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Supplementary Figure S1. Isotype controls for CD80, CD206, and CD163 antibodies.



hPL FBS

M1 M2a  Mc M1 M2a  Mec
IL1a 1.9 13 13 IL1a 157 1.5 1=5
IL1B 3%, 1.2 1.2 IL1B 32 1.7 1.5
IL8 43 0.6 25, IL8 2.0 0.9 1.2
TNFa - 1.0 2.4 TNFa 1.4 2.2
CCL2 3.8 0.7 1.6 CCL2 0.9 0.7 1.1
CCL3 1.4 1-3 CCL3 1.8 1:3
CXCL9 1.2 1.1 CXCL9 1.4 1.3
sCD163 1.3 0.9 1.0 sCD163 1.9 1.2 1.6
I1L4 1.9 1.6 IL4 1.8 1.4
IL13 1.7 13 IL13 1.6 1.4
CCL18 2.6 17.0 3.0 CCL18 34 155 6.7

CCL22 - 2.9 0.9
IL10 39 12 -

MMP7 255 0.9 3.0

TIMP1 1.1 1.1 14 TIMP1 13 0.9 1.7

0 1 10 100 1000

Supplementary Figure S2. Secretory profiles of polarized macrophages cultured in hPL
or FBS expressed as average fold increase (FI) vs. unpolarized macrophages (MO).
Heatmaps show FI for each marker in color scale ranging from blue (FI < 1) to red (FI >
1). Data were obtained from independent experiments conducted with three different
batches of macrophages.



hPL FBS
1T
g g
] X Mo UNSTAINED 1 O] M0 UNSTAINED
J [ mo muLm ] I Mo MuLT
J [ M1 UNSTAINED ] | B M1 UNSTAINED
2] W w1 MULTI 2] d W w1 MULTI
- -
€ .‘ j € : |
3 M 2
o 1 il L& 1
S5 84+ ]
1 1
] \ ] \
4 < [ \
e w v T w T o Ty LI r Y T
10 10 1t 1w® 1 107 1w 10 10t 10 P 107
CDBOAPC-A CDB0 APC-A
8 2
H 2
] [0 M0 UNSTAINED 1 [ M0 UNSTAINED
] [ [ mo muLT I\ O Mo MuLTI
] [ M2A UNSTAINED | [ M2A UNSTAINED
g ] | I M2A MULTI g | B w24 MULTI
< r E
= | = | |
3 1 3
=3 =3
o 1 o ' \
g g ] {1
&) { o |
E | I
{ f ]
1 [}
4 { J i
o TR T T TR T o T T T T
100 1 10t 10® 1 107 1 100 10t 105 1 107
CD206 FITC-A CD206 FITC-A
8 2
H e
] [ M0 UNSTAINED ] ‘I [ M0 UNSTAINED
1 & mo muLT ] i’ B mo MuLTI
] I M2C UNSTAINED ] | I M2C UNSTAINED
2] I mz2C MULTI s ] I W w2C MULTI
s ¥
- 1|l
E P. E i1
3 3
o 1 ‘ \ (SO | ‘
g] 8] [
& ] &7
1 1
|/ 1o ed
L . —— © T v
w1t 1t et 07 w10t 1t it 107
CD163 PE-A CO163 PE-A

Supplementary Figure S3. Representative overlay histograms showing the expressions
of phenotype-specific markers in M0 macrophages and polarized macrophages cultured
either in hPL or in FBS. The unstained samples are represented as grey curves.
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Supplementary Figure S4. Cell surface marker expressions in unpolarized macrophages
cultured in hPL to compare the phenotype of the macrophages alone (M0) with that of
the macrophages treated with dexamethasone (M0+Dex). Dexamethasone 10”7 M (Sigma-
Aldrich), a drug commonly used to control OA-related inflammation, was used to
polarize monocytes towards an anti-inflammatory phenotype to obtain a control group
of the co-culture model. The min-to-max box plots (with line at mean) show data
expressed both as the percentage of positive cells and as the Mean Fluorescence Intensity
(MEFI) of the cell population.
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Supplementary Figure S5. Representative overlay histograms showing expressions of
phenotype-specific markers in MO macrophages alone and co-cultured with chondrocytes
either in hPL or in FBS. Unstained samples are represented as grey curves.



