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Abstract: Botulinum Neurotoxin A (BoNT-A) injections have been used for the treatment 
of muscle contractures and spasticity. This study assessed the influence of (BoNT-A) 
injections on passive biomechanical properties of the muscle-tendon unit. Mouse 
gastrocnemius muscle (GC) was injected with BoNT-A (n = 18) or normal saline (n = 18) 
and passive, non-destructive, in vivo load relaxation experimentation was performed to 
examine how the muscle-tendon unit behaves after chemical denervation with BoNT-A. 
Injection of BoNT-A impaired passive muscle recovery (15% vs. 35% recovery to  
pre-stretching baseline, p < 0.05) and decreased GC stiffness (0.531 ± 0.061 N/mm vs. 
0.780 ± 0.037 N/mm, p < 0.05) compared to saline controls. The successful use of BoNT-A 
injections as an adjunct to physical therapy may be in part attributed to the disruption of the 
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stretch reflex; thereby modulating in vivo passive muscle properties. However, it is also 
possible that BoNT-A injection may alter the structure of skeletal muscle; thus modulating 
the in vivo passive biomechanical properties of the muscle-tendon unit. 

Keywords: Botulinum Neurotoxin; spasticity treatment; muscle tone; passive  
muscle biomechanics 

 

1. Introduction 

Spasticity is a debilitating and complex hyperkinetic syndrome characterized by excessive 
excitability of the stretch reflex (myotatic reflex) and loss of neuronal control leading to muscle 
overactivity with the inability of the muscle to rest [1–3]. In post-stroke patients, spasticity affects the 
extremities, with clinical impairment in up to 40% of patients [4]. Cerebral palsy is caused by injury to 
the developing central nervous system, often resulting in reduced health-related quality of life [5–9]. 
Lesions to upper motor neurons, regardless of etiology or mechanism, affect the ability of the central 
nervous system to synchronize motor unit recruitment and to relax skeletal muscle [2]. Activation of 
the peripheral stretch reflex alters resting posture of the affected limb and impairs passive function [2], 
which leads to structural muscle changes over time that increase muscle stiffness and contribute to the 
clinical symptoms of spasticity [10]. 

Physical therapy and rehabilitation of patients with spasticity involves stretching of stiff muscle-tendon 
units that resist manipulation. Stretching has been shown to influence skeletal muscle by altering active 
contractility, passive biomechanical properties, and neural excitability [11]. Previous studies have 
documented decreased stiffness [12–14], improved movement control [15], and fewer contractures [16] 
after therapeutic stretching interventions in spastic patients.  

BoNT-A application as an adjunct to physical therapy in patients with spasticity has been shown to 
reduce pain, improve gait pattern, and improve range of motion [5]. The rationale for the use of BoNT-A 
injections into spastic muscle is to decrease muscle overactivity and correct postural deformity [5]. 
BoNT-A is endocytosed by the distal neuron and prevents the pre-synaptic vesicular fusion mediated 
by SNARE proteins (synaptobrevin, syntaxin, and synaptosomal-associated protein-25) and thus the 
release of acetylcholine at the neuromuscular junction inhibiting normal synaptic transmission and 
neural-mediated muscle contraction [5]. Injection of BoNT-A induces a temporary and reversible 
paresis of skeletal muscle with a decrease of motor action potential (CMAP) of up to 80% one week 
after injection depending on dose and volume applied [17]. The adjunctive application of BoNT-A to 
physical therapy of patients with muscle spasticity has been shown to improve clinical outcomes and 
decrease symptoms [5].  

While BoNT-A has been used clinically as an effective adjunct to physical therapy in patients with 
spasticity [5], limited basic science studies have examined the influence of BoNT-A on the in vivo 
passive properties of skeletal muscle and the influence of BoNT-A injection on the myotatic or stretch 
reflex. Animal models of spasticity with experimental induction of an upper motor neuron lesion are 
not well established, and those spastic disease animal model systems that have been described are 
inherently variable as spastic disease states have pathologic myotatic or stretch reflexes [18,19]. The 
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use of healthy, non-spastic muscle to study effects of BoNT-A on in vivo biomechanical properties 
isolates the effects of BoNT-A without the variability inherent in spastic disease. The purpose of this 
study was to investigate the influence of BoNT-A injection on passive biomechanical muscle 
properties in normal mouse gastrocnemius (GC) muscle in response to repetitive, non-traumatic 
stretching. This study hypothesized that BoNT-A modulates in vivo skeletal muscle tone and disrupts 
the myotatic or stretch reflex, thereby decreasing muscle stiffness during stretching. 

2. Materials and Methods 

Thirty-six male CD1 mice weighing 25.56 g ± 0.64 g (Charles River, Wilmington, MA) were used 
for this study. The experimental protocol was approved by the Institutional Animal Care and Use 
Committee in accordance with the standards required by the National Institutes of Health. Animals 
were kept in a controlled temperature vivarium with a 12-h light/dark cycle, with food and water 
provided ad libitum. 

Animals were randomly assigned to two experimental groups; the study group (n = 18) received 
BoNT-A at a dose of 6 U/kg in a volume of 10 µL into the GC muscle, the control group (n = 18) 
received an equal volume of normal saline solution (0.9%). Volume and dose of BoNT-A were chosen 
to provide maximal denervation, and all biomechanical assessments were performed eight days 
following injection to reach maximal denervation based upon previous dose-volume experimentation 
in our laboratory using this animal model system [17,20]. 

2.1. Botulinum Toxin A and Saline Injection 

The animals were anesthetized with 1.5–2.0 vol.% isoflurane (Webster Veterinary, Patterson 
Companies Inc., Sterling, MA) during the injection procedure. The reconstitution of BoNT-A 
(Allergan, Irvine, CA) and the percutaneous gastrocnemius-soleus injection were performed using 
previously described methods [17,20,21]. Normal saline solution was injected in the same manner 
using the same volume as the toxin injection for control animals. 

2.2. Surgical Approach and Experimental Set Up 

The experimental apparatus and the surgical approach were similar to previous reports [21,22]. 
Briefly, eight days post-injection, the saline-injected control animals (n = 18) and BoNT-A 
experimental animals (n = 18) were anesthetized with isoflurane (1.5–2.0 vol.%). The animals were 
then placed on a linear translating stage and secured with a body strap and Kirschner wires through the 
knee, foot, and adjacent soft tissue to eliminate movement artifact. The calcaneus was transected, the 
soleus muscle dissected from its calcaneal insertion, and the gastrocnemius-Achilles-calcaneus 
(muscle-tendon-bone) unit connected to a force transducer (model FORT100; World Precision 
Instruments Inc., Sarasota, FL) with stainless steel suture. The force transducer was connected to an 
amplifier (model ps100W-2, EMKA Technologies Inc., Falls Church, VA) through an interface 
controller (EMKA Technologies Inc., Falls Church, VA) and connected through an analog-to-digital 
converter card (model PCI-6023E, National Instruments, Austin, TX) to a personal computer.  
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For in vivo biomechanical testing, the sciatic nerve was exposed and stimulated with a bipolar hook 
electrode (FHC, Bowdoinham, ME) connected to a pulse generator (model Tenma TGP110, 
BioSurplus Inc., San Diego, CA). The force of muscle contraction and the passive muscle-tendon unit 
properties were recorded continuously (IOX software, Slow Wave Analyzer, EMKA Technologies 
Inc., Falls Church, VA). A heat lamp was used during the entire experimental protocol to maintain 
animal body temperature. 

2.3. Muscle Force Assessment/Load-Relaxation Assessment 

For each animal, a range of stimuli from 0.8 V to 1.6 V was delivered to the sciatic nerve in order to 
determine the supra-maximal voltage required to produce maximal single-twitch contraction. In all 
instances, 1.2 V was used during the active force of contraction protocol [20–22]. For tetanic 
contraction force, a square wave stimulus of 1.2 V at a frequency of 100 Hz for 1 s was used. A 
recovery time of 30 s was allowed between stimuli [21]. Muscle force assessment was conducted to 
verify that the BoNT-A injection was effective in decreasing active muscle force of single twitch and 
tetanic contraction.  

After the active muscle force testing protocol was completed, a muscle preconditioning protocol 
was used prior to passive load-relaxation testing with a strain rate of 0.6 mm/s for all experiments. The 
muscle-tendon unit is visco-elastic tissue; therefore it was necessary to continuously record the 
developed passive tension after a displacement, since the tissue would relax in response to a stress. 
Three non-destructive in vivo stretching protocols were utilized to examine the passive, biomechanical 
muscle-tendon unit response to BoNT-A and saline injection. 

2.3.1. Protocol 1 

The muscle-tendon unit was stretched from a baseline displacement of 0mm to displacements of 1 mm, 
2 mm, and 4 mm. Passive tension was continuously recorded for 210 s at each displacement interval. 
Between loading cycles, the muscle-tendon unit was returned to 0 mm displacement and allowed to 
recover for 180 s. Protocol 1 was designed to investigate differences in the in vivo stiffness of the 
chemically denervated muscle-tendon unit, when compared to saline-injected controls. This 
investigation was based upon a linear-regression analysis of the in vivo linear portion of the passive 
tension versus displacement curve. This method expands upon a previously published method in the 
mouse GC muscle [21]; however, it includes a more thorough biomechanical consideration of the 
visco-elastic tissue, in that both peak and equilibrium stiffness were examined. 

2.3.2. Protocol 2 

The muscle-tendon unit was stretched from 0 mm to 4 mm, while passive tension was continuously 
recorded for 210 s. Then, the muscle-tendon unit was returned to 0 mm displacement and allowed to 
recover for 180 s. The entire stretching cycle (4 mm displacement returning to 0 mm baseline 
displacement) was repeated for four cycles. This protocol was designed to investigate differences in 
biomechanical behavior of denervated muscle and normal muscle during repeated stretching. 
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2.3.3. Protocol 3 

The muscle-tendon unit was stretched from 0 mm to 1 mm of displacement and passive force was 
continuously recorded for 240 s. The passive force generated at the initial 1 mm displacement, prior to 
the rest of the stretching protocol being performed, was used as the “baseline” passive tension for the 
muscle-tendon unit at a length of 1 mm. Then, the muscle-tendon unit was stretched from a baseline 
displacement of 0 mm to 4 mm of displacement, where it was held for 120 s. The muscle-tendon unit 
then was returned to a “displacement” of 1 mm, and passive tension was continuously recorded for 240 s. 
This protocol was designed to study the recovery of passive tension in the muscle-tendon unit after it 
returned to a shorter length after being held in a stretched position. 

To evaluate the in vivo stiffness and the effects of stretching on the passive tension of the  
muscle-tendon unit, experimentation was conducted in the linear portion of the stress-strain curve. The 
muscle-tendon unit was displaced to a range of 0 mm, 1 mm, 2 mm, and 4 mm to avoid gross-injury to 
the muscle-tendon unit. This range of displacements avoided the failure region or yield-region of the 
muscle-tendon unit stress-strain curve [21].  

2.4. Statistical Analysis 

All results are expressed as mean ± standard error of the mean. Student t-tests were used to analyze 
the results of muscle force testing (e.g., maximal single twitch and tetany twitch). For the results of the 
load-relaxation assessment (peak tension, equilibrium tension and visco-elastic parameters), a mixed 
model ANOVA followed by a Tukey post-hoc test was performed. A linear regression analysis was 
performed on the elastic peak tension and equilibrium tension versus time. All statistical tests were 
performed using SigmaStat (Systat Software, Inc., San Diego, CA).  

3. Results 

The BoNT-A injected GC muscle produced less active single-twitch (p < 0.05, Figure 1A) and 
tetanic contraction force (p < 0.05, Figure 1B) when compared to the saline-injected control group. 
The BoNT-A injected group produced an average of 0.079 N ± 0.03 N for single twitch force and an 
average of 0.302 N ± 0.108 N for tetanic contraction force. The saline injected group produced an 
average of 0.651 N ± 0.038 N for single twitch force and an average of 1.87 N ± 0.095 N for tetanic force.  

Sample time histories for muscle-tendon unit displacements to 1 mm (Figure 2A), 2 mm (Figure 2B), 
and 4 mm (Figure 2C) during Protocol 1 showed that the BoNT-A injected muscle-tendon unit 
generated less passive tension throughout the displacement protocol. When compared to the saline-
injected controls, the BoNT-A injected experimental group produced less average peak tension  
(p < 0.05, Figure 2D) and less average equilibrium tension (p < 0.05, Figure 2E). The average  
muscle-tendon unit peak stiffness of the BoNT-A injected group was 0.520 ± 0.06 N/mm, compared to 
the saline injected group, which was 0.764 ± 0.036 N/mm, representing 31.9% decline of in vivo 
stiffness one-week following chemical denervation with BoNT-A (p < 0.05, Table 1). The average 
muscle-tendon unit equilibrium stiffness of the BoNT-A injected group was 0.346 ± 0.038 N/mm, 
compared to the saline injected group, which was 0.459 ± 0.012 N/mm, representing 24.6% decline of in 
vivo stiffness one-week following chemical denervation with BoNT-A (p < 0.05, Table 1). 
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Figure 1. Reduction of active force produced in Botulinum Neurotoxin A (BoNT-A) 
injected gastrocnemius muscle (GC) muscle compared to saline injected control muscle. 
BoNT-A injected muscle produces significantly less force in both single twitch and tetanic 
contraction (p < 0.05). (A) Maximal force produced in a single twitch muscle contraction 1 
week after BoNT-A injection. (B) Maximal force produced in tetanic muscle contraction 1 
week after injection. Data are presented as the mean and standard error of the mean. 

 

Table 1. Linear regression analysis for muscle-tendon unit displacement versus passive tension. 

Slope (N/mm) R2 P 
Peak Tension 

Saline Control Group (n = 7) 0.764 ± 0.036 0.990 0.059 
BoNT-A Group (n = 6) 0.520 ± 0.06 * 0.992 0.046 
Equilibrium Tension 

Saline Control Group (n = 7) 0.459 ± 0.012 0.992 0.012 
BoNT-A Group (n = 6) 0.346 ± 0.038 * 0.991 0.048 

Linear regression analysis performed on peak passive tension vs. displacement data (Figure 2D) 
and equilibrium passive tension vs. displacement data (Figure 2E) in accordance with previously 
published analysis [21]. All data expressed as mean ± standard error of the mean. * p < 0.05. 
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Figure 2. The effect of displacement (1, 2 and 4 mm) on passive peak and equilibrium 
tension produced in the muscle-tendon unit. Peak and equilibrium tension produced by the 
muscle-tendon unit increases with rising displacement; tension produced by the BoNT-A 
injected muscle-tendon unit is significantly lower during 4mm of displacement (p < 0.05). 
(A–C) Sample time histories of passive force produced by stretching BoNT-A injected 
muscle-tendon unit and saline control muscle-tendon unit after displacements of 1, 2 and  
4 mm, respectively. (D) Average passive peak tension produced during various 
displacements. (E) Average passive equilibrium tension produced during various 
displacements. Data are presented as the mean and standard error of the mean. 

 

A sample time history of passive force generated and the stress-relaxation behavior of the  
muscle-tendon unit after repeated stretching to 4 mm of displacement (Protocol 2) is shown (Figure 3A). 
The initial generation of peak tension, followed by a relaxation of the passive generated force to an 
equilibrium tension over the time course of the experiment, was observed in all stretched muscle-tendon 
units (Protocol 2, Figure 3A). Repeated stretching of the muscle tissue resulted in a declining average 
passive force throughout the time history after each cycle of stretching (Figure 3). The BoNT-A 
injected muscles generated less passive tension after stretching (Protocol 2), when compared to  
saline-injected controls, throughout the time history (Figure 3A, p < 0.05), for peak tension (Figure 3B,  
p < 0.05), and for equilibrium tension (Figure 3C, p < 0.05). The BoNT-A group generated less passive 
tension throughout the stress-relaxation period (Protocol 2), regardless of cycle number, when 
compared to the saline injected controls at each cycle (Figure 3). 
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Figure 3. The effect of repeated stretching on passive peak and equilibrium tension 
produced in the muscle-tendon unit. Repeated stretching of the muscle to 4 mm decreases 
the passive peak and equilibrium tension produced in each cycle. Both peak (p < 0.05) and 
equilibrium (p < 0.05) tension produced in the denervated muscle-tendon unit is 
significantly lower during all cycles when compared to control muscle. (A) Sample time 
histories of passive tension produced in both groups during each 4 mm displacement cycle; 
both groups trend to a stable level after repeated stretching and the BoNT-A injected 
muscle tension unit produces less force in each cycle. (B) Average passive peak tension 
produced during repeated stretching. (C) Average passive equilibrium tension produced 
during repeated stretching. Data are presented as the mean and standard error of the mean. 

 

When the recovery of passive tension in the muscle-tendon unit was evaluated after it was returned 
to 1 mm baseline length after being held in a stretched 4 mm displacement (Protocol 3), the muscle 
regained some passive tone as indicated by increased passive tension generated as time increases 
(Figure 4). The BoNT-A injected group had reduced passive tension (p < 0.05, Figure 4) compared to 
the saline-injected group at all time points. Further, BoNT-A impaired the passive recovery of the 
muscle-tendon unit after it was returned to initial length; the BoNT-A injected group only recovered 
15% of the pre-stretching baseline tension, while the saline injected group recovered 35% of the  
pre-stretching baseline tension (p < 0.05, Figure 4). 
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Figure 4. The effect of chemical denervation on the recovery of passive tension after 
return to a shorter length of 1 mm. Passive tension produced after the muscle-tendon unit 
was returned from 4 mm of displacement to 1 mm of displacement was significantly lower 
throughout the time history for the chemically denervated muscle-tendon unit (p < 0.05). 
Data are presented as the mean and standard error of the mean. 

 

4. Discussion 

BoNT-A injection affected the passive soft-tissue properties resulting in significantly reduced in vivo 
peak and equilibrium muscle stiffness compared to controls during repeated stretching. Injected muscle 
was more compliant compared to saline controls. In particular, BoNT-A injections reduced in vivo 
stiffness of the muscle-tendon unit by approximately 30%, which is similar to previous findings [21,22]. 
In these reports, the authors suggested that BoNT-A injection might improve the excursion of the 
muscle-tendon unit by modulating stiffness [21,22]. Based upon the findings of the current study, 
BoNT-A has a favorable effect on skeletal muscle during repeated stretching, improving the 
compliance of the muscle-tendon unit and altering resting muscle tone, ultimately allowing for greater 
relaxation following stretching. The present study expands upon previous work by specifically 
examining the influence of BoNT-A injection during in vivo stretching of muscle-tendon units and the 
myotatic or stretch reflex. 

The effect of BoNT-A on passive properties of skeletal muscle may be mediated through different 
mechanisms. The quantification of the central nervous system’s influence on in vivo soft-tissue 
biomechanical properties has not been extensively studied, despite the clinical knowledge that 
individuals with nervous system dysfunction undergo passive property changes of their muscle-tendon 
units [3,5–9]. Historically, passive muscle properties have been attributed to structural elements of the 
muscle-tendon unit, such as connective tissue, contractile components (e.g., actin, myosin), and 
intracellular components (e.g., titin, desmin) [23]. Leonard and Herzog performed single myofibril 
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experiments in which passive force enhancement after stretching was observed following maximal 
activation and complete stretching past actin-myosin cross-bridging. Based upon their results, the 
authors postulated that the protein titin, not just actin-myosin cross-bridging, likely contribute to the 
passive force enhancement observed upon returning to a shorter displacement after stretching [24]. 
Many published reports have studied the individual structural components that contribute to the 
passive tension generated by a muscle-tendon unit after stretching; however, many of these studies 
were limited by in vitro or ex vivo experimental settings and assessment of neuronal influence on the 
muscle-tendon unit was not possible [25–28].  

Recent reports have implicated the protein titin as playing a crucial role in the passive tension 
developed in muscle tissue after stretching; titin is reported to bear most of the passive load in the 
muscle [25,26]. In particular, differences in the elasticity between heart and skeletal muscle are related 
to the isoform of titin expressed in the two tissues [26]. Recently, Thacker et al. noted that BoNT-A 
injection alters the collagen content of muscle, changes the expression of the protein titin, and finally 
results in fiber type switching from fast to slow twitch myosin heavy chain expression [29]. The 
authors concluded that these molecular mechanisms may contribute to BoNT-A’s effect on skeletal 
muscle passive mechanical properties [29]. Thacker et al. offer a plausible molecular explanation to 
some of the factors that may contribute to BoNT-A efficacious influence on stretching and physical 
therapy protocols [29]. However, differences in muscle elasticity cannot be attributed to titin alone. 
Although the stiffness in single spastic muscle fibers is increased compared to non-spastic muscle 
fibers [10] and the muscle cells in spastic muscles are shorter than in normal muscle tissue [30], the 
titin isoform expressed in healthy and spastic muscle cells are similar [27]. Another study showed that 
composite single muscle-fibers can have similar passive tension profiles and load-bearing protein 
composition, yet differences in passive tension profiles are still detected at the muscle bundle level 
when whole muscles are compared [28]. The present study has the advantage of examining passive 
properties in an in vivo setting of the intact muscle-tendon unit. The present study design has the 
limitation that identification of a specific molecular or structural mechanism by which BoNT-A 
influences passive biomechanical properties was not studied. However, the data demonstrate that the  
soft-tissue biomechanics are influenced by BoNT-A injection and the data are consistent with the 
structural changes observed by others and the proposed mechanisms by which passive properties are 
proposed to be molecularly modulated as previously published in the literature [10,27–30].  

For the study of the physiological mechanism by which BoNT-A injections reduce in vivo passive 
tension in the muscle-tendon unit, Protocol 3 was designed to evaluate differences in the recovery 
process after the muscle-tendon unit was stretched and returned to the initial length. The BoNT-A 
injected experimental group was found to exhibit a significantly reduced passive tension throughout 
recovery and a less robust recovery of the “resting passive tension”. The denervated muscle regained 
15% of its initial resting tension, compared to a 30% recovery in the control, saline-injected muscle. 
We conclude that the adjunct BoNT-A injection modulates muscle tone, thus improving the ability of 
the muscle-tendon unit to stretch and to allow the muscle to return to the initial displacement length 
through chemical denervation. There are several other plausible mechanisms related to BoNT-A 
influencing the stretch reflex, which may, in conjunction with changes in muscle structure, contribute 
to its effect on muscle-tendon unit stretching. 
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The lengths of resting skeletal muscle and its response to changes in the length are regulated by the 
stretch reflex (Figure 5). The stretch reflex loop consists of the Golgi tendon organ, the intrafusal 
muscle fibers, afferent and efferent neural connections to the α- and γ-motoneurons, as well as  
inter-neurons. The intrafusal muscle fibers act to detect muscle length, and can adapt to changes in 
muscle length by causing responsive muscle contraction to restore the original length. This length 
adapting mechanism is controlled by the γ-motoneurons and their efferent innervation of the intrafusal 
muscle fibers. The γ-activation of the intrafusal muscle fibers utilizes the same neurotransmitter 
(acetylcholine) as the normal extrafusal muscle fibers; therefore, γ-motoneurons are susceptible to the 
inhibiting effect of BoNT-A [31]. Specifically, differences in the recovery of stretched muscles may 
result from the inhibition of the efferent arm of the γ-motoneuron. This inhibition would prevent the 
intrafusal muscle fibers from adapting to length change, rendering the length sensor for the muscle 
dysfunctional. This possible mechanism prevents the muscle from contracting to its original resting 
length after stretching exercises, thus, maintenance of resting tone or resting length may be impaired 
following BoNT-A injection. 

A second mechanism thought to be involved in the reduced recovery tension after BoNT-A 
injection is related to the efferent arm of the α-motoneuron mediated reflex (Figure 5). The Golgi 
tendon organs sense stretching of the muscle-tendon unit and, in response, excite the α-motoneurons to 
activate muscle contraction in order to protect the muscle from damage due to excessive strain. 
Independent of intrafusal muscle fiber function, the efferent arm of the α-motoneurons is inhibited by 
the injection of the BoNT-A which acts through pre-synaptic inhibition of acetylcholine vesicular 
fusion and release into the neuromuscular junction, impairing synaptic activation of the muscle. 
Therefore, the percentage of tension initially produced at resting length is decreased in chemically 
denervated muscle due to pharmacological neuromuscular blockade of synaptic transmission resulting 
in decreased muscle contractility.  

A third mechanism by which BoNT-A injection may modulate passive in vivo muscle-tendon unit 
properties is related to the structure of the titin protein [25]. Titin has the ability to adapt its stiffness 
based upon the concentration of intramuscular cytosolic calcium [32]. Increased amounts of calcium in 
the cytosol following muscle contraction have been reported to lead to a stiffer configuration of titin, 
increasing the stiffness of the muscle up to 25% [33]. Following BoNT-A injection, muscle 
contractility decreases, producing less force. The concentration of intracellular calcium in BoNT-A 
denervated muscle is therefore reduced compared to the non-denervated control muscle. This reduced 
calcium concentration potentially leads to a less stiff titin configuration in the BoNT-A denervated 
muscle, contributing to decreased passive tension after the stretched muscle is returned to the initial 
displacement (Protocol 3). The quantification and relative contribution of the three possible 
mechanisms (α-inhibition, γ-inhibition, decreased Ca2+ for titin) by which adjunct BoNT-A injection 
modulates the passive properties of the muscle-tendon unit will be the subject of future investigations. 
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Figure 5. Schematic diagram depicting the stretch or myotatic reflex arc. The stretch reflex 
functions as a regulatory sensor for changes in muscle length and contributes to the resting 
tone of skeletal muscle. This reflex loop is modulated by the central nervous system 
through long-tract pathways: (1) Voluntary: corticospinal tract (CST): anterior (ant) and 
lateral (lat); (2) Postural: Vestibulospinal Tract (VST), Tectospinal Tract (TST), 
Rubrospinal Tract (RST). 

 

There are limitations of this study, which utilized young, healthy mice. Although there are 
similarities between human and mouse GC muscle, the muscles differ in weight, size, and fiber type 
composition. Further, healthy muscle and spastic muscle differ in structure; thus, interpretation of our 
data in the context of spasticity is limited [34] and future studies are needed to assess BoNT-A 
injections in a spastic muscle model system. BoNT-A was injected intramuscularly, which can 
potentially cause damage to the muscle or the tendon due to incorrect injection technique. Only a 
single dose, volume, and post-injection time point was evaluated during the present study due to 
availability of BoNT-A. The dose and volume of BoNT-A were based on previous reports on BoNT-A 
injection of mouse GC muscle [17,20] and experimentation was conducted one week after injection, in 
order to provide maximal skeletal muscle paresis, with limited muscular changes. However, one week 
following the dose and volume of BoNT-A used in this report, an approximate 20% decrease in muscle 
mass can be expected [17], which needs to be taken into consideration when comparing passive 
biomechanical properties [35]. Therefore, the changes in the passive properties may not be attributed 
to the chemical denervation entirely. The histological and molecular changes have been described by 
others and were not subject of this investigation [29]. 
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This study investigated the acute effects of stretching a GC muscle-tendon unit. The long term 
effects and benefits of stretching exercises for patients with spasticity remain unknown. Despite the 
positive effects of stretching on altering passive muscle properties, through modulation of excitability 
and active contraction [11], a recent report demonstrated no clinical differences after stretching 
intervention was implemented in the treatment of patients with neurological conditions [36]. Another 
limitation of our study is that only a single, relatively short period of stretching was studied. Clinically, 
physical therapy protocols often include repetitive stretching exercises performed over a longer periods 
of time. However, to evaluate the influence of adjunct BoNT-A therapy on stretching, a shorter 
experimental time period was sufficient to demonstrate differences between study groups. Future 
studies are required to study the influence of time from injection on the passive properties of the 
muscle-tendon unit. Further studies also are needed to assess the influence of various stretching 
protocols on passive muscle-tendon unit properties. Animals were anesthetized during testing, which 
has the potential to alter the passive properties of the muscle-tendon unit. However, experimentation 
conditions, including dose and duration of anesthesia were the same for both of the experimental groups.  

5. Conclusions 

BoNT-A significantly influences muscle-tendon unit in vivo biomechanical properties. While 
BoNT-A injection has been shown to alter the molecular structure of skeletal muscle, the current study 
suggests an influence of BoNT-A on the stretch reflex as well (Figure 4) [11]. This study evaluated the 
effect of BoNT-A on the passive biomechanical properties of healthy muscle during stretching, which 
may provide a possible explanation of the clinical success of adjunct BoNT-A injections to stretching 
during physical therapy in patients with spasticity. However, the findings of this study will need to be 
confirmed in spastic animal models, in which the experimental system has inherent pathology of the 
myotatic or stretch reflex. 

Acknowledgements 

We would like to thank Eileen Martin and Beth P. Smith for their support in the planning and 
execution of our experiments. This project is taken in part from a dissertation submitted to the Medical 
Faculties of the University of Heidelberg, Germany, in partial fulfillment of the requirements for the 
degree of Doctor of Medicine. 

Conflict of Interest 

The authors declare no conflict of interest. 

References 

1. Lance, J.W.; Burke, D. Mechanisms of spasticity. Arch. Phys. Med. Rehabil. 1974, 55, 332–337. 
2. Gracies, J.M. Pathophysiology of spastic paresis. II: Emergence of muscle overactivity.  

Muscle Nerve 2005, 31, 552–571. 
3. Nielsen, J.B.; Crone, C.; Hultborn, H. The spinal pathophysiology of spasticity from a basic 

science point of view. Acta Physiol. 2007, 189, 171–180. 



Toxins 2012, 4  
 

 

618

4. Watkins, C.L.; Leathley, M.J.; Gregson, J.M.; Moore, A.P.; Smith, T.L.; Sharma, A.K. Prevalence 
of spasticity post stroke. Clin. Rehabil. 2002, 16, 515–522. 

5. Seyler, T.M.; Smith, B.P.; Marker, D.R.; Ma, J.; Shen, J.; Smith, T.L.; Mont, M.A.; Kolaski, K.; 
Koman, L.A. Botulinum neurotoxin as a therapeutic modality in orthopaedic surgery: More than 
twenty years of experience. J. Bone Joint Surg. Am. 2008, 90, 133–145. 

6. Hoare, B.J.; Wallen, M.A.; Imms, C.; Villanueva, E.; Rawicki, H.B.; Carey, L. Botulinum toxin a 
as an adjunct to treatment in the management of the upper limb in children with spastic cerebral 
palsy (update). Cochrane Database Syst. Rev. 2010, CD003469. 

7. Deon, L.L.; Gaebler-Spira, D. Assessment and treatment of movement disorders in children with 
cerebral palsy. Orthop. Clin. North. Am. 2010, 41, 507–517. 

8. Koman, L.A.; Smith, B.P.; Shilt, J.S. Cerebral palsy. Lancet 2004, 363, 1619–1631. 
9. Unlu, E.; Cevikol, A.; Bal, B.; Gonen, E.; Celik, O.; Kose, G. Multilevel botulinum toxin type a 

as a treatment for spasticity in children with cerebral palsy: A retrospective study. Clinics 2010, 
65, 613–619. 

10. Foran, J.R.; Steinman, S.; Barash, I.; Chambers, H.G.; Lieber, R.L. Structural and mechanical 
alterations in spastic skeletal muscle. Dev. Med. Child. Neurol. 2005, 47, 713–717. 

11. Bovend’Eerdt, T.J.; Newman, M.; Barker, K.; Dawes, H.; Minelli, C.; Wade, D.T. The effects of 
stretching in spasticity: A systematic review. Arch. Phys. Med. Rehabil. 2008, 89, 1395–1406. 

12. Bressel, E.; McNair, P.J. The effect of prolonged static and cyclic stretching on ankle joint 
stiffness, torque relaxation, and gait in people with stroke. Phys. Ther. 2002, 82, 880–887. 

13. Hale, L.A.; Fritz, V.U.; Goodman, M. Prolonged static muscle stretch reduces spasticity.  
S. Afr. J. Physiother. 1995, 51, 3–6. 

14. Yeh, C.Y.; Tsai, K.H.; Chen, J.J. Effects of prolonged muscle stretching with constant torque or 
constant angle on hypertonic calf muscles. Arch. Phys. Med. Rehabil. 2005, 86, 235–241. 

15. Carey, J.R. Manual stretch: Effect on finger movement control and force control in stroke subjects 
with spastic extrinsic finger flexor muscles. Arch. Phys. Med. Rehabil. 1990, 71, 888–894. 

16. De Jong, L.D.; Nieuwboer, A.; Aufdemkampe, G. Contracture preventive positioning of the 
hemiplegic arm in subacute stroke patients: A pilot randomized controlled trial. Clin. Rehabil. 
2006, 20, 656–667. 

17. Stone, A.V.; Ma, J.; Callahan, M.F.; Smith, B.P.; Garrett, J.P.; Smith, T.L.; Koman, L.A.  
Dose- and volume dependent-response to intramuscular injection of botulinum neurotoxin-A 
optimizes muscle force decrement in mice. J. Orthop. Res. 2011, 29, 1764–1770. 

18. Dietz, V. Studies on the spastic rat: An adequate model for human spastic movement disorder?  
J. neurophysiol. 2008, 99, 1039–1040. 

19. Eaton, M. Common animal models for spasticity and pain. J. Rehabil. Res. Dev. 2003, 40, 41–54. 
20. Stone, A.V.; Ma, J.; Whitlock, P.W.; Koman, L.A.; Smith, T.L.; Smith, B.P.; Callahan, M.F. 

Effects of botox and neuronox on muscle force generation in mice. J. Orthop. Res. 2007, 25, 
1658–1664. 

21. Mannava, S.; Callahan, M.F.; Trach, S.M.; Wiggins, W.F.; Smith, B.P.; Koman, L.A.; Smith, T.L.; 
Tuohy, C.J. Chemical denervation with botulinum neurotoxin a improves the surgical manipulation of 
the muscle-tendon unit: An experimental study in an animal model. J. Hand Surg. 2011, 36, 222–231. 



Toxins 2012, 4  
 

 

619

22. Mannava, S.; Wiggins, W.F.; Saul, K.R.; Stitzel, J.D.; Smith, B.P.; Koman, L.A.; Smith, T.L.; 
Tuohy, C.J. Contributions of neural tone to in vivo passive muscle-tendon unit biomechanical 
properties in a rat rotator cuff animal model. Ann. Biomed. Eng. 2011, 39, 1914–1924. 

23. Gajdosik, R.L. Passive extensibility of skeletal muscle: Review of the literature with clinical 
implications. Clin. Biomech. 2001, 16, 87–101. 

24. Leonard, T.R.; Herzog, W. Regulation of muscle force in the absence of actin-myosin-based 
cross-bridge interaction. Am. J. Physiol. Cell Physiol. 2010, 299, C14–C20. 

25. Lieber, R.L. Skeletal Muscle Structure, Function, & Plasticity: The Physiological Basis of 
Rehabilitation, 2nd ed.; Lippincott Williams & Wilkins: Philadelphia, PA, USA, 2002; p.369. 

26. Labeit, S.; Kolmerer, B. Titins: Giant proteins in charge of muscle ultrastructure and elasticity. 
Science 1995, 270, 293–296. 

27. Olsson, M.C.; Kruger, M.; Meyer, L.H.; Ahnlund, L.; Gransberg, L.; Linke, W.A.; Larsson, L. 
Fibre type-specific increase in passive muscle tension in spinal cord-injured subjects with 
spasticity. J. Physiol. 2006, 577, 339–352. 

28. Silldorff, M.D.; Lane, J.G.; Lee, K.; Carr, J.A.; Gastwirt, R.F.; Lieber, R.L.; Ward, S.R. Passive 
Mechanical Properties of the Human Supraspinatus and Infraspinatus Muscles. In Proceedings of 
Annual Meeting of the Orthopaedic Research Society, Long Beach, CA, USA, 2011; Orthopaedic 
Research Society: Long Beach, CA, USA, 2011. 

29. Thacker, B.E.; Tomiya, A.; Hulst, J.B.; Suzuki, K.P.; Bremner, S.N.; Gastwirt, R.F.; Greaser, M.L.; 
Lieber, R.L.; Ward, S.R. Passive mechanical properties and related proteins change with 
botulinum neurotoxin a injection of normal skeletal muscle. J. Orthop. Res. 2012, 30, 497–502. 

30. Friden, J.; Lieber, R.L. Spastic muscle cells are shorter and stiffer than normal cells. Muscle 
Nerve 2003, 27, 157–164. 

31. Stampacchia, G.; Bradaschia, E.; Rossi, B. Change of stretch reflex threshold in spasticity: Effect 
of botulinum toxin injections. Arch. Ital. Biol. 2004, 142, 265–273. 

32. Labeit, D.; Watanabe, K.; Witt, C.; Fujita, H.; Wu, Y.; Lahmers, S.; Funck, T.; Labeit, S.; 
Granzier, H. Calcium-dependent molecular spring elements in the giant protein titin. Proc. Natl. 
Acad. Sci. USA 2003, 100, 13716–13721. 

33. Joumaa, V.; Rassier, D.E.; Leonard, T.R.; Herzog, W. The origin of passive force enhancement in 
skeletal muscle. Am. J. Physiol. Cell Physiol. 2008, 294, C74–C78. 

34. Lieber, R.L.; Steinman, S.; Barash, I.A.; Chambers, H. Structural and functional changes in 
spastic skeletal muscle. Muscle Nerve 2004, 29, 615–627. 

35. Frick, C.G.; Fink, H.; Blobner, M.; Martyn, J. A single injection of botulinum toxin decreases the 
margin of safety of neurotransmission at local and distant sites. Anesth. Analg. 2012, 114, 102–109. 

36. Katalinic, O.M.; Harvey, L.A.; Herbert, R.D. Effectiveness of stretch for the treatment and 
prevention of contractures in people with neurological conditions: A systematic review. Phys. Ther. 
2011, 91, 11–24. 

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 
distributed under the terms and conditions of the Creative Commons Attribution license 
(http://creativecommons.org/licenses/by/3.0/). 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


