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Tissue engineering is a promising technique for cartilage repair, but to optimize novel scaffolds before clinical
trials, it is necessary to determine their characteristics for binding and release of growth factors. Toward this
goal, a novel, porous collagen—glycosaminoglycan scaffold was loaded with a range of concentrations of insulin-
like growth factor-1 (IGF-1) to evaluate its potential as a controlled delivery device. The kinetics of IGF-1
adsorption and release from the scaffold was demonstrated using radiolabeled IGF-1. Adsorption was rapid,
and was approximately proportional to the loading concentration. Ionic bonding contributed to this interaction.
IGF-1 release was studied over 14 days to compare the release profiles from different loading groups. Two
distinct phases occurred: first, a burst release of up to 44% was noted within the first 24 h; then, a slow, sustained
release (13%-16%) was observed from day 1 to 14. When the burst release was subtracted, the relative per-
centage of remaining IGF-1 released was similar for all loading groups and broadly followed * kinetics until
approximately day 6. Scaffold cross-linking using dehydrothermal treatment did not affect IGF-1 adsorption or
release. Bioactivity of released IGF-1 was confirmed by seeding scaffolds (preadsorbed with unlabeled IGF-1)

with human osteoarthritic chondrocytes and demonstrating increased proteoglycan production in vitro.

Introduction

CURRENT ORTHOPEDIC TECHNIQUES used to repair artic-
ular cartilage injuries produce variable and unpredict-
able outcomes." Recent research has focused on the field of
tissue engineering to enhance this repair process.” Tissue
engineering employs the combination of a scaffold, cells, and
growth factors to direct tissue regeneration. Successful ad-
vances in this field include the use of a porous collagen—
glycosaminoglycan (GAG) scaffold for skin regeneration and
a tubular form of this matrix for peripheral nerve regenera-
tion.>* Collagen has also proved effective in oesophagus and
trachea tissue repair,5 6 whereas a collagen scaffold combined
with bone morphogenic protein-2 has been approved by the
FDA for clinical bone repair.

The scaffold’s role is to act as an artificial extracellular
matrix (ECM); therefore, it must be highly porous and pos-
sess sufficient surface area and mechanical strength to carry
out this function.'”® Scaffold microstructure, which can be
characterized by porosity, mean pore size, interconnectivity,
and specific surface area, significantly affects cell adhesion
and proliferation.9 Ideally, the scaffold should also mimic

cell-ECM interactions and provide adequate signals to cells
via the ECM and growth factors to induce or maintain a
desired state of cell differentiation to aid tissue regenera-
tion."” Growth factors are soluble proteins that stimulate cell
proliferation and differentiation and can be used to aid cell
migration, increase cell numbers, and increase matrix pro-
duction.*®!! Injected growth factors have very short half-
lives in vivo as they are rapidly dispersed by diffusion or
digested by enzymes; hence, they require a delivery device
to protect the growth factor from proteolysis until it is
released.®!? To this end, the scaffold could be used to
reversibly bind growth factors, confine their release to the
defect location to limit any possible side effects, and ensure
that their bioactivity is maintained when released.'?

The present study describes the in vitro evaluation of a
novel collagen-GAG scaffold as a potential growth factor
delivery device for articular cartilage repair. Native articular
cartilage is a highly ordered matrix composed mainly of
water, collagen, and proteoglycans, which is maintained by
cartilage cells called chondrocytes. Proteoglycans consist of
proteins attached to hyaluronic acid that carry covalently
bound GAG chains. GAGs attract and bind water molecules,
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generating the high osmotic activity and swelling pressure
essential to maintaining cartilage biomechanics.'"* Chon-
droitin sulfate (CS) is the main GAG found in articular car-
tilage; therefore, this GAG was attached to the scaffold to
create a similar microenvironment. Chondroitin sulfate is
polyanionic and thus readily interacts with proteins in the
ECM and binds effector molecules such as growth factors
and cytokines that influence cell metabolism.">""” Tt has also
been reported to promote chondrocyte adhesion via en-
hancing the attachment of chondronectin to collagen.'® Pre-
vious studies have shown that the covalent attachment of CS
to collagen matrices stimulated significantly higher chon-
drocyte proliferation and cartilage formation compared to
collagen-only matrices both in vitro and in vivo.'*"®

The collagen-GAG scaffold in this study was cross-linked
via a chemical carbodiimide method using 1-ethyl-
3-[3-dimethylaminopropyl] carbodiimide (EDC) and N-
hydroxysuccinimide (NHS) and a physical method called
dehydrothermal treatment (DHT). Carbodiimide (EDC/
NHS) chemistry activates the carboxylic acid groups of glu-
matic and aspartic acids to react with free amine groups
present on lysine and hydroxylysine residues to form cova-
lent zero length amide bonds between the collagen mole-
cules.?® Cross-links are also created between CS carboxylic
acid groups and collagen-free amine groups. DHT heats
collagen (>90°C) under vacuum, which removes water
molecules to form intermolecular cross-links. These con-
densation reactions form covalent cross-links between dif-
ferent amino acid side chains and between collagen
molecules and CS.*!

Scaffolds that are cross-linked using EDC/NHS possess
a higher cross-link density, higher compressive stiffness,
and a greater resistance to enzymatic degradation than
non-cross-linked or DHT cross-linked matrices.? Previously,
cross-linking had been shown to be at a maximum when a
molar ratio of EDC:NHS:COOH 5:2:1 was used.” The degree
of cross-linking is inversely proportional to the amount of
free amine groups. Non treated collagen has 32 free amine
groups per 1000 amino acid residues (100% free amine
groups).** Pieper et al. reported that similar collagen-GAG
scaffolds retained 68% of free amine groups when cross-
linked by DHT and EDC/NHS compared to EDC/NHS
treatment, which retained 63%.** DHT partially denatures
collagen by breaking the hydrogen bonding needed to
maintain the collagen triple-helix structure.?*?> However,
although DHT appears to have little effect on scaffold
structure, it is not known if it affects the binding and release
of insulin-like growth factor-1 (IGF-1) from this type of
scaffold, and therefore we compared scaffolds cross-linked
via DHT and EDC/NHS (+DHT) with scaffolds cross-linked
by EDC/NHS only (—DHT).

IGF-1 is an anabolic growth factor that is very important in
cartilage development and homeostasis.*>>” IGF-1 increases
the amount of proteoglycan and type II collagen synthesized
by chondrocytes, and promotes chondrogenesis in bone-
marrow-derived stem cells such as mesenchymal stem
cells.*** In addition, IGF-1 also protects the ECM from
interleukin-1 and tumor necrosis factor o—mediated degrada-
tion during cartilage injury; hence, this growth factor was se-
lected as the growth factor of choice for the present study.**"!

Many studies have demonstrated the efficacy of IGF-1 for
articular cartilage repair,”***** but none have examined
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the behavior of a relevant cell type (i.e., chondrocytes
from osteoarthritic donors) seeded within an IGF-1-loaded
collagen-GAG scaffold. Fortier et al. demonstrated that
10-100ng/mL IGF-1 enhanced proteoglycan and type II
collagen synthesis by chondrocytes seeded in fibrin matrices
and that the cells maintained their phenotype in vitro.*®
In vivo, IGF-1-loaded fibrin matrices have been used to repair
full-thickness articular cartilage defects in horses.”® These
loaded matrices enhanced the formation of hyaline-like re-
pair tissue and had better adhesion to the subchondral bone
compared to the repair tissue formed in empty defects.
Tuncel et al. demonstrated that collagen sponges loaded
with 5 pg IGF-1 enhanced the tissue response and produced
significantly better gross, histological, and histochemical
neocartilage compared to the fibrocartilage tissue that was
produced by the collagen sponge controls in a rabbit os-
teochondral defect model.?”” Hence, one of the aims of
our study was to ensure that the IGF-1 released from our
collagen-GAG scaffolds would be at therapeutic levels and
enhance matrix production by human chondrocytes.

Previous studies have demonstrated that a steady or daily
growth factor action would be advantageous®>® and that
10ng/mL IGF-1 is sufficient to stimulate the proliferative
and metabolic activity of chondrocytes cultured in vitro,*
while proteoglycan production is at a maximum with
100ng/mL IGF-1.** The addition of IGF-1 to explants and
monolayer cultures at concentrations of 10-200ng/mL in-
creased collagen type II and DNA synthesis and inhibited
proteoglycan degradation,*! whereas 200ng/mL also in-
hibited chondrocyte apoptosis in vitro.*> The optimal dose of
IGF-1 required to enhance proteoglycan synthesis in osteo-
arthritic cartilage was 30ng IGF-1/mL.** Previous research
also indicated that in vitro chondrocytes do not respond any
better to 1000ng IGF-1/mL than 100ng IGF-1/mL.** Con-
sidering this evidence, our collagen-GAG scaffold was loa-
ded with very high levels of IGF-1 to accomplish an initial
therapeutic drug release >50ng IGF-1/mL/day.

IGF-1 delivery devices have been widely investiga-
ted, 2672835404145 1,1t we consider the collagen-GAG scaffold
used in this study to be more closely related to the articular
cartilage that it is designed to replace. For example, Laffar-
gue et al. loaded IGF-1 onto porous tricalcium phosphate
cylinders via adsorption in vitro and reported significant
IGF-1 release up to day 4 followed by much slower release
up to day 20.*° At the end of this experiment up to 60% of the
adsorbed IGF-1 remained on these matrices, indicating a
strong binding interaction.** Protein adsorption on to colla-
gen membranes is mainly due to hydrogen bonding and
ionic bonding between the collagen and the diffusing pro-
tein, and adsorption is proportional to both the number of
sites available for binding and the protein concentration.*®
Previously, the uptake of IGF-1 into normal human cartilage
was studied, and binding experiments indicated that the
growth factor binds to proteoglycans.”” IGF-1 (isoelectric
point = 8.5) is electropositive at neutral pH,” and thus it may
adsorb onto the collagen-GAG scaffold via electrostatic
binding to the negatively charged CS groups.”

This study has focused on evaluating a porous collagen—
GAG scaffold as a reservoir of IGF-1. The time of incubation
and the ionic strength of the incubation solution were varied
to maximize adsorption and to investigate the binding in-
teraction. Adsorption and elution of IGF-1 were compared
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for scaffolds loaded with different IGF-1 concentrations and
scaffolds cross-linked under different conditions. The aim of
this work was to understand the kinetics of IGF-1 binding
and release under in vitro conditions and to use these results
to design cell culture experiments to assess whether the IGF-
1 release profile from this system provides a therapeutic dose
before the scaffold is used in vivo or for clinical trials. Our
ultimate goal is to manipulate the composition of the scaffold
to optimize growth factor binding and release while main-
taining structural integrity to produce a commercial product
for osteochondral repair.

Materials and Methods
Materials

Type I insoluble collagen prepared from bovine skin
(Devro Plc), and chondroitin-6-sulfate (Bioiberica) were used
to prepare collagen—-GAG scaffolds. Human recombinant
IGF-1 was purchased from R&D Systems, and human re-
combinant 'I-IGF-1 (925kBgq, 81.4 TBq/mmol) labeled us-
ing a lactoperoxidase procedure was purchased from Perkin
Elmer, Inc.

Preparation of collagen—-GAG scaffolds
and cross-linking

Collagen was dissolved in aqueous HCI solution (0.001 M)
to give a final concentration of 0.9 wt% collagen. Chondroitin-
6-sulfate (GAG) was added (0.08 wt%) and this slurry was
blended using a high-energy blender (Turax [VWR Interna-
tional]) with cooling on ice. The blended slurry was poured
into glass molds and freeze-dried (Virtis Advantage XL) using
a previously described protocol.>**® The slurry was solidified
by using a constant cooling rate of 0.01°/min and a final
freezing temperature of —12°C.

Cross-linking of collagen-GAG scaffolds. Method 1
(+DHT): The discs were cross-linked via DHT at 105°C for
24 h as previously described.? The discs were then chemically
cross-linked using EDC/NHS (Sigma-Aldrich) using EDC/
NHS/COOH at a molar ratio of 5:2:1.%* Method 2 (—DHT):
The discs were cross-linked using the chemical EDC/NHS
method only.

All samples were prepared using a 5mm sterile punch.
Each scaffold disc (5mm diameterx2mm thick) prepared
weighed 1.5+ 0.1 mg irrespective of cross-linking method.

Imaging of collagen—GAG scaffolds

Sections of the scaffolds cross-linked using each method
(described in section Preparation of collagen-GAG scaffolds
and cross-linking) were sputter coated with Au and imaged
under a scanning electron microscope (JEOL 820), using an
accelerating voltage of 10kV.

Scaffold porosity

The scaffold pores imaged by the scanning electron mi-
croscope were measured using image analysis (QCapture
Pro 6.0), and 35 pores were measured and averaged for each
type of cross-linked scaffold. Scaffold porosity was deter-
mined by using X-ray microtomography (Tomo NT 1072;
source voltage of 24 kV, pixel size 7.01 um, 1s exposure time,

1441

0.45° rotation step, and averaging over eight frames). Se-
quential cross sections were imaged and 2D reconstructions
were analyzed using Image ] software.

Adsorption of '?°I-IGF-1 onto collagen—-GAG scaffolds
over time

Each collagen-GAG scaffold was placed into a plastic tube
(LP4 tubes; Sarstedt Ltd.), and an aqueous solution (0.5mL,
10 pug/mL) of IGF-1 was dropped onto each dry scaffold.
These solutions were placed under vacuum for 10min to
remove any air trapped in the scaffold pores, and the tubes
resealed, placed on a shaker (VWR International rocking
platform), and incubated at 37°C. Scaffolds were removed at
20min and 1, 4, 8, 24, and 48 h and centrifuged in filter tubes
(Whatman Centrex centrifuge filter tubes) at 1000 rpm for
3 min to remove solution trapped within the scaffold pores.
However, after centrifugation ~0.6% of the incubation vol-
ume (<3pL) remained and it was not possible to remove
further liquid without drying the scaffold, which would in-
activate the growth factor. This trapped liquid was constant
for all samples and as it was not possible to measure its
contribution to IGF-1 adsorption, it has to be treated as ad-
sorbed IGF-1 as it is held within the matrix. The solution
removed during centrifugation is hereinafter termed the
“absorbed solution.” The residual incubation solution, the
absorbed solution, and the dry scaffold radioactivity were
counted using a gamma counter (LKB Wallac 1261 multi-
gamma counter).

Adsorption of "?°I-IGF-1 onto collagen-GAG scaffolds
at different IGF-1 loading concentrations

An aqueous solution (0.5mL) of IGF-1 (50, 100, and 200 pg/
mL) was dropped onto each collagen-GAG scaffold. These
solutions were then placed under vacuum and incubated at
37°C as described above. After 24h the scaffolds were re-
moved and centrifuged as above. The residual incubation so-
lution, the absorbed solution, and the dry scaffold radioactivity
were counted, and the sum of this radioactivity was used to
calculate the amount of IGF-1 adsorbed onto the dry scaffold.

Adsorption of "?°I-IGF-1 onto collagen-GAG scaffolds
at different ionic strengths

An aqueous solution (0.5mL, 10 pug/mL) of IGF-1 was
dropped onto each collagen-GAG scaffold. Ionic strength
was increased by adding NaCl to phosphate-buffered saline
(PBS) to give 0.1, 0.5, 1, and 2M NaCl IGF-1 incubation so-
lutions. These solutions were then placed under vacuum and
incubated at 37°C as described above. The scaffolds were
removed after 24h and centrifuged as above. The residual
incubation solution, the absorbed solution, and the dry
scaffold radioactivity were counted.

Elution of "#°|-IGF-1 from collagen-GAG scaffolds

Each collagen-GAG scaffold incorporating IGF-1 (refer to
the previous section) was placed in 1mL of PBS. These so-
lutions were put under vacuum for 15 min to remove any air
trapped in the scaffold pores. The tubes were resealed,
placed on a shaker, and incubated at 37°C. A 990 pL sample
of each solution was taken after 1, 3,5, and 24h and 2, 3, 4, 5,
6,7, and 14 days and counted using a gamma counter. After
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sampling the same volume (990 pL), PBS was replaced to
maintain the elution volume.

IGF-1 bioactivity assay

To test the bioactivity of eluted IGF-1, human primary
chondrocytes were derived from articular cartilage samples
taken from patients undergoing total joint replacement with
full ethics consent. Empty scaffolds and scaffolds loaded
with unlabeled IGF-1 (50pug/mL) using the method de-
scribed in “Adsorption of '*IIGF-1 onto collagen-GAG
scaffolds over time” section were seeded with 1x10° human
chondrocytes and cultured for 14 days in Dulbecco’s modi-
fied Eagle’s medium (Gibco Cat. No. 21063-029) containing
10% fetal calf serum. The total amount of proteoglycan
synthesized by the cells was measured using the 1,9-
dimethyl-methylene blue (DMMB) assay.49

Data analysis

All error bars represent the standard error of the mean
and each experiment was carried out for at least N=3.
The amount of IGF-1 (ng/mL) released was determined
by measuring the presence of '*I-IGF-1 in the release
buffer, and a ratio of hot:cold growth factor, 125 IGF-1:
IGF-1, of 1:10000 was used for all calculations. The rela-
tionship between IGF-1 burst release (day 1) and IGF-1
loading concentration was analyzed by linear regression.
The total amount of proteoglycan produced by chon-
drocytes grown in collagen-GAG scaffolds with and
without pretreatment with IGF-1 was compared using the
two-tailed Student’s t-test. The adsorption and elution of
IGF-1 from scaffolds cross-linked using different methods
was also compared using the two-tailed Student’s t-test.
In all cases the results were considered statistically sig-
nificant when p <0.05.

Results
Collagen—GAG scaffold microstructure

All scaffolds were prepared using the same freeze-drying
method and hence possessed similar highly interconnected
porous networks (Fig. 1). Scaffolds cross-linked using EDC/
NHS and DHT (+DHT) had an average pore size of
203+33um, and scaffolds cross-linked using EDC/NHS
(—DHT) had an average pore size of 216 439 um. Scaffold
porosity was determined to be 84% +4% by X-ray micro-
tomography (method described in Scaffold porosity section)
for both cross-linking treatments.

Adsorption of 2°I-IGF-1 onto collagen-GAG scaffolds
over time

Scaffolds loaded with 10 ug/mL IGF-1 were incubated at
37°C for a range of different incubation times to study the
kinetics of IGF-1 adsorption (Fig. 2A). The maximum adsorp-
tion reached was ~10% (0.32 ug/mg). The percent IGF-1 ad-
sorbed onto the scaffold increased rapidly up to 8h, the
adsorption curve reached a plateau between 8 and 24 h, and no
further significant adsorption was observed between 24 and
48 h. These results indicate that 24 h incubation is sufficient to
achieve the maximal amount of IGF-1 adsorption onto the
collagen-GAG scaffold. Consequently, all further scaffolds in
this study were incubated in IGF-1 solutions for 24h at 37°C.
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Adsorption of '?°I-IGF-1 onto collagen-GAG scaffolds
at different IGF-1 loading concentrations

Scaffolds were incubated in a range of solutions of dif-
ferent IGF-1 concentrations to assess the effect of loading
concentration on growth factor adsorption. Relatively high
concentrations were selected in an attempt to find the con-
centration at which the scaffold reached saturation. Scaffolds
incubated in 10 pg/mL IGF-1 for 24h adsorbed 0.3 ug/mg
IGF-1 (Fig. 2B). Scaffolds incubated in 50 pg/mL IGF-1 ad-
sorbed 1pg/mg IGF-1 compared with the adsorption of
1.8 pg/mg and 3.0 pg/mg IGF-1 per scaffold as the loading
concentration was increased to 100 pg/mL and 200 pg/mL,
respectively. These results demonstrate that the amount of
IGF-1 adsorbed (ng/mg) was approximately proportional to
the loading concentration in the concentration range studied.
For scaffolds loaded with 200 pg/mL IGF-1, the amount of
adsorption did not increase linearly with the loading con-
centration.

FIG. 1. Scanning electron microscopy images of the pore
structure of cross-linked collagen—glycosaminoglycan (GAG)
scaffolds. (A) With dehydrothermal treatment scaffolds. (B)
Without dehydrothermal treatment scaffolds. All scale bars:
100 pm.
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FIG. 2. (A) In vitro adsorption of insulin-like growth factor-
1 (IGF-1) onto the collagen-GAG scaffold. Shown is the
percent of IGF-1 adsorbed for a loading concentration of
10pg/mL as a function of incubation time at 37°C. (B)
Amount of IGF-1 adsorbed on collagen-GAG scaffolds as a
function of IGF-1 loading concentration.

Adsorption of "?°I-IGF-1 onto collagen-GAG scaffolds
at different ionic strengths

The interaction between IGF-1 and collagen-GAG scaf-
folds at different ionic strengths was investigated by incu-
bating scaffolds in IGF-1 solutions containing 0.14, 0.5, 1, and
2M NaCl. The percent IGF-1 adsorbed was measured and
compared to determine whether ionic strength affected IGF-1
adsorption (Fig. 3). The amount of IGF-1 adsorbed decreased
by 22% as the salt concentration was increased from 0.14 to
0.5M NaCl; however, no further decrease was observed at
higher salt concentrations.

Elution of "#°|-IGF-1 from collagen-GAG scaffolds

The in vitro elution profile of IGF-1 from these loaded
scaffolds (50, 100, and 200pg/mL) was measured, and
Figure 4A shows the cumulative release of IGF-1 over a
period of 14 days. The release profile shows that there are
two distinct stages: an initial burst release followed by a slow
sustained release. The burst release occurred within the first
24 h with 26%—44% IGF-1 being released depending on the
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FIG. 3. The effect of buffer ionic strength on the in vitro
adsorption of IGF-1 on collagen-GAG scaffolds, showing the
percentage of IGF-1 adsorbed after 24 h incubation.

initial loading concentration. IGF-1 release over the first day
dominates the elution profile.

The correlation of day 1 release with loading concentra-
tion was analyzed by linear regression, and this relationship
was found to be significant (p < 0.0001).

Initially, the data were normalized to the release from
t=0 (Fig. 4A), but hereafter the analysis renormalizes
these data to study the release from day 1 to 14 (Fig. 4B) to
remove the influence of the day 1 burst release on the
subsequent data. Therefore, 100% release on this scale
would correspond to the total release of all of the IGF-1
remaining at day 1. Figure 4B shows that the data now lie
on a common curve. If the same analysis is carried out by
subtracting the total release from time points earlier than 1
day, the data do not lie on a common curve. When the
data from Figure 4B were replotted as percentage release
versus t” (Fig. 4C) a straight line was obtained up to about
day 6.

Dose of IGF-1 released from collagen—-GAG scaffolds

Table 1 shows the concentration of IGF-1 in the buffer
solution, which illustrates the amount of IGF-1 released per
day for each loading group. After 1 day 410-1967 ng/mL
IGF-1 was released depending on the loading group. After
this burst release, the relative percent of further IGF-1 re-
lease was independent of the IGF-1 loading concentration
(Fig. 4B). However, the actual amount of IGF-1 released
was significantly different between the groups proportional
to the initial IGF-1 loading concentration. Up to day 7 a
further 192-419 ng/mL IGF-1 was released for each loading

group.

IGF-1 bioactivity assay

The bioactivity of the released IGF-1 was demonstrated by
an increase in the amount of proteoglycan produced by
human osteoarthritic chondrocytes seeded in a scaffold
pretreated with IGF-1 compared with an untreated scaffold
(Fig. 5). This increase was found to be significant when
analyzed by the Student’s t-test (p < 0.05).
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FIG. 4. Elution profiles of '*I-IGF-1 from collagen-GAG
scaffolds. (A) Percent cumulative release of IGF-1 during 14
days of elution. (B) The data replotted (relative cumulative
%) after the subtraction of the release on day 1. (C) The
relative percentage of IGF-1 released versus t”.

Adsorption and elution of ?°I-IGF-1 from different
collagen—GAG scaffolds

Scaffold cross-linking was also varied to determine
whether DHT would affect IGF-1 adsorption or release
from the scaffold. Scaffolds loaded with 50 pug/mL IGF-1
adsorbed 1pg/mg IGF-1 independent of cross-linking
method. Both scaffolds released 26% IGF-1 on day 1 fol-
lowed by a further 16%-18% by day 14, confirming that
DHT had no significant effect on IGF-1 adsorption or re-
lease (p > 0.05).
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Discussion
Adsorption of IGF-1

We investigated the interaction between IGF-1 and the
collagen-GAG scaffold with the aim of maximizing growth
factor binding before in vivo trials with this commercial
scaffold. Our kinetic studies showed that adsorption of IGF-1
was rapid and that 24 h was sufficient to reach a maximum.
Understanding the binding interaction between IGF-1 and
the collagen-GAG scaffold is also fundamental to optimizing
adsorption and reducing the initial burst release from this
system. In the study of bovine articular cartilage explants,
Luyten et al. proposed that since IGF-1 is a cationic, low-
molecular-weight protein it binds to and is concentrated in
the anionic proteoglycan matrix.>® Moreover, the uptake of
IGF-1 by ex vivo human articular cartilage was attributed to
reversible binding to anionic proteoglycan molecules.*” Tonic
interactions contribute to IGF-1 binding in vivo, and therefore
we postulate that ionic interactions between the electropos-
itive IGF-1 and the negatively charged CS groups in our
scaffold contribute to the binding. This was confirmed as the
amount of IGF-1 adsorbed on to the scaffold decreased by
22% as the salt concentration was increased from 0.14M
(physiological ionic strength) to 0.5M NaCl (Fig. 3).

Scaffolds were also incubated in a range of solutions with
different IGF-1 loading concentrations to assess the effect of
loading concentration on growth factor adsorption (Fig. 2B).
The amount of IGF-1 adsorbed was approximately propor-
tional to the loading concentration, confirming previous
studies using similar scaffolds.*> We found that at low IGF-1
loading concentrations, adsorption increased almost linearly
(Fig. 2B). However, at a higher IGF-1 concentration (200 ng/
mL) there was a relative decrease in the rate of adsorption
although the scaffold was not saturated with this level of
loading. This may be due to the IGF-1 initially binding to
very tight binding sites at low loading concentrations and
binding to much weaker lower affinity binding sites at
higher loading concentrations, as found previously in native
cartilage.”” Our future studies will study collagen scaffolds
containing different proportions of GAG to establish the role
of GAGs in growth factor binding in this type of scaffold.

At the lowest loading concentration (10 pg/mL), 10% of
the loaded IGF-1 was adsorbed onto the scaffold compared
with only 4% adsorption at the highest loading concentration
(200 pg/mL) (Fig. 2B). In terms of loading efficiency, these
percentages are low, but in terms of IGF-1 adsorption per
scaffold weight, the loading efficiency is relatively high
(0.3ng/mg at the lowest loading and 3.0pug/mg at the
highest loading concentration). In a similar study, tricalcium
phosphate cylinders loaded with 0.3 pg/mL IGF-1 only ad-
sorbed 0.0005 pg/mg of IGF-1 per scaffold weight,** whereas
10% of growth factor sorption has also been reported for
similar cross-linked collagen scaffolds loaded with 0.84 pg/
mL basic fibroblast growth factor.”*

Elution of IGF-1

After loading, the scaffolds were placed into PBS and IGF-
1 release was studied over 14 days to determine the strength
of binding and to compare the release profiles from the dif-
ferent loading groups. After 14 days 43%-58% of the loaded
IGF-1 remained on each scaffold depending on the loading
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TABLE 1. THE AMOUNT OF INSULIN-LIKE GROWTH FACTOR-1
RELEASED PER DAY BETWEEN DAys 1 AND 7
FOR EAcH LoApIiNG GROUP

IGF-1 release per day (ng/mL)

IGF-1 loading concentration (ug/mL)

Time (day) 50 100 200

1 410 974 1967
2 61 106 150
3 44 71 91
4 31 48 62
5 23 36 49
6 20 31 41
7 13 19 26

IGF-1, insulin-like growth factor-1.

group (Fig. 4A). This large amount of residually bound IGF-1
demonstrated that there was a strong binding interaction
between IGF-1 and the scaffold and that IGF-1 release de-
pended on the initial loading concentration. Despite the ad-
sorption study indicating that ionic interactions contributed
to the binding, high ionic strength did not completely abolish
IGF-1 adsorption (Fig. 3), suggesting that other physiological
noncovalent interactions could be involved.

IGF-1 elution proceeded via two distinct stages. The ma-
jority of IGF-1 release (26%—44% of the loaded IGF-1) oc-
curred in a rapid burst release up to 24 h. This was followed
by a slow controlled release in which a further 13%-16% was
released between days 1 and 14. Many studies have reported
similar burst releases of growth factor from such delivery
devices occurring within the first 24 h.4551-54 For example,
Ueda et al. reported that ~30% of transforming growth
factor-B1 incorporated in a collagen scaffold was released
into the PBS by simple diffusion within the first hour of an
in vitro release test.”> We found that the percent of IGF-1
released after 24h depended on the initial IGF-1 loading
concentration and that therefore reducing the volume or
loading concentration of IGF-1 could be used to reduce the

30
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Total Proteoglycan (pg/ml)
o
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IGF-1 Loaded Scaffold (50 pg/ml)

FIG. 5. Total amount of proteoglycan produced by chon-
drocytes grown in collagen-GAG scaffolds with and without
pretreatment with IGF-1 at day 4.
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burst release from this system. There is no evidence that IGF-
1 binds directly to collagen, and therefore the collagenous
part of the scaffold is thought to have little effect on IGF-1
binding or release.”® As we have demonstrated that at least
part of the IGF-1 binding is through ionic interactions, it is
logical to assume that this is via the negatively charged GAG
component. Previously, CS has proved important in reduc-
ing the release of platelet-derived growth factor from similar
chitosan—CS scaffolds.® Park et al. compared chitosan with
chitosan—CS scaffolds and demonstrated that increasing the
CS content reduced both the burst release and following
release from this system.”® The proportion of GAG in our
study was chosen to be optimal in terms of physical char-
acteristics”” and therefore a vital extension to our study will
be to alter the proportion of GAG, use a GAG with higher
charge or to increase the ionic charge of the scaffold chemi-
cally. It is likely that the unreleased IGF-1 that has not bound
through ionic interactions is retained purely through physi-
cal entrapment within the scaffold pores. DHT failed to
change IGF-1 retention, but it also failed to change the po-
rosity or pore size of the scaffold. We would predict that
decreasing the pore size without further decreasing the po-
rosity of the scaffold would increase the binding of the IGF-1
both through increased available surface area of GAG and
also physical retention. This could decrease the burst release
and may also allow a longer period of IGF-1 release at a
therapeutic dose and we will study this in the future.

If the burst release is discounted, the master curve of
percent IGF-1 released versus time (Fig. 4B) indicated that
scaffolds from all loading groups released similar relative
percentages of IGF-1 during the controlled stage of the re-
lease profile. Figure 4C shows that between days 1 and 6 the
release is broadly linear with respect to £, suggesting that
this release can be described as Fickian.”®*° This diffusion
model assumes that the flux and the concentration of the
diffusing material are proportional and that diffusion from
the system scales with the square root of time, although the
exponent is likely to be affected slightly by the geometry of
the 3D porous network.””” Beyond 6 days the release rate
deviates from " kinetics. This is typical of release from such
a system where a slower exponential decay is generally seen
at later time points. Silk fibroin scaffolds loaded with IGF-1
also showed that although the total cumulative release of
IGF-1 depended on the loading concentration, the kinetics of
release was independent of IGF-1 loading.®

Various studies have used DHT to cross-link collagen;
however, this treatment causes up to 25% collagen dena-
turation, which would disrupt the collagen triple helical
conformation,® potentially making the scaffold more sus-
ceptible to degradation. Therefore, it was important to
compare IGF-1 release from scaffolds cross-linked with and
without DHT. Our results demonstrated that DHT had no
significant effect on the adsorption or release of IGF-1 from
our scaffolds, and this may add weight to the hypothesis that
IGF-1 binding is influenced by the presence of CS rather than
collagen in the scaffold**°°® Previous studies demonstrated
that increasing the length of DHT treatment had no effect on
transforming growth factor-p1 release from a collagen scaf-
fold, but scaffolds cross-linked without DHT were not
compared.” Our future studies will study collagen scaffolds
containing different proportions of GAG to establish the role
of GAGs in growth factor binding in this type of scaffold.
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IGF-1 dosage

Growth factors have the potential to be cytotoxic at high
concentrations, but previous studies have shown that neither
fibrin matrices loaded with 25 pg IGF-1 implanted into carti-
lage defects in horses nor intraarticular injections of 2 pg IGF-1
three times per week over 3 weeks in an osteoarthritic canine
model induced any toxic or adverse affects.**> Thus, the
collagen-GAG scaffolds used in this study, which adsorbed
0.5-4.5pg and released up to 2000ng/mL IGF-1 as a burst
release, are not expected to be cytotoxic in vivo. Moreover, this
high burst release may prove advantageous in terms of
stimulating a wound-healing response in vivo because the
autoinductive properties of IGF-1 are at their greatest 1 day
after exogenous exposure.” It is proposed that a very high
initial dose may help to maintain an effective IGF-1 concen-
tration during the repair process. We confirmed that the IGF-1
released in this system maintains its bioactivity as demon-
strated by increased proteoglycan production from human
osteoarthritic chondrocytes (Fig. 5). There is an initial low
level of GAG release from the scaffold itself, which is detect-
able by DMMB assay (data not shown), but this is a constant
for all treatments and controls, and therefore any changes in
GAG concentration are as a result of the IGF-1 treatment.

After the initial burst release, scaffolds loaded with
200 pg/mL IGF-1 released >50ng/mL/day until day 5 fol-
lowed by >20ng/mL/day days 6-14 (Table 1). In compari-
son, the scaffolds loaded with 50 pg/mL released >50ng/
mL IGF-1 on day 2 followed by >20ng/mL/day until day 6
and ~10ng/mL/day until day 14 (Table 1). This is compa-
rable to physiological levels of IGF-1. Synovial fluid in adult
human cartilage is reported to contain 30-50 ng/mL IGF-1,
while human serum contains 25ng/mL IGF-1.645 Ideally,
the sustained release from the scaffolds would provide more
persistent stimuli over time to aid the differentiation of bone
marrow stromal cells or other progenitor cells that would be
found at a cartilage defect site.”* Although the IGF-1 release
profile from the collagen—-GAG scaffold was slightly lower
than 50ng IGF-1/mL/day over 14 days for all loading
groups, previous work has suggested that concentrations of
IGF-1 as low as 10ng/mL are sufficient to stimulate the
metabolic actions of cultured chondrocytes.** There are re-
ports of in vivo osteochondral repair being enhanced by IGF-
1 after 8-12 weeks.”” We have demonstrated a release of a
therapeutic dose of IGF-1 for at least a week in vitro and we
have also shown a significant increase in proteoglycan pro-
duction by osteoarthritic cells after 4-14 days release (data
not shown), so we believe that this may be sufficient to ini-
tiate repair in vivo. However, it is also important to consider
the action of proteases in vivo that will gradually break down
the collagen-GAG and this may lead to a faster release of
IGF-1. Moreover, the free IGF-1 released in this experiment
would not all be available to cells in vivo due to the presence
of IGF binding proteins (IGFBPs) in synovial fluid.** IGF-1
must be released from the IGFBPs to bind to the IGF-1 re-
ceptor and to modulate cell behavior; thus, IGFBPs may have
a large impact on the IGF-1 bioavailability in vivo.

Conclusions

IGF-1 adsorption onto collagen-GAG scaffolds was opti-
mized. Ionic interactions contribute to the binding between
IGF-1 and collagen-GAG, but our data also suggest that
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other physiological noncovalent interactions may also be also
important. The amount of IGF-1 adsorbed was approxima-
tely proportional to the loading and the elution profile of
IGF-1 followed two distinct phases: a burst release depen-
dent on the loading concentration, followed by a slow sus-
tained release. The in vitro release profile of IGF-1 was
dominated by this burst release, which occurred during the
first day of elution. When the burst release was discounted,
the relative percent of remaining IGF-1 released from day 1
to 14 was similar for all loading groups. This sustained re-
lease phase broadly follows Fickian diffusion kinetics until
approximately day 6. The binding and release of IGF-1 was
not affected by the DHT cross-linking method. The IGF-1
released from this system was shown to be bioactive in terms
of increased proteoglycan production by human chon-
drocytes. The scaffold described in this study has several
advantages over previously reported growth factor release
systems. It can achieve relatively high loading compare to
equivalent systems, and the burst release, although high, is
still lower that other scaffold types. The burst release from
our scaffolds is not high enough to be cytotoxic but is still
adequate to allow therapeutic levels of bioactive IGF-1 re-
lease. These results demonstrate that this type of collagen—
GAG scaffold adsorbs IGF-1 and that its release can be
controlled by tailoring the loading concentration, thus mak-
ing the system suitable for further development in vivo.
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