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Supplementary Figure S1: Impact of commensal bacteria on TGFBI expression in HT-29.
Culture supernatants of a wide range of cultivable commensal bacteria were applied on the
HT-29-TGFyrom reporter system (10% vol/vol). TGFBI expression was measured by
luciferase activity and expressed as fold change towards its control: bacterial growth medium
used 1 each experiment and for each bacterial culture. Dash lines draw upper and lower
zones where TGFBI expression was consider as significantly changed. Actinobacteria in blue,

Bacteroidetes in yellow, Firmicutes 1n grey, Fusobacteria in red and Verrucomicrobiea in light

blue.

=4

Phylum

. Actinobacteria

Bacteroidetes

0 0.5

1

15

2 2.5

TGFB1 expression (Fold change)



A 1e+00,

= 1e-014
g
& 1e-02. —
g 16-03]
S 1e-04- d:
T —— ]
€
1e-051
1e-06. ¢
o, N o N
% % o N
Q= Q= O O
& & L£ 3
B o 3.
=2 3 E3pCMV-GFP
®© NS
< Bl pCMV-GPR43
o 2. *
(@]
RS
=
S
8 1- NS Sl St
(O]
S
X
(0]
=0
o ' 3 ' N
5 & & v &
PR <X
\2 ~
C 7 3,
> B3 pCMV-GFP
5_-3 Bl pCMV-GPR109a
o 2] +-l-
L
5 |
g 1_ —.——.—_.__._ —— g
(0]
S
x
(0]
~— O i : : : :
<ol
G &) P \4 $
cl-—r) \,)\'\\\ @ll\ e\rb OOQ

Supplementary Figure S2: Butyrate mediated impact on TGFBI is independent of its
receptors GPR41, GPR43, GPR109a. (A). Expression of the G-protein coupled receptors
GPR41, GPR43, GPR109a and MCTI in HT-29. Gene expression was determined by
quantitative real-time PCR on total RNA extracted from HT-29. HT-29-TGF,.. reporter cells
were transfected with pCMV-FFAR2 (GPR43), N=3 (B) and pCMV-HACR2, (GPR109a)
N=2 (C) prior to the incubation for 24h with ILI (10ng/ml), butyrate (2mM) or with the
GPR agonists (B) Tiglic acid (10mM) (C): Niacine (10mM) and MK1903 (1pM). TGFBI

expression was measured by luciferase activity and expressed as median + quartiles of fold

change towards un-stimulated cells, t-test, *P<0.05, **P<0.01, ***P<0.001.
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Supplementary Figure S3: (A) HT-29-NF«B reporter cells were incubated for 24h with
different concentrations of butyrate. NF-kB activation was measured by SEAP secretion and
expressed as fold increase towards un-stimulated cells, N=3. (B) HT-29-TGF,,, reporter cells
were transfected with SP1 siRNA or control siRNA and incubated with butyrate (2mM), TSA
(IuM), SAHA (SuM) or ILIP (100U/ml) for 24h.. TGFBI expression was measured by
luciferase activity and expressed as median + quartiles of fold change towards un-stimulated

cells. Wilcoxon test, N=5, ¥P<0.05, **P<0.01, ***P<0.001.
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Supplementary Figure S4: HT-29-TGF _4s3/51; cells with double AP-1 mutations were treated
with Butyrate (4mM), TSA (1uM), IL1B (10ng/ml) or PMA (100nM) for 24h. TGFBI

expression was measured by luciferase activity and expressed as median + quartiles of fold

change towards un-stimulated cells. Wilcoxon test, N=4, *P<0.05, **P<0.01, ***P<0.001.
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