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Abstract

Background: Cartilage degeneration via osteoarthritis affects millions of elderly people
worldwide, yet the specific contributions of matrix biopolymers toward cartilage viscoelastic
properties remain unknown despite 30 years of research. Polymer dynamics theory may enable
such an understanding, and predicts that cartilage stress-relaxation will proceed faster when the
average polymer length is shortened.

Methods: This study tested whether the predictions of polymer dynamics were consistent with
changes in cartilage mechanics caused by enzymatic digestion of specific cartilage extracellular
matrix molecules. Bovine calf cartilage explants were cultured overnight before being immersed in
type IV collagenase, bacterial hyaluronidase, or control solutions. Stress-relaxation and cyclical
loading tests were performed after 0, |, and 2 days of incubation.

Results: Stress-relaxation proceeded faster following enzymatic digestion by collagenase and
bacterial hyaluronidase after | day of incubation (both p < 0.01). The storage and loss moduli at
frequencies of | Hz and above were smaller after | day of digestion by collagenase and bacterial
hyaluronidase (all p < 0.02).

Conclusion: These results demonstrate that enzymatic digestion alters cartilage viscoelastic
properties in 2 manner consistent with polymer dynamics mechanisms. Future studies may expand
the use of polymer dynamics as a microstructural model for understanding the contributions of
specific matrix molecules toward tissue-level viscoelastic properties.

Background

Osteoarthritis is the most prevalent debilitating joint dis-
ease involving deterioration of the articular cartilage [1],
yet the contributions of specific cartilage extracellular
matrix molecules toward tissue-level viscoelastic mechan-
ical properties are not sufficiently understood to enable
specific osteoarthritis therapeutic strategies. Primary carti-
lage functions are mechanical: it provides low-friction sur-

faces for articulation [2-4] and deforms during joint
contact to decrease contact pressure and increase joint sta-
bility [5]. Since cartilage deforms during in vivo loading,
understanding the specific molecular origins of cartilage
resistance to deformation is necessary to understand carti-
lage mechanical function. This study examines the molec-
ular origins of cartilage viscoelastic deformations in the
context of polymer dynamics.
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The cartilage extracellular matrix is primarily composed of
two polymers [6]: collagen and the proteoglycan aggre-
gate. The major collagen in cartilage is type II, and it forms
a fibrillar copolymer also containing collagen types IX and
XI [7]. The proteoglycan aggregate consists of the gly-
cosaminoglycans keratin and chondroitin sulfate which
are covalently bound to the protein aggrecan which non-
covalently binds with hyaluronan [8].

Previous research has separated cartilage viscoelasticity
into flow-dependent and flow-independent regimes [9-
11]. Many studies have examined the role of fluid flow
[12-16]. However, few studies have examined flow-inde-
pendent viscoelasticity in cartilage. This study examined
polymer dynamics as a mechanism of cartilage flow-inde-
pendent viscoelasticity.

For cartilage, polymer dynamics is defined as the motions
and interactions of entangled polymers such as those of
the cartilage extracellular matrix. As such, polymer
dynamics may be a mechanism of cartilage flow-inde-
pendent viscoelasticity [9,10]. Because polymer dynamics
is based on molecular-level interactions, investigation of
cartilage mechanics using polymer dynamics may eluci-
date specific molecular contributions toward tissue-level
mechanical properties that have not been previously rec-
ognized. Such an understanding may yield novel thera-
pies and tissue engineering strategies for osteoarthritis

The theory of polymer dynamics quantitatively describes
the motions and interactions of polymer molecules [17].
A fundamental concept in polymer dynamics is that the
mechanical properties of entangled polymers depend on
the polymer molecular length [18]. Polymer dynamics
theory predicts that the stress-relaxation time constant
decreases with decreased average polymer molecular
weight, with the quantitative relationship defined by the
specific type of polymer motion [19]. For cyclical loading,
polymer dynamics predicts that both the storage and loss
modulus will decrease with decreased polymer molecular
length. We hypothesized that (a) cartilage stress-relaxa-
tion will proceed faster and (b) cartilage storage and loss
moduli will decrease after incubation with enzymes
which are expected to shorten cartilage extracellular
matrix polymers.

The use of selective enzymatic digestion is one method for
examining the specific biomechanical contributions of
cartilage extracellular matrix molecules: changes in
mechanical properties following enzymatic cleavage
imply functional relevance of the enzyme substrate. Previ-
ous studies have revealed that enzymatic digestion
changes various cartilage mechanical properties [20-25].
In this study, after overnight tissue culture, samples of
bovine cartilage were mechanically tested followed by
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incubation in control solutions or solutions containing
collagenase or bacterial hyaluronidase with repeated
mechanical testing after 1 and 2 days of incubation.

Stress-relaxation proceeded faster following enzymatic
digestion by collagenase and bacterial hyaluronidase after
1 day of incubation as indicated by smaller time constants
(both p < 0.01). The storage and loss moduli at frequen-
cies of 1 Hz and above were smaller after 1 day of diges-
tion by collagenase and bacterial hyaluronidase (all p =
0.02). These results demonstrate that enzymatic digestion
alters cartilage viscoelastic properties in a manner consist-
ent with polymer dynamics mechanisms and further
implicate polymer dynamics as a flow-independent mech-
anism of cartilage viscoelasticity [26-28].

Methods

Sample Harvest and Tissue Culture

Bovine cartilage explants (diameter: 3.32 + 0.01 mm)
were aseptically harvested from 1-3 month calf stifle joints
and maintained in tissue culture or enzyme solutions dur-
ing the experimental timecourse (Figure 1). Samples were
harvested from a standard location on the lateral patel-
lofemoral groove, midway between the proximal and dis-
tal boundaries and placed in Dulbecco's Modified Eagle's
Medium (DMEM) containing penicillin and streptomy-
cin. The surface and deep zones of the osteochondral
explants were then removed to obtain middle-zone
explants of a standard height (3.99 + 0.04 mm) [29]. Mid-
dle-zone explants were rinsed 3 times with DMEM and
antibiotics, and incubated overnight in a chemically-
defined culture medium at 37°C in 5% CO,. The chemi-
cally-defined medium contained 0.1% bovine serum
albumin (BSA), insulin-transferrin-selenium (ITS) (1 mg/
mL, 0.55 mg/mL, and 0.67 mg/mL, respectively), 50 pg/
mL L-ascorbic-acid-2-phosphate, 100 U/mL penicillin,
and 100 pg/mL streptomycin.

Enzyme Treatment

To assess the role of specific enzymatic degradation in car-
tilage mechanics, samples were subjected to enzymatic
digestion by 5 U/mL Type IV Collagenase (n = 12 sam-
ples) (Sigma-Aldrich, St. Louis, Missouri, USA., C5138) or
50 U/mL Bacterial Hyaluronidase (n = 9) (Sigma-Aldrich,
St. Louis, Missouri, USA., H1136). The enzyme concentra-
tions were based on preliminary experiments that deter-
mined concentrations which resulted in measurable
changes in biomechanical properties during the experi-
ment. The enzyme solvent was Hank's Balanced Saline
Solution (HBSS) with 0.01% BSA as a protein carrier. After
overnight equilibration in tissue culture, samples were
immersed in HBSS for 1 hour prior to initial mechanical
testing at 37°C. After mechanical testing, samples were
placed in the appropriate enzyme solution and incubated
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Experimental Protocol. Middle-zone patellofemoral bovine calf cartilage explants were harvested and cultured overnight.
Samples were subjected to baseline mechanical testing and randomly assigned to an enzyme- treatment or control group.
Mechanical testing was performed again after | and 2 days of exposure to the treatment.

at 37°C. Mechanical testing was performed after 1 and 2
days of incubation in the enzyme solutions (Figure 1).

Two control groups were used to assess changes in
mechanical properties throughout the experiment. The
first group, HBSS-control (n = 11), was incubated in the
HBSS solution (HBSS with 0.01%BSA) in the absence of
enzymes. The second group, Culture-Control (n = 12),
was incubated in tissue culture medium and immersed in
HBSS for 1 hour prior to mechanical testing. These sam-
ples were subjected to the same timecourse of mechanical
testing as described above.

Viscoelastic Testing

Mechanical testing consisted of unconfined compression
stress-relaxation followed by cyclical loading in an Endu-
ratec ELF 3200 uniaxial testing system. Prior to testing, the
sample diameter was measured using digital calipers.
Samples were placed on a polished stainless steel loading
platen in a heated loading chamber. A polished stainless
steel platen was lowered at 0.05 mm/sec until a 60 kPa
prestress was achieved. This prestress was allowed to relax
for 4 minutes during which time the bath was filled with
warmed HBSS and temperature control was initiated. The
initial specimen height was defined as the height at which
the preload was achieved.

Stress-relaxation tests were performed by applying a 5%
nominal compressive strain using a rapid platen displace-
ment rate of 10 mm/sec. After 600 seconds, small-ampli-
tude cyclical strains (~0.5%) were applied at frequencies
0of 0.01, 0.1, 1, 10, and 20 Hz for at least 4 cycles. During
stress-relaxation, force data were collected at 180 Hz, and,
for cyclical loading, sampling occurred at a minimum of
20 times the loading frequency. Apparent stresses were
calculated by dividing the compressive force by the initial

sample cross-sectional area. 600 seconds of stress relaxa-
tion provided a compressive equilibrium such that linear
regression of the final 100 points of stress-time data found
no significant slope in any dataset at the 99% confidence
interval.

Data Analysis

The stress-relaxation data were fit with a stretched-expo-
nential model that has been linked [30] to polydisperse
polymer systems such as cartilage:

_ —(t/7)"
o _(Gpeak _Geq)e (t/7) +Geq

Opear A0d 0, are the peak and equilibrium stress, respec-

tively, which are defined by the experimental data. zis the
time constant of stress-relaxation, which is related to the
physical characteristics of the polymer system (e.g. tem-
perature, polymer length, and concentration) [18]. S is
the stretching parameter, related to the specific type of
polymer motion (e.g. reptation). zand S were determined
using nonlinear curvefitting. In addition to 7 and g a

model-independent parameter, D, was used to quantify
stress-relaxation (Figure S1 [see Additional file 1]) [26-
28].

Cyclical loading experiments were analyzed by finding the
phase lag of the stress-relative to the strain. Storage and
loss moduli were calculated as the in-phase and out-of-
phase amplitude ratios of stress to strain, respectively. For
frequencies greater than 0.1 Hz, we observed nonlinear
cyclical behavior demonstrated by time-variant stress-
responses during the first few loading cycles. In these
cases, the storage and loss moduli were determined from
the steady-state portion of the curves.
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Statistics

To compare the effects of treatment time and group, sta-
tistical analysis was performed using repeated-measures
ANOVA with an a priori significance level of 0.05. The
independent variables for the statistical analysis were the
time (Days O, 1, and 2) and treatment (HBSS-control,
Hyaluronidase, Collagenase, Culture-control). The
dependent variables were the results of the mechanical

testing oy, 0, 7 S and D for stress relaxation and stor-
age and loss modulus for cyclical loading. Planned com-
parisons were made between the enzyme-treatment
groups and the HBSS-control group after 1 and 2 days of
culture. To determine if further digestion resulted in addi-
tional mechanical property changes, Bonferroni post hoc
comparisons [31] were made between days 0 and 1 and
days 1 and 2 for enzyme-treated groups for which planned
comparisons were significant. Results are expressed as
mean + standard error.

Results
Stress-relaxation proceeded faster in samples subjected to
enzymatic digestion (Figures 2, 3 S3 [see Additional file

1], Table 1). The model-independent parameter D and
the stretched exponential time constant z were smaller for
bacterial hyaluronidase and collagenase than for the
HBSS control samples after 1 day of enzyme exposure (p <
0.01, Figures 3¢, 3d, and S3 [see Additional file 1]). Post
hoc tests showed that additional digestion further reduced
7(p < 0.01, Figure 3d). For collagenase samples, the equi-
librium stress was larger than for controls after 1 and 2
days of digestion (p < 0.01, Figure 3b). The stretched expo-
nential model described the stress-relaxation data well (R?
=0.900 + 0.012, Figure S2 [see Additional file 1]). The ini-
tial heights of samples in the culture control group at days
0, 1, and 2 were 4.05 + 0.05, 4.09 + 0.04, and 4.11 + 0.04,
respectively, suggesting that mechanical testing did not
alter normal tissue growth and swelling [32].

Table I: Stress-Relaxation Results, Day |
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Cyclical loading showed that enzymatic digestion
decreased both storage and loss moduli relative to HBSS-
controls at most frequencies (Figures 4 and 5, Table 2).
For both bacterial hyaluronidase and collagenase, the
storage modulus was significantly smaller than controls
after 1 day of digestion at all frequencies (p <0.01, Figures
4 and 5). For bacterial hyaluronidase the loss modulus
decreased relative to controls at all frequencies after 1 day
(p<0.01, Figure 5). For collagenase, the loss modulus was
significantly smaller relative to controls at frequencies
greater than 0.1 Hz (p < 0.01, Figure 5c-e).

Loading frequency had significant effects on both storage
and loss moduli (Figure 4, 5). The storage modulus
increased with each frequency increment in all groups
after at all timepoints (all p < 0.01) except for day 0 in the
collagenase group between frequencies of 1 and 10 Hz
and 10 and 20 Hz (p = 0.28 and 0.07, respectively). The
loss modulus at 20 Hz was higher than at 10 Hz for all
treatment groups on all days (all p < 0.01). The loss mod-
ulus was also larger at 10 Hz than at 1 Hz for all groups on
all days (all p < 0.01) except for the culture control group
on days 1 and 2 (p = 0.26 and 0.03, respectively) and for
the collagenase group on day 0 (p = 0.64).

Discussion

These experiments tested the prediction from polymer
dynamics theory that changes in cartilage biopolymer
length would result in changes in cartilage viscoelastic
properties. Polymer dynamics theory predicts decreases in
stress-relaxation time constant, storage and loss modulus
as a result of decrease in average molecular length [18].
Bacterial hyaluronidase and Type IV collagenase are
known to decrease average molecular length by cleaving
molecules of the cartilage extracellular matrix. Type IV col-
lagenase cleaves the collagen triple-helix at multiple loca-
tions [33]. The bacterial hyaluronidase used in these
experiments has been demonstrated to specifically cleave
hyaluronan and not the other cartilage glycosaminogly-
cans of chondroitin and keratin sulfate [34]. Although
substantial changes in viscoelastic properties resulted
from enzymatic digestion, one limitation of this study is

Gpeak Oe ~ T IB 2

q9 D R

[kPa] [kPa] [sec] [sec] 0 [
HBSS Control 808 + 43 351 +8 3.80 £ 0.62 1.40 £ 0.21 0.46 + 0.02 0.936 £ 0.011
Bacterial Hyaluronidase 766 + 36 3327 1.39 £ 0.16* 0.49 £ 0.08 0.43 £ 0.02 0.949 + 0.006
Collagenase 709 + 34 410 + 8* 1.05 +0.17* 0.38 £ 0.07 0.45 £ 0.03 0.864 £ 0.022
Culture Control 1227 + 39 453 +5 5.65 £ 0.34 3.10+0.13 0.54 £+ 0.02 0.972 £ 0.002

Mean + SEM. * indicates significant difference between enzyme group and HBSS control.
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Stress-relaxation proceeds faster with enzymatic digestion. Stress-relaxation data were normalized to a range
between |, representing the peak stress and 0 representing the equilibrium stress. Stress-relaxation proceeded faster after
both enzymatic digestion (c-d) and incubation in HBSS (b). No major changes in the rate of stress-relaxation were observed in
control samples samples maintained in tissue culture (a). Marked changes in the rate of stress-relaxation were observed after |
day of incubation in bacterial hyaluronidase. Bars represent + sem.

that quantification of the size distributions of the relevant
macromolecules was not possible because of the small
size of the samples.

Enzymatic digestion had marked effects on cartilage vis-
coelasticity which are consistent with polymer dynamics
theory. After 1 day of enzyme treatment, we observed

marked decreases in the stress-relaxation parameters of D
and 7, as well as decreases in storage moduli at all frequen-
cies and loss moduli at frequencies greater than 0.1 Hz.
These changes are consistent with the predictions of poly-
mer dynamics theory and support polymer dynamics as a
flow-independent mechanism of cartilage-viscoelasticity.
The complete theory of polymer dynamics has been
derived using statistical physics [18]. Mathematical mod-
elling of cartilage mechanics via polymer dynamics is the-
oretically possible once the specific types of polymer
motions and distributions of molecular lengths are

known. Future research into polymer dynamics in carti-
lage may determine what specific types of motion (e.g.
Rouse, reptation, etc.) cartilage polymers undergo. Thera-
peutic opportunities based on polymer dynamics may be
possible. For example, if the dynamics of a specific carti-
lage polymer (e.g. hyaluronan) were found to be para-
mount to cartilage mechanical function, tissue engineers
could specifically tailor their scaffolds to include these
dynamics.

Interpretation of the effects of specific enzymes should be
done with caution as cartilage composition is heterogene-
ous. Collagenase digestion may affect the behavior of the
proteoglycan aggregate which is thought to be entangled
within the collagen network [35]. A disrupted collagen
network may increase mobility of the proteoglycan aggre-
gate which polymer dynamics theory predicts to decrease
the stress-relaxation time. This interpretation is supported
by the observed equilibrium stress increase upon colla-
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Enzymatic digestion results in changes in cartilage stress-relaxation. Significant decreases in D and 7 compared with
HBSS controls indicate that stress-relaxation proceeded faster in enzymatically-digested samples than in HBSS controls after |

day of treatment. D, peak stress, and equilibrium stress were calculated directly from the experimental data, and rand S were
determined by nonlinear curvefitting of the stretched exponential model to the stress-relaxation data. *indicates p < 0.0 com-
pared to HBSS-control at the same day. # indicates p < 0.01 within a group between days | and 2 using Bonferroni Post-hoc

tests.

genase digestion (Figure 3b, Table 1). Conversely, diges-
tion of the proteoglycan aggregate (e.g. hyaluronan by
bacterial hyaluronidase) might not affect the behavior of
the collagen network due to the fibrillar, crosslinked
nature of cartilage collagen [36]. The absence of changes
in both peak and equilibrium stress due to hyaluronidase
digestion supports this interpretation.

Collagenase digestion accelerated stress-relaxation and
increased the equilibrium stress (Figures 2, 3, Table 1).
Collagenase digestion also decreased the storage modulus
at all frequencies and the loss modulus at frequencies of 1
Hz and higher. These effects may be due to (a) altered col-
lagen behavior or (b) altered behavior of another cartilage
component induced by collagenase digestion. The
observed increase in equilibrium stress upon collagenase
digestion is not consistent with collagenase digestion
affecting only collagen behavior, assuming that a digested

collagen network is weaker than an intact one. Previous
research suggests that proteoglycan aggregate swelling is
restricted by collagen, and the observed collagenase-
induced increase in equilibrium stress may be a result of
reduced proteoglycan aggregate constraint [37]. Reduced
proteoglycan aggregate constraint will also lead to acceler-
ated stress-relaxation. These experiments cannot separate
contributions due to altered collagen behavior and
decreased proteoglycan constraint on the collagenase-

induced decreases in D and 7. However, both interpreta-
tions are consistent with polymer dynamics as a mecha-
nism of cartilage viscoelasticity.

Bacterial hyaluronidase treatment resulted in accelerated
stress-relaxation as shown by decreased stress-relaxation

time constant and D (Figure 3, Table 1) and decreased
storage and loss moduli at all frequencies after 1 day of
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Decreased storage moduli following enzymatic digestion. The storage modulus decreased at all tested frequencies fol-
lowing hyaluronidase and collagenase digestion. After | day of treatment, bacterial hyaluronidase and collagenase had significant
effects compared to HBSS controls at all frequencies (all p < 0.02). *indicates p < 0.02 compared to HBSS-control at the same

day.

digestion (Figures 4, 5, Table 2). Bacterial hyaluronidase
is known to cleave only hyaluronan [34] so we attribute
these effects to decreases in average hyaluronan length
caused by enzymatic cleavage. These results are consistent
with the polymer dynamics prediction: shorter molecules
result in faster stress-relaxation and decreased storage and
loss moduli.

These results are also consistent with a previous micro-
structural model of equilibrium cartilage mechanics in
which collagen fibers are considered to constrain the
swelling of the proteoglycan aggregate [37]. The observa-
tion that collagenase digestion increased the equilibrium
stress further supports this concept, suggesting that weak-
ened collagen allows further swelling of the proteoglycan
aggregate which increases the equilibrium stress.

One limitation of this study is that the diffusion of
enzyme from the solution to the cartilage tissue is inher-
ently limited due to restricted diffusivity within the carti-
lage [38,39]. This will result in spatially heterogeneous
enzymatic digestion within the cartilage explants. Conse-
quently, the mechanical testing results will reflect changes
in average molecular length since molecules toward the

center of the sample are less likely to be digested than
those at the perimeter. This biases the results toward the
HBSS-controls, suggesting that spatially homogeneous
digestion with these enzyme concentrations would likely
result in greater changes than those presently observed.

Maintaining cartilage in HBSS will alter chondrocyte biol-
ogy, as the solution contains no glucose or ATP which are
needed to fuel cellular processes [40]. We used two sets of
control samples (HBSS and culture controls), and the
results show degradation of the HBSS-control mechanical
properties relative to those of the culture-controls with
increased incubation time. This background degradation
due to HBSS may result from the release of proteolytic
enzymes. If some of these enzymes are collagenases or
hyaluronidases, the actual enzyme concentration to
which the samples were exposed might have been slightly
higher than that obtained by diffusion alone. Enzymatic
digestion resulted in significantly more degradation than
that observed in the HBSS-control samples, indicating
that the experimentally-induced enzymatic effects were
greater than the biological effects induced by incubation
in HBSS alone. Furthermore, the half-lives of collagen and
aggrecan are estimated to be on the order of years [41-43].
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Decreased loss moduli following enzymatic digestion. Decreases in loss modulus were observed at most tested fre-
quencies following hyaluronidase and collagenase digestion. After | day of treatment, the bacterial hyaluronidase group had
smaller loss moduli at all frequencies than the HBSS-control group (all p < 0.01). After | day of treatment, the collagenase
group had smaller loss moduli at frequencies greater than 0.1 Hz (all p < 0.02). *indicates p < 0.02 compared to HBSS-control

at the same day.

Therefore, relatively small changes in matrix content are
expected unless dramatic catabolism were induced by
HBSS.

The unconfined compression test has substantial advan-
tages over other testing configurations because it is unbi-
ased, so both flow-dependent and flow-independent
processes can occur. Conversely, a confined compression
test is biased toward the effects of flow, and pure shear

Table 2: Cyclical Loading Results, Day |

tests are biased toward the effects of flow-independent
processes.

To analyze the potential role of fluid flow in these experi-
ments we compared the stress-relaxation time constant to
the estimated fluid-flow time constant and examined the
frequency-dependent phase lag of our cyclical loading
data. The time constant for unconfined compression
stress-relaxation due to fluid flow [12] is defined by the

Loading Frequency [Hz]

0.01 0.1 | 10 20
[MPa] E' E" E' E" E' E" E' E" E' E"
HBSS 281 £0.54 229+032 6.09+£089 241+£0.19 806+099 1.73+0.07 10.11 £ 2.05 £ 0.08 I1.15 £ 2.30 £ 0.08
Control 1.08 1.09
Bacterial 0.89 + 1.08 £ 277 + 1.66 £ 432 + 1.45 £ 593 + 1.74 £ 6.8 + 2.02 +
Hyaluronid 0.15*% 0.14* 0.30* 0.88* 0.33* 0.05* 0.39* 0.05* 0.38* 0.05*
ase
Collagenas 0.96 + 1.47 £ 0.22 343 1.95+0.18 477 1.30 + 581 1.52 + 642 1.81 +
e 0.17* 0.47* 0.56* 0.09* 0.63* 0.14* 0.69* 0.17*
Culture  6.44+£0.30 5.16 £0.20 1409+ 4.09+0.12 17.29 + 2.08+0.07 195+0.65 2.1+0.07 2023 2.58 £0.10
Control 0.47 0.56 0.70

E' represents storage modulus and E" represents the loss modulus. * indicates significant differences between enzyme-treated group and HBSS

control group.

Page 8 of 10

(page number not for citation purposes)



BioMedical Engineering OnLine 2009, 8:32

Table 3: Fluid flow dynamics are much slower than those
observed in the present experiments.

[sec] T A TFlow

D

Collagenase 0.38 £ 0.07 1.05 £0.17 237 +£3

The fluid flow time constants were estimated from model parameters
resulting from previous biomechanical studies of enzymatically
digested cartilage [14,35].

sample radius, r, the tensile equilibrium aggregate modu-
lus, H,,, and the hydraulic permeability, k [44]:

+a

2

TF =
Tow H+ak

Previous modeling results find that collagenase digestion
results in kv3.8 x 101> m#(N-s)! and H,,~2.5 MPa [45].

The present values of zand D are much smaller than the
estimated fluid-flow time constants (Table 3), suggesting
that the observed results and model parameters are repre-
sentative of flow-independent processes. Previous studies
find that the phase lag for cartilage fluid flow in uncon-
fined compression becomes negligible at frequencies
above 0.01 Hz [9,10]. However, our results (Figure 6)
have substantial phase lags at all tested frequencies, fur-
ther supporting our flow-independent interpretation of
the data.

Conclusion

The theory of polymer dynamics predicts that the stress-
relaxation time constant, the storage modulus, and the
loss modulus will all decrease with decreases in average
molecular length. In this study, exposure of cartilage
explants to solutions containing Type IV collagenase and
bacterial hyaluronidase resulted in decreases in stress-
relaxation time constant, storage modulus, and loss mod-
ulus, relative to control samples maintained in enzyme-
free solutions. The results support polymer dynamics as a
conceptual model for understanding cartilage flow-inde-
pendent viscoelasticity.
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Phase lag data suggest flow-independent processes.
The phase lag data suggest that cyclical loading experiments
probed flow-independent processes after | day of digestion.
Previous research [9,10] suggests that flow-dependent vis-
coelasticity is frequency-dependent with substantial dissipa-
tion, as measured by the cyclical loading phase lag between
the applied displacement and the measured stress, between
10-6and 10-' Hz. The present cyclical loading data found sub-
stantial dissipation at frequencies of 10-2Hz and higher, indi-
cating that these data represent flow-independent processes.

Additional material

Additional file 1

Supplementary Figures. This file contains the supplementary figures for
the manuscript.

Click here for file
[http://www.biomedcentral.com/content/supplementary/1475-
925X-8-32-S1.pdf]

Acknowledgements

We thank Professor A.H. Reddi for providing the bovine tissue. Funding
was provided by the David Linn Chair in the UC Davis Department of
Orthopaedic Surgery and the National Institutes of Health, USA
(AR050286).

References

I.  D'Ambrosia RD: Epidemiology of osteoarthritis.
2005, 28:5s201-205.

2. Krishnan R, Kopacz M, Ateshian GA: Experimental verification of
the role of interstitial fluid pressurization in cartilage lubri-
cation. | Orthop Res 2004, 22:565-570.

3. McCutchen CW: The Frictional Properties of Animal Joints.
Wear 1962, 5:1-17.

4. Schmidt TA, Gastelum NS, Nguyen QT, Schumacher BL, Sah RL:
Boundary lubrication of articular cartilage: role of synovial
fluid constituents. Arthritis Rheum 2007, 56:882-891.

Orthopedics

Page 9 of 10

(page number not for citation purposes)


http://www.biomedcentral.com/content/supplementary/1475-925X-8-32-S1.pdf
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15747607
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15099636
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15099636
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15099636
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17328061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17328061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17328061

BioMedical Engineering OnLine 2009, 8:32

19.
20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Eckstein F, Hudelmaier M, Putz R: The effects of exercise on
human articular cartilage. | Anat 2006, 208:491-512.

Mow VC, Ratcliffe A, Poole AR: Cartilage and diarthrodial joints
as paradigms for hierarchical materials and structures. Bio-
materials 1992, 13:67-97.

Eyre D: Collagen of articular cartilage.
4:30-35.

Dudhia J: Aggrecan, aging and assembly in articular cartilage.
Cell Mol Life Sci 2005, 62:2241-2256.

Huang CY, Mow VC, Ateshian GA: The role of flow-independent
viscoelasticity in the biphasic tensile and compressive
responses of articular cartilage. | Biomech Eng 200l,
123:410-417.

Huang CY, Soltz MA, Kopacz M, Mow VC, Ateshian GA: Experi-
mental verification of the roles of intrinsic matrix viscoelas-
ticity and tension-compression nonlinearity in the biphasic
response of cartilage. | Biomech Eng 2003, 125:84-93.

Mow VC, Kuei SC, Lai WM, Armstrong CG: Biphasic creep and
stress relaxation of articular cartilage in compression? The-
ory and experiments. | Biomech Eng 1980, 102:73-84.

Armstrong CG, Lai WM, Mow VC: An analysis of the unconfined
compression of articular cartilage. | Biomech Eng 1984,
106:165-173.

Basalo IM, Mauck RL, Kelly TA, Nicoll SB, Chen FH, Hung CT,
Ateshian GA: Cartilage interstitial fluid load support in uncon-
fined compression following enzymatic digestion. | Biomech
Eng 2004, 126:779-786.

Fortin M, Soulhat ], Shirazi-Adl A, Hunziker EB, Buschmann MD:
Unconfined compression of articular cartilage: nonlinear
behavior and comparison with a fibril-reinforced biphasic
model. | Biomech Eng 2000, 122:189-195.

Grodzinsky AJ, Lipshitz H, Glimcher M]: Electromechanical prop-
erties of articular cartilage during compression and stress
relaxation. Nature 1978, 275:448-450.

Wong M, Ponticiello M, Kovanen V, Jurvelin JS: Volumetric
changes of articular cartilage during stress relaxation in
unconfined compression. | Biomech 2000, 33:1049-1054.

de Gennes PG: Reptation of a Polymer Chain in Presence of
Fixed Obstacles. Journal of Chemical Physics 1971, 55:572.

Doi M, Edwards SF: The Theory of Polymer Dynamics Oxford, UK:
Oxford University Press; 1988.

Doi M: Introduction to Polymer Physics Oxford University Press; 1996.
Basalo IM, Raj D, Krishnan R, Chen FH, Hung CT, Ateshian GA:
Effects of enzymatic degradation on the frictional response
of articular cartilage in stress relaxation. | Biomech 2005,
38:1343-1349.

Bonassar L), Frank EH, Murray JC, Paguio CG, Moore VL, Lark MW,
Sandy JD, Wu JJ, Eyre DR, Grodzinsky AJ: Changes in cartilage
composition and physical properties due to stromelysin deg-
radation. Arthritis Rheum 1995, 38:173-183.

Chen AC, Nguyen TT, Sah RL: Streaming potentials during the
confined compression creep test of normal and proteogly-
can-depleted cartilage. Ann Biomed Eng 1997, 25:269-277.
DiSilvestro MR, Suh JK: Biphasic poroviscoelastic characteris-
tics of proteoglycan-depleted articular cartilage: simulation
of degeneration. Ann Biomed Eng 2002, 30:792-800.

Schmidt MB, Mow VC, Chun LE, Eyre DR: Effects of proteoglycan
extraction on the tensile behavior of articular cartilage. |
Orthop Res 1990, 8:353-363.

Zhu W, Mow VC, Koob TJ, Eyre DR: Viscoelastic shear proper-
ties of articular cartilage and the effects of glycosidase treat-
ments. | Orthop Res 1993, 11:771-781.

June RK, Fyhrie DP: Molecular NMR T2 values can predict car-
tilage stress-relaxation parameters. Biochem Biophys Res Com-
mun 2008, 377:57-61.

June RK, Ly S, Fyhrie DP: Cartilage stress-relaxation proceeds
slower at higher compressive strains. Arch Biochem Biophys
2009, 483:75-80.

June RK, Mejia KL, Barone JR, Fyhrie DP: Cartilage stress-relaxa-
tion is affected by both the charge concentration and valence
of solution cations. Osteoarthritis Cartilage 2009, 17(5):669-76.
Khalafi A, Schmid TM, Neu C, Reddi AH: Increased accumulation
of superficial zone protein (SZP) in articular cartilage in
response to bone morphogenetic protein-7 and growth fac-
tors. | Orthop Res 2007, 25:293-303.

Arthritis Res 2002,

http://www.biomedical-engineering-online.com/content/8/1/32

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

44.

45.

de Gennes P: Relaxation Anomalies in Linear Polymer Melts.
Macromolecules 2002, 35:3785-3786.

Neter ], Kutner M, Nachtsheim ], Wasserman W: Applied Linear Sta-
tistical Models Fourth edition. Boston, MA: WCB/McGraw-Hill; 1996.
Williamson AK, Masuda K, Thonar EJ, Sah RL: Growth of imma-
ture articular cartilage in vitro: correlated variation in ten-
sile biomechanical and collagen network properties. Tissue
Eng 2003, 9:625-634.

Van Wart HE, Steinbrink DR: Complementary substrate specif-
icities of class | and class Il collagenases from Clostridium
histolyticum. Biochemistry 1985, 24:6520-6526.

Ohya T, Kaneko Y: Novel hyaluronidase from streptomyces.
Biochim Biophys Acta 1970, 198:607-609.

Muir H: The chondrocyte, architect of cartilage. Biomechan-
ics, structure, function and molecular biology of cartilage
matrix macromolecules. Bioessays 1995, 17:1039-1048.

Ferry JD: Viscoelastic Properties of Polymers Third edition. New York,
NY: John Wiley & Sons, Inc; 1980.

Basser PJ, Schneiderman R, Bank RA, Wachtel E, Maroudas A:
Mechanical properties of the collagen network in human
articular cartilage as measured by osmotic stress technique.
Arch Biochem Biophys 1998, 351:207-219.

Knauss R, Schiller |, Fleischer G, Karger ], Arnold K: Self-diffusion
of water in cartilage and cartilage components as studied by
pulsed field gradient NMR. Magn Reson Med 1999, 41:285-292.
Leddy HA, Guilak F: Site-specific molecular diffusion in articu-
lar cartilage measured using fluorescence recovery after
photobleaching. Ann Biomed Eng 2003, 31:753-760.

Alberts B, Johnson A, Lewis |, Raff M, Roberts K, Walter P: Molecular
Biology of the Cell Fourth edition. New York, NY: Garland Science;
2002.

Maroudas A, Bayliss MT, Uchitel-Kaushansky N, Schneiderman R,
Gilav E: Aggrecan turnover in human articular cartilage: use
of aspartic acid racemization as a marker of molecular age.
Arch Biochem Biophys 1998, 350:61-71.

Maroudas A, Palla G, Gilav E: Racemization of aspartic acid in
human articular cartilage. Connect Tissue Res 1992, 28:161-169.
Verzijl N, DeGroot |, Thorpe SR, Bank RA, Shaw JN, Lyons TJ, Bijlsma
JW, Lafeber FP, Baynes JW, TeKoppele JM: Effect of collagen turn-
over on the accumulation of advanced glycation end prod-
ucts. | Biol Chem 2000, 275:39027-39031.

Soltz MA, Ateshian GA: A Conewise Linear Elasticity mixture
model for the analysis of tension-compression nonlinearity
in articular cartilage. | Biomech Eng 2000, 122:576-586.
Korhonen RK, Laasanen MS, Toyras ], Lappalainen R, Helminen HJ,
Jurvelin JS: Fibril reinforced poroelastic model predicts specif-
ically mechanical behavior of normal, proteoglycan depleted
and collagen degraded articular cartilage. | Biomech 2003,
36:1373-1379.

disseminating the results of biomedical research in our lifetime.

Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp

Publish with Bio Med Central and every
scientist can read your work free of charge

"BioMed Central will be the most significant development for

Sir Paul Nurse, Cancer Research UK
Your research papers will be:
« available free of charge to the entire biomedical community
« peer reviewed and published immediately upon acceptance
« cited in PubMed and archived on PubMed Central

O BioMedcentral

« yours — you keep the copyright

Page 10 of 10

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16637874
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16637874
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1550898
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1550898
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11879535
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16143826
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11601725
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11601725
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11601725
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12661200
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12661200
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12661200
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7382457
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7382457
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7382457
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6738022
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6738022
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15796336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15796336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10834160
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10834160
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10834160
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=29231
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=29231
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=29231
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10854876
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10854876
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10854876
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15863119
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15863119
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15863119
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7848307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7848307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7848307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9084832
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9084832
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9084832
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12220079
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12220079
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12220079
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2324854
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2324854
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8283321
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8283321
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8283321
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18822272
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18822272
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19111671
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19111671
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19010694
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19010694
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19010694
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17143906
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17143906
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17143906
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13678441
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13678441
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13678441
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3002445
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3002445
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3002445
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=5436162
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8634065
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8634065
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8634065
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9515057
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9515057
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10080275
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10080275
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10080275
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12971608
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12971608
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12971608
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9466821
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9466821
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1468204
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1468204
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10976109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10976109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10976109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11192377
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11192377
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11192377
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12893046
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12893046
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12893046
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Sample Harvest and Tissue Culture
	Enzyme Treatment
	Viscoelastic Testing
	Data Analysis
	Statistics

	Results
	Discussion
	Conclusion
	Competing interests
	Authors' contributions
	Additional material
	Acknowledgements
	References

