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Abstract: Spinal muscular atrophy (SMA) is a motor neuron disease caused by insufficient levels of
the survival motor neuron (SMN) protein. One of the most prominent pathological characteristics
of SMA involves defects of the neuromuscular junction (NM]J), such as denervation and reduced
clustering of acetylcholine receptors (AChRs). Recent studies suggest that upregulation of agrin, a
crucial NMJ organizer promoting AChR clustering, can improve NMJ innervation and reduce muscle
atrophy in the delta? mouse model of SMA. To test whether the muscle-specific kinase (MuSK), part
of the agrin receptor complex, also plays a beneficial role in SMA, we treated the delta7 SMA mice
with an agonist antibody to MuSK. MuSK agonist antibody #13, which binds to the NM], significantly
improved innervation and synaptic efficacy in denervation-vulnerable muscles. MuSK agonist
antibody #13 also significantly increased the muscle cross-sectional area and myofiber numbers in
these denervation-vulnerable muscles but not in denervation-resistant muscles. Although MuSK
agonist antibody #13 did not affect the body weight, our study suggests that preservation of NMJ
innervation by the activation of MuSK may serve as a complementary therapy to SMN-enhancing
drugs to maximize the therapeutic effectiveness for all types of SMA patients.

Keywords: spinal muscular atrophy; neuromuscular junction; muscle-specific kinase (MuSK); skele-

tal muscle; innervation; denervation

1. Introduction

Spinal muscular atrophy (SMA), the leading genetic cause of infant mortality when
untreated, is a motor neuron disorder caused by deletions or mutations of the survival
motor neuron 1 (SMN1) gene [1,2]. The human genome also contains one or more copies
of a nearly identical SMN2 gene, which differs from SMN1 in a C to T transition at position
6 of exon 7, altering splicing and leading to exclusion of sequences encoded by exon 7. The
SMN2 protein is less stable and expressed at ~10-fold lower levels than SMN1 protein [3,4].
The copy number of SMN?2 is negatively correlated with disease severity and responsible
for different SMA subtypes [5], consistent with the idea that SMA is caused by insufficient
levels of SMN protein.
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SMA is characterized primarily by spinal motoneuron loss, synaptic defects, and
skeletal muscle atrophy [6,7]. Dysfunction of the neuromuscular junction (NM]J) is one
of the earliest and most prominent pathological hallmarks of SMA seen in patients and
various animal models [8,9]. The NM] defects include neurofilament accumulation, reduced
transmitter release and active zone number, altered Ca2* homeostasis, delayed maturation
of NMJs and reduced acetylcholine receptor (AChR) clustering [10-21]. Furthermore,
retraction of nerve terminals is observed in some vulnerable muscles resulting in severe
muscle atrophy [15,18,22]. Thus, one potential therapeutic strategy for mitigating the SMA
pathology is to ameliorate these NM]J defects, particularly by promoting postsynaptic
differentiation and attachment of motor nerve terminals to muscle.

Clustering of AChRs on the postsynaptic muscle membranes plays a key role in
synaptic function, formation, and maintenance of the NM]J. It is well established that AChR
clustering is governed by the signaling pathways involving agrin and its receptor complex,
including muscle-specific kinase (MuSK) and low-density lipoprotein receptor-related
protein 4 (LRP4) [23-26], as well as a downstream modifier, DOK7 [27]. Studies have
shown that Z+ agrin (active neuronal isoform) is poorly expressed in spinal motor neurons
of SMA mice [28]. Furthermore, upregulation of Z+ agrin by a genetic approach [29] or by
a pharmacological treatment [30] increases NM] area, muscle fiber size, and innervation at
NM]Js of SMA mice. Similarly, enhancing DOK7 by AAV9 delivery also improved NM]J
architecture and reduced muscle atrophy [31]. These findings suggest that NM] defects can
be alleviated by enhancing postsynaptic differentiation in SMA mice.

In addition to agrin, MuSK is also essential for NM] development and mainte-
nance [32]. Thus, enhancing MuSK activity may mitigate NM] defects in diseases of
the NM]J, such as amyotrophic lateral sclerosis (ALS) and SMA. Indeed, increasing MuSK
activity either by genetic expression [33] or by a MuSK agonist antibody #13 (developed by
Genentech [34]) can preserve NMJs in the SOD1-G93A mouse model of ALS [35,36]. The
present study was designed to test whether stimulating MuSK activity with MuSK agonist
antibody #13 can also preserve NMJs in SMA mice.

Our previous studies on the delta? mouse model of SMA mice (a model for the severe
type of SMA) have demonstrated severe NMJ denervation in a group of clinically relevant
neck muscles, such as the splenius and the longissimus muscles [18]. Due to their severe
denervation and high sensitivity to drug treatments, these neck muscles have been useful
in analyzing NM]J deficits and the in vivo testing of various compounds, including the
FDA-approved Risdiplam [37] and other SMN modifiers (e.g., [38,39]). The present work
demonstrated that stimulating MuSK reduces NMJ denervation, accompanied by improved
synaptic efficacy and muscle size of these vulnerable muscles in SMA mice. Although
MuSK agonist antibody #13 did not increase body weight of SMA mice, its beneficial effects
in promoting synapse maintenance and preventing synapse disruption may be used as a
complementary therapeutic intervention for SMA patients who may be poor responders
to the three currently FDA-approved SMN-enhancing drugs, Spinraza, Zolgensma, and
Evrysdi [40—42].

2. Results
2.1. MuSK Agonist Antibody #13 Recognizes the Neuromuscular Junction

Before testing the effects of MuSK agonist antibody #13, we asked whether this anti-
body indeed binds to the postsynaptic sites where MuSK resides. To address this question,
we intraperitoneally (IP) injected MuSK agonist antibody #13 (10 mg/kg) in wildtype
(WT) or deltaZ mice at postnatal day (PND) 2. Approximately 24 h after injection, mice
were sacrificed, and the binding of MuSK antibody #13 was detected using fluorochrome-
conjugated anti-human antibody. As shown in Figure 1, NM]Js of the splenius muscle in
both WT (a—c) and deltaZ mice (d-f) at PND2 were labeled by the MuSK agonist antibody
#13 (green), which is co-localized with AChRs, and stained with x-bungarotoxin (BTX)
(red). Furthermore, the antibody staining persisted throughout our studies ending on
PND14, as shown in an example of WT NM]Js at PND 14 (g-i). These results confirmed that
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MuSK agonist antibody #13 binds to MuSK on the postsynaptic site of the NMJ and are
consistent with the long half-life (12 days after a single injection) of the injected antibody
in the blood as described previously [35].

BTX Merge

SMA

PND2 splenius (24h post injection)

PND14
WT

Figure 1. MuSK agonist antibody #13 binds to NM]Js after injection. Images show PND2 WT (a—c) and
SMA (d-f) NMJs labeled with BTX and anti-human secondary antibodies 24 h post-injection, and
PND14 WT NM]Js (g-i) after one injection at PND1 and one injection at PND9.

2.2. The Effect of MuSK Agonist Antibody #13 on Innervation Patterns in the SMA Mice

As MuSK agonist antibody #13 binds to NMJs, we next asked whether the anti-
body could preserve NMJs in delta7 SMA mice, as previously shown in the ALS mouse
model [35,36]. To address this question, MuSK agonist antibody #13 was administered to
delta7 mice via IP injections at PND1 and PND9 and disease pathologies were assessed
at PND14, the disease end stage of delta7 mice. Given that the half-life of MuSK agonist
antibody #13 is ~12 days, and 2 mg/kg saturates MuSK at the synapse [35], we believe that
the two injections at 10 mg/kg at PND1 and PND 9 should adequately saturate the binding.
To reveal the innervation patterns, NM]Js were labeled with BTX and with antibodies to
vesicular acetylcholine transporter (vAChT) and neurofilament to visualize presynaptic
nerve terminals. We first examined a group of muscles that are severely denervated in SMA
mice, the so-called “vulnerable muscles,” such as the splenius capitis and the longissimus
capitis muscles in the neck [18]. At PND14, NM]Js were 100% fully innervated in the sple-
nius muscle in WT mice [18]. As shown in Figure 2A, many denervated NM]Js (arrowheads),
which were stained with BTX (red) but lacked overlying nerve terminals (green), were seen
in deltaZ mice (a). In contrast, the number of denervated NMJs was reduced in deltaZ mice
treated with MuSK agonist antibody #13 (b). We quantitated denervation by categorizing
synapses into fully innervated, partially innervated, and denervated groups (Figure 2B),
which showed that MuSK antibody #13 promoted full innervation (46% without treatment
vs. 62% with treatment, ** p < 0.01) while decreasing denervation (31% without treatment
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vs. 18% with treatment, *** p < 0.001) in the splenius muscle. In addition, MuSK antibody
#13 also increased full innervation of the longissimus muscle (Figure 2B). These findings
suggest that MuSK agonist antibody #13 improves innervation of NMJs in SMA mice.
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Figure 2. MuSK agonist antibody#13 reduces NM]J denervation. (A) Images show NMJs in SMA
splenius muscles without (a) and with (b) MuSK antibody #13 treatments at PND14. NMJs were
labeled with BTX (red), antibodies to vesicular acetylcholine transporter (vAChT) and antibodies to
neurofilament (green). Arrows label fully innervated NM]Js and arrowheads label denervated NMJs.
(B) Quantitation of innervation demonstrates that MuSK antibody #13 increases the percentage of
fully innervated NM]Js in the splenius and longissimus muscles of PND14 SMA mice. Values are
expressed as mean = SEM, Unpaired t-test, * p < 0.05, ** p < 0.01 and ** p < 0.001.

2.3. The Effect of MuSK Agonist Antibody #13 on Synaptic Efficacy in the SMA Mice

To determine whether the increased innervation results in improved synaptic function,
we performed intracellular recordings from NM]Js in the vulnerable splenius muscle. As
shown in Figure 3, evoked endplate potentials (EPPs) were detected in 100% of NMJs in
WT and approximately 48% of NM]Js in SMA mice. In contrast, EPPs were detected at
approximately 69% of NMJs in SMA mice treated with MuSK antibody #13. These results
demonstrated that MuSK antibody #13 not only improved innervation (Figure 2) but also
enhanced synaptic transmission in vulnerable muscles.

2.4. The Effect of MuSK Agonist Antibody #13 on Skeletal Muscle Size and Fiber Number in the
SMA Mice

To further study the effects of MuSK antibody #13, we examined whether the antibody
could reduce muscle atrophy in delta7 mice. As shown in Figure 4A,B, the splenius muscle
of delta7 mice was severely atrophied, which is likely due to reduced functional innervation
as previously shown [22]. Given that MuSK antibody #13 improves functional innervation
in the vulnerable muscles, we first analyzed cross-sections of the splenius muscle by
histology. Figure 4(Aa—d) shows that MuSK antibody #13 reduced muscle atrophy of
the splenius muscle in delta? mice. We quantitated muscle size, which showed that the
increase in muscle cross-sectional area (Figure 4(Ba)) was attributed to an increase in
myofiber number (Figure 4(Bb)), as well as the cross-sectional area of individual myofibers
(Figure 4(Bc)). Furthermore, the distribution of individual myofiber sizes (Figure 4(Bd))
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indicated that the increase in muscle size was primarily due to an increase in the number
of large myofibers, especially those >100 um? in cross-sectional area (Figure 4(Be)). Similar
enhancements in muscle size and myofiber number were also seen in another vulnerable
muscle, the longissimus, following treatment of delta? mice with MuSK antibody #13
(Figure 5).

functional NMJs in the splenius muscle
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Figure 3. MuSK agonist antibody#13 improves synaptic efficacy in SMA mice. Endplate potentials
were detected at 100% of synapses in the splenius muscle of WT, 48% of PND14 SMA mice and 69%
of SMA mice treated with MuSK antibody #13. Values are expressed as mean & SEM, ** p < 0.01 and
***p <0.001.

To determine whether the effect of MuSK antibody #13 on vulnerable muscles is
primarily due to increased innervation, we also examined muscle morphometry in the
resistant muscles, such as the extensor digitorum longus (EDL) muscle, which is fully
innervated at end stage of delta7 mice [15,18]. As shown in Figure 6, MuSK antibody #13
did not alter the cross-sectional area of the EDL muscle, which is atrophied in delta7 mice
as compared with WT mice. Thus, MuSK antibody #13 did not have a direct effect on
muscle size or myofiber number, at least in the EDL muscle, indicating that the increase
in muscle size and myofiber number in vulnerable muscles is likely due to improved
NM]J innervation.

2.5. The EFFECT of MuSK Agonist Antibody #13 on Body Weight in SMA Mice

Given that MuSK antibody #13 increased the size of vulnerable but not resistant
muscles, we did not anticipate that the antibody would enhance the body weight of delta7
mice. We measured the body weights of deltaZ mice treated or untreated with MuSK
antibody #13 from PND1 through PND 14 and found no significant increase in the body
weight of the deltaZ mice treated with MuSK antibody #13 (Figure 7). Thus, although MuSK
antibody #13 attenuates NM]J defects and muscle atrophy in the vulnerable muscle of delta7
mice, the antibody did not by itself increase body weight and would not be expected to
prolong life span.
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Figure 4. MuSK agonist antibody#13 increases the size of splenius muscle in SMA mice. (A) Images of cross-sections of
PND14 SMA splenius muscles without (a,b)—white inset box in (a) is enlarged in (b)—and with (c¢,d)—white inset box in
(c) is enlarged in (d)—MuSK agonist antibody #13 treatments. Scale bars: 40 pm in (a,c); 20 um in (b,d). (B) Quantitation
of the cross-sectional area (a), myofiber number (b), and myofiber size (c) in the PND 14 splenius muscle of WT, delta7
SMA mice without and with MuSK agonist antibody #13 treatments. The distributions of myofiber size (d) and number

of myofiber less and greater than 100 um? (e) of PND 14 delta7 SMA mice are also shown. Values are expressed as
mean + SEM, * p < 0.05, ** p < 0.01 and *** p < 0.001.
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Figure 5. MuSK agonist antibody#13 increases the size of longissimus muscle in SMA mice. (A) Images of cross-sections of
PND14 SMA longissimus muscles without (a,b)—white inset box in (a) is enlarged in (b)—and with (c¢,d)—white inset box
in (c) is enlarged in (d)—MuSK agonist antibody #13 treatments. Scale bars: 40 um in (a,c); 20um in (b,d). (B) Quantitation
of the cross-sectional area (a), myofiber number (b), and size (c) of the longissimus muscle in the PND 14 longissimus
muscle of WT, delta7 SMA mice without and with MuSK agonist antibody #13 treatments. The distributions of myofiber

size (d) and number of myofiber less and greater than 100 um? (e) of PND 14 deltaZ? SMA mice are also shown. Values are
expressed as mean + SEM, ** p < 0.01 and *** p < 0.001.



Int. J. Mol. Sci. 2021, 22, 8015 80f13

cross-section area of the EDL muscle

0.51
ANOVA ***
0.4 1
E 0.3
© ——
[0
s 0.2
0.11
0- T
WT SMA SMA+
(N=3) (N=11) MuSK Ab#13

(N=14)

Figure 6. MuSK agonist antibody#13 does not affect the size of the EDL muscle in SMA mice.
Quantitation of the cross-sectional area of the EDL muscle of PND14 WT and delta 7 SMA mice
without and with MuSK agonist antibody #13 treatments. *** p < 0.001.
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Figure 7. MuSK agonist antibody#13 does not affect the body weight of SMA mice. Quantitation of
the body weight of WT and SMA mice between PND1 and PND14.

3. Discussion

The SMA community has witnessed three recent breakthrough gene-targeted treat-
ments for SMA patients: Spinraza (nusinersen), a SMN2-splicing antisense oligonucleotide
approved by the US Food and Drug Administration (FDA) in 2016; Zolgensma (onasemno-
gene abeparvovec), an AAV9-mediated gene replacement therapy in 2019; and Evrysdi (ris-
diplam), a SMN2 splicing modifier small molecule in 2020 (see recent reviews by [43-45]).
All of these three drugs significantly enhance the production of SMN protein levels and
show remarkable efficacy in treating SMA patients. However, the clinical outcomes vary,
and some patients show only a stabilization in motor function and continued appearance
of neuromuscular symptoms [41,45-47]. The spectrum of clinical responses could be ex-
plained, in part, by initiation of treatment after symptoms were evident and at different
stages of disease, especially for older children and adult patients. A well-established
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concept is that early drug treatment is critical for optimal motor function and clinical
benefit in both SMA mice and SMA patients [9,48]. Treatment with SMN-enhancing drugs,
once motoneurons have degenerated, is likely to provide limited benefit. Furthermore,
while SMA affects primarily spinal motor neuron survival, recent studies have shown that
SMA is a multisystem disease, including dysfunction in peripheral tissues and various or-
gans [40,49-52]. Therefore, there remains a need to further identify and characterize novel
therapeutic targets for SMA to complement existing SMN-enhancing drugs to provide
maximal effectiveness across the life course for all subtypes of SMA patients [42].

One of the hallmarks of SMA are NM]J defects, which contribute to the major SMA
disease symptoms in both animal models and SMA patients (see reviews by [8,46]). We
have previously shown that SMN-modifiers and the FDA-approved Risdiplam improve
NM]J innervation significantly, but even with the optimal treatments, NMJ deficits remain
in some denervation-vulnerable muscles in the delta? SMA mice [37,38]. Thus, improving
NM]J innervation and function has the potential to complement the efficacy of SMN-
enhancing drugs. Our work shows that MuSK agonist antibody #13 improved innervation
and synaptic function of NMJs in SMA mice. These findings, in denervation-vulnerable
muscles of SMA mice, are similar to earlier reports showing that increasing agrin expression
improved innervation in tricep [29] and quadricep [30] muscles in deltaZ7 mice. Recent
studies, using MuSK agonist antibody #13, have shown an increase in NM] innervation
in the SOD1G93A mouse model of ALS [35,36]. Thus, enhancing synaptic differentiation
by boosting MuSK activity has the potential to overcome or mitigate nerve terminal
withdrawal in NM] diseases, possibly by activating a retrograde signaling pathway to
enhance motor nerve terminal attachment [35]. It would be interesting to examine whether
the retrograde signaling through MuSK antibody #13 treatment could also prevent motor
neuron loss to support one current strand of thinking that motor neuron death in SMA
is attributed to “dying back” of motor nerves [13]. However, we showed that improving
the NMJ innervation with MuSK antibody #13 occurred mainly in denervation-vulnerable
muscles, such as the splenius muscle and the longissimus muscle (Figure 2). It is technically
challenging to identify the motor neurons that innervate specially these denervation-
vulnerable muscles in the delta7 SMA mice.

In addition to enhancing innervation, our work demonstrates a near doubling in size
of vulnerable muscles, such as splenius or longissimus muscles. This increase in muscle size
is primarily due to an increase in myofiber number. These findings suggest that improving
innervation diminishes denervation-induced myofiber degeneration, rather than due to
a direct effect on myofiber numbers and muscle size in these vulnerable muscles by the
antibody treatment. These ideas are further supported by the failure of MuSK antibody
#13 to increase muscle size in denervation-resistant muscles, such as the EDL (Figure 6), in
which no significant denervation is observed in SMA mice [18]. These findings differ from
those reported for boosting agrin expression, which results in an increase in myofiber size
even in denervation-resistant muscles of SMA mice [29,30]. Given that the vast majority of
muscles belong to resistant muscles in the delta7 mouse model of SMA, it is not surprising
that there was no observed significant change in body weight in SMA mice treated with the
MuSK agonist antibody. MuSK agonist antibody #13 also failed to increase body weight in
the SOD1G93A mouse model of ALS [36].

This proof-of-principle study demonstrates that activation of MuSK using a MuSK
agonist antibody reduces NM] denervation, accompanied by improved synaptic efficacy
and increased size of denervation-vulnerable muscles in delta7 model mice. Although
this MuSK agonist antibody #13 would not alone function as therapy for SMA, a MuSK
agonist antibody may complement other therapies for SMA by promoting synapse main-
tenance and preventing synapse disruption, thereby mitigating further deterioration of
NM]J innervation and function, and maximizing therapeutic effectiveness for all types of
SMA patients.
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4. Materials and Methods

Animals: All animal experiments were conducted under Institutional Animal Care
and Use Committee-approved protocols (Protocol Number: 11136-CR005, approved on
15 December 2016) at AAALAC certified animal facility. Delta7 mice were generated from
breeder pairs of heterozygous delta7 mice purchased from the Jackson Laboratory (no.
005025, FVB.Cg-Tg(SMN2*delta7)4299 AhmbTg(SMN2)89Ahmb Smnltm1Msd/J). Geno-
types were determined as described previously [15]. Transgenic mice carrying homozygous
mouse Smn alleles were used as wildtype (WT) controls.

Drug treatments: MuSK agonist antibody #13 (provided by Genentech, [34]) was
administered to wildtype and delta7 mice at postnatal day (PND)1 and PND9 via intraperi-
toneal (IP) injection at 10 mg/kg in saline solution.

Mouse histology: Animals were euthanized and perfused with Ringer’s solution
(in mM, 135 NaCl, 5 KCI, 1 MgSO;4, 15 NaHCO3, 1 NayHPO,, 11 D-glucose, 2.5 Cal-
cium gluconate, pH 7.4) followed by 4% paraformaldehyde. Tissues were stored at 4° in
phosphate-buffered saline. To examine NM] innervation, muscles were dissected and
teased into thin layers of ~10 fibers. Nerve terminals were labelled with antibodies against
neurofilament (1:2000; Millipore, Burlington, MA, USA) and vesicular acetylcholine trans-
porter (VAChT, Synaptic Systems, Gottingen, Germany; 1:1000), and AChRs were labelled
with a-bungarotoxin (Invitrogen, Waltham, MA, USA; 1:200). Innervations were quantified
as described previously [18]. To assess muscle size, muscles were fixed with glutaralde-
hyde, followed by osmium tetroxide and embedded in Epon. Transverse sections at one
micron were stained with toluidine blue, and the size of muscle cross-sectional area was
measured using NIH Image software.

Electrophysiological recordings from NM]Js: Conventional intracellular recording
was performed as described previously [15]. The splenius muscle was dissected, and
muscle contraction was blocked with 30 min incubation of 2-3 mM p-conotoxin (Biomol,
Swampscott, MA, USA) in oxygenated Ringer’s solution. Evoked endplate potentials
(EPPs) were elicited by 1 Hz train stimulation in toxin-free Ringer’s solution.

Statistical analysis: Unequal variance two-tailed Student’s t-tests with statistic soft-
ware (prism 5.0) were used to determine statistical difference and significance between
delta 7. One-way analysis of variance (ANOVA) was performed to evaluate statistical
difference among all groups. p < 0.05 was considered as significant (*** p < 0.001, ** p < 0.01
and * p < 0.05; ns, p > 0.05). Values were expressed as mean &= SEM.
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