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SHORT ABSTRACT: 
This protocol demonstrates our model of activity-based locomotor treadmill training for rats with spinal cord injury (SCI). Included is both quadrupedal and forelimb-only groups, in addition to two distinct types of non-trained control groups. Investigators are able to assess training effects on SCI rats using this protocol.

LONG ABSTRACT: 
Spinal cord injury (SCI) results in lasting deficits that include both mobility and a multitude of autonomic-related dysfunctions. Locomotor training (LT) on a treadmill is widely used as a rehabilitation tool in the SCI population with many benefits and improvements to daily life. We utilize this method of activity-based task-specific training (ABT) in rodents after SCI to both elucidate the mechanisms behind such improvements and to enhance and improve upon existing clinical rehabilitation protocols. Our current goal is to determine the mechanisms underlying ABT-induced improvements in urinary, bowel, and sexual function in SCI rats after a moderate to severe level of contusion. After securing each individual animal in a custom-made adjustable vest, they are secured to a versatile body weight support mechanism, lowered to a modified three-lane treadmill and assisted in step-training for 58 minutes, once a day for 10 weeks. This setup allows for the training of both quadrupedal and forelimb-only animals, alongside two different non-trained groups. Quadrupedal-trained animals with body weight support are aided by a technician present to assist in stepping with proper hind limb placement as necessary, while forelimb-only trained animals are raised at the caudal end to ensure no hind limb contact with the treadmill and no weight-bearing. One non-trained SCI group of animals is placed in a harness and rests next to the treadmill, while the other control SCI group remains in its home cage in the training room nearby. This paradigm allows for the training of multiple SCI animals at once, thus making it more time-efficient in addition to ensuring that our pre-clinical animal model mimics the clinical representation as close as possible, particularly with respect to the body weight support with manual assistance. 

INTRODUCTION: 
Globally, between 250,000 - 500,000 new spinal cord injury (SCI) cases arise either due to degeneration, diseases, or most commonly (up to 90%) trauma1. After traumatic SCI, a series of physiologic events take place that result in neurological deficits that affect a multitude of bodily functions. Due to the chronic deficits that follow SCI, the development and testing of effective treatment modalities is crucial. Until recently, rehabilitation strategies have most commonly focused on recovery of mobility2,3. Following SCI, patients rank bladder/urinary, bowel, and sexual functions among the highest quality of life complications in need of better management1,4,5. Therefore, targeting bladder, bowel, and sexual function is of utmost importance from a rehabilitation standpoint1,4,5.
 
Exercise and locomotor training (LT) are commonly utilized rehabilitative therapies in the SCI patient population with many benefits such as cardiovascular function, bladder/urinary function, and mobility6,7,8,9,10. It is for this reason we utilize a similar modality in our pre-clinical rat SCI model. It is our goal to determine what effects LT has on SCI Wistar rats, specifically regarding both upper (kidney) and lower (bladder, external urethral sphincter) urinary tract function, bowel function, and sexual function. Further, LT has been shown to be sufficient in activating neuromuscular systems below the level of injury which may influence the amount of plasticity within the central nervous system (CNS)11,12.
 
The success of LT in pre-clinical studies is well documented in both large13,14 and small15,16,17,18,19 SCI animal models. Evidence suggests that afferent sensory input provided by LT is sufficient to stimulate spinal reflex pathways that result in plasticity and improvements to sensory-motor function9,20. LT benefits regarding autonomic functions have not been well characterized. For this reason, we implement our training paradigm with a focus on autonomic outcome measures, using four distinct groups that include two non-trained controls and a metabolic/exercise non- weight bearing group alongside an LT group that mimics the timing, session duration, manual assistance and weight support that are used in clinical studies19,21,22,23,24.

PROTOCOL: 
All methods described have been approved by the University of Louisville Institutional Animal Care and Use Committee (IACUC). 

1. Pre-injury Handling and Testing (One Week Before SCI)

1.1	Handle each rat for a period of 5 - 10 min once a day for five days. 

NOTE: Adult male Wistar rats that are ~50 days of age initially and weigh 200 - 225 g are used in this protocol. Rats at this pre-injury time-point are not acclimated to the harness that is used for LT as full use of hindlimbs allows the rat to escape from the jacket.

1.2	Conduct any pre-injury testing that is study-specific (e.g., the authors do metabolic cage assessments for studies that involve the effects of SCI on bladder and bowel function).

2. Spinal Cord Contusion25-28

2.1 Anesthetize animals with ketamine (80 mg/kg) and xylazine (10 mg/kg) mixture intraperitoneally according to provided dosage chart (Table 1). Administer supplemental dosing as needed. Test anesthetic depth at least every 10 min by assessing corneal, palpebral, pedal, tail pinch, and pinna reflexes. 

2.2 Shave hair from the back of the animal where incision and injury are to occur. Administer a long-acting general antibiotic (e.g., 0.5 cc Pro-Pen-G subcutaneously).

2.3 Place the anesthetized animal on a heating pad at a low setting to maintain normal body temperature. 

2.4 Estimate location of targeted lesion level based upon vertebral protuberances and with a #10 scalpel, make an estimated 5 cm incision on the dorsum of the animal, directly above the midline vertebrae. 

2.5 For mid-thoracic contusions, expose the T8/T9 level of spinal cord via removal (with rongeurs) of the overlaying T7 vertebral lamina.

2.6 Using a contusion device such as an infinite horizon impactor29, perform the contusion (for a moderate to severe degree of SCI, use a force of 210 kdyn with no dwell time)18.

2.7 Suture together the muscular layer and fascia over the spinal cord using 4-0 diameter monofilament and close the skin with 9 mm surgical wound clips.

2.8 Administer postoperative drugs, such as gentamicin sulfate (5 mg/kg per day for 5 days; antibiotic to avoid bladder infections) and meloxicam (1 mg/kg subcutaneously, analgesic for first 48 h and then as needed).

2.9 Place animals in a clean cage placed on heating pad and monitor closely for the first 24-48 h.

2.10 Perform bladder emptying procedures using the manual Cred&#233; maneuver 3 times a day (8 am, 3 pm, 10 pm) until reflexive bladder function has returned (3 - 6 days on average for contusions)26,30. 

3. Training Phase

3.1 Commence LT no earlier than two weeks post-SCI, as initiating interventions too early may exacerbate secondary injury cascades31.

3.2 Week 1 acclimation to treadmill training: Transport the rats to a quiet room that is dedicated for training. 

3.3 On Day 1, randomly and evenly divide the SCI animals into trained and non-trained control groups, to account for potential variability in both the injury itself as well as the degree of spontaneous recovery after contusion. For example, divide rats into 4 separate groups: quadrupedal trained (QT), forelimb-only trained (FT), non-trained control (NT), and non-trained home cage control (HC). A sham group where animals receive a laminectomy but no injury and are otherwise handled the same as the other groups can also be used as an uninjured control group without training.

3.4 Place each animal in the respective harness (Figure 1) and fasten harnesses to the body weight support mechanism above the treadmill via alligator clips which are fastened to weight support springs (Figure 2 and Figure 3). This requires the animal to be fixed in one spot on the treadmill, ensuring that they go in the designated forward direction and speed. 

NOTE: Due to time and personnel constraints, the authors’ lab conducts daily training in groups of twelve animals, three in each subset group.

3.5 Start the acclimation process following the previously published protocol17. Commence acclimation to LT (start of week 3 post-SCI) with a gradual treadmill exposure regimen, increasing from 10 min on Day 1 to the full target of 58 min over the first week (Table 2). Typically, by Day 4, the animals acclimate well to the training regimen. If an animal does not show progression by the third day of acclimation, the time would be reduced, and extra days added at a more gradual ramp-up (rare occurrence). 

3.5.1 If an animal during the first day or two shows distress with confinement to the harness, remove it from the harness and treadmill and place back in its cage and give it two treats to help reinforce future compliance. The next day, place the animal in the harness and weight support system again for 10 min. On subsequent days, increase the duration by 20 min initially then continue to increase the training duration daily to achieve full training by Day 10. 

3.6 Follow the detailed training regimen provided in Table 2. 

3.6.1 Due to limited hind limb use post-injury, rats in the QT group will require manual facilitation for proper paw placement while stepping on the treadmill. Use one finger on each hand (commonly the third digit) to aid in hip/waist support. When the animal requires further assistance in stepping, use this same finger to apply pressure above the knee to initiate stepping. If necessary, use a separate finger (commonly the fifth digit) to aid the foot in stepping. 

NOTE: The amount of body weight support needed varies from animal to animal and changes as training progresses. The spring support system gives enough assistance to keep the animal positioned for a proper gait. Further support is provided as needed by the trainer per above. Note that a key element of LT is functionally appropriate paw placement for stepping and interlimb coordination that is promoted by the trainer and is independent of the support system.

3.6.2 For the FT exercise group, adjust the body weight support system to slightly elevate the hind limbs to ensure no sensory stimuli to the paws and no weight bearing is occurring through contact with the treadmill. 

NOTE: The FT group serves as an exercise and metabolic control, similar to that of a hand-crank exercise in human activity-based training studies. 

3.6.3 Have the NT group harnessed and attached to the body weight support system in a similar fashion as the QT and place the NT group near the QT group on a stationary surface (Figure 2 and Figure 3). 

NOTE: The NT group receives no activity and controls for any potential effects of being harnessed for an extended time period. 

3.6.4 A home cage group can serve as an additional control. Transport these animals to the training facility as an additional step for this group. 

3.7 By Day 7 -10 following the start of LT, train each animal once daily, every day until the day of termination of the study. Following each day of training, give each animal a sugary treat to reinforce compliance. Continue daily LT on animals following the 1 h regimen provided in Table 2 for the duration of the study (e.g., 8-12 weeks to mimic the approximate 80 one-hour sessions that are done in clinical studies)9.

4. Euthanasia and Tissue Collection

4.1 Administer a lethal dose of anesthesia to the animal (e.g., urethane or a ketamine/xylazine mixture at least twice the dosage, based upon weight, that would be used to achieve a surgical depth of anesthesia). 

4.2 When the heart is just barely beating, immediately begin perfusing the animal in a dedicated fume hood first with cold heparinized saline followed by cold, 4% paraformaldehyde solution. 

4.2.1. Begin by using surgical scissors to make an incision across the diaphragm, exposing the thoracic cavity. Continue to cut through the ribcage rostrally on both sides, removing the ribcage. Insert the perfusion needle into the left ventricle of the heart and clamp needle with hemostats, then clip the right atrium. 

4.2.2. Using a perfusion pump mechanism, allow the cold heparinized saline to flow through the animal’s blood vessels. Once clear saline flows from the right atrium, switch over to the cold 4% paraformaldehyde solution, until the body has stiffened.

4.3 Remove necessary tissue such as kidney, bladder, colon, brain, sensory ganglia, and spinal cord, and store in 4% paraformaldehyde for up to 48 h at 4 &#176;C. After 24 - 48 h, move tissue to 30% sucrose and store at 4 &#176;C.

4.4 Move collected tissue to a 30% sucrose/phosphate buffered cryoprotectant solution until tissue is ready for cutting. To cut tissue, embed in a tissue freezing compound and cut on a cryostat at desired thickness depending on the type of tissue used (e.g., 35 &#181;m for brain and spinal cord tissue, 5 - 7 &#181;m for organ tissues).

REPRESENTATIVE RESULTS: 
Following this training protocol, it has been documented that only the QT animals demonstrate superior locomotor function when compared to the other groups18. However, due to the nature of our lab, our primary focus is to investigate non-locomotor benefits of activity-based task-specific training (ABT), including bladder, bowel, and sexual function. For instance, we have previously published data that shows LT results in an exercise-induced reduction of polyuria in both QT and FT groups of SCI rats (Figure 4)17. Also, an injury-induced decrease in transforming growth factor-&#946; (TGF-&#946;) expression in the kidney’s, indicative of an altered immune response, was not seen in QT and FT groups, which had TGF-&#946; levels similar to sham (no injury) animals. In the same study17, awake cystometry was performed before euthanasia and tissue collection. The maximum amplitude of bladder contractions during void cycles was not significantly different across sham, QT, and FT groups, while NT groups remained significantly altered. Together, these data indicate a positive exercise outcome on kidney health and bladder function, thus improving urinary function after SCI.
 
The mechanisms underlying polyuria within the SCI population is currently not clear but is likely multi-factorial32. Some have hypothesized, for example, that pooling of fluid in the lower limbs while SCI individuals are in a wheelchair can lead to fluid overload and increased fluid elimination during postural shifts (such as moving from sitting to lying)33. Such an explanation does not hold for the pre-clinical model, which has led us to focus initially on arginine vasopressin (AVP), the hormone which controls fluid homeostasis in the body and can be modulated with exercise. AVP controls fluid homeostasis through activation of the V2 receptor in the kidneys which facilitates water resorption from the renal collecting ducts34. Preliminary evidence from a pilot experiment (chronic time-point with one lesion severity – 210 kdyn impact force) indicate a beneficial effect of exercise (LT and FT) on V2 receptor levels in the rat kidney (Figure 5).

Figure 1: Custom-made harnesses sized for male Wistar rats. Both QT and NT animals are placed in the same type of jacket (A) allowing for the use of hind limbs in the case of QT animals. There are additional straps sewed onto the harness used for FT animals (B) to raise up the hind limbs, assuring no body weight support. The large hook-and-loop material portions of the harness allow for easy adjustments to different sized animals and to any changes in the size of an individual animal over time.

Figure 2: Training station setup. Body weight support mechanism surrounding the treadmill for either NT (far left), QT (middle), or FT (right) groups.

Figure 3: Training station with animals. Top (A) and (B) side views showing body weight support mechanism and location of attachment support clips to the harnesses. Note that the hind limbs of the FT animal (B) is raised and off the treadmill belt. Inset (C) portrays a closer view of the clip fastened to the harness.

Figure 4: ABT effects on rat polyuria after SCI. The total volume of urine output (A) increased after SCI (*; p &lt; 0.05) and returned closer to baseline after 9 weeks of LT training in both QT and FT groups but remained increased in the NT group relative to the trained groups (#; p &lt; 0.05). All groups demonstrated increased urine output compared to baseline at 9 weeks and increased void volume (B). It is important to note that the number of voids (C) and the amount of water intake (D) remained the same across all groups. Values are means &plusmn; standard error. This figure is republished with author permission17. 

Figure 5: ABT effects on rat kidney. Western blot results for rat kidney levels of V2 receptors in 5 groups of 4 rats each (20 total), showing expression levels for the protein bands provided in panel A and group mean densitometry analysis results of the bands (using ImageJ; OD = optical density) in panel B, indicating a significant (*; p &lt; 0.05) decrease in receptors at a chronic time-point (12 weeks) post-SCI and no decrease relative to baseline (sham surgical controls) for groups receiving 10 weeks of one-hour daily ABT. Error bars represent standard error. 

Table 1: Anesthesia dosage chart based upon individual animal’s weight.

Table 2: Training regimen of speed settings the treadmill should be on corresponding to the time spent at each speed. 

DISCUSSION: 
Our methods of ABT on rats after SCI is a novel therapeutic intervention. While other methods of exercise and step training in animal models may exist35,36,37, this method mimics LT carried out clinically in the SCI human population, where we have seen promising results23. With the combination of our setup, regimen, and use of control animals, the results obtained from utilizing our training paradigm will help to understand the benefits of ABT after SCI. Future applications of this protocol include observing the described outcomes of ABT at different training timeframes as well as the effect that ABT has on recovery from different levels and extents of injury.

One limitation of this design is the length of time for such experiments. Given that our training regimen for each animal requires 1 hour per day, every day for 10 weeks, substantial personnel time and an organized schedule is a necessity. An important aspect that requires special attention involves the FT group, which has unique harnesses with hook-and-loop material straps to secure the hind limbs above the treadmill for the elimination of weight support. It is important to ensure that the animal does not receive weight support, which is why a platform is not positioned under the rat’s hind paws. In addition, as previous studies have indicated that the sensory input is a principal driver of locomotor system plasticity in the spinal cord38,39,40, there is a constant need of handling the QT group to assist with stepping much the same as physical therapists in the clinical setting. 

An important modification made to the commercially available treadmill system used for the animals was reversing the polarity. After exposing the motor, the positive and negative wires were switched which reverses the direction the treadmill moves. This allows for more space and easier access to reach and help train the animals (the system comes with a shock grid at one end that is designed to prevent non-harnessed, spinally intact animals from stepping off the treadmill belt).
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