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HAL® exoskeleton training improves walking parameters and normalizes cortical excitability in primary somatosensory cortex in spinal cord injury patients
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Abstract
Background
Reorganization in the sensorimotor cortex accompanied by increased excitability and enlarged body representations is a consequence of spinal cord injury (SCI). Robotic-assisted bodyweight supported treadmill training (BWSTT) was hypothesized to induce reorganization and improve walking function.

Objective
To assess whether BWSTT with hybrid assistive limb® (HAL®) exoskeleton affects cortical excitability in the primary somatosensory cortex (S1) in SCI patients, as measured by paired-pulse somatosensory evoked potentials (ppSEP) stimulated above the level of injury.

Methods
Eleven SCI patients took part in HAL® assisted BWSTT for 3 months. PpSEP were conducted before and after this training period, where the amplitude ratios (SEP amplitude following double pulses - SEP amplitude following single pulses) were assessed and compared to eleven healthy control subjects. To assess improvement in walking function, we used the 10-m walk test, timed-up-and-go test, the 6-min walk test, and the lower extremity motor score.

Results
PpSEPs were significantly increased in SCI patients as compared to controls at baseline. Following training, ppSEPs were increased from baseline and no longer significantly differed from controls. Walking parameters also showed significant improvements, yet there was no significant correlation between ppSEP measures and walking parameters.

Conclusions
The findings suggest that robotic-assisted BWSTT with HAL® in SCI patients is capable of inducing cortical plasticity following highly repetitive, active locomotive use of paretic legs. While there was no significant correlation of excitability with walking parameters, brain areas other than S1 might reflect improvement of walking functions. EEG and neuroimaging studies may provide further information about supraspinal plastic processes and foci in SCI rehabilitation.


Abbreviations
ASIAAmerican Spinal Injury Association


BDNFBrain derived neurotrophic factor


BOLDBlood-oxygen-level dependent


BWSTTBody weight supported treadmill training


CMAPCompound muscle action potential


CMCTCentral motor conduction time


EMGElectromyography


ENGElectroneurography


HAL®Hybrid assistive limb®


HCHealthy controls
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mCVMotor conduction velocity


MEPMotor evoked potential


msMilliseconds


M1Primary motor cortex
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NRNo response


PMCTPeripheral motor conduction time


ppSEPPaired-pulse somatosensory evoked potentials


SCISpinal cord injury


sCVSensory conduction velocity


SEMStandard error of the mean


SEPSomatosensory evoked potentials


SNAPSensory nerve action potential


S1Primary somatosensory cortex


TMSTranscranial magnetic stimulation
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Background
Following spinal cord injury (SCI), substantial functional and structural reorganization can be observed in primary somatosensory (S1) and primary motor (M1) cortices [1–7]. Following SCI, deafferentiation of both sensory afferents and motor efferents results in enlarged cortical maps and increased excitability in sensorimotor cortical areas representing the intact limbs proximal to the spinal lesion [1, 4, 8]. Transcranial magnetic stimulation (TMS), a technique that induces targeted cortical activation, has been used to test cortical excitability and to map cortical areas of the motor cortex. With this technique, it has been shown that SCI patients have increased cortical excitability and an enlarged cortical representation associated with muscles proximal to the level of the spinal cord lesion [2, 4, 9]. Functional magnetic resonance imaging (fMRI) studies in paraplegic patients support these results, showing an enlarged body representation with increased and a medially-shifted, i.e., towards the leg representation, activation maxima in cortical areas related to muscles proximal to the lesion [5, 6, 8, 10]. These changes likely reflect neuronal plastic mechanisms in the primary motor cortex (M1), which are necessary to adapt to physical impairments and to optimize walking abilities [11]. The pathological changes following SCI are not restricted to corticospinal tract, however, but also extend to sensory pathways and the primary somatosensory cortex. Using electrical cortical mapping in nonhuman primates with upper limb deafferentiation, for example, Pons et al. observed a medial shift of face representation into the area of the deafferentiated limb [12]. In the human S1, Henderson et al. similarly observed functional and cerebral structural reorganization in SCI patients [6], such that the fifth digit representation in SCI patients was enlarged and had shifted medially toward the cortical area associated with the sensory loss. This functional reorganization was accompanied by structural changes in these patients, where new intracortical lateral connections were formed [6]. Together these results demonstrate important supraspinal plastic effects of motor and somatosensory pathways and identify cortical areas directly involved in cortical reorganization following SCI. It is still unclear, however, if there is also an alteration in S1 excitability following SCI, as seen previously in M1. Furthermore, it is unclear whether the processes are affected by therapeutic interventions, such as intensive walking and increased use of the impaired extremities. Therefore, we investigated how HAL®-assisted BWSTT may alter both behavioral measures and S1 excitability in paraplegic SCI patients.
Cortical excitability can be measured by means of so-called paired-pulse stimulation techniques of evoked potentials [13–17]. By providing two electrical pulses to the skin in short succession, a notable reduction in the amplitude of the evoked potential measured from S1, can be observed following the second pulse, as compared to the S1 response to single pulse. This suppressive effect of the second stimulus has been consistently measured in healthy subjects and is taken as a measure of excitability. Low paired-pulse suppression, is reported by high amplitude ratios and is indicative of high cortical excitability, whereas high suppression, is reported by low amplitude ratios and is indicative of low cortical excitability [17, 18]. The commonly investigated amplitude N20P25 of both evoked responses are measured and expressed as a ratio (“amplitude ratio”). The N20P25 complex is determined as the difference between the N20 peak and the peak of the subsequent positivity P25. It is reliable amplitude that represents the cortical response in S1. Paired-pulse SEPs have been used to assess excitability effects in healthy humans [18, 19], as well as in neurological impaired states [20] as well as in perceptual learning [17, 21]. Excitability measurements of S1 have not been yet employed, however, in rehabilitation medicine, and specifically in SCI patients, to assess training effects. While various training techniques are used clinically, exoskeletons provide assistance to the patient, encouraging proper re-learning of various movements (e.g., walking) while providing needed support. Little is known about plastic effects of different SCI rehabilitation-training methods like manual or robotic-assisted bodyweight supported treadmill training (BWSTT), however the latter has been shown to enhance functional locomotion in SCI patients [22]. In general, plasticity mechanisms that are associated with recovery of function are upregulation of neurotrophins, including brain derived neurotrophic factor (BDNF), reduction of inhibitory spinal excitability, and training-dependent changes of cortical excitability and cortical maps [23–26].
For robotic assistance, various exoskeletons are available. In contrast to other exoskeletons, HAL® (hybrid assistive limb®) exoskeleton (Cyberdyne Inc., Japan) offers the possibility of monitoring muscle contractions via surface EMG-electrodes at the extensor-flexor muscle region of the lower extremities [27, 28]. This allows for voluntary machine-supported motion using minimal signals recorded from hip and knee flexors and extensors. In both a pilot study and a single case study, we demonstrated that BWSTT with HAL® exoskeleton in SCI patients resulted in improved functional abilities for over-ground walking, as measured by the 10-m walk test (10MWT), 6-min walk test (6MWT) and timed-up-and-go test (TUG test) [28, 29]. Voluntary drive and normalized motion assistance provided by the external device forms the foundation for a proprioceptive feedback loop for patients with lesions involving sensory pathways. The neural activity and repeated execution of specific tasks promote learning and leads to the reinstatement or restructuring of appropriate proprioceptive feedback [30, 31]. This mechanism explains the therapeutic effect of locomotor training using HAL® [32]. So far, there are no studies investigating possible plastic effects on walking due to HAL® training.
Here, we examined reorganization as a consequence of HAL®-assisted BWSTT in paraplegic SCI patients. First, we hypothesized that paraplegic SCI patients would have an increased excitability of the hand area in S1, similar to the observations in M1, as a consequence of cortical plastic effects following SCI. Second, based on the fact that proprioceptive feedback induces plasticity [31, 33], we postulate that plastic changes in S1 following SCI could be partly reversed by intensive, active, voluntary-driven and robotic-assisted walking training with HAL® exoskeleton. Furthermore, we hypothesized that changes in S1 excitability would correlate with improvements in walking parameters. To measure cortical excitability, we used paired-pulse somatosensory evoked potentials of median nerves, as mentioned above [17]. Understanding neuronal plastic effects following exoskeletal training with HAL® is of importance, as it could demonstrate the clinical potential of locomotor training with an exoskeleton.

Methods
Subjects
For this pilot study, we enrolled 11 patients (four females, seven males). Clinical data are presented in Table 1. Only functional data of cases 1–7 were published previously in our pilot study [28]. Neither functional nor electrophysiological data of cases 8 to 11 have been published yet. Mean age at the time of training start was 46.9 +/− 2.7 years SEM (standard error of the mean). The mean time since injury was 8.8 +/− 2.1 years. Inclusion criteria were traumatic SCI with incomplete paraplegia or complete paraplegia after lesions of the conus medullaris/ cauda equina with zones of partial preservation. Patients were classified according to the American Spinal Injury Association Impairment Scale (ASIA A/B/C/D) [34]. Independent of ASIA classification the enrolled patients were required to present motor functions of hip and knee extensor and flexor muscle groups in order to be able to trigger the exoskeleton. Exclusion criteria were as follows: non traumatic SCI, pressure sores, severe limitation of range of motion regarding hip and knee joints, cognitive impairment, body weight > 100 kg, non-consolidated fractures and moderate or severe heart insufficiency. In order to compare excitability levels, we collected ppSEP data from 11 healthy subjects for control group (mean age 27.8 +/− 2.7 years SEM). All control subjects were free of medication. The study was approved by Ethical Board Committee of Ruhr University of Bochum and followed the Declaration of Helsinki. All patients provided written informed consent.Table 1Clinical data of SCI patients


	Case
	Sex
	Age (in years)
	Time since injury (in years)
	Etiology
	Level
	ASIA classification/ZPP
	Current medication

	1
	M
	40
	13
	T7/8#
	T8
	C
	Tolterodine 4 mg/day

	2
	M
	63
	1
	T12#
	L1
	B/L3
	Trospium chloride (unknown dosage)

	3
	M
	36
	1
	T11/12#
	T12
	A/L3
	Oxybutynin 20 mg/day

	4
	F
	55
	1
	L1#
	L1
	C
	Thyroxine 75 μg/day, pregabalin 150 mg/day, methionine 1500 mg/day

	5
	M
	42
	16
	L1#
	L1
	A/L3
	Oxybutynin 15 mg/day, methionine 1500 mg/day

	6
	M
	52
	10
	L3#
	L2
	A/L3
	Methionine 1000 mg/day, calcium (unknown dosage), cranberry capsules 2/day, alendronic acid 70 mg/once a week

	7
	F
	40
	19
	L1#
	T11
	A/S1
	N0ne

	8
	M
	56
	0.7
	L1#
	T12
	C
	Trospium chloride 30 mg/day, amlodipine 5 mg/day, domperidone 10 mg/day

	(8.5 months)

	9
	F
	36
	8
	L1#
	L1
	A/L3
	None

	10
	M
	52
	10
	L1#
	L1
	C
	Ramipril 5 mg/day, amlodipine 5 mg/day, oxybutynin 20 mg/day

	11
	F
	44
	17
	L1#
	L1
	C
	None



                                    M = male, f = female, # = fracture, ASIA = American Spinal Injury Association, ZPP = zone of partial preservation, T = thoracic, L = lumbal, S = sacral



                        

The exoskeletal training
All patients underwent a 3-month training period of BWSTT with the HAL® exoskeleton. Each patient was scheduled for a 30 min training session 5 times a week for 12 weeks, as previously described by our group [28]. HAL® is an exoskeleton with a frame and robotic actuators that attach to the patient’s legs. The joint movement is supported by electric motors. Voluntarily-initiated minimal bioelectrical signals measured from extensor and flexor muscles of hip and knee are detected via surface EMG electrodes. Through a cable connection between exoskeleton and patient, this system allows voluntary robotic-supported movements (Fig. 1). The treadmill system (Woodway USA, Inc., Waukesha, WI, USA) includes a body weight support system with a harness. The speed can be adjusted from 0 km/h to approximately 4.5 km/h. During treatment, the velocity of the treadmill was set individually between comfortable and maximum speed tolerated by the patient. Initially, the harness system supported approximately 50 % of each patient’s body weight. This was individually reduced in subsequent training sessions, as tolerated without substantial knee buckling or toe drag. No adverse events occurred during the intervention.[image: A12984_2015_58_Fig1_HTML.gif]
Fig. 1Hybrid assistive limb® (HAL®). Bodyweight supported treadmill training with the HAL® exoskeleton. (Copyright V. Daum, Bergmannsheil Bochum)




                        

Study design
All subjects were trained with BWSTT assisted by HAL® for 12 weeks, preceded and followed by electrophysiological measurements. The pre-training testing was done within 2 days prior to the start of training. Post-training testing was done 1 day following the completion of the 12-week training period. No other walking therapy or additional physical therapy was given to these patients during the study. To compare excitability levels, we performed ppSEP measurements on healthy controls.

Paired-pulse SEP of median nerves
Before and after the entire HAL®-training period and once for the control group, we applied single and paired electrical stimulation of the median nerves with an interstimulus interval of 30 ms in combination with recordings of somatosensory evoked potentials (SEP). Nerve stimulation was performed consecutively on both sides with a block electrode placed on the wrist (pulse duration 0.2 ms, repetitive rate of the stimuli 3 Hz). Subjects had to report a prickling sensation in the thumb, index and middle finger of the stimulated hand to verify correct positioning of the stimulating block electrode. Stimulus strength was adjusted to 2.5 times the perception threshold [18]. In all participants, the chosen stimulation intensity induced a small muscular twitch in the thenar muscles. During median nerve stimulation and SEP recordings, subjects were seated in a comfortable chair and were instructed to relax but stay awake with closed eyes. SEPs were recorded and stored for offline analysis with a 32-channel-amplifier (Brain Amp, Brain Products, Germany), with a sampling rate of 5 kHz and band-pass filtering between 2 and 1000Hz). SEP recordings were made using an eight-electrode array. Electrodes were placed over CP3 and CP4 (primary somatosensory cortex, according to the international 10–20 system) [35]. A reference electrode was placed over the midfront (FZ) position. Offline, a total number of 800 evoked potentials after single and paired-pulse stimulation of both sides each were recorded in epochs from 30 before and 150 ms after the stimulus and averaged. Evoked potentials were provided sequentially (i. e. single-pulse left, single-pulse right, paired-pulse left, paired-pulse right). Peak-to-peak amplitudes after single and paired-pulse stimulation of the N20-P25 over S1 response component were analyzed. As shown in Fig. 2, following paired-pulse stimulation the response to the second pulse rides on the response to the first pulse, leading to a superimposition of both evoked potentials. Therefore, the amplitude of the response to the second pulse may misleadingly appear to be increased or decreased. To assess the “true” paired-pulse interaction, linear superposition effects were factored out by subtracting the response to single pulse stimulation from the response to paired-pulse stimulation trace. We analyzed the amplitude of the response to the second stimulus of the paired-pulse stimulation after linear subtraction of the response to single pulse stimulation (second amplitude after subtraction = A2s) and referred it to the response to the first stimulus of the paired-pulse stimulation before linear subtraction (A1). Paired-pulse suppression was expressed as a ratio (A2s/A1) of the amplitudes of the second (A2s) and the first (A1) peaks (see Fig. 2) and was our primary outcome parameter. For correlation analysis, we calculated the difference of mean amplitude ratios “post-pre” (ΔA2s/A1post-pre).[image: A12984_2015_58_Fig2_HTML.gif]
Fig. 2Paired-pulse somatosensory evoked potentials. Somatosensory evoked potentials over cortical CP3 or CP4 of one subject after single (continuous black trace) and paired-pulse stimulation with interstimulus interval of 30 ms (continuous grey trace). The triangles along the x-axis represent the applied electrical stimuli. The dotted black trace results by subtracting the single-pulse trace from the paired-pulse trace. The analyzed amplitudes of the first response (A1) and second response (A2) after paired-pulse stimulation are marked by vertical bars; amplitudes of the second response after subtracting the response to a single pulse are denoted as A2s




                           [image: A12984_2015_58_Fig3_HTML.gif]
Fig. 3Paired-pulse suppression in spinal cord injury. The bars present mean amplitude ratios (A2s/A1) before and after the training period and of healthy controls. Error bars indicate standard error of the mean. * = significant p < 0.05. SCI = spinal cord injury




                        

ENG, SEP of tibial nerves and MEP
Electroneurography, somatosensory evoked potentials of the tibial nerves, and motor evoked potentials (MEP) of anterior tibial muscles were performed before and after the training period. All examinations were conducted with a Neuropack M1 (Nihon Kohden, Tokyo, Japan). Nerve conduction studies included compound muscle action potentials (CMAP), distal motor latencies and motor nerve conduction velocities (mCV) of the right peroneal and left tibial nerves, as well as sensory nerve action potentials (SNAP) and sensory nerve conduction velocities (sCV) of right sural and left peroneal nerves. All stimulations were supramaximal. Standardized protocols were used for all measurements. SEPs of tibial nerves were recorded over CZ (cortical representation) with a reference placed over Fz, according to standardized protocol for evoked potentials [36]. MEPs were measured simultaneously via surface EMG-electrodes from both anterior tibial muscles. A double cone coil was used for simultaneous stimulation of both hemispheres [37]. MEP-amplitude and MEP-latency were measured. To assess the peripheral motor conduction time (PMCT), we used the F-wave method with electrical stimulation of the peroneal nerve at the level of the caput fibulae [37]. M-response latency, M-response amplitude and F-wave latency were analyzed. Central motor conduction time (CMCT) and PMCT were calculated by following formula:[image: $$ \mathrm{A}\Big)\mathrm{PMCT}=\left(\mathrm{M}\hbox{-} \mathrm{responselatency}+\mathrm{F}\hbox{-} \mathrm{wavelatency}\hbox{-} 1\right)/2 $$]



                           [image: $$ \mathrm{B}\Big)\mathrm{CMCT}=\mathrm{M}\mathrm{E}\mathrm{P}\hbox{-} \mathrm{latency}\hbox{-} \mathrm{P}\mathrm{M}\mathrm{C}\mathrm{T} $$]



                        
Furthermore, we calculated the relative MEP-amplitude (MEP-amplitude/M-response amplitude x 100).

Functional measurements
The 10MWT was done before and after each training session. It detected the time, the number of steps, and the required assistance to walk a 10 m distance [38, 39]. The TUG test describes the time and assistance required for standing up from the wheelchair, walk 3 m, turn around, walk back and sit down [38, 40]. It was performed every 2 weeks. The 6MWT was done at the beginning, at half time and at the end if possible, depending on the patient. It evaluates the distance while walking for 6 min [38, 41]. The neurological status was assessed using the ASIA Impairment Scale modified from the Frankel classification and classifies motor and sensory impairments that result from a SCI [34, 42]. The lower extremity motor score (LEMS) in this study was obtained by the addition of the impairment scores (0–5) of the lower extremity key muscles of both sides.

Statistical analysis
Student’s paired two-sided t-tests were used to analyze differences between both stimulation sides at baseline or after training, differences between amplitude ratios before and after the HAL® exoskeleton training period and N20-latencies of the single pulse and first response of the paired pulse. Furthermore, we analyzed differences of amplitude ratios between SCI patients and healthy controls before and after training (Student’s unpaired two-sided t-test). To assess training improvement, functional measurements (10MWT, 6MWT, TUG) and the LEMS were analyzed by Student’s paired two-sided t-test also. Significance was assumed at the 5 % alpha level. Statistical calculations were performed using the IBM SPSS Statistics 22.0 software package. In order to assess linear correlations between change of amplitude ratio (ΔA2s/A1post-pre) and functional parameters, LEMS and time since injury, we performed linear bivariate correlation analysis (two- tailed Pearson’s correlation).


Results
Paired-pulse SEP of median nerves
There was a statistical difference between SCI-patients and healthy controls at baseline (SCI: left: 0.64 +/− 0.06 SEM, right: 0.64 +/− 0.07; healthy controls: left: 0.51 +/− 0.05, right: 0.46 +/− 0.05; left: p = 0.042, right: p = 0.022). Looking at the training effect, analysis showed a significant statistical training effect in the patients group (SCI pre: left: 0.64 +/− 0.06 SEM, right: 0.64 +/− 0.07; SCI post: left: 0.37 +/− 0.07, right: 0.43 +/− 0.07; left: p = 0.003, right: p = 0.015). Comparing the amplitude ratios between patients post training and healthy controls, there was no statistical significant difference (SCI post: left: 0.37 +/− 0.07, right: 0.43 +/− 0.07; healthy controls: left: 0.51 +/− 0.05, right: 0.46 +/− 0.05; left: p = 0.216, right: p = 0.685). Results are shown in Fig. 3.
To rule out that altered amplitude ratios after training were caused by a reduction of the first response of paired-pulses (A1, see in Fig. 1), we compared the amplitudes of first response of paired-pulses (N20-P25). We found no significant difference after the training on both sides (left: p = 0.279, right: p = 0.385). Additionally, the latencies of the single pulse N20 and the N20-amplitude of first response of paired pulse were analyzed. For no condition, a significant effect on latencies was found. For further statistical correlation analysis, we calculated the mean amplitude ratio of each stimulation side and the post-pre-difference, expressed as ΔA2s/A1post-pre.

Functional parameters and LEM-score
Table 3 sums up the functional walking parameters, LEM-scores and amplitude ratios. There were statistical significant differences between pre and post measures in SCI patients in 10MWT-speed (pre: 0.25 m/s +/− 0.05 SEM, post: 0.5 m/s +/− 0.07 SEM, p = 0.001), 6MWT (pre: 86 m +/− 20.86 SEM, post: 149.73 m +/− 20.32 SEM, p < 0.001), TUG test (pre: 56.35 s +/− 10.06 SEM, post: 38.65 s +/− 7.2 SEM, p = 0.01) and LEM-score (pre: 21.27 +/− 2 SEM, post: 24.36 +/− 2.08, p = 0.001). We calculated the post-pre differences to perform correlation analysis.

ENG, SEP of tibial nerves and MEP
In summary, no significant differences after the training period could be detected. Due to cauda equina lesions, most of the conduction studies, SEPs and MEPs revealed conduction blocks. Table 2 sums up the results. Because of the resulting small dataset, we calculated median instead of mean values all measures.Table 2Results of ENG, SEP of tibial nerves and MEP. Difference of parameters before and after the training period


	 	Pre-post difference
	 	Pre-post difference
	 
	Electroneurography
	CMAP [mV]
	Conduction velocity (motor) [m/s]
	SNAP [μV]
	Conduction velocity (sensory) [m/s]

	
                              Peroneal nerve, right (motor)
                            
	−1.7
	3.0
	 	 
	
                              Peroneal nerve, left (sensory)
                            
	 	 	−4
	−2

	
                              Tibial nerve, left (motor)
                            
	0.8
	3.0
	 	 
	
                              Sural nerve, right
                            
	 	 	6.0
	1

	SEP of tibial nerve
	P40 [ms]
	P1N2 [μV]
	 	 
	Left
	−0.8/ NR = 8
	−0.1/ NR = 8
	 	 
	Right
	−0.8/ NR−8
	−0.1/ NR = 8
	 	 
	MEP anterior tibial muscles
	CMCT [ms]
	PMCT [ms]
	 	 
	 	1 patient had contraindication (aneurysma coil); for all other patients CMCT and PMCT could not be calculated due to highgrade lesion or conduction block (missing MEP or M-response or F-wave)
	 	 

Left/right, NR = no response, CMAP = compound muscle action potential, SNAP = sensory nerve action potential, SEP = somatosensory evoked potential, MEP = motor evoked potential, CMCT = central motor conduction time, PMCT = peripheral motor conduction time



                        

Correlation analysis
Linear bivariate analysis between mean ΔA2s/A1post-preand time since injury did not reveal significant correlation (r = 0.65, p = 0.85). Table 3 contains correlation analysis between excitability and functional parameters. We did not find any significant correlations.Table 3Functional and excitability data. Table shows the training effect (post-pre differences) and statistical analysis. Correlation analysis between mean amplitude ratio and functional parameter. Statistical significance level p < 0.05


	Case
	Mean amplitude ratio
	10MWT speed (m/s)
	6MWT distance (m)
	TUG test (s)
	LEMS

	1
	−0.51
	0.23
	38
	−5.57
	2

	2
	0.04
	0.04
	28
	1.17
	8

	3
	−0.40
	0.13
	81
	−8,75
	2

	4
	−0.12
	0.41
	59
	−57.09
	2

	5
	−0.09
	0.41
	60
	−14.37
	3

	6
	−0.10
	0.10
	68
	−34
	2

	7
	−0.20
	0.30
	63
	−21.54
	1

	8
	−0.52
	0.41
	85
	−4.16
	5

	9
	−0.28
	0.47
	66
	−12.67
	6

	10
	−0.27
	0.26
	149
	1.8
	2

	11
	−0.25
	0.02
	4
	−39.56
	1

	Mean value
	−0.24
	0.25
	63.72
	−17.70
	3

	SEM
	0.05
	0.05
	11.11
	5.64
	0.68

	
                                            p-value
	
                              na
                            
	0.001
	<0.001
	0.01
	0.001

	Correlation factor r (p-value)
	 	−0.002 (ns)
	−0.221 (ns)
	−0.318 (ns)
	0.214 (ns)



                                    10MWT = 10-m walk test, 6MWT = 6-min walk test, TUG test = timed-up and go test, LEMS = lower-motor-extremity score, SEM = standard error of the mean, na = not applicable



                        


Discussion
In this study we investigated effects of the HAL® exoskeleton training on behavioral and electrophysiological measures of clinical severity in SCI patients. Here we show that SCI patients had increased cortical excitability in the hand area of S1 prior to training and that this was normalized following 12 weeks of BWSTT with HAL® exoskeleton. These changes following training were accompanied by significant improvements in walking abilities without HAL® exoskeleton for over-ground walking measured by the 10 MWT, 6MWT and TUG test. ENG, SEP of tibial nerves and MEP measures, on the other hand, did not reveal any significant differences following training, nor did the extent of changes in these excitability measures relate to the time since injury, functional walking parameters, or muscle strength (LEMS).
BWSTT and plasticity in SCI
BWSTT is a locomotor training technique that can be varied with manual assistance, functional electrical stimulation or even robot assistance, as used in this study with the HAL® exoskeleton. Functional improvements could be demonstrated in our pilot study with eight SCI patients, where functional examinations of seven of the 11 patients (cases 1–7) were reported, and in an additional single case report [28, 29]. Functional data from the remaining four patients (cases 8–11), as well as electrophysiological data of all 11 patients were added here. Comparing different therapeutic interventions, a meta-analysis including eight studies with SCI patients demonstrated no superiority of one type of assistance training [43], however plastic effects in S1 or M1 of different locomotor-based therapies have not yet been systematically investigated. One case study with four SCI patients demonstrated brain plasticity after 12 weeks of robotic BWSTT with Lokomat® (Hocoma, Switzerland) [44]. The Lokomat® is a driven walking orthesis that is synchronized to the treadmill speed and allows the robotic device to guide the legs through a programmed walking pattern. All patients had greater BOLD response in the foot and leg areas of M1 and S1 and in cerebellum when performing ankle plantar flexion and toe flexion using task-related functional magnetic resonance tomography. Only those patients with substantially increased cerebellar activation, however, demonstrated an improvement in their ability to walk over ground. The authors postulated that cerebellar activation was necessary for feedback loop monitoring of peripheral afferent impulses generating appropriate locomotor pattern. This study showed that one mechanism of brain plasticity due to BWSTT is the renewal of lower extremity representation in S1 and M1. Our electrophysiological data is consistent with this fMRI data, both supporting an effect of BWSTT on cortical responsiveness. Another interesting result of this case study is that an enlargement of S1 representation of lower extremities accompanied the enlargement of M1 activation. This could be related to the walking training itself, which requires intensive afferent feedback to S1, or it could be the result of new corticocortical connections between M1 and S1 in corresponding representation areas [45]. Schabrun et al. demonstrated a positive correlation between S1 and M1 excitability after sensory, peripheral electrical stimulation, suggesting that the changes measured here in our study in S1 may also apply to M1. Interestingly, Knikou et al. investigated motor excitability changes in SCI patients at different levels (spinal, pre- and postsynaptic) following locomotor training. They demonstrated that locomotor training is an effective training method even in chronic SCI that promotes presynaptic inhibition in a phase-dependent manner and restores spinal reflex circuits. That led to normalized contraction and coordination of agonistic and antagonistic muscles of the legs especially in the more impaired leg [46, 47]. Looking at our pilot study, we demonstrated significant functional motor improvements in over-ground walking without exoskeleton assistance after 3 months of BWSTT with HAL® exoskeleton [28]. Combined with the present results, we suggest that walking improvements may be related to a renewed S1 and M1 representation of impaired/lower extremities likely related to the recruitment and more effective use of remaining somatosensory afferent pathways and corticospinal tracts.
As in Winchester’s study, our training effects were independent of the time since injury. Although patients whose injury is more recent are thought to have a greater “plastic capacity”, our data do not support such a dependency on walking improvement following training. This indicates that other neuronal instances than the spinal cord itself may be integral in functional improvement. Supraspinal control, for example, has been shown to be necessary for bipedal walking in humans, unlike that found in animals that rely on quadrupedal locomotion [31].
Recent evidence supports a role of spinal circuitry in motor-complete SCI. [48, 49]. The authors report that spinal circuitries distal to the lesion can be used to generate voluntary-controlled motor tasks when they are adequately activated, e. g., by sensory input [50], thereby arguing for a role of intra-spinal sensory-motor feedback [51, 52]. The spinal cord receives sensory information and can make a decision as to what the appropriate response is at that time during the locomotion cycle [51, 52]. This automaticity can be involved in walking rehabilitation techniques like treadmill training with a highly repetition. Combined with supraspinal recruiting of corticospinal and extrapyramidal tracts, brain and spinal instances can activate motoneurons to generate force and speed [53, 54]. For these fine adjustments, it seems to be obvious that not only supraspinal areas but also spinal circuitry may also play a key role in the rehabilitation of locomotion, and with exoskeleton training.
In our study, however, we investigate only patients with motor-incomplete paraplegia. Therefore, a portion of the cortico-spinal connections were preserved in these patients, making is likely that these supraspinal connections indeed play a role in the rehabilitation. This is supported by the fact that motor-incomplete patients show better recovery than motor-complete patients [50]. Nonetheless, we cannot discount the importance of internal spinal circuits, as this is not specifically tested by the measures used here (e.g., ENG, SEP, and MEP). Changes on the spinal level that could have been activated during BWSTT with HAL include neuronal sprouting, reduced spinal excitability, altered ion channel expression [55, 56], and the up-regulation of growth factors related to cell survival, synaptic plasticity, and excitability (e. g., BDNF) [23, 57]. Therefore, we postulate that both supraspinal as well as spinal connections play a key role in the rehabilitation of locomotion, and in particular in exoskeleton training.
Nevertheless, in our study, we have to take into account critically that all our patients had motor-incomplete paraplegia. That means that all had a better functional recovery than motor-complete SCI patients and that the important and crucial supraspinal control effect on spinal circuitries is partly preserved [58]. This may have led to the observation that supraspinal instances have mainly driven therapeutic effect. Thus, we cannot exclude completely a spinal origin of adaptions of the nervous system. The unchanged results of ENG, SEP of tibial nerves and MEP prior to and after training do not indicate sprouting of neurons on spinal level, which might be one mechanism. Moreover, the time interval of 3 months would be too short for a measurable and visible effect on standard electrophysiological parameter. All these changes and mechanisms might have been activated during BWSTT with HAL and have to be considered as possible effects to have influence the functional improvements additionally to supraspinal mechanisms.

S1-plasticity in human SCI
One novel finding from our study is that we directly show changes in excitability in S1 representations in human SCI following to BWSTT with HAL®. In animals, Kao et al. analyzed effects of treadmill locomotion on somatotopic S1organization of forelimb and hindlimb after thoracic transection in adult rats [59, 60]. They demonstrated an increased excitability in both representation areas, both in paralytic hindlimb and preserved forelimb, after the training period. They proposed that various preconditions in rats and humans lead to these results. Considering non-impaired forelimbs, rats showed decreased response to peripheral stimuli at baseline due to immobilization. Therefore, coming from this lowered activity level, authors proposed that BWSTT lead to an increased excitability. In humans, several studies in chronic SCI patients demonstrated an increased excitability in motor and somatosensory pathways proximal to the spinal lesion, which is likely dedicated to optimizing functional adaptions to a new state of external and internal conditions after SCI.
Excitability measurements in M1 or S1 in patients with SCI are of interest to evaluate cortical plasticity and are in general feasible using standardized and established methods like paired-pulse MEP- and SEP-protocols [13, 17, 61]. Due to high-grade spinal cord lesions, however, we were unable to asses many of these parameters in regions caudal to the lesion (i. e. legs), and thus in those areas showing paralysis and sensory loss, in most of the patients. We could, however, derive motor and sensory pathways rostral to the spinal cord lesion, therefore [4], in our study, we decided to assess cortical excitability in S1 by means of ppSEP of median nerves, knowing that only an indirect conclusion to plastic changes in the cortical representation of impaired extremities would be possible. Another critical point is that our control group was younger than the patients group. Instead, we do not expect age-related effects on amplitude ratio in this case, while Lenz et al. demonstrated stable amplitude ratios until the age of 55 years [62]. However, in older adults (60–80 years), paired-pulse suppression is significantly reduced in S1 with amplitude ratios > 1. In their study, Lenz and coworkers linked changes of excitability to tactile discrimination behavior. They found that lack of paired-pulse suppression was associated with impaired tactile perceptual abilities. In our recent study, we used paired-pulse suppression only as a marker of altered cortical excitability. In further studies, linking changes of excitability to behavior might be an interesting issue. Finally, the last limitation is that we did not register the thresholds and current values systematically in this study. However, all stimulations independently from SCI or HC were supramaximal. Our previous study showed that a stimulation intensity of 250 % of sensory threshold or slightly above the motor threshold should be used [18].

Other supraspinal foci for plasticity
Even though all patients showed functional improvements and excitability changes, there was no significant correlation between functional and electrophysiological parameters. As indicated by normalized S1 excitability following training, cortical reorganization in S1 seems to play an important role in BWSTT with HAL® exoskeleton. It does not appear, however, to be the crucial mechanism driving functional walking improvement. It is known that the cerebellum serves as an important focus of neural plasticity in response to locomotor training [44]. It coordinates normal movements and contributes to motor adaption and motor learning via input from different neuronal systems, adjusting its output accordingly [63, 64]. Cerebellar outputs can influence spinal cord walking control centers, M1, brainstem nuclei, and basal ganglia directly, and has been shown to play an essential role in so called predictive (i.e., feedforward) locomotor adjustments [65]. This concept maintains that the cerebellum enables the body to adapt to predictable but not to sudden, unpredictable motor changes. Predictive adjustments require practice and result in the storage of new movement patterns. To demonstrate the cerebellar function on locomotion, Morton and Bastian used a split-belt treadmill on healthy controls and patients with cerebellar disorders [65]. They could show that cerebellar damage lead to impairment of predictive feedforward, but not of reactive motor adaptation. HAL® exoskeleton-assisted BWSTT represents a typical feedforward, predictive locomotor adaption training method. It is not based on quick responses to ongoing afferent feedback [65, 66]. Taking this into consideration, it seems to be conclusive that neuronal plasticity in certain regions of the cerebellum is crucial for the functional improvement we observed. This assumption goes along with Winchester’s observations that only those motor-incomplete patients who demonstrated a substantial increase in cerebellar activation regained the ability to walk over-ground [44].


Conclusion
In conclusion, these findings suggest that HAL®-assisted BWSTT can induce neuronal plasticity in the primary somatosensory cortex. We did not find a correlation between functional abilities for over-ground walking and changes of excitability in S1, suggesting that either other cortical areas or even a complex supraspinal network is required for walking rehabilitation. Further neuroimaging studies on SCI patients will shed light on the complex field of neuronal plasticity in walking rehabilitation.
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