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Commensal bacteria promote type | interferon
signaling to maintain immune tolerance in mice
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Type | interferons (IFNs) exert a broad range of biological effects important in coordinating immune responses, which have
classically been studied in the context of pathogen clearance. Yet, whether inmunomodulatory bacteria operate through IFN
pathways to support intestinal immune tolerance remains elusive. Here, we reveal that the commensal bacterium,
Bacteroides fragilis, utilizes canonical antiviral pathways to modulate intestinal dendritic cells (DCs) and regulatory T cell
(Treg) responses. Specifically, IFN signaling is required for commensal-induced tolerance as IFNAR1-deficient DCs display
blunted IL-10 and IL-27 production in response to B. fragilis. We further establish that IFN-driven IL-27 in DCs is critical in
shaping the ensuing Foxp3* Treg via IL-27Ra signaling. Consistent with these findings, single-cell RNA sequencing of gut Tregs
demonstrated that colonization with B. fragilis promotes a distinct IFN gene signature in Foxp3* Tregs during intestinal
inflammation. Altogether, our findings demonstrate a critical role of commensal-mediated immune tolerance via tonic type |

IFN signaling.

Introduction

Type I interferons (IFNs) are involved in many essential im-
mune functions, influencing both innate and adaptive immune
responses (Trinchieri, 2010; Ivashkiv and Donlin, 2014; McNab
et al., 2015). Type I IFNs, namely IFNa and IFNB, are produced
upon sensing microbial products resulting in the expression of
interferon-stimulated genes (ISGs). While several hundred ISGs
with various known functions have been identified, type I IFN
has been primarily studied for its role in antiviral immunity
(Schoggins et al., 2011; Schoggins, 2019). This includes recent
work that revealed that commensal microbes are involved in
maintaining tonic type I IFN necessary to mount an effective
antiviral immune response (Abt et al., 2012; Ganal et al., 2012;
Yang et al., 2021; Bradley et al., 2019; Wirusanti et al., 2022).
Apart from the induction of antiviral ISGs, type I IFN can pro-
mote dendritic cell (DC) activation and maturation to enhance
antigen presentation to prime adaptive immunity (Honda et al.,
2003; Simmons et al., 2012). Further, tonic type I IFN expression
is essential for effective T cell responses (Aman et al., 1996;
Levings et al., 2001; Bilsborough et al., 2003; Teijaro et al., 2013;
Wilson et al., 2013). These studies highlight a potential role for

microbial-induced IFN signaling in host immunity beyond an-
tiviral responses. Of particular interest is the divergent effect of
type I IFN on immune responses that depend on the context of
microbial exposure. Type I IFN responses to microbial patho-
gens generate a robust antimicrobial and proinflammatory re-
sponse via activation of distinct ISGs (McNab et al., 2015; Boxx
and Cheng, 2016). In contrast, detection of commensal products
during homeostatic conditions triggers type I IFN signaling to
support anti-inflammatory responses (Lee and Ashkar, 2018).
Previous studies also suggest that type I IFN may influence
regulatory T cell (Treg) function. Notably, signaling via inter-
feron-a/P receptor 1 (IFNARI) is required for Treg expansion
and suppression of pathogenic T cells during colitis (Lee et al.,
2012; Stewart et al., 2013; Kawano et al.,, 2018). In humans,
several genes in the IFN pathway have been associated with
inflammatory bowel disease (IBD) susceptibility in genome-
wide association studies. IFNARI has been implicated as an IBD
risk allele, as have single nucleotide polymorphisms that disrupt
the JAK/STAT pathway, resulting in defective IFN production
(Jostins et al., 2012). Collectively, these findings support the
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hypothesis that microbially induced type I IFN signaling plays a
role in the maintenance of mucosal homeostasis and immune
tolerance.

Clinical and experimental evidence has implicated the gut
microbiota in governing host immunity during steady-state and
disease (Hooper et al., 2012; Belkaid and Hand, 2014). In par-
ticular, the mechanism by which commensal bacteria regulate
type I IFN responses to maintain mucosal immunity is of sig-
nificant interest. Microbiota-induced IFN pathways have been
shown to be critical in mounting antiviral resistance in the lung
(Steed et al., 2017; Bradley et al., 2019). Moreover, glycolipids
from commensal Bacteroides have been reported to direct anti-
viral function via IFNP expression in DCs (Stefan et al., 2020). In
contrast, type I IFN is also involved in the maintenance of Tregs
in the gut (Lee et al., 2012; Kole et al., 2013; Nakahashi-Oda et al.,
2016). Whether the induction of type I IFN by immunomodu-
latory commensal bacteria is necessary to maintain intestinal
immune tolerance, in addition to driving antiviral responses, is
unknown.

Here, we establish that tonic type I IFN is maintained by
commensal bacteria and required for tolerogenic immune re-
sponses in the gut. Previous work from our group and others
established that Bacteroides fragilis prime DCs to promote Foxp3*
Treg responses to control intestinal inflammation (Shen et al.,
2012; Chu et al., 2016). In the present study, we expand on these
findings by demonstrating that germ-free (GF) mice are indeed
deficient in IFN responses, and colonization with a single com-
mensal bacterium, B. fragilis, restores tonic type I IFN in the gut
comparable with specific pathogen-free (SPF) mice. We also
reveal that select commensal bacteria demonstrate variable in-
duction of IFN signaling in DCs, suggesting this immunomodu-
latory trait is specialized among certain commensal microbes.
Furthermore, our study highlights that B. fragilis triggers the
production of immunoregulatory cytokines, including IL-10 and
IL-27, by DCs through an IFN-dependent manner. This mecha-
nism intricately links B. fragilis-induced tonic IFN production in
DCs to drive Treg responses via IL-27Ra signaling. Indeed, while
investigating B. fragilis-mediated gene signatures in Treg cells,
we discovered an enrichment of IFN-related genes among in-
testinal Foxp3* Treg cells, which importantly also include the
IL-27 signaling pathway. Our findings demonstrate that com-
mensal bacteria promote intestinal homeostasis through type I
IFN signaling.

Results

Commensal bacteria direct intestinal type | IFN responses
Emerging evidence suggests commensal bacteria are important
regulators of tonic type I IFN signaling (Sonnenburg et al., 2006;
Yamamoto et al., 2012; Schaupp et al., 2020; Domizio et al., 2020;
Lam et al., 2021) and are required to mount an effective immune
response to pathogens (Abt et al., 2012; Steed et al., 2017; Bradley
et al., 2019; Winkler et al., 2020; Erttmann et al., 2022). Given
the pleiotropic effects of type I IFN, we examined the association
between the microbiota and type I IFN signaling in the gut
during steady state by assessing the expression of IFN-related
genes in colon tissue of GF and SPF C57BL/6] mice. The presence
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of a commensal microbial community was required for the in-
duction of Ifnb and MxI (an IFN-stimulated gene; ISG) expression
in the colon (Fig. 1, A and B). Particularly, monocolonization of
GF mice with the commensal bacterium, B. fragilis, was suffi-
cient to partially restore IFN-related gene expression in the
colon (Fig. 1 A). We next investigated the contribution of the
microbiota in priming local intestinal type I IFN responses upon
stimulation. Colon explants from GF and SPF mice were treated
with polyinosinic-polycytidylic acid (poly I:C), a Toll-like re-
ceptor 3 (TLR-3) agonist and potent inducer of IFNP. While poly
I:C induced a significant increase in IFNB production in SPF
colon explants, GF tissues remained unresponsive to poly I:C
(Fig. 1 C). We next investigated whether the presence of com-
mensal bacteria influenced IFNAR-dependent signaling in gut
DCs. Colonic lamina propria (cLP) cells were isolated from SPF
and GF mice and stimulated with recombinant IFNB ex vivo.
Colonic CD11c* cells from SPF mice responded to IFNP stimula-
tion via increased phosphorylation of signal transducer and
activator of transcription 1 (STAT1), as measured by flow
cytometry (Fig. 1 D). Conversely, pSTAT1 expression in colonic
CDl1c* cells from GF mice remained unchanged in colonic CD11c*
cells from GF mice following IFNB stimulation, suggesting im-
paired IFNAR signaling in mice lacking commensal bacteria de-
spite equivalent expression of Ifnarl (Fig. 1 D and Fig. S1, A and
B). Antibiotic cocktail treatment of SPF mice also led to dimin-
ished pSTAT1 expression (Fig. S1 C). These CDl1c* cells encom-
pass both DCs and macrophages, and we speculate both cell
types play a role in sensing commensal bacteria in the gut. To-
gether, these findings establish that commensal bacteria direct
IFN signaling and upregulation of pSTAT1 in gut CDl1lc* immune
cells. To investigate whether this IFN defect in the intestinal
environment extends to systemic compartments, splenocytes
from GF and SPF mice were treated ex vivo with poly I:C. As
expected, at baseline, SPF splenocytes expressed higher levels of
type I IFN, as well as other cytokines and chemokines, compared
with GF (Fig. S1 D). In contrast, GF splenocytes failed to mount a
robust response to poly I:C stimulation compared with SPF.
Moreover, no induction of IFNa and IFNy (a type II IFN) was
observed upon poly I:C treatment of GF splenocytes, while poly
I.C induced IFNB in GF splenocytes, secretion was limited
and equivalent to untreated SPF cells (Fig. S1 D). To confirm
the requirement of commensal bacteria for type I IFN response
in the intestinal environment in vivo, GF, B. fragilis-
monocolonized, and SPF mice were treated with poly I:C by
intraperitoneal (IP) injection and evaluated for IFN respon-
siveness. SPF mice treated with poly I:C demonstrated sig-
nificant expression of type I IFN-related genes (Fig. 1, E-G;
and Fig. S1, F-H). In contrast, GF mice injected with poly I:C
showed no response in comparison to the PBS control (Fig. 1,
E-H; and Fig. S1, E-I), consistent with ex vivo studies (Fig. 1,
A-D). To verify whether this IFN defect in GF mice can be
restored with commensal bacteria, we colonized GF mice with
B. fragilis. Indeed, poly I:C treatment of B. fragilis mice led to a
significant induction of IFNf and IFN-related genes, indicat-
ing that the presence of commensal bacterium is sufficient to
restore homeostatic type I IFN responses (Fig. 1, E-H; and Fig.
S1, H and I). These data establish that commensal bacteria are
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Figure 1. Commensal bacteria maintain intestinal type | IFN responses. (A and B) Expression of (A) Ifnb and (B) MxI in colon tissue from GF, B.
fragilis—-monocolonized (Bf), and SPF as measured by qRT-PCR relative to B-actin. Each point represents a single mouse. (C) GF and SPF colon explants were
cultured with or without stimulation of poly I:C (pIC; 2 pg/ml) for 24 h. Supernatant was then collected and measured for [FNB secretion by ELISA. Each point
represents a single mouse. (D) cLP cells were isolated from GF and SPF mice and stimulated with IFNB (25 ng/ml). pSTAT1 was assessed by flow cytometry.
Each point represents colons pooled from multiple mice, with n = 10 per group. (E-H) GF, Bf, and SPF mice were injected (IP) with 100 pg/ml pIC, and colon
tissues were harvested 4 h after injection. Gene expression for (E) Mx2, (F) Irf7, (G) Ifit1, and (H) Ifnb was measured. Each point represents a single mouse. Data
are representative of at least two independent experiments. Statistical significance was determined by Kruskal-Wallis, unpaired t test, and two-way ANOVA.

P < 0.05(*), P < 0.01(*), and P < 0.0001 (****).

critical in restoring and maintaining type I IFN responses in
intestinal tissues.

Select commensal bacteria induce IFN signaling to promote
tolerogenic responses in DCs

DCs establish and maintain the local gut immune milieu by
sampling luminal contents, including bacteria (Rescigno and
Sabatino, 2009). To gain insight into the impact of commensal-
derived type I IFN on DC responses, we first sought to assess the
levels of IFN induction by commensal bacteria. We demonstrate
that DCs treated with B. fragilis and other Bacteroides species,
Bacteroides thetaiotaomicron and Bacteroides vulgatus, drive IFN
secretion and pSTATI induction, while Lactobacillus plantarum
induced modest IFNB production (Fig. 2 A and Fig. S2 A). In
contrast, other commensal bacteria tested did not support sig-
nificant IFNB induction, suggesting some degree of specificity in
their activity (Fig. 2 A and Fig. S2 A). Pathogenic bacteria, on the
other hand, induced pSTAT1 expression and IFNB production
(Fig. S2, B and C) at much greater levels than B. fragilis and other
commensals tested. These variations in type I IFN induction by
both commensal and pathogenic bacteria may underlie the
diverse immunomodulatory effects observed downstream of
recognition.
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Since monocolonization with B. fragilis effectively restored
type I IFN responses in vivo (Fig. 1) and yielded robust type I IFN
induction among DCs (Fig. 2 A), we employed B. fragilis as a
model commensal to delve deeper into the role of IFN responses
in mediating immune tolerance. Treatment of bone marrow-
derived DCs (BMDCs) with B. fragilis induced expression of IFNf
(Fig. 2 B), but not IFNa or IFNy (Fig. 2, C and D), consistent with
in vivo findings (Fig. 1). As expected, this induction was lost in
Ifnarl~/~ DCs, along with a decrease in pSTATI expression (Fig. 2,
E and F) in comparison with wild-type (WT) DCs. Additionally,
B. fragilis significantly induced type I IFN-related genes in WT
DCs (e.g., Ifnb, Oasl, and Mx2), whereas Ifnarl~/- DCs remained
unresponsive to B. fragilis (Fig. 2 E and Fig. S2, D and E). Further,
B. fragilis does not influence expression of other IFN-responsive
genes (e.g., Irf3, Irf9) by WT DCs (Fig. S2, F and G). Next, we
leveraged the IFNb™°PEYFP reporter mouse to examine B.
fragilis-induced IFNB among conventional and plasmacytoid
DCs. Treatment with B. fragilis elevated IFNB-YFP expression in
both DC subsets (Fig. 2, G and H). We then examined whether
colonization with B. fragilis induced IFN expression in colonic
DCs. To assess the extent of IFNP produced by intestinal DCs
primed by B. fragilis in vivo, we isolated colonic CD11c* cells from
GF and B. fragilis-monocolonized mice and measured baseline
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Figure 2. Select commensal bacteria induce IFN signaling to promote tolerogenic responses in DCs. (A) BMDCs from SPF mice were treated with B.
fragilis (Bf), B. thetaiotaomicron (Bt), B. vulgatus (Bv), L. plantarum (Lp), A. caccae (Ac), B. producta (Bp), and C. ramosum (Cr) for 18 h. Supernatant was collected
and IFNB production was measured by ELISA. (B-D) BMDCs were treated with Bf for 18 h and expression of (B) Ifnb, (C) Ifna, and (D) Ifng were measured
relative to B-actin by qRT-PCR. (E and F) WT and Ifnar1~/~ BMDCs were pulsed with Bf for 18 h. Cells were harvested and analyzed by qRT-PCR for gene
expression of (E) IFNB and stained for (F) flow cytometry analysis of pSTAT1 in CD11c* DCs. (G and H) Splenocytes from IFNB-YFP reporter mice were treated
with Bf ex vivo for 18 h and mean fluorescent intensity (MFI) of IFNB-YFP was assessed in (G) plasmacytoid dendritic cells (pDCs) and (H) conventional dendritic
cells (cDCs) by flow cytometry. (1) cLP cells were isolated and enriched for CD11c* cells from GF and Bf-monocolonized mice and cultured for 18 h. Supernatant
was collected and IFNB production was measured by ELISA. Each point represents colons pooled from five mice per point and represents n = 30 for each group.
()-0) WT and IFNAR-deficient BMDCs were pulsed with Bf for 18 h. Cells were harvested and analyzed by qRT-PCR for gene expression of ()) 1110, (L) I27p28,
and (N) Il1b relative to B-actin. Supernatant from BMDC cultures was collected and cytokine secretion was measured for (K) IL-10, (M) IL-27p28, and (O) IL-1B
by ELISA. Data are representative of at least two independent experiments. Statistical analysis was determined by unpaired t test and two-way ANOVA. P <
0.05 (*), P < 0.01 (**), P < 0.001 (***), and P < 0.0001 (****).

IFN secretion. Indeed, colonic lamina propria CD11c* cells from
B. fragilis-monocolonized mice produced higher levels of IFNB
compared with GF mice (Fig. 2 I).

It has been well documented that B. fragilis primes DCs to
foster immune tolerance (Shen et al., 2012; Chu et al., 2016).
However, the precise signaling mechanisms underlying this
immune regulation remain incompletely understood. Our ob-
servations thus far have revealed a distinct pattern of induc-
tion among type I IFN activity in B. fragilis-primed DCs. To
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investigate the key receptors that initiate this pathway, we
sought to determine which pattern recognition receptors B.
fragilis engages to drive type I IFN responses in BMDCs. Previous
studies with B. fragilis demonstrated that defects in TLR2 (Round
et al.,, 201L; Shen et al., 2012) and NOD2 (Chu et al., 2016) sig-
naling led to impaired Treg responses. We observed B. fragilis-
induced IFNB production required signaling via NOD2, but not
TLR2 (Fig. S2, H and I). Additionally, we examined the role of
TLR4 and revealed reduced IFN responses to B. fragilis in TLR4-
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deficient BMDCs (Fig. S2 J). These findings are consistent with
published reports demonstrating TLR4 agonists, but not TLR2,
stimulate IFNB-induced pSTATI expression (Fig. S2, I and J;
Toshchakov et al., 2002; Stefan et al., 2020). We also previously
reported a shift in the cytokine milieu in DCs defective in mi-
crobial sensing (Chu et al., 2016), demonstrating a significant
decrease in expression of IL-10, which is required for induction
of tolerogenic Tregs (Shen et al., 2012). Thus, we investigated
how type I IFN deficiency may alter downstream cytokine pro-
duction. We observed a significant reduction in IL-10 expression
and production among Ifnarl/~ BMDCs compared with B.
fragilis-treated WT BMDCs (Fig. 2, J and K). The induction of
IL-10 by B. fragilis has been well established (Round et al., 2011;
Shen et al., 2012; Chu et al., 2016); however, this data reveals the
essential role of commensal-induced IFN signaling among DCs to
promote tolerogenic responses. We further demonstrate here
that B. fragilis also stimulates the production of IL-27 in DCs, and
this response is abrogated upon IFNARI deletion (Fig. 2, L and
M). Moreover, we observed a significant reduction in IL-10
production in I127-/~ DCs treated with B. fragilis, suggesting IFN-
induced IL-27 is necessary for commensal-mediated immune
homeostasis (Fig. S2 K). Indeed, IL-27 is documented as an im-
munoregulatory cytokine that targets Tregs to mediate anti-
inflammatory activity (Kim et al., 2019; Nguyen et al., 2019),
while suppressing IL-17-producing CD4* T cells (Batten et al.,
2006). Given that the signaling of IL-27 and type I IFN are in-
tricately linked (Stumhofer et al., 2007; Amsden et al., 2022), we
investigated the requirement of IL-27 in B. fragilis-mediated type
I IFN activity among DCs. We observed B. fragilis-induced ex-
pression of pSTATI (Fig. S2 L) and secretion of IFNB (Fig. S2 M)
relied upon IL-27 production in DCs. These data suggest induc-
tion of IFN by B. fragilis drives IL-27 expression, which further
reciprocates type I IFN signaling. Considering the reduction in
IL-10 and IL-27 upon type I IFN deficiency, we investigated how
proinflammatory responses may be affected. Notably, the de-
creased anti-inflammatory response observed is paired with an
increase in IL-1B upon B. fragilis treatment of Ifnarl-/~ BMDCs
(Fig. 2, N and O). B. fragilis treatment of BMDCs did not alter
levels of proinflammatory IFNy, indicating selectivity in cyto-
kine regulation by commensal microbes (Fig. 2 D; and Fig. S3, A
and B). Consistent with these observations, we report extensive
dysregulation of cytokine and chemokine production in B.
fragilis-treated Ifnarl~/- BMDCs (Fig. S3, C-H). Collectively, these
data establish a critical role for IFN signaling in DCs to induce
immunoregulatory responses upon sensing commensal bacteria.

B. fragilis induces type | IFN expression in DCs to coordinate
Treg responses

We hypothesize that this skewed proinflammatory environment
driven by IFNAR-deficient DCs would restrain downstream Treg
responses. To test this hypothesis, WT and Ifnarl~/- BMDCs were
treated with B. fragilis and cocultured with WT CD4* T cells.
Indeed, B. fragilis-pulsed WT DCs supported the induction of
CD4* Foxp3* Tregs (Fig. 3 A) and production of IL-10 (Fig. 3 B).
However, B. fragilis-treated Ifnarl~/~ BMDCs resulted in a sig-
nificant reduction of IL-10* Treg populations, indicating IFN
signaling in DCs is necessary for the induction of anti-
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inflammatory T cell. We next assessed whether neutralization
of type I IFN phenocopies the Treg defect observed in B.
fragilis-treated Ifnarl~/~ DCs. The induction of Treg and IL-10
production by B. fragilis was abrogated upon addition of neu-
tralizing antibodies for IFNa and IFNB in DC:T cell cocultures
compared with isotype controls (Fig. 3, A and B). This suggests
IFNa and/or IFNP function are critical signals in mediating B.
fragilis-induced Tregs.

Previous studies have demonstrated a critical role for IL-27 in
supporting IL-10 expression among Tregs (Awasthi et al., 2007;
Pot et al., 2009; Kim et al., 2019; Nguyen et al., 2019). In par-
ticular, IL-27 has been shown to initiate a transcriptional net-
work that facilitates IL-10 expression among CD4* T cell subsets
(Zhang et al., 2020). Further corroborating these studies, we
observed marked upregulation of IL-10 expression among
Foxp3* Tregs upon IL-27 stimulation (Fig. S4 A). Notably,
treatment with commensal bacteria yielded a similar trend in the
production of IL-27 and IL-10 among BMDCs and Tregs, re-
spectively, suggesting that commensal-induced IL-27 may play a
role in directing Treg responses (Fig. S4, B and C). Given the
IFN-dependent induction of IL-27 by B. fragilis (Fig. 2, L and M),
we hypothesized that IL-27 signals directly on Foxp3+ Tregs to
promote tolerogenic function. The IL-27 receptor consists of two
subunits, IL-27Ra and glycoprotein 130 (gp130). To elucidate the
significance of IL-27 signaling in Foxp3* Tregs, we employed
127raf x Foxp3-Cre (I127ra®F*p3) mice (Do et al., 2017). As ex-
pected, coculture of I127raf/fl CD4* T cells with B. fragilis-
pulsed WT DCs led to the induction of IL-10 among CD4* Foxp3*
Tregs. However, this induction was markedly diminished when
cocultured with I127ra®Foxp3 CD4* T cells (Fig. 3, C and D). Fur-
thermore, when we performed these studies with Ifnarl~/~ DCs,
we again observed a significant reduction in IL-10-producing
Foxp3+ Tregs in response to B. fragilis, with both I27raf/? and
127ra®Foxp3 CD4* T cells (Fig. 3, C and D). Comparable levels of
IL-27 were detected across the various DC:T cell coculture con-
ditions, although a reduction in IL-27 was observed in CD4*
T cells cocultured with B. fragilis-pulsed Ifnarl~/- DCs (Fig. S4 D).
This finding aligns with our observation that the induction of
IL-27 by B. fragilis was lost in Ifnarl~- BMDCs (Fig. 2, L and M).
Altogether, these data suggest a model wherein commensal
bacteria promote the production of IL-27 from DCs through an
IFN-dependent pathway, which in turn signals via IL-27Ra in
Foxp3* Tregs to orchestrate immune tolerance.

Commensal colonization drives IFN gene signature in
intestinal Tregs

Given the requirement of type I IFN signaling for B. fragilis-
induced Treg responses in vitro, we investigated the conse-
quence of IFNARI deficiency in SPF mice in vivo. Proportions of
Foxp3* Tregs in the cLP were reduced in Ifnarl-/~ mice (Fig. 4 A),
consistent with previous work that reported loss of Treg in-
duction in Ragl™/~ recipients upon transfer of Ifnarl-/~ Tregs (Lee
et al., 2012). As expected, B. fragilis treatment of WT SPF mice
induced IL-10-producing Foxp3* Tregs compared with PBS-
treated controls (Fig. 4 B). In contrast, B. fragilis-induced Treg
responses were abolished in Ifnarl-/~ SPF mice (Fig. 4 B). This
dysregulation of Treg function is often associated with an
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Figure 3. Type I IFN signaling in DCs is required to promote Treg responses. WT and Ifnarl-/~ BMDCs were untreated (-) or treated with B. fragilis (Bf)
cocultured with WT CD4+ T cells. (A and B) Cells were treated with 10 ug/ml of IFNa/B neutralizing antibodies or isotype control (IgG2a) every 24 h and then
stained and analyzed by flow cytometry for (A) Foxp3* Tregs and (B) IL-10-producing Foxp3* Tregs. (C and D) WT and Ifnar1~/- BMDCs were untreated (-) or
treated with Bf cocultured with 127ra®® or 1127ra®7*P3 CD4* T cells. Cells were stained and analyzed by flow cytometry for IL-10~producing Foxp3* Tregs. (C)
Representative plots are shown and (D) proportions of IL-10-producing Foxp3* Tregs are quantified. Data are representative of at least two independent
experiments. Statistical significance was determined by two-way ANOVA. P < 0.05 (*), P < 0.01 (**), and P < 0.0001 (****).

increased frequency of pathogenic T cell subsets, such as Thl or
Th17. Given the significant reduction in Treg populations ob-
served in Ifnarl~/~ mice, we further investigated whether Th17
subsets were reciprocally elevated due to this imbalance. Indeed,
we observed a significant induction of CD4* IL-17A* T cells in
Ifnarl™/~ mice treated with B. fragilis compared with their WT
counterparts (Fig. 4 C), underscoring the critical role of type I
IFN signaling in maintaining Treg/Th17 balance in response to
the commensal bacteria. To further demonstrate the role of
commensal bacteria in IFN responses among Tregs, WT SPF
mice were treated with an antibiotic cocktail for 2 wk and we
observed a significant reduction of pSTAT1 expression within
Foxp3* Tregs and decreased IL-10* among Tregs (Fig. S4, E
and F). Consistent with this finding, the depletion of com-
mensal bacteria led to decreased IL-10* among CD11c* cells in
the colon, further supporting the notion that intestinal com-
mensals are required for DC-directed Treg responses (Fig.
S4 G). Together, this data demonstrates a pivotal role for
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commensal bacteria and type I IFN signaling in orchestrating
T cell responses.

We next aimed to elucidate the specific contribution of IFN
signaling directly within Foxp3* Tregs in vivo. Using Ifnari/fl x
Foxp3-Cre (Ifnarl?Fox3), Ifnarif/f x CD1lc-Cre (Ifnarl°P'c), and
Ifnar1®f control mice, we orally administered live B. fragilis or
PBS for 2 wk and examined intestinal Treg responses. While
Foxp3* Treg proportions remained consistent between the
groups (Fig. 4 D), we did observe a decrease in proportions of
Foxp3*RORgt* intestinal Tregs in Ifnarl*FoxP3 and IfnarlAcPle
mice compared with floxed controls (Fig. S4 H). As expected, B.
fragilis-treated WT control mice exhibited a marked induction of
IL-10* Tregs compared with PBS-treated groups (Fig. 4 E), in line
with previous findings (Round et al., 2011; Shen et al., 2012; Chu
et al., 2016). In contrast, the induction of IL-10 by B. fragilis was
completely abrogated in Ifnarl*Fo*P® mice (Fig. 4 E), demon-
strating a critical role for IFN signaling in Foxp3 Tregs. Notably,
when we performed these experiments using Ifnarl*°PHc mice,
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Figure 4. Bacterial colonization induces type I IFN signature in intestinal Tregs. (A-C) WT and Ifnar1~/~ SPF mice were orally gavaged with either sterile
PBS or live B. fragilis (Bf; 2 x 108 CFUs) for 2 wk and proportions of (A) CD4* Foxp3* Tregs, (B) CD4* Foxp3* IL10* Tregs, and (C) CD4* Foxp3~ IL17A* T cells in
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cLP were assessed by flow cytometry. (D and E) Ifnar1f/f, Ifnar1Foxe3, and Ifnar12cPYe SPF mice were orally gavaged with either sterile PBS or live Bf (2 x 108
CFUs) for 2 wk and proportions of (D) CD4* Foxp3* Tregs and (E) Foxp3* IL-10* Tregs were assessed by flow cytometry. (F-M) 4-6-wk-old female GF
Foxp3hcP2/IL-10Venus mice were orally gavaged with a single dose of Bf (108 CFUs). 2 wk later, mice were subjected to 5% DNBS colitis for 3 d and MLNs were
harvested, and single suspensions were prepared. CD4*hCD2" cells were enriched and subjected to single-cell RNA sequence analysis. (F) UMAP projection of
Tregs from MLNs from GF and Bf mice showing six clusters of Treg subpopulations: ISG Treg, central Treg (cTreg), Treg, naive Treg, effector Treg (eTreg), and
ICOS Treg. Each dot corresponds to a single cell, colored according to cell type. Inset, bar plot of the proportions of each Treg subpopulation in GF and Bf MLNs.
(G) GO enrichment analysis of ISG Tregs in Bf mice relative to GF controls. Gene expression of (H) Statl, (I) Stat2, (J) Irf7, (K) Irf9, and (L) Isg15 in ISG Tregs of GF
and Bf mice. (M) Heatmap showing the top 100 differentially expressed genes in the six Treg subpopulations in GF and Bf MLNs. The dendrogram is based on a
hierarchical cluster analysis of Euclidean distances. Each point represents a single mouse. Statistical significance was determined by two-way ANOVA. P < 0.05

(*), P < 0.01 (**), and P < 0.0001 (****),

the majority of IfnarlA°Pc mice maintained IL-10 expression in
Foxp3* Tregs. However, a subset of antigen presenting cells may
still retain IFN signaling in response to commensal bacteria,
resulting in Treg responses to B. fragilis (Fig. 4 E). Additionally,
IfnarlACPlic mice displayed significantly higher levels of IL-17A
from CD4* Rorgt* cells compared with PBS-treated counterparts
as well as WT controls, suggesting a dysregulated cytokine
milieu upon type I IFN deficiency in CD1lc* cells (Fig. S4 I).
Collectively, this data establishes a distinct role for commensal-
driven type I IFN signaling in Treg function and highlights the
proinflammatory shift that occurs in a type I IFN-deficient
intestinal environment.

Recent reports describe a subpopulation of Tregs known as
ISG Tregs that expand in mice and humans during inflammatory
conditions (Pacella et al., 2020; Sjaastad et al., 2022, Preprint). To
investigate whether commensal colonization modulates type I
IFN-related Treg populations, we next performed single-cell
RNA sequencing of GF and B. fragilis-monocolonized mice. No-
tably, we observed a population of Tregs with high expression of
ISGs (e.g., Irf7, Irf9, Isgl5) from mesenteric lymph nodes (MLNs)
during dinitrobenzenesulfonic acid (DNBS)-induced colitis
(Fig. 4 F and Fig. S5, A and B). In comparison with GF controls, B.
fragilis-monocolonized MLNs contained greater numbers of ISG
Tregs (14.7% in B. fragilis versus 10.8% in GF) and Kyoto Ency-
clopedia of Genes and Genomes (KEGG) pathway analysis reveals
an enrichment of IFN-related pathways, including cellular re-
sponses to IFNB (Fig. 4, F and G; and Fig. S5 C). Interestingly,
significant upregulation of genes mediated by IL-27 signaling
was observed within the ISG Treg cluster (Fig. 4 G). This is
consistent with our in vitro findings, demonstrating the re-
quirement of IL-27 signaling in the induction of B. fragilis-
mediated ISG15* Tregs (Fig. S5 D). Additionally, we observed
higher expression of IFN-related genes such as Statl, Stat2,
Irf7, Irf9, Isgl5, Ifit3, and Oasla in ISG Tregs of B. fragilis-
monocolonized mice (Fig. 4, H-M; and Fig. S5 B). Given that
tight regulation of type I IFN is critical for intestinal homeostasis
(Katakura et al., 2005; McFarland et al., 2011), we evaluated the
expression of various negative regulators of IFN signaling. Of
note, Bst2, Socsl, and Uspl8 showed significant induction in B.
fragilis-monocolonized mice compared with GF mice during
experimental colitis (Fig. S5 B). In addition to ISG Tregs, we also
detected a subpopulation of inducible co-stimulator (ICOS)
Tregs (Fig. 4, F and M) that also exhibited an enrichment of IFN-
related pathways (Fig. S5 E). When we compared the sub-
populations of MLN Tregs between steady-state and colitis, we
observed that ISG Tregs were less prominent in the absence of
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intestinal inflammation. Yet, ICOS Tregs were evident in both
steady-state and colitis conditions (Fig. 4 F and Fig. S5 F). During
steady-state, CD4* T cells isolated from MLNs of GF and B.
fragilis-monocolonized mice exhibited a modest induction of
Isgl5 and Statl in colonized mice, further supporting the spe-
cialized role of type I IFN during inflammation (Fig. S5, G and H).
Our results here demonstrate that colonization with commensal
bacteria promotes the expansion of select subpopulations of
Tregs, ISG Treg, and ICOS Tregs during intestinal inflammation.
Indeed, a recent study reported a correlation of ISG Tregs to
improved outcomes of COVID-19 (Sjaastad et al., 2022, Pre-
print). This suggests a role for the gut microbiota in promoting
ISG Treg populations to regulate inflammation—though fur-
ther work is required to define the precise function of ISG
Tregs in the gut.

Discussion

Efforts to understand how the microbiota primes the IFN system
have largely focused on its involvement in antiviral immunity
(Steed et al., 2017; Bradley et al., 2019; Schaupp et al., 2020;
Stefan et al., 2020; Yang et al., 2021; Erttmann et al., 2022). The
role of commensal-induced IFN in promoting intestinal toler-
ance, however, remains elusive. Several studies have suggested
type I IFN and STATI (the main transducer of IFN) may be in-
volved in mediating immune tolerance. Type I IFN and STAT1
signaling have been reported to drive expansion of Tregs and
promote expression of IL-10 while suppressing intestinal T cells
producing IL-17 (Guo et al., 2008; Lee et al., 2012; Stewart et al.,
2013; Kole et al., 2013). In contrast, other reports indicate STAT1
and type I IFN induced during viral infections inhibit Treg cell
proliferation and activation of Foxp3* Tregs (Ma et al., 2011;
Srivastava et al., 2014a, 2014b). These discordant findings
highlight the duality of type I IFN responses capable of driving
both immunostimulatory and suppressive regulatory functions.
Further, these studies indicate the context in which microbes
induce IFN may determine whether proinflammatory or tolero-
genic immune responses are elicited. We now present findings
that support a model whereby commensal bacteria drive auto-
crine IFN signaling in DCs during steady-state conditions, which
is essential for directing Treg development and promoting mu-
cosal homeostasis.

Mounting evidence indicates that intestinal DCs produce and
maintain type I IFN in response to the gut microbiota, such that
microbiota disruption results in severely diminished type I IFN
production (Kole et al., 2013; Kawashima et al., 2013; Stefan
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et al, 2020). While we primarily focus on CDllc* DCs, we
speculate intestinal macrophages and other APCs also mediate
this IFN signaling upon sensing commensal bacteria. Recently,
several studies demonstrated that commensal bacterium B.
fragilis induces IFNB among APCs to trigger systemic antiviral
responses (Erttmann et al., 2022; Stefan et al., 2020). Accord-
ingly, we discovered that select human commensal bacteria,
including B. fragilis, are capable of driving IFNB production and
PSTAT1 signaling in colonic and BMDCs. We further expand
these findings by uncovering a critical role of commensal-
induced IFN signaling to establish immune tolerance. Mecha-
nistically, we demonstrate that autocrine IFNAR signaling in
DCs is important in directing anti-inflammatory responses, as
Ifnarl~- DCs and IFNa/P neutralization studies reveal impaired
downstream Treg responses. This prompted us to investigate
whether tonic IFN induced by commensals poise DCs toward a
tolerogenic state. B. fragilis treatment of WT DCs led to increased
expression of the anti-inflammatory cytokines IL-10 and IL-27.
In contrast, B. fragilis-treated Ifnarl~/~ DCs resulted in signifi-
cantly reduced IL-27, which is known to function downstream of
IFNB signaling (Molle et al., 2007). Of particular interest is the
function of IL-27 as an immunoregulatory cytokine that induces
IL-10 production to promote the development of tolerogenic
Tregs (Yoshida and Hunter, 2015; Kim et al., 2019) and sup-
presses IL-17 producing T cells to prevent inflammation and
autoimmunity (Batten et al., 2006; Kim et al., 2019; Nguyen
et al.,, 2019). We detected significant upregulation in genes
related to IL-27-mediated signaling pathways in our single-cell
RNA sequencing of gut ISG Tregs from B. fragilis-monocolonized
mice. We also observed a corresponding increase in the proin-
flammatory cytokine IL-1B among Ifnarl~/~ DCs in response to B.
fragilis. It has been well established that excessive IL-1B leads to
the expansion of Thl7 cells (Korn et al., 2009). Several studies
have demonstrated type I IFN signaling restrains Th17 during
autoimmune inflammation and infections (Guo et al., 2008;
Prinz et al., 2008; Shinohara et al., 2008). Thus, the reduction in
IL-10 and IL-27, along with the proinflammatory shift in IFNAR-
deficient DCs, suggests commensal-derived IFN signaling is es-
sential for tolerogenic DC function and mucosal homeostasis.
Our findings indicate that type I IFN signaling is critical for
maintaining immune tolerance. Sequencing studies with mice
and human CD4" T cells reported an IFN gene signature in Tregs,
corroborating our single-cell sequencing data on gut Tregs
(Miragaia et al., 2019; Szabo et al., 2019; Sumida et al., 2022). We
identified a subpopulation of ISG Tregs expanded in B. fragilis-
monocolonized mice during intestinal colitis, enriched in ex-
pression of IFN-regulation genes (e.g., Statl, Stat2, Irf7, Irf9, Isgl5,
Uspl8). A recent study reported a population of ISG15 Tregs in
human patients where the authors suggest ISG15 is involved
in the maintenance of Treg populations during inflammatory
conditions such as systemic lupus erythematosus (Pacella et al.,
2020). Along these lines, an expansion of ISG Tregs has also been
reported during inflammation in the lung, with influenza and
COVID-19 infections (Sjaastad et al., 2022, Preprint), suggesting
the potential role of commensal microbes in limiting inflam-
mation during systemic disease. Furthermore, we observed an-
other Treg subpopulation displaying an IFN gene signature,
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denoted by its ICOS expression. ICOS* Tregs are conventionally
known for their potent induction of IL-10 and maintenance of
suppressive function (Lohning et al., 2003; Coquerelle et al.,
2009); however, upregulation of this ICOS Treg population
upon colonization with B. fragilis remained consistent during
both steady-state and colitis conditions. Our studies indicate
commensal microbes drive IFN signaling within defined subsets
of Tregs with potentially distinct roles in maintaining immune
homeostasis. Additional work is needed to uncover the func-
tion(s) of ISG Tregs and ICOS Tregs during steady-state and
inflammation, and whether these two populations exhibit
overlapping functions.

The link between the microbiota and type I IFN has been well
documented over the last decade. The specific bacterial strains
associated with IFN signaling differ among these studies. Yet, it
is important to note the effect of the microbiota is not dependent
on a single species, but rather, a diverse community of microbes
can recapitulate type I IFN responses. In investigating the in-
duction of type I IFN activity among commensal and pathogenic
bacteria, we found that pathogenic bacteria yielded significantly
higher levels of type I IFN compared with commensal microbes.
Moreover, we found a range of induction can be observed among
treatments with commensal bacteria and that B. fragilis drives
the expression of negative regulators of type I IFN signaling. Our
study here supports a model whereby commensal bacteria fine-
tune type I IFN to orchestrate immune regulation. Of note,
STATI1 and IFN signaling have been implicated in promoting
both gut homeostasis and driving intestinal inflammation (Cho
and Kelsall, 2014; Giles et al., 2017). One potential explanation
for this divergent effect may be that both type I (IFNa/f) and
type II (IFNy) IFN share many of the same signaling compo-
nents, including STATI. As such, commensal and pathogenic
microbes may signal through a distinct subset of pattern rec-
ognition receptors. In turn, this may calibrate different levels of
type I and type II IFNs that will ultimately drive either a toler-
ogenic or inflammatory immune response. While the present
study describes a system for the commensal B. fragilis to direct
immune tolerance in the gut, more broadly our findings can be
extended to general mechanisms of immune regulation medi-
ated by the microbiota. For instance, the contribution of the
microbiota to responsiveness to immune checkpoint inhibitors
(Vétizou et al., 2015; Routy et al., 2018; Matson et al., 2018; Lam
et al,, 2021) may be linked to the regulation of type I IFN sig-
naling. In line with this notion, B. fragilis has been associated
with improved response to immune checkpoint blockade in
cancer patients (Vétizou et al., 2015) —perhaps owing to its IFN-
promoting functions demonstrated here. These observations
provide strong evidence that commensal bacteria regulate host
immune response through type I IFN pathways.

Materials and methods

Mice

SPF WT C57BL/6] (Stock No. 000664), Ifnarl/~ (Stock No.
028288), Tlr2~/~ (Stock No. 004650), Tlr4~/~ (Stock No. 029015),
and B6.129-IfnB1t™ky (Stock No. 010818) were purchased from
The Jackson Laboratory. Nod2f/fl mice were obtained from
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G. Nunez (University of Michigan, Ann Arbor, MI, USA; Kim et al.,
2016) and crossed with CDllc-Cre mice (Stock No. 008068; The
Jackson Laboratory) to generate conditional knockout mice.
Mice were maintained on Cre*/~ x Cre™/~ breeding system.
11278 x CD11c-Cre mice were obtained from L-F. Lu (University
of California, San Diego, La Jolla, CA, USA). II27raf/fl x Foxp3-Cre
and x CDIlc Cre mice were obtained from B. Min (Northwestern
University, Chicago, IL, USA; Do et al., 2017). GF C57BL/6] were
bred and housed in flexible film isolators. Foxp3PcP?/IL-10Venus
were obtained from K. Honda (Keio University, Tokyo Japan;
Atarashi et al., 2013) and rederived GF.

For gnotobiotic and monocolonization experiments, 4-6-wk-
old male and female GF mice were orally gavaged with a single
dose of B. fragilis (108 CFU resuspended in sterile PBS). Mono-
colonized mice were housed in autoclaved cages with autoclaved
chow and drinking water supplemented with 100 pg/ml of
gentamicin (VetOne). B. fragilis strains used are naturally re-
sistant to gentamicin. Fresh fecal samples were collected weekly
during cage changing for plating on selective media and GF or B.
fragilis colonization status was confirmed by PCR. Mice were IP
injected with 100 pg/mouse of poly I:C (Sigma-Aldrich) and
housed for 4 h.

All procedures were performed in accordance with the
guidelines and approved protocols from the Institutional Animal
Care and Use Committee of UC San Diego.

Bacteria

B. fragilis (NCTC9343), B. vulgatus (ATCC 8482), Anaerostipes
caccae (DSMZ 14662), B. thetaiotaomicron (DSMZ 2079), Bifido-
bacterium longum (NCC 2705), Blautia producta (DSMZ 2950),
Clostridium ramosum (DSMZ 1402), and L. plantarum (DSMZ
20174) were grown in Brain Heart Infusion (BHI; Thermo Fisher
Scientific) media supplemented with 0.5 pg/ml vitamin K
(Sigma-Aldrich) and 0.5% hemin (Sigma-Aldrich) for 72 h in
anaerobic conditions at 37°C. Colonies were inoculated into BHI
broth supplemented with vitamin K and hemin to grow over-
night in anaerobic conditions (10% Ha, 10% CO,, 80% N2; Coy
Lab Products) at 37°C. Colonies were inoculated into liquid BHI-
S to grow anaerobically for 16-18 h, then subcultured and grown
to an ODgqo of 0.3 (equivalent of 2.1 x 108 CFU/ml) where cells
were then heat killed at 90°C for 40 min and used for treatment.
Escherichia coli K-12 (MG1655), Salmonella enterica serovar Ty-
phimurium (IR715), and Group B Streptococcus (NCTC 10/84)
were grown in Luria broth media, and Listeria monocytogenes
(10143S) and Staphylococcus aureus (ATCC29213) were grown in
BHI aerobically in a shaking incubator at 37°C.

Antibiotic treatment for the depletion of gut microbiota

For experiments involving depletion of gut microbiota, SPF mice
were treated with an antibiotic cocktail for 2-3 wk. Ampicillin
(1 g/L; Sigma-Aldrich), metronidazole (0.5 g/L; Thermo Fisher
Scientific), neomycin (1 g/L; Thermo Fisher Scientific), and
vancomycin (0.5 g/L; VWR) were administered in the drinking
water supplemented with 1% Kool-Aid (wt/vol) ad libitum.
Control mice were provided 1% Kool-Aid (wt/vol) drinking
water without antibiotic cocktail. Fecal samples were collected,
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plated, and incubated in aerobic and anaerobic conditions for
48-72 h to confirm depletions of gut microbiota.

DNBS colitis

SPF mice

2-3 wk prior to mouse colitis experiments, WT and Ifnarl~/~
mice were cohoused. WT and Ifnarl~/~ mice were orally gavaged
with PBS or B. fragilis (2 x 102 CFU) every other day for 1 wk
prior to DNBS (Sigma) administration. On day 7, mice were
anesthetized with isoflurane and rectal administration of
5.0-5.5% DNBS in 50% ethanol was applied through a 3.5F
catheter (Instech Solomon), as previously described (Chu et al.,
2016). Control groups received 50% ethanol (Sham). Briefly, a
flexible silicone catheter was inserted 4 cm into the colon and the
mice were held in a vertical position for at least 1 min after rectal
administration. Mice were monitored and weighed daily for a
duration of 72 h. Upon sacrifice, gut tissue was harvested and cLP
cells were isolated for further analysis.

GF and B. fragilis-monocolonized mice

4-5-wk-old female GF mice were orally gavaged with a single
dose of B. fragilis (108 CFU resuspended in sterile PBS) and col-
onized for 2 wk prior to DNBS colitis induction. GF and mono-
colonized mice were housed in autoclaved cages with autoclaved
chow and drinking water supplemented with 100 pg/ml of
gentamicin (VetOne). Mice were anesthetized with isoflurane
and rectal administration of 5.0% DNBS in 50% ethanol was
applied through a 3.5F catheter (Instech Solomon), as previously
described (Chu et al., 2016). Briefly, a flexible silicone catheter
was inserted 4 cm into the colon and the mice were held in a
vertical position for at least 1 min after rectal administration.
Upon sacrifice, gut tissue was harvested and cLP cells were
isolated for single-cell RNA sequencing.

RNA isolation and quantitative real-time RT-PCR

Cells were harvested, washed, and immediately lysed in RNA
lysis (RLT) buffer for RNA isolation using the RNeasy Mini Kit
according to the manufacturer’s protocol (Qiagen). Tissue was
harvested and placed in RNAlater (Invitrogen), homogenized,
and lysed according to the manufacturer’s protocol (Qiagen).
1 ug of RNA was reversed transcribed using SuperScript IV
Reverse Transcriptase according to the manufacturer’s protocol
(Thermo Fisher Scientific) and diluted to 10 pg/pul based on the
input concentration of total RNA. Gene-specific primers were
synthesized by Integrated DNA Technologies and sequences are
provided in Table 1. Real-time PCR was performed on cDNA
using the QuantStudio (Thermo Fisher Scientific).

Colon explant cultures

1 cm of colon was cut from tissue cleaned with 1x PBS. The tissue
was placed in 500 pl of complete RPMI 1640 (10% fetal bovine
serum, 50 U/ml penicillin, 50 pg/ml streptomycin, 2 mm
L-glutamine, 1 mm sodium pyruvate, 1 mm HEPES, non-
essential amino acids, and B-mercaptoethanol; Gibco) and cul-
tured for 18-24 h with or without stimulation with poly I:C
(Sigma-Aldrich) at 37°C and 5% CO,. Supernatant was then
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Table 1. Primers used for real-time PCR

Gene Forward (5’ » 3') Reverse (5’ = 3') Reference

Mx1 TGTGGACATTGCTACCACAGA AAGGCAGTTTGGACCATCTC Uccellini and Garcia-Sastre (2018)
Mx2 TGGCACTTCCAGTTCCTCTCA GGTTGTGAGCCTCTTGGCGG This study

Pan-Ifna CCTGAGGAA/GAGAAGAAACACAGCC GGCTCTCCAGAC/TTTCTGCTCTG Tailor et al. (2007)

Ifnb CAGCTCCAAGAAAGGACGAAC GGCAGTGTAACTCTTCTGCAT Primerbank ID: 6754304al

Ifng CCTTCTTCAGCAACAGCAAGGC GACTCCTTTTCCGCTTCCTGAG Winer et al. (2001)

Oas1 ATGGAGCACGGACTCAGGA TCACACACGACATTGACGGC Uccellini and Garcia-Sastre (2018)
Irf3 CGGAAAGAAGTGTTGCGGTTAGC CAGGCTGCTTTTGCCATTGGTG Pang et al. (2018)

Irf7 GCCAGGAGCAAGACCGTGTT TGCCCCACCACTGCCTGTA Fensterl et al. (2008)

Irf9 TAACCGCTTGCCCTGCAACT ACTTTGCCTGAGGCCAATCCTGA This study

Isg15 CTGACTGTGAGAGCAAGCAGC ACCTTTAGGTCCCAGGCCATTG This study

Ifitl CAGAAGCACACATTGAAGAA TGTAAGTAGCCAGAGGAAGG Fensterl et al. (2008)

Stat1 TCACAGTGGTTCGAGCTTCAG GCAAACGAGACATCATAGGCA Uccellini and Garcia-Sastre (2018)
I11b CAGGCAGGCAGTATCACTCATTG CCAGCAGGTTATCATCATCATCCC This study

1o GGTTGCCAAGCCTTATCGGA ACCTGCTCCACTGCCTTGC Wagage et al. (2014)

13 AAAGACAAAGCCAGAGTCCTTCAG TGGTCCTTAGCCACTCCTTCTGTG This study

1112p35 TACTAGAGAGACTTCTTCCACAACAA TCTGGTACATCTTCAAGTCCTCATAG This study

1112p40 CTCAGAAGCTAACCATCTCCTGG CACAGGTGAGGTTCACTGTTTC Liu et al. (2013)

1127p28 GGCCATGAGGCTGGATCTC AACATTTGAATCCTGCAGCCA Maroof and Kaye (2008)

I17a CTCCAGAAGGCCCTCAGACTA GGGTCTTCATTGCGGTGG Hod-Dvorai et al. (2011)

Tnfa ACGGCATGGATCTCAAAGAC GTGGGTGAGGAGCACGTAGT Okazaki et al. (2016)

Actb GCTGAGAGGGAAATCGTGCGTG CCAGGGAGGAAGAGGATGCGG Bronner et al. (2018)

collected and stored at -20°C and used for quantification of cy-
tokine secretion by ELISA.

In vitro DC:T cell coculture

Coculture of BMDCs and CD4* T cells were performed previously
described (Chu et al., 2016). Briefly, BMDCs were generated
from bone marrow progenitor cells isolated from femurs of WT
or IFNARI-deficient mice in the presence of 20 ng/ml GM-CSF
(Miltenyi) in complete RPMI 1640 (10% fetal bovine serum, 50
U/ml penicillin, 50 pg/ml streptomycin, 2 mm L-glutamine,
1 mm sodium pyruvate, 1 mm HEPES, non-essential amino acids,
and B-mercaptoethanol). BMDCs were pulsed with PBS, B.
fragilis at multiplicity of infection (MOI) of 1 or 5 for 18-24 h.
BMDCs were washed and cocultured with splenic CD4* T cells at
a ratio of 1:10 (DC:CD4+ T cells) in the presence of anti-mouse
CD3 (eBiosciences), mouse IL-2 (Peprotech), and human TGF-f
(Peprotech). Cocultures were treated with 10 ug/ml of anti-
Mouse IFNo and anti-Mouse IFNB (Leinco Technologies) every
24 h. After 3 d of coculture, supernatants were collected and
stored at -20°C for ELISAs, and cells were stained with specific
antibodies and viability dye for analysis by flow cytometry.

Flow cytometry and ELISA

Cells were stained for 30 min at 4°C with either LIVE/DEAD
fixable violet or yellow dead stain kit (Life Technologies), with
empirically titrated concentrations of the following antibodies:
PE-Cy7-conjugated anti-mouse CD4 (clone: RM4-5), PE-conjugated
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anti-human CD2 (clone: RPA-2.10), APC-conjugated anti-mouse
CD25 (clone: PC61.5), BV785-conjugated CDIic (clone: N418), PE-
Cy7-conjugated anti-mouse Siglec H (clone: eBio440c), and eF660-
conjugated anti-GFP (clone: 5F12.4). For intracellular staining, cells
were fixed and permeabilized using the Transcription Factor
Phospho Buffer Set (BD Pharmigen) according to the manu-
facturer’s protocol. Intracellular staining was performed with the
following antibodies: AlexaFluor647-conjugated anti-mouse pSTAT1
(clone: A15158B), PerCP-eF710-conjugated anti-mouse RORy (t;
clone: AFKJS-9), PE-Dazzle594-conjugated anti-mouse Tbet anti-
mouse (clone: 4B10), PE-conjugated anti-mouse IL-10 (clone:
JES5-16E3), PE-Cy7-conjugated anti-mouse IL-17 (clone: eBiol7B7),
BV785-conjugated anti-mouse IFNg (clone: XMG1.2), unconju-
gated anti-mouse ISG15 (polyclonal), APC Goat anti-mouse IgG
(clone: Poly4053), and/or FITC-conjugated anti-mouse Foxp3
(clone: FJK-16s) for 3-4 h. All antibodies were purchased from
Thermo Fisher Scientific/eBiosciences, BD, and Biolegend. Cell
acquisition was performed on FACSCelesta (BD), and data were
analyzed using FlowJo software suite (TreeStar). For ELISAs, cell
supernatants from DC or DC:T cell cocultures were collected and
measured using a commercially available kit for IL-10 (Thermo
Fisher Scientific/eBiosciences), IFNB (PBL Assay Science), and
antiviral response analytes (Biolegend).

Isolation of cells from tissues
MLNs were processed by mashing tissues through a 100-um cell
strainer (BD Falcon) to generate single-cell suspensions. Colon
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tissues were cut open longitudinally and luminal contents
were flushed with cold PBS. Colon tissues were cut into 1-cm
pieces and incubated in 10 mm dithiothreitol with gentle
shaking at 37°C for 20 min, followed by incubation in 20 mm
EDTA for 20 min. Supernatant was removed and the re-
maining tissues were incubated in 1 mg/ml Collagenase D and
0.5 mg/ml DNase I. cLP cells were filtered through a 70-pm
cell strainer and separated by 40%:80% Percoll density gra-
dient. Enrichment of CD4*, CDllc*, and Foxp3-hCD2* cells
was performed using magnetic activated cell sorting beads
(Miltenyi).

Ex vivo cultures

Lymphocytes isolated from the spleen or cLP were cultured
in complete RPMI 1640 (10% fetal bovine serum, 50 U/ml
penicillin, 50 pg/ml streptomycin, 2 mm L-glutamine, 1 mm
sodium pyruvate, 1 mm HEPES, non-essential amino acids,
and B-mercaptoethanol). Splenocytes were treated with B.
fragilis at MOI of 10. Colon cells were either untreated or
treated with 25 pg/ml recombinant mouse IFN-Bl (Bio-
legend). Supernatant was collected for ELISA and cells were
stained for flow.

Single-cell RNA sequencing

MLNs were generated and ~8,000-10,000 cells were loaded
onto a Chromium Single Cell Chip (10x Genomics), according to
the manufacturer’s protocol. mRNA was barcoded during cDNA
synthesis and pooled for Illumina sequencing. Libraries were
sequenced with an eight-base index read on a Novaseq 6000.
FASTQ files were demultiplexed and aligned to the mouse ref-
erence genome (v3.0.2; Cell Ranger 10x Genomics). Analysis was
performed using Loupe (10x Genomics). The resulting feature-
barcode matrices were analyzed with the Seurat R package
v3.1.5 (Hao et al., 2021). Cells were filtered to remove cells that
expressed <200 genes and cells with >5% expression of mito-
chondrial genes. The counts were normalized by total read count
and log-transformed. Features were counted with the “vst”
method to identify 2,000 genes from each sample that had high
variation. Each of the samples was scaled and clustered at a 0.5
resolution, and the clustering was visualized with Uniform
Manifold Approximation and Projection (UMAP). CellKB was
used to identify each cluster (Patil and Patil, 2022, Preprint). The
Treg population was subsetted and reclustered. The clusters
were identified by marker genes (Fig. S5 A). The average ex-
pression of each gene was calculated per the sample type (GF or
B. fragilis) and per cluster. Gene Ontology (GO) analysis was
performed for the genes upregulated in the B. fragilis ISG Treg
population compared with the GF ISG Treg population by con-
ducting a differential expression analysis between these two
populations and selecting the genes with a log fold change of
>0.25. This list of genes was annotated using the GO web server
using Panther (Thomas et al., 2022). The resulting xml file was
imported and analyzed with R (R Core Team, 2013). Feature
plots and violin plots were made using Seurat. The heatmap was
made by selecting the top 100 differentially expressed genes
between the GF and B. fragilis groups. Ribosomal genes were
filtered out.
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Statistical analysis

Student’s t test was used for pairwise comparisons. One-way
and two-way ANOVA with Post-hoc Tukey test were used for
comparisons among one or more groups, respectively, using the
GraphPad PRISM software. P value <0.05 was considered
significant.

Online supplemental material

Fig. S1 shows the expression of Ifnarl among GF, B. fragilis-
monocolonized, and SPF mice; proportion of CDllc* cells and
PSTAT1 expression among CDllc* cells from antibiotics treated
or untreated mice; heatmap of cytokines and chemokines among
GF and SPF mice with or without poly I:C treatment; and ex-
pression of type I IFN-related genes by quantitative RT-PCR
(QRT-PCR) from GF, B. fragilis-monocolonized, and SPF mice
with or without poly I:C treatment. Fig. S2 shows pSTATI ex-
pression among BMDCs treated with commensal or pathogenic
bacteria; IFN-B secretion measured from the supernatant of
BMDCs treated with pathogens; expression of type I IFN-related
genes by qRT-PCR among WT or Ifnarl”/~ BMDCs with or
without B. fragilis treatment. IFN-B expression from WT or
NOD2, TLR2, or TLR4 knockout BMDCs with or without B.
fragilis treatment; and secretion of IL-10 and IFNP and expres-
sion of pSTAT!I evaluated among 1127/ or [1272CPlc BMIDCs with
or without B. fragilis treatment. Fig. S3 shows expression and
secretion of both cytokines and chemokines by qRT-PCR and
ELISA, respectively, among WT and Ifnarl/~ BMDCs treated
with B. fragilis. Fig. S4 shows induction of IL-10* Tregs upon
treatment of CD4* T cell with IL-27 in vitro; expression of IL-10*
among Tregs and secretion of IL-27 among BMDCs upon treat-
ment with commensal bacteria; IL-27 production among CD4*
27raf/f or M27ra®Foxp3 T-cells co-cultured with WT or Ifnarl-/-
BMDCs treated with B. fragilis; expression of Foxp3* and pSTAT1
among Foxp3* Tregs upon antibiotic treatment of SPF mice;
expression of IL-10* among Foxp3* Tregs and CD1lc* cells upon
antibiotic treatment of SPF mice; population percentages of
Foxp3*RORgt* and IL-17A* among RORgt* T cells among Ifnari/f,
Ifnar12°Plc, and Ifnarl*Fo*P® mice gavaged with either PBS or B.
fragilis; and colon length and change in weight percentages
among DNBS induced and EtOH control GF of B. fragilis-
monocolonized mice. Fig. S5 shows UMAP projection of genes
used as markers to differentiate subpopulations of Tregs; gene
expression of Irf9, Oasla, Irf7, Oasll, Ifit3, Socsl, Statl, Isgl5, Stat2,
and Uspl8 in six clusters of Treg subpopulations; UMAP pro-
jection of single cells colored by GF and B. fragilis populations;
ISG15 production among I27ra/fl or I27ra”Foxp? CD4* T cells
cocultured with WT BMDCs untreated or treated with B. fragilis;
KEGG pathway enrichment of ICOS Tregs; UMAP of Treg sub-
populations from MLNSs of GF and B. fragilis mice during steady-
state; and relative expression of Isgl5 and Statl from CD4* T cells
from MLNs of GF and B. fragilis-monocolonized mice.

Data availability

The data are available from the corresponding author upon
reasonable request. The single-cell RNA sequencing data un-
derlying Fig. 4 are openly available in the NCBI Gene Expression
Omnibus (GEO) under accession number GSE248021.

Journal of Experimental Medicine
https://doi.org/10.1084/jem.20230063

920z Areniged 0| uoisenb Aq jpd'£900£20Z Wel/8 . L Z61/£900£2028/L/1 zZ/4pd-ajoe/wal/bio ssaidny//:dpy woy papeojumoq

12 of 15


https://doi.org/10.1084/jem.20230063

Acknowledgments
We thank members of the Chu lab for technical support and

helpful discussions, and A. Khosravi and G. Sharon for critical
reading of the manuscript. We thank Drs. Victor Nizet (Uni-
versity of California, San Diego, La Jolla, CA, USA) and Manuela
Raffatellu (University of California, San Diego, La Jolla, CA, USA)
for sharing bacterial strains and to the Flow Cytometry Core
Facility at the La Jolla Institute and Cheryl Kim for their ex-
pertise and instrument support.

This work was supported by ROO DK110534 and P30
DK120515 from the National Institute of Diabetes, Digestive and
Kidney Diseases (NIDDK), ROl A167860 from the National In-
stitute of Allergy and Infectious Diseases (NIAID), and the Chiba
University-UC San Diego Center for Mucosal Immunology, Al-
lergy and Vaccines to H. Chu; and NIAID AI108651 and AI163813
to L-F. Lu and AI125247 to B. Min. Additional support was pro-
vided to H. Chu by the Canadian Institute for Advanced Research
Humans and the Microbiome Program, The Hartwell Founda-
tion, and Japan Agency for Medical Research and Development
(JP233fa627003). M. Carrillo Terrazas was supported by T32
DK007202 (NIDDK), the National Academies of Sciences, Engi-
neering and Medicine through the Predoctoral Fellowship of the
Ford Foundation, and the Howard Hughes Medical Institute
Graduate Fellowships grant (GT15123).

Author contributions: H. Chu conceived the project and de-
signed the experiments. A. Vasquez Ayala, C-Y. Hsu, K. Matsuo,
E. Buzun, M. Carrillo Terrazas, L.R. Loomis, H-H. Lu, R.R.
Gerner, and H. Chu performed the experiments. J.H. Park and P.
Rivaud performed the single-cell analysis experiments, R.E. Oles
performed computational analyses, and A. Vasquez Ayala, K.
Matsuo, C-Y. Hsu, H-H. Lu, and H. Chu analyzed the data. M.
Thomson supported and supervised the single-cell RNA se-
quencing studies. Z. Zhang, S. Kim, L-F. Lu, and B. Min provided
key resources and technical guidance. H. Chu supervised the
project and wrote the manuscript with contributions from all
authors.

Disclosures: L.-F. Lu reported personal fees from Elixiron Im-
munotherapeutics and grants from Molecular Axiom outside the
submitted work. No other disclosures were reported.

Submitted: 10 January 2023
Revised: 5 October 2023
Accepted: 15 November 2023

References

Abt, M.C., L.C. Osborne, L.A. Monticelli, T.A. Doering, T. Alenghat, G.F.
Sonnenberg, M.A. Paley, M. Antenus, K.L. Williams, J. Erikson, et al.
2012. Commensal bacteria calibrate the activation threshold of innate
antiviral immunity. Immunity. 37:158-170. https://doi.org/10.1016/j
.immuni.2012.04.011

Aman, M.J., T. Tretter, I. Eisenbeis, G. Bug, T. Decker, W.E. Aulitzky, H.
Tilg, C. Huber, and C. Peschel. 1996. Interferon-a stimulates pro-
duction of interleukin-10 in activated CD4+ T cells and mono-
cytes. Blood. 87:4731-4736. https://doi.org/10.1182/blood.V87.11
.4731.bloodjournal87114731

Amsden, H., O. Kourko, M. Roth, and K. Gee. 2022. Antiviral activities of
interleukin-27: A partner for interferons? Front. Immunol. 13:902853.
https://doi.org/10.3389/fimmu.2022.902853

Vasquez Ayala et al.
Commensal-induced type | IFN maintains tolerance

Atarashi, K., T. Tanoue, K. Oshima, W. Suda, Y. Nagano, H. Nishikawa, S.
Fukuda, T. Saito, S. Narushima, K. Hase, et al. 2013. Treg induction by a
rationally selected mixture of Clostridia strains from the human mi-
crobiota. Nature. 500:232-236. https://doi.org/10.1038/naturel2331

Awasthi, A., Y. Carrier, ].P.S. Peron, E. Bettelli, M. Kamanaka, R.A. Flavell,
V.K. Kuchroo, M. Oukka, and H.L. Weiner. 2007. A dominant function
for interleukin 27 in generating interleukin 10-producing anti-
inflammatory T cells. Nat. Immunol. 8:1380-1389. https://doi.org/10
.1038/nil541

Batten, M., J. Li, S. Yi, N.M. Kljavin, D.M. Danilenko, S. Lucas, J. Lee, FJ. de
Sauvage, and N. Ghilardi. 2006. Interleukin 27 limits autoimmune en-
cephalomyelitis by suppressing the development of interleukin 17-
producing T cells. Nat. Immunol. 7:929-936. https://doi.org/10.1038/ni1375

Belkaid, Y., and T.W. Hand. 2014. Role of the microbiota in immunity and
inflammation. Cell. 157:121-141. https://doi.org/10.1016/j.cell.2014.03
.011

Bilsborough, J., T.C. George, A. Norment, and J.L. Viney. 2003. Mucosal
CD8a+ DC, with a plasmacytoid phenotype, induce differentiation and
support function of T cells with regulatory properties. Immunology. 108:
481-492. https://doi.org/10.1046/j.1365-2567.2003.01606.x

Boxx, G.M., and G. Cheng. 2016. The roles of type I interferon in bacterial
infection. Cell Host Microbe. 19:760-769. https://doi.org/10.1016/j.chom
.2016.05.016

Bradley, K.C., K. Finsterbusch, D. Schnepf, S. Crotta, M. Llorian, S. Davidson,
S.Y. Fuchs, P. Staeheli, and A. Wack. 2019. Microbiota-driven tonic
interferon signals in lung stromal cells protect from influenza virus
infection. Cell Rep. 28:245-256.e4. https://doi.org/10.1016/j.celrep.2019
.05.105

Bronner, D.N., F. Faber, E.E. Olsan, M.X. Byndloss, N.A. Sayed, G. Xu, W. Yoo,
D.Kim, S. Ryu, C.B. Lebrilla, and A.J. Baumler. 2018. Genetic Ablation of
Butyrate Utilization Attenuates Gastrointestinal Salmonella Disease.
Cell Host Microbe. 23:266-273.e4. https://doi.org/10.1016/j.chom.2018.01
.004

Cho, H., and B.L. Kelsall. 2014. The role of type I interferons in intestinal
infection, homeostasis, and inflammation. Immunol. Rev. 260:145-167.
https://doi.org/10.1111/imr.12195

Chu, H., A. Khosravi, I.P. Kusumawardhani, A.H.K. Kwon, A.C. Vasconcelos,
L.D. Cunha, A.E. Mayer, Y. Shen, W.-L. Wu, A. Kambal, et al. 2016.
Gene-microbiota interactions contribute to the pathogenesis of in-
flammatory bowel disease. Science. 352:1116-1120. https://doi.org/10
.1126/science.aad9948

Coquerelle, C., G. Oldenhove, V. Acolty, ]J. Denoeud, G. Vansanten, J.-M.
Verdebout, A. Mellor, J.A. Bluestone, and M. Moser. 2009. Anti-CTLA-4
treatment induces IL-10-producing ICOS+ regulatory T cells displaying
IDO-dependent anti-inflammatory properties in a mouse model of co-
litis. Gut. 58:1363-1373. https://doi.org/10.1136/gut.2008.162842

Do, J., D. Kim, S. Kim, A. Valentin-Torres, N. Dvorina, E. Jang, V. Nagarajavel,
T.M. DeSilva, X. Li, A.H. Ting, et al. 2017. Treg-specific IL-27Ra deletion
uncovers a key role for IL-27 in Treg function to control autoimmunity.
Proc. Natl. Acad. Sci. USA. 114:10190-10195. https://doi.org/10.1073/pnas
1703100114

Domizio, ].D., M.F. Gulen, F. Saidoune, V.V. Thacker, A. Yatim, K. Sharma, T.
Nass, E. Guenova, M. Schaller, C. Conrad, et al. 2022. The cGAS-STING
pathway drives type I IFN immunopathology in COVID-19. Nature. 603:
145-151. https://doi.org/10.1038/541586-022-04421-w

Erttmann, S.F., P. Swacha, K.M. Aung, B. Brindefalk, H. Jiang, A. Hartlova,
B.E. Uhlin, S.N. Wai, and N.O. Gekara. 2022. The gut microbiota prime
systemic antiviral immunity via the cGAS-STING-IFN-I axis. Immunity.
55:847-861.e10. https://doi.org/10.1016/j.immuni.2022.04.006

Fensterl, V., C.L. White, M. Yamashita, and G.C. Sen. 2008. Novel charac-
teristics of the function and induction of murine p56 family proteins.
J. Virol. 82:11045-11053. https://doi.org/10.1128/JV1.01593-08

Ganal, S.C., S.L. Sanos, C. Kallfass, K. Oberle, C. Johner, C. Kirschning, S.
Lienenklaus, S. Weiss, P. Staeheli, P. Aichele, and A. Diefenbach. 2012.
Priming of natural killer cells by nonmucosal mononuclear phagocytes
requires instructive signals from commensal microbiota. Immunity. 37:
171-186. https://doi.org/10.1016/j.immuni.2012.05.020

Giles, E.M., T.J. Sanders, N.E. McCarthy, J. Lung, M. Pathak, T.T. MacDonald,
J.O. Lindsay, and A.J. Stagg. 2017. Regulation of human intestinal T-cell
responses by type 1 interferon-STATI signaling is disrupted in in-
flammatory bowel disease. Mucosal Immunol. 10:184-193. https://doi
.org/10.1038/mi.2016.44

Guo, B, E.Y. Chang, and G. Cheng. 2008. The type I IFN induction pathway
constrains Th17-mediated autoimmune inflammation in mice. J. Clin.
Invest. 118:1680-1690. https://doi.org/10.1172/JCI33342

Journal of Experimental Medicine
https://doi.org/10.1084/jem.20230063

920z Areniged 0| uoisenb Aq jpd'£900£20Z Wel/8 . L Z61/£900£2028/L/1 zZ/4pd-ajoe/wal/bio ssaidny//:dpy woy papeojumoq

13 of 15


https://doi.org/10.1016/j.immuni.2012.04.011
https://doi.org/10.1016/j.immuni.2012.04.011
https://doi.org/10.1182/blood.V87.11.4731.bloodjournal87114731
https://doi.org/10.1182/blood.V87.11.4731.bloodjournal87114731
https://doi.org/10.3389/fimmu.2022.902853
https://doi.org/10.1038/nature12331
https://doi.org/10.1038/ni1541
https://doi.org/10.1038/ni1541
https://doi.org/10.1038/ni1375
https://doi.org/10.1016/j.cell.2014.03.011
https://doi.org/10.1016/j.cell.2014.03.011
https://doi.org/10.1046/j.1365-2567.2003.01606.x
https://doi.org/10.1016/j.chom.2016.05.016
https://doi.org/10.1016/j.chom.2016.05.016
https://doi.org/10.1016/j.celrep.2019.05.105
https://doi.org/10.1016/j.celrep.2019.05.105
https://doi.org/10.1016/j.chom.2018.01.004
https://doi.org/10.1016/j.chom.2018.01.004
https://doi.org/10.1111/imr.12195
https://doi.org/10.1126/science.aad9948
https://doi.org/10.1126/science.aad9948
https://doi.org/10.1136/gut.2008.162842
https://doi.org/10.1073/pnas.1703100114
https://doi.org/10.1073/pnas.1703100114
https://doi.org/10.1038/s41586-022-04421-w
https://doi.org/10.1016/j.immuni.2022.04.006
https://doi.org/10.1128/JVI.01593-08
https://doi.org/10.1016/j.immuni.2012.05.020
https://doi.org/10.1038/mi.2016.44
https://doi.org/10.1038/mi.2016.44
https://doi.org/10.1172/JCI33342
https://doi.org/10.1084/jem.20230063

Hao, Y., S. Hao, E. Andersen-Nissen, W.M. Mauck III, S. Zheng, A. Butler, M.J.
Lee, AJ. Wilk, C. Darby, M. Zager, et al. 2021. Integrated analysis of
multimodal single-cell data. Cell. 184:3573-3587.e29. https://doi.org/10
.1016/j.cell.2021.04.048

Hod-Dvorai, R., E. Jacob, Y. Boyko, and O. Avni. 2011. The binding activity of
Mel-18 at the I117a promoter is regulated by the integrated signals of the
TCR and polarizing cytokines. Eur. ]. Immunol. 41:2424-2435. https://doi
.0rg/10.1002/¢ji.201141620

Honda, K., S. Sakaguchi, C. Nakajima, A. Watanabe, H. Yanai, M. Matsumoto,
T. Ohteki, T. Kaisho, A. Takaoka, S. Akira, et al. 2003. Selective con-
tribution of IFN-a/p signaling to the maturation of dendritic cells in-
duced by double-stranded RNA or viral infection. Proc. Natl. Acad. Sci.
USA. 100:10872-10877. https://doi.org/10.1073/pnas.1934678100

Hooper, L.V., D.R. Littman, and A.J. Macpherson. 2012. Interactions between
the microbiota and the immune system. Science. 336:1268-1273. https://
doi.org/10.1126/science.1223490

Ivashkiv, L.B., and L.T. Donlin. 2014. Regulation of type I interferon re-
sponses. Nat. Rev. Immunol. 14:36-49. https://doi.org/10.1038/nri3581

Jostins, L., S. Ripke, R.K. Weersma, R.H. Duerr, D.P. McGovern, K.Y. Hui, J.C.
Lee, L.P. Schumm, Y. Sharma, C.A. Anderson, et al. 2012. Host-microbe
interactions have shaped the genetic architecture of inflammatory
bowel disease. Nature. 491:119-124. https://doi.org/10.1038/naturel1582

Katakura, K., ]. Lee, D. Rachmilewitz, G. Li, L. Eckmann, and E. Raz. 2005.
Toll-like receptor 9-induced type I IFN protects mice from experimental
colitis. J. Clin. Invest. 115:695-702. https://doi.org/10.1172/JC122996

Kawano, Y., O. Zavidij, ]. Park, M. Moschetta, K. Kokubun, T.H. Mouhieddine,
S. Manier, Y. Mishima, N. Murakami, M. Bustoros, et al. 2018. Blocking
IFNARI inhibits multiple myeloma-driven Treg expansion and immu-
nosuppression. J. Clin. Invest. 128:2487-2499. https://doi.org/10.1172/
JCI88169

Kawashima, T., A. Kosaka, H. Yan, Z. Guo, R. Uchiyama, R. Fukui, D. Kaneko,
Y. Kumagai, D.-J. You, J. Carreras, et al. 2013. Double-stranded RNA of
intestinal commensal but not pathogenic bacteria triggers production of
protective interferon-B. Immunity. 38:1187-1197. https://doi.org/10
.1016/j.immuni.2013.02.024

Kim, D., Y.-G. Kim, S.-U. Seo, D.-]. Kim, N. Kamada, D. Prescott, M. Cha-
maillard, D.J. Philpott, P. Rosenstiel, N. Inohara, and G. Nuilez. 2016.
Nod2-mediated recognition of the microbiota is critical for mucosal
adjuvant activity of cholera toxin. Nat. Med. 22:524-530. https://doi
.org/10.1038/nm.4075

Kim, D., H.T. Le, Q.T. Nguyen, S. Kim, J. Lee, and B. Min. 2019. Cutting edge:
IL-27 attenuates autoimmune neuroinflammation via regulatory T cell/
lag3-dependent but IL-10-independent mechanisms in vivo. J. Immunol.
202:1680-1685. https://doi.org/10.4049/jimmunol.1800898

Kole, A., ]. He, A. Rivollier, D.D. Silveira, K. Kitamura, K.J. Maloy, and B.L.
Kelsall. 2013. Type I IFNs regulate effector and regulatory T cell accu-
mulation and anti-inflammatory cytokine production during T cell-
mediated colitis. J. Immunol. 191:2771-2779. https://doi.org/10.4049/
jimmunol.1301093

Korn, T., E. Bettelli, M. Oukka, and V.K. Kuchroo. 2009. IL-17 and Thi7 cells.
Annu. Rev. Immunol. 27:485-517. https://doi.org/10.1146/annurev
.immunol.021908.132710

Lam, K.C., R.E. Araya, A. Huang, Q. Chen, M. Di Modica, R.R. Rodrigues, A.
Lopés, S.B. Johnson, B. Schwarz, E. Bohrnsen, et al. 2021. Microbiota
triggers STING-type I IFN-dependent monocyte reprogramming of the
tumor microenvironment. Cell. 184:5338-5356.e21. https://doi.org/10
.1016/j.cell.2021.09.019

Lee, AJ., and A.A. Ashkar. 2018. The dual nature of type I and type II in-
terferons. Front. Immunol. 9:2061. https://doi.org/10.3389/fimmu.2018
.02061

Lee, S.E,, X. Li, J.C.K. Kim, J. Lee, ].M. Gonzalez-Navajas, S.H. Hong, I.K. Park,
J.H. Rhee, and E. Raz. 2012. Type I interferons maintain Foxp3 ex-
pression and T-regulatory cell functions under inflammatory con-
ditions in mice. Gastroenterology. 143:145-154. https://doi.org/10.1053/j
.gastro.2012.03.042

Levings, M.K., R. Sangregorio, F. Galbiati, S. Squadrone, R. de Waal Malefyt,
and M.G. Roncarolo. 2001. IFN-a and IL-10 induce the differentiation of
human type 1 T regulatory cells. J. Immunol. 166:5530-5539. https://doi
.org/10.4049/jimmunol.166.9.5530

Liu, B., N. Zhang, Z. Liu, Y. Fu, S. Feng, S. Wang, Y. Cao, D. Li, D. Liang, F. Li,
et al. 2013. RP105 involved in activation of mouse macrophages via
TLR2 and TLR4 signaling. Mol. Cell. Biochem. 378:183-193. https://doi
.org/10.1007/s11010-013-1609-7

Lohning, M., A. Hutloff, T. Kallinich, H.W. Mages, K. Bonhagen, A. Radbruch,
E. Hamelmann, and R.A. Kroczek. 2003. Expression of ICOS in vivo

Vasquez Ayala et al.
Commensal-induced type | IFN maintains tolerance

defines CD4+ effector T cells with high inflammatory potential and a
strong bias for secretion of interleukin 10. J. Exp. Med. 197:181-193.
https://doi.org/10.1084/jem.20020632

Ma, H., C. Lu, J. Ziegler, A. Liu, A. Sepulveda, H. Okada, S. Lentzsch, and M.Y.
Mapara. 2011. Absence of Statl in donor CD4* T cells promotes the ex-
pansion of Tregs and reduces graft-versus-host disease in mice. J. Clin.
Tnvest. 121:2554-2569. https://doi.org/10.1172/JCI43706

Maroof, A., and P.M. Kaye. 2008. Temporal regulation of interleukin-12p70
(IL-12p70) and IL-12-related cytokines in splenic dendritic cell subsets
during Leishmania donovani infection. Infect. Immun. 76:239-249.
https://doi.org/10.1128/iai.00643-07

Matson, V., J. Fessler, R. Bao, T. Chongsuwat, Y. Zha, M.-L. Alegre, ].]J. Luke,
and T.F. Gajewski. 2018. The commensal microbiome is associated with
anti-PD-1 efficacy in metastatic melanoma patients. Science. 359:
104-108. https://doi.org/10.1126/science.aa03290

McFarland, A.P., R. Savan, S. Wagage, A. Addison, K. Ramakrishnan, M.
Karwan, T. Duong, and H.A. Young. 201l. Localized delivery of
interferon-B by Lactobacillus exacerbates experimental colitis. PLoS
One. 6:16967. https://doi.org/10.1371/journal.pone.0016967

McNab, F., K. Mayer-Barber, A. Sher, A. Wack, and A. O’'Garra. 2015. Type I
interferons in infectious disease. Nat. Rev. Immunol. 15:87-103. https://
doi.org/10.1038/nri3787

Miragaia, R.J., T. Gomes, A. Chomka, L. Jardine, A. Riedel, A.N. Hegazy, N.
Whibley, A. Tucci, X. Chen, I. Lindeman, et al. 2019. Single-cell tran-
scriptomics of regulatory T cells reveals trajectories of tissue adapta-
tion. Immunity. 50:493-504.e7. https://doi.org/10.1016/j.immuni.2019
.01.001

Molle, C., M. Nguyen, V. Flamand, ]. Renneson, F. Trottein, D. De Wit, F.
Willems, M. Goldman, and S. Goriely. 2007. IL-27 synthesis induced by
TLR ligation critically depends on IFN regulatory factor 3. J. Immunol.
178:7607-7615. https://doi.org/10.4049/jimmunol.178.12.7607

Nakahashi-Oda, C., K.G.S. Udayanga, Y. Nakamura, Y. Nakazawa, N. Totsuka,
H. Miki, S. Iino, S. Tahara-Hanaoka, S. Honda, K. Shibuya, and A.
Shibuya. 2016. Apoptotic epithelial cells control the abundance of Treg
cells at barrier surfaces. Nat. Immunol. 17:441-450. https://doi.org/10
.1038/ni.3345

Nguyen, Q.T., E. Jang, H.T. Le, S. Kim, D. Kim, N. Dvorina, M.A. Aronica,
W.M. Baldwin III, K. Asosingh, S. Comhair, and B. Min. 2019. IL-27
targets Foxp3+ Tregs to mediate antiinflammatory functions during
experimental allergic airway inflammation. JCI Insight. 4:123216. https://
doi.org/10.1172/jci.insight.123216

Okazaki, R., T. Doi, K. Hayakawa, K. Morioka, O. Imamura, K. Takishima, M.
Hamanoue, Y. Sawada, M. Nagao, S. Tanaka, and T. Ogata. 2016. The
crucial role of Erk2 in demyelinating inflammation in the central ner-
vous system. J. Neuroinflammation. 13:235. https://doi.org/10.1186/
512974-016-0690-8

Pacella, I, F.R. Spinelli, M. Severa, E. Timperi, G. Tucci, M. Zagaglioni, F.
Ceccarelli, F. Rizzo, E.M. Coccia, R.S. Patel, et al. 2020. ISG15 protects
human Tregs from interferon alpha-induced contraction in a cell-
intrinsic fashion. Clin. Transl. Immunology. 9:e1221. https://doi.org/10
.1002/cti2.1221

Pang, Z., R.D. Junkins, R. Raudonis, A.J. MacNeil, C. McCormick, Z. Cheng,
and T.-J. Lin. 2018. Regulator of calcineurin 1 differentially regulates
TLR-dependent MyD88 and TRIF signaling pathways. PLoS One. 13:
€0197491. https://doi.org/10.1371/journal.pone.0197491

Patil, A., and A. Patil. 2022. CellKb immune: A manually curated database of
mammalian hematopoietic marker gene sets for rapid cell type iden-
tification. bioRxiv. https://doi.org/10.1101/2020.12.01.389890 (Preprint
posted February 13, 2022).

Pot, C., H. Jin, A. Awasthi, S.M. Liu, C.-Y. Lai, R. Madan, A.H. Sharpe, C.L.
Karp, S.-C. Miaw, I.-C. Ho, and V.K. Kuchroo. 2009. Cutting edge: IL-27
induces the transcription factor c-Maf, cytokine IL-21, and the cos-
timulatory receptor ICOS that coordinately act together to promote
differentiation of IL-10-producing Trl cells. J. Immunol. 183:797-801.
https://doi.org/10.4049/jimmunol.0901233

Prinz, M., H. Schmidt, A. Mildner, K.P. Knobeloch, U.K. Hanisch, J. Raasch, D.
Merkler, C. Detje, I. Gutcher, J. Mages, et al. 2008. Distinct and non-
redundant in vivo functions of IFNAR on myeloid cells limit autoim-
munity in the central nervous system. Immunity. 28:675-686. https://
doi.org/10.1016/j.immuni.2008.03.011

R Core Team 2013. R: A Language and Environment for Statistical Computing.
R Foundation for Statistical Computing, Vienna, Austria.

Rescigno, M., and A. Di Sabatino. 2009. Dendritic cells in intestinal homeo-
stasis and disease. J. Clin. Invest. 119:2441-2450. https://doi.org/10.1172/
JCI39134

Journal of Experimental Medicine
https://doi.org/10.1084/jem.20230063

920z Areniged 0| uoisenb Aq jpd'£900£20Z Wel/8 . L Z61/£900£2028/L/1 zZ/4pd-ajoe/wal/bio ssaidny//:dpy woy papeojumoq

14 of 15


https://doi.org/10.1016/j.cell.2021.04.048
https://doi.org/10.1016/j.cell.2021.04.048
https://doi.org/10.1002/eji.201141620
https://doi.org/10.1002/eji.201141620
https://doi.org/10.1073/pnas.1934678100
https://doi.org/10.1126/science.1223490
https://doi.org/10.1126/science.1223490
https://doi.org/10.1038/nri3581
https://doi.org/10.1038/nature11582
https://doi.org/10.1172/JCI22996
https://doi.org/10.1172/JCI88169
https://doi.org/10.1172/JCI88169
https://doi.org/10.1016/j.immuni.2013.02.024
https://doi.org/10.1016/j.immuni.2013.02.024
https://doi.org/10.1038/nm.4075
https://doi.org/10.1038/nm.4075
https://doi.org/10.4049/jimmunol.1800898
https://doi.org/10.4049/jimmunol.1301093
https://doi.org/10.4049/jimmunol.1301093
https://doi.org/10.1146/annurev.immunol.021908.132710
https://doi.org/10.1146/annurev.immunol.021908.132710
https://doi.org/10.1016/j.cell.2021.09.019
https://doi.org/10.1016/j.cell.2021.09.019
https://doi.org/10.3389/fimmu.2018.02061
https://doi.org/10.3389/fimmu.2018.02061
https://doi.org/10.1053/j.gastro.2012.03.042
https://doi.org/10.1053/j.gastro.2012.03.042
https://doi.org/10.4049/jimmunol.166.9.5530
https://doi.org/10.4049/jimmunol.166.9.5530
https://doi.org/10.1007/s11010-013-1609-7
https://doi.org/10.1007/s11010-013-1609-7
https://doi.org/10.1084/jem.20020632
https://doi.org/10.1172/JCI43706
https://doi.org/10.1128/iai.00643-07
https://doi.org/10.1126/science.aao3290
https://doi.org/10.1371/journal.pone.0016967
https://doi.org/10.1038/nri3787
https://doi.org/10.1038/nri3787
https://doi.org/10.1016/j.immuni.2019.01.001
https://doi.org/10.1016/j.immuni.2019.01.001
https://doi.org/10.4049/jimmunol.178.12.7607
https://doi.org/10.1038/ni.3345
https://doi.org/10.1038/ni.3345
https://doi.org/10.1172/jci.insight.123216
https://doi.org/10.1172/jci.insight.123216
https://doi.org/10.1186/s12974-016-0690-8
https://doi.org/10.1186/s12974-016-0690-8
https://doi.org/10.1002/cti2.1221
https://doi.org/10.1002/cti2.1221
https://doi.org/10.1371/journal.pone.0197491
https://doi.org/10.1101/2020.12.01.389890
https://doi.org/10.4049/jimmunol.0901233
https://doi.org/10.1016/j.immuni.2008.03.011
https://doi.org/10.1016/j.immuni.2008.03.011
https://doi.org/10.1172/JCI39134
https://doi.org/10.1172/JCI39134
https://doi.org/10.1084/jem.20230063

Round, J.L., S.M. Lee, J. Li, G. Tran, B. Jabri, T.A. Chatila, and S.K. Mazmanian.
2011. The Toll-like receptor 2 pathway establishes colonization by a
commensal of the human microbiota. Science. 332:974-977. https://doi
.org/10.1126/science.1206095

Routy, B., E. Le Chatelier, L. Derosa, C.P.M. Duong, M.T. Alou, R. Daillére, A.
Fluckiger, M. Messaoudene, C. Rauber, M.P. Roberti, et al. 2018. Gut
microbiome influences efficacy of PD-1-based immunotherapy against
epithelial tumors. Science. 359:91-97. https://doi.org/10.1126/science
.aan3706

Schaupp, L., S. Muth, L. Rogell, M. Kofoed-Branzk, F. Melchior, S. Lie-
nenklaus, S.C. Ganal-Vonarburg, M. Klein, F. Guendel, T. Hain, et al.
2020. Microbiota-induced type I interferons instruct a poised basal
state of dendritic cells. Cell. 181:1080-1096.e19. https://doi.org/10.1016/j
.cell.2020.04.022

Schoggins, ].W. 2019. Interferon-stimulated genes: What do they all do? Annu.
Rev. Virol. 6:567-584. https://doi.org/10.1146/annurev-virology-092818
-015756

Schoggins, J.W., S.J. Wilson, M. Panis, M.Y. Murphy, C.T. Jones, P. Bieniasz,
and C.M. Rice. 2011. A diverse range of gene products are effectors of
the type I interferon antiviral response. Nature. 472:481-485. https://doi
.org/10.1038/nature09907

Shen, Y., M.L. Giardino Torchia, G.W. Lawson, C.L. Karp, ].D. Ashwell, and
S.K. Mazmanian. 2012. Outer membrane vesicles of a human com-
mensal mediate immune regulation and disease protection. Cell Host
Microbe. 12:509-520. https://doi.org/10.1016/j.chom.2012.08.004

Shinohara, M.L., J.-H. Kim, V.A. Garcia, and H. Cantor. 2008. Engagement of
the type I interferon receptor on dendritic cells inhibits T helper 17 cell
development: Role of intracellular osteopontin. Immunity. 29:68-78.
https://doi.org/10.1016/j.immuni.2008.05.008

Simmons, D.P., P.A. Wearsch, D.H. Canaday, H.J. Meyerson, Y.C. Liu, Y.
Wang, W.H. Boom, and C.V. Harding. 2012. Type I IFN drives a dis-
tinctive dendritic cell maturation phenotype that allows continued class
II MHC synthesis and antigen processing. J. Immunol. 188:3116-3126.
https://doi.org/10.4049/jimmunol.1101313

Sjaastad, L.E., D.L. Owen, S. Joo, T.P. Knutson, C.H. O’Connor, B. McCluskey,
R.S. LaRue, R.A. Langlois, and M.A. Farrar. 2022. Influenza infection
recruits distinct waves of regulatory T cells to the lung that limit lung
resident IgA+ B cells. bioRxiv. https://doi.org/10.1101/2022.09.19.508325
(Preprint posted September 19, 2022).

Sonnenburg, J.L., C.T.L. Chen, and ].I. Gordon. 2006. Genomic and metabolic
studies of the impact of probiotics on a model gut symbiont and host.
PLoS Biol. 4:e413. https://doi.org/10.1371/journal.pbio.0040413

Srivastava, S., L.K. Koch, and D.J. Campbell. 2014a. IFNoR signaling in ef-
fector but not regulatory T cells is required for immune dysregulation
during type I IFN-dependent inflammatory disease. J. Immunol. 193:
2733-2742. https://doi.org/10.4049/jimmunol.1401039

Srivastava, S., M.A. Koch, M. Pepper, and D.J. Campbell. 2014b. Type I in-
terferons directly inhibit regulatory T cells to allow optimal antiviral
T cell responses during acute LCMV infection. J. Exp. Med. 211:961-974.
https://doi.org/10.1084/jem.20131556

Steed, A.L., G.P. Christophi, G.E. Kaiko, L. Sun, V.M. Goodwin, U. Jain, E.
Esaulova, M.N. Artyomov, D.J. Morales, M.]J. Holtzman, et al. 2017. The
microbial metabolite desaminotyrosine protects from influenza
through type I interferon. Science. 357:498-502. https://doi.org/10.1126/
science.aam5336

Stefan, K.L., M.V. Kim, A. Iwasaki, and D.L. Kasper. 2020. Commensal mi-
crobiota modulation of natural resistance to virus infection. Cell. 183:
1312-1324.e10. https://doi.org/10.1016/j.cell.2020.10.047

Stewart, C.A., H. Metheny, N. lida, L. Smith, M. Hanson, F. Steinhagen, R.M.
Leighty, A. Roers, CL. Karp, W. Miiller, and G. Trinchieri. 2013.
Interferon-dependent IL-10 production by Tregs limits tumor Thl7 in-
flammation. J. Clin. Invest. 123:4859-4874. https://doi.org/10.1172/JCI65180

Stumbhofer, J.S., J.S. Silver, A. Laurence, P.M. Porrett, T.H. Harris, L.A. Turka,
M. Ernst, C.J.M. Saris, ].J. O’Shea, and C.A. Hunter. 2007. Interleukins
27 and 6 induce STAT3-mediated T cell production of interleukin 10.
Nat. Immunol. 8:1363-1371. https://doi.org/10.1038/ni1537

Sumida, T.S., S. Dulberg, J.C. Schupp, M.R. Lincoln, H.A. Stillwell, P.-P. Axisa,
M. Comi, A. Unterman, N. Kaminski, A. Madi, et al. 2022. Type I in-
terferon transcriptional network regulates expression of coinhibitory
receptors in human T cells. Nat. Immunol. 23:632-642. https://doi.org/
10.1038/541590-022-01152-y

Vasquez Ayala et al.
Commensal-induced type | IFN maintains tolerance

Szabo, P.A., H.M. Levitin, M. Miron, M.E. Snyder, T. Senda, J. Yuan, Y.L.
Cheng, E.C. Bush, P. Dogra, P. Thapa, et al. 2019. Single-cell tran-
scriptomics of human T cells reveals tissue and activation signatures in
health and disease. Nat. Commun. 10:4706. https://doi.org/10.1038/
541467-019-12464-3

Tailor, P., T. Tamura, H.]. Kong, T. Kubota, M. Kubota, P. Borghi, L. Gabriele,
and K. Ozato. 2007. The feedback phase of type I interferon induction in
dendritic cells requires interferon regulatory factor 8. Immunity. 27:
228-239. https://doi.org/10.1016/j.immuni.2007.06.009

Teijaro, J.R., C. Ng, A.M. Lee, B.M. Sullivan, K.C.F. Sheehan, M. Welch, R.D.
Schreiber, J.C. de la Torre, and M.B.A. Oldstone. 2013. Persistent LCMV
infection is controlled by blockade of type I interferon signaling. Science.
340:207-211. https://doi.org/10.1126/science.1235214

Thomas, P.D., D. Ebert, A. Muruganujan, T. Mushayahama, L.-P. Albou, and
H. Mi. 2022. PANTHER: Making genome-scale phylogenetics accessible
to all. Protein Sci. 31:8-22. https://doi.org/10.1002/pro.4218

Toshchakov, V., B.W. Jones, P.-Y. Perera, K. Thomas, M.]. Cody, S. Zhang,
B.R.G. Williams, J. Major, T.A. Hamilton, M.J. Fenton, and S.N. Vogel.
2002. TLR4, but not TLR2, mediates IFN-B-induced STAT1a/B-depen-
dent gene expression in macrophages. Nat. Immunol. 3:392-398. https://
doi.org/10.1038/ni774

Trinchieri, G. 2010. Type I interferon: Friend or foe? J. Exp. Med. 207:
2053-2063. https://doi.org/10.1084/jem.20101664

Uccellini, M.B., and A. Garcia-Sastre. 2018. ISRE-Reporter Mouse Reveals
High Basal and Induced Type I IFN Responses in Inflammatory Mono-
cytes. Cell Rep. 25:2784-2796.e3. https://doi.org/10.1016/j.celrep.2018.11
.030

Vétizou, M., .M. Pitt, R. Daillére, P. Lepage, N. Waldschmitt, C. Flament, S.
Rusakiewicz, B. Routy, M.P. Roberti, C.P.M. Duong, et al. 2015. Anti-
cancer immunotherapy by CTLA-4 blockade relies on the gut micro-
biota. Science. 350:1079-1084. https://doi.org/10.1126/science.aad1329

Wagage, S., B. John, B.L. Krock, A.O. Hall, L.M. Randall, C.L. Karp, M.C. Si-
mon, and C.A. Hunter. 2014. The aryl hydrocarbon receptor promotes
IL-10 production by NK cells. J. Immunol. 192:1661-1670. https://doi.org/
10.4049/jimmunol.1300497

Wilson, E.B., D.H. Yamada, H. Elsaesser, ]. Herskovitz, J. Deng, G. Cheng, B.J.
Aronow, C.L. Karp, and D.G. Brooks. 2013. Blockade of chronic type I
interferon signaling to control persistent LCMV infection. Science. 340:
202-207. https://doi.org/10.1126/science.1235208

Winer, S., I. Astsaturov, R. Cheung, L. Gunaratnam, V. Kubiak, M.A. Cortez,
M. Moscarello, P.W. O’Connor, C. McKerlie, D.J. Becker, and H.-M.
Dosch. 2001. Type I diabetes and multiple sclerosis patients target islet
plus central nervous system autoantigens; nonimmunized nonobese
diabetic mice can develop autoimmune encephalitis. J. Immunol. 166:
2831-2841. https://doi.org/10.4049/jimmunol.166.4.2831

Winkler, E.S., S. Shrihari, B.L. Hykes Jr, S.A. Handley, P.S. Andhey, Y.S.
Huang, A. Swain, L. Droit, KK. Chebrolu, M. Mack, et al. 2020. The
intestinal microbiome restricts alphavirus infection and dissemination
through a bile acid-type I IFN signaling Axis. Cell. 182:901-918.e18.
https://doi.org/10.1016/j.cell.2020.06.029

Wirusanti, N.I., M.T. Baldridge, and V.C. Harris. 2022. Microbiota regulation
of viral infections through interferon signaling. Trends Microbiol. 30:
778-792. https://doi.org/10.1016/}.tim.2022.01.007

Yamamoto, M., R. Yamaguchi, K. Munakata, K. Takashima, M. Nishiyama, K.
Hioki, Y. Ohnishi, M. Nagasaki, S. Imoto, S. Miyano, et al. 2012. A
microarray analysis of gnotobiotic mice indicating that microbial ex-
posure during the neonatal period plays an essential role in immune
system development. BMIC Genomics. 13:335. https://doi.org/10.1186/1471
-2164-13-335

Yang, X.-L., G. Wang, J.-Y. Xie, H. Li, S.-X. Chen, W. Liu, and S.J. Zhu. 2021
The intestinal microbiome primes host innate immunity against enteric
virus systemic infection through type I interferon. MBio. 12:e00366-€21.
https://doi.org/10.1128/mBi0.00366-21

Yoshida, H., and C.A. Hunter. 2015. The immunobiology of interleukin-27.
Annu. Rev. Immunol. 33:417-443. https://doi.org/10.1146/annurev
-immunol-032414-112134

Zhang, H., A. Madi, N. Yosef, N. Chihara, A. Awasthi, C. Pot, C. Lambden, A.
Srivastava, P.R. Burkett, J. Nyman, et al. 2020. An IL-27-driven tran-
scriptional network identifies regulators of IL-10 expression across T
helper cell subsets. Cell Rep. 33:108433. https://doi.org/10.1016/j.celrep
.2020.108433

Journal of Experimental Medicine
https://doi.org/10.1084/jem.20230063

920z Areniged 0| uoisenb Aq jpd'£900£20Z Wel/8 . L Z61/£900£2028/L/1 zZ/4pd-ajoe/wal/bio ssaidny//:dpy woy papeojumoq

15 of 15


https://doi.org/10.1126/science.1206095
https://doi.org/10.1126/science.1206095
https://doi.org/10.1126/science.aan3706
https://doi.org/10.1126/science.aan3706
https://doi.org/10.1016/j.cell.2020.04.022
https://doi.org/10.1016/j.cell.2020.04.022
https://doi.org/10.1146/annurev-virology-092818-015756
https://doi.org/10.1146/annurev-virology-092818-015756
https://doi.org/10.1038/nature09907
https://doi.org/10.1038/nature09907
https://doi.org/10.1016/j.chom.2012.08.004
https://doi.org/10.1016/j.immuni.2008.05.008
https://doi.org/10.4049/jimmunol.1101313
https://doi.org/10.1101/2022.09.19.508325
https://doi.org/10.1371/journal.pbio.0040413
https://doi.org/10.4049/jimmunol.1401039
https://doi.org/10.1084/jem.20131556
https://doi.org/10.1126/science.aam5336
https://doi.org/10.1126/science.aam5336
https://doi.org/10.1016/j.cell.2020.10.047
https://doi.org/10.1172/JCI65180
https://doi.org/10.1038/ni1537
https://doi.org/10.1038/s41590-022-01152-y
https://doi.org/10.1038/s41590-022-01152-y
https://doi.org/10.1038/s41467-019-12464-3
https://doi.org/10.1038/s41467-019-12464-3
https://doi.org/10.1016/j.immuni.2007.06.009
https://doi.org/10.1126/science.1235214
https://doi.org/10.1002/pro.4218
https://doi.org/10.1038/ni774
https://doi.org/10.1038/ni774
https://doi.org/10.1084/jem.20101664
https://doi.org/10.1016/j.celrep.2018.11.030
https://doi.org/10.1016/j.celrep.2018.11.030
https://doi.org/10.1126/science.aad1329
https://doi.org/10.4049/jimmunol.1300497
https://doi.org/10.4049/jimmunol.1300497
https://doi.org/10.1126/science.1235208
https://doi.org/10.4049/jimmunol.166.4.2831
https://doi.org/10.1016/j.cell.2020.06.029
https://doi.org/10.1016/j.tim.2022.01.007
https://doi.org/10.1186/1471-2164-13-335
https://doi.org/10.1186/1471-2164-13-335
https://doi.org/10.1128/mBio.00366-21
https://doi.org/10.1146/annurev-immunol-032414-112134
https://doi.org/10.1146/annurev-immunol-032414-112134
https://doi.org/10.1016/j.celrep.2020.108433
https://doi.org/10.1016/j.celrep.2020.108433
https://doi.org/10.1084/jem.20230063

Supplemental material

>
)

Ifnar1 Ifnar1 S
= 1.57 ns ns 8 1.5+ ns ns 25+ 5 800+ &
e o ‘® —~ 204 [ ] — 50
n o %] o WL 6004 oY O
173 ° X
ol m e T Biof I .
£ S X == 5 o = 4004 ¢
) ° i = i ... e 400
o i ) | E T O =
© o
ool & 0.0+ ol— . 0 .
GF Bf SPF - plC - plC - ANMV - ANMV
GF SPF
D Cytokines Chemokines
2500
_ 9000
GF
2000
pIC 6000
1500
3000
SPF 1000
plC
pg/mi pg/ml
IFN-a IFN-8 IFN-y IL-18 TNF-a IL-6 IL-10 KC IP-10 RANTES
E F G |
Mx1 Irf3 Oas1 Isg15 Irf9
p =006 * i
.5 500 —. .5 10 o % .S 300 ® -5 10
3400 e g 8 ® gzoo § 8
S 300 e S 6 S S 6
o ® 5 . o i
2 2100 ® g 4
g, g ‘ s : -
[0} [ ] (0] [0}
T 4 E 5
—piE —pig —plG PlC —pIE —piC Pl —plS —pIC B CEb o CPIE —pIG —pIC
GF Bf SPF GF Bf SPF GF Bf SPF GF Bf SPF GF Bf SPF

Figure S1.  Gut microbiota are required for the maintenance of type I IFN responses. (A) Colon tissue from GF, B. fragilis-monocolonized (Bf), or SPF mice
were harvested and analyzed for expression of Ifnarl by qRT-PCR relative to B-actin. (B) GF or SPF mice were injected (IP) with 100 pg/mouse poly I:C (pIC) and
colon tissues were harvested after 4 h after injection. Gene expression for Ifnarl was measured by qRT-PCR relative to B-actin. (C) SPF WT C57BL/6 mice were
treated with an antibiotic cocktail consisting of ampicillin, metronidazole, neomycin, and vancomycin (ANMV) supplemented with glucose for 2-3 wk, and cLP
lymphocytes were isolated and analyzed by flow cytometry to visualize proportions of cLP CD11c* cells and pSTAT1 MFI among CD11c* cells. (D) GF and SPF
splenocytes were treated with 2 pg/ml pIC for 18 h. Supernatant was collected to measure cytokine and chemokine secretion by multiplex ELISA. (E-1) GF, Bf,
and SPF mice were injected (IP) with 100 pg/mouse pIC and colon tissues were harvested after 4 h after injection. Gene expression relative to B-actin for (E)
Mx1, (F) Irf3, (G) Oasl, (H) Isg15, and (1) Irf9 was measured. Each point represents a single mouse. Data are representative of two experiments. Statistical
significance was determined by two-way ANOVA. P < 0.05 (*), P < 0.01 (**), P < 0.001 (***), and P < 0.0001 (****).
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Figure S2. DC-signaling pathways mediate tonic type | IFN and tolerogenic cytokine responses. (A) BMDCs from WT SPF mice were treated with B.
fragilis (Bf), B. thetaiotaomicron (Bt), B. vulgatus (Bv), L. plantarum (Lp), A. caccae (Ac), B. producta (Bp), and C. ramosum (Cr) for 18 h. Cells were stained and
pSTAT1 among CD1lc* DCs were analyzed by flow cytometry. (B-C) BMDCs from WT SPF mice were treated with E. coli (Ec), S. enterica serovar Typhimurium
(STm), Group B Streptococcus (GBS), and L. monocytogenes (Lm) for 18 h and (B) cells were stained and pSTAT1 among CD11c* DCs was analyzed by flow
cytometry and (C) supernatant was collected and measured for IFNB by ELISA. (D-G) WT and IFNAR1-deficient BMDCs were pulsed with Bf for 18 h. Cells were
harvested and analyzed by qRT-PCR for expression of (D) Oas1, (E) Mx2, (F) Irf3, and (G) Irf9. (H) BMDCs from Nod2/" and Nod22CP1e mice were treated with Bf
or 100 ng/ml of muramyl dipeptide for 18 h, and supernatants from BMDC cultures were collected and IFNB secretion was measured by ELISA. (I) BMDCs from
WT and Tlr2-/~ mice were treated with Bf or 100 ng/ml of Pam3CSK4 (PAM) for 18 h, and supernatants from BMDC cultures were collected and IFN secretion
was measured by ELISA. (J) BMDCs from WT and TIr4~/~ mice were treated with Bf or 100 ng/ml of LPS for 18 h, and supernatants from BMDC cultures were
collected and IFNB secretion was measured by ELISA. (K-M) BMDCs from 1127V and 1[272°P1¢ mice were treated with Bf for 18 h. (K) Supernatants from
BMDC cultures were collected and IL-10 secretion was measured by ELISA. (L) Cells were stained for pSTAT1 and analyzed by flow cytometry. (M) Super-
natants from BMDC cultures were collected and IFN secretion was measured by ELISA. Data are representative of two experiments. Statistical analysis was
determined by unpaired t test and two-way ANOVA. P < 0.05 (*), P < 0.01 (**), P < 0.001 (***), and P < 0.0001 (****).
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Figure S3. IFNAR signaling in DCs is required for B. fragilis-induced immune responses. WT and IFNAR1-deficient BMDCs were pulsed with B. fragilis for
18 h. (A, C, and D) Cells were harvested and analyzed by qRT-PCR for expression of (A) Ifng, (C) Il6, and (D) Tnfa relative to B-actin. (B and E-H) Supernatant
from BMDC cultures were collected and protein secretion was measured for (B) IFNy, (E) TNF-a, (F) RANTES, (G) CXCL1, and (H) IP-10 by ELISA. Data are
representative of two experiments. Statistical significance was determined by two-way ANOVA. P < 0.01 (**), P < 0.001 (***), and P < 0.0001 (****).
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Figure S4. Type I IFN signaling facilitates commensal-induced Treg responses. (A) WT BMDCs were untreated (-) or treated with IL-27 (50 ng/ml)
cocultured with WT T cells and then stained and analyzed by flow cytometry for IL-10 production among Foxp3* Tregs. (B) WT BMDCs were cocultured with
WT T-cells with or without B. fragilis (Bf), B. thetaiotaomicron (Bt), B. vulgatus (Bv), L. plantarum (Lp), A. caccae (Ac), B. producta (Bp), and C. ramosum (Cr)
treatment for 72 h. Cells were then stained to visualize IL-10* Foxp3* Tregs by flow cytometry. (C) WT BMDCs were pulsed with Bf, Bt, By, Lp, Ac, Bp, and Cr
for 18 h. Supernatant was collected and measured for IL-27 production by ELISA. (D) WT and IFNAR1-deficient BMDCs were untreated (-) or treated with Bf
cocultured with 127ra/% or 127ra®FoxP3 CD4* T cells. Supernatant was collected and measured for IL-27 by ELISA. (E-G) SPF WT C57BL/6 mice were treated
with an antibiotic cocktail consisting of ampicillin, metronidazole, neomycin, and vancomycin (ANMV) supplemented with glucose for 2-3 wk, and cLP
lymphocytes were isolated and analyzed by flow cytometry to visualize proportions of (E) Foxp3* among CD4* T cells and pSTAT1 MFI among Foxp3* CD4*
T-cells, (F) IL-10* among Foxp3* CD4* T cells, and (G) IL-10* among cLP CD11c* cells. Each point represents a single mouse. (H and 1) Ifnar1f, [fnar1A<P1e, and
Ifnar14FoxP3 mice were gavaged with either PBS or Bf for 2 wk and proportions of (H) CD4* Foxp3* RORgt" Tregs and (I) RORgt" IL-17A* cells were assessed by
flow cytometry. (J) 4-6-wk-old female GF Foxp3"“2/IL-10Venus mice were orally gavaged with a single dose of Bf (108 CFU resuspended in sterile PBS). 2 wk
later mice were subjected to 5% DNBS colitis or EtOH control for 3 d, and colon length and change in weight percentage were recorded. Data are representative
of at least two independent experiments. Statistical analysis was determined by unpaired t test and two-way ANOVA. P < 0.05 (*), P < 0.01 (**), P < 0.001
(***), and P < 0.0001 (****).
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Figure S5. Colonization with B. fragilis promotes intestinal ISG Treg responses. 4-6-wk-old female GF Foxp3"“P2/IL-10Ve"“s mice were orally gavaged
with a single dose of B. fragilis (Bf; 108 CFU resuspended in sterile PBS). 2 wk later, mice were subjected to 5% DNBS colitis for 3 d and MLNs were harvested,
and single suspensions were prepared. CD4*hCD2* cells were enriched and subjected to single-cell RNA sequence analysis. (A) UMAP projection of genes used
as markers to differentiate subpopulations of Tregs. (B) Gene expression of Irf9, Oasla, Irf7, Oasll, Ifit3, Socs, Stat], Isg15, Stat2, and UspI8 in six clusters of Treg
subpopulations: ISG Treg, cTreg, Treg, naive Treg eTreg, and ICOS Treg of GF and Bf mice. (C) UMAP projection of single cells colored by GF and Bf populations.
(D) WT BMDCs were untreated (~) or treated with Bf cocultured with 1127ra®® or [127ra®FP3 CD4* T cells. Cells were stained and analyzed by flow cytometry
for 1SG15-producing Foxp3* Tregs. (E) KEGG pathway enrichment of ICOS Tregs. (F) UMAP of Treg subpopulations from MLNs of GF and Bf mice during steady-
state. (G and H) MLN CD4* T cells were isolated from GF and Bf-monocolonized mice. Relative expression of (G) Isg15 and (H) Stat1 relative to B-actin was
evaluated by qRT-PCR. Each point represents a single mouse. Data are representative of at least two independent experiments. Statistical analysis was
determined by unpaired t test and two-way ANOVA. P < 0.05 (*), P < 0.001 (***), and P < 0.0001 (****).
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