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Measurement of diffusion in articular cartilage
using fluorescence correlation spectroscopy
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Abstract

Background: Fluorescence correlation spectroscopy (FCS) provides information about translational diffusion of
fluorescent molecules in tiny detection volumes at the single-molecule level. In normal states, cartilage tissue lacks
vascularity, so chondrocyte metabolism depends on diffusion for molecular exchanges. The abundant extracellular
matrix (ECM) of cartilage is maintained by a limited number of chondrocytes. ECM plays an important role in the

properties in cartilage.

regulation of chondrocyte functions. In this study, FCS was used to measure diffusion behaviors of albumin, the
major protein of the intra-articular space, using normal and degenerated cartilage. Preliminary investigation of
fluorescence dyes including Alexa 488, Rhodamine 6G and Rhodamine 123 was conducted to evaluate their

Results: The results indicate that the diffusion behaviors of fluorescently lableded albumin can be observed using
FCS in both normal and chemically degenerated cartilage.

Conclusions: This work demonstrates the capability of FCS for direct measurement of diffusion in cartilaginous
ECM. When the diffusion characteristics of fluorescent probes in ECM are clarified using FCS evaluation, FCS will be
applicable as a method for early diagnosis of osteoarthritis, which is accompanied by increased abnormalities of
ECM and also as tool for evaluating bio-engineered artificial cartilage for autologous chondrocyte implantation.

Background

Fluorescence. correlation spectroscopy (FCS) is a highly
sensitive method based on analysis of fluctuations in
fluorescence intensity to detect and characterize fluoro-
phores in living cells as well as in solution. For instance,
FCS allows real-time measurement of two important
physical parameters for biochemistry: the average num-
ber of molecules in the detection space; and the transla-
tional diffusion constant of the molecules through the
open volume of detection [1-4].

Cartilage tissue is an avascular tissue, and allows the
exchange and transport of nutrients, gases, and metabo-
lites by continuous diffusion instead of through the vascu-
lature [5]. Diffusion in extracellular matrix (ECM) of
normal cartilage is thus central to the physiobiological nat-
ure of chondrocytes. Cartilage tissue principally consists of
ECM and a small number of chondrocytes. The abundant
ECM in cartilage is secreted by these chondrocytes.
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Although ECM provides an environment for the molecu-
lar exchanges needed for chondrocyte survival, and plays
an important role in physiological activities for the regula-
tion of chondrocyte function, intimate communications
between cells and alterations of metabolism, almost no
studies have examined the diffusion behaviors of particular
molecules from synovial fluid through the ECM of carti-
lage. Some studies have examined diffusion characteristics
and diffusion across articular cartilage using dyes [6,7],
glucose [6] and hydrogen [8], To investigate the normal
pattern of every different type of molecules in ECM of car-
tilage, large-scale experiments and varying samples are
required. These efforfs may help define intricate phenom-
enon of diffusion in cartiliginous tissue.

Since synovial fluid makes a significant contribution to
the nutrition of articular cartilage with direct movement
of particular molecules from the synovial space to carti-
lage by diffusion, understanding the diffusion patterns of
molecules from synovial fluid is important. Pathological
changes to the ECM cause osteoarthritis (OA), altering
not only the physical metabolism of chondrocytes, but
also normal molecular exchanges in cartilage.

© 2011 Lee et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commens
Attribution License (htfp://crestivecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in
any medium, provided the ofiginal work is propetly cited.
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In this study, FCS analysis is made to evaluate albu-
min movements by means of diffusion in cartilage. Since
albumin is the major protein of synovial fluid, tracing
albumin protein movements may reveal differences
between normal and abnormal states of cartilage.

The purpose of this study was to evaluate the feasibil-
ity of FCS for diffusional analysis in normal and chemi-
cally degenerated cartilage in relation to albumin, as a
representative protein. To select a suitable fluorescent
dye before application to cartilage tissue, the physical
parameters of several fluorescent dyes were tested and
documented. We chose to use a mode! of degenerated
cartilage created by chemical treatment for FCS evalua-
tion, to reflect the denaturation of ECM that might be
expected in cartilage tissue during OA.

Results

Degenerétion Model of Articular Cartilage

Figure 1 shows the histological appearance of trypsin-
treated cartilage samples. As demonstrated by the
staining results for porcine articular cartilage using HE,
toluidine blue and safranin O, normal cartilage tissue
changed into degenerated tissue over time and staining
patterns altered after enzyme treatment. At the starting
point of enzyme digestion (0 h), cartilage samples showed
uniform staining throughout with toluidine blue and
safranin O. However, increasing degeneration resulted in
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larger loss of such staining over time, showing extensive
loss of proteogylcans in the tissue,

After 7 h of digestion, no staining was detected in sam-
ples using toluidine blue or safranin O, with only HE stain-
ing remaining. Therefore, treating cartilage plugs for >7 h

_ 'was considered to achieve suitable models of degenerated

cartilage in these experiments. When 6 h had passed, cen-
ter regions of digested samples still showed a small portion
of intensive staining with safranin O and metachromatic
staining with toluidine blue, demonstrating that normal
ECM constituents are still present, unlike samples treated
for >7 h in which ECM protein components have totally
disappeared. Degenerated cartilage and untreated normal
cartilage samples were used in FCS measurements.

FCS Measurements

Diffusional behaviors (diffusion coefficient) for all fluor-
escent dyes utilized in this research were detected by FCS
monitoring in PBS solvent. Optimal concentrations of
fluorescent dyes differed, which may have resulted from
the different chemical, properties of dyes in solusions.
The optimal concentrations of Rhodamine 123, Rhoda-
mine 6G, Alexa Fluor 488 hydrazide, and Alexa Fluor
488 conjugated with albumin form bovine serum were,
107M, 107M, 10°M, 10°°M, respectively. Two different
HA, Artz (MW 8.0 x10°, Seikagaku, Tokyo, Japan) and
Suvenly (MW; 2.0 x10°, Chugai Pharmaceutical, Tokyo,

Trypsin treatment’ Oh

6h 7h

HE

Toluidine blue

Safranin O

Scale bar = 500 ym.

Figure 1 Results of histological examination. After treatment for 7 h, no staining was detected in samples with toluidine blue and safranin O
stains, but only HE staining. Therefore, cartilage plugs treated for >7 h were considered as degenerated cartilage models in these experiments.
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Japan) were used and their concentrations were 0.1 wt%.
Diffusion coefficients of the fluorescent dyes were in the
order of PBS > HA (MW, 8.0 x10°) > HA (MW, 2.0
x10%) (Figure. 2).

Changes of diffusion coefficients are related to the
MW of dyes and apparent viscosity of aqueous solution.
Fluorescent dyes with a larger MW showed lower diffu-
sion coefficients. At the same time, diffusion coefficients
of probe dyes in solution containing HAs decreased
with increasing MW of HAs.

The fluorescent dye validated in HAs and cartilage tis-
sues was accepted as a FCS probe, and then applied in
the next tests. Since the maximum measurable depth for
FCS equipment using Alexa dyes was greater than that
using Rhodamine dyes (data not shown), Alexa Fluor
488 was selected as the FCS probe.

FCS measurement tests were performed with Alexa
Fluor 488 labled-albumin to trace the diffusion motion
of albumin in both normal and degenerated cartilage.
FCS data demonstrated an intimate correlation between
measureable points (depths from the superficial surface)
and enzyme-treatment times (Figure. 3). Increments in
these points were correlated with prolongation of tryp-
sin treatment times. FCS data were validated at the
range of 120 pm when digestion was conducted for 9 h
and >9 h, showing that FCS monitored permeation of
the FCS probe at this depth. These focus distances were
defined as maximum measurable depths (MMD). When
the focus moved over these ranges, no correlation
curves were formed, indicating that no movement and
no localization of fluorophores is detected in the testing
field. As a result of MMD detection, an MMD of 20 ym
was chosen for cartilage tissue in the present study.

FCS measurement data for Alexa Fluor 488 conju-
gated with albumin from bovine serum (Alexa-albumin)
as the FCS probe are summarized in Figure 4, which

BUBOE-LD < oo e e e a2 e

B PBS

3.00E-10 8 HA (MW 8,000,000}

+ HA (MW 20,000,000)
2.50E-10 - | e e e

200620 -

1.50E-10

Diffusion coefficient [m?/s]

1.00E-10

5.00E-11

0.00E+00

Rh123 Rh6G Alexa-hydrazide  Alexa-albumi

Figure 2 Diffusion coefficients of fluorescent dyes, E-10 = x1071°,
Diffusion coefficients of fluorescent dyes were in the order of PBS >
HA (MW, 80 X10% > HA (MW, 2.0 x10°).
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(7.7 P — e

Normal

Trypsin-3 Trypsin-6

Figure 3 Maximum measurable depth (MMD). FCS data

demonstrated an intimate correlation between measureable points,
MMD, and prolonging the reaction time of trypsin treatment.

Trypsin-g

2.50 -
L Nermal

225 Trypsin-3
= Tr?psin-B

2.00
%’ Trypsin-24
= L
N
£ 1751
E L
Q
= 150

1.25

1.00 + > " o

a 10° 10 10 10
M time (us)
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b PBS HA Normal  Trypsin-3  Trypsin-6 . Trypsin-9 Trypsin-24

Figure 4 Summary of the FCS measurements. a. Representative
of auto correlation curves for Normal, Trypsin-3, Trypsin-6, Trypsin-9,
and trypsin-24 b. Diffusion coefficients of Alexa-albumin, E-10 = x10°
'8 FCS data demonstrated that diffusion coefficients of Alexa Fluor
488 conjugated with albumin (Alexa-albumin) were greater when
measuring degenerated cartilage, indicating that FCS probes moved
more freely in degenerated cartifage than in normal tissue.
interestingly, diffusion coefficients for trypsin-3 and trypsin-6 were
lower than in normal cartilage. p values of each of groups were
under 0.01 which demonstrated the significance of the difference
between the groups excluding three of p values between the
groups; HA vsTrypsin-24, Normal vs. Trypsin-9, and Trypsin-3 vs.
Trypsin-6. Among these higher values over 0.01, p value between
No significant difference was.found between Trypsin-3 and Trypsin-
6(p = 0.486). Besides, we found a significant difference in the rest of
two values which were below 005 (p = 0.042; between HA and
Trypsin-24, and p = 0.021; Normal and Trypsin-9).
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explains the diffusion behaviors of albumin under vary-
ing circumstances. We selected one HA with an MW of
8.0 x10° as representative and performed analyses for
this HA. Diffusion coefficients of Alexa-albumin in PBS,
HA, trypsin-treated cartilage for 3 h (Trypsin-3), tryp-
sin-treated cartilage for 6 h (Trypsin-6), trypsin-treated
cartilage for 9 h (Trypsin-9), and trypsin-treated carti-
lage for 24 h (Trypsin-24), were 4.83 x107™, 3.23 x107",
1.06 x10™", 1.15 x10°", 2.30 x107"*, and 3.64 x107"
m?/s, respectively. In addition, non-treated normal carti-
lage was 1.97 x10"'", between the ranges of Trypsin-6
and Trypsin-9. An increase in diffusion coefficients was
seen with increased duration of chemical digestion.

p values of each of groups were under 0.01 which
demonstrated the significance of the- difference between
the groups excluding three of p values between the
groups; HA vs.Trypsin-24, Normal vs. Trypsin-9, and
Trypsin-3 vs. Trypsin-6. :

Discussion

FCS is an extremely sensitive method for providing con-
centration and diffusion constant, and molecular inter-
action of fluorescent molecules in a small volume
(femtoliters) of complex mixtures [1-3]. The major
sources of fluctuations within the confocal volume are
molecular diffusion by Brownian motion, convection,
and chemical reactions that change the fluorescence
yield. The parameters of molecular dynamics can then
be easily extracted by analyzing the time correlation
function of fluorescence fluctuations. Information from
FCS monitoring is expressed by the autocorrelation
curve, then diffusion behaviors are analyzed for compar-
ison. Recent research has been extensively applying FCS
measurements to material transportation and interrela-
tionships among biomolecules at the level of the single
living cell, and even at the ultra-micro level of intracel-
lular spaces in small organelles [3,9,10].

One important cartilage proteoglycan is HA (compris-
ing glucuronic acid and N-acetyl-glucosamine). This
molecule is one of the major components in synovial
fluid. HA molecules are also present in cartilage matrix
as the backbone structure in proteoglycan aggregates.
Since HA plays a major role as an organizer of the ECM
[11], we selected HA as a test solution for a FCS probe
of cartilage tissue in addition to PBS as a solvent.

In the present study, we tried to measure diffusion
properties in cartilage tissues using FCS methods. Before
this step, a suitable FCS probe was needed to trace the
motion of albumin, and preliminary investigation of sev-
eral fluorescence dyes was conducted to assess their
properties. All diffusion characters of the fluorescent
dyes in the present research were detected by FCS
equipment in the solvent of PBS and HAs. Since rhoda-
mine dyes showed unstable when applied to cartilage
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tissue, Alexa dyes utilized as FCS probe. This instability
may concern several reasons of character of rhodamine
itself such as its strong absorption, tendeney to dimerize
at higher concentration[12] as so on. Further investiga-
tion is needed to determine most proper dye when
fluorescent dye is applied to other tissue.

OA. is caused by alterations in proteoglycans, degen-
eration of the collagen network, and an increase in fluid
content [13]. Experimental treatments using specific
enzymes such as trypsin can simulate these changes
[14,15]. In this study, we chose cartilage degeneration
created using short-term trypsin treatment as a model
of OA. Trypsin treatment of tissue caused a marked loss
of proteoglycans in the cartilagenous tissue (Figure. 1).
Degenerated cartilage was defined with treatment for
>7 h, showing no staining with toluidine blue or safranin
O. This result is consistent with previous findings [15].

FCS data demonstrated that diffusion coefficients of
Alexa-albumin were greater when measuring degener-
ated cartilage (Figure. 4), indicating that FCS probes
moved more freely in degenerated cartilage than in
normal tissue. This phenomenon may occur due to the
gradual destruction of ECM structures, finally giving
probes a chance to move in a wider space than that in
normal cartilage. Diffusion coefficients provide diffusion
characteristics of certain molecules, Molecules with lar-
ger MW showed lower diffusion coefficients (Figure. 2).
Diffusivity decrease with increasing molecular size of
flurorescent dyes. Simultaneously, specific molecule
described by the diffusion coefficient is affected by the
solution environment as shown by tests of HAs showing
decreasing diffusion coefficients with increasing MW.
Therefore, lower diffusion coefficients indicate difficul-
ties for molecules to diffuse within the surrounding con-
ditions, matching the present results. We were therefore
satisfied that the diffusion coefficient for Alexa-albumin
can explain the diffusion characteristics in PBS, HAs
and cartilage tissue. Interestingly, diffusion coefficients
for trypsin-3 and trypsin-6 were lower than in normal
cartilage. Considering parameters of diffusion equations
and our findings from this study together, this result
may be explained as follows. When an aggressive chemi-
cally digestion using trypsin induced cartilage degenera-
tion is initiated, early-stage ECM denaturation may
change the natural space of the ECM to much more
intricate surroundings with exudates digested ECM con-
stituents that hinder albumin diffusion and even have
possibility of non-specific interaction with albumin.
Moreover, this finding may reflect the time-related
degeneration of cartilage, which of early stage differs
from that of late stage. Once cartilage has been treated
for >6 h, albumin is more diffusible and thus shows an
increased diffusion coefficient compared to normal
cartilage.
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Synovial fluid is a lubricant of intra-articular surfaces
and a source of nutrients for hyaline cartilage by diffu-
sion. Synovial protein concentration averages around
42% of the concentration in serum [16]. Among these
proteins, albumin constitutes the single largest protein
fraction (55-86% of total synovial protein) [16], repre-
senting a major contribution to the role of colloid
osmotic pressure and other physiobiological functions.
As a result, understanding the diffusion characteristics
of albumin in such synovial fluid is valuable. Alexa-albu-
min is made by adding labeled albumin from bovine
serum to Alexa-hydrazide. The diffusion behavior of this
fluorescent dye was reproducible and simulated experi-
mentally with an in vitro model tracing the movement
of albumin. Alexa-albumin happened to be commercially
available, but FCS probes using other molecules will be
also feasible as candidates to create a standard for
understanding physiological diffusion in the living body.
In addition to albumin as a target molecule for FCS
probes, further studies regarding new FCS molecular
probes will be essential in the future. The present results
reveal that the diffusion state of fluorescence-dyed albu-
min can be determined by FCS measurement regardless
of the intensity of cartilage degeneration.

Some studies have already examined diffusion of parti-
cular dyes in cartilage tissue [6-8]. However, methods in
those experiments were unsuitable for application as
diagnostic tools. These studies needed large volumes of
cartilage tissue and were based on macroscopic (gross)
experimental data, representing an extremely high level
of invasiveness. One of the experiments with dyes and
glucose was utilized to evaluate the mechanisms of dif-
fusion across the cartilaginous membrane in a two-com-
partment device [6]. To diagnosis the pathological
alterations in cartilage clinically using diffusion informa-
tion, simple preparation of samples for examination is
critical for achieving minimally invasive diagnosis. In a
similar trial in terms of using fluorescence materials and
tiny detection fields, Hardingham et al. developed sensi-
tive methods for assessing the matrix assembly around
chondrocytes, based on the use of confocal fluorescence
recovery after photobleaching (confocal-FRAP) to deter-
mine the translational diffusion of fluorescent tracer
molecules of defined size [17]. However, this technology
was not devised to measure diffusion of particular mole-
cules directly in the ECM, but rather to elucidate the
conditions for matrix assembly itself.

More recently, studies have been reported and they
showed different methods of measuring diffusion in car-
tilage using different fluorescence techniques [18-28].
Histological evaluations were conducted on tidemark
and calcified cartilage of histological sections with fluor-
escence agents (fluorecein and rhodamine) [24] itself,
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and fatty acid labeled with rhodamine fluorescence and
albumin[25] using quantitative. fluoresce microscopy.

Several researchers reported photobleaching methods
pioneered with fluorescence recovery after photobleaching
(FLAP) [18,26], fluorescence loss induced by photobleach-
ing (FLIP) [19] and scanning microphotolysis (SCAMP)
[20-23]. Fluorecein [18,19], fluorescently-labeled dextran
(FITC-conjugated dextran) [20-23] and fluorecein-conju-
gated bovine serum albumin [26] were utilized as a fluor-
escent materials to evaluate the diffusivity of human
annulus fibrosus [18], calcified cartilage of deep region
[19], pericellular matrix of porcine articular cartilage [21],
cartilage in normal state [20,23,27,28] or during compres-
sion with mechanical stress [22,27,28], ligament [23],
growth plate [28] and even agarose [26] and tissue-engi-
neered cartilage [20]. These studies have reported the dif-
fusive transport properties of solutes in both cartilage and
collagenous tissue. Some of the experimental results for
diffusion coefficients, determined by various methods
using fluorescent probes, are summarized in Table 1.
According to this table, diffusion coefficient (D) ranged
from 2.0 x107™* to 290.0 x10™® m?*/s. Nonetheless, most of
numbers for diffusion coefficients measured with different
fluorescent dyes are of similar magnitude to those that
measured with FCS in our experiment, on the order of
107 to 107'°. Our adaptation of the FCS technique can be
used to measure site-specific diffusivity in an extremely
small detection volume of tissue. The diffusion coefficients
measured with Alexa-albumin in the normal cartilage
(1.97 x107™! m?/s) and degenerated cartilage (1.06 x10™"",
1.15 x107™%, 2.30 x10°*, and 3.64 x107™ m?/s), are in good
agreement with values of the order measured previously
using other techniques (3.1 x107™" m?/s using fluorescence
recovery after photobleaching and 4.0 x10™** m?*/s using
radiotracertracking [21]. Among these previous studies
with tagged with albumin probes [25,26], the diffusion
coefficients in cartilage ranged from 0.3 x107*" to 29.0
%101 m?/s (Table 1). Considering the range of methods
and possible variation in the properties of various cartilage
sources, present results (Figure. 4) are in reasonable agree-
ment with these data, supporting the accuracy of our
methods. Advantages of our methods include quickness of
diffusion measurements, simplicity, noninvasiveness, and
the ability to quantify the molecular diffusion in the differ-
ent individual tissues.

The apparently wide range of diffusivities of normal
cartilage and degenerated cartilage highlights the influ-
ence of physical properties of both the fluorescent mole-
cule and the ECM on hindered transport within
biological systems. This may results from the circum-
stantial and collateral conditions such as tissue condi-
tions (animal species, type of cartilage, preservation
until measurement, compression etc.), solutions utilized
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Table 1 Summary of experimental results for diffusion coefficient, D, from recent studies using fluorescent dye

Fluorescent dye Method Specimen Temp. D (x107'°m?%s) Ref.
. 5]
Fluorecein (332 Da) Fluorescence recovery after Human intervertebral discs 22 038+025~268+084 (18]

photobleaching (FRAP)

Inner, middle and outer
regions of annulus fibrosus

Fluorecein (376 Da) Fluorescence loss induced  Murine (C57BL6J) distal humurs 4 [19]
by photobleaching (FLIP).
Subchondral bone 0.0002 ~ 0.012 (0.0007 +
0.0003)
Calcified cartilage 00005 ~ 0.009 (0.0026 +
0.0022)
Fluorescein isothiocyante (FITC)- * Fluorescence recovery after Tissue engineered cartilage from 37 0.16 £ 0.08 (Day 28, cultured  [20]
tagged dextran (3, 40, 70, and 500  photobleaching (FRAP) human adipose-derived stem within fibrin in control
kDa) cell with or without scaffold media using 500 kDa)
(alginate, agarose, fibrin and
- gelatin)
or  ~ 1810 % 394 (Day 1,
cultured within gelatine in
chondrogenic media using 3
kDa)
?
Fluorescein isothiocyante (FITC)- Scanning microphctolysis  Porcine femoral condyle ? [21]
tagged dextran (70 kDa) (SCAMP). )
Healthy cartilage
Extracellufar matrix 0.23 £ 002
Pericellular matrix 0.19 + 002
Osteoarthritic cartilage
Extracellular matrix 023 + 002
Pericellular matrix 023 + 002
Fluorescein isothiocyante (FITC)- Scanning microphotolysis  Porcine femoral condyle 7 (223
tagged dextran (70 kDa) (SCAMP) and Fluorescence
imaging of continuous
point photobleaching
(FICOPP)
Normal cartilage 033
Compressed cartilage 007
Fluorescein isothiocyante (FITC)- Fluorescence imaging of ~ Collagenous tissues ' 4 Inexpressible because [23]
tagged dextran (3 and 500 kDa) continuous point authors explain diffusivity by
photobleaching (FICOPP) not diffusion coefficient but
by diffusivity ratio for
comparisons
3% agarose gel or
Lateral collateral figaments ?
(Porcine)
Rhodamine B (443 Da, cationic), Quantitative fluorescence  Equine forelimb 4 00098 + 00013 ~ 0.037 + 241
Rhodamine B (479 Da, neutral but  microscopy on histological 0.003
polar), Fluorecein (332 Da), and Na-  sections
fluorecein (376 Da) .
Subchondral bone
Calcified cartilage
Bovine serurn albumin labeled with  Quantitative fluorescence  Equine metacarpal-phalangeal 4 9.0 % 2.0 (48 h-incubation, [25]
rhodamine - maleimide and microscopy on histological  joints using albumin)

Nitrobenz -2-oxa-1,3-diazole (NBD)  sections
-labelled lauric acid (378 Da) bound
to the fluorescent albumin

2900 + 100 (2 h-incubation,
using lauric acid)

288



Lee et al. BMC Biotechnology 2011, 11:19
http://www.biomedcentral.com/1472-6750/11/19

Page 7 of 10

Table 1 Summary of experimental results for diffusion coefficient, D, from recent studies using fluorescent dye

(Continued)

Fluorescein-conjugated bovine

serum atbumin (66 kDa). photobleaching (FRAP)

Porcine growth plate

Fluorescence recovery after 3~8% agarose gel 24

0.164 + 0018 ~ 0411 + [26)
0.008

0.0387 ~ 04922

Tetramethylrhodamine (TMR)
-tagged dextran (3,10, and 40 kDa)
and tetramethylrhodamine (430 Da)
itself,

Novel experimental
apparatus and desorption
fluorescence method.

Bovine femurs 4

0.19 + 0.02 (8% compression, [27,28]
using 40 kDa dextran)

Compressed cartilage ~

0.52 £ 0.06 (8% compression,
using 430 Da TMR)

For studies investigating anisotropic diffusivity, the smallest to the largest value of the diffusion coefficient is reported. (Temp.: Temperature, Ref:: Reference).

(ingredient, ion contents, buffer, culture media, manu-
facturing company etc.), tissue processing (freatment
and incubation time, condition, time, temperature etc.),
and properties of each fluorescent dye (shape, molecular
weight, physical properties electric charge, the hydrophi-
lic or hydrophobic natures, manufacturing company
ect).

Diffusion coefficients can also be measured by fluores-
cence recovery after photobleaching (FRAP). However,
most of these methods to analyze FRAP data expect the
homogeneity in the measurable field of the bleached
area and fail to assume geometrical restrictions to diffu-
sion. Accordingly, diffusion coefficients in inhomoge-
neous materials, such as most biological tissues, cannot
be evaluated correctly. v

Several methods are available to analyze FRAP data,
each with its own characteristics [29]. The technique to
apply depends on the data which are aimed for and the
tissue that is being probed. Presumably the most adapta-
ble tool currently utilized is by spatial Fourier analysis of
a sequence of FRAP images [30]. With this method, ani-
sotropic diffusion, flow, matrix binding, and diffusivity
in multiple components of a gel can be evaluated,
whereas the evaluation is independent on the geometry
of the bleached area [26]. This limitation originates
from the requirement that the boundary of the image
must have a constant intensity value. In practice, this
means that a large area, relative to the bleached area, is
to be imaged. This decreases the amount of signal in
the images. The same requirement of constant boundary
intensity applies to this method [26]. The average inten-
sity of the images is allowed to change during the mea-
surements, In practice, this means that the bleached
area typically constitutes a large part of the acquired
images to enhance the signal. Note that the lowér limit
to the physical size of the bleached area is defined by
the point-spread function. This needs to be considered
if small bleached areas are used [26].

Compared with photobleaching methods, FCS need
minimum excitation power, Hence, this technique

requires lower power and much small amount of fluor-
escent dyes to get information of FCS data. It is not
easy to calculate directly the diffusion coefficient with
photobleaching tools, however, we can promptly get the
absolute value of diffusion coefficient with FCS instru-
ment. One of the merits using FCS is that various con-
centrations of the fluorescent molecules used are easily
monitored. It is worth considering the complementary
use of FCS and photobleaching methods with their dif-
ferent characteristics.

To the best of our knowledge, no previous studies have
demonstrated the feasibility of FCS for direct measure-
ment of diffusional behaviors of fluorescently labeled
albumin in the ECM of cartilage tissue, and this approach
may represent a potential and useful evaluation tool. If
diffusion in the ECM can be clarified and categorized
with this new method by standardization of FCS data
under various cartilage conditions, FCS will be applicable
for the early diagnosis of OA, which is accompanied by
increased destruction of ECM elements, and also as a
tool for evaluating bio-engineered artificial cartilage for
autologous chondrocyte implantation. Besides changes in
diffusion characteristics of molecules in the cartilage
ECM, additional and complementary information can be
adopted to clarify the clinical picture. For example,
alterations in the ECM simultaneously induce changes in
viscoelasticity of the cartilage. Monitoring changes in vis-
coelasticity is possible using reliable techniques such as
photoacoustic measurement [15,31,32]. Such information
could be used together with diffusion characteristics to
evaluate optimal conditions for ECM and to test bio-
engineered neocartilage constructs, and will suggest new
criteria for real-time evaluation with small quantities of
samples under minimally invasive arthroscopic surgery
with FCS analysis system.

Conclusions

This work offers the first demonstration of the capabil-
ities of FCS for direct measurement of diffusion beha-
viors of ECM in cartilage. This sensitive measurement

289



Lee et al. BMC Biotechnology 2011, 11:19
http://www.biomedcentral.com/1472-6750/11/19

technique provides great advantages in detecting diffusi-
ble molecules due to the ability to achieve rapid mea-
surements from small sample volumes.

Methods

Sample Preparation

Fresh swine knees (n = 5) were obtained from a local
slaughterhouse at Kanagawa meat center (Frieden, Kana-
gawa, Japan). Cartilage tissue from the femur was pre-
pared within 4 h as follows. The cartilage tissues of
delivered knee joints were cut out into cylindrical carti-
lage plugs (diameter, 5 mm; depth, 1 mm; n = 240)
using a biopsy punch (Kai Industries, Seki City, Japan)
and disposable scalpels (Akiyama, Tokyo, Japan). Por-
cine cartilage specimens were initially incubated under
physiological conditions (37°C, 5% CO,) in physiological
saline (Otsuka Pharmaceutical Factory, Tokushima,
Japan) until the next procedure.

Degenerated Cartilage Models

Addition of enzymes was used for experimental degra-
dation of the tissue matrix using phosphate-buffered sal-
ine (PBS) (Wako Pure Chemical, Osaka, Japan)
containing 0.1% trypsin solution (1 mg/ml; Invitrogen,
Carlsbad, CA, USA) to degrade primarily proteoglycans.
The trypsin treatment time was minimally 1 h and var-
ied up to 24 h every hour to control the extent of
degeneration.

To stop the trypsin reaction, an equal volume of fetal
bovine serum (FBS) (Invitrogen) was added and then
incubated for a further 30 min. The digested cartilage
samples were thoroughly rinsed with PBS to remove
residual trypsin and FBS.

Chemically treated and non-treated cartilage discs
were then divided for histopathological assessment and
FCS measurement. To perform the histopathological
assessment, samples were fixed in 4% paraformaldehyde
and embedded in paraffin, and 4-mm-thick sections
were prepared. Histological staining was performed
using hematoxylin and eosin (HE), toluidine blue and
safranin O to visualize the degree of ECM degeneration
within specimens. Samples for FSC were prepared and
used for FCS measurements with the FCS probes as
described below.

Preparation and Selection of Fluorescent Dye

To determine properly applicable fluorescent dyes (FCS
probes) for cartilage tissue, commercially available fluor-
escent dyes were obtained, including Rhodamine 123
(Rh123) (molecular weight (MW), 380.82; Sigma-
Aldrich, St. Louis, MO) Rhodamine 6G (Rh6G) (MW,
479.01; Sigma-Aldrich), Alexa Fluor 488 hydrazide
(Alexa-hydrazide) (MW, 570.48; Molecular Probes,
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Eugene, OR). First, optimal concentrations of the fluor-
escent dyes in PBS (100 pl) were measured and ana-
lyzed, then applicable concentrations of each dye
solution (100 ul) were mixed with 100 yl of hyaluronic
acid sodium (HA) and tested.

To optimalize the concentrations of these fluorescent
probes, FCS measurement were conducted with ten-fold
serial dilutions of each fluorescent agents adding PBS.
After receiving the FCS data from these measurements,
the calculatable data of each concentration of dyes were
obtained by expressing autocorrelation curve.

Two different molecular sizes of HA with average
MWs of 8.0 x10° (Artz; Seikagaku, Tokyo, Japan) and
2.00 x10° (Suvenly; Chugai Pharmaceutical, Tokyo,
Japan) were used in this experiment.

In addition to these measurements, albumin-conju-
gated fluorescent dyes were adopted to evaluate the dif-
fusion behavior of albumin protein. Alexa Fluor 488
conjugated with albumin from bovine serum (Alexa-
albumin) (MW approximately 66,000; Molecular Probes)
was tested and analyzed with PBS, two differ types of
HA solutions and cartilage samples. Physiological para-
meters affecting the diffusion behaviors of fluorescence
dyes were measured and monitored with FSC measure-
ment, including counts per molecule, count rate, diffu-
sion time, particle number, correlation, structure
parameter, triplet fraction and triplet time. In the case
of measurement within cartilage tissues, length from the
superficial surface to the maximum measureable points
was experimentally determined.

Statistical Analysis

All results of the experiments are expressed as the
means + SE. The mean values for each group were com-
pared by ANOVA and then by using Fisher’s least sig-
nificant difference method. Values of p < 0.05 were
considered the minimum level of statistical significance

FCS Measurement and Analysis

FCS was performed using an LSM510-ConfoCor 2 sys-
tem (Carl Zeiss, Oberkochen, Germany), as described
elsewhere [33,34]. FCS measurements of all samples
were recorded at 25°C.

Various concentrations of the candidate fluorescent
dyes were incubated with purified PBS at 37°C in an
atmosphere of 5% CO; and 95% air over 30 min. Ali-
quots (100 pl} were arrayed onto Lab-Tek chambered
cover-glass (Nalge Nunc International, Naperville, IL,
USA) with eight wells and <140-um-thick cover-glass
on the bottom. Cartilage specimens were placed on
Lab-Tek chambered cover-glass with eight wells and
100 pl of FCS probe-solution was applied over the
samples.
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Each acquired correlation data set was analyzed by
software supplied by Carl Zeiss with a fitting program
(FCS Access Fit software; EVOTEC BioSystems, Ham-
burg, Germany), or exported to Igor Pro software
(IGOR Pro 5.05a; Wavemetrics, Lake Oswego, OR). In
the FCS analysis, the diffusion coefficient is represented
by the average of five FCS measurements

The autocorrelation curve is obtained by correlating
the fluorescence intensity trace shifting within a time
interval. The time shift ¢ is varied, and the correlation
curve is obtained by multiplying the deviation of the
average intensity, JF, at the time point ¢ with the devia-
tion at time point ¢ + 7 and averaging over the whole
trace. Finally, the correlation function, G(z), is normal-
ized with the squared average signal.

SF(t)SF (t+7))
(F)*

Further practical considerations in the calculation of
FCS curves from a fluorescence intensity trace are
detailed elsewhere [35-37].

Diffusion of one single component is commonly fitted
with the standard model [38]:

c(f):< 1)

2
G(r)=1+~1— 14207 14 4D7 @)
N

@y zg>

The resulting ideal probe volume is approximated by a
Gaussian profile with the extension o, in x and y direc-
tions and zy in the z direction [39]. N is the number of
fluorescence molecules in the detection volume, defined
by a radius @, and a length 2 z;. The diffusion time (1p)
is related to the traditional diffusion constant of the dif-
fusion coefficient D. As this time corresponds to Equa-
tion 3, the diffusion coefficient D is obtained:

2
=20 G
4D

The diffusion of spherical molecules is related to var-
ious physical parameters by the Stokes-Einstain equation
as follows:

Grnr

D=

(4)

where T is the absolute temperature, r is the radius of
the spherical molecule, 77 is the fluid-phase viscosity of
the solvent, and kg is the Boltzman constant.

When measuring the diffusion time of samples (Tsampie)
and rhodamine 6G (Tpne) with the FSC system, the diffusion
coefficient of rhodamine 6G at 20°C [40], 2.8 x107°m?/s, was
used as an authentic value for determination of the diffusion
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coefficient of samples (D) measured on the expectation
of a proportional relationship based on the following
equation:

D

sample _ TRpGG 5)
D Rh6G T sample
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$e7  BEREBMRBEERITREFEGOBRICERICHA STV AY, BRE OLEEREIC LT
Wi THhH 52 ERENBEARPFRV 2 E, MRTNEAFDH L. BABBREEL HV TREEICHIRD
H HECE MG IR R R ETERE & B~ O bR RE T A WREMR T INA A 7 = a4 FilliaBrak
REHARR U, KEICLVEHBO) BICZEOBBEEOERITREE 20, FRER~NO X ) R 2

ICRADHFTE 5.

* The development of cellular spheroids using synovial cells and chondrocytes for the autologous chondrocyte

implantation

Key words . autologous chondrocyte implantation, ACI B REE MM, synovial cells {FIEAINE, cellu-

lar spheroids i@ A 7 = 1 4 F

(U ®HIC

1994 4E Brittberg 5 7553% L7V B RE&E I
& #E (autologous chondrocyte implantation, ACI)
EiE, T TR T2 HAUE0FREEEE
HICERRICH SN EERH A, L, BFD
EFBEE D O FRIUT & 2 BAEH O B e EkE #il
DIREZIIIHIBEDSDH 0, JRHEHFH ORI EHST
T, SHICERIZLIZERIMSH4ERLEY
Y, LBUBITREANDH L.

T/, BEREOSRE, BEREIZLVEREME
(AC) IEEMEEEIVEC, LHEBELREDIRE
IHEETH 72, —F, BEEET b OEER
KAl (SY) 1ZidMERRME (DUF MSC) @

AR & B AOSLEED T E ShT\w B,
A, bivbhid, FIERETAC L SY 2256
HREMETIRE HDBEETHIH I EEEYH
L, ZEOMEBHEEe ANHTERTLZ L
A REE L7z, AWIFRO BN, ZOREEEER
SRR ROMEIR & RO BIZE, oL,
HACIEE LTOISHTREEZHL?IZT S
ETHAB.

MRBELTTE
AR ERFEFRSYERGEEZE SO
EKReBTTo7z,

1. BEHEBERREHEEODE - 58
7 4 & (n=4, Japanese White Rabbit, 1 kg

1) HERZEZRNBERERNEE 2) BEREEEAGRENEREEGFZER EkE; 7250~
1193 #ZJEFRET THE 143, REAFEEIINFERERIBE, EREAN, TEL 0463-93-1121
(PI#, 2320)) Jeong Ik LEE, Masato SATO, Genya MITANI and Joji MOCHIDA
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200g, M) BMEEH > HLEMLHBORKER
Mitani & DHFEY ICE L TTo 7. v X OEr
SECEMMD L VBT REL, MY LM
12 125% » 1) 7>~ (Invitrogen Co.) B &L T,
05% =2 5 44 — ¥ 1 (collagenase class 1 . Wor-
thington, Biochemical Co.) ¥RIZ & 1) 2 BRFETHAL

UCBEEL 77, &8I, DMEM/E-12 ¥4 (Gib-

co. Co.) TIEE{L L 7= 10% @ Fetal Bovine Serum
(FBS, HyClone), 1%DHLEA/ SLEEAREY
(Anti-Anti © Invitrogen Co.) 8 & 50 pg/ml DT
AaNY B (E¥ 3 ¥ CEI10%PB, Nissin
Pharma Inc.) T S N/-EEAER T H W T
polystyrene % ¥ % I ( 3% | & & ; 500 cm’,
Comning) 12T &I 2.0X10* fem® D E THE
L7, ESSRIE 2 BT, 0%y 7L
TV MOELCBEBTRAREELER L. &
RBRIZBWT, SY & ACOREERED 2D Hk
R A B L7z (IR R 2 / SR I
Fadk) /¥EEAE)]. HEHFERMENL, Student's t
BEZHVTP005 4 BEEHY ELTHREL
7.

2. HEARECLIERSLICHRA 7 01
N OER

WICTEBEE I TR A T = a4 FOEEL
SBERE A 720 PKH B ¥ v b (Sigma Co.) & H
W, AC IFREEE (MINIZ6), SY (TRt E G
(MINI67) THEIGERL /.

FOt%, WAL T TAC & SY DEF&H
% ZT, MBEOMAT60X10%5ml & 25 &
ST L7 (B la~c).

EAE6Omm OMBEIEEEEEEN (Hydo-
Cell™, CellSeed Co.) =& MPABEBE R ANT,
FrIyEERY s —H— (FEFNVE T TV
—# — NR-3, TAITEK Co.) \ZCTHEEMFDIRE
(70pm) 252D L/EIBFRIILIDBA T =
04 REZEZITV, 37C, S%CO, DEHET DA
YHFaANR—F—ORT3~5HH (125 FE) &
o T A YA

3. X7 04 KOMRSR

BEMOMMBMERBE L 2 AMREA 7 21
4 FORBER Y, BB (IX-70 2175
48 Olympus) % iV TREEFRGICEIZE L7,
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MEA 7 x4 FiE, 4%D/SF KNV LT VT
E FEBEA T O — AEBICRIE L7218, @i
A& L7z, E3 L 7-¥ /13 hematoxylin and eosin
(H & E) 4uf, toluidine blue Zxfa B X UF safranin
O ZefB 24T\, & 512, Collagen type 1,2 (23T
% #t # (Ant-hCL (I), Anti-hCL (II), Daiichi
Fine Chemical Co.) & ABC (avidin-biotin peroxi-
dase complex, DAKO Japan Co.) ¥EiZ X A2BEHEI
R TREBRBL NG 21T o THRBE L 7.

SFEMFNREE (RTPCR) & LT, HE
EH (n=4) & L TLEEOEEMHOMITM RS
W (A7 z0A FEEFBIKEOD day 0) &3 HE
A7xaq FEELTERLZMBA 7 20 A K
(day 3) %, Dnase digestion & spin column purifi-
cation 18 £ % & ¢r SV Total RNA Isolation System
kit (Promega) % FiV>T RNA %l L 7=,

% primer ([ 2b) & F\CHiH L 724 RNA &
TagManRT reagents (Applied Biosystems) & ran-
dom-hexamer I~ £ o T cDNA L L 7=. PFEHED
2 b E—)V (internal standard) & L T 18S ribo-
somal RNA (Applied Biosystems) % Fi\27z. Tag-
Man universal PCR master Mix (Applied Biosys-
tems) & ABISDS7300 (40 cycles under standard
thermal conditions ; Applied Biosystems) & o T
Kis &+, day0 & day 312 BV THEBETOD
RNA LV DOEEEH % 3% NuSieve 3 11 74 —0
A% )v (Lonza) \ZTESRIKEIL, ethidium brim-
ide T4 ® L 72 %, densitograph system (ATTO
Biotechnologies) & o T, FHIE/ N> Fr#k®
L7z

B R

1. HEEEBE AV BRAmGESER

YA 1B b AC 1 8509210 fE, SY
12 59332 X 10* EDSEIL & 7.

12~13 HE O M5 O EHRTIZ AC
2 |, SY iZEok4 | ECHRANTE, fMgX
JxaA FOEEICIE, B3IMMREDACLES
B E O SY 2Rz, BEHRM) FERA
1 5E = 3, AC 1E0.51+0.11, SY & 0.96%0.29
ThHl, BEIZSY TEro7z (H2a).

2. A7 04 FNOERS XU
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b
SY
BRI
AC
MREFEHEE
BRI

T,
REHBER 2 - —

c d  (x100) e

(A7 xu A FOMBER S

(1) 100%SY - 0%AC
(2) 75%SY - 25%AC
(3) 50%SY - 50%AC
(4) 25%SY - 75%AC
(5) 0%SY - 100%AC

£ (x40

g (X 200) h  (x200) i (x200) J (X200

Toluidin blue Zuf, Safranin O & COLI COoLII

1 #aA7zuAf R
a, bl MR 7204 FBIU X720/ FEEOERR (SY : BEASEME, AC: BEMR),
¢! A7 xuf FOMMBEHE S,
d:MEA7 z oA FEEBOBEMETBER,
e WIRMLBER,
£ BHMEA T 204 FOREMETEER,
e~j AR DEMET5%SY - 25%AC TR L/ZHIA 7 = 0 4 FOMEGFIIRE
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ACBIUSY X, IRE 9 EBNIC X AR
FEIZ L Y EEFHOERICEEELT, BER
FCE L BERETHR T, IRE O WEIRRIC
Bz Sy A AOREGMIERE R0 L LTH
BOMBELSRRICEET A L)1, i
WML A 7 =04 RS E L. SOOMEE
BEREDTXTIZBWTHIBAT ol FOER
NI FETHo 7o (H1d~f). BAMBEIRIE, <
7 x4 FEEERG 12 BEEED O WIRIC D8
BU[RETH o 72,

R & ) BEERG 125 BRI A 7 a4
FId & L CIRsaNg ol o 7z, MilgA 7 =
04 ROF AL, MWD OFIERED 250+
100 ym, KEWH DI 700250 yum BETH o
72 (0 14,1) .

M 1g~jlz, MEEESRGZ 75%SY - 25%AC
ELUTHEB L 7-/Ifa A 7 = 0 4 FOREBEEAE
BE L TRT D, MBEES&M L toluidine blue
Yo |2 X B REMORE L OBERIIRD LN
T, WIS EINRREEER L (H1g).
Safranin O #eB DE R D FARICTRTOMIEEA 7
04 FORFTIEEEN 2 REREEZROT,
BEECZ L waEr R L7 (1) .

Collagen type 1, 2 (253 5 Bl LRI G
OFER (K 1i,j) TiE, MEOMBEA7 1A F
PR CTER B 2 S HRDFRD b7z,

BLEMEOMAT 204 RSl E L7z
mRNA L )V ® Collagen type 1,2 DFEIIL, ¥
NTOMIEHEEICBWTHERETE L (M2b).

z =

AKHFZE T, ACI~FIHT 2 R B R & 1
Bl 572002, FEEICHIEND 5 AC L FKEIC
SY # R L TRAMBEA 7o A4 FE2BMR LA
V7o, FHITIE ACLIZ AC & SY 288 b ICRMEE
ELTHIRENFAETAL IR D22HD,
ACY, SY? ZHWA ACIOBZETIE, Mg
HWOBHEDEF EF AT 2 ARHEL 2R,
Bl Tl sl s i (o SRR & R A EM O
AFx T+ — NV REFBELCEREARETBELLRE
BT 2 FESERTH 2O, #ICSY i3, B
RS E R BN EERER R L, MSCDJF

-2 E2E
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LR SN T VD, &5, WEMBE~DOES
LR S BRIES CEEND L) 2o TE
23 LhL, BEFTTACEL SY #iR4& L7
FABHEEDOHNIE S <, Db NDOEFFEHI WD T
DEETH 5.

BEORL HMIBRLANEET 2k = %
THILIREBETH 505, AFEOMEEETIE
A7 x4 FEENHCITRRALToEmOBKS
ML L HMRRELOREFERLL TR, ke
BEMOEZXZEEROTEHE, MiEA 704
FOfEE L VBEICTH. COANBMIZEZA
2L o T, BRAEMBOBEAKDIELL 25
7=,

BERABMD SY, AC DXL HERERE,
BLX2ERESYFEEREICE, 12 HH O
R E T, BRI SY 271024 (2 4%
WIETEBEDERTETH D, EROMBA T 20
A FEEIC WU E THRIE S /2 SY, AC
1, MAEEBOFBELLMB LY, FhEn
50~100 4%, 10~20 fEDIEESTRETH o /2.

TRESER B & ORS00 2 BeET DA% R, toluid-
ine blue Jufl TIL B Y1355 <, safranin O @14
bZ Lo 7okER & Collagen type 1,2 O FyE i
(LM RE DR, BHRICISZIBEOEED
7200, $RTOMIEAT7 =14 FIZBWTHE
TR ENBLEZLLL, BHEMOMEAT =
O A Fix, 40 invitro DIRETOA 7 20 A
FEZOUEIERE CH o270, BHT L%
MIZIE RS IR EMES L U BRI S LT
BERBLTVARVLOLIEHTESL. I LR
\ZHRE RO 5 {LE % 7R 9 Collagen type 1, 2 124
T AL FEYERBE OER, B OREERN
th DIEAHIIEE ORI b FORERED &
FELETHoZ e hb, HLE B LR
MRIET AR 7 20 A4 FOPWEHORIROEKE
SACRRE R T A Z L IdEEgETH o 7.

—%, bitbiud4F TOEBTENFEICL
ZEEEAEIE LA T AHRT, £
BHlas EEoOBEICET AR, MkTE
BB L 7o B O REREIC L SR EBALICH
+5FFEe, 5 CICATIHBOAF ¥ 75— 1
FEER L2 VERERRY - N BXUBERE
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*P<L0.01

120 7

100 A
5 080 -

£ os0 -
% 040 -

020 -

0.00 -

COLI

COL I

18 S tRNA

day 0 day 3

Primer (COLI):

- forward: GCCTCGCTCACCACCTTCT

- reverse: CAATCTGGTTGTTCAGAGACTTCAG
Primer (COLID):

- forward: GCAGCACGTGTGGTTTGG

- reverse: CAGGCTGCTGTCTCCATAGCT

d (X 40)

2 R
EEEBT ) SY & AC Okt iaEEs [ (EIGEAINE  BEREEE) / (BEE)],
DHIRA T = O 4 FORELBRIC BT 2 EETHEB (RTPCR),
CHIA T =0 A FREOER,

a
b
C
d: Btk 4 BIZ BT B EBEFEMET (Collagen type IT 12 & 2 Bzl % E)
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plate |2 X AHREBE - BEICHT AR 2L
DERPL, REEGZBRET A0, #BF
HALNBE & B MSC DFFFE & Milkis1E - B4
W ER/NNREOBBFES =2 T— 7 — DFEM

DIBGFHETH B Z &, TbBLEBIFEREED

FENBETHLIIELERHELTWS, biubh
DRIBDSHRT S L, FFEOMPBR 7 20 A
FTiE, ACPHREBEFESA =T -~ - LT
SY kD MSC L BB $ 5. BEBE - BEI
VB 7 B/ N D FRE B9 A0 EE BR SRR 7 BLAT DM FE A
T4 FRGEEME L TRBICBETAI L
TIREH ORETI BT HBRDEED R
FT&5%. L2ob, RETEETEEL ZWES
KIBL, BHPLDOMSCOBE SR, F0
R, MEBE - BENTOTERL, ek
RE L R BBAENL N, SEOMBA T a4

FiZ, EROLBEE@ITD, BIFREE
B BEPPHETEL. S5, BEOLERHRE
S DERIUHIR D@ 5 AC DERSH 208 &
LTSY #Hw5hZ & TRIBEERNES & 7%
D, KB TOMBRIE ZO%ERN RIERE L
LTHRFTE .

HE, VW FOBRBETHER (K2c) IBW
T 75%SY - 25%AC THERL L7z ofiaA 7
04 FOKREPERFLZERZB/BTVRE. ZOM
oA 7 2u{ FOBIZL ARIER 4BIZBITS
RIBEAL OB F I 2R OER (H2d) T,
IE B 8RB 5L & FEREERAL O T4 BB RLIE RS 0 BT
A & < Jefh 217z Collagen type 2 DFFTEDS
RS, BIAIIRERE 2 583 L 7o
TBE - BEI TV,

&%, SHICRIBERZOESBKIBET VO
RRETBEBETNVICBT HIRESIERZH S IS
THFETHA.

B R

A7 x4 FYEEEIZL D, ACI DFHBHEML
DYEBLATTTRE L 72 o 72, AC & SY 726 72 B A4
Jara 7 a4 Fid, BHEER%2RT SY & AC
DEFEI R REE LTEVSZ & T, GHETO
KEEBATETH o7, FHRBMEILSH% ACT
2BV TEREBRETOMBERIL L ORI 2 IEH
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