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Paneth cells are intestinal epithelial cells that release antimicrobial
peptides, such as α-defensin as part of host defense. Together
with mesenchymal cells, Paneth cells provide niche factors for epi-
thelial stem cell homeostasis. Here, we report two subtypes of
murine Paneth cells, differentiated by their production and utiliza-
tion of fucosyltransferase 2 (Fut2), which regulates α(1,2)fucosyla-
tion to create cohabitation niches for commensal bacteria and
prevent invasion of the intestine by pathogenic bacteria. The
majority of Fut22 Paneth cells were localized in the duodenum,
whereas the majority of Fut2+ Paneth cells were in the ileum.
Fut2+ Paneth cells showed higher granularity and structural com-
plexity than did Fut22 Paneth cells, suggesting that Fut2+ Paneth
cells are involved in host defense. Signaling by the commensal bac-
teria, together with interleukin 22 (IL-22), induced the develop-
ment of Fut2+ Paneth cells. IL-22 was found to affect the
α-defensin secretion system via modulation of Fut2 expression,
and IL-17a was found to increase the production of α-defensin in
the intestinal tract. Thus, these intestinal cytokines regulate the
development and function of Fut2+ Paneth cells as part of gut
defense.

Paneth cell j α-defensin j fucosyltransferase 2 j IL-22 j IL-17a

The intestinal epithelium contains various types of epithe-
lial cell, some of which use α(1,2)fucosylation to create

cohabitation niches for commensal bacteria such as Bacter-
oides and prevent pathogenic bacterial invasion (1–4).
α(1,2)fucosylation by intestinal epithelial cells is regulated by
the enzymes fucosyltransferase 1 and 2 (Fut1 and Fut2) (5).
Fut1 is expressed constitutively, whereas Fut2 expression is
induced by external stimuli, such as signals from commensal
bacteria (5).

In our previous study, we detected α(1,2)fucose in the
columnar epithelial cells of villus epithelium and in crypts of
the small intestinal mucosa (2), which is where Paneth cells
preferentially localize (6). Adjacent to Paneth cells are epithe-
lial stem cells that express the stem cell–specific marker Lgr5
(7). When Paneth cell–associated mediators such as Wnt3a are
supplied in the culture medium, Lgr5+ stem cells form three-
dimensional organoids containing intestinal epithelial cells (8).

Nonepithelial cells, such as mesenchymal cells, also provide
Wnt signals to epithelial stem cells (9).

Paneth cells produce granules containing α-defensin and
other antimicrobial peptides as part of host defense (10–12).
Defective granule formation or reduced secretion of α-defensin
in the gut lumen can lead to dysbiosis or aggravation of gastro-
intestinal disorders, such as severe terminal ileitis and colitis
(13). A recent study profiling the types of epithelial cell in the
small intestine has suggested that Paneth cells can be separated
into different subsets, reflecting the various environments
within the intestinal tract (14). However, little is known about
the mechanism of differentiation, regulation, and function of
these Paneth cell subsets.

Here, we examined α(1,2)fucosylation in Paneth cells and
found two Paneth cell subtypes based on their production and
utilization of Fut2. Compared with Fut2� Paneth cells, Fut2+
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as part of gut defense.
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Paneth cells were found to produce many mature
α-defensin–rich granules, from which α-defensin is secreted to
the ileum. Also, we found that interleukin 22 (IL-22) and
IL-17a regulated Fut2+ Paneth cell development and the pro-
duction of α-defensin in the gastrointestinal tract.

Results
Existence of Fut2+ and Fut22 Paneth Cell Subsets. First, we exam-
ined α(1,2)fucose localization by staining wild-type (WT) mouse
ileum and duodenum with Ulex europaeus agglutinin-1 (UEA-1),
a lectin that reacts specifically with α(1,2)fucose (15). As reported
previously (2), ileal, but not duodenal, villus epithelium was posi-
tive for α(1,2)fucose production (Fig. 1A). However, ileal and
duodenal crypt regions were both positive for α(1,2)fucose
production (Fig. 1A). Also, as reported previously (2), in
Fut2LacZ/LacZ mice [Fut2-deficient mice; α(1,2)fucose produced by
Fut1 only (5, 16)], complete loss of α(1,2)fucose production was
observed in ileal villus epithelial cells but not in ileal crypt cells
(Fig. 1A). In contrast, in Fut1LacZ/LacZ mice [Fut1-deficient mice;
α(1,2)fucose produced by Fut2 only (5, 16)], total loss of
α(1,2)fucose production was observed in duodenal crypt cells but
not in ileal crypt cells (Fig. 1A). These results suggest that
α(1,2)fucosylation in duodenal crypt epithelial cells is mediated by
Fut1 not by Fut2, whereas that in ileal crypt epithelial cells is
mediated by both Fut1 and Fut2.

To examine whether α(1,2)fucosylation in Paneth cells is Fut1
and/or Fut2 dependent, tissue sections of ileal crypt were stained

with anti-lysozyme antibody [a Paneth cell marker (10)], UEA-1,
and anti–E-cadherin antibody to label the plasma membrane (17).
In both WTand Fut2-deficient mice, the whole Paneth cell popu-
lation was positive for α(1,2)fucose production (Fig. 1B). How-
ever, in Fut1-deficient mice, the ileal crypts contained a mixture
of α(1,2)fucose-positive and -negative Paneth cells (Fig. 1B).

We then counted the total number of Paneth cells and the
number of α(1,2)fucosylated Paneth cells per ileal crypt in WT,
Fut2-deficient, and Fut1-deficient mice (Fig. 1C). The total
number of Paneth cells per ileal crypt in Fut2-deficient mice
and Fut1-deficient mice was comparable with that in WT mice.
However, Fut1-deficient mice had a significantly lower number
of α(1,2)fucosylated Paneth cells per crypt compared with that
in WT mice (P < 0.001). To confirm these findings, we used
flow cytometry to examine the CD45� CD24int side scatter
(SSC)high cell fraction, which is a known Paneth cell–rich popu-
lation (18) (Fig. 1 D and E). In the ileal crypts of WT mice
(Fut2+/+; Paneth cells producing both Fut1 and Fut2) and Fut2-
deficient mice (Fut2�/�; Paneth cells producing only Fut1), this
cell fraction contained mostly α(1,2)fucose-positive cells, and
no significant differences in population sizes were observed
when compared with the WT population (Fig. 1D). However,
in Fut1-deficient mice (Fut1�/�; Paneth cells producing only
Fut2), there was a tendency for this fraction to contain fewer
α(1,2)fucose-positive cells compared with that in WT mice
(Fut1+/+) (P = 0.0937) (Fig. 1E).

Together, these results suggest that α(1,2)fucose is produced
in all Paneth cells by Fut1 but that in some Paneth cells it is

Fig. 1. Paneth cells are divided into two subtypes: Fut2+ and Fut2� Paneth cells. (A) Sections of ileum and duodenum of WT, Fut2-deficient, and Fut1-
deficient mice were stained with UEA-1 (red) and DAPI (counterstain; blue). Crypt regions are indicated with green boxes. (Scale bars, 50 μm.) Data are
representative of three independent experiments. (B) Sections of ileum of WT, Fut2-deficient, and Fut1-deficient mice were stained with UEA-1 (red),
anti-lysozyme antibody (green), DAPI (counterstain; blue), and anti–E-cadherin antibody (plasma membrane; yellow). Red arrows, lysozyme+ UEA-1+ cells;
white arrows, lysozyme+ UEA-1� cells; and white dotted lines delineate crypts. (Scale bars, 10 μm.) Data are representative of three independent experi-
ments. (C) Numbers of lysozyme+ UEA-1+ cells and lysozyme+ UEA-1� cells per crypt were counted in 49 ileal crypts pooled from nine WT mice, 40 ileal
crypts pooled from eight Fut2-deficient mice, and 23 ileal crypts pooled from three Fut1-deficient mice. Data are presented as mean ± SD. n.s., not signifi-
cant, ***P < 0.001, Student’s t test. (D and E) Flow cytometric analysis of ileal crypt epithelial cells from Fut2-deficient (Fut2�/�) and WT (Fut2+/+) mice (D)
and Fut1-deficient (Fut1�/�) and WT (Fut1+/+) mice (E). The UEA-1+ (fucosylated) Paneth cell–rich fraction is indicated by the black boxes. Mean percent-
age of the fucosylated, Paneth cell–rich population is shown. P values by Student’s t test are shown. (F) Fut2 promoter activity was examined by X-gal
staining. Sections of ileum from Fut2LacZ/+ mice were stained with anti-lysozyme antibody (red), and Fut2 promoter activity (i.e., β-gal derived from the
LacZ gene) was detected as a blue color. Red arrows, Paneth cells expressing Fut2 and white arrows, Paneth cells not expressing Fut2. The dotted lines
delineate crypts. (Scale bar, 20 μm.) Data are representative of three independent experiments.
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also produced by Fut2. In situ X-gal staining confirmed that
Fut2 was expressed in ileal Paneth cells (Fig. 1F). Thus, we con-
cluded that Paneth cells can be divided into Fut2+ and Fut2�

subsets.

Distinct Biological Characteristics of Fut2+ and Fut22 Paneth Cells.
To confirm the localization of Fut2+ and Fut2� Paneth cells, we
examined the duodenal and ileal crypts of Fut1-deficient mice.
Ileal crypts contained significantly more α(1,2)fucosylated Pan-
eth cells than did duodenal crypts (P < 0.001; Fig. 2 A and B),
suggesting that Fut2+ Paneth cells are preferentially observed
in ileal crypts, and Fut2� Paneth cells are preferentially
observed in duodenal crypts.

Next, we examined the functional differences between Fut2+

and Fut2� Paneth cells. First, we examined the granule size of
these Paneth cell subsets in ileum and found it to be compara-
ble between Fut2+ and Fut2� Paneth cells (Fig. 2C). Then, we
conducted a flow cytometric analysis using Fut1-deficient mice
and the fluorescent probe Zinpyr-1, which reacts with Paneth
cell granules (19); Zinpyr-1+ UEA-1+ cells were classified as
Fut2+ Paneth cells, and Zinpyr-1+ UEA-1� cells were classified
as Fut2� Paneth cells (SI Appendix, Fig. S1). Although the for-
ward scatter (FSC)-H profile was comparable between the two
cell types, Fut2+ Paneth cells had a significantly higher side
scatter height (SSC-H) profile than did Fut2� Paneth cells (P <
0.05; Fig. 2D). SSC represents the granularity and structural
complexity inside cells, and FSC represents cell size (20), sug-
gesting that although both cell types have comparable cell and
granule sizes, Fut2+ cells produce more granules and, there-
fore, more antimicrobial molecules than Fut2� Paneth cells.

To further examine the differences between Fut2+ and Fut2�

Paneth cells, we conducted a transcriptomics analysis. Highly

purified Fut2+ and Fut2� Paneth cell populations were isolated
from the ileum of Fut1-deficient mice (SI Appendix, Fig. S1).
Differentially Expressed Gene analysis (21) revealed 821 genes
whose expression differed by at least twofold between the two
cell populations. Representative genes are shown in SI
Appendix, Table S1. The results of a Kyoto Encyclopedia of
Genes and Genomes (KEGG) analysis (22) of each gene group
are shown in Fig. 2E. Briefly, genes related to the carbohydrate
metabolism (e.g., Hkdc1, Lct, Mgam, Sis, and Enpp3) and secre-
tion systems (e.g., Cftr and Clca1) were up-regulated in Fut2+

Paneth cells (Fig. 2E and SI Appendix, Table S1). When we
sorted the genes with more than a twofold difference in expres-
sion by expression volume (defined as the geometric mean of
two groups’ expression level) (23), the top five genes were Pigr,
Tff3, Defa26, Rn45s, and Guca2a (Fig. 2F). Pigr was highly
expressed in Fut2+ Paneth cells (SI Appendix, Table S1). These
results suggest that there are differences in the biological roles
of ileal Fut2+ and Fut2� Paneth cells.

Fut2-Mediated α(1,2)Fucosylation Requires Both Commensal
Microbial Signals and IL-22. Based on our finding that Fut2+ Pan-
eth cells were preferentially localized in the ileum rather than
the duodenum (Fig. 2 A and B) and the fact that the ileum has
a larger bacterial load than the duodenum (23), we examined
whether the commensal microbiota influences the differentia-
tion of Fut2+ Paneth cells. We treated Fut1-deficient mice with
an antibiotic mixture containing ampicillin, vancomycin, neomy-
cin, and metronidazole and found that this treatment eradi-
cated Fut2-mediated α(1,2)fucosylation in Paneth cells (Fig.
3A). We then repeated the experiment, but after the initial anti-
biotic treatment, the mice were rehoused to allow bacterial
recolonization. We found that bacterial recolonization resulted

Fig. 2. Characterization of Fut2+ and Fut2� Paneth cells. (A) Sections of duodenum and ileum from Fut1-deficient mice were stained with UEA-1 (red),
anti-lysozyme antibody (green), and DAPI (counterstain; blue). Red arrows, lysozyme+ UEA-1+ cells; white arrow, lysozyme+ UEA-1� cell; and white dotted
lines delineate crypts. (Scale bars, 20 μm.) Data are representative of three independent experiments. (B) The numbers of lysozyme+ UEA-1+ cells and
lysozyme+ UEA-1� cells per crypt were counted in 48 duodenal and 39 ileal crypts pooled from four Fut1-deficient mice. Data are presented as mean ± SD
***P < 0.001, Student’s t test. (C) The granule area in ileal Fut2+ and Fut2� Paneth cells was measured in 10 crypts per mouse with the ImageJ software.
Data are presented as mean ± SD (n = 8 Fut2LacZ/+ mice per group). n.s., not significant, Student’s t test. (D) SSC-H and FSC-H profiles of ileal Fut2+ and
Fut2� Paneth cells detected by using the fluorescent probe Zinpyr-1 and UEA-1 (see SI Appendix, Fig. S1 for the gating strategy). Data are presented as
mean ± SD (n = 6 Fut1LacZ/LacZ mice per group). *P < 0.05, n.s., not significant, Student’s t test. (E) Enrichment pathway heatmap obtained from a KEGG
analysis. The heatmap shows, from left to right, genes with at least twofold different (jfcj ≥ 2) expression between Fut2+ and Fut2� Paneth cells; genes
that are highly expressed in Fut2�, but not Fut2+, Paneth cells; and genes that are highly expressed in Fut2+, but not Fut2�, Paneth cells. P values were
obtained using the modified Fisher’s exact test. Blue colored boxes mean P values. Empty boxes mean that there is not matched gene. (F) Volume plot
analysis of the genes examined in the transcriptomics analysis. Blue dots indicate the genes with at least twofold different (jfcj ≥ 2) expression between
Fut2+ and Fut2� Paneth cells. Red dots indicate the five genes with the highest expression volumes among those with jfcj ≥ 2.
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in recovery of Fut2-mediated α(1,2)fucosylation (Fig. 3A).
These results were confirmed by flow cytometric analysis (Fig.
3B). Together, these findings suggest that the commensal
microbiota induces Fut2-mediated α(1,2)fucosylation of ileal
Paneth cells.

We and another group have reported that Fut2-mediated
α(1,2)fucosylation is regulated by IL-22 (2–4). IL-22 is also an
important cytokine for the growth of organoids derived from
intestinal crypts (24). Therefore, we speculated that the IL-22
signaling pathway induces development and maturation of
Fut2+ Paneth cells. To examine this hypothesis, we generated
mice deficient in both Fut1 and IL-22 and subjected them to
microscopic and flow cytometric analyses. These analyses
showed that whereas Fut1-deficient mice had at least several
α(1,2)fucosylated Paneth cells per crypt, the double-deficient
mice had no α(1,2)fucosylated Paneth cells in their crypts (Fig.
3 C and D). These findings suggest that the differentiation of
Fut2+ Paneth cells and the production of α(1,2)fucose via Fut2
in Paneth cells are regulated in a IL-22–dependent manner. To
examine whether IL-22 directly induces the production of
α(1,2)fucose by Fut2 in Paneth cells, we used organoids derived
from the duodenum of Fut1-deficient mice, which contain few

or no Fut2+ Paneth cells (Figs. 1A and 2 A and B). Organoids
were cultured with recombinant mouse IL-22 (mIL-22) for 2 d.
Microscopic analysis showed that control organoids did not
harbor Paneth cells containing α(1,2)fucose, whereas those
treated with any of the concentrations of mIL-22 tested (1, 10,
and 100 ng/mL) did (Fig. 3E). mIL-22 also up-regulated the
expressions of Fut2 and Lyz1; Lyz1 encodes lysozyme, a marker
of Paneth cells (10) (SI Appendix, Fig. S2). Next, to examine
whether IL-22 is involved in the regulation of Paneth cell devel-
opment, we compared the number of Paneth cells per ileal
crypt in IL-22–deficient and WT mice. IL-22–deficient mice
had fewer Paneth cells in their ileum compared with that in
WT mice (SI Appendix, Fig. S3), suggesting that IL-22 is part of
the regulatory machinery underlying the development of Pan-
eth cells. Taken together, these findings suggest that IL-22 reg-
ulates the development of Fut2+ Paneth cells as well as the
induction of Fut2-mediated α(1,2)fucosylation.

Loss of IL-22 Signaling Reduces the Fut2+ Paneth Cell Population,
Decreasing α-Defensin in the Intestinal Lumen. Because our in
vivo and in vitro findings suggested that IL-22 plays a critical
role in the regulation of Fut2+ Paneth cell development (Fig. 3

Fig. 3. Commensal bacteria and IL-22 induce differentiation of Fut2+ Paneth cells. (A and C) Sections of untreated, antibiotic mixture–treated, and bacte-
rial recolonized ileum isolated from Fut1-deficient mice (A) or ileum from Fut1-deficient mice and Fut1/IL-22-double–deficient mice (C) were stained with
UEA-1 (red), anti-lysozyme antibody (green), and DAPI (counterstain; blue). Red arrows indicate lysozyme+ UEA-1+ cells (Fut2+ Paneth cells); white arrows
indicate lysozyme+ UEA-1� cells (Fut2� Paneth cells); and white dotted lines delineate crypts. (Scale bars, 20 μm.) Three to five crypts per mouse were
observed. One to two mice per group were used. Data are representative of three independent experiments. The numbers of Fut2+ Paneth cells and
Fut2� Paneth cells per crypt were counted. The data were pooled from four Fut1-deficient mice and five Fut1/IL-22-double–deficient mice. ***P < 0.001,
Student’s t test. (B and D) Flow cytometric analysis of crypt epithelial cells isolated from ileum of untreated, antibiotic mixture–treated, bacterial recolon-
ized, Fut1-deficient mice (B) and whole small intestine from Fut1-deficient mice and Fut1/IL-22-double–deficient mice (D). The UEA-1+ (fucosylated) Pan-
eth cell–rich fraction is indicated with black boxes. Mean percentage of the fucosylated, Paneth cell–rich population is shown. **P < 0.01, ***P < 0.001,
Student’s t test. (E) Organoids derived from duodenum of Fut1-deficient mice were treated with the indicated concentrations of recombinant murine
IL-22 for 2 d. Samples were stained with UEA-1 (red), anti-lysozyme antibody (green), DAPI (counterstain; blue), and anti–E-cadherin antibody (plasma
membrane; yellow). Red arrows, lysozyme+ UEA-1+ cells and white arrows, lysozyme+ UEA-1� cells. (Scale bars, 50 μm.) Organoids were derived from one
mouse per experiment. Three to four organoids per experiment were observed. Data are representative of three independent experiments.
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C–E and SI Appendix, Figs. S2 and S3), we next examined
whether IL-22 is also involved in the regulation of α-defensin
secretion by Paneth cells. When we measured α-defensin con-
centration in the feces of IL-22–deficient mice and WT mice by
using an enzyme-linked immunosorbent assay (ELISA) (25),
fecal α-defensin concentration was significantly lower in the
IL-22–deficient mice compared with that in the WT mice (P <
0.01; Fig. 4A). However, the Paneth cell granules in the
IL-22–deficient mice still contained α-defensin (SI Appendix,
Fig. S4A), suggesting that IL-22 does not regulate α-defensin
production. These results also suggest that the observed reduc-
tion in the amount of α-defensin in the feces of IL-22–deficient
mice (Fig. 4A) is partially due to the loss of the development of
Fut2+ Paneth cells (Fig. 3 C and D and SI Appendix, Fig. S3),
which we found to harbor a high density of granules containing
antimicrobial peptides, such as α-defensin (Fig. 2D).

To determine the role of Fut2-induced α(1,2)fucose in Fut2+

Paneth cells, we analyzed Fut2-deficient mice and found that
their Paneth cells had larger granules compared with those of
WT mice (P < 0.01; Fig. 4B). A previous report has shown that
abnormally shaped or sized Paneth cell granules can disrupt
degranulation (26–28). Therefore, we measured the fecal
α-defensin concentration in Fut2-deficient mice and found that
it was significantly decreased compared with that in controls
(Fut2+/+ and Fut2+/� mice) (P < 0.05; Fig. 4C). However, our
results also demonstrated that the Paneth cell granules of Fut2-
deficient mice still contained α-defensin, as detected by immu-
nofluorescent staining (SI Appendix, Fig. S4B). To examine the
relationship between Fut1-induced α(1,2)fucose and Paneth
cell degranulation, we also examined the amount of fecal
α-defensin in Fut1-deficient mice and found that the concentra-
tions were comparable between Fut1-deficient mice and WT
mice (Fig. 4D). Together, these findings suggest that Fut2, but
not Fut1, is involved in Paneth cell degranulation but not in the
production of granules containing α-defensin.

Because the gut microbiota influences the development and
function of epithelial cells, including Paneth cells (29), we per-
formed a fecal microbiota transfer (FMT) experiment to examine
whether changes of the gut microbiota in IL-22–deficient mice
(30) and Fut2-deficient mice (2) resulted in changes in the fecal
concentration of α-defensin. Donor feces were obtained from
IL-22–deficient mice or Fut2-deficient mice or their littermate
WT mice and then administered orally to C57BL/6J mice that
had had their microbiota abolished by pretreatment with antibiot-
ics. The amount of α-defensin in the feces of mice that received
feces from IL-22–deficient mice was comparable with that in the
feces of mice that received feces from WT mice (Fig. 4E and SI
Appendix, Fig. S5). Similarly, the amount of α-defensin in the
feces of mice that received feces from Fut2-deficient mice was
comparable with that in the feces of mice that received feces from
WT mice, except for at 3 wk after FMT (Fig. 4E and SI Appendix,
Fig. S5). We also examined the effects of the microbiota on the
size of Paneth cell granules and number of Paneth cells in the
crypt regions of FMT mice. No significant differences were
observed between the FMT mice that received feces from WT
mice and those that received feces from Fut2-deficient mice (SI
Appendix, Fig. S6), and the numbers of Paneth cells per crypt
were comparable between FMT mice that received feces from
IL-22–deficient mice or WT mice (SI Appendix, Fig. S7), suggest-
ing that changes in the microbiota do not affect Paneth cell gran-
ule size or the number of Paneth cells. Together, these results sug-
gest that the amount of fecal α-defensin is not influenced by the
microbiota in these gene-deficient mice and that IL-22– and
Fut2-induced α(1,2)fucosylation may directly regulate the function
of Paneth cells.

Building on our finding that IL-22 plays a direct role in the
development of Fut2+ Paneth cells (Fig. 3), we next examined
whether IL-22 also influences granule secretion by Paneth cells.

To do this, we treated intestinal organoids derived from WT
mice with recombinant IL-22 for 2 d and found that IL-22 sig-
nificantly increased the concentration of α-defensin in the cul-
ture medium (Fig. 4F). To further examine the direct effect of
IL-22 on the regulation of α-defensin granule secretion by
Fut2+ Paneth cells, granule secretion was visualized and quanti-
fied as described previously (31); these experiments were con-
ducted ex vivo, which allowed us to exclude the effects of the
gut microbiota. Organoids treated with IL-22 showed greater
granule secretion from Paneth cells compared with untreated
organoids (Fig. 4G and Video S1). Together with our other
observations showing that IL-22 induces Fut2 expression (SI
Appendix, Fig. S2) and that Fut2-deficient mice had less
α-defensin in their feces compared with that in the feces of con-
trols (Fig. 4C), these present findings suggest that
IL-22–mediated Fut2 is associated with the Paneth cell secre-
tion mechanism. To further examine this association, we iso-
lated ileal crypts from WT mice and Fut2-deficient mice and
then used those crypts to obtain organoids; we found signifi-
cantly less granule secretion in organoids from Fut2-deficient
mice compared with that in organoids from WT mice (Fig. 4H
and Video S2). Together, these results show that a lack of Fut2-
induced α(1,2)fucosylation, not changes in the microbiota, is
responsible for the observed decrease of α-defensin in Fut2-
deficient mice. These results also demonstrate that IL-22
affects Fut2+ Paneth cell α-defensin secretion system via con-
trol of Fut2 expression.

IL-17a Regulates the Amount of α-Defensin Produced by Paneth
Cells. Fut2+ Paneth cells were detected by using UEA-1 lectin
in Fut1-deficient mice (Figs. 1 and 2). To elucidate the involve-
ment of the other cytokines in the governance of Fut2+ Paneth
cells, Fut1/Rag1–double-deficient mice, which lack adaptive
immune cells, including T and B cells (32), were generated and
examined. These double-deficient mice were found to possess
Fut2+ Paneth cells (SI Appendix, Fig. S8A). Rag1-deficient mice
possessed ileal Paneth cells with mature granules containing
α-defensin (SI Appendix, Fig. S8 B and C); however, the feces
of these mice contained less α-defensin than did the feces of
WT mice (P < 0.05; Fig. 5A). Transmission electron microscopy
of crypt epithelial cells revealed greater expansion of rough
endoplasmic reticulum cisternae stacks in the Paneth cells of
Rag1-deficient mice compared with that in the Paneth cells of
WT mice, although the Paneth cells of Rag1-deficient mice still
possessed electron-dense secretory granules and ribosomes (SI
Appendix, Fig. S9). We also noted significantly increased num-
bers of Paneth cells with irregularly expanded, rough endoplas-
mic reticulum cisternae stacks, a typical microarchitecture of
abnormal Paneth cells (26–28), in the Rag1-deficient mice com-
pared with in the WT mice (P < 0.01; SI Appendix, Fig. S9).
These findings support our notion that the adaptive immune
pathway is involved in the control of the α-defensin granule
secretion machinery. Further supporting data were obtained
from an analysis of the expression of Rab family genes, which
are known to regulate the membrane trafficking of proteins
(33). Among the Rab family genes involved in exocytic events,
the expressions of Rab1b, Rab8a, and Rab37, but not of Rab3d,
Rab26, or Rab27a, were significantly down-regulated in the ileal
crypts of Rag1-deficient mice compared with that in WT mice
(P < 0.001 to 0.01; SI Appendix, Fig. S10). Together, these
results indicate that the adaptive immune pathway regulates
the protein transport of α-defensin in Fut2+ Paneth cells.

To elucidate whether T cell cytokines are involved in
α-defensin production by Fut2+ Paneth cells, we examined the
role of IFN-γ, which is produced mainly by type-1 T helper
(Th1) cells (34) and is known to trigger granule release by Pan-
eth cells (35) (SI Appendix, Fig. S11). When enteroid cultures
were exposed to IFN-γ, α-defensin production was elevated
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(SI Appendix, Fig. S11); however, fecal α-defensin was compa-
rable or increased in IFN-γ–deficient mice compared with that
in WT mice (P < 0.05; Fig. 5B). This discrepancy between our
in vitro and in vivo data suggests that another T cell cytokine
regulates α-defensin production by Paneth cells. We therefore
examined the involvement of IL-17a in α-defensin production
by Paneth cells, because IL-17a produced by Th17 cells has
been shown to play a critical role in the regulation of the gut
immune system (36). We found that the expression of IL-17a
was significantly higher in ileal lamina propria cells than in duo-
denal lamina propria cells; thus, IL-17a expression was higher
in the location of Fut2+ Paneth cells (SI Appendix, Fig. S12).

We also found that IL-17a–deficient mice had a significantly
lower amount of α-defensin in their feces compared with that
in the feces of WT mice (P < 0.001; Fig. 5C). Together, our
data suggest that IL-17a and potentially others are involved in
the regulation of the amount of α-defensin produced in the gut.

Discussion
Here, we examined the murine Paneth cell population and found
that it comprises two subsets: Fut2+ and Fut2� Paneth cells (Fig.
1). Although the cell and granule sizes were comparable between
the two subtypes, Fut2+ Paneth cells were characterized by a

Fig. 4. IL-22 regulates the amount of α-defensin in the intestinal lumen. (A, C, D, and E) α-defensin concentration in the feces of WT (n = 45) and
IL-22–deficient mice (n = 20) (A), control mice (Fut2+/+ and Fut2+/� mice) (n = 10) and Fut2-deficient mice (n = 14) (C), WT mice (n = 15) and Fut1-
deficient mice (n = 16) (D), and FMT mice that received WT feces (n = 5) or IL-22–deficient feces (n = 5) and WT feces (n = 5) or Fut2-deficient feces (n =
5) (E), as measured by ELISA. Data are presented as mean ± SD **P < 0.01, *P < 0.05, n.s., not significant, Student’s t test. (B) Sections of ileum from WT
mice (n = 5) and Fut2-deficient mice (n = 5) were subjected to hematoxylin and eosin staining to detect Paneth cell granules. (Scale bars, 20 μm.) A total
of 10 crypts per mouse were examined, and Paneth cell granule area was measured with the ImageJ software. Representative images are shown. Data
are presented as mean ± SD **P < 0.01, Student’s t test. (F) α-defensin concentration in the intestinal organoid culture medium was measured by ELISA.
Intestinal organoids derived from WT mice were treated with 1 ng/mL recombinant IL-22 for 2 d, and granule secretion was induced by 5 ng/mL recombi-
nant IFN-γ. Four samples per group were analyzed. Data are presented as mean ± SD; ***P < 0.001, Student’s t test. (G) Intestinal organoids derived from
WT mice were treated with 1 ng/mL recombinant IL-22 for 2 d. Paneth cell granule secretion was visualized and quantified as previously described (31).
Percent granule secretion was calculated using Paneth cell granule area measured before and 10 min after treatment of the organoids with 0.1 μM carba-
mylcholine, a cholinergic agonist that stimulates secretion of α-defensin by Paneth cells. A total of 10 Paneth cells in five organoids from each subject
were analyzed. Data were pooled from four independent experiments and are presented as mean ± SD; **P < 0.01, Student’s t test. (H) Ileal organoids
derived from WT or Fut2-deficient mice were cultured in Matrigel. Percent granule secretion was calculated using Paneth cell granule area measured
before and 10 min after treatment of the organoids with 0.1 μM carbamylcholine. Six Paneth cells in three organoids from each subject were analyzed.
Data were pooled from three independent experiments and are presented as mean ± SD; *P < 0.05, Student’s t test.
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higher SSC-H profile compared with Fut2� Paneth cells (Fig. 2 C
and D), indicating that Fut2+ Paneth cells contain a higher density
of granules compared with Fut2� Paneth cells (20). Given that
Paneth cell granules contain antimicrobial molecules that are
important for the host innate immune system (10), Fut2+ Paneth
cells may be an important subtype for the production of antimi-
crobial molecules and maintenance of a healthy intestinal environ-
ment for symbiosis (Fig. 6). In this study, we therefore focused on
the biological characterization of Fut2+ Paneth cells.

KEGG enrichment analysis revealed that in Fut2+ Paneth cells,
genes related to the carbohydrate metabolism (e.g., Hkdc1, Lct,
Mgam, Sis, and Enpp3) and secretion (e.g., Cftr and Clca1) sys-
tems were up-regulated (Fig. 2E and SI Appendix, Table S1). Our
findings suggest that Fut2-induced α(1,2)fucose is related to gran-
ule secretion by Paneth cells (Fig. 4 B and C) and that other car-
bohydrate metabolism systems, including the glycosylation system,
may also be involved in the control of granule secretion by Fut2+

Paneth cells. Consistent with this possibility, a recent study has
reported a role of intestinal epithelial glycosylation in fostering
the growth of beneficial commensal bacteria that compete with
the pathogenic species Clostridioides difficile for the nutritional
niche (37). Further studies to elucidate the dynamics of different
subsets of epithelial cells and their glycosylation will further our
understanding of the physiological and pathological roles of glyco-
sylation and its associated molecules in the establishment and
deterioration of intestinal homeostasis.

The Pigr gene, which encodes polymeric immunoglobulin
receptor (pIgR), was found to be highly expressed in Fut2+

Paneth cells (Fig. 2F and SI Appendix, Table S1). pIgR delivers
polymeric IgA and IgM in secretory form to the apical surface
of the intestine through intestinal epithelial cells and is, there-
fore, an important protein for mucosal defense (38). Cleaved
pIgR is released as a secretory component that associates with
IgA to protect the function of secretory IgA (39). In addition,
free secretory component is involved in the exclusion of enteric
pathogens (39). Thus, it is possible that Fut2+ Paneth cells are
involved in pIgR-mediated acquired immunity in addition to
their role in innate immunity with antimicrobial peptides. In
addition, human Paneth cells have been shown to express pIgR-
specific messenger RNA and protein (40), suggesting that
human Paneth cells may also comprise two subtypes.

α(1,2)fucosylation in the small intestine is regulated by both
Fut1 and Fut2 (5). A previous study by another group has
shown that the expression level of Fut1 is not changed between
specific, pathogen-free, and germ-free mice (41), indicating
that Fut1 is constitutively expressed without being influenced by
bacterial stimulation. It has also been demonstrated that crypt
regions are enriched with Paneth cells possessing α(1,2)fucose
in antibiotic-treated or germ-free WT mice (2), suggesting that
Fut1 is also constitutively expressed in Paneth cells without
being influenced by bacterial stimulation. However, we previously

reported that Fut2 gene expression and subsequent α(1,2)fucosy-
lation in columnar epithelial cells in the small intestine was
dramatically decreased in antibiotic-treated or germ-free mice
compared with that in specific, pathogen-free mice, suggesting
that Fut2 expression is influenced by bacterial stimulation (2).
Further studies are needed to elucidate the differences
between Fut1- and Fut2-induced α(1,2)fucosylation in Paneth
cells and improve our understanding of Paneth cell biology
related to host defense.

The findings of the present study, together with those of pre-
vious studies (42–44), provide a possible immunological over-
view of how commensal bacteria and IL-22–producing type 3
innate lymphoid cells (ILC3s) interact with Paneth cells for the
establishment of gut homeostasis. For example, a previous
study has shown that microbial colonization induces the pro-
duction of antimicrobial peptides and host defense proteins by
Paneth cells (11, 45). In addition, a recent study has demon-
strated that rapid Paneth cell granule release is induced by
direct recognition of bacterial stimuli (31). In the present study,
our results suggest that commensal bacteria induce the differ-
entiation of Fut2+ Paneth cells that possess a high density of
granules containing α-defensin (Figs. 2 C and D and 3 A and
B). The present results also suggest that the ILC3-associated
cytokine IL-22 plays important roles in the immunological
function and development of Fut2+ Paneth cells (Figs. 3 C–E
and 4A and SI Appendix, Figs. S2 and S3). Because gut den-
dritic cells acquire bacterial antigens from the lumen and
secrete IL-23, which in turn promotes IL-22 production by
ILC3s (46), this could be an initial step in the triangular inter-
action among commensal bacteria, ILC3s, and Paneth cells.
Chemokine receptor (CCR) 6+ ILC3s are located in crypto-
patches, where the CCR6 ligand CCL20 is highly expressed
(47, 48). Commensal bacteria may stimulate production of
IL-22 by CCR6+ ILC3s, which then migrate to and accumulate
deep within crypts enriched with Paneth cells, leading to differ-
entiation of Fut2+ Paneth cells harboring large numbers of
α-defensin–containing granules (Fig. 6).

In the present study, we found that the fecal α-defensin con-
centration in Fut2-deficient mice was lower than that in control
mice, Paneth cells with abnormal granules (in vivo experiment),
and Paneth cells with inhibited granule secretion (ex vivo exper-
iment) (Fig. 4 B, C, and H and Video S2), suggesting that Fut2-
induced α(1,2)fucose is involved in granule secretion by Paneth
cells. Fut2-deficient mice are known to have an altered, intesti-
nal microbiota (2), which may induce defective Paneth cell
granule secretion because the gut microbiota is known to influ-
ence the function of epithelial cells, including Paneth cells (29).
However, our FMT experiments using the feces of Fut2-
deficient mice showed that although Fut2-induced α(1,2)fucose
was important for the regulation of Paneth cell function, espe-
cially granule secretion, changes in the microbiota had no effect

Fig. 5. IL-17a regulates fecal α-defensin produced by Paneth cells. α-defensin concentration in the feces of WT (n = 34) or Rag1-deficient (n = 22) mice
(A), WT (n = 14) or IFN-γ–deficient (n = 21) mice (B), and WT (n = 21) or IL-17a–deficient (n = 20) mice (C) was measured with an ELISA. Data are
presented as mean ± SD *P < 0.05, ***P < 0.001, Student’s t test.
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on Paneth cell function (Fig. 4E and SI Appendix, Fig. S6). The
glycan system has been shown to play important roles in the
control of epithelial cell secretion systems, especially that of
goblet cells (49). Our present data show the critical role of gly-
cosylation in the Paneth cell secretion system, although further
studies are needed to elucidate the molecular and cellular
mechanisms regulating Paneth cell secretion via the glycosyla-
tion pathway.

Paneth cell granules contain antimicrobial peptides, such as
α-defensin (10, 12), that are part of the innate immune system
protecting the gut epithelium. In mice, a lack of α-defensin has
been shown to increase susceptibility to oral infection by intesti-
nal pathogens such as Salmonella typhimurium (50). Consider-
ing that Fut2-deficient mice have increased susceptibility to S.
typhimurium infection (2) and we found here that α-defensin
secretion is decreased in Fut2-deficient mice (Fig. 4C), it is
likely that malfunction of Fut2+ Paneth cell–mediated
α-defensin release leads to increased susceptibility to infection
by S. typhimurium. This suggests that Fut2+ Paneth cells play
an essential role in the innate host defense against microbial
invasion and the creation of an environment that promotes
symbiosis.

The present data show that fecal α-defensin was increased
in IFN-γ–deficient mice (Fig. 5B); however, this finding is
inconsistent with a previous report showing that IFN-γ con-
tributes to Paneth cell granule release (35) and an in vitro
study we conducted that revealed an elevated concentration
of α-defensin in intestinal organoid culture medium (SI

Appendix, Fig. S11). Although we cannot explain these dis-
crepancies, it has been reported that IFN-γ induces Paneth
cell apoptosis (35, 51, 52). It is therefore possible that IFN-γ
deficiency results in a lack of apoptosis in Paneth cells, lead-
ing to continuous production of α-defensin and to elevated
fecal α-defensin in IFN-γ–deficient mice (Fig. 5B). Our
results also show that IL-17a regulates the amount of fecal
α-defensin produced by Paneth cells (Fig. 5C). Considering a
previous report showing that disruption of IL-17–receptor
signaling in the enteric epithelium results in a reduction of
global α-defensin (pan-defensin) transcripts in the terminal
ileum (53), IL-17a is regulating the amount of α-defensin in
the gut homeostatic environment. It has been also reported
that IL-17a induces Pigr expression in an enteroid culture
(53). Because, in the present study, Fut2+ Paneth cells had
higher-Pigr expression than did Fut2� Paneth cells (Fig. 2),
IL-17a may also be responsible for the up-regulation of Pigr
expression by Fut2+ Paneth cells. Taken together, our pre-
sent results (Fig. 5) and those of previous studies (35, 51–53)
suggest that not just a single cytokine but multiple intestinal
cytokines regulate the function of Paneth cells.

In summary, the present data show that Paneth cells can be
separated into Fut2+ and Fut2� subsets, which are preferen-
tially located in anatomically distinct parts of the small intesti-
ne—the ileum and duodenum, respectively; furthermore, IL-22
and IL-17a are essential for commensal bacteria–dependent
Fut2+ Paneth cell development and function for the establish-
ment of gut defense (Fig. 6).

Fig. 6. Intestinal commensal microbiota and cytokines regulate Fut2+ Paneth cell development and function. Paneth cells are separated into two subsets
based on their production and utilization of Fut2. Fut2+ Paneth cells are preferentially located in ileum and are engaged in host defense by secreting
α-defensin from granules. IL-22 plays important roles in the immunological function and development of Fut2+ Paneth cells, in response to stimuli from
commensal bacteria. IL-17a induces the increase of α-defensin in the intestinal tract. Thus, intestinal cytokines (i.e., IL-22 and IL-17a) regulate the develop-
ment and function of Fut2+ Paneth cells.
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Materials and Methods
Mice. C57BL/6 mice were purchased from CLEA Japan or Sankyo Laboratory
service corporation. Mice with Fut1 or Fut2 loci replaced by the reporter gene
LacZ (Fut1LacZ/LacZ and Fut2LacZ/LacZ mice), IL-22–deficient mice, IFN-γ–deficient
mice, and IL-17a–deficient mice were generated as described previously (16,
54–56). Rag1-deficient were purchased from the Jackson Laboratory.
Antibiotic-treated mice were administered a mixture of broad-spectrum anti-
biotics (i.e., ampicillin [1 g/L; Sigma], vancomycin [500mg/L; Shionogi], neomy-
cin [1 g/L; Sigma], and metronidazole [1 g/L; Sigma]) in their drinking water
for 4 wk, as previously described (57). Mice were maintained under specific,
pathogen-free conditions at the Institute of Medical Science, the University of
Tokyo, and all experiments were conducted in accordance with the guidelines
of the Animal Care and Use Committees of the University of Tokyo. In all
experiments, mice were used at 6 to 24wk of age.

Immunohistochemistry, Detection of Fut2 Expression by X-Gal Staining, Mea-
surement of Paneth Cell Granule Size, and Transmission Electron Microscopy
Analysis. Observation samples were prepared as described in SI Appendix,
Materials andMethods. To detect α-defensin, anti–α-defensinmonoclonal anti-
body [clone 77-R63 (58)] was used. The detailedmethod and other information
for observation were described in SI Appendix,Materials andMethods.

Cell Preparation for Flow Cytometry and Intestinal Organoid Culture. Crypt
region cells were isolated from small intestine, as previously described (8), and
used for flow cytometry and preparation of intestinal organoids. The detailed
method was described in SI Appendix,Materials andMethods.

Analysis of Purified Fut2+ Paneth Cells and Fut22 Paneth Cells. The detailed
method for the analysis of purified Fut2+ Paneth cells and Fut2� Paneth cells
shown in Fig. 2 D–F and SI Appendix, Fig. S1 was described in SI Appendix,
Materials andMethods.

Preparation of Fecal Samples for ELISA. Preparation of fecal samples and
sandwich ELISA were performed as previously described (25). The detailed
method was described in SI Appendix,Materials andMethods.

Visualization and Quantification of Paneth Cell Granule Secretion. Paneth cell
granule secretion was visualized and quantified as previously described (31).
The detailedmethod was described in SI Appendix,Materials andMethods.

FMT. FMT was performed as reported previously (59). The detailed method
was described in SI Appendix,Materials andMethods.

Isolation of RNA and Real-Time RT-PCR Analysis. Total RNA from tissue and
organoids was isolated with TRIzol reagent (Invitrogen), and complementary
DNA (cDNA) was synthesized from the RNA by using a SuperScript VILO cDNA
Synthesis Kit (Invitrogen). The specific primers (Hokkaido System Science, Co.,
Ltd) and universal probes (Roche) used for the real-time RT-PCR were
described in SI Appendix,Materials andMethods.

Statistical Analysis. Statistical analysis was performed using the unpaired,
two-tailed Student’s t test. Statistical significance was established at P < 0.05.
All statistical analyses were conducted with Prism 7 (GraphPad). No statistical
methods were used to determine sample size. The experiments were not ran-
domized, and the investigators were not blinded to allocation during the
experiments or outcome assessment. In the transcriptomics analysis, statistical
analysis was performed using fold change per comparison pair; significant
results were selected at jfcj ≥ 2.

Data Availability. All study data are included in the article and/or supporting
information.
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