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Abstract

Tissue engineering has recently evolved into a promising approach for annulus fibrosus (AF) regeneration. However, selection of an ideal cell
source, which can be readily differentiated into AF cells of various regions, remains challenging because of the heterogeneity of AF tissue. In this
study, we set out to explore the feasibility of using transforming growth factor-B3-mediated bone marrow stem cells (tBMSCs) for AF tissue
engineering. Since the differentiation of stem cells significantly relies on the stiffness of substrate, we fabricated nanofibrous scaffolds from a
series of biodegradable poly(ether carbonate urethane)-urea (PECUU) materials whose elastic modulus approximated that of native AF tissue.
We cultured tBMSCs on PECUU scaffolds and compared their gene expression profile to AF-derived stem cells (AFSCs), the newly identified AF
tissue-specific stem cells. As predicted, the expression of collagen-I in both tBMSCs and AFSCs increased with scaffold stiffness, whereas the
expression of collagen-Il and aggrecan genes showed an opposite trend. Interestingly, the expression of collagen-I, collagen-II and aggrecan
genes in tBMSCs on PECUU scaffolds were consistently higher than those in AFSCs regardless of scaffold stiffness. In addition, the cell traction
forces (CTFs) of both tBMSCs and AFSCs gradually decreased with scaffold stiffness, which is similar to the CTF change of cells from inner
to outer regions of native AF tissue. Together, findings from this study indicate that tBMSCs had strong tendency to differentiate into various
types of AF cells and presented gene expression profiles similar to AFSCs, thereby establishing a rationale for the use of tBMSCs in AF tissue
engineering.

Keywords: bone marrow stem cells @ annulus fibrosus-derived stem cells ® TGF-B3 treatment @ gene expression e electrospun
scaffolds e stiffness

Introduction

Intervertebral disc (IVD) degeneration is a major cause of low back
pain, a common disease which affects about 80% of the population
worldwide [1, 2]. Current treatments for degenerative disc disease
(DDD), including discectomy and spinal fusion, only relieve the neu-
rological symptoms, but do not prevent IVD degeneration. They may
even cause degenerative post-discectomy spondylosis and adjacent
vertebral degeneration [3, 4]. Recently, tissue engineering has
received intensive attention as a novel approach for DDD treatment as
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it may reconstitute the functionality of native tissue. A number of
techniques have been developed, with most of which focusing on the
tissue engineering of nucleus pulposus (NP) [5]. Such efforts, how-
ever, tend to fail without a well-functioned annulus fibrosus (AF), an
essential VD component for confining NP and maintaining physiolog-
ical intradiscal pressure upon loading, to prevent disc re-herniation
[5-7].Therefore, repairing/regenerating AF is a must for effective VD
repair/regeneration against DDD [8].

Cells play a central role in determining the quality of engineered
tissues. Currently, AF cells or mesenchymal stem cells (MSCs) have
been used in the majority of AF tissue engineering studies [9-15].
However, mature AF cells quickly lose their phenotype and presented
decreased collagen-Il gene expression during in vitro expansion [16,
17]. Recently, AF-derived stem/progenitor cells (AFSCs) have been
identified in humans, rabbits, rats and minipigs [18-21]. Being AF tis-
sue specific, AFSCs preferentially differentiate into various types of res-
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ident cells in native AF tissue and are therefore an ideal cell source for
AF tissue engineering. However, it is difficult to harvest AFSCs through
non-invasive approaches. It also remains unclear whether AFSCs iso-
lated from degenerated 1VDs are functionally capable or not. Isolation
of AFSCs from healthy IVDs, on the other hand, is never advisable. In
contrast, bone marrow MSCs (BMSCs) can be easily obtained in large
quantity from bone marrow without traumatic operations, making
them the most popular cell source for tissue engineering [22, 23].

While MSCs of various origins all possess self-renewal and multi-
potential differentiation capacity, they differ in many ways [24].
Mesenchymal stem cells from adult tissues tend to be tissue specific,
meaning that MSCs originated from a certain tissue preferentially and
better differentiate into the type of cells residing in the particular tis-
sue [24, 25]. Annulus fibrosus tissue composes of collagen-I, colla-
gen-1l and glycosaminoglycans such as aggrecan and their density
varies by region [26-28]. However, non-induced BMSCs expressed
collagen-I, yet almost no collagen-1l and aggrecan [29, 30]. Standard
chondrogenic induction of BMSCs in monolayer culture resulted up-
regulation of certain cartilage differentiation markers including COMP,
PRELP, decorin and lumican, but not aggrecan and collagen-I1 [30].
These imply that BMSCs per se may have inferior capability to differ-
entiate into AF cells. Transforming growth factor B3 (TGF-B3) is effec-
tive in promoting cartilaginous matrix formation and has been widely
used in cartilage and NP tissue engineering. Transforming growth fac-
tor-p3 treatment significantly increased the expression of cartilage-
relevant genes, including collagen-1l and aggrecan, in BMSCs [31].
Indeed, it has been shown that in the presence of TGF-B3, BMSCs
expressed a number of AF matrix-related genes resembling those in
native AF tissue both in quality and quantity [32]. Therefore, TGF-B3-
mediated BMSCs (tBMSCs) hold potential as a candidate cell source
for AF tissue engineering.

On the other hand, as a typical heterogeneous tissue the cellular
phenotype, biochemical components and biomechanical characteris-
tics of AF gradually change along the radial direction [26]. The con-
tents of collagen-I increases from inner to outer AF, while aggrecan
and collagen-I1 levels decrease. Importantly, the distinctions in matrix
composition of various AF regions are a result of the different types of
cells, which produce different types of extracellular matrix (ECM) cor-
responding to the zone where they reside [26]. The phenotype of AF
cells gradually changes from more chondrocyte-like at inner region of
AF to more fibroblast-like at outer region. It remains unclear whether
tBMSCs, which are indeed pre-differentiated stem cells [31], could
effectively differentiate into AF cells of various regions as AFSCs do.

In the past decade, numerous studies have shown that the
mechanical property such as stiffness of cell culture substrate signifi-
cantly affects the differentiation of stem cells and can direct their line-
age specification [33-35]. In this study, we have been suggested that
tBMSCs respond similar to substrate stiffness as AFSCs do and may
also be differentiated into AF-like cells using substrates whose stiffness
is comparable to the various regions of native AF tissue. To this end,
we prepared electrospun fibrous scaffolds from four biodegradable
polyurethane materials (poly(ether carbonate urethane)-urea, PECUU),
the elastic modulus of which approximates the stiffness of various AF
regions [26, 36]. We then compared the differentiation efficiency
between AFSCs and tBMSCs on these scaffolds at the gene level.

© 2015 The Authors.
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Materials and methods

Fabrication of electrospun PECUU scaffolds of
different elastic moduli

The PECUU materials were synthesized according to a previous study
[36].Their elastic modulus was measured using nanoindentation test
according to our previously reported method [26]. The PECUU solution
(25 wt% in hexafluoroisopropanol) was loaded into a 2 ml syringe with
an 18G needle and was fed at a constant rate of 0.5 ml/hr using a syringe
pump (Longer Pump Co., Ltd., Baoding, Hebei, China). A positive voltage
of 10 kV was applied to the needle using a high voltage power supply
(Tianjin High Voltage Power Supply Co., Ltd., Tianjin, China). The distance
between the collector and the needle tip was set at 15 cm. The scaffolds
were dried under vacuum prior to use. The morphology of scaffolds was
observed by scanning electron microscopy (SEM, S-4800; Hitachi, Kotyo,
Japan). The SEM images of scaffolds were analysed using Image J soft-
ware to determine the fibre diameters. The surface wettability of scaffolds
was examined using a contact angle system (DSA25; KRUSS, Hamburg,
Germany). Five measurements were taken for each sample with a 4 pl
drop of deionized water and the average of them was reported.

Isolation of rabhit AFSCs and BMSCs

Rabbit AFSCs were isolated and cultured as previously described [18]. AF-
SCs at passage 1 were used in this study. To isolate rabbit BMISCs, the
femurs of New Zealand rabbits aged 3-6 months were taken out after
anesthetized under a sterile environment. Then high glucose DMEM
(SH30021.01B; Hyclone, Thermo Fisher Scientific, Hudson, NH, USA)
containing 1000 U heparin, 100 U/ml penicillin and 100 pg/ml streptomy-
cin was used to flush the bone marrow three times. The heparinized sus-
pension was centrifuged at 55 g for 5 min. at room temperature. The
bone marrow pellet was then re-suspended in 10 ml high glucose DMEM
with 20% foetal bovine serum (FBS, SV30087.02; Hyclone), and filtered
with a 200-mesh strainer. The cells were cultured at 37°C with 5% CO,.
Non-adherent cells were removed by changing the media after 3 days,
followed with changing the medium every other day [37]. The third
passage cells were used in this study. It should be noted that in all experi-
ments, the two types of stem cells were from the same rabbit.

Induced differentiation of AFSCs and BMSCs

Multi-differentiation potential of AFSCs and BMSCs were performed
through induced differentiation for adipogenesis, osteogenesis and
chondrogenesis. The cells were seeded at a density of 2 x 10* cells/
well in a 24-well plate in basic culture medium (DMEM with 10% FBS,
100 U/ml penicillin, 100 pg/ml streptomycin). They were subsequently
cultured with adipogenic, osteogenic and chondrogenic induction med-
ium when cells reached almost 80% confluence. For adipogenic induc-
tion, the cells were induced in an adipogenic induction medium
consisting basic culture medium supplemented with 1 uM dexametha-
some (D4902; Sigma-Aldrich), 10 pg/ml insulin (16634; Sigma-Aldrich,
St. Louis, MO, USA), 100 pM indomethacin (17378; Sigma-Aldrich) and
0.5 mM isobutylmethylxanthine (IBMX) (17018; Sigma-Aldrich). For
osteogenic induction, the cells were induced in an osteogenic induction
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medium composed of basic culture medium supplemented with 0.1 puM
dexamethasone, 0.2 mM ascorbic-2-phospate (A8960; Sigma-Aldrich)
and 10 mM glycerol 2-phosphate (G8981; Sigma-Aldrich). For chondro-
genic induction, a micro-mass method was used [38]. The cells were
cultured in a chondrogenic induction medium (RBXMX-90041; Cyagen
Biosciences Inc., Santa Clara, CA, USA) which contained DMEM,
0.1 uM dexamethasone, 40 pg/ml c-proline, 100 pg/ml sodium pyru-
vate, 1% insulin, transferrin, sodium premix, 1% penicillin, streptomycin
and fungizone and 10 ng/ml TGF-B3. After being cultured for 3 weeks
(except 2 weeks for adipogenic induction), the cells were evaluated
using Oil Red O staining for adipogenesis, Alizarin Red S staining for
osteogenesis and Safranin O staining for chondrogenesis.

Proliferation assays of AFSCs, BMSCs and
tBMSCs on PECUU scaffolds

Poly(ether carbonate urethane)-urea substrates of different elastic mod-
ulus were cut into circles and placed into a 96-well plate. AFSCs and
BMSCs were seeded at the density of 2000 cells/well. AFSCs were cul-
tured on PECUU scaffolds in low glucose DMEM supplemented with
10% FBS. The BMSCs were divided into two groups. In one group (con-
trol group), BMSCs were cultured in low glucose DMEM supplemented
with 10% FBS. In another group (induced group), BMSCs were cultured
in a chondrogenic differentiation medium (Catalog No. RBXMX-90041;
Cyagen, DMEM, 0.1 uM dexamethasone, 40 pg/ml L-proline, 100 pg/ml
sodium pyruvate, 1% insulin, transferrin, sodium premix and 1% peni-
cillin, streptomycin and fungizone, 10 ng/ml TGF-B3) [31]. At 1, 3, 5
and 7 days after cell seeding, the samples were incubated with 20 pl
MTS reagent in 200 ul PBS for 2 hrs. The absorbance at 490 nm was
measured using a microplate reader (BioTek, Winooski, VT, USA).

Morphology observation of AFSCs, BMSCs and
tBMSCs on PECUU scaffolds

After 1, 3 and 7 days of culture on PECUU scaffolds, the morphology of
cells was evaluated using cytoskeleton staining and SEM. For cytoskele-
ton staining, cells on scaffolds were rinsed with PBS twice, fixed in 4%
paraformaldehyde and permeabilized with 0.1% Triton X-100 for 5 min.,
rinsed with PBS twice, followed by staining with FITC-phalloidin (Enzo
Biochem, New York, NY, USA) and DAPI (Roche, Basel, Switzerland) for
visualizing F-actin and nuclei respectively and observation under a fluo-
rescence microscope (Zeiss Axiovert 200; Carl Zeiss Inc., Thornwood,
NY, USA). For SEM observation, the samples were rinsed with PBS, fixed
with 2.5% glutaraldehyde for 2 hrs and then rinsed with deionized water
three times. The samples were then dehydrated through graded ethanol
from 50% to 100% for 10 min. each, dried and sputter-coated with gold.
Then they were observed using SEM at an accelerating voltage of 3 kV.

Gene expression analysis of AFSCs, BMSCs and
tBMSCs on PECUU scaffolds

The PECUU scaffolds were cut to fit into the wells of a 24-well plate and
sterilized by Co-60 irradiation. The cells were seeded at a density of
5 x 10* cells/well. AFSCs were cultured in basic medium, while tBMSCs
were cultured in TGF-B3 mediated medium. In a control group, BMSCs
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were cultured in basic medium. After 2 weeks, total RNA were extracted
using TRIZOL isolation system (Invitrogen, Thermo Fisher Scientific, Hud-
son, NH, USA) following the manufacturer’s protocol. cDNA was synthe-
sized using a Revert-Aid™ First-Strand ¢DNA Synthesis Kit (K1622;
Fermentas, Thermo Fisher Scientific, Hudson, NH, USA) and oligo (dT)
primers for 60 min. at 42°C on a RT-PCR system (Eastwin Life Science,
Beijing, China). Real-time quantitative PCR (RT-qPCR) was performed with
a Bio-Rad CFX96™ Real-Time System using the SsoFast™ EvaGreen Su-
permix Kit (Bio-Rad Laboratories, Berkeley, CA, USA). The relative gene
expression level was analysed using the AAC method by referring to the
gene expression of AFSCs on PECUU-1 scaffolds after being normalized to
the gene expression of Glyceraldehyde-3-phosphate dehydrogenase (GAP-
DH) as the internal control. The forward and reverse primer sequences for
collagen-I, collagen-1l, aggrecan and GAPDH were designed using the
mRNA sequences deposited in NCBI GenBank (Table 1).

Cell traction force microscopy analysis

After being cultured on PECUU scaffolds for 2 weeks, AFSCs and
tBMSCs were removed by 0.25% trypsin and plated on fluorescent
beads-embedded, collagen-coated polyacrylamide gels at the density of
3000 cells/dish. The cells were allowed to attach and spread on the gel
for 6 hrs before cell images were taken for cell traction force microscopy
(CTFM) measurement according to a published protocol [26]. Pictures of
individual cells were taken as a phase contrast image and a fluorescence
image, namely, ‘force-loaded’ image. A fluorescence image of the fluo-
rescent beads as ‘null-force’ in the same view was taken after cells were
removed. The CTFs were then computed using a customer-written MAT-
LAB program based on the three images [39].

Statistical analysis

All data are represented as mean + SD. Statistical analyses were per-
formed with SPSS software (IBM, Armonk, NY, USA). Non-parametric
AnovA was used to analyse the contact angle, gene expression level and
CTFs results. An unpaired Student’s ttest was also used where appro-
priate. Difference between two groups is considered statistically signifi-
cant if P < 0.05.

Results

Fabrication and characterizations of electrospun
PECUU scaffolds

Four kinds of PECUU materials were used in this study. The elastic
modulus of them, as measured using nanoindentation test, was
134 +£1.7,6.4 + 05,51 &+ 0.2 and 2.5 & 0.2 MPa for PECUU-1,
PECUU-2, PECUU-3 and PECUU-4 respectively (Fig. S1). Four sets of
PECUU scaffolds with randomly oriented micro-fibres, which might
mimic the fibrous nature of native AF matrix, were then fabricated
using electrospinning technique (Fig. 1). As estimated using SEM
imaging, the average diameter of PECUU scaffolds was 2.5-2.7 um
(Fig. S2).The contact angles of all scaffolds only slightly differed,
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Table 1 Sequences of primers for RT-PCR

J. Cell. Mol. Med. Vol 19, No 7, 2015

Gene Sequence Accession number

Collagen-I Forward: 5-CTGACTGGAAGAGCGGAGAGTAC-3' AY633663
Reverse: 5'-CCATGTCGCAGAAGACCTTGA-3'

Collagen-II Forward: 5’-AGCCACCCTCGGACTCT-3/ NM_001195671
Reverse: 5'-TTTCCTGCCTCTGCCTG-3'

Aggrecan Forward: 5'-ATGGCTTCCACCAGTGCG-3' XM_002723376
Reverse: 5'-CGGATGCCGTAGGTTCTCA-3’

GAPDH Forward: 5'-ACTTTGTGAAGCTCATTTCCTGGTA-3 NM_001082253

Reverse: 5-GTGGTTTGAGGGCTCTTACTCCTT-3

PECUU-1 PECUU-2

PECUU-3 PECUU-4

Fig. 1 Scanning electron microscopy (SEM) pictures of the electrospun poly(ether carbonate urethane)-urea (PECUU) nanofibrous scaffolds of differ-

ent elastic modulus. Scale bars, (A-D) 100 um; (E-H) 20 pm.

ranging from 101.6 to 107.3°, indicating similar surface wettability of
them (Fig. S3).

Isolation and multi-potential differentiation of
AFSCs and BMSCs

When the primary rabbit AFSCs and BMSCs were cultured in the
growth medium with 20% FBS, they started to form colonies after
3 days. The cells were harvested and sub-cultured when they reached
about 80% confluence. Both AFSCs and BMSCs were spindle-shaped
and fibroblast-like, typical morphology of MSCs (Fig. 2). The multi-
differentiation potential of AFSCs and BMSCs were examined by cul-
turing them in the induction medium of adipogenesis, chondrogene-

© 2015 The Authors.

sis and osteogenesis. Liquid globules, as stained using Oil Red 0,
were observed surrounding the cells after 2 weeks of culture in
adipogenic induction medium. Calcium deposits were identified by
Alizarin Red S staining after 3 weeks of culture in osteogenic induc-
tion medium. Meanwhile, large amount of sulfated proteoglycans was
detected by staining with Safranin O after 3 weeks of culture in chon-
drogenic induction medium (Fig. 3).

Growth of AFSCs and tBMSCs on PECUU
scaffolds

Cell growth on PECUU scaffolds was measured using MTS assay at 1,
3, 5 and 7 days of culture. Clearly, AFSCs, tBMSCs and untreated

1585

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.


http://www.ncbi.nlm.nih.gov/nuccore/AY633663
http://www.ncbi.nlm.nih.gov/nuccore/NM_001195671
http://www.ncbi.nlm.nih.gov/nuccore/XM_002723376
http://www.ncbi.nlm.nih.gov/nuccore/NM_001082253

BMSCs (as control) grew well and continued proliferating on all
PECUU scaffolds regardless of their elastic modulus. Interestingly, all
cells grew slightly faster on PECUU scaffolds compared to the regular
tissue culture plates which served as a control, likely because of the
nano-/micro-fibrous and porous microstructure of the electrospun
scaffolds [40] (Fig. 4). In addition, it appears that AFSCs grew faster
than tBMSCs and BMSCs on PECUU scaffolds irrespective of their
stiffness. The morphology of cells, shown by F-actin staining, also
clearly indicates that all the cells attached and grew well on PECUU
scaffolds (Fig. 5). Closer observation of the cell morphology using
SEM discovered that the cells attached well on the scaffolds and natu-
rally stretched along the nano-/micro-fibres (Fig. 6).

Gene expression analysis

After 2 weeks of culture on PECUU scaffolds, the gene expression lev-
els of collagen-I, collagen-1I and aggrecan in the cells were determined
using RT-gqPCR. Clearly, the expression of collagen-l in AFSCs and
tBMSCs increased with the stiffness of PECUU substrate (Fig. 7A). On
the other hand, the expression of collagen-ll and aggrecan genes
showed exactly an opposite trend (Fig. 7B and C). For example, the
expression of collagen-I in AFSCs on PECUU-1 (Young’s modu-
lus = 13.4 MPa) was 2.5 times higher than that on PECUU-4
(2.5 MPa). However, the expression of collagen-II and aggrecan on
PECUU-4 was 2.5 times and 2.0 times, respectively, higher than those
on PECUU-1. Similarly, the expression of collagen-I in tBMSCs on
PECUU-1 was 2.5 times higher than on PECUU-4, whereas the expres-
sion of collagen-Il and aggrecan on PECUU-4 was 3.5 times and 3.0
times, respectively, higher than on PECUU-1. As for BMSCs growing
on PECUU scaffolds without the mediation of TGF-B3, the expression
of collagen-I of them on PECUU-1 was 2 times higher than on PECUU-
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Fig. 2 Phase contrast images of primary
and the third passage bone marrow stem
cells (BMSCs; A and B) and primary and
the first passage AFSCs (C and D). Scale
bars, 20 pum.

4 (Fig. 7A). However, there was very few or even no detectable expres-
sion of other AF tissue relevant genes, including collagen-II (Fig. 7B)
and aggrecan (Fig. 7C), in BMSCs on PECUU scaffolds of different
stiffness. In addition, it is clear that the expression levels of collagen-I,
collagen-Il and aggrecan genes in tBMSCs were all significantly higher
than those in AFSCs regardless of the stiffness of PECUU scaffolds.

CTFM analysis

The CTFs of AFSCs and tBMSCs on PECUU scaffolds of different
Young’s modulus were measured using CTFM technology (Fig. 8A
and B). Apparently, the CTFs of AFSCs gradually increased with the
decrease of PECUU substrate stiffness, being 303.3 + 97.9,
394.0 4 159.0, 406.2 + 129.6 and 532.1 & 128.7 Pa when they
were cultured on PECUU-1, PECUU-2, PECUU-3 and PECUU-4
scaffolds respectively (Fig. 8C). Similarly, the CTFs of tBMSCs
were 343.8 + 148.7, 471.3 + 171.6, 489.2 + 145.7 and 606.7 +
197.7 Pa on PECUU-1, PECUU-2, PECUU-3 and PECUU-4 scaffolds
respectively (Fig. 8D).

Discussion

To date, major challenge still remains towards preparation of engi-
neered AF alternatives that are comparable to native AF tissue both
biologically and functionally, mainly because of the tremendous com-
plexity of AF at cellular, biochemical, microstructural and biomechani-
cal levels [26, 41]. Being AF tissue specific, the newly identified
AFSCs could be a valuable source for AF tissue engineering. However,
applications of AFSCs tend to suffer from the limited availability of AF
tissue. In contrast, BMSCs, which can be easily extracted from bone

© 2015 The Authors.
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AFSC

BMSC

Fig. 3 Multiple differentiation potential tests of AFSCs (A-C) and bone marrow stem cells (BMSCs; D-F). (A and D) Adipogenic differentiation at
2 weeks for AFSCs and BMSCs respectively. Lipid droplets stained using Oil Red were seen in the induced cells. (B and E) Osteogenic differentiation
at 3 weeks for AFSCs and BMSCs respectively. Calcified deposits stained by the Alizarin Red S staining were seen in the induced cells. (C and F)
Chondrogenic differentiation at 3 weeks for AFSCs and BMSCs respectively. Sulphated proteoglycans stained using Safranin O was mostly seen in

the induced cells. Scale bars, (A and D) 50 um; (B, C, E, F) 200 um.

marrow in large quantity, hold promise for AF tissue engineering
applications. Nevertheless, BMSCs have poor ability to differentiate
into AF-like cells in terms of the expression of AF relevant genes such
as collagen-Il and aggrecan [29].

Reportedly, application of TGF-B3 as a chondrogenesis inducer
strongly promoted the expression of chondrogenic genes such as col-
lagen-1I and aggrecan in BMSCs, while down-regulated the level of
osteogenic marker collagen-I expression [42-44]. In this study, the
differentiation potential of TGF-p3-mediated BMSCs, i.e. tBMSCs,
towards AF-like cells was studied by comparing with AFSCs. Since AF
is generally considered as a fibrocartilage tissue mainly consisting of
collagen-1, collagen-Il and proteoglycans and cells with the character-
istics of fibrochondrocytes, the expression of collagen-I, collagen-II
and aggrecan was used to evaluate the efficacy of AF-related differen-
tiation of stem cells. Excitingly, with the mediation of TGF-B3, the
expression of collagen-Il and aggrecan genes was remarkably
improved in BMSCs cultured on PECUU scaffolds, although the
expression of collagen-I was slightly lowered. In addition, the expres-
sion of collagen-I, collagen-Il and aggrecan genes was markedly
higher in tBMSCs compared with those in AFSCs. These findings are

© 2015 The Authors.

in line with a previous report by Steck ef al., in which BMSCs under
TGF-p3 mediation in 3D culture showed a similar gene expression
profile as native IVD tissue and histological appearance close to fibro-
cartilage [32].

It is now well known that the mechanical property such as
stiffness of substrate strongly affects the behaviours such as
adhesion, proliferation, differentiation and migration of cells [33,
35, 45]. For instance, human BMSCs were effectively differentiated
into bone, muscle or neuronal lineages when they were cultured
on stiff, medium or soft substrates, the stiffness of which was
close to that of corresponding native tissues [33]. We have previ-
ously shown that the elastic modulus of rabbit AF tissue gradually
increases from the inner, middle to outer regions [26]. Corre-
spondingly, the inner AF mainly consists of collagen-II and proteo-
glycans, whereas the outer AF mainly contains collagen-I.
Therefore, in this study we fabricated PECUU substrates of differ-
ent elastic modulus to mimic the stiffness gradient of AF tissue.
We found that on low modulus PECUU scaffolds, the expression
of collagen-I gene in both AFSCs and tBMSCs was relatively low,
whereas the expression of collagen-Il and aggrecan genes was rel-
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atively high. These findings echo the results of a few previous
studies [46, 47]. In other words, on the soft PECUU scaffolds,
both AFSCs and tBMSCs tended to differentiate into the cells
which resembled the inner AF cells. However, on the stiff PECUU
scaffolds, they preferentially differentiated into the cells whose
characteristics were similar to the outer AF cells. Such substrate
stiffness-dependent modulation of gene expression was also seen
in the differentiation of TGF-B mediated stem cells towards smooth
muscle cells [35]. Based on these findings, we speculate that the
BMSCs might be firstly pre-differentiated into IVD-like precursor
cells upon TGF-B3 mediation [32], and further differentiated into
various AF-like cells according to the stiffness of PECUU substrate
which resembled the different regions of native AF tissue.

In addition to gene expression characterizations, we also used
another approach, ie. CTF measurement through CTFM, to evalu-
ate the differentiation of stem cells. CTFs are the mechanical
forces that a cell generates against the underlying substrate [48].

A 0.5+ B 0.5

£ PECUUA
E3PECUU-1
XD PECUU-2 =
0.4 C=Pecuu3 0.4 1 =3prEcuus
EZ3 CTRL
2 0.3
[a]
O 0.2
0.1
0.0-
1d 3d 5d 7d 1d
C 057 =3 recuuq
[ PECUU-2
£33 PECUU-3
0.44 = PEcUUs
B3 CTRL

1d 3d 5d 7d
Culture time (day)

AFSC

tBMSC

BMSC

PECUU-1 PECUU-2 PECUU-3
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Since different populations of cells can be clearly distinguished in
the CTF distribution profile, CTFM may serve as an effective bio-
physical approach for characterizing cell differentiation by deter-
mining the CTF changes of cells [49]. Previously, we found that
the CTF of AF cells gradually changed along the radial direction of
AF [26]. This provides a novel way to distinguish inner, middle
and outer AF cells regions using CTFM in addition to examining
their morphology and gene expression. Clearly, the changes of
CTF of both AFSCs and tBMSCs as a result of the stiffness differ-
ence of PECUU scaffolds are similar to the region-dependent CTF
distribution profile of AF cells as shown in our previous study
[26]. Such differentiation-associated mechanical changes have also
been seen in other types of stem cells [50, 51]. Therefore, the
findings from CTF measurement also imply that both AFSCs and
tBMSCs underwent differentiation — as a function of the stiffness
of PECUU scaffold — towards AF-like cells in various regions of
native AF tissue.

Fig. 4 Proliferation of AFSCs (A), tBMSCs
(B) and non-treated BMSCs (C) on poly
(ether carbonate urethane)-urea (PECUU)
scaffolds of different elastic modulus after
1, 3, 5 and 7 days of culture.

Fig. 5 Fluorescence microscopy images of
AFSCs (A-D), tBMSCs (E-H) and BMSCs
(I-L) subjected to FITC-phalloidin (green)
and DAPI (blue) staining after 3 days of
culture on poly(ether carbonate urethane)-
urea (PECUU) scaffolds of different elastic
modulus. Scale bars, 400 pm.

PECUU-4
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In summary, we have found that in response to the stiffness
variation of PECUU scaffolds, tBMSCs, i.e. the pre-differentiated
BMSCs under TGF-B3 mediation, showed expression profiles of
ECM genes (collagen-I, collagen-Il and aggrecan) similar to the AF
cells at different regions of native AF tissue. In addition, the differ-
entiation efficiency of tBMSCs into AF-like cells, represented by the
level of ECM gene expression, appeared to be similar to if no better
than AFSGCs, the endogenous stem cells in native AF tissue. Being
the first to compare the differentiation efficiency of tBMSCs and

AFSC

Fig. 6 Scanning  electron  microscopy
(SEM) pictures of AFSCs (A-D), tBMSCs
(E-H) and BMSCs (I-L) after 3 days of
culture on poly(ether carbonate urethane)-
urea (PECUU) scaffolds of different elastic
modulus. Scale bars, 50 pum.
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Fig. 7 The expression of AF-related genes < 0
collagen-l (A), collagen-Il (B) and aggre- \)’\ o;\,
can (C) in AFSCs, tBMSCs and BMSCs o o
cultured on poly(ether carbonate ure- Q@ Qq’

thane)-urea (PECUU) scaffolds of different
elastic modulus for 2 weeks. Note that in
(B), the expression of collagen-ll in
BMSCs was too little to be displayed.
Asterisk (*) indicates significant difference
between groups (P < 0.05).
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AFSCs, this study provides a rationale for the use of tBMSCs, along
with scaffolds of varying stiffness, for AF tissue engineering. Cer-
tainly, there are still several limitations in this study. First, we did
not obtain PECUUs with elastic modulus in the kPa range because
of the nature of PECUU chemistry; therefore, the stiffness of
PECUU scaffolds did not closely mimic that of native AF tissue.
Second, the AFSCs and tBMSCs were cultured in a static environ-
ment in this study. It is unclear how such cells respond to sub-
strate stiffness in a physiologically relevant, loaded environment.

PECUU-2 PECUU-3
Collagen-] B 5. Collagen- . =N
: N
£ 10- *
k-] *
=
o
& 57 rlI
s
5 nl
L4
0 n -
> o N & -] b
& & S & M ¥
& & & & & &
*
*
c .. Aggrecan 3 AFSC
8 * = &= tBMSC
g * @ BMSC
£ 44
b=
T
L
@ 24
g
g
< )
N a9
y & & ¥
S é’\" é}) @0\5
& 4 ) <
1589

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



A [ B B E
PECUU-1 C -
[ § [ §
K N
PECUU-2 3 E
i ¥
L5 N ) . .
H C Fig. 8 Cell traction force microscopy
PECUU-3 : - C (CTFM) measurement of AFSCs and
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Finally, in the electrospun scaffolds used in this study the micro-
fibres were disorganized and did not resemble the aligned fibrous
structure in native AF tissue. As a matter of fact, in an ongoing
study we have found that on aligned fibres the expression of colla-
gen-1 and aggrecan genes in AFSCs was increased, yet the expres-
sion of collagen-1l gene was almost not affected (Fig. S4), which
was in line with the result from a previous study [52]. Our follow-
ing studies will aim to further improve the differentiation efficacy of
tBMSCs towards AF-like cells by culturing them on aligned fibrous
scaffolds whose stiffness closely matches native AF tissue under
an environment with dynamic mechanical loading which resembles
the physiological situation of AF in vivo. In addition to the anabolic
genes, a number of catabolic genes/proteins as well as inflamma-
tory factors will also be checked for better understanding the cellu-
lar responses against substrate stiffness changes.

Acknowledgements

The authors greatly acknowledge the financial support from National Natural
Science Foundation of China (81171479, 51303120, 81471790), Natural Sci-
ence Foundation of Jiangsu Province (BK2011291), the Innovation Project of
Graduate Education of Jiangsu Province (CXLX13-832), Jiangsu Provincial
Special Program of Medical Science (BL2012004), and China Postdoctoral
Science Foundation (2012M521121).

1590

Conflicts of interest

The authors declare no conflicts of interest.

Supporting information

Additional Supporting Information may be found in the online
version of this article:

Figure $1 The Young’s modulus of PECUU materials measured using
nanoindentation test. Asterisk (*) indicates significant difference
between groups (P < 0.05, n> 15).

Figure S2 The fibre diameters of PECUU scaffolds. No significant dif-
ference is seen between various scaffolds.

Figure S3 Water contact angle (WCA) measurement of electrospun
PECUU scaffolds of different elastic modulus. (A) The sessile water
drop images on the scaffolds. (B) WCAs of the scaffolds.

Figure S4 The expression of Col-I, Col-1l and Aggrecan genes in AF-
SCs cultured on aligned and random PECUU-3 scaffolds.

© 2015 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



References

1.

Luo X, Pietrobon R, Sun SX, ef al. Esti-
mates and patterns of direct health care
expenditures among individuals with back
pain in the United States. Spine. 2004; 29:
79-86.

Krock E, Rosenzweig DH, Chabot-Dore AJ,
ef al. Painful, degenerating intervertebral
discs up-regulate neurite sprouting and
CGRP through nociceptive factors. J Cell
Mol Med. 2014; 18: 1213-25.

Hakkinen A, Kiviranta I, Neva MH, ef al.
Reoperations after first lumbar disc hernia-
tion surgery; a special interest on residives
during a 5-year follow-up. BMC Musculosk-
elet Disord. 2007; 8: 2.

Hughes SP, Freemont AJ, Hukins DW, ef al.
The pathogenesis of degeneration of the
intervertebral disc and emerging therapies in
the management of back pain. J Bone Joint
Surg Br. 2012; 94: 1298-304.

Hudson KD, Alimi M, Grunert P, ef al.
Recent advances in biological therapies for
disc degeneration: tissue engineering of the
annulus fibrosus, nucleus pulposus and
whole intervertebral discs. Curr Opin Bio-
technol. 2013; 24: 872-9.

Alini M, Roughley PJ, Antoniou J, ef al. A
biological approach to treating disc degenera-
tion: not for today, but maybe for tomorrow.
Eur Spine J. 2002; 11: S215-20.

latridis JC. Tissue engineering: function fol-
lows form. Nat Mater. 2009; 8: 923-4.

Bron JL, Helder MN, Meisel HJ, ef al.
Repair, regenerative and supportive thera-
pies of the annulus fibrosus: achievements
and challenges. Eur Spine J. 2009; 18: 301—
13.

Koepsell L, Remund T, Bao J, ef al. Tissue
engineering of annulus fibrosus using elec-
trospun fibrous scaffolds with aligned polyc-
aprolactone fibers. J Biomed Mater Res A.
2011; 99: 564-75.

Bowles RD, Gebhard HH, Hartl R, ef al. Tis-
sue-engineered intervertebral discs produce
new matrix, maintain disc height, and
restore biomechanical function to the rodent
spine. Proc Natl Acad Sci USA. 2011; 108:
13106-11.

Mizuno H, Roy AK, Vacanti CA, ef al. Tis-
sue-engineered composites of anulus fibro-
sus and nucleus pulposus for intervertebral
disc replacement. Spine. 2004; 29: 1290-7.
Driscoll TP, Nakasone RH, Szczesny SE,
et al. Biaxial mechanics and inter-lamellar
shearing of stem-cell seeded electrospun
angle-ply laminates for annulus fibrosus tis-
sue engineering. J Orthop Res. 2013; 31:
864-70.

© 2015 The Authors.
Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Nerurkar NL, Baker BM, Sen S, ef al. Nano-
fibrous biologic laminates replicate the form
and function of the annulus fibrosus. Nat
Mater. 2009; 8: 986-92.

Wan Y, Feng G, Shen FH, et al. Biphasic
scaffold for annulus fibrosus tissue regener-
ation. Biomaterials. 2008; 29: 643-52.
Hoogendoorn RJ, Lu ZF, Kroeze RJ, et al.
Adipose stem cells for intervertebral disc
regeneration: current status and concepts
for the future. J Cell Mol Med. 2008; 12:
2205-16.

Chou Al, Bansal A, Miller GJ, et al. The
effect of serial monolayer passaging on the
collagen expression profile of outer and
inner anulus fibrosus cells. Spine. 2006; 31:
1875-81.

Kluba T, Niemeyer T, Gaissmaier C, ef al.
Human anulus fibrosis and nucleus pulpo-
sus cells of the intervertebral disc: effect of
degeneration and culture system on cell
phenotype. Spine. 2005; 30: 2743-8.

Liu C, Guo Q, Li J, ef al. Identification of
rabbit annulus fibrosus-derived stem cells.
PLoS ONE. 2014; 9: e108239.

Wang H, Zhou Y, Huang B, ef al. Utilization
of stem cells in alginate for nucleus pulpo-
sus tissue engineering. Tissue Eng Part A.
2014; 20: 908-20.

Feng G, Yang X, Shang H, ef al. Multipoten-
tial differentiation of human anulus fibrosus
cells: an in vitro study. J Bone Joint Surg
Am. 2010; 92: 675-85.

Henriksson H, Thornemo M, Karlsson
C, etal |Identification of cell proliferation
zones, progenitor cells and a potential stem
cell niche in the intervertebral disc region: a
study in four species. Spine. 2009; 34: 2278—
87.

Dezawa M. Systematic neuronal and muscle
induction systems in bone marrow stromal
cells: the potential for tissue reconstruction
in neurodegenerative and muscle degenera-
tive diseases. Med Mol Morphol. 2008; 41:
14-9.

Pittenger MF, Mackay AM, Beck SC, et al.
Multilineage potential of adult human mes-
enchymal stem cells. Science. 1999; 284:
143-7.

Yoshimura H, Muneta T, Nimura A, ef al.
Comparison of rat mesenchymal stem cells
derived from bone marrow, synovium, peri-
osteum, adipose tissue, and muscle. Cell
Tissue Res. 2007; 327: 449-62.

Liu TM, Martina M, Hutmacher DW, et al.
Identification of common pathways mediat-
ing differentiation of bone marrow- and adi-
pose tissue-derived human mesenchymal

J. Cell. Mol. Med. Vol 19, No 7, 2015

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

stem cells into three mesenchymal lineages.
Stem Cells. 2007; 25: 750-60.

Li J, Liu C, Guo Q, ef al. Regional variations
in the cellular, biochemical, and biomechani-
cal characteristics of rabbit annulus fibro-
sus. PLoS ONE. 2014; 9: e91799.
Bruehimann SB, Rattner JB, Matyas JR,
et al. Regional variations in the cellular
matrix of the annulus fibrosus of the inter-
vertebral disc. J Anat. 2002; 201: 159-71.
Smith LJ, Fazzalari NL. Regional variations
in the density and arrangement of elastic
fibres in the anulus fibrosus of the human
lumbar disc. J Anat. 2006; 209: 359-67.
Silva WA, Covas DT, Panepucci RA, ef al.
The profile of gene expression of human
marrow mesenchymal stem cells. Stem
Cells. 2003; 21: 661-9.

Winter A, Breit S, Parsch D, et al. Cartilage-
like gene expression in differentiated human
stem cell spheroids: a comparison of bone
marrow-derived and adipose tissue-derived
stromal cells. Arthritis Rheum. 2003; 48:
418-29.

Mauck R, Yuan X, Tuan R. Chondrogenic
differentiation and functional maturation of
bovine mesenchymal stem cells in long-term
agarose culture. Osteoarthritis Cartilage.
2006; 14: 179-89.

Steck E, Bertram H, Abel R, et al. Induction
of intervertebral disc-like cells from adult
mesenchymal stem cells. Stem Cells. 2005;
23: 403-11.

Engler AJ, Sen S, Sweeney HL, ef al. Matrix
elasticity directs stem cell lineage specifica-
tion. Cell. 2006; 126: 677-89.

Banks JM, Mozdzen LC, Harley BA, et al.
The combined effects of matrix stiffness and
growth factor immobilization on the bioactiv-
ity and differentiation capabilities of adipose-
derived stem cells. Biomaterials. 2014; 35:
8951-9.

Park JS, Chu JS, Tsou AD, ef al. The effect
of matrix stiffness on the differentiation of
mesenchymal stem cells in response to
TGF-beta. Biomaterials. 2011; 32: 3921-30.
Wang F, Li Z, Lannutti JL, ef al. Synthesis,
characterization and surface modification of
low moduli poly(ether carbonate urethane)
ureas for soft tissue engineering. Acta Bio-
mater. 2009; 5: 2901-12.

Wakitani S, Goto T, Pineda SJ, et al. Mesen-
chymal cell-based repair of large, full-thick-
ness defects of articular cartilage. Journal of
Bone & Joint Surgery. 1994; 76: 579-92.
Mello MA, Tuan RS. Effects of TGF-betal
and triiodothyronine on cartilage maturation:
in vitro analysis using long-term high-den-

1591



39.

40.

41.

42.

43.

1592

sity micromass cultures of chick embryonic
limb mesenchymal cells. J Orthop Res.
2006; 24: 2095-105.

Li B, Lin M, Tang Y, ef al. A novel functional
assessment of the differentiation of micro-
patterned muscle cells. J Biomech. 2008;
41: 3349-53.

Docheva D, Padula D, Popov C, et al.
Researching into the cellular shape, volume
and elasticity of mesenchymal stem cells,
osteoblasts and osteosarcoma cells by
atomic force microscopy. J Cell Mol Med.
2008; 12: 537-52.

Nerurkar NL, Sen S, Huang AH, et al. Engi-
neered disc-like angle-ply structures for
intervertebral disc replacement. Spine. 2010;
35: 867.

Ravindran S, Roam JL, Nguyen PK, ef al.
Changes of chondrocyte expression profiles
in human MSC aggregates in the presence
of PEG microspheres and TGF-B3. Biomate-
rials. 2011; 32: 8436-45.

Park KH, Na K. Effect of growth factors
on chondrogenic differentiation of rabbit

44.

45.

46.

47.

mesenchymal cells embedded in injectable
hydrogels. J Biosci Bioeng. 2008; 106:
74-9.

Diekman BO, Rowland CR, Lennon DP,
ef al. Chondrogenesis of adult stem cells
from adipose tissue and bone marrow:
induction by growth factors and cartilage-
derived matrix. Tissue Eng Part A. 2010; 16:
523-33.

Shin JW, Swift J, Ivanovska I, ef al. Me-
chanobiology of bone marrow stem cells:
from myosin-ll forces to compliance of
matrix and nucleus in cell forms and fates.
Differentiation. 2013; 86: 77-86.

Zhang Y-H, Zhao C-Q, Jiang L-S, ef al. Sub-
strate stiffness regulates apoptosis and the
mRNA expression of extracellular matrix
regulatory genes in the rat annular cells.
Matrix Biol. 2011; 30: 135-44.

Sanz-Ramos P, Mora G, Vicente-Pascual
M, et al. Response of sheep chondrocytes
to changes in substrate stiffness from 2 to
20 Pa: effect of cell passaging. Connect Tis-
sue Res. 2013; 54: 159-66.

48.

49.

50.

51.

52.

Li B, Wang JH. Fibroblasts and myofibro-
blasts in wound healing: force generation
and measurement. J Tissue Viability. 2011;
20: 108-20.

Li B, Wang JH. Application of sensing tech-
niques to cellular force measurement. Sen-
sors. 2010; 10: 9948-62.

Pillarisetti A, Desai JP, Ladjal H, ef al.
Mechanical phenotyping of mouse embry-
onic stem cells: increase in stiffness with
differentiation. Cell Reprogram. 2011; 13:
371-80.

Gershlak JR, Resnikoff JI, Sullivan KE,
et al. Mesenchymal stem cells ability to
generate traction stress in response to sub-
strate stiffness is modulated by the changing
extracellular matrix composition of the heart
during development. Biochem Biophys Res
Commun. 2013; 439: 161-6.

Park SH, Gil ES, Mandal BB, ef al. Annulus
fibrosus tissue engineering using lamellar
silk scaffolds. Journal of Tissue Engineering
and Regenerative Medicine. 2012; 6: s24—
33.

© 2015 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



