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Abstract
Study Design—In vivo randomized controlled study in the goat intervertebral disc (IVD) injury
model.

Objective—To define the effects of allogeneic bone marrow-derived stromal cell injected into
the degenerating goat IVDs.

Summary of Background Data—Transplantation of bone marrow stromal cells to the
degenerating disc has been suggested as a means to correct the biologic incompetence of the disc.
However, large animal models with IVDs similar in shape and size to those of humans are needed
to define the efficacy and safety of this approach.

Methods—Goat IVD degeneration was induced by stabbing with a #15 blade. One month after
disc injury, the injured discs were randomly selected to receive goat bone marrow-derived stromal
cell (suspended in hydrogel), saline (control), or hydrogel (control) injections. Three and 6 months
after stem cell transplantation, goats were euthanized and the IVD were examined for biochemical
content and tissue morphology. MR images at 3- and 6-month time points were also examined.

Results—The goat large animal model shows early degenerative changes following disc injury.
Degenerating IVDs injected with bone marrow stromal cells showed significantly increased
proteoglycan (PG) accumulation within their nucleus pulposus (NP) region. However, collagen
content, MRI grade and histology did not show statistically significant differences between the
cell-treated and control IVDs.

Conclusions—Following transplantation of bone marrow stromal cells, NP tissue contained
more PG than control discs. Although this result was promising, the rate and severity of
degeneration in this goat disc injury were modest, suggesting that a more severe injury and a
larger sample size is indicated for future studies to better define the utility of cell therapies in this
model.
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INTRODUCTION
Cell density within the adult human disc is surprisingly low,1 even compared to articular
cartilage.2 With aging and degeneration, disc cell death occurs and the cell numbers further
decrease.3 In addition, decreasing metabolic activity of the surviving cells leads to an
incompetence of the disc to maintain its extracellular matrix structure. In the early stages of
degeneration, it remains possible, at least in small animal models, to stimulate matrix
production by the disc cells with growth factors introduced directly into the disc by injecting
protein or gene expression.4 However, in the later stages of degeneration, new cells may be
necessary to repopulate the disc and restore the extracellular matrix and tissue integrity.

Various cell sources have been explored for potential cell therapy, including nucleus
pulposus (NP) cells,5–9 articular chondrocytes,10 bone marrow stromal cells or bone
marrow-derived stem cells,11–17 and stem cells derived from other sources.18,19 Clinically,
the feasibility of intervertebral disc (IVD) repair with a variety of cell sources will offer
patients options depending on their disease status and cell availability. Bone marrow-derived
stem cells are considered favorable because cells can be isolated from autologous or
allogeneic sources with minimal donor site morbidity.

Most studies for disc regeneration have been conducted in small rodents or rabbits.
Disadvantages of these smaller animals are: the difficulty of accurately injecting cells into
the disc due to the very small size of the IVDs, and persistence of notochordal cells, which
may produce a different outcome following intervention compared to humans. The goat
offers a number of advantages as a study model for IVD interventions. First, the goat disc is
similar in shape and size to that of humans. Goats are considered skeletally mature by the
age of four, and are free of notochordal cells at this age.20 It is likely that the degenerative
pattern and time course would be more similar between the goat model and humans. Thus,
the goat model is attractive for preclinical studies, especially for implantable devices or
biomaterials.

METHODS
Isolation of Goat Bone Marrow Stromal Cells

Goat bone marrow stromal cells were produced from a castrated male Boer Cross goat by a
bone marrow aspiration. Cells were expanded, passaged twice, and cryopreserved.
Immediately prior to implantation, cells were thawed, and re-suspended to 25 × 106 cells/ml
of 1 × PBS.

Hydrogel Carrier
A chondroitin sulfate based hydrogel consists of a mixture of poly (ethylene glycol)-
diacrylate, acrylated chondroitin sulfate, and high molecular weight hyaluronic acid. The
hydrogel was crosslinked using a two-part mixture with a redox initiation system.21

Surgical Techniques
Twenty-four male Nubian goats, four years of age at the initiation of this study, were used.
Under general anesthesia, the left lateral flank of the goat was shaved and lateral X-ray
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images were obtained. Under fluoroscopic guidance, a small skin incision on the left lateral
body wall was created directly over the lateral projection of the disc. Next, a series of
increasingly larger blunt dilator (METRx Minimal Access Instrument Set, Medtronic
Sofamor Danek, Memphis, TN) was gently passed through the skin incision until docked at
the lateral anulus of the disc (shown in Figure 1B). Through the tubular dilator, the L1/2 and
L3/4 levels were injured with a #15 blade scalpel (Figure 1A), inserted parallel to the
endplate over the mid-lateral disc until the blade attachment of the scalpel contacted the
lateral margin of the anulus (Figure 1C). Estimated insertion depth was 15 mm. The L2/3,
L4/5 and L5/6 discs were reserved as uninjured controls.

One month post disc injury, the injured discs were randomly assigned to the following
injection groups: 1) Bone marrow stromal cell suspended in hydrogel; 2) Hydrogel (control);
3) Saline (control). For the bone marrow stromal cells in hydrogel treatment group, 10 μl of
bone marrow stromal cell suspension (2.5 × 105 cells suspended in 1 × PBS) were mixed
with 30 μl hydrogel and injected into the center of the NP. For the control groups, 40 μl of
hydrogel or saline were injected. The IVD on the right side (opposite the disc injury) was
accessed using the dilator technique described above. Through the dilator, a 25 gauge needle
was introduced into the disc, midway between and parallel to the endplates to a depth of 15
mm. The solution was injected using a 50 μL Hamilton syringe.

Three and 6 months following the injections, lateral plain radiographic images were
obtained under general anesthesia. Subsequently, the goats were euthanized by an overdose
of Pentobarbital. The lumbar spines were removed en-bloc. MR images of the isolated
lumbar segments were obtained with a 1.5 Tesla clinical imager. The IVDs were then
divided in half by cutting in the mid-sagittal plane. Half of the IVD was isolated for
biochemical assays and the remaining half was fixed with formaldehyde for histological
analysis.

Examination of Extracellular Matrix Content using Biochemical Assays
At the 3-and 6-month post-treatment time points, the biochemical composition
[proteoglycan (PG), DNA, and hydroxyproline contents] of the NP and anulus fibrosus (AF)
regions of each disc was assessed. First, accurate wet weight of the AF and NP tissues was
obtained using a balance with a readability of 1 μg (Mettler-Toledo, OH). The tissues then
were digested with papain. DNA and PG contents were measured using the Hoechst dye and
the dimethylmethylene blue (DMMB) binding method respectively, as previously described.
22,23 Hydroxyproline content, as an indicator of collagen content, was quantified using the
dimethylaminobenzaldehyde (DMBA) method.24

Tissue Preparation and Histological Evaluation
The IVDs were dissected with adjacent endplates intact. Subsequently, the vertebral body-
disc-vertebral body units were fixed with 10% formaldehyde, decalcified, embedded in
paraffin, and sectioned to 7 μM thickness. Adjacent sections were stained with Trichrome
with Haematoxylin and Eosin (H&E) counter stain, or H&E stain alone. Histological
features were evaluated by a pathologist and physiatrist, based on Masuda et al.25 and Boos
et al.26

Statistical analyses
P-values were obtained using the Student two-tail t-test, with statistical significance defined
as a p ≤ 0.05.
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RESULTS
Proteoglycan (PG) content in the goat IVD tissues

The goats were sacrificed at the 3-and 6- month time points after treatment with bone
marrow stromal cells mixed in a hydrogel carrier, hydrogel only, or saline only. PG content
of the NP or AF tissues was divided by DNA content to reflect PG content per cell.

Three months post-injection, the PG content in NP tissue treated with stromal cells (n = 8)
did not differ from the PG content in the control groups (hydrogel: p = 0.89, n = 8; saline: p
= 0.26, n = 8; uninjured control: p = 0.17, n = 24, Figure 2). In the AF tissues, no difference
in PG content was found between the discs treated with bone marrow stromal cells and the
various control groups at the 3-month time point (hydrogel: p = 0.26, n = 8; saline: p = 0.16,
n = 8; uninjured control at L2/3 and L5/6 levels: p = 0.13, n = 24).

Six months after stromal cell transplantation, NP tissue treated with bone marrow stromal
cells suspended in hydrogel (n = 8) contained 45% more PGs than NP tissues treated with
hydrogel alone (p = 0.05, n = 7, shown in Figure 2). NP tissues treated with stromal cells
contained 127% of PGs as in saline controls (p = 0.22, n = 7). PG content in NP injected
with stromal cells was 89% of those in uninjured control NP tissues at L2/3 and L5/6 levels
(p = 0.56, n = 24). In comparison, the NP tissue of injured discs treated with hydrogel or
saline only contained 61% or 70% of the PG content of uninjured control tissue (p = 0.02
and 0.08, respectively). In the AF tissues, no difference in PG content was found between
the discs treated with bone marrow stromal cells (n = 8) and the various control groups at
this time point (hydrogel: p = 0.80, n = 7; saline: p = 0.94, n = 7; uninjured control at L2/3
and L5/6 levels: p = 0.52, n = 24).

Collagen content in the goat IVD tissues
Hydroxylproline content, an indicator of collagen content, was measured in the disc tissues
at 3- and 6- month time point after treatment. Hydroxyproline content of the NP or AF
tissues was divided by DNA content to reflect collagen content per cell.

Three months post injection, the collagen content in NP tissue treated with stromal cells in
the hydrogel carrier (n = 8) did not differ from the content in control groups (101% of
hydrogel: p = 0.94, n = 8; 100% of saline: p = 0.98, n = 8; 109% of uninjured control: p =
0.49, n = 22). Similarly, collagen content in the AF tissue treated with stromal cells in the
hydrogel carrier (n = 7) did not differ significantly from the collagen contents in control
groups (101% of hydrogel: p = 0.97; 91% of saline: p = 0.60; 103% of uninjured control: p =
0.86).

Six months after treatment, NP tissue injected with bone marrow stromal cells in the
hydrogel carrier (n = 8) contained 79% of the collagen in NP tissue compared with the
hydrogel group (control, p = 0.02, n = 7), 83% of the saline control group (p = 0.18, n = 7),
and 86% of uninjured control group (p = 0.12, n = 23). AF tissue treated with bone marrow
stromal cells suspended in hydrogel did not show a significant change in collagen content
when compared with the control groups (91% of hydrogel control, p = 0.37; 86% of saline
control, p = 0.21; 97% of uninjured control, p = 0.75).

DNA content of the goat IVD tissues
DNA content, an indicator of cell number, was measured at 3 and 6 months after treatment.
DNA content of the tissues (μg) was normalized to wet weight of the tissues (g).

Three months post treatment, DNA content in the NP tissue treated with bone marrow
stromal cells in the hydrogel carrier (n = 8) did not differ from any of the control groups
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(hydrogel: p = 0.89, n = 8; saline: p = 0.26, n = 8; uninjured control: p = 0.17, n = 24).
Similarly, no difference was found in DNA content in the AF tissue treated with stromal
cells in the hydrogel carrier (n = 8) from any of the control groups (hydrogel: p = 0.34, n =
8; saline: p = 0.65, n = 8; uninjured control: p = 0.13, n = 24).

Six months after treatment, the DNA content of the NP and AF tissues were measured
(Table 1.) Data are expressed as μg of DNA per gram (g) of wet tissue; numbers in
parenthesis represent the standard error of the mean. The DNA content in the NP tissue
treated with stromal cells (n = 8) did not differ from any of the control groups (hydrogel: p =
0.28, n = 7; saline: p = 0.61, n = 7; uninjured control: p = 0.87, n = 24). Likewise, no
difference in AF tissue DNA content at 6 months post injury between IVD treated with bone
marrow stromal cells (n = 8) and any of the control groups (hydrogel: p = 0.11, n = 7; saline:
p = 0.91, n = 7; uninjured control: p = 0.13, n = 24).

MR Imaging analysis
MRI was obtained after the goats were sacrificed, and the spines were isolated en-bloc. T2
weighted mid-sagittal images were interpreted by three experienced readers (a physiatrist, an
orthopedic surgeon, and a rheumatologist) according to Pfirrmann et al.27 The numerical
scores by the 3 readers were averaged, and average score of IVDs treated with bone marrow
stromal cells in the hydrogel carrier were compared with the control groups.

At the 3-month post-injection time point, MRI scores in the stromal cell suspended in
hydrogel treated group (average score = 2.75, n = 8) were not better than the control groups
(hydrogel average score = 2.67, p = 0.64, n = 8; saline average score = 2.29, p = 0.02, n = 8).
Similarly, at the 6-month post-injection time point, MRI scores in the bone marrow stromal
cell in hydrogel treated group (average score = 2.58, n = 8) were not statistically different
from the control groups (hydrogel average score = 2.19, p = 0.19, n = 8; saline average score
= 2.33, p = 0.31, n = 8).

Interestingly, at the 3-month observation time point, uninjured (and untreated) control discs
were less degenerative at the L2/3 level (average score = 2.22, n = 12) compared with T13/
L1 level (average score = 2.72, p = 0.05, n = 12) or the L5/6 level (average score = 2.83, p =
0.03, n = 12, Figure 3). The MRI score at L2/3 level did not differ significantly compared
with L4/5 level (uninjured, average score = 2.67, p = 0.07, n = 12). A similar observation
was made at the 6-month time point: L2/3 discs (average score = 2.00, n = 12) were less
degenerative than L4/5 (average score = 2.48, p = 0.01, n = 12) or L5/6 discs (average score
= 2.73, p < 0.01, n = 12, Figure 3). The MRI score at L2/3 did not differ significantly
compared with T13/L1 (average score = 2.48, p = 0.07, n = 12). In summary, L2/3 discs
were less degenerative by MRI at 3-month and 6-month observation time points compared
with L5/6. At the 6-month time point, the L2/3 IVD is less degenerative than all the
remaining uninjured IVDS (T13/L1, L4/5, and L5/6).

DISCUSSION
This study is the first to explore the effects of transplantation of allogeneic bone marrow
stromal cells in a hydrogel carrier in a goat disc injury model. Hoogendoorn et al. have used
a goat model to study IVD degeneration following the injection of chondroitinase ABC.28,29

However, this method induces more severe and rapid IVD degeneration, as opposed to the
mild and slow injury-induced degeneration which more closely resembles the human
disease. On the other hand, our injury model clearly needs to be refined: degeneration
induced with a #15 scalpel stabbing is at a mild degree (or perhaps early stage) of
degeneration by the 6 month period. It was surprising that a full thickness injury with a #15
blade scalpel did not produce a more severe degeneration over the 6 month follow-up time
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course. This indicates that the goat model presents a much slower and perhaps less severe
response to injury when compared with the small animal models such as the rabbit. The
difference in response to stabbing injury may be explained, in part, by the consistency of NP
tissue: rabbit NP has a gel-like consistency that often herniates immediately after a needle
stab injury, whereas the goat NP is more firm and did not herniate with a #15 scalpel stab.

The present study found changes isolated to the NP that were manifested biochemically at
the 6-month, but not at 3-month, time point. This suggests that the overall course of both
degeneration and repair in the goat model is relatively slow compared to rodents and rabbits,
but is probably more closely related to the human where it is know that degeneration usually
occurs over the course of years.

The current study does suggest that different disc levels in the goat spine appear to have
differing predilections towards degenerative changes: there is a trend towards a higher MRI
grade (more degeneration) in the uninjured levels adjacent to the relatively immobile
thoracic spine and the sacrum. A similar observation has been made for humans, which
show the more common and severe degenerative changes at the L4/5 and L5/S1 levels of the
spine.30,31 In the future, this finding could be utilized to evaluate biologic interventions with
the spontaneous (as opposed to induced) degeneration of the lower lumbar spine which may
be more similar to human degeneration. Also, this variable should be controlled when
performing a study of multiple disc levels with various interventions.

There are two potential mechanisms for the increase in PG content seen in this study. First,
stem cells may produce trophic factors that stimulate the local NP cells (via a paracrine
mechanism) leading to the additional production of extracellular matrix by the resident NP
cell population. Indeed, matrix content or gene expression by IVD cells increases when the
cells are co-cultured with mesenchymal stem cells.16,32 Further study into this mechanism
may be helpful in providing the trophic factors, by an alternative (perhaps cell-free) route of
administration. Second, stem cells may assume an IVD-like phenotype after implantation
and, in turn, produce extracellular matrix, as suggested by Ganey et al..33 Evidence has been
provided by several independent groups that suggests IVD cells induce stem cell
differentiation into a NP cell-like phenotype.16,34,35 Additional interventions to induce the
cells along a desirable (chondrogenic) lineage prior to implantation may be beneficial. In the
current study, we did not detect a significant increase in cell density. The Hoechst dye
binding method for DNA content may not be sensitive enough to detect the amounts of
DNA contained in the transplanted stromal cells. Also, division of transplanted stem cells
may have been limited by nutrient supply.36

Limitations of the current study include the sample number and the observed differences in
degeneration among different regions of the spine. The sensitivity of the current MRI and
histological grading systems were insufficient for detecting differences among the treatment
categories, while biochemical changes were able to be detected. A reliable interpretation of
the histological sections was difficult due to excessive artifacts related to tissue preparation,
and lack of published histological scoring system for large animal IVDs. Clearly, improving
grading systems for MRI and histology for goat disc degeneration would be beneficial in the
future to provide more quantifiable results. Another limitation is that transplanted cells were
not tracked to confirm cell survival. Finally, the modest differences between cellular
intervention discs and control discs indicate that a longer observation period in a more
severely injured IVD may be needed for future studies.

Key Points
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• The goat large animal model shows early degenerative changes following disc
injury.

• Following transplantation of bone marrow stromal cells, nucleus pulposus
tissues accumulated more proteoglycans than control discs.

• A more severe injury, larger sample size, and longer observation period is
indicated for future studies utilizing this model.
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Figure 1. Instruments used and sample X-rays obtained during surgery
A. # 15 blade used to create disc injuries; B & C: lateral X-ray of the goat spine
documenting position of the instruments; B. 14 mm tubular retractor docked at the lateral
margin of the intervertebral disc (IVD); C. #15 blade inserted into the IVD.
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Figure 2. Proteoglycan (PG) content in goat nucleus pulposus (NP) tissues three and six months
after transplantation of bone marrow stromal cells, normalized to DNA content
Error bar stands for standard error of the mean; * indicates statistical significance (p≤0.05).
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Figure 3. MRI grades of uninjured control discs
Panel A on the left shows MRI grades according to Pfirman et al. Panel B on the right is a
representative T2-weighted MR image of a goat spine. Error bar stands for standard error of
the mean, * indicates statistical significance (p≤0.05) compared to L2/3. Note that a higher
score indicates more severe degeneration.
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