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In our recent article Hormann and
coworkers have reported a role for epi-
thelial cell-intrinsic TLR2 signaling for
proliferation and renewal of the small
intestinal epithelium. In this study,
MyD88 and TRIF expression in the
small intestine were affected by gut
microbiota. Here, we report that in con-
trast to TLR2 and its co-receptor TLRI,
TLR5 transcripts are not changed by
presence of gut microbiota nor regulated
through TLR2 or TLR4. Similar to
TLR2 also TLR5 depends on MyD88
and TRIF adaptors. Our results indicate
that TLR adaptor molecules could be
determinants of TLR expression in the
small intestine.

We recently reported that colonization
with a gut microbiota augments small
intestinal expression and signaling of Toll-
like receptor-2 (TLR2) and its co-receptor
TLR1. We suggested that this is a route
that supports renewal of the small intesti-
nal epithelium  through
TLR2 signaling." In this study we ana-
lyzed germ-free (GF) mice and mice defi-
cient for bacterial signature sensing TLRs

cell-intrinsic

to explore how pattern recognition of gut
microbial signatures may affect renewal of
the small intestinal mucosa.”* By decima-
tion of gut microbial communities via
administration of broad-spectrum antibi-
otics,” we demonstrated that microbiota-
dependent regulation of TLR2 is revers-
ible. This finding implies that the use of
antibiotics under some conditions could
weaken the innate immune response to
microbial signatures, which could privi-
lege growth of resistant microbes. TLRs
molecular

sense  pathogen-associated
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patterns (PAMPs) by recruiting adaptor
proteins to its cytoplasmic Toll interleu-
kin 1 receptor (TIR) domain. Adaptor
molecules include TIR domain containing
adaptors such as myeloid differentiation
primary response gene 88 (MyD88) and/
or  TIR-domain-containing  adaptor-
inducing interferon-B (TRIF), which
mediate the activation of pro-inflamma-
tory responses.® We reported that in addi-
tion to TLR2 and its co-receptor TLR1
also transcript levels of MyD88 were
reduced by antibiotic decimation of resi-
dent gut bacteria. In contrast, transcript
levels of TRIF were unchanged.' Further-
more, we found that TLR2 and TLR1
mRNA levels in the small
depend on the adaptor molecules MyD88
and TRIF. In our monocolonization
model with the Escherichia coli K-12 strain
JP 313, we found that specifically TLR6
mRNA levels were reduced after 14 d of
colonization." Collectively, we could show

intestine

that TLR signaling in the small intestinal
epithelium is orchestrated by the gut
microbiota and that colonization with a
single microbial strain may control expres-
sion of specific TLRs.

By the use of siRNAs that suppress
TLR2 expression in MODE-K cells” and
stimulation of this mouse small intestinal
epithelial cell line with the TLR2 agonist
peptidoglycan (PG) we could directly
address the role of epithelial cell-intrinsic
TLR2 signaling for the control of intesti-
nal epithelial proliferation. Our experi-
ments with conventionally-raised
(CONV-R) TLR-deficient mouse lines
suggest that TLR2 and TLR4 impact on
proliferation (Ki67), cell turn-over (cyclin
D1) and apoptosis (caspase-3) in the small
mice

intestinal mucosa.. In contrast,
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deficient in TLR5, the receptor
that recognizes bacterial flagellin
and is exclusively expressed on the
basolateral surface of the small
intestinal epithelium,*® did not
show signs of impaired small
intestinal renewal as indicated by
the same markers.'

In this addendum article we
address whether the gut micro-
biota modulates expression of
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TLRS in the small intestine and if

mRNA expression of this receptor

deficiency in TLR adaptors may
affect expression of other adaptor
proteins and we address the

Figure 1. The gut microbiota does not change TLR5 transcript levels and TLR5 expression does not depend
is influenced through TLR recep- on intact TLR2 or TLR4 signaling in the small intestine. (A) Small intestinal TLR5 mRNA levels of 10-14 week
tor cross-talk. We investigate if old male GF and CONV-R C57BL/6 mice (N = 6-8 mice per group) were quantified by qRT-PCR relative to L32
(primers: TLR5 forward GCA GGA TCA TGG CAT GTC AAG; TLR5 reverse ATC TGG GTG AGG TTA CAG CCT).
(B) and (C) Small intestinal TLR5 mRNA levels were quantified by qRT-PCR relative to L32 in female TIr2”
(N = 7 mice per group) and Tlr4” C57BL/6J mice (N = 7 mice per group). Results are shown as means +— .
e.m. ns = not significant; independent samples Student’s t-test.

impact of the adaptor molecules
TRIF and MyD88 on small intes-
tinal TLR5 transcript levels. In our recent
study, we found that deficiency of both
TLR adaptors suppresses mRNA levels of
bacteria sensing TLR2 and TLR1, whereas
transcript levels of TLR4 and TLR6
appear to depend only on TRIF." Based
on the results of this addendum, we
hypothesize that MyD88 and TRIF are
important determinants of TLR5 tran-
script levels and that deficiency in MyD88
impacts on mRNA expression of other
adaptor proteins such as TRIF and Toll-
interacting protein (TOLLIP) in the small
intestine.

Small Intestinal TLR5 Expression

is not Changed by Gut Microbiota

and not Regulated Through TLR2
or TLR4

To further pinpoint the role of bacteria
sensing TLRs expressed on the small intes-
tinal epithelium we explored the potential
role of TLR5 in the orchestration of the
expression profile of other TLRs. In con-
trast to TLR2 and its co-receptor TLR1,
which we previously found up-regulated
by colonization of GF mice with a gut
microbiota," mRNA levels of the bacterial
flagellin sensing pattern recognition recep-
tor TLR5 were not changed by presence
of gut microbiota (Fig. 1A). Our results
suggest that in contrast to TLR2 and
TLRI, expression of TLR5 in the small
intestine is not regulated by the gut
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Figure 2. TLR5 deficiency does not impact on mRNA expression of bacteria sensing TLRs in the
small intestine. Small intestinal MRNA levels of TLR2 (A), TLR1 (B), TLR6 (C), TLR4 (D) of 10-14 week
old male TIr5” C57BL/6 mice (N = 5-7 per group) were quantified by qRT-PCR relative to L32 (pri-
mers see ref. One). Results are shown as means +— s.e.m. ns = not significant; independent sam-
ples Student’s t-test.
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Figure 3. Transcripts of TLR adaptors are changed by the microbiota and MyD88 interferes with TRIF and TOLLIP. (A) Small intestinal mRNA expression
levels of the TLR adaptor TOLLIP in 10-14 week old male GF and CONV-R C57BL/6 mice (N = 4-6 mice per group) was quantified by qRT-PCR relative to
L32 (primers: Tollip forward CCC AGG ACT TCC TCC GTA TAA; Tollip reverse AGT CT GCC ATA ATT CTT TGC CA). (B) and (€) Small intestinal TOLLIP mRNA
levels were quantified by qRT-PCR relative to L32 in female Myd88” (N = 7 per group) and Trif”" C57BL/6J mice (N = 6-7 per group). (D) TRIF mRNA lev-
els quantified by qRT-PCR relative to L32 in female Myd88” C57BL/6 mice (N = 7 per group). (E) MyD88 mRNA levels quantified by qRT-PCR relative to
L32 in female Trif”" C57BL/6 mice (N = 7 per group). mRNA levels of the cell cycle marker Cyclin D1 in (F) female Myd88’/’ C57BL/6 mice (N = 6-7 per
group) and (G) female Trif”~ C57BL/6 mice (N = 7 per group). Results are shown as means +— s.e.m. Two asterisks, P<0.01; 4 asterisks, P<0.0001; inde-

microbiota. This finding is in line with
unchanged small intestinal TLR5 tran-
script levels in small intestinal tissues of
Th2"" and Tl4" mice (Fig. 1B, C), sug-
gesting that small intestinal activation of
TLR2 and TLR4 signaling by gut micro-
bial communities does not impact on
TLR5 mRNA expression." Conversely,
mice deficient in TLR5 did not show
decreased TLR2, TLR1, TLRG, and
TLR4 mRNA levels (Fig. 2A-D) and
MODE-K cells” that we stimulated with
the TLR5 agonist flagellin did not show
increased TLR2, TLR1, TLRG and TLR4
transcripts (not shown). Collectively, our
results indicate that TLRS5 is not involved
in the regulation of TLR2 mediated pro-
liferation responses in the small intestine.

TLR Adaptors MyD88 and TRIF
Regulate TLR5 mRNA Expression
It has been described that the number

of TRIF-dependent genes far exceeds the

204

number of MyD88-dependent genes in
primary small intestinal epithelial cells
and it was suggested that TRIF-mediated
innate immune signaling is pivotal for
the
mucosa.” Therefore, it is interesting to
analyze whether mRNA expression of
TLRs depends on the presence of TRIF
and MyD88 and whether MyD88 and
TRIF expression can interfere with each

homeostasis  in small intestinal

other. In our previous study we reported
that MyD88 transcripts in the ileum are
increased by the gut microbiota, whereas
TRIF  transcript  levels were vastly
decreased." While MyD88 expression
could be reduced by antibiotic decimation
of gut bacteria expression of TRIF was not
affected. We found that mRNA expres-
sion of the inhibitory adaptor molecule
TOLLIP, which directly interacts with
TLR2 and TLR4 and suppresses the
kinase activity of IRAK,'® was increased
in the small intestine of CONV-R mice
compared with GF controls (Fig. 3A).
Small intestinal mRNA levels of TOLLIP
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were dependent on the TLR adaptor
MyD88 (Fig. 3B), but were independent
of TRIF (Fig. 3C). Furthermore, TRIF
expression levels were vastly reduced in
Myd88" mice (Fig. 3D), but MyD88
expression levels were normal in 7rif’"
mice (Fig. 3E), which is in line with a
recent report indicating that epithelial
TRIF signaling requires intact MyD88
signal transduction."!

In our previous study we have shown
that expression of TLR2 and its co-recep-
tor TLRI is reduced in the small intestine
of Myd88"~ mice. Likewise, we found that
mRNA levels of TLR2, its co-receptors
TLR1 and TLRG, as well as TLR4 were
decreased in 77if"" mice." In support of a
role of TLR2 in mucosal renewal and in
agreement with decreased TLR2 tran-
scripts in the small intestine of Myd88"
and Trif" mice,' cyclin D1 mRNA
expression, a marker of G1/S phase transi-
tion, was reduced in the small intestine of
Myd88" and Trif' mice compared with
WT controls (Fig. 3F,G).
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With intestinal epithelial cell models it
has been established that TLR5-depen-
dent responses depend both on MyD88
and the adaptor molecule TRIF." Since
the TLR adaptors TRIF and MyD88
appear decisive for transcript levels of bac-
teria sensing TLRs,! we wondered if
TLR5 expression could be regulated
through MyD88 and/or TRIF. In our pre-
vious study we found that transcriptional
regulation of MyD88 and TRIF in the
small intestine depends on gut microbial
colonization. Similar to TLR2 we found
that TLR5 mRNA levels were markedly
diminished in the small intestine of
Myd&?‘/‘ and Trz'f/‘ mice (Fig. 4A,B).!
Our results indicate that TLR adaptor
functions are central regulators for expres-
sion of the bacterial signature sensing
TLRs in the small intestinal mucosa.

The gut microbiota has emerged as an
environmental factor that profoundly
impacts host physiology.">  Although
human intestinal epithelial cells have been
considered  broadly unresponsive to
TLR2-dependent bacterial ligands when
compared to myeloid-monocytic cells,"
we have shown that stimulation of the
mouse small intestinal epithelial cell line
MODE-K with PG leads to increased
mRNA and protein expression of TLR2
and an increased proliferation response
that depends on epithelial cell-intrinsic
TLR2 function.! Increased TLR2 mRNA
and protein along with increased signs of
small intestinal renewal were also detected
in the small intestine of colonized mice
compared with GF controls." Our recent
study expands on reports that have impli-
cated TLR2 and TLR5 signaling in cell
migration, wound repair, proliferation
and survival of human airway epithelial
cells.'”> The relevance of microbiota-
dependent intestinal epithelial TLR2 sig-
naling that Hérmann et al. have revealed
as a determinant of small intestinal epithe-
lial renewal under normal steady-state
conditions' is further underscored by the
consecutively published article of Scheeren
et al. who described a central role for the
epithelial cell-intrinsic TLR2-MyD88 sig-
naling axis in normal intestinal and mam-
mary epithelial cells and oncogenesis.'®

In this addendum, we report that small
intestinal TLR5 mRNA expression under
conditions of unperturbed intestinal tissue
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Figure 4. TLR5 transcript levels are dependent on TLR adaptor proteins. (A) MyD88-deficiency
reduces TLR5 transcript levels in the small intestine (N = 3-7 mice per group). (B) TRIF-deficiency
reduces TLR5 transcript levels in the small intestine (N = 7 mice per group). Results are shown as
means +— s.e.m. Three asterisks, P<0.001; 4 asterisks, P<0.0001; independent samples Student’s t-

test.

homeostasis is not affected by the gut
microbiota, nor dependent on intact
TLR2 or TLR4 signaling. This is in line
with unaltered markers of cell turn-over
and renewal in 7/5" mice compared
with WT controls." However, in the dex-
tran sodium sulfate colitis model it has
been shown that colonic flagellin adminis-
tration following disruption of the epithe-
lium results in stimulation of basolaterally
localized TLR5 and severe apoptosis in

the colonic epithelium indicating that epi-
thelial barrier integrity may restrict TLR5
activation.'”

We found that similar to TLR2, TLR1
and TLR4 expression' also TLR5 tran-
script levels markedly depend on the adap-
tor molecules MyD88 and TRIF.
Importantly, MyD88 impacts on TRIF
expression (Fig. 3). This stresses the role
of microbiota-induced pathways that may

regulate expression and function of
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Figure 5. Cell-intrinsic TLR2 signaling in the small intestinal epithelium is induced by the gut micro-
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intestinal epithelial TLR adaptors and
thus impact on the expression of bacteria
sensing TLRs (Fig. 5). As compensatory
proliferation upon injury was found
impaired in Myd88"" mice'® it is conceiv-
able that the impaired proliferation
response in Myd88"™ mice may partially
result from decreased TLR expression. To
further explore effects of TLR5 on the
orchestration of innate immunity is clearly
important since mice deficient in TLR5
are prone to develop spontaneous colitis
due to a transient inability to manage pro-
teobacteria.!”?° Since 7/5" mice are
prone to develop post-weaning gut
inflammation'® and DSS-induced colitis
is associated with a shift toward pro-
inflammatory gram-negative bacteria like
E. coli which are known to exacerbate coli-
tis,”! it is essential to further explore how
TLR5 signaling impacts on TLR innate
immune sensing of the microbiota in the
small intestine and how this may affect tis-
sue homeostasis.
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