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Introduction: The symptoms of Amyotrophic Lateral Sclerosis (ALS) include muscle weakness and eventual paralysis. These 
symptoms result from denervation of the neuromuscular junction (NMJ) and motor neuron cell death in the brain and spinal cord. Due 
to the “dying back” pattern of motor neuron degeneration, protecting NMJs should be a therapeutic priority. Although exercise has the 
potential to protect against NMJ denervation, its use in ALS has been controversial. Most preclinical studies have focused on aerobic 
exercise, which report that exercise can be beneficial at moderate intensities. The effects of resistance exercise on NMJ preservation in 
limb muscles have not been explored.
Methods: We trained male SOD1-G93A rats, which model ALS, to perform a unilateral isometric forelimb resistance exercise task. 
This task allows within-animal comparisons of trained and untrained forelimbs. We then determined the effects of isometric resistance 
exercise on NMJ denervation and AMP kinase (AMPK) activation in forelimb muscles.
Results: Our results revealed that SOD1-G93A rats were able to learn and perform the task similarly to wildtype rats, even after loss 
of body weight. SOD1-G93A rats exhibited significantly greater NMJ innervation in their trained vs their untrained forelimb biceps 
muscles. Measures of activated (phosphorylated) AMPK (pAMPK) were also greater in the trained vs untrained forelimb triceps 
muscles.
Discussion: These results demonstrate that isometric resistance exercise may protect against NMJ denervation in ALS. Future studies 
are required to determine the extent to which our findings generalize to female SOD1-G93A rats and to other subtypes of ALS.
Keywords: strength training, resistance, isometric, neuromuscular

Introduction
Amyotrophic Lateral Sclerosis (ALS) is a devastating and fatal disease that begins with neuromuscular denervation and 
muscle weakness in adults. These initial symptoms progress rapidly to paralysis and death within a few years. The only 
FDA-approved treatments for ALS are riluzole and edaravone, which have nominal effects on survival.1 Interventions 
that protect against denervation of the neuromuscular junction (NMJ) should preserve muscle function and improve 
survival. Although exercise is an obvious candidate, its use in ALS has been controversial.2 This points to the need for 
further study in preclinical animal models.

The most widely used preclinical models of ALS are transgenic rodents that express mutant forms of superoxide 
dismutase.3,4 Mimicking ALS, these animals exhibit a relatively normal pre-symptomatic stage followed by muscle 
weakness, atrophy and eventual paralysis. Also like ALS, they exhibit neuromuscular denervation prior to loss of motor 
neurons.5 Most preclinical research into exercise for ALS has focused on aerobic or endurance exercise. As in the human 
literature, preclinical studies examining the effects of exercise in these models report mixed results. Moderate exercise 
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delayed disease onset and increased lifespan in several studies, but high-intensity exercise hastened disease onset.6–10 

While preclinical endurance training protocols have great translational validity, their inherent aerobic effects introduce 
disease-modifying confounds.11 Findings from the high-intensity exercise studies are consistent with accelerated disease 
progression in SOD1-G93A rats following chronic phrenic nerve hyperstimulation.12 In the physical therapeutic context, 
resistance or strength training can reverse muscle weakness and is often prescribed to individuals who lack the physical 
capacity for endurance or aerobic exercise. Like aerobic exercise, the use of strength training as an intervention in ALS 
remains controversial.13

The goal of the current study was to determine whether long-term resistance exercise affects neuromuscular 
denervation in the SOD1-G93A rat model of ALS. We also wanted to measure activated (phosphorylated) AMP- 
Kinase (AMPK). Phosphorylated AMPK (pAMPK) increases with increased metabolic demand in cells14 and has been 
reported to be detrimental in the SOD1-G93A C. elegans model.15 To answer these questions, we used a unilateral 
forelimb resistance training task that allows for within-animal comparisons between muscles in the trained and untrained 
forelimbs. After operant training, rats performed the task daily until they reached disease end stage.

Experimental Procedures
Animals and Forelimb Training
Male SOD1-G93A (n = 6) rats and wildtype (n = 5) littermates were used in our study. Our protocols were approved by 
the University of Kansas Institutional Animal Care and Use Committee and adhered to the Guide for the Care and Use of 
Laboratory Animals. Rats were bred in our colony and genotyped by Transnetyx. At approximately 2 months of age, rats 
were gradually water restricted and placed in modified Gerbrands operant chambers for training (chambers are described 
in detail in 16, 17). It should be noted that all rats received sufficient water to avoid dehydration (per our animal protocol) 
and maintain weight gain throughout the experiment until SOD1-G93A rats exhibited disease-related weight loss. 
Operant behavioral training consisted of shaping rats through successive approximations to reach out of a window in 
the front panel of the chamber with their right forelimb and press an operandum to raise a water dipper so that the rat 
could drink from the dipper cup (Figure 1). Due to the spatial arrangement of the operandum and dipper well, strength 
training was limited to the right forelimb. The operandum (an 18-mm diameter disc rigidly attached to Model 31 load 
cells; Sensotec) continuously measured the downward force exerted by the forelimb. A LabMaster interface (Scientific 
Solutions) received the analog signals from the load cells, converted the signals to digital form, and routed the signals to 
a computer. Computer software recorded the force output at 100 Hz with a force resolution of 0.33 g equivalent weights. 
The force requirement to raise and maintain the dipper in the raised position was 20 g (ie, the rats licked water while they 

Figure 1 An SOD1-G93A rat reaching with its right forelimb to press the operandum (its head is hidden in the cylinder as it drinks water from the dipper cup). The spatial 
arrangement of the window through which the rat reaches, and the dipper ensures use of only the right forelimb. The water dipper is raised when the force criterion is 
exceeded.

https://doi.org/10.2147/DNND.S388455                                                                                                                                                                                                                               

DovePress                                                                                                            

Degenerative Neurological and Neuromuscular Disease 2022:12 146

Nishimune et al                                                                                                                                                      Dovepress

Powered by TCPDF (www.tcpdf.org)Powered by TCPDF (www.tcpdf.org)

https://www.dovepress.com
https://www.dovepress.com


pressed the operandum). When the 0.5 mL dipper cup was depleted, the rat released its force to refill the dipper and 
initiated another press-hold-release bout (Figure 2). After rats successfully learned the task (~13 weeks of age) they 
engaged in one 8 min training session per day, 5 days/week, for approximately 3 months (the number of sessions differed 
due to heterogeneity in disease progression). Training sessions continued until individual SOD1-G93A rats exhibited 
signs of limb paralysis or no longer performed the task. Attempts were made to harvest tissue from wildtype rats at 
a similar age as SOD1-G93A rats.

Forelimb Force Measures
Data from sessions were analyzed by computer programs that provided several measures of data for each training 
session. The first measure was one of overall task engagement. Time-on-task, which is analogous to operant response 
rate, was defined as the amount of time a rat spent applying at least 1 gram of force with its trained forelimb. Following 
the session, each rat’s raw data were parsed into individual 4.36 s force-time waveforms identified by a custom computer 
program. Individual waveforms were averaged for each animal across its session. Because the first second of each 
response typically involved an overshoot of the force requirement (see Figure 2), mean hold force was an average of the 
force emitted during the second 3.36 s of the stationary hold portion of the press-hold-release bouts. To obtain a measure 
of effort, we calculated time integral of force as the area under the force-time function. We then calculated force-related 
tremor (integrated power) by summing the area in the power spectrum between the 10–25 Hz frequency band, as 
determined by Fourier analysis of the 3.36 s stationary component of the force-time waveforms, as in our previous 
studies.16,17 The ratio of tremor to force output was also calculated to normalize these two related variables as we have 
found this measure to decrease with repeated resistance exercise.18

Tissue Harvest for Morphological Analysis of Neuromuscular Junctions and Muscle 
AMPK Protein Levels
Rats were anesthetized with isoflurane, and biceps muscles were dissected bilaterally for NMJ analysis. Transverse 
sections taken from the middle of the muscle using a cryostat were 20 µm thick, and the number of sections necessary to 
quantify at least 30 NMJs from each animal was typically two to four. We quantified all the NMJs found on a section to 
reduce bias; therefore, the number of NMJs quantified differed slightly between animals. This quantification was 
conducted under the epi-fluorescence microscope by eye and by focusing up and down the thickness of each identified 

Figure 2 Raw force-time waveforms from a selected 30-s portions of an 8-min resistance training session. Force is on the ordinate and time is on the abscissa. The graph 
illustrates press-hold-release bouts at ~32 and ~54 seconds into the task. There were also two brief presses at ~48 and ~52 seconds into the task.
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NMJ (ie, 2D images were not used for quantification). Each muscle sample was analyzed to determine the percentage of 
innervated, partially denervated and fully denervated neuromuscular junctions in each muscle using immunohistochem-
ical detection of nerves (antibodies against neurofilament (SMI-312R, Covance) and SV2 (SV2 DSHB)) and acetylcho-
line receptors (Alexa594-alpha-bungarotoxin, Molecular Probes) as described in detail previously.19 Forelimb triceps 
muscles were dissected bilaterally for AMPK protein levels (total and phosphorylated). Antibodies for pAMPK (T172) 
and total AMPK were purchased from Cell Signaling Technology (Beverly, MA, USA), and protein levels were 
quantified using Western blot detection. Protein levels of AMPK were quantified relative to tubulin, while pAMPK 
was quantified relative to total AMPK.

Statistics
All statistics were performed using SYSTAT software (systat.com). For behavioral variables, significance was assessed 
by two-way ANOVA with group (SOD1-G93A vs wildtype controls) as the between-subjects factor and time as the 
within-subjects, repeating factor. For NMJ innervation and AMPK protein analyses, two-way ANOVA with group 
(SOD1-G93A vs wildtype controls) and side (trained vs untrained limb) as the within-subjects, repeating factor. 
Statistical significance was determined by a p value ≤0.05.

Results
Task Engagement and Performance
Rats in both groups learned to perform the task equally well. Body weight peaked in the SOD1-G93A rats at 19 
weeks of age and declined in this group but not in the wildtype rats (Figure 3), leading to a significant group × time 
interaction (F = 6.145, p < 0.001). While this is not a novel finding in preclinical ALS studies, these data are included 
for reference to the other outcome measures reported here. There was a statistically significant decline in task 
engagement (Time on Task) across time (F = 3.948; p < 0.05; Figure 4A). Although the decline was driven primarily 
by the SOD1-G93A group, neither the group effect nor the interaction effect achieved statistical significance due to 
high variability in the measure. Likewise, the time integral of force also did not differ significantly between the two 
groups (Figure 4B). Although this measure declined in the SOD1-G93A rats across time, neither the group × time 
interaction nor the main effect for time reached statistical significance. Likewise, mean hold force trended greater for 
the SOD1-G93A group across the three time points (Figure 5A), but this measure did not differ significantly between- 
groups nor was there an effect of time or a group × time interaction. Although the values were greater in the wildtype 
rats at the first two time points, integrated power in the 10–25 Hz force band did not differ between the two groups 
(Figure 5B), as a function of time, or in the group × time interaction. Repeated performance resulted in a significant 
decrease in the ratio of integrated 10–25Hz power to force (F = 5.379, p < 0.05; Figure 5C). Although the decline in 
this ratio trended greater in the wildtype rats, the interaction effect did not reach statistical significance (p = 0.06). 

Figure 3 Body weight as a function of age (in weeks) for the wildtype (black circles, n=5) and SOD1-G93A (open circles, n=6) groups. Rats were trained to perform the task 
prior to week 13 and continued daily strength training through their 23rd week. ***Group × time interaction, p<0.001; *First time point at which groups differed significantly 
as determined by t-test.
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Overall, the SOD1-G93A rats performed similarly to their wildtype counterparts, even after loss of body weight, 
indicating functional preservation of their trained forelimbs during the training period. Survival (age in days in which 
a rat exhibited signs of limb paralysis or no longer performed the task) was 162 + 1.4 days in SOD1-G93A rats.

NMJ Innervation
Immunohistochemistry of NMJs from an untrained vs trained biceps muscle in an SOD1-G93A rat is shown in Figure 6. 
Overlap of the nerve and receptor indicates full innervation, while lack of overlap indicates a denervated receptor due to the 
nerve dying back. Forelimb biceps muscle denervation was significantly greater in the SOD1-G93A group than in the wildtype 
group (F = 25.353, p = 0.001). Forelimb training had a significant effect on this measure, as the percentage of fully-intervated 
NMJs was significantly greater in the trained (right) than in the untrained (left) biceps muscles (F = 8.830, p < 0.05). There was 
a significant group × side interaction, as the training effect was greater in the SOD1-G93A group (who exhibited denervation 
in their untrained forelimbs) than in the wildtype group (F = 6.773, p < 0.05). The extent of this protection was present even in 
the faster-progressing rats that had greater denervation in their untrained forelimbs.

AMPK Activation
Western blot analyses revealed that pAMPK was greater in the trained forelimb triceps from SOD1-G93A rats but not in the 
wildtype rats, leading to a significant group × side (trained vs untrained limb) interaction (F = 7.514, p < 0.05; see Figure 7). 
This effect remained significant even when the outlier data point from the trained SOD1-G93A rat (see Figure 6) was 
removed (F = 7.400, p < 0.05).

Figure 4 Time on task (A) and time integral of force (B) as a function of time (4 months, 5 months, final session) in wildtype (n=5; black circles) and SOD1-G93A rats (n=6 
open circles). Time on task declined across the sessions. Although this was driven primarily by the SOD1-G93A group, neither the main effect for group nor the group by 
time interaction achieved statistical significance. Although time integral of force declined across time in the SOD1-G93A rats, this measure did not differ significantly 
between-groups, as a function of time, or in the group × time interaction. *Main effect for time, p<0.05.
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Discussion
We report here that unilateral resistance exercise protects against forelimb muscle weakness and NMJ denervation in 
SOD1-G93A rats. SOD1-G93A rats were able to perform the forelimb exercise task even when their untrained forelimb 
reached the point of paralysis. This functional and neuroprotective effect coincided with greater AMPK activation in the 
trained forelimb muscles of SOD1-G93A rats. These results support resistance exercise as a treatment for muscle 
weakness in ALS, and a potentially positive role for muscle AMPK activation in this effect.

Previous studies testing aerobic exercise in animal models of ALS report dose-dependent effects. Moderate intensity 
exercise has been reported to delay disease onset and increased lifespan, while high-intensity exercise hastened disease 
onset.6–8,10 If the effects of aerobic exercise generalize to resistance exercise, our results suggest that the force 
requirements we implemented were of moderate intensity. This would be consistent with the ability of Sprague- 
Dawley rats to produce forces exceeding 60 g in this task.18 Alternatively, it is possible that the detrimental effects of 
high-intensity aerobic exercise do not occur with resistance exercise. Further studies comparing the cellular effects of 
exercise in this model as a function of exercise modality are necessary to test this hypothesis.

The positive effects of resistance exercise on forelimb strength and NMJ protection reported here contrast with our 
recent study examining tongue force training in SOD1-G93A rats.20 Compared to unexercised controls, ALS rats that 
were required to lick a force-sensing disc with higher forces exhibited similar (~50%) NMJ denervation in their 
genioglossus muscle and earlier tongue motility deficits. While speculative, it is possible that differences between 
limb and tongue muscles, as reported by others in the context of aging21,22 accounted for this effect. Unlike the tongue, 
limb muscles attach to bones on both ends. This relationship is not merely mechanical, however. Both muscle and bone 
act as endocrine organs that secrete proteins that influence each other through a complex bone-muscle crosstalk 
(reviewed in23). Further studies are needed to determine the extent to which mechanical vs secretory factors may account 
for differences between these muscle groups.

Figure 5 Mean force (A), integrated power in the 10–25 Hz band (B), and the ratio of 10–25 Hz power to force (C) as a function of group and time (n=5 WT; n=6 SOD1- 
G93A). Neither force nor 10–25 Hz power differed significantly as a function of group or time. The ratio of 10–25 Hz power to force did decline significantly as a function 
time. Although this was driven by the wildtype group, there was not a significant effect of group or group by time interaction. *Main effect for time, p<0.05.
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The etiology of ALS is unknown, but muscle use and exercise have long been implicated as disease-facilitating 
factors.24–30 These findings contribute to the controversy regarding exercise in ALS. Increased incidence in athletes and 
greater symptoms in the dominant limbs of affected individuals support the muscle use hypothesis. The muscle use 
hypothesis is nearly impossible to test in humans, precluding testing symptom onset as an outcome measure in 
a controlled experiment. In retrospective studies, confounding variables such as trauma and exposure to toxins 
complicate interpretations of causality.26,31 Selection bias in case–control studies or recall accuracy in retrospective 
studies also affects interpretation. Our results do not support the muscle use hypothesis in ALS disease progression, at 
least for the SOD1-G93A familial form of ALS.

One mechanism by which muscle activity might influence neuromuscular disease processes in ALS is through 
enhanced cellular bioenergetics. Despite impaired muscle mitochondrial function,32 increased metabolism has been 
reported both in SOD1 transgenic models of ALS33,34 and in sporadic ALS.35,36 The fact that muscle contraction 
increases muscle metabolic activity suggests that strength training could exacerbate hypermetabolism and accelerate 
neuromuscular dysfunction in ALS. This hypothesis is supported by two recent studies involving AMPK, a sensor for 
cellular energy balance that is activated under conditions of metabolic/ATP demand.37 The first study found that 

Figure 6 Strength training protected against NMJ denervation in biceps of SOD1-G93A rats. (A) Epi-fluorescence microscopy images of representative forelimb biceps 
NMJs from an SOD1-G93A rat (rows show 2 images per forelimb). NMJs were detected using antibodies against neurofilament and SV2 (nerve; green) and α-bungarotoxin 
(acetylcholine receptors; red). Images are for illustration. Quantification was done by focusing through the 3D structure of the NMJ as described in the Methods. Notice the 
overlap of the nerve and receptor in the trained muscle (indicated full innervation) and the lack of overlap in the untrained muscle (the nerve has died back, and the receptor 
is denervated). (B) Wildtype rats exhibited greater NMJ innervation than SOD1-G93A rats. Resistance training had little effect on NMJ innervation in the right (trained) vs 
left (untrained) biceps in the wildtype rats (n=5) but protected against denervation in the trained biceps in the SOD1-G93A rats (n=6). *Group × side interaction, p=0.05.
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decreasing AMPK activity improves motor function in SOD1-G93A C. elegans (unfortunately, muscle denervation was 
not measured in this study).15 Another study reported that chronic AMPK stimulation impairs adaptive signaling in 
dystrophic skeletal muscle.38 Our results, however, reveal a positive relationship between AMPK activation and NMJ 
preservation, at least in muscle tissue. At the group level, greater pAMPK levels accompanied greater NMJ innervation 
in the trained forelimb muscles of SOD1-G93A rats compared to lower pAMPK and NMJ innervation in their untrained 
forelimbs. Our findings are consistent with a recent study reporting that AMPK activation via carbamazepine resulted in 
the protection of NMJs and motor neurons and extended survival in ALS SOD1-G93A mice.39 Further studies examining 
cell-specific (muscle vs neuronal) changes in AMPK activation are needed to address this controversy.

Our findings of a resistance training effect on the ratio of force-related tremor to force output are consistent with our 
previous study in healthy adult rats.18 Although the interaction between group and time did not reach statistical 
significance, the decline in this ratio trended greater in healthy controls. Isometric force-related tremor is 
a neurophysiological process related to motor neuron recruitment.40–42 Although this process can be modified by exercise 
and may be disrupted in ALS, the lack of a statistical significant interaction suggests that both groups exhibited this 
training effect. This phenomenon was not the primary measure in this study, and additional studies with adequately 
powered groups are required to investigate the effects of ALS on training-related neuromuscular function.

Conclusions
Our results support the use of resistance exercise to protect against muscle weakness and disease progression in ALS. 
The percentage of fully-intervated NMJs in the triceps of SOD1-G93A rats following repeated resistance exercise was 

Figure 7 Strength training resulted in greater pAMPK levels in triceps muscles of SOD1-G93A rats, but not wildtype rats. (A) Representative blots showing pAMPK, total 
AMPK, and tubulin levels in left (L; untrained) and right (R; trained) limbs of two wildtype (rat B07 and B08) and two SOD1-G93A rats (rat B01 and rat B02). (B) Trained 
muscles in SOD1-G93A rats exhibited greater activated AMPK (pAMPK). *Group × side interaction, p<0.05.
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comparable to that of interventions that include drugs, stem cells, gene silencing, and neurotrophic factors, in SOD1- 
G93A models.39,43–49 The fact that there remains ~25% room for further protection suggests that combining resistance 
exercise with other interventions may enhance neuromuscular protection and survival. We acknowledge several weak-
nesses of our study and caveats associated with our findings. The lack of a sedentary control group is a weakness for two 
reasons: we cannot rule out systematic laterality regarding NMJ denervation nor can we determine effects of our 
intervention on survival. Although paralysis onset is often observed in one limb in animal models of ALS, there are 
no data to our knowledge on laterality differences (much less systematic differences) in NMJ denervation in ALS. In fact, 
the muscle use hypothesis would predict greater denervation in trained forelimbs. Regarding survival, it is unlikely that 
protecting NMJ innervation in one forelimb would produce an effect, as evidenced by the fact that our rats survived an 
average of 162 days. Future tests implementing whole-body resistance exercise protocols are necessary to determine an 
effect on survival. By limiting our focus on NMJ denervation, we may have missed effects of resistance exercise on 
motor neurons in the spinal cord. Although the effects on motor neuron number may not be as apparent in the spinal cord 
given the “dying back” nature of degeneration in ALS,5 this is an empirical question that would be worthwhile to 
address. Another weakness is that we did not include female rats. This is also a future goal as the intervention may be 
more beneficial if female rats exhibit a different disease time course and severity. Finally, as in most preclinical ALS 
studies, we used SOD1 mutant rodents to model the disease. As we learn more about different subtypes of ALS, e.g.,50 

interventions will likely be tailored to patients based on their unique genetic background. Overall, our unique unilateral 
forelimb resistance exercise task will allow for controlled preclinical testing in rodent models of ALS.
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