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Fig. 1. A—C. The effect of WIN-55 on IL-1p induced MMP-3 gene expression in human OA chondrocytes isolated from grade 0, 2 and 3 cartilage and cultured in monolayer. D—F The
effect of WIN-55 on IL-1f induced MMP-13 gene expression in human OA chondrocytes isolated from grade 0, 2 and 3 cartilage and cultured in monolayer. Each point represents the
average of the repeats per patient. IL-1f (10 ng/ml) induced the gene expression of MMP-3 and -13. Following WIN-55 (10 uM) treatment in combination with IL-1f (10 ng/ml)
MMP-3 and -13 gene expression was decreased. WIN-55 (10 M) alone decreased MMP-3 and -13 gene expression. ***P < 0.001, **P < 0.01 compared to DMSO (0.1 %) vehicle
control and ***P < 0.001 compared to IL-1f (10 ng/ml) treatment. N = 9 samples for each treatment group, obtained from three separate patient samples for each grade of tissue (0,
2 and 3) tested in triplicate.
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Fig. 2. A—C. The effect of WIN-55 on IL-1B induced MMP-3 gene expression in human chondrocytes isolated from grade 0, 2 and 3 cartilage and cultured in alginate beads. D—F. The
effect of WIN-55 on IL-1f induced MMP-13 gene expression in human OA chondrocytes isolated from grade 0, 2 and 3 cartilage and cultured in alginate beads. Each point represents
the average of the repeats per patient. IL-18 (10 ng/ml) induced the gene expression of MMP-3 and -13, following WIN-55 (10 uM) treatment in combination with IL-1f (10 ng/ml)
MMP-3 and -13 gene expression was decreased or abolished. WIN-55 (10 uM) alone decreased or abolished MMP-3 and -13 gene expression. *P < 0.05, *P < 0.01, ***P < 0.001
compared to DMSO vehicle control and ***P < 0.001 compared to IL-1p treatment. N = 9 samples for each treatment group, obtained from three separate patient samples for each
grade of tissue (0, 2 and 3) tested in triplicate.



138

>

Relative Gene Expression
(Log Scale)

w

Relative Gene Expression
(Log Scale)

(@)

Relative Gene Expression

(Log Scale)

S.L. Dunn et al. / Osteoarthritis and Cartilage 22 (2014) 133—144

Grade 0 TIMP-1

-
=
7

o L4
+++
N N
& ¢+ R T .
0.1 2
o
0.01 A A
0.001 T T T T T
\§} N Qﬁh ﬁé& Sga
s N N & >
A\
A
Q QO ‘.\Q? $\\5
S N4
& N
N
NI
vV
Treatment (48 hours)
Grade 2 TIMP-1
1004
L4
104 ¢
A
1H & <& & et
il *kk
0.1 & é
0.014 N
0.001 T T T T T
& W W &S
& N © & N
< Q
L &L O &
& & o ¢
x . o
&
&
S ¥
N o
N @‘5\
v
Treatment (48 hours)
Grade 3 TIMP-1
104
A
H & A 4
<&

+++

L4

>0
>

0.01 T T T T T
A
0‘ﬁo Qo\o Q's\o\ q\@\ . Q@
[ 0\ o\ < W
@ © & el
F T NS
& WY
K N
D oY
A\ N
NN
VoS

Treatment (48 hours)

& Patient 1
& Patient 2
/\ Patient3

@ Patient4
& Patient5
/\ Patient 6

& Patient7
O Patient 8
A\ Patient9

O

Grade 0 TIMP-2

c 10+
°
7]
§ 14 & o & Patient 1
5o A & O Patient2
‘L:,g 01 we e A Paient 3
$8 AR
o2
£ 0011 ® A
k- A
Q
X 0.001l— : . T T
O o\ ) N N
& o o RS ;
¢ oY o~ o ©
& & &
$ 0“ N &
SR <
& x
SAER\
NI
N é’\
N $\e'
Treatment (48 hours)
Grade 2 TIMP-2
5 " e e
7]
¢ 1 @ & R @ Patient4
&% +++ O Patient 5
w ok ;
88 014 ° - /\ Patient 6
g8
©o3 %
£ 0011 A
5
Q
£ 0.0011— : : r T
&° Q’e\a o &6\\ Q‘S\
¢ o AN
¥ ¥ &L
F & NN
\(‘\\\ x\v
& N
A\ N
N o
Q \&\x
Treatment (48 hours)
Grade 3 TIMP-2
- 10+
K=l
@ )
[ & Patient7
&'% 1H & @ é O Patient 8
;ﬁ /\ Patient9
o D ek
o
2:', 0.1+ +++ &
2 e
s
[}
x 0.01+— . : e T
R N R
000 @ \Q ‘\q \\Q
\t‘o ‘f_’o S @
Y .§ @\é
N A4
\@ x
SAEERN\
S oY
N bﬁ\
st\

Treatment (48 hours)

Fig. 3. A—C The effect of WIN-55 on TIMP-1 gene expression in human OA chondrocytes isolated from grade 0, 2 and 3 cartilage and cultured in monolayer. D—F. The effect of WIN-
55 on TIMP-2 gene expression in human OA chondrocytes isolated from grade 0, 2 and 3 cartilages and cultured in monolayer. Each point represents the average of the repeats per
patient. IL-1p (10 ng/ml) had no effect on TIMP-1 and -2 gene expression. WIN-55 treatment (10 pM) both alone and in combination with IL-1f (10 ng/ml) reduced TIMP-1 and -2
gene expression. ***P < 0.001 compared to DMSO vehicle control and ***P < 0.001 compared to IL-1p treatment. N = 9 samples for each treatment group, obtained from 3 separate

patient samples for each grade of tissue (0, 2 and 3) tested in triplicate.

Effects of WIN-55 on IL-13 induced MMP-3 and MMP-13 gene
expression on chondrocytes cultured in alginate beads

The effects of WIN-55 on IL-18 induced MMP-3 and -13 gene

expression were determined in chondrocytes cultured in alginate

beads in order to determine gene expression in chondrocytes
following redifferentiation back to their native phenotype. IL-18
stimulation significantly induced MMP-3 gene expression in
chondrocytes from grade 0 (P < 0.0001), 2 (P < 0.0001) and 3
(P < 0.0001) cartilage and MMP-13 gene expression in grade






