No exon 44 skipping could be observed in the murine transcript. (E) Exon 45 skipping in hDMD
muscle. The long 20MePS and PMO are equally efficient in skipping of the human transcript. Despite two mismatches with the
mouse exon, the PMO induces exon 45 skipping at levels similar to those found in the human transcript. The long 20MePS AON
on the other hand is almost ineffective in the mouse transcript. The short 20MePS is homologous to both the human and mouse
target sequence and induces similar levels of exon 45 skipping in both transcripts, albeit at significantly lower levels than obtained
with the long 20MePS and PMO AONSs. (F) Exon 46 skipping in hDMD muscle. On average, the PMO induces the highest levels of
skipping, followed by the long 20MePS and the short 20MePS AONs. The PMO is significantly more efficient than both the short
and long 20MePS AON. These AONs contain at least eight mismatches with the mouse sequences and, indeed, none of them induces
exon 46 skipping in the mouse transcript. (G) Exon 51 skipping in hDMD muscle. The only significant difference is between the
short 20MePS and the PMO AONSs. All AONs contain two mismatches with the mouse sequences, which renders the 20MePS AONs
ineffective, whereas low levels of exon 51 skipping were observed for the PMO. *P < 0.05; **P < 0.01

to enhanced AON uptake as observed for dystrophic mus- Beerse, Belgium/Roche Diagnostics, Almere, The Nether-
cles [12]. Prior to intramuscular injections, mice were lands). Ten days after the last injection, mice were
anaesthetized by intraperitoneal injection of a 1:1 (v/v) sacrificed by cervical dislocation and treated muscles were
Hypnorm/Dormicum solution (Janssen Pharmaceutica, isolated.

Copyright © 2009 John Wiley & Sons, Ltd. J Gene Med 2009; 11: 257-266.
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Figure 1. (Continued)

For intravenous experiments 4-week-old mdx mice were
intravenously injected three times a week with equal
molar amounts (14.52 pmol/kg) of the respective AONs
(compared to approximately 100 mg/kg) or saline, for
3 weeks (n =4 for short 20MePS and n =2 for long
20MePS and PMO). Four days after the last injection,
mice were sacrificed, and muscles and heart, kidneys
and liver were snap frozen in liquid nitrogen-cooled 2-
methylbutane and stored at —80°C. Experiments were
approved by the local Animal Ethics Committee of the
Leiden University Medical Center.

Hybridization-ligation assay

The assay for measuring the concentration of 20MePS
and PMO AONSs in plasma and tissue samples is based on
a previously published hybridization ligation assay [29].
Calibration curves of the analysed AON prepared in 1%

control mouse plasma in phosphate-buffered saline (PBS)

Copyright © 2009 John Wiley & Sons, Ltd.
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were included. For liver and kidney samples all dilutions
(at least 200 times) were performed in PBS and the
absorption was read against a calibration curve in PBS.
Heart and muscle samples were first diluted 60 times in
PBS; subsequent dilutions and the calibration curves were
performed in 60 x control heart or muscle in PBS. All
analyses were performed in duplicate.

RNA extraction and reverse
transcriptase-polymerase chain
reaction (RT-PCR)

Muscles were minced in RNA-Bee (Campro Scientific,
Veenendaal, The Netherlands) using MagNa Lyser green
beads (Roche Diagnostics) and the MagNa Lyser (Roche
Diagnostics) according to the manufacturer’s instructions.
Total RNA was extracted, and 400 ng of RNA was used for
RT-PCR analysis using Transcriptor Reverse Transcriptase
polymerase (Roche Diagnostics) in 20 ul at 55°C for

J Gene Med 2009; 11: 257-266.
DOI: 10.1002/jgm
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30 min with an appropriate primer (primer sequences
on request). Primary and nested PCRs were described
previously [26]. Primary PCRs were performed by 20
cycles of 94 °C for 40 s, 60 °C for 40 s and 72 °C for 120 s.
One microliter of these reactions was then reamplified
in nested PCRs by 32 cycles of 94°C for 40's, 60°C for
40 s and 72°C for 100 s. PCR products were visualized
on 2% agarose gels and quantified with the Agilent 2100
Bioanalyser (Agilent, Santa Clara, CA, USA).

Statistical analysis

The results of the intramuscular experiment were
statistically analysed. Short 20MePS, long 20MePS and
PMO exon skipping levels were compared using the
independent samples t-test with SPSS, version 14.0 (SPSS,
Chicago, IL, USA). RT-PCR replicates were averaged.

Protein extraction and western blotting

Western blotting was performed as described [7].
Briefly, muscles were homogenized to a concentration
of 25 mg/ml in treatment buffer (75 mwm Tris-HCI pH 6.8,
15% SDS, 5% B-mercaptoethanol, 2% glycerol, 0,001%
bromophenol blue) using MagNa Lyser green beads in the
MagNa Lyser (Roche Diagnostics). Samples were boiled
for 5 min, loaded on a 4-7% gradient polyacrylamide
gel and run overnight at 4°C. Gels were blotted to
nitrocellulose BA83 (Whatman, Schleicher & Schuell,
Dassel, Germany) for 6 h at 4 °C. Blots were blocked with
5% nonfat dried milk (Campina Melkunie, Zaltbommel,
The Netherlands) in Tris-buffered saline (TBS) followed
by an overnight incubation with NCL-DYS1 (dilution
1:125; NovaCastra, Newcastle, UK) in TBS plus 0.05%
Tween20 to detect dystrophin. The fluorescent IRDye
800CW goat-anti-(mouse IgG) (dilution 1:5000; Li-Cor,
Lincoln, NE, USA) was used as a secondary antibody. Blots
were visualized and quantified with the Odyssey system
and software (Li-Cor, NE, USA).

Antibodies and immunohistochemistry

Sections of 10 um were cut from the gastrocnemius,
quadriceps, triceps, tibialis anterior, heart and diaphragm
at 100 um intervals using a Shandon Cryotome (Thermo
Fisher Scientific Co., Pittsburgh, PA, USA). Sections were
fixed for 1 min with ice-cold acetone and analysed as
described previously [12]. Monoclonal mouse antibody
NCL-DYS2 (dilution 1:30; NovaCastra) was used to
detect dystrophin. To detect the mouse antibody
on mouse tissue, the MOM-kit fluorescein (Vector
Laboratories, Inc., Burlingame, CA, USA) was used
according to the manufacturer’s instructions. Sections
were mounted in Vectashield hard set mounting medium
(Vector Laboratories, Inc.). Slides were analysed using a
fluorescence microscope (DM RA2; Leica Microsystems,

Copyright © 2009 John Wiley & Sons, Ltd.
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Wetzlar, Germany), and digital images were taken using
a CCD camera (CTR MIC; Leica Microsystems).

Results

Comparison of 20MePS and PMO AONs
after intramuscular injection

Whereas PMO AONs generally are 25-mers, the 20MePS
AONSs used so far are typically 17- to 20-mers (referred
to as ‘short’” 20MePS). We now also included 25-mer
20MePS AONs (referred to as ‘long’ 20MePS), completely
similar to the PMO sequence with replacement of U for
T nucleotides (Figure 1A). The AONs were injected at
equal molar concentrations in the gastrocnemius muscles
of either mdx or hDMD mice for mouse exon 23 or
human exons 44, 45, 46 and 51, respectively. RNA was
analysed by RT-PCR (see exon 45 example in Figure 1B).
Skipping levels were quantified with the Agilent 2100
Bioanalyser (Figures 1C and 1G). The PMO targeting the
murine exon 23 was significantly more effective than
both the short and long 20MePS in mdx muscle (over
50% versus 20% and 2.5% skipping levels, P = 0.016 and
0.003, respectively; Figure 1C), which is in accordance
with earlier observations [17]. The 25 nt 20MePS AON
was less effective than its shorter counterpart (20 nt)
(P < 0.001).

For hDMD muscle, both the (targeted) human and
(nontargeted) murine DMD transcripts were analysed.
Skipping efficiencies varied, even between samples
treated with the same AON (Figures 1C and 1G). This
is inherent to the intramuscular injection procedure. For
exon 44, no significant difference between the long and
short 20MePS and PMO AONSs was observed (Figure 1D).
For exon 45 (Figures 1B and 1E), the long 20MePS and
the PMO AONs were more efficient than the short 20MePS
AONs (P < 0.001). With a similar range, the PMO was
more efficient than both 20MePS AONs for exon 46. For
exon 51 (Figure 1G), the only difference was between
the PMO AON and the short 20MePS AON, which was
marginally significant (P = 0.021). Analysis of the murine
transcript was performed to determine AON specificity
because there are several mismatches between the murine
and human sequences in the targeted regions (Figure 1A).
The short 20MePS AON targeting exon 45 is completely
homologous to both the human and the murine sequence
and, indeed, induced equal levels of exon 45 skipping in
both transcripts (Figures 1B and 1E). By contrast, the long
20MePS and PMO contain two mismatches with the target
sequence. For 20MePS, this greatly decreased skipping,
whereas PMO skipping remained equally efficient in the
murine and human transcript. This suggests a reduced
specificity of the PMO agent. No exon 46 skipping was
observed in the murine transcript for any of the human
AONSs, which was expected because the murine sequence
differs by approximately 50% from the human target in
this area. Surprisingly, we did not observe any mouse exon

J Gene Med 2009; 11: 257-266.
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44 skipping for any of the AONs, even though the short
20MePS AON is completely homologous to the mouse
sequence (Figure 1A). For exon 51, two mismatches
rendered both 20MePS AONs ineffective for the mouse
sequence, whereas low levels of skipping remained again
for the PMO, emphasizing the reduced specificity of the
PMO agent.

Systemic delivery of 20MePS and PMO
AONSs in the mdx mouse

To directly compare biodistribution and efficiencies,
20-mer (‘short, n=4) and 25-mer (‘long’, n=2)
20MePS and 25-mer PMOs (n = 2) targeting exon 23
(Figure 1A) were injected at equal molar concentrations
intravenously every other day for 3 weeks in mdx mice.
Four days after the last injection, mice were sacrificed and
different muscles, kidney and liver were isolated. Using
a hybridization-ligation enzyme-linked immunosorbent
assay method, AON concentrations were determined
(Figure 2). The highest AON levels were observed in
kidney, especially for PMO. In the liver, 20MePS AON
levels were approximately 1.5- to two-fold lower than
in the kidney, but higher than the PMO levels. For each
skeletal muscle analysed, PMO levels were lower than
20MePS levels. With the exception of the tibialis anterior,
the amount of long 20MePS AON exceeded that of the
short AON in all tissues analysed. Levels in the heart
were comparable to levels observed in skeletal muscle for
each AON.

Exon 23 skipping levels were analysed by RT-PCR
analysis. By contrast to the biodistribution data, long
20MePS were least effective (<5% exon 23 skipping),
followed by the short 20MePS (approximately 10%
skipping) and PMO (approximately 40% skipping)
(Figure 3A). The only exception is the diaphragm,
where the long and short 20MePS were equally
efficient (approximately 7% skipping), whereas PMO
was approximately 40%. The levels of exon skipping
in different skeletal muscles were comparable per
compound. Notably, we observed exon skipping in the

[ swonzomers [ Leng zomers [l Pmo

AON concentration (nmollgram) >

Gastro  Quadriceps  Triceps Tibialis  Diaphragm Heart

Tissue
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heart for each AON, albeit at low levels (Figure 3B).
This shows, for the first time that, at sufficient doses,
it is feasible to induce exon skipping in the heart after
systemic treatment using unconjugated PMO or 20MePS.
Interestingly, in contrast to skeletal muscle, skipping
levels were comparable for long and short 20MePS
AONs in the heart (approximately 1.5%), whereas PMO
skipping levels were only slightly higher (approximately
2.5%).

Western blot analysis confirmed dystrophin restoration
at varying levels for the different AONs (Figure 4). In
correlation with the RT-PCR data, the highest levels of
dystrophin were found after PMO treatment (7-27%
of wild-type), whereas lower levels were found for
the long (0.5-2%) and short (1-2%) 20MePS AONs.
Interestingly, in contrast to exon skipping at the RNA
level, protein levels did vary between different muscles;
for each AON, dystrophin levels after treatment were
highest in the tibialis anterior muscle and lowest in the
gastrocnemius muscle. Moreover, the low levels of exon
skipping in the heart appeared sufficient to result in
detectable dystrophin levels (0.3-1.7%). Interestingly,
these levels are comparable for the different compounds,
despite the two- to five-fold higher exon 23 skipping levels
observed after PMO treatment.

Using immunohistochemical analysis (Figure 5)
approximately 10-20% of muscle fibers stained brightly
for dystrophin in the gastrocnemius, tibialis anterior and
quadriceps muscles after morpholino treatment, whereas
a much lower amount of fibers (approximately 5%)
was dystrophin-positive in the triceps and diaphragm.
The number of positive fibers after short 20MePS AON
treatment was similar to the number of revertant fibers
observed in saline-treated muscles for all skeletal muscles
and the diaphragm. The only exception was the triceps
muscle, where the number of dystrophin positive fibers
was slightly enhanced (3% versus approximately 1%).
Only occasional positive fibers were observed in the heart
(indicated by asterisks in Figure 5) after 20MePS and
morpholino treatment. This corresponded to the number
of revertant fibers found in saline-treated samples.

g B

AON concentration (nmol/gram) @

—

Liver

Kidney

= B &5 2 B
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Figure 2. Biodistribution of short and long 20MePS AONs and PMOs targeting mouse exon 23. Each sample was analysed twice.
Average values of these replicates are shown. (A) The highest levels were observed in each skeletal muscle tissue for the long
20MePS AON compared to the short 20MePS AON, whereas PMO concentrations were lower. (B) 20MePS AONs were found in
comparable levels in the kidney and liver, whereas PMOs were almost exclusively found in kidney. Gastro is gastrocnemius
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Figure 3. Quantification of exon 23 skipping levels analysed by RT-PCR for skeletal and heart muscle of mdx mice after intravenous
injection of 20MePS and PMO AONs. RT-PCR analysis was performed twice for each RNA sample and each replicate is shown.
The quantified values are shown as separate dots for each sample. No exon 23 skipping was observed in saline-treated muscles
(data not shown). (A) For all skeletal muscles analysed, PMOs induced the highest levels of exon skipping (approximately 40%),
followed by the short 20MePS AONs (approximately 10%) and the long 20MePS AONs (approximately 5%). We did not observe
a difference in skipping levels between the muscles analysed, with the exception of the diaphragm, where skipping levels for the
short 20MePS AON were somewhat lower than in other muscles. (B) Low levels of exon skipping were detectable in the heart for
each AON. By contrast to skeletal muscle, the levels of skipping where only slightly higher for the PMO compared to the 20MePS
AONs (approximately 2.5% versus 1.5%)
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Figure 4. Western blot analysis of skeletal and heart muscle of mdx mice systemically treated with the long and short 20MePS and
PMO AONSs targeting mouse exon 23. NCL-DYS1 was used to detect dystrophin. Dystrophin levels were quantified as percentages
of wild type gastrocnemius dystrophin and are shown underneath the western blot. The results obtained were comparable for the
different mice within each treatment group and therefore only a single sample per muscle is shown per group. No protein was
detected in nontreated mdx mouse muscle (Mdx). After treatment, dystrophin was detectable in each skeletal muscle analysed.
Dystrophin levels of PMO treated animals were higher than those treated with either the short or long 20MePS AON for the skeletal
muscles, which corresponds to the RT-PCR data. In heart, protein levels found are low for each AON, again in accordance with the
low skipping levels found at the RNA level

efficiency found for exon 23 PMO and 20MePS AONs
in mdx mice was less prominent or absent for AONs
targeting human exons in hDMD mice. In addition, for

Discussion

In the present study, we directly compared the effect
and biodistribution of 20MePS and PMO chemistries
after intramuscular or systemic injections of equal molar
amounts and identical dosing regimes. The difference in
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one out of four tested sequences, the longer 20MePS
AON was significantly more efficient than the shorter
(i.e. the AON targeting exon 45). This is in accordance
with a study by Harding et al. [24] reporting that longer
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Figure 5. Inmunohistochemical analysis of skeletal and heart
muscle of mdx mouse treated with long and short 20MePS and
morpholino AONs. NCL-Dys2 was used to detect dystrophin.
In the gastrocnemius, quadriceps and tibialis anterior muscles,
approximately 10-20% of fibers were dystrophin positive after
systemic delivery of morpholinos. Lower levels of positive
fibers were found in the triceps and diaphragm (approximately
5-10%). The number of dystrophin positive fibers was similar for
saline and 20MePS treated animals (<1%). Only in the triceps
muscle, somewhat higher levels were observed (approximately
3%). For the heart, the number of dystrophin positive fibers
after either 20MePS or morpholino treatment did not differ
from saline-injected animals (<0.5%)

AONs are more effective for some but not all target
sequences. The endogenous murine DMD gene in the
hDMD mouse allowed us to test AON specificity in
parallel. For two of the short 20MePS AONs (targeting
exon 44 and 45), the mouse sequence was completely
homologous to the human sequence. For the exon 45
AON, we indeed observed similar levels of exon 45
skipping in human and mouse transcripts. However,
for exon 44, we only observed skipping of the human
exon and not of the mouse exon. The mouse sequence
was checked for polymorphisms, but none were found.
Another explanation for this unexpected finding is that
the predicted secondary structure of human and mouse
exon 44, as predicted by the m-fold program [30], are
very dissimilar. The predicted target site of the AON
is an open, accessible structure in humans, whereas
it is located in a closed structure in the mouse exon.
For the longer 20MePS and PMO AONs, there were at
least two mismatches with the mouse sequence. For the
20mePS, these mismatches almost completely abolished
AON efficacy. By contrast, two of the four PMOs tested

Copyright © 2009 John Wiley & Sons, Ltd.
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induced skipping of the murine exon. For exon 51, this
aspecific skipping was at a lower level than that observed
for human exon 51. However, for exon 45, the skipping
levels of the mouse and human exons were similar.
AONs are screened with BLAST to confirm that they only
hybridize to their intended target exon. However, if AONs
are unable to discriminate between their target sequence
and a sequence containing two mismatches, the chance
of mistargeting will increase significantly. Thus far, there
is no report of such off target effects, but it is expected
that, in future applications of this therapy, patients will
have to be dosed repeatedly and chronically, which may
increase the chance of detrimental side-effects.

hDMD mice contain the full-length murine and human
DMD genes that both produce functional dystrophin.
Therefore, they do not have a dystrophic phenotype
[12,13]. Thus, AON uptake by the muscle after systemic
delivery is expected to be very low. We have performed
a pilot experiment where h51AON1 was injected intra-
venously for 100 mg/kg for several weeks in hDMD mice.
As anticipated we only observed very low levels of exon
51 skipping (<0.5%) in some and no exon skipping in
other muscles (Heemskerk et al., unpublished data). The
healthy nature of the fibers also explains why exon skip-
ping levels after intramuscular injection of AONs are much
lower than those observed in the mdx mouse (Figure 1C)
and in previous tissue culture experiments [27].

After systemic injection, PMO AONs were present in
lower amounts in skeletal muscle than 20MePS AONs,
whereas PMOs were more efficient in inducing DMD
exon 23 skipping in the mdx mouse model. This higher
efficiency has been noted previously [15,16]. In addition,
Sazani et al. [31] reported that, in skeletal muscle,
PMO AONs outperformed 2'-O-methoxyethyl PS AONs
(20MOEPS) AONSs, with a chemistry that is very similar
to 20MePS [31]. The discrepancy may be explained by the
fact the hybridization-ligation assay gives the total amount
of AON in the entire tissue, without any specification
as to whether AONs are present in muscle fibers or
in interstitial spaces. It is possible that, for the PMO,
the relative amount located within the muscle was high,
whereas part of the 20MePS AONs was sequestered in the
interstitial space. Similarly, it is not unlikely that the long
AON is sequestered at higher levels in the extracellular
matrix in interstitial spaces due to its increased length.
The high PMO levels in the kidney may be explained
by the fact that the uncharged PMO binds less plasma
proteins nonspecifically. This leads to a higher amount
of PMO being filtered and reabsorbed in the kidney and,
subsequently, to higher concentrations in the kidneys and
lower concentrations in muscle and liver [32]. Because
the long 20MePS will bind many plasma proteins, the
serum half-life will increase [33] and more will end
up in muscle and liver. Finally, although similar AON
levels were found in the heart and skeletal muscles,
exon skipping levels were much lower in the heart. This
might also be explained by AONs being captured in the
interstitial space and therefore unable to induce exon
skipping.
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Despite similar percentages of exon skipping at the RNA
level, the amount of dystrophin protein varied between
different muscle types. This difference might be caused
by the level of fibrosis per muscle. The exon skipping
approach utilizes dystrophin transcripts and dystrophin
is not expressed in fibrotic tissue. The tibialis anterior
generally has a low level of fibrosis and, as a result, more
fibers that produce dystrophin. A similar difference was
seen between patients with a high level of fibrosis and a
low level of fibrosis in the clinical trial by van Deutekom
et al. [14]. However, within a certain muscle, different
levels of exon skipping did correlate with protein levels;
for example, in the triceps, the short 20MePS was more
efficient than the long 20MePS at the RNA level and,
accordingly, more dystrophin was detected by western
blotting, whereas long and short AONs induced similar
levels of exon skipping and dystrophin protein in the
diaphragm. This possibly reflects different protein and
RNA turnover in the different muscles. In the heart
on the other hand, the levels of exon skipping did
not correlate with the levels of dystrophin restoration
as, at the RNA level, the PMO was the most efficient,
whereas efficiencies are comparable on protein levels.
We have no explanation for the fact that, within the
same tissue, exon skipping levels and protein levels
do not correlate. Furthermore, heart dystrophin levels
were comparable to skeletal muscle levels after short
20MePS treatment, despite two- to five-fold lower exon
skipping levels. This finding was confirmed for four
individual mice (data not shown). An explanation might
be that more dystrophin is present in the heart, or that
dystrophin is more stable in heart tissue. Notably, this is
the first time that exon skipping and protein production
in the heart has been described after systemic delivery
of unconjugated PMO or 20MePS. Compared to other
studies with unconjugated AONs [15,16], we applied
a higher total dose over a shorter time period, which
might explain why other studies have failed to detect
exon skipping and protein production in the heart to
date. In addition, we assessed protein levels with the
Odyssey system, which may be more sensitive than
traditional methods. The amount of dystrophin after
morpholino treatment determined by western blotting
does not correlate with the number of dystrophin positive
fibers assessed by immunohistochemical analysis. The
triceps and diaphragm show relatively high levels of
dystrophin by western blotting, whereas the number of
dystrophin-positive fibers was notably lower than those
of the quadriceps and gastrocnemius muscles. However,
immunohistochemical analysis is not quantitative and it
is possible that either a small number of fibers expressed
high levels of dystrophin or that the majority of fibers
expressed low (undetectable) levels of dystrophin.

In conclusion, the difference in efficiency observed
for PMOs and 20MePS targeting exon 23 in the mdx
mouse was confirmed in the present study, but was less
pronounced or even absent for human target sequences.
In addition, our data show that PMOs may be less
sequence-specific than 20MePS AONs. Finally, we show
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that systemic administration of both 20MePS and PMO
can induce skipping and novel protein production in the
heart.

Acknowledgements

We are grateful to Rinse Klooster for his help with the Odyssey
system and to Peter-Bram ‘t Hoen for his help with the statistical
analyses. The research in this study was financed by the
Dutch Duchenne Parent Project (The Netherlands), ZonMw
(The Netherlands), the Center for Biomedical Genetics (The
Netherlands) and SenterNovem (The Netherlands).

References

—

. van Deutekom JC. Gene therapy: the ‘pro-sense’ approach to
Duchenne muscular dystrophy. Eur J Hum Genet 2005; 13:
518-519.

. Wilton SD, Fletcher S. Antisense oligonucleotides in the
treatment of Duchenne muscular dystrophy: where are we now?
Neuromuscul Disord 2005; 15: 399-402.

. Hoffman EP, Brown RH Jr, Kunkel LM. Dystrophin: the protein
product of the Duchenne muscular dystrophy locus. Cell 1987;
51: 919-928.

. Monaco AP, Bertelson CJ, Liechti-Gallati S, Moser H, Kunkel LM.
An explanation for the phenotypic differences between patients
bearing partial deletions of the DMD locus. Genomics 1988; 2:
90-95.

. Hoffman EP, Fischbeck KH, Brown RH, et al. Characterization
of dystrophin in muscle-biopsy specimens from patients with
Duchenne’s or Becker’s muscular dystrophy. N Engl J Med 1988;
318: 1363-1368.

6. van Deutekom JC, Bremmer-Bout M, Janson AA, et al.
Antisense-induced exon skipping restores dystrophin expression
in DMD patient derived muscle cells. Hum Mol Genet 2001; 10:
1547-1554.

. Aartsma-Rus A, Janson AA, Kaman WE, etal. Therapeutic
antisense-induced exon skipping in cultured muscle cells from
six different DMD patients. Hum Mol Genet 2003; 12: 907-914.

. Aartsma-Rus A, Janson AA, Kaman WE, et al. Antisense-induced
multiexon skipping for duchenne muscular dystrophy makes
more sense. Am J Hum Genet 2004; 74: 83-92.

9. Surono A, Van KhanhT, TakeshimaY, etal. Chimeric
RNA/ethylene-bridged nucleic acids promote dystrophin
expression in myocytes of duchenne muscular dystrophy by
inducing skipping of the nonsense mutation-encoding exon.
Hum Gene Ther 2004; 15: 749-757.

10. Takeshima Y, Wada H, Yagi M, et al. Oligonucleotides against
a splicing enhancer sequence led to dystrophin production in
muscle cells from a Duchenne muscular dystrophy patient. Brain
Dey 2001; 23: 788-790.

11. Lu QL, Mann CJ, Lou F, et al. Functional amounts of dystrophin
produced by skipping the mutated exon in the mdx dystrophic
mouse. Nat Med 2003; 8: 1009-1014.

12. Bremmer-Bout M, Aartsma-Rus A, de Meijer EJ, et al. Targeted
exon skipping in transgenic hDMD mice: a model for direct pre-
clinical screening of human-specific antisense oligonucleotides.
Mol Ther 2004; 10: 232-240.

13. ‘t HoenPA, de Meijer EJ, Boer JM, etal. Generation and
characterization of transgenic mice with the full-length human
DMD gene. J Biol Chem 2008; 9: 5899-5907.

14. van Deutekom JC, Janson AA, Ginjaar IB, et al. Local dystrophin
restoration with antisense oligonucleotide PRO051. Engl J Med
2007; 357: 2677-2686.

15. Alter J, LouF, Rabinowitz A, etal. Systemic delivery of
morpholino oligonucleotide restores dystrophin expression
bodywide and improves dystrophic pathology. Nat Med 2006;
12: 175-177.

16. Fletcher S, Honeyman K, Fall AM, Harding PL, Johnsen RD,

Wilton SD. Dystrophin expression in the mdx mouse after

localised and systemic administration of a morpholino antisense

oligonucleotide. J Gene Med 2006; 8: 207-216.

I

w

IS

v

~

®

J Gene Med 2009; 11: 257-266.
DOI: 10.1002/jgm

75



Chapter 2

266

17.

18.

19.

20.

21.

22.

23.

24.

25.

Gebski BL, Mann CJ, Fletcher S, Wilton SD. Morpholino
antisense oligonucleotide induced dystrophin exon 23 skipping

in mdx mouse muscle. Hum Mol Genet 2003; 12:
1801-1811.
Arechavala-Gomeza V, Graham IR, Popplewell LJ, et al.

Comparative analysis of antisense oligonucleotide sequences
for targeted skipping of exon 51 during dystrophin pre-mRNA
splicing in human muscle. Hum Gene Ther 2007; 18: 798-710.
Summerton J, Weller D. Morpholino antisense oligomers:
design, preparation, and properties. Antisense Nucleic Acid Drug
Dev 1997; 7: 187-195.

Amantana A, Iversen PL. Pharmacokinetics and biodistribution
of phosphorodiamidate morpholino antisense oligomers. Curr
Opin Pharmacol 2005; 5: 550-555.

McClorey G, Fall AM, Moulton HM, et al. Induced dystrophin
exon skipping in human muscle explants. Neuromuscul Disord
2006; 16: 583-590.

Lu QL, Rabinowitz A, Chen YC, etal. Systemic delivery of
antisense oligoribonucleotide restores dystrophin expression in
body-wide skeletal muscles. Proc Natl Acad Sci USA 2005; 102:
198-203.

Jearawiriyapaisarn N, Moulton HM, Buckley B, et al. Sustained
dystrophin  expression induced by peptide-conjugated
morpholino oligomers in the muscles of mdx mice. Mol Ther
2008; 16: 1624-1629.

Harding PL, Fall AM, Honeyman K, Fletcher S, Wilton SD. The
influence of antisense oligonucleotide length on dystrophin exon
skipping. Mol Ther 2007; 15: 157-166.

Mann CJ, Honeyman K, McClorey G, Fletcher S, Wilton SD.
Improved antisense oligonucleotide induced exon skipping in

Copyright © 2009 John Wiley & Sons, Ltd.

76

26.

27.

28.

29.

30.

31.

32.

33.

H. A. Heemskerk et al.

the mdx mouse model of muscular dystrophy. J Gene Med 2002;
4: 644-654.

Aartsma-Rus A, Bremmer-Bout M, Janson A, Den Dunnen J,
van Ommen G, van Deutekom J. Targeted exon skipping as
a potential gene correction therapy for Duchenne muscular
dystrophy. Neuromuscul Disord 2002; 12: S71-S77.
Aartsma-Rus A, Winter CL, Janson AAM, etal. Functional
analysis of 114 exon-internal AONs for targeted DMD exon
skipping: indication for steric hindrance of SR protein binding
sites. Oligonucleotides 2005; 15: 284-297.

Aartsma-Rus A, van Vliet L, Hirschi M, et al. Guidelines for anti-
sense oligonucleotide design and insight into splice-modulating
mechanisms. Mol Ther 2008; DOI1:10.1038/mt.2008.205.
YuRZ, Baker B, Chappell A, Geary RS, Cheung E, Levin AA.
Development of an ultrasensitive noncompetitive hybridization-
ligation enzyme-linked immunosorbent assay for the
determination of phosphorothioate oligodeoxynucleotide in
plasma. Anal Biochem 2002; 304: 19-25.

Zuker M. Mfold web server for nucleic acid folding
and hybridization prediction. Nucleic Acids Res 2003; 31:
3406-3415.

Sazani P, Gemignani F, Kang SH, et al. Systemically delivered
antisense oligomers upregulate gene expression in mouse
tissues. Nat Biotechnol 2002; 20: 1228-1233.

Oberbauer R, Schreiner GF, Meyer TW. Renal uptake of an 18-
mer phosphorothioate oligonucleotide. Kidney Int 1995; 48:
1226-1232.

Watanabe TA, Geary RS, Levin AA. Plasma protein binding of an
antisense oligonucleotide targeting human ICAM-1 (ISIS 2302).
Oligonucleotides 2006; 16: 169-180.

J Gene Med 2009; 11: 257-266.
DOI: 10.1002/jgm



	title page Chapter 2.pdf
	ch2b.pdf

