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Online Resource 1

CpdA-mediated transrepression of the IL-6 gene promoter in fibroblast cells is only efficient in
absence of a functional AP-1-response element

Subconfluent L929sA cell monolayers stably transfected with the p(IL6«B),50hu.IL6P-luct+ reporter
gene construct were grown in 24-well plates. Cells were pretreated for 1h, using DEX or CpdA with
increasing concentrations, as indicated, followed by a treatment with solvent or TNF (20001U/ml)
and STS (60nM), for5 h. At the end of the induction, cell lysates were assayed for reporter gene
activities. Total solvent concentration was kept similar in all conditions. The experiments are carried

out in triplicate. Results are shown +/-SD and are representative of three independent experiments.
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AP-1-driven gene transcription is downregulated by DEX but not by CpdA

Subconfluent L929sA cell monolayers, stably transfected with the pAP-1-Luc reporter gene
construct, were untreated or treated with 2000IU/ml TNF, with 60nM STS, with 50ng/ml TPA or

a combination hereof, for 5h, in the presence or not of DEX (1uM) or CpdA (1 or 10uM),

starting at 1h. At the end of the induction, cell lysates were assayed for reporter gene activities.

The experiment is carried out in triplicate. Results are shown +/-SD and are representative of

at least two independent experiments. Total solvent concentration was kept similar in all conditions.

*p<0,05, *** p<0,001. Comparisons were made versus the respective pro-inflammatory stimuli.
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DEX and CpdA instigate differential effects, depending on the promoter context

L929sA cells, starved for 48h in DMEM devoid of serum, were pre-incubated with solvent, DEX (1uM),
or CpdA (1 or 10uM) for 1h, before STS (60nM) and TNF (20001U/ml) were added, where indicated,
for 6h. Total RNA was isolated and subjected to RT-qPCR assaying the mRNA levels of MCP-1, IxBa,
and GILZ and two household gene mRNA levels. Specific signal for cDNA of MCP-1 (a), IxBa (b),

and GILZ (c) was normalized to the averaged household genes signal. The STS/TNF condition was

set as 100 and all other conditions were recalculated accordingly to allow ratio comparisons. Total
solvent concentration was kept similar in all conditions. Results are shown +/-SD. The experiment

was carried out in triplicate, and the result is representative for at least two independent experiments.
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Whole genome transcriptome analysis of A549 cells in response to TNF, DEX and/or CpdA
A549 cells, starved in 0% DMEM for 24h, were pretreated for 1h either with DEX (1uM) or CpdA
(10uM), either or not followed by 3h treatment with TNF (2000IU/ml). Gene expression levels of
corresponding RNA samples were evaluated by an Agilent array. Genes with adjusted p-values lower
than 0.05 in at least one contrast and a folchange higher than 1.3 were selected as significant.

Of 422 TNF inducible genes, 179 genes were repressed by DEX, of which 121 genes were exclusively
repressed by DEX but not CpdA and 58 were repressed by both CpdA and DEX.
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TNF inducible, continued

SMAD3 UBD
SMG1 UBE2H
SMOX UNC5B

SMURF1 UNKL

SMURF2 usP31

SNAPC4 usP42
SOCs1 UsP43
SOD2 VCAM1
SOX9 VDR
SP100 VEGFC
SPEN WTAP
SPRY4 XBP1

SRCIN1 YWHAG

SRSF12 ZBTB46
SSH1 ZBTB7A
SSTR2 ZC3H12A

ST3GAL4 ZFP36
STAT5A ZKSCAN1

STX11 ZNF101

STYK1 ZNF641
TAP1 ZNF697

TAPBP ZNFX1

TBC1D10A
TBC1D2B
TFF1
THSD1
TIAM2
TIFA
TMEM158
TMEM88
TNF
TNFAIP1
TNFAIP2
TNFAIP3
TNFAIP6
TNFRSF10B
TNFRSF9
TNFSF14
TNIP1
TP63
TRAF1
TRAF2
TRAF3
TRIM47
TRIM56
TRIM8
TRIML2
TUBB2A
TUBB2B
TYK2

Online Resource 4

Whole genome transcriptome analysis of A549 cells in response to TNF, DEX and/or CpdA
A549 cells, starved in 0% DMEM for 24h, were pretreated for 1h either with DEX (1uM) or CpdA
(10uM), either or not followed by 3h treatment with TNF (2000IU/ml). Gene expression levels of
corresponding RNA samples were evaluated by an Agilent array. Genes with adjusted p-values lower
than 0.05 in at least one contrast and a folchange higher than 1.3 were selected as significant.

Of 422 TNF inducible genes, 179 genes were repressed by DEX, of which 121 genes were exclusively
repressed by DEX but not CpdA and 58 were repressed by both CpdA and DEX.
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Whole genome transcriptome analysis of A549 cells in response to TNF, DEX and/or CpdA
AS549 cells, starved in 0% DMEM for 24h, were pretreated for 1h either with DEX (1uM) or CpdA
(10uM), either or not followed by 3h treatment with TNF (2000IU/ml). Gene expression levels of

corresponding RNA samples were evaluated by an Agilent array. Genes with adjusted p-values lower

than 0.05 in at least one contrast and a folchange higher than 1.3 were selected as significant.

Gene expression profiles of select targets are exemplarly displayed. (@) Selected gene expression

responses repressed by DEX, but not or to a lesser extent by CpdA. (b) Selected gene expression

responses repressed by both DEX and CpdA. (¢) Selected gene expression responses repressed by

CpdA, but not or to a lesser extent by DEX.
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DEX nor CpdA affect p38 MAPK phosphorylation, irrespective of the stimulus

(a) and (b) L929sA cells, starved for 48h in DMEM devoid of serum, were pretreated with solvent,
1uM DEX, or 10uM CpdA for 1h, followed by either or not TNF (2000IU/ml) (panel a), or TNF
combined with STS (60nM) (panel b), for the indicated time points (in minutes). Cell lysates were

made and activated p38 MAPK was detected using the phospho-specific p38 MAPK antibody.

Aspecific bands, non-phosphorylated proteins and/or NF-kB p65 served as a loading control (indicated

as Load control).
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GR is essential to mediate the effect of DEX and CpdA on gene expression in A549 cells

A549 cells were transfected with siRNA control (siControl) or siRNA targeted at GR (siGR) and

were allowed to rest for 24h. Subsequently, cells were pre-incubated with solvent, DEX (1uM), or
CpdA (1 or 10uM) for 1h, before TNF (20001U/ml) was added for 24h. Total RNA was isolated

and subjected to RT-qPCR for specific target genes, and expression levels in each treatment group were
normalized to the values in the TNF-stimulated samples. In (@), the expression levels for GR (siControl)
were set at 100 and the siGR condition was recalculated accordingly. Normalized mRNA levels for

IL-6 (b), IL-8 (c) and c-Jun (d) was presented as induction fold with the solvent condition of both
siControl and siGR set as 100. Total solvent concentration was kept similar in all conditions.

Results are shown +/-SD. The experiment was carried out in duplicate.



