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Abstract—Juvenile nucleus pulposus (NP) cells of the interver-
tebral disc (IVD) are large, vacuolated cells that form cell
clusters with strong cell–cell interactions. With maturation and
aging, NP cells lose their ability to form these cell clusters, with
aging-associated changes in NP cell phenotype, morphology,
and proteoglycan synthesis that may contribute to IVD
degeneration. Therefore, it is important to understand the
mechanisms governing juvenile NP cell cluster behavior
towards the goal of revealing factors that can promote juvenile,
healthyNP cell phenotypes. N-cadherin has been identified as a
cell–cell adhesionmarker that is present in juvenileNP cells, but
disappears with age. The goal of this study was to reveal the
importance of N-cadherin in regulating cell–cell interactions in
juvenile NP cell cluster formation and test for a regulatory role
in maintaining a juvenile NP phenotype in vitro. Juvenile
porcine IVD cells, of notochordal origin, were promoted to
form cell clusters in vitro, and analyzed for preservation of the
juvenile NP phenotype. Additionally, cadherin-blocking exper-
iments were performed to prevent cluster formation in order to
study the importance of cluster formation in NP cell signaling.
Findings reveal N-cadherin-mediated cell–cell contacts pro-
mote cell clustering behavior and regulate NP cell matrix
production and preservation ofNP-specificmarkers. Inhibition
of N-cadherin-mediated contacts resulted in loss of all features
of the juvenile NP cell. These results establish a regulatory role
for N-cadherin in juvenile NP cells, and suggest that preserva-
tion of the N-cadherin mediated cell–cell contact is important
for preserving juvenile NP cell phenotype and morphology.

Keywords—N-cadherin, Intervertebral disc, Nucleus pulpo-

sus, Cell–cell interactions.

INTRODUCTION

Degenerative disc disease contributes to disability
and pain pathology in the cervical and lumbar spine in

over 80% of the US population.35 Intervertebral disc
(IVD) degeneration is believed to arise from aging-
related changes in density and phenotype of the nu-
cleus pulposus (NP) cells in the disc.5 Healthy, juvenile
NP cells, derived from the notochord, are characterized
by large, vacuolated cells capable of forming clusters,
producing functional extracellular matrix and secreting
soluble factors that mediate and regulate proteoglycan
synthesis to maintain a healthy IVD.3,9,16,22,24,45 During
disc degeneration or aging, NP cells transition to a
sparse population of small, chondrocyte-like cells that
lose their ability to produce functional matrix,30,31,39 in
a process that coincides with observed clinical findings
of decreased IVD height, increased matrix stiffness, and
decreased proteoglycan and water contents.2–4 Unfor-
tunately not much is known of these biological factors
that contribute to the onset of changes in NP cell phe-
notype and morphology.40,43

Much work has been done in the field to study NP
cell characteristics in IVD tissue of various species,
specifically how NP cell characteristics change with age
(with matrix elasticity values from 0.3 up to
5 kPa11,26,27). Juvenile NP cells have been character-
ized via the presence of brachyury-T44 and production
of extracellular matrix molecules (aggrecan, type II
collagen, and laminin b1).32,33,45 One of the most
striking features of juvenile, young NP cells is their
ability to remain rounded and form cell clusters, con-
taining three or more cells.7,16,21 Studies that quantify
percentage of NP cells that appear in cell clusters
indicate significantly greater number of NP cell clusters
present in juvenile tissue compared to mature or
degenerated tissue in rat7 and human.21 However, not
much is known regarding the importance of these cell
clusters. Prior work in our lab has demonstrated
increased glycosaminoglycan production for juvenile
NP cells that form cell clusters on soft, laminin-rich
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surfaces.14,16,26 Culturing juvenile porcine, notochor-
dally-derived NP cells on soft (<700 Pa), laminin-rich
surfaces13,14,16,26 promotes NP cells to assemble into
multi-cell aggregates, similar to those observed in situ,
with increased glycosaminoglycan production16,26 and
preservation of NP markers.26 In contrast, culturing
juvenile porcine NP cells on stiff (>700 Pa), laminin-
or collagen-rich surfaces promote NP cells to form
spindle-like morphologies with long, thin processes
extending away from or between cells.16,26 These
findings suggest a relationship between cell clustering
behavior and matrix production, and provide a moti-
vation for understanding what cell–cell interactions are
involved in regulations of biosynthesis under condi-
tions following multi-cell cluster formation.

Cell–cell adhesion molecules, specifically cadherins,
are essential for the organization of cells into tissues
during development,1,19 and have been shown to reg-
ulate cellular signaling pathways in many cell
types.19,48,49 Cadherins function as membrane-span-
ning macromolecular complexes: the extracellular
regions are responsible for adhesive recognition by
binding to the ectodomains of other cadherins on
neighboring cells29 while the cadherin cytoplasmic tails
interact with a range of proteins that link the cadherin
receptor to a variety of intracellular processes, such as
the actin cytoskeleton, cell signaling, and traffick-
ing.42,50 One subtype of cadherins, the classical cad-
herins (specifically N- and E-), have been identified as
the main contributors to cell–cell interactions in many
different cell types.20,48 Recently, microarray analysis
of IVD tissue from various species has revealed high
expression of N-cadherin in juvenile or non-degenerate
NP tissue compared to degenerate NP, anulus fibrosus
(AF, outer region of the IVD) or even articular carti-
lage (AC) tissue (Table 1).32–34,44 Despite the obser-
vation of high N-cadherin expression in juvenile NP
tissue, there is very limited understanding of the
importance of N-cadherin in regulating NP cell
behavior or the biological mechanisms of N-cadherin-
mediated cell–cell interactions in juvenile NP cells.

The objective of this work was to reveal the role of
N-cadherin in regulating NP cell clustering behavior
and the importance of these cell–cell interactions in
maintaining the juvenile NP phenotype and morphol-
ogy. As high N-cadherin expression has been observed
in juvenile NP cells, we hypothesize that N-cadherin is
the main cell–cell adhesion molecule that regulates NP
cell cluster formation and without N-cadherin-medi-
ated cell–cell interactions, a decrease in juvenile NP cell
features will be observed. Juvenile NP cells were cul-
tured under conditions that promote cell clustering and
the presence of N- and E-cadherins was analyzed.
Additionally, the ability to preserve a juvenile NP
phenotype was further characterized and confirmed.

To confirm the importance of N-cadherin in regulating
NP cell behavior, loss-of-function studies were per-
formed to reveal changes in NP cell phenotype and
morphology when cadherin (N- or E-) function was
blocked. Results indicate NP cells form cell clusters via
N-cadherin-mediated cell–cell contacts, and preserva-
tion of the juvenile NP phenotype was observed only
when NP cells were able to form these cell clusters.
Anulus fibrosus (AF) cells, which were used as a
comparator cell group in this study, did not have high
expression of N-cadherin, and cell matrix production
was not affected by cadherin-blocking studies. These
findings present strong evidence that N-cadherin-
mediated cell–cell contacts are necessary for successful
NP cell cluster formation and preservation of the
juvenile NP phenotype and morphology.

METHODS

IVD Tissue and Cell Isolation

All tissue and cell samples used for this study were
obtained according to institutional review board-
approved protocols.

Pathologic human IVD tissue was obtained from
different patients as to-be-discarded surgical waste,
undergoing surgery for treatment of degeneration or
adult scoliosis (n = 15, ages 6–42) at Duke University
Medical Center. Regions corresponding to AF and NP
tissue were embedded in cryoembedding medium
(TissueTek, OCT), flash frozen in liquid nitrogen and
stored in �80 �C for cryosectioning and immuno-
staining.

Porcine IVD tissue was obtained from lumbar
spines of young pigs from an abattoir (4–5 months,
Nahunta Pork Outlet, Raleigh NC, n = 9 separate
isolation pools). Porcine tissue was processed in the
same manner as human tissue: regions corresponding
to AF and NP tissue were embedded in OCT, flash
frozen in liquid nitrogen and stored in �80 �C.

Porcine NP and AF cells from lumbar spines of
young pigs (4–5 months, Nahunta Pork Outlet,
Raleigh NC, n = 9 separate isolation pools) were iso-
lated via enzymatic digestion (as described in Gilchrist
et al.16). Briefly, cells were isolated from NP tissues via
pronase-collagenase enzymatic digestion, then resus-
pended in culture media (Ham’s F-12 media (Gibco,
Invitrogen) supplemented with 5–10% FBS (Hyclone,
Thermo Scientific), 100 U/mL penicillin (Gibco) and
100 mg/mL streptomycin (Gibco)). Resuspended NP
cells were cultured in sub-confluent monolayers on con-
ditioned media (collected from rat carcinoma cell line,
804G17,37) tissue culture flasks for 2 days before use.
Resuspended AF cells were cultured in sub-confluent
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monolayers on 0.1% gelatin-coated tissue culture flasks
for 5 days before use.

Tissue Immunohistochemistry: N- and E-Cadherin

Frozen blocks of NP and AF tissue from human
and porcine IVD tissue were cryosectioned into 5 lm
thick sections, and used for immunostaining of N- and
E-cadherins. Tissue sections were fixed in 4% para-
formaldehyde (Electron Microscopy Sciences, Hatfield
PA) for 20 min, washed with DPBS, blocked for 1 h
with serum blocking solution (3.75% BSA and 5%
non-immune goat serum), and immunolabeled for
N-cadherin (Abcam 12221, 1509 dilution in serum
blocking solution overnight) or E-cadherin (Abcam
15148, 1509 dilution in serum blocking solution
overnight). An appropriate isotype matched rabbit
antibody was used as control (rabbit IGg, Abcam).
Tissue sections were treated with goat-anti-rabbit
Alexa-Fluor 488 secondary antibody (Invitrogen) for
30 min at room temperature, shielded from light.

Cell nuclei were stained using propidium iodide
(Sigma, 0.33 mg/mL) for 20 min at room temperature,
shielded from light. Immediately after each stain, tissue
sections were mounted, coverslipped, and imaged via
confocal microscopy (Zeiss LSM 510, 409 magnifica-
tion).

Laminin-Rich Substrate Synthesis

Two substrates using basement membrane extract
(BME, Matrigel�, growth-factor reduced, 13.8 mg/
mL, Trevigen Inc) were created: a soft gel and a ligand-
coated stiff glass substrate. To make soft gels, 40 lL of
BME (13.8 mg/mL) was added to 8-well glass-bottom
chamber slides (Lab-tek Nunc II, Sigma-Aldrich) and
allowed to self-polymerize at 37 �C for 30 min. Oscil-
latory shear testing (Rheometer, AR-G2 Instruments)
was used to determine gel stiffness (E = 300 Pa). The
ligand-coated stiff glass substrate (E> 50 GPa6) was

created by coating culture wells with BME (0.2 lg/mL
in PBS) for 1 h at 37 �C.

Porcine NP Cell Culture on Substrate System

Juvenile porcine cells in monolayer culture were
detached from the culture surface using 0.025% tryp-
sin/EDTA (Cambrex) and immediately re-suspended
in culture media. NP or AF cells (45,000 cells/well,
n = 3 per measured variable) were cultured upon each
substrate for up to 96 h (normoxic conditions: 37 �C,
5% CO2). In parallel, two additional sets of cells
(45,000 cells/well, n = 3 per measured variable) cul-
tured upon the same substrates were treated with
40 lg/mL N-cadherin blocking antibody (C3865, Sig-
ma-Aldrich) or 20 lg/mL E-cadherin blocking anti-
body (DECMA-1, Sigma-Aldrich). Blocking antibody
was added to culture media for their respective treat-
ment groups every 24 h for the duration of the culture
period.

IVD Cell Immunohistochemistry

Twenty-four hours after culturing on various sub-
strates and treatment conditions, NP and AF cells were
fixed (4% paraformaldehyde, Electron Microscopy
Sciences, Hatfield PA) for 20 min, washed with DPBS
and immunolabeled for polymerized F-actin, N- and
E-cadherin. The staining and imaging methods used
for NP and AF cells is the same protocol as described
in the section titled ‘‘Tissue Immunohistochemistry’’.
Nine images across nine different porcine spines were
taken for each sample.

Biochemical Analysis

NP and AF cell matrix production of sulfated gly-
cosaminoglycans (sGAG) was analyzed after 96 h in
culture using the dimethymethylene blue (DMMB)
spectrophotometric method as previously described.16

TABLE 1. Compilation of N- and E-cadherin expression in bovine, rat, and human IVD tissue.

Species 1 mo NP/1 mo AC 1 mo NP/12 mo NP NP/AC

N-cadherin Rat 4.3 2.128

Bovine 2.02

Human 2.0

E-cadherin Rat 0.242 0.79

Bovine 0.96

Human 1.2

Higher N-cadherin expression is present in NP tissue compared to AF or AC tissue in all species displayed in the table. Additionally lower levels

of E-cadherin expression is observed for NP tissue compared to AF or AC tissue in rat, bovine and human tissue. Data obtained from publically

available microarray databases (MIAME). Adapted from [Tang et al. (Rat),44 and Minogue et al. (bovine34 and human33)] with additional analysis

performed using BRB-Array Tools.41 (mo = month, AC = articular cartilage, AF = annulus fibrosus, NP = nucleus pulposus).
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Media overlay from culture samples was collected
while cells and substrates remaining in corresponding
wells after media removal were digested in papain
solution (125 lg/mL in DPBS with 5 mM EDTA and
5 mM cysteine, 2 h, 65 �C). Control wells were also
used (substrates only, n = 3), and processed in paral-
lel. sGAG content was measured by mixing samples
with DMMB dye, and absorbance (535 nm) was
measured on a plate reader (Perkin-Elmer Enspire
Multimode Reader). sGAG concentrations were
determined from a standard curve prepared from
chondroitin-4-sulfate (Sigma-Aldrich). For all samples,
DNA content was also measured using picogreen assay
(Quant-iT, Invitrogen). Total concentration of sGAG
(media overlay plus cell digest) was normalized to total
DNA content. Differences in sGAG production
(sGAG/DNA) were tested using a two-way ANOVA
(treatment, substrate) with Tukey’s post hoc analysis
(*p< 0.05).

mRNA Extraction

After 96 h of culture on substrates with each treat-
ment group, mRNA was extracted from NP and AF
cells. Cells were pooled from two wells to collect suf-
ficient mRNA for one sample, and a total of three
RNA samples (n = 3, across different spines and
substrates) for each group was analyzed. Cells on soft
substrates were separated from their corresponding
soft substrate using a cell scraper and TRIzol reagent
(Life Technologies) before mRNA extraction was
performed using the RNeasy mini kit plus DNase I
digestion (Qiagen). Cells on stiff substrates were sep-
arated from the substrate using a cell scraper and
QIAshredder (Qiagen) before mRNA extraction was
performed also using the RNeasy mini kit plus DNase
I digestion (Qiagen). mRNA integrity and concentra-
tion was checked on the ND-1000 Spectrophotometer
(NanoDrop). mRNA was reverse transcribed into
cDNA using the iScript cDNA synthesis kit (Biorad).
cDNA samples were diluted to a final concentration of
10 ng/lL using RNAse-free DNAse-free water.

Quantitative Real-Time PCR (qRT-PCR)

qRT-PCR, using Taqman primer probes (Life Tech-
nologies) of porcine NP-specific and NP-matrix related
gene-specific primers, was performed on cDNAobtained
fromNP andAF cells after 96 h culture upon each of the
substrates for all treatment conditions. The genes ana-
lyzed via qRT-PCR were: N-cadherin (custom-designed
by Life Technologies), T-brachyury (Ss03374654_g1),
type II collagen (Ss03373344_g1), laminin b1
(Ss03375563_u1), and aggrecan (Ss03374823_m1). The
housekeeping gene, 18 s (4308329) was used as an inter-

nal control. qRT-PCR reactions were performed on the
StepOnePlus real-timePCRsystem (AppliedBiosystems)
in duplicate in 96-well plates in a final volume of 25 lL
using standard conditions. The PCR reactions contained
12.5 lL 29 universal master mix (Applied Biosystems),
1.25 lL Taqman primer probes, 9.25 lL ddH2O, and
2 lL 10 ng/lL cDNA. Fold-differences were calculated
using the delta–delta Ct method (2�DDCt), where the first
D accounted for fold change over housekeeping gene and
the second D accounted for fold change over stiff BME
substrates. Differences in expression level for each gene
was tested using a two-way ANOVA (treatment, sub-
strate) with Tukey’s post hoc analysis (*p< 0.05).

RESULTS

N-Cadherin is Expressed in Juvenile NP but not AF
Tissue

Immunostaining for classical cadherins, N- and E-,
was performed in human tissue to determine the pre-
sence of N- or E-cadherin in the IVD. Immunostaining
results reveal positive N-cadherin staining in juvenile
human NP tissue only (Fig. 1a). As seen in Fig. 1a,
N-cadherin staining is positive (green) in NP tissue for
a 6-year-old patient but is absent in patient samples
older than 12-years of age, indicating loss of N-cad-
herin with aging. Additionally, E-cadherin expression
is absent in all NP tissue, regardless of age (not
shown). However, positive E-cadherin expression was
observed in AF tissue for all human tissue, regardless
of age (Fig. 1a for human, Fig. 1b for porcine). These
findings indicate the presence of N-cadherin only in
juvenile or young NP tissue, with loss of N-cadherin
expression observed with aging. The loss of N-cadherin
with age in human tissue could correlate with the
observed decrease in cell density and clustering ability
of NP cells with aging.

In addition to analyzing cadherin expression in
human tissue, classical cadherin immunostaining was
also performed on porcine IVD tissue in order to
identify similarities or differences between human IVD
tissue and porcine IVD tissue. Similar expression pat-
terns observed in juvenile human tissue for N- and
E-cadherin were also observed in porcine tissues. High
N-cadherin expression was observed in porcine NP
tissue only, and high E-cadherin expression was
observed in porcine AF tissue only (Fig. 1b). Quanti-
tative real-time PCR was performed on porcine NP,
AF, and articular cartilage (AC) tissue to test for
expression of an array of molecules associated with the
juvenile NP cell, including laminins, brachyury and
collagen. Gene expression analysis reveals significantly
higher expression of N-cadherin, and juvenile NP
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markers, brachyury, laminin, type II collagen and
aggreecan, in NP tissue compared to AF and AC tissue
(Fig. 1c, *p< 0.05).

These findings confirm the presence of N-cadherin
protein and mRNA expression in juvenile porcine and
juvenile human NP tissue, which correlate with
microarray analysis that also identifies N-cadherin
mRNA expression in juvenile NP tissue of various
species (rat, bovine, human), that decreases with age
(Table 1).

Soft, Laminin-Containing Substrates Promote Cell
Clustering and N-Cadherin-Mediated Cell–Cell

Contacts in Porcine NP but not AF Cells

NP Cells

Prior work has indicated microenvironment cues
can be useful in modulating juvenile porcine NP cell
behavior, specifically microenvironments composed of
soft extracellular matrix with high concentrations of
laminin-111.16 As used in the previously described
study, soft BME substrates were also used for this
work since BME is mainly composed of laminin-11128

and BME has the ability to polymerize into a gel
(E = 300 Pa, determined via oscillatory shear testing)
at 37 �C. As demonstrated earlier by Gilchrist et al.,16

NP cells cultured on soft BME naturally formed into
large, 3-dimensional cell clusters whereas NP cells
cultured on stiff BME attached as individual cells onto
the substrate. Phalloidin immunostaining for F-actin
in porcine NP cells on soft BME substrates reveal an
interconnected network of cells without formation of
obvious actin stress fibers (Fig. 2a) and intracellular

vacuoles are still observed (Figure not shown). This
cellular organization is similar to in situ NP cell mor-
phology of juvenile NP tissue.7,25 In contrast, NP cells
cultured upon stiff BME substrates formed a uniform
monolayer with high expression of actin stress fibers
observed throughout the cell (Fig. 2a).

Cadherin immunostaining was also performed for
NP cells cultured upon the various BME substrates to
observe any changes in N- or E-cadherin expression.
N-cadherin staining intensity was higher for NP cells on
soft BME compared to stiff BME (Fig. 2a) and N-cad-
herin staining expression and localization appears to be
localized to cell edges. Some N-cadherin expression was
present for NP cells on stiff BME with expression
localized to regions right next to cell nuclei (Fig. 2a). As
expected, E-cadherin expression was absent in porcine
NP cells on all BME substrates, regardless of cell mor-
phology and organization (Fig. 2a).

AF Cells

Similar to the cell organization observed in porcine
NP cells, porcine AF cells also formed cell clusters on
soft BME (Fig. 2b), as has been observed previously
for human AF cells on soft BME.18 Phalloidin
immunostaining was observed at cell edges without
observation of distinct actin stress fibers. Just like NP
cells on stiff BME, AF cells on stiff BME formed a
uniform monolayer with high distribution of actin
stress fibers observed throughout the cell (Fig. 2b).

N- and E-cadherin immunostaining was also per-
formed for AF cells on BME substrates to identify
presence of cadherin expression. N-cadherin expres-
sion was absent from AF cells regardless of which

FIGURE 1. Presence of classical cadherins, N- and E-, in IVD. (a) Representative images for positive N-cadherin immunostaining
observed in the NP region of 6-year old tissue, which disappears with age; E-cadherin is absent in these representative human NP
tissue samples (red = cell nuclei, green = cadherin; scale bar = 50 lm) (b) Positive N-cadherin immunostaining is observed in the
NP region of juvenile porcine tissue, and positive E-cadherin immunostaining is observed in the AF region of juvenile porcine AF
tissue. (red = cell nuclei, green = cadherin; scale bar = 50 lm). (c) Higher gene expression levels of N-cadherin and Brachyury-T
observed in porcine NP tissue compared to porcine AF and AC tissue (*p < 0.05, 1-way ANOVA with Tukey’s post hoc analysis
NP = nucleus pulposus, AF = anulus fibrosus, AC = articular cartilage).
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FIGURE 2. Soft, laminin-containing substrates promote N-cadherin-mediated porcine NP cell–cell contacts and regulate cell
phenotype. (a–b) Porcine NP and AF cells form cell clusters on soft BME; positive N-cadherin, but negative E-cadherin expression
is observed in porcine NP cells on soft, laminin-containing substrates. E-cadherin expression is observed in porcine AF cells on
soft and stiff BME. (red = cell nuclei, green = protein (phalloidin or cadherin), scale bar = 50 lm) (c–d) Soft, laminin-containing
substrates promote higher cellular biosynthesis in porcine NP cells compared to AF cells (ANOVA with Turkey’s post hoc analysis,
letters indicate significance compared to all other conditions, p < 0.05). Significantly higher gene level expression of NP-specific
markers, N-cadherin and brachyury-T (T), and NP-matrix-related markers, aggrecan, type II collagen, and laminin, are observed
when NP cells form clusters compared to other culture conditions or AF cells (different letters indicate significance within each
marker, p < 0.05).
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BME substrate cells were cultured upon (Fig. 2b); this
finding was not surprising as our immunostaining of
porcine AF tissue was also negative for N-cadherin.
On the other hand, E-cadherin expression was present
in AF cells regardless of which substrate the cells were
cultured upon (Fig. 2b). Again, these findings are
consistent with results of tissue immunostaining that
revealed E-cadherin expression in porcine AF tissue.

N-Cadherin Regulates NP Cell Cluster Formation
and Downstream Cellular Biosynthesis on Soft BME

Substrates

To determine if N-cadherin is necessary for cell
biosynthesis and preservation of an juvenile NP cell
phenotype, studies in which cadherin function was
blocked were performed. N- or E-cadherin blocking
antibodies were used to understand the role that N- or
E-cadherins may play in regulating cell phenotype and
morphology. When NP cells were treated with an
N-cadherin blocking antibody, the number of cell–cell
clusters was greatly reduced on soft BME (Fig. 3a).
Instead, many NP cells remained as individual cells,
and a loss of N-cadherin protein immunostaining
was observed (Fig. 3c). E-cadherin immunostaining
appears to be unaffected by N-cadherin blocking
antibody, as E-cadherin protein expression was still
absent in NP cells (Fig. 3c). Conversely, blocking
E-cadherin function did not appear to influence NP
cell cluster formation on soft BME (Fig. 3a). NP cells
were still able to form cell clusters with similar patterns
of N-cadherin protein immunostaining when cells were
cultured on soft BME (Fig. 3c). NP cell behavior did
not appear to change on stiff BME substrates, indi-
cating that microenvironment cues can be important
for mediating formation of cadherin-mediated cell
contacts. Also, these findings indicate a potential role
for N-cadherin, but not E-cadherin, in the formation
of NP cell–cell contacts on soft BME.

To further understand if N-cadherin helps regulate
cellular biosynthesis or preservation of the cell phe-
notype, biochemical and gene expression analysis was
performed for NP cells under the various cadherin
blocking antibody treatment conditions. Treatment of
NP cells with N-cadherin blocking antibody resulted in
significantly decreased sGAG production (Fig. 3b,
*p< 0.05) on soft BME when compared to no treat-
ment (no blocking antibody) conditions; and no dif-
ferences in sGAG production were observed for the
same NP cells when cultured on stiff BME as com-
pared to corresponding no treatment conditions. Fur-
thermore, treatment of NP cells with E-cadherin
blocking antibody did not influence sGAG production
(Fig. 3b) on soft or stiff BME.

Similar to findings for sGAGproduction,N-cadherin
blocking antibody treatment resulted in decreased
mRNA expression for all NP-specific markers (N-cad-
herin, Brachyury-T, Aggrecan, type II collagen) in NP
cells on soft BME (Fig. 3d). Additionally, treatment
with E-cadherin blocking antibody did not influence
mRNA levels forNP-specificmarkers inNP cells on soft
BME, as gene expression levels were not significantly
different from ‘‘no treatment’’ conditions (Fig. 3d).
Together, these findings indicate a role for N-cadherin
mediated cell–cell contacts in regulating cell biosynthe-
sis at both mRNA and protein levels, and suggests a
trend towards N-cadherin cell–cell contacts playing a
role in preserving juvenile NP-specific markers.

E-Cadherin is Involved in AF Cell Cluster Formation
but Does not Regulate AF Cellular Biosynthesis

Similar to NP cells, AF cells were treated with N- or
E-cadherin blocking antibodies to study whether or
not cell cluster formation on soft BME was regulated
by cadherins. As seen in Fig. 4a (phalloidin), treatment
with N-cadherin blocking antibody did not prevent cell
cluster formation for AF cells; in contrast, treatment
with E-cadherin blocking antibody did prevent AF cell
cluster formation on soft BME. Additionally, cadherin
blocking antibody treatment did not appear to regulate
AF cell attachment on stiff BME (Fig. 4a). Thus,
E-cadherin appears to regulate cell cluster formation
for AF cells on soft, but not stiff BME.

Cellular biosynthesis and gene expression studies
were also performed on AF cells after cadherin
blocking antibody treatment to determine whether or
not cadherins regulate sGAG production or gene
expression of matrix markers in AF cells. Unlike NP
cells, treatment of AF cells with N- or E-cadherin
blocking antibody did not change the levels of sGAG
for AF cells on soft or stiff BME substrates (Fig. 4b).
Levels of sGAG for treatment conditions were not
significantly different from those for ‘‘no treatment’’
conditions. A similar finding was observed for gene
expression of the selected NP-specific and matrix-
related markers in AF cells; regardless of blocking
antibody treatment, gene expression levels for all
markers (N-cadherin, Aggrecan, Type II collagen,
laminin b1) were not significantly different from ‘‘no
treatment’’ conditions (Fig. 4c). Brachyury-T was
absent in porcine AF cells, which is why gene expres-
sion is not displayed for that specific marker.

Together, these findings indicate that while E-cad-
herin may be involved in AF cell cluster formation on
soft BME, E-cadherin does not appear to mediate AF
cell regulation for the subset of markers analyzed in
this study.
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DISCUSSION

This work establishes the importance of N-cadherin
in regulating cell–cell contacts that are observed in situ
for juvenile NP cells, and reveals the importance of
N-cadherin-mediated cell–cell contacts in regulating
NP cell phenotype and morphology on soft, laminin-
rich substrates. Findings indicate porcine NP cells, but
not AF cells, maintain their juvenile phenotype when
N-cadherin cell–cell contacts are engaged, which was
demonstrated via cellular biosynthesis and gene
expression analysis. Blocking N-cadherin function
with blocking antibodies resulted in prevention of cell–
cell contact formation and loss of the juvenile NP
phenotype. By contrast, porcine AF cell cluster for-
mation was influenced by E-cadherin blocking anti-
body but cell biosynthesis and gene expression were
not influenced by any cadherin blocking antibody.
These findings indicate N-cadherin is essential in reg-
ulating juvenile NP cell morphology and phenotype
whereas E-cadherin may be involved in juvenile AF
cell organization but not downstream signaling that
affects biosynthesis.

While other groups have identified N-cadherin
expression in NP tissues at the transcriptional and
genomic level, this study is the first to demonstrate
positive N-cadherin expression in NP tissue at the
protein level. Findings in this study regarding the
presence of N-cadherin but not E-cadherin in porcine
and human NP tissue have been confirmed by high

N-cadherin expression levels also observed in NP tissue
of many other species at the transcriptional and geno-
mic level.32,34,38,44 A compilation of various markers
that have been identified as NP-specific markers in
many different species demonstrated N-cadherin as one
of two markers that are unique to juvenile NP tissue,
regardless of species.32 Importantly, these studies con-
firm the observation that N-cadherin expression is lost
with aging and degeneration.32 These findings coincide
with observations of decreased cell density and an
ability to form cell clusters in degenerated NP tissue.45

Since N-cadherin expression is mediated by cell–cell
contact formation, a decrease in cell–cell contact for-
mations with aging or degeneration is most likely the
reason for the observed decrease in N-cadherin expres-
sion. This hypothesis is confirmed in this study: when
NP cells are unable to form cell–cell contacts, levels of
N-cadherin mRNA and protein expression are observed
to be decreased at the protein and genomic level
(immunostaining and qRT-PCR).

While cadherin expression in AF tissue has not been
studied as thoroughly as cadherin expression in NP
tissue, based on publically available microarray data,
we demonstrated that E-cadherin expression is higher
in AF tissue compared to NP tissue for bovine and rat
species. Additionally, in this study, immunostaining
of porcine and human AF tissue revealed positive
E-cadherin expression that was not present in NP tis-
sue. Therefore, we conclude that N-cadherin expres-
sion is higher in NP tissue compared to AF tissue, and
E-cadherin expression is higher in AF tissue compared
to NP tissue. With these results in mind, it was
hypothesized that the cell–cell contacts formed in NP
cells would be mediated by N-cadherin, and formation
of any cell–cell contacts in AF cells would be mediated
by E-cadherin. When NP or AF cells were cultured on
soft, laminin-containing substrates, both cell types
formed cell clusters, and immunostaining of these cell
clusters confirmed the presence of N- or E-cadherin in
NP or AF cells, respectively.

In this study, an important finding reveals that
juvenile NP phenotype is preserved when NP cells are
able to form cell clusters. Prior work established the
phenomenon of NP cell clustering on soft, laminin-rich
substrates with initial studies identifying higher sGAG
concentration on soft, laminin-rich substrates com-
pared to stiff substrates or even soft, type II collagen
substrates.16 However, preservation of the juvenile NP
phenotype during cell clustering has never been veri-
fied. Here, in addition to analyzing sGAG concentra-
tions, qRT-PCR was also performed to characterize
changes in the genomic levels for NP-specific (N-cad-
herin, Brachyury-T38,44) and NP-matrix-related mark-
ers (aggrecan, type II collagen, laminin b110,15,17,31,38).
Higher expression of these markers was observed only

FIGURE 3. N-cadherin is necessary for maintenance of the
juvenile NP cell phenotype and morphology. (a) Phalloidin
immunostaining: treatment with N-cadherin blocking antibody
reduces formation of cell–cell contacts in NP cells whereas
treatment with E-cadherin blocking antibody still allows cell–
cell contact formation in NP cells on soft BME. (red = cell
nuclei, green = phalloidin, scale bar = 50 lm) (b) Cellular
biosynthesis: significantly higher matrix production was
observed in porcine NP cells on soft BME compared to NP
cells on stiff BME or AF cells (*p < 0.05). Treatment with
N-cadherin blocking antibody resulted in significantly less
matrix production while treatment with E-cadherin blocking
antibody did not influence matrix production in porcine NP
cells on soft BME (*p < 0.05). (c) N- and E-cadherin immuno-
staining: loss of N-cadherin expression is observed when NP
cells are treated with N-cadherin blocking antibody whereas
positive N-cadherin expression is still observed after E-cad-
herin blocking antibody treatment. E-cadherin expression is
absent regardless of blocking antibody treatment (red = cell
nuclei, green = cadherin, scale bar = 50 lm). (d) High levels of
N-cadherin, Brachyury-T, Aggrecan and Type II collagen are
observed when juvenile porcine cells form cell clusters on
soft BME substrates. Treatment with N-cadherin blocking
antibody results in decreased gene expression levels of all
markers in porcine NP cells on soft BME. Treatment with
E-cadherin blocking antibody does not influence gene
expression of N-cadherin or any of the matrix markers. (Dif-
ferent letters indicate significance within each analyzed pro-
tein, p < 0.05) (No Tx = no treatment condition, N-cad block =
N-cadherin blocking antibody condition, E-cad block =
E-cadherin blocking antibody condition).
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in NP cells that were able to form cell clusters, dem-
onstrating the importance of cell clustering in regu-
lating the juvenile NP cell phenotype.

In addition to verifying the importance of NP cell
clustering in regulating cell phenotype, this study also
establishes the importance of N-cadherin-mediated NP
cell–cell contacts in regulating the juvenile NP pheno-
type. Prevention of N-cadherin mediated NP cell
cluster formation on soft, laminin-rich substrates
resulted in significantly decreased sGAG production,
and decreased expression of various NP-specific
markers. These findings correspond with prior work
analyzing the role of cadherins in regulating cell phe-

notype and behavior in many other cell types.49 Various
studies analyzing disruption of N- or E-cadherin
engagement, either by altering ECM conditions to pre-
vent formation of adherens junctions or by knocking
down cadherin protein expression, have shown devia-
tions in expected cell behavior and phenotype.8,12,23,36,46

For example, perturbation of N-cadherin via blocking
antibodies to myoblasts resulted in inhibition of myo-
tube formation,8 andknockdownofN-cadherin in chick
limb mesenchymal stem cells prevented chondrogene-
sis.12 Now we have demonstrated a functional role of
N-cadherin in regulating NP cell behavior, phenotype,
morphology, andmatrix synthesis, which contributes to

FIGURE 4. Response of porcine AF cells to blocking antibody treatment: blocking E-cadherin resulted in loss of AF cell–cell
contacts but did not influence cell biosynthesis or gene expression levels (a) Phalloidin immunostaining: porcine AF cell mor-
phology is unaffected by N-cadherin blocking antibody on soft, laminin-containing substrates. Treatment with E-cadherin blocking
antibody results in loss of cell–cell contact formation. (red = cell nuclei, green = phalloidin, scale bar = 50 lm). (b) sGAG/DNA:
cellular biosynthesis for porcine AF cells are not affected by N- or E-cadherin blocking antibody, despite changes observed in
cellular morphology. (c) Quantitative gene expression: regardless of blocking antibody treatment method, there is no change in
any of the markers analyzed for porcine AF cells on any BME substrate. Brachyury-T expression was absent in AF cells. (No
Tx = no treatment condition, N-cad block = N-cadherin blocking antibody condition, E-cad block = E-cadherin blocking antibody
condition).
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the growing body of literature emphasizing the impor-
tance of cadherins and downstream cellular signaling.

One of the limitations of this study is that the
mechanisms linking N-cadherin to cellular biosynthesis
were not investigated. Prior work has shown ectopic
expression of E-cadherin in IVD cells under control of
a CMV promoter drives increased synthesis of aggre-
can and type II collagen, that coincides with upregu-
lation of BMP-Smad1/2 signaling pathways.47 In the
current study, changes in actin filament organization
during N-cadherin blocking points to actin-mediated
signaling pathways as contributing to the cadherin-
mediated regulation of biosynthesis. Indeed, there is
increased interest in understanding whether or not
WNT/b-catenin, Rho GTPases,26 or myocardin-
related transcription factors (MRTF)/serum response
factor (SRF) signaling are involved in regulating cel-
lular biosynthesis of NP cells. Future work will focus
on identifying cellular signaling pathways that regu-
late NP cell biosynthesis during N-cadherin-mediated
signaling.

In conclusion, juvenile NP cell cluster behavior on
soft, laminin-rich substrates aremediated by the cell–cell
adhesion molecule, N-cadherin, with associated pres-
ervation of key features of a juvenile NP cell phenotype.
Positive expression ofN-cadherin is observed in juvenile
NP cells that are able to form cell clusters on soft, lam-
inin-rich substrates, that disappears when NP cells are
cultured on stiff, laminin substrates. Additionally, pre-
vention of N-cadherin-mediated cell–cell contacts
results in decreased cell clustering behavior on soft,
laminin-rich substrates and associated decrease in un-
ique features associated with an juvenile NP cell. On the
other hand, juvenile AF cells form clusters via E-cad-
herin, but cell matrix synthesis does not appear to be
altered. Together, these findings demonstrate juvenile
NP cell organization and phenotype are regulated by
N-cadherin-mediated cell–cell interactions, and that
alterations in cell–cell interactions can affect NP cell
organization, function, or fate, which has been demon-
strated in many other cell types.23,29,46,48–50 This work is
significant as it is the first step in understanding howNP
cell–cell interactions regulate NP cell behavior, and is
important knowledge for development of novel biolog-
ical treatment methods for disc degeneration.

ACKNOWLEDGMENTS

The authors thank Steve Johnson for his help with
tissue harvesting. This work was funded by the
National Institutes of Health (NIH) (AR047442 and
AR057410), and a National Science Foundation
(NSF) Graduate Research Fellowship.

CONFLICT OF INTEREST

P.Y. Hwang, L. Jing, K.W. Michael, W.J. Rich-
ardson, J. Chen, and L.A. Setton all declare they have
no conflicts of interest.

ETHICAL STANDARDS

All tissue and cell samples used for this study were
obtained according to institutional review board-
approved protocols.

REFERENCES

1Angst, B. D., C. Marcozzi, and A. I. Magee. The cadherin
superfamily: diversity in form and function. J. Cell Sci.
114(Pt 4):629–641, 2001.
2Antoniou, J., et al. The human lumbar intervertebral disc:
evidence for changes in the biosynthesis and denaturation of
the extracellular matrix with growth, maturation, ageing,
and degeneration. J. Clin. Invest. 98(4):996–1003, 1996.
3Biyani, A., and G. B. Andersson. Low back pain: patho-
physiology and management. J. Am. Acad. Orthop. Surg.
12(2):106–115, 2004.
4Boos, N., et al. Classification of age-related changes in
lumbar intervertebral discs: 2002 Volvo Award in basic
science. Spine (Phila Pa 1976) 27(23):2631–2644, 2002.
5Buckwalter, J. A. Aging and degeneration of the human
intervertebral disc. Spine (Phila Pa 1976) 20(11):1307–
1314, 1995.
6Callister Jr, W. D. Materials Science and Engineering an
Introduction (6th ed.). New York: Wiley, 2003.
7Cao, L., F. Guilak, and L. A. Setton. Three-dimensional
morphology of the pericellular matrix of intervertebral disc
cells in the rat. J. Anat. 211(4):444–452, 2007.
8Charrasse, S., et al. N-cadherin-dependent cell-cell contact
regulates Rho GTPases and beta-catenin localization in
mouse C2C12 myoblasts. J. Cell Biol. 158(5):953–965, 2002.
9Chen, J., W. Yan, and L. A. Setton. Molecular phenotypes
of notochordal cells purified from immature nucleus pul-
posus. Eur. Spine J. 15(Suppl 3):S303–S311, 2006.

10Chen, J., et al. Expression of laminin isoforms, receptors,
and binding proteins unique to nucleus pulposus cells of
immature intervertebral disc. Connect Tissue Res. 50(5):
294–306, 2009.

11Cloyd, J. M., et al. Material properties in unconfined
compression of human nucleus pulposus, injectable hyalu-
ronic acid-based hydrogels and tissue engineering scaffolds.
Eur. Spine J. 16(11):1892–1898, 2007.

12Delise, A. M., and R. S. Tuan. Analysis of N-cadherin
function in limb mesenchymal chondrogenesis in vitro.
Dev. Dyn. 225(2):195–204, 2002.

13Francisco, A. T., et al. Injectable laminin-functionalized
hydrogel for nucleus pulposus regeneration. Biomaterials
34(30):7381–7388, 2013.

14Francisco, A. T., et al. Photocrosslinkable laminin-func-
tionalized polyethylene glycol hydrogel for intervertebral
disc regeneration. Acta Biomater. 10(3):1102–1111, 2014.

15Gilchrist, C. L., et al. Functional integrin subunits regu-
lating cell-matrix interactions in the intervertebral disc.
J. Orthop. Res. 25(6):829–840, 2007.

N-Cadherin-Mediated Signaling Regulates Cell Phenotype 61



16Gilchrist, C. L., et al. Extracellular matrix ligand and
stiffness modulate immature nucleus pulposus cell-cell
interactions. PLoS One 6(11):e27170, 2011.

17Gilchrist, C. L., et al. Nucleus pulposus cell-matrix inter-
actions with laminins. Eur. Cell Mater. 21:523–532, 2011.

18Gruber, H. E., and E. N. Hanley, Jr. Human disc cells in
monolayer vs 3D culture: cell shape, division and matrix
formation. BMC Musculoskelet. Disord. 1:1, 2000.

19Halbleib, J. M., and W. J. Nelson. Cadherins in develop-
ment: cell adhesion, sorting, and tissue morphogenesis.
Genes Dev. 20(23):3199–3214, 2006.

20Harris, T. J., and U. Tepass. Adherens junctions: from
molecules to morphogenesis. Nat. Rev. Mol. Cell Biol.
11(7):502–514, 2010.

21Hastreiter, D., R. M. Ozuna, and M. Spector. Regional
variations in certain cellular characteristics in human
lumbar intervertebral discs, including the presence of a-
smooth muscle actin. J. Orthop. Res. 19(4):597–604, 2001.

22Hayes, A. J., M. Benjamin, and J. R. Ralphs. Extracellular
matrix in development of the intervertebral disc. Matrix
Biol. 20(2):107–121, 2001.

23Heuberger, J., and W. Birchmeier. Interplay of cadherin-
mediated cell adhesion and canonical Wnt signaling. Cold
Spring Harb. Perspect. Biol. 2(2):a002915, 2010.

24Hunter, C. J., J. R. Matyas, and N. A. Duncan. The
functional significance of cell clusters in the notochordal
nucleus pulposus: survival and signaling in the canine
intervertebral disc. Spine (Phila Pa 1976) 29(10):1099–
1104, 2004.

25Hunter, C. J., J. R. Matyas, and N. A. Duncan. Cyto-
morphology of notochordal and chondrocytic cells from
the nucleus pulposus: a species comparison. J. Anat. 205(5):
357–362, 2004.

26Hwang, P. Y., et al. The role of extracellular matrix elas-
ticity and composition in regulating the nucleus pulposus
cell phenotype in the intervertebral disc: a narrative review.
J. Biomech. Eng. 136(2):021010, 2014.

27Iatridis, J. C., et al. Is the nucleus pulposus a solid or a
fluid? Mechanical behaviors of the nucleus pulposus of the
human intervertebral disc. Spine (Phila Pa 1976) 21(10):
1174–1184, 1996.

28Kleinman, H. K., and G. R. Martin. Matrigel: basement
membrane matrix with biological activity. Semin. Cancer
Biol. 15(5):378–386, 2005.

29Leckband,D., andA.Prakasam.Mechanismanddynamicsof
cadherin adhesion.Annu. Rev. Biomed. Eng. 8:259–287, 2006.

30Liebscher, T., et al. Age-related variation in cell density of
human lumbar intervertebral disc. Spine (Phila Pa 1976)
36(2):153–159, 2011.

31Ludwinski, F. E., et al. Understanding the native nucleus pul-
posus cell phenotype has important implications for interverte-
bral disc regeneration strategies. Regen. Med. 8(1):75–87, 2013.

32Lv, F., et al. In search of nucleus pulposus-specific molec-
ular markers. Rheumatology 53:600–610, 2014.

33Minogue, B. M., et al. Characterization of the human nu-
cleus pulposus cell phenotype and evaluation of novel
marker gene expression to define adult stem cell differen-
tiation. Arthritis Rheum. 62(12):3695–3705, 2010.

34Minogue, B. M., et al. Transcriptional profiling of bovine
intervertebral disc cells: implications for identification of
normal and degenerate human intervertebral disc cell
phenotypes. Arthritis Res. Ther. 12(1):R22, 2010.

35Murray, C. J., et al. The state of US health, 1990-2010:
burden of diseases, injuries, and risk factors. JAMA
310(6):591–608, 2013.

36Nathke, I. S., et al. Defining interactions and distributions
of cadherin and catenin complexes in polarized epithelial
cells. J. Cell Biol. 125(6):1341–1352, 1994.

37Plopper, G. E., et al. Migration of breast epithelial cells on
Laminin-5: differential role of integrins in normal and
transformed cell types. Breast Cancer Res. Treat. 51(1):57–
69, 1998.

38Rodrigues-Pinto, R., S. M. Richardson, and J. A. Hoyland.
Identification of novel nucleus pulposus markers: inter-
species variations and implications for cell-based therapies
for intervertebral disc degeneration. Bone Joint Res. 2(8):
169–178, 2013.

39Roughley, P. J. Biology of intervertebral disc aging and
degeneration: involvement of the extracellular matrix.
Spine (Phila Pa 1976) 29(23):2691–2699, 2004.

40Sakai, D. Future perspectives of cell-based therapy for
intervertebral disc disease. Eur. Spine J. 17(Suppl 4):452–
458, 2008.

41Simon, R., et al. Analysis of gene expression data using
BRB-ArrayTools. Cancer Inform. 3:11–17, 2007.

42Stepniak, E., G. L. Radice, and V. Vasioukhin. Adhesive
and signaling functions of cadherins and catenins in ver-
tebrate development. Cold Spring Harb. Perspect. Biol.
1(5):a002949, 2009.

43Tam, V., V. Leung, and K. M. C. Cheung. Biological
treatment for intervertebral disc degeneration to preserve
motion—reality or fantasy? Eur. Musculoskelet. Rev. 7(1):
5, 2012.

44Tang, X., L. Jing, and J. Chen. Changes in the molecular
phenotype of nucleus pulposus cells with intervertebral disc
aging. PLoS One 7(12):e52020, 2012.

45Urban, J. P., and S. Roberts. Degeneration of the inter-
vertebral disc. Arthritis Res. Ther. 5(3):120–130, 2003.

46Van den Bossche, J., et al. Regulation and function of
the E-cadherin/catenin complex in cells of the monocyte-
macrophage lineage and DCs. Blood 119(7):1623–1633,
2012.

47Wang, Z., et al. E-cadherin upregulates expression of ma-
trix macromolecules aggrecan and collagen II in the inter-
vertebral disc cells through activation of the intracellular
BMP-Smad1/5 pathway. J. Orthop. Res. 30(11):1746–1752,
2012.

48Wheelock, M. J., and K. R. Johnson. Cadherin-mediated
cellular signaling. Curr. Opin. Cell Biol. 15(5):509–514,
2003.

49Wheelock, M. J., and K. R. Johnson. Cadherins as mod-
ulators of cellular phenotype. Annu. Rev. Cell Dev. Biol.
19:207–235, 2003.

50Yap, A. S., and E. M. Kovacs. Direct cadherin-activated
cell signaling: a view from the plasma membrane. J. Cell
Biol. 160(1):11–16, 2003.

HWANG et al.62


	N-Cadherin-Mediated Signaling Regulates Cell Phenotype for Nucleus Pulposus Cells of the Intervertebral Disc
	Abstract
	Introduction
	Methods
	IVD Tissue and Cell Isolation
	Tissue Immunohistochemistry: N- and E-Cadherin
	Laminin-Rich Substrate Synthesis
	Porcine NP Cell Culture on Substrate System
	IVD Cell Immunohistochemistry
	Biochemical Analysis
	mRNA Extraction
	Quantitative Real-Time PCR (qRT-PCR)
	N-Cadherin is Expressed in Juvenile NP but not AF Tissue
	Soft, Laminin-Containing Substrates Promote Cell Clustering and N-Cadherin-Mediated Cell--Cell Contacts in Porcine NP but not AF Cells
	NP Cells
	AF Cells

	N-Cadherin Regulates NP Cell Cluster Formation and Downstream Cellular Biosynthesis on Soft BME Substrates
	E-Cadherin is Involved in AF Cell Cluster Formation but Does not Regulate AF Cellular Biosynthesis

	Discussion
	ACKNOWLEDGMENTS
	References




