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Abstract

The repair of articular cartilage defects poses a continuing challenge. Cartilage tissue engineering
through the culture of chondrocytes seeded in 3D porous scaffolds has the potential for generating
constructs that repair successfully. It also provides a platform to study scaffold-cell and cell-cell
interactions. The scaffold affects the growth and morphology of cells growing on it, and
concomitantly, cells affect the properties of the resultant tissue construct. Silk fibroin protein from
Antheraea mylitta, a non-mulberry Indian tropical tasar silkworm, is a potential biomaterial for
diverse applications due to its widespread versatility as a mechanically robust, biocompatible,
tissue engineering material. Analysis of silk fibroin scaffolds seeded with varying initial densities
(25, 50 and 100 million cells/ml) and cultured for 2 weeks showed that thickness and wet weight
increased by 60—70% for the highest cell density, and DNA, GAG and collagen content of the
cartilaginous constructs increased with increasing cell density. Mechanical characterization of the
constructs elucidated that the highest density constructs had compressive stiffness and modulus 4-
5 times that of cell-free scaffolds. The present results indicate the importance of cell seeding
density in the rapid formation of a functional cartilaginous tissue.
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1. INTRODUCTION

In spite of availability of surgical and non surgical procedures, the repair and regeneration of
articular cartilage lesions remains an obdurate problem. Adult articular cartilage possesses
limited self-repair capacity, whether damage is caused by developmental abnormalities,
trauma, or aging-related degeneration like osteoarthritis. Once damaged, the propensity to
regenerate is limited by its avascular nature and lack of sufficient reparative cells. The low
cell to matrix ratio of cartilage is one limiting factor to the poor reparative property of the
tissue [1].
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Recent experimental and clinical studies of cartilage repair have examined a number of cell-
based tissue-engineering methods for cartilage repair and regeneration [2—4]. There is a need
for fabricating repair material and delivering it to the site of damage. Scaffold-based 3D
extracellular matrices (ECM) are widely used in tissue engineering to support, reinforce and
in some cases organize regenerative tissues and to deliver therapeutic cells [5, 4]. Such 3D
scaffolds create a microenvironment with cell-cell interactions and expressions of different
cellular functions [6]. Several natural biomaterials, such as collagen [7], hyaluronan [8],
fibrin glue [9], alginate [3], agarose [10], chitosan [11, 12], cellulose [13], mulberry silk [14,
15] as well as synthetic biomaterials such as PLA [16], PLGA [17, 18], poly(glycerol
sebacate) [19] have extensively been used in cartilage tissue engineering. In vitro cartilage
tissue engineering using chondrocytes and three-dimensional (3D) porous scaffolds can
facilitate an understanding of cartilage regeneration as well as provide materials for the
repair of cartilage damage.

A major challenge for cartilage repair is finding a material that can simultaneously facilitate
cell division and ECM, and biodegrade slowly until repair is complete. Natural fibrous silk
fibroin (SF) protein, is used as biomaterial for tissue engineering in the form of films,
membranes, gels, sponges, powders, and scaffolds [20, 21]. Mulberry SF protein acts as a
supporting matrix for a variety of cell types because of its conducive surface chemistry,
supporting cell attachment and proliferation. It has been used to study several cells [20]
including chondrocytes [22, 14]. Silk from Antheraea mylitta, a non-mulberry silkworm is
also a potential biomaterial for diverse applications due to its widespread versatility as a
mechanically robust, biocompatible, slowly biodegradable, and tissue engineering material
[23-25].

Cartilage tissue engineering has been carried out with a variety of initial densities for
seeding biomaterials in order to form cartilage tissue constructs with a variety of properties.
Cell seeding density (0 — 120 million cells/ml) has considerable effects on the developing
composition, structure, and biomechanical function of cartilage constructs [26-30].
Significant differences were noticed in morphology, total collagen, GAG content, and
permeability of the constructs [30-32]. While cell seeding density may increase GAG
accumulation [31], high seeding density might also limit nutrient uptake [32]. It is thus of
interest to investigate the effect of chondrocyte cell seeding density on both biomechanical
and biochemical properties of cartilage constructs. In the current study, we examined the
effect of cell seeding density with non-mulberry Indian tropical tasar silkworm A. mylitta
silk fibroin protein scaffolds on the development of in vitro cartilaginous constructs. This
study examined the growth and proliferation of immature articular chondrocytes on the
scaffold material, accumulation of cellular and extracellular matrix components,
compressive mechanical properties and associated changes in composition and function.

2. MATERIALS AND METHODS

2.1 Chemicals and antibodies

Sodium dodecyl sulfate (SDS) (Qualigens, Mumbai, India), polyethylene glycol (PEG) 6000
(SRL, Mumbai, India), Tris, EDTA, hydroxyproline, FW 131.1 (trans-4-Hydroxy-L-
Proline), Alcian blue, DMBA (p-dimethylaminobenzaldehdye) FW 149.2, Chloramine T
hydrate, FW 227.6, citric acid monohydrate, FW 210.1, Dulbecco's Modified Eagle's
medium (DMEM), MEM, Non-Essential Amino Acids Solution, L-Proline, L-glutamine,
HEPES, ascorbate, pronase type XIV (Sigma-Aldrich, USA), fetal calf serum, trypsin—
EDTA, Live dead assay, HBBS (Invitrogen-Gibco, Grand Island, NY), antibiotic-
antimycotic, collagenase P (Roche Diagnostics, USA), 1,9-dimethylmethylene blue chloride,
glutaraldehyde, (Polysciences Inc, USA), glycine FW 75.07 (Boehringer Mannheim, USA),
Sodium chloride FW 58.44, Propanol (1-propanol), FW 60.10, sodium acetate trihydrate,

Biomaterials. Author manuscript; available in PMC 2012 December 1.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Talukdar et al.

Page 3

FW 136.08, sodium hydroxide solid, FW 40.0, glacial acetic acid, FW 60.05, perchloric
Acid, 60%, FW 100.46, 2% Sodium Azide (Fisher Scientific, USA), Picogreen, proteinase K
(Roche Diagnostics, USA), Vector staining kit, methyl green (Vector Labs) and primary
antibodies against bovine Collagen type I and Il (Chemicon, USA) were used in the
experiments.

2.2. Preparation of 3D Silk Fibroin Scaffolds

Fully mature 5th instar live larvae of Indian tropical tasar silkworm, Antherarea mylitta
were collected from local silk farms for fibroin protein extraction. The larvae were dissected
to extract silk fibroin protein from the posterior silk glands. A. mylitta silk fibroin protein
was prepared as described in our earlier procedure [33]. Briefly, the glands were washed
with double distilled water and finally squeezed with fine forceps to extrude fibroin protein.
The extracted protein was solubilized in 1 w/v% sodium dodecyl sulfate (SDS) aqueous
solution containing 10 mM Tris (pH 8.0) and 5 mM EDTA at room temperature. Extensive
dialysis was carried to remove excess surfactant using dialysis membranes (MWCQO 12000)
followed by colorimetric estimation of residual SDS concentration. Fibroin concentration
was determined by weighing the remaining solid mass after drying at 37°C overnight.

The fibroin solutions with 2 wt%, concentrations were obtained through concentrating the
above fibroin solution against PEG. The solution was put into the moulds and then frozen in
refrigerator at 20°C for 12 h. The ice/silk composites were then lyophilized leaving a porous
matrix. The matrixes were immersed in 70% ethanol for about 1 h to induce crystallization
and insolubility in water. The scaffolds were punched with the help of a sterile puncher to a
diameter of 6.4 mm. The thickness and wet weight of the scaffolds were noted. The
scaffolds were then washed for 1 hour with sterile PBS (pH 7.4) to wash away the residual
alcohol, and then conditioned in DMEM for 30 mins.

2.3 Porosity measurements

Non-seeded silk fibroin 3D scaffolds were stained with Hoechst 33342 and analyzed using
confocal microscopy. The scaffolds were scanned and analyzed by confocal FV 1000
Advance software v. 4.1 (Olympus). The pore sizes were determined by measuring 50
random pores of the scaffold by Image J software (Wayne Rasband, National Institute of
Health, USA).

2.4 Cell isolation from bovine cartilage

Chondrocytes were isolated by sequential enzymatic digestion with pronase and collagenase
[34]. Pieces of articular cartilage from the knee joints of two immature bovines were cut,
minced and weighed. The cell suspension was rinsed with DMEM, and then passed
sequentially through 70 um and 40 um pore-size cell sieve (BD Falcon, Unitech, Ireland),
and the filtrate centrifuged at 750g for 5 mins at 4°C and rinsed with PBS twice. The
isolated chondrocytes were stained with trypan blue, counted, and then diluted to desired
concentration.

2.5 Tissue Culture

Prior to culture, the thickness of each 6.4 mm diameter scaffold was measured using a laser
micrometer, and volume was calculated. Based on the volume of the scaffold, volume of the
stock cell suspension was calculated. Scaffolds were placed in 6-well plates with sterile PBS
placed in one of the 6 well plates to maintain humidity. The chondrocytes were seeded on to
top of the preconditioned scaffolds in total volume of about 5-13 pl (depending on the
volume of the scaffold) at seeding densities of 25 million, 50 million and 100 million cells/
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ml (Fig. 1). Scaffolds were incubated for 14d with media changes every other day. Spent
medium was collected for biochemical analysis.

2.6 Biochemical analysis

Some 14-day constructs were analyzed biochemically. The construct was weighed wet and
solubilized with proteinase K at 60°C overnight. Portions of the digest were analyzed to
quantify the mass of sulfated glycosaminoglycan (GAG) [35], hydroxyproline [36], and
DNA using PicoGreen [37]. The hydroxyproline content was converted to collagen (COL)
content using a mass ratio of collagen to hydroxyproline equal to 7.25 [38]. The molar ratio
of cross-link per triple helical collagen molecule was calculated, assuming that the
molecular weight of collagen triple helix was 300,000. DNA was converted to cell number
using a conversion factor of 7.7 pg DNA/cell [39]. The non-seeded scaffolds did not exhibit
any detectable signal with the assays used. The content of individual constituents was
calculated as the mass normalized to wet weight (WW). The rest of the samples were then
tested for cell viability.

2.7 Chondrocyte Viability

Some constructs were analyzed for dead and living cells. Samples were stained with calcein
and ethidium bromide to visualize the population of live and dead cells in the engineered
construct after Day 14. Briefly, scaffolds were incubated at 37°C in PBS containing calcein
AM and ethidium homodimer-1 (Molecular Probes) for 20min to stain viable and non-viable
cells, respectively, and then washed twice in PBS for 10min each. Constructs were sectioned
in half to expose a full-thickness plane and imaged by fluorescent microscopy. The
percentage of live cells was calculated for each sample from counts of the number of live
and dead cells from 3 images at 20x magnification.

2.8 Biomechanical Assessment of Engineered Constructs

Some seeded and non-seeded silk constructs (n=3 each) were analyzed by static and
dynamic unconfined compression. In brief, the samples were compressed to 40% and then
allowed to relax to equilibrium (2400s or 0.002 MPa/180s). Then, the sample was subjected
to a dynamic displacement of 5% amplitude relative to the compressed thickness, at
frequencies of f = 0.005, 0.015, 0.05, 0.15, 0.5, 1.5 Hz. From the static equilibrium data,
Young's modulus, E, was determined. From the dynamic data, dynamic stiffness amplitude
and phase were determined.

2.9 Histology

2.9.1 Alcian Blue staining—To qualitatively analyze proteoglycan content, scaffolds
were cryosectioned, fixed, and stained with Alcian Blue. The sections were destained with
3% acetic acid and dehydrated in graded series of alcohol containing 3% acetic acid.

2.9.2 Immunohistochemistry—To qualitatively localize and assess the extent to which
the chondrocytes synthesized Type | and Type Il collagen, immunohistochemical analysis
was performed. Briefly the scaffolds were cryosectioned, fixed, blocked with 2.5% normal
horse serum incubated with primary antibodies against bovine Type I or Type 1l collagen
antibodies, then with biotinylated secondary antibody, an assay buffer, and then treated with
the substrate until development of color. The sections were counterstained with methyl
green.

2.10. Statistical analysis and data presentation

Data are presented as mean £SEM. Single factor ANOVA and paired one tailed students T-
test was done to analyze the significance of the variations in the biochemical content of the
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scaffolds and the initial cell seeding density. DNA, cellularity, and dynamic biomechanical
data were analyzed by repeated measures ANOVA. Univariate and multivariate linear
regression were used to analyze relationships between the constructs’ mechanical properties
and biochemical content. For data from chondrocyte—seeded constructs, significant
relationships were determined using a criterion of p<0.05 on regression slopes.

3. RESULTS

3.1 Physical Characteristics of Constructs

The non-seeded silk scaffolds possessed a porous structure throughout (Fig. 2A). Pore sizes
were observed to be 150-200 um. Construct growth was apparent macroscopically.
Constructs with the highest cell density became visibly larger and more opaque during
culture. Quantitative measures of the construct structural properties including thickness (Fig.
2B) and wet weight (Fig. 2C), confirmed visual observations. After 2 weeks of culture,
constructs seeded initially at 25, 50 and 100 million cells/ml had wet weight which was
significantly greater than those of non seeded scaffolds (p<0.05). The thickness of the
seeded scaffolds tended to be higher than that of non seeded scaffolds (p=0.13).

3.2 Live/Dead assay

A high proportion of the seeded cells attached to and grew within the scaffold (Fig. 3). Cells
were generally spherical/oval in shape. Cells were qualitatively visible throughout the
scaffold, irrespective of the initial seeding density. The percentage of live cells was 75-85%.
The number of live cells was highest in scaffolds seeded with 100 million cells, followed by
50 and 25 million cells respectively.

3.3. Biochemical analysis of silk fibroin-cartilaginous constructs

3.3.1 DNA content of scaffolds—The DNA content, and deduced cell content (Fig. 4),
increased with seeding density (p<0.001, ANOVA) and after 14 days of culture (p<0.001,
ANOVA), with an interaction effect (p<0.05, ANOVA). Cellularity increased roughly in
proportion with the stepwise increases in the initial seeding density (each p<0.001).
Compared to the number of cells at day 1, the increase in cells at day 14 was 77%, 56%, and
57% for 25, 50, and 100 million cells/ml seeding densities, respectively. Thus, cell
proliferation occurred for all of the seeding conditions during the 14 day culture period.

3.3.2 sGAG content—The sulfated GAG content after 14 days of culture (Fig. 5A) also
increased with cell seeding density, both in the construct (ANOVA p<0.0001), in the
medium (ANOVA p<0.0001), and overall (ANOVA p<0.0001). GAG increased roughly in
proportion with the stepwise increases in the initial seeding density (each p<0.001). The
increase in GAG content was associated with differences in cell seeding density, as GAG
content normalized to DNA content was not different between groups seeded with different
numbers of cells (ANOVA, p=0.30, Fig. 5B). The percentage of GAG retained within
constructs was 66%, 55%, and 56% at the seeding densities of 25, 50, and 100 million cells/
ml.

3.3.3. Collagen content—The collagen content after 14 days of culture (Fig. 5C) also
increased with increasing cell seeding density (ANOVA p<0.001). The scaffolds seeded
with 100 million cells/ml had the highest collagen content, followed by scaffolds seeded
with 50 and 25 million cells, respectively (each p<0.001). The increase in collagen content
was also associated with differences in cell seeding density, as collagen content normalized
to DNA content was not different between groups seeded with different numbers of cells
(ANOVA, p=0.15, Fig. 5D). This suggests that there is no significant effect of seeding
density on the amount of collagen synthesized per cell.
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3.4 Histology

3.4.1 Alcian blue staining—Alcian blue staining indicated GAG accumulation in the
scaffolds that varied with the seeding density (Fig. 6). With increasing cell seeding density,
from 25 million cells/ml (Fig 6A-C) to 50 million cells/ml (Fig 6D—F) to 100 million cells/
ml (Fig 6G-1), staining was more uniform and with fewer voids. This increased
histochemical staining was consistent with the biochemical assay results, which also
indicated an increase in GAG content with increasing cell seeding density (Fig. 5A). Thus,
at high cell seeding density, the histochemical and biochemical results indicate formation of
an approximately continuous cartilaginous extracellular matrix rich in proteoglycan.

3.4.2 Immunohistochemistry—Immunohistochemical staining showed the absence of
Type | collagen (Fig. 7) and the presence of Type Il collagen (Fig. 8) in engineered silk
cartilaginous constructs. As with histochemical staining for sulfated glycosaminoglycan,
immunostaining showed increasingly contiguous and intense staining and the absence of
voids as seeding density increased from 25, to 50 and 100 million cells/ml after culture for
14 days. These results are generally consistent with the biochemical analyses of the
constructs (Fig. 5C).

3.5 Biomechanical Properties of Silk Fibroin-Cartilaginous Constructs

3.5.1 Static Biomechanical Properties—The static equilibrium modulus, E, varied
between the non-seeded scaffolds and the seeded constructs (p<0.05, Fig. 9A). The non-
seeded scaffold, the constructs seeded with 25 million cells per ml, and the constructs
seeded with 50 million cells per ml had similarly low moduli, averaging 1.4 kPa, 1.3 kPa,
and 0.9 kPa, respectively. Constructs seeded with 100 million cells per ml had a higher
modulus of 6.1 kPa.

3.5.2 Dynamic Biomechanical Properties—The dynamic unconfined compression
stiffness (Fig. 9B) also varied between the non-seeded and seeded constructs (ANOVA
p<0.05) and with frequency (ANOVA p<0.001) with an interaction effect (p<0.005). At a
low frequency of 0.005 Hz, trends were similar to those of equilibrium modulus, with non-
seeded scaffold, the constructs seeded with 25 million cells per ml, and the constructs
seeded with 50 million cells per ml had similarly low moduli, averaging 5.2 kPa, 3.9 kPa,
and 4.2 kPa, respectively. In contrast, constructs seeded with 100 million cells per ml had a
higher modulus of 42.5 kPa. At a frequency of 1.5 Hz, the dynamic stiffness of the non-
seeded scaffold, the constructs seeded with 25 million cells per ml, and the constructs
seeded with 50 million cells/ml were similar, averaging 8 kPa, 12 kPa, and 22 kPa,
respectively, whereas constructs seeded with 100 million cells/ml had a higher modulus of
107 kPa.

The phase angle of dynamic stiffness also indicated distinct differences dynamic behaviour
(Fig. 9C), with differences between the non-seeded scaffolds and seeded constructs
(ANOVA p<0.05) and with frequency (ANOVA p<0.001) with an interaction effect
(p<0.001). Non-seeded constructs and scaffolds seeded with 25 million cell/ml or 50 million
cells/ml had similar trends of generally increasing phase shift with increasing test frequency
from f=0.005 Hz to f=1.5 Hz, ranging from 10-20 degrees for non-seeded scaffolds to 18-
34 degrees and 24-39 degrees for constructs seeded with 25 million cell/ml or 50 million
cells/ml, respectively. However, the phase angle of samples seeded with 100 million cells
per ml decreased from 39 to 28 degrees over the same test frequency sweep.

3.6 Composition—structure—function relationships

Static equilibrium compressive modulus, dynamic stiffness and dynamic stiffness phase
were correlated with GAG and collagen content in the constructs. Static equilibrium
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compressive modulus dynamic stiffness amplitude and dynamic stiffness phase were
positively correlated to total GAG content by univariate regression (Figs. 10D-F). Static
equilibrium compressive modulus was also positively correlated to collagen content by
univariate regression (Fig. 10G). Similarly, multivariate regression analysis indicated that
the static equilibrium modulus (R?=0.30, Fig. 10A), dynamic stiffness amplitude (R2=0.31,
Fig. 10B) and dynamic stiffness phase were related to collagen and GAG content (R?=0.26,
Fig. 10C).

4. DISCUSSION

Tissue engineering and modelling of native articular cartilage in vitro requires an
appropriate density and function of chondrocytes in a three-dimensional environment. The
A. mylitta silk fibroin scaffold provided a cytocompatible, three-dimensional structure that
allowed cartilaginous tissue development. The seeded scaffolds showed an increase in
thickness and wet weight after 14 days of culture when compared to non seeded scaffolds of
the same initial dimensions (Fig. 2)The bovine chondrocytes were able to adhere and
proliferate in a dose-dependent manner and remain viable throughout the construct (Figs. 3
and 4). Also, the chondrocytes were able to synthesize and accumulate extracellular matrix
typical of articular cartilage (Figs. 5-8). Additionally, there were marked effects of cell
seeding on compressive biomechanical properties (Fig. 9), with a marked effect at 100
million cells/ml with such constructs having compressive moduli and stiffness 4-5x folds
that of cell-free scaffolds. The biomechanical properties were correlated to the GAG and
COL content. The results indicate that immature bovine chondrocytes seeded onto A. mylitta
silk fibroin protein scaffolds may subsequently develop into cartilaginous constructs, which
may alter the load-bearing, reparative and integrative capabilities in therapeutic applications
in vivo.

The assessment of the compressive biomechanical properties of cartilage, and the analysis of
the relationships between these biomechanical and biochemical properties required attention
to experimental issues. The chondrocytes were not segregated into different zones of
cartilage (superficial, middle and deep), but all cell types were used as a mixed population to
represent the cartilage tissue as a whole. Immature knee femoral condyle chondrocytes were
used for practical purpose of more cellularity and matrix content. Nutrients were made
available by defining an appropriate cell density to media ratio during the culture.

A number of features of the scaffold may have been critical to the cell density-dependent
development of cartilaginous tissue properties. The A. mylitta silk fibroin scaffolds provided
a permissive microenvironment for chondrogenesis and the chondrocyte phenotype. The
highly porous scaffold allowed cells to disperse throughout [19]. The attachment of cells
may have been facilitated by the presence of RGD sequences in the skil fibroin and an
appropriate surface morphology of the protein [40-42], as the presence of RGD can enhance
chondrogenesis [43].

Higher cell density and longer culture duration were found to be associated with increased
collagen and GAG content (Figs. 5-8). The collagen content of the scaffolds seeded with
100 million cells/ml was found to be highest. In both immature and adult bovine cartilage,
more than 90% of collagen in cartilage is Type Il [44] and more abundant staining of Type
Il collagen was observed in the engineered constructs. GAG normalized to the volume of
scaffold is quite high for scaffolds seeded with 100 million cells/ml. The average GAG
contents for 25, 50 and 100 million cells/ml seeded constructs at the end of 14 days were 9,
16 and 29 mg/ml of scaffold volume, and thus ranges from less than to more than that (15
mg/ml) in agarose plugs (initial seeding density of 20 million cells/ml) at end of 36 days
[45] as well as that (25 mg/ml) of bovine cartilage [46] which has a cell density that ranges
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from 150-50 million cells/ml through the depth of the tissue [47]. Hence, a significant
amount of proteoglycan was synthesized in the silk fibroin-cartilaginous constructs. Also,
GAG content, when normalized to DNA, provided evidence that the production of GAG is
not markedly dependent upon the initial cell seeding density. Finally, a substantial
proportion of GAG was retained within the scaffold (Fig. 5). This may be due to the
accumulation of collagen synthesized by the cells in the scaffold and forming a mesh which
entraps the proteoglycan molecules [25].

In addition, significant relationships were observed between effects of cell seeding on
compressive biomechanical properties (Fig. 9) and matrix accumulation in compression
(Fig. 10). Unconfined static compressive modulus and dynamic stiffness of tissue-
engineered constructs varied with sulfated glycosaminoglycan (GAG) and collagen contents
produced by articular chondrocytes seeded at various densities. While the equilibrium
compressive modulus of the silk fibroin scaffold seeded with 100 million cells/ml was 5 fold
that of the non-seeded constructs, the value of 6 kPa was less than that of native articular
cartilage [48-53]. This may be due to several factors, comprising the overall matrix
component and its structure. It could be due to a relatively low collagen content as the
compressive properties of articular cartilage are dependent on the collagen content [46] as
well as the tensile properties of the collagen—proteoglycan extracellular matrix [54-58]. The
mechanical properties of these constructs could be enhanced by modifying the scaffold
properties, increasing the duration of culture period, or providing additional biochemical and
biomechanical stimuli [59, 60]. A more thorough analysis of these factors may provide
additional insight into the mechanisms governing the formation, development and behaviour
of the functional matrix in silk fibroin- cartilaginous constructs.

5. CONCLUSION

Non-mulberry tropical tasar silkworm, Antheraea mylitta silk fibroin protein scaffolds
fabricated by freeze drying, fulfilled two major functions. First, they serve as a
cytocompatible carrier for chondrocytes and can cover the hypothetical defect; second, they
are designed to support the growth and proliferation of the cultivated cells for a prolonged
duration. The cell seeding density had dramatic substantial effect on the biochemical and
biomechanical properties of the in vitro cartilaginous constructs. In addition, the
biomechanical properties of the construct were correlated with cell seeding density and
matrix accumulation. The results have important implications for interpreting the results of
chondrocyte mechanotransduction and mechanobiology studies, for developing further
complex in vitro models of such culture systems as well as for cell-based regenerative
cartilage tissue engineering.
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Figure 1.

A schematic representation of the procedures followed for the development of silk fibroin
protein scaffolds, cell seeding, and analysis of the silk-fibroin cartilaginous constructs.
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Figure 2.

A) Confocal micrograph of non-mulberry silk gland fibroin scaffold. Scale bar represents
100 pum. B) Thickness of scaffolds at Day 0 (before seeding) and Day 14 of culture (n=3-6).
C) Wet weight of scaffolds at Day 0 (before seeding) and Day 14 of culture (h=3-6). Data
are meantSEM.
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Figure 3.

Pictographs of live/dead staining of scaffolds with initial seeding of (A, B) 25 million cells/
ml, (C, D) 50 million cells/ml, or (E, F) 100 million cells/ml. Scale bars are 500 um (A, C,
E) and 100 um (B, D, F).
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Figure 4.

Cell and DNA content of silk cartilaginous constructs at day 1 and 14 with seeding densities
of 25, 50 and 100 million cells/ml. Data are mean+SEM. (n=3-6) * denotes significant
difference between seeding density groups, and ** denotes significance between day 1 and
14 within groups (p<0.05).
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Figure 5.

Effect of cell seeding densities (25, 50 and 100 million cells/ml) on biochemical properties
of constructs after 14 days of culture. A) Sulfated GAG content in construct and medium,
normalized to wet weight of constructs. B) Total GAG/DNA ratio. C) Collagen content of
constructs. D) Construct collagen/DNA ratio. Data are mean+SEM, white error bars for
construct and medium, black error bars for overall. * indicates significance between groups

(p<0.001).
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Figure 6.

Accumulation of sulfated glycosaminoglycan in engineered silk cartilaginous constructs:
Photomicrographs of silk scaffolds seeded at densities of (A-C) 25; (D-F) 50; and (G-I)
100 million cells/ml after 14 days of culture after staining with Alcian Blue. With increasing
seeding density, there are fewer non-stained void regions. Yellow box indicates region of
higher magnification. Scale bars represent 100pm.
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Figure 7.

Immunolocalization of Type | collagen in silk scaffolds. The scaffolds show positive
immunohistochemical staining for Type I collagen (A-I) showing ample extracellular matrix
formation. The initial seeding densities were 25 million cells/ml (A-C), 50 million cells/ml
(D-F) and 100 million cells/ml (G-I). Yellow box indicates region of higher magnification.
Scale bars represent 100pm.
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Figure 8.

Immunolocalization of Type Il collagen in silk scaffolds. The scaffolds show positive
immunohistochemical staining for Type Il collagen showing ample extracellular matrix
formation. The initial seeding densities were (A-C) 25 million cells/ml (D—F); 50 million
cells/ml (G-I) and 100 million cells/ml. Yellow box indicates region of higher
magnification. Scale bars represent 100um.
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Figure 9.

Biomechanical analysis of non-seeded and scaffolds seeded with 25, 50 and 100 million
cells/ml. (A) Static equilibrium modulus; (B) Dynamic Stiffness Amplitude; and (C) Phase
of scaffolds (n=2-6). Data are mean£SEM. Error bars in panel B and C are averages over all
test frequencies.
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Figure 10.

Regression analysis between biomechanical and biochemical properties of the silk fibroin-
cartilage constructs (A—C): Multiple regression analysis between the measures of A)
Equilibrium compression modulus (R2=0.30, p=0.08), B) dynamic stiffness amplitude
(R2=0.31, p=0.08) and C) dynamic stiffness phase (R?= 0.26, p= 0.11) and biochemical
content. (D-1): Regression analysis between (D) static equilibrium compression modulus
and GAG content (R?=0.30, p<0.05); (E) dynamic stiffness amplitude and GAG content
(R2=0.30, p<0.05); (F) dynamic stiffness phase and GAG content (R2=0.02, p=0.54); (G)
static equilibrium compression modulus and collagen content (R?=0.02, p=0.62); (H)
dynamic stiffness and collagen content (R2=0.00, p=0.98); (I) dynamic stiffness phase and
collagen content (R?=0.02, p=0.57). Data points are shown for constructs with initial cell
densities of 25, 50 and 100 million cells/ml after 2 weeks of culture.
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