WISP1 mediates IL-6-dependent proliferation in primary human lung fibroblasts
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Supplementary Figure 1: TGFB1- and TNFa induce WISP1 in phLFs via NF-kB. The phLFs were treated for 24 hours with either (A) 2 ng/mI TGFB1 in the
absence or presence of the ALK5 inhibitor SB 431542 (10 uM), the IKKB inhibitor SC-514 (10 uM) or the MEK1/2 inhibitor U126 (3 uM) or (B) with 10 ng/ml
TNFa in the absence or presence of the IKKB inhibitor SC-514 (10 uM), the JNK inhibitor SP 600125 (10 uM) or the TAK1 inhibitor 7-Z-Oxozeanol (500 nM).

(n=3; *,# p<0.05; student’s t-test)
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Supplementary Figure 2: WISP1 is required for /L6 induction in phLFs derived from IPF patients. The phLFs were treated for 24 hours with either (A,C) 2
ng/ml TGFB1 or (B,D) with 10 ng/ml TNFa in the absence or presence of the siRNA targeting WISP1 (siWISP1) or a non-targeting control siRNA (siCtrl). Effects
on the expression of (A,C) WISP1 and (B,D) IL6 were analyzed using qPCR (n=3; *,# p<0.05; ** p<0.01; ***, ### p<0.001; 1-way Anova with Newman-Keuls

Multiple comparison testing).
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Supplementary Figure 3: Production of IL-8 upon TNFa stimulation is not affected by the absence of WISP1 in phLFs. The phLFs were treated for 24 and

48 hours with with 10 ng/ml TNFa in the absence or presence of the siRNA targeting WISP1 (siWISP1) or a non-targeting control siRNA (siCtrl). (A) The

expression of /L8 was measured by gPCR and (B) the secretion of IL-8 was analyzed using a multiplex ELISA (n=4; * p<0.05; *** p<0.001; 1-way Anova with

Newman-Keuls Multiple comparison testing).



1.5 1.5+

n.s.

[y
1

=
1

(Fold of siCtrl)

e
n
1

o
wn
[]
WISP1 mRNA expression

WISP1 mRNA expression
(Fold of control)

* %k k %k k

0 [ |
IL-6 siCtrl siWISP1 siCtrl siWISP1
24h 48h

control

150

100+

WST-1
(% of siCtrl)

(%4
(=}
(]

siCtrl siWISP1 siCtrl siWISP1
24h 48h

Supplementary Figure 4: WISP1 is not induced by IL-6 stimulation in phLFs. (A) The phLFs were treated for 24 hours with 10 ng/ml IL-6
or (B,C) transfected with a WISP1-silencing siRNA (siWISP1) or a control siRNA (siRNA) and kept in 0.1% FCS-containing medium
according to the stimulation protocol for 24 and 48h. (A,B) The expression of WISP1 was measured by gPCR and (C) the metabolic

activity of the phLFs was measured by WST-1 assay (n=7; *** p<0.001; 1-way Anova with Newman-Keuls Multiple comparison testing).
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Supplementary Figure 5: The IKKB inhibitor SC-514 abrogates the expression of IL6 and reduces proliferation in phLF. The phLFs were treated for 24 hours
with (A) 2 ng/mI TGFP or (B) 10 ng/ml TNFa in the absence or presence of the IKKB inhibitor SC-514 (50uM) and the expression of /L6 was measured by qPCR.
(C) Moreover, treatment of phLFs with SC-514 (50uM) for 48 hours and proliferation was assessed by WST-1 assay (n=3; *** ### p<0.001, 1-way Anova with

Newman-Keuls Multiple comparison testing for (A) and (B); * p<0.05, students t-test for (C))
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Supplementary Figure 6: WISP1 mRNA levels negatively correlate with the diffusion capacity of the lung for carbon monoxide (DL.,) and the forced vital
capacity (FVC) in human patients. The correlation of WISP1 and (A) the predicted DL, (N=68) or (B) the FVC (N=80) showed a significantly negative linear
correlation. (dashed line = 95% Cl; Data extracted from the LGRC GSE47460 GPL4680)
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Supplementary Table 1: The secretion of different cytokines by phLFs was measured after TGFB1 (2 ng/ml) stimulation in vitro for 24 hours using a multiplex

ELISA kit (Bio-Plex Pro™ Human Cytokine 17-plex). (n=4; * # p<0.05; 1-way ANOVA followed by Neuman-Keuls multiple comparison test)
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Supplementary Table 2: The phLFs were treated with 10ng/ml TNFa for 24 hours in vitro and different cytokines were measured using a multiplex ELISA kit

(Bio-Plex Pro™ Human Cytokine 17-plex) (n=4; *,# p<0.05; 1-way ANOVA followed by Neuman-Keuls multiple comparison test)



