
Research article

1132	 The	Journal	of	Clinical	Investigation	 	 	 http://www.jci.org	 	 	 Volume 118	 	 	 Number 3	 	 	 March 2008

Mucosal IL-10 and TGF-β play crucial roles 
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IL-10	is	an	immunomodulatory	cytokine	that	plays	an	obligate	role	in	preventing	spontaneous	entero-
colitis	in	mice.	However,	little	is	known	about	IL-10	function	in	the	human	intestinal	mucosa.	We	showed	
here	that	IL-10	was	constitutively	expressed	and	secreted	by	the	human	normal	colonic	mucosa,	including	
epithelial	cells.	Depletion	of	IL-10	in	mucosal	explants	induced	both	downregulation	of	the	IL-10–induc-
ible,	immunosuppressive	gene	BCL3	and	upregulation	of	IFN-γ,	TNF-α,	and	IL-17.	Interestingly,	TGF-β	
blockade	also	strongly	induced	IFN-γ	production.	In	addition,	the	high	levels	of	IFN-γ	produced	upon	
IL-10	depletion	were	responsible	for	surface	epithelium	damage	and	crypt	loss,	mainly	by	apoptosis.	Poly-
myxin	B,	used	as	a	scavenger	of	endogenous	LPS,	abolished	both	IFN-γ	production	and	epithelial	barrier	
disruption.	Finally,	adding	a	commensal	bacteria	strain	to	mucosa	explant	cultures	depleted	of	both	IL-10	
and	LPS	reproduced	the	ability	of	endogenous	LPS	to	induce	IFN-γ	secretion.	These	findings	demonstrate	
that	IL-10	ablation	leads	to	an	endogenous	IFN-γ–mediated	inflammatory	response	via	LPS	from	com-
mensal	bacteria	in	the	human	colonic	mucosa.	We	also	found	that	both	IL-10	and	TGF-β	play	crucial	roles	
in	maintaining	human	colonic	mucosa	homeostasis.

Introduction
It is largely unknown how the colonic mucosa can avoid overt 
inflammation, given that a single layer of polarized epithelial 
cells separates it from the luminal microflora, which possesses 
molecules in common with various pathogens. It was only when 
spontaneous enterocolitis was observed in genetically modified 
mouse strains that the importance of a finely tuned balanced 
immune response for maintaining intestinal tissue homeostasis 
was fully appreciated (1).

The finding that IL-10–deficient mice develop an inflamma-
tion restricted to the intestine points to the important immu-
noregulatory role of IL-10 at this site (2–5). In addition, studies 
using T cell–restored SCID mice that develop a severe inflam-
matory response in the colon have provided evidence that IL-10 
plays an obligate role in the function of regulatory T cells that 
inhibit inflammatory responses in the intestine (6). Interesting-
ly, colitis, both in IL-10–deficient mice and in the SCID model, 
involves the development of Th1 cells responding primarily to 
intestinal flora (7). Together these studies support the concept 
that in immunocompetent hosts, enteric antigens, probably of 
bacterial origin, induce IL-10–secreting T cells that are immune 
suppressive and prevent colitis.

Whether this concept can also account for the colonic mucosal 
homeostasis in humans remains unknown. Because of the lack of 
suitable model systems, the immunosuppressive role of IL-10 in 
the human intestine is largely conjectural. In fact, clinical stud-
ies have shown that systemically administered IL-10 to patients 
with inflammatory bowel disease has a tendency toward clinical 

improvement, but not remission, and can even trigger and ampli-
fy a Th1 inflammatory response (8–11). These studies raise the 
important issue of whether systemic IL-10 has different effects 
from that produced locally.

In this study, we addressed the issue of the main sources of 
IL-10 in the human colon and of its endogenous function in 
the intestinal mucosa. We identified the epithelial lining of 
the human colon, strategically located at the interface between 
the luminal content and the mucosa, as an important source 
of mucosal IL-10. We analyzed the role of IL-10 in maintain-
ing mucosal homeostasis using an approach based on mucosal 
IL-10 depletion in explant cultures of colonic mucosa, using 
neutralizing anti–IL-10 antibodies. In addition, we examined 
the effects of neutralizing another important immunoregula-
tory cytokine, TGF-β, in explant cultures. We present evidence 
that both mucosal IL-10 and TGF-β are critical for maintaining 
human colonic mucosa integrity.

Results
IL-10 production by the human colonic mucosa. Immunofluorescence 
followed by confocal microscopy of normal human colonic 
mucosa showed IL-10 expression by epithelial cells, both in the 
surface epithelium and at the base of the crypts, and by a few 
lamina propria mononuclear cells (Figure 1A). IL-10 production 
by epithelial cells was then confirmed at the mRNA level using 
real-time PCR on preparations of epithelial cells (Figure 1B). 
Immunoblot analysis using the anti–IL-10 antibody showed a 
strong band of the same molecular weight as that of recombi-
nant human IL-10 (rhIL-10) in the lysates from isolated epithe-
lial cells, confirming the specificity of the anti–IL-10 antibody 
(Figure 1C). A faint band was observed in the lysates from whole 
mucosa, in line with our immunofluorescence studies, which 
suggests that epithelial cells are an important source of IL-10 
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in the human colonic mucosa. Finally, as measured by ELISA, 
IL-10 was secreted in the supernatant of 24-h cultures of human 
colonic mucosa, although at variable levels among the samples 
studied (Figure 1D).

Validation of an experimental model of IL-10 depletion in the human 
colonic mucosa using neutralizing anti–IL-10 antibodies. To verify that 
IL-10 depletion was achieved with neutralizing anti–IL-10 anti-
bodies, we examined the expression of BCL3, an IL-10–inducible, 
immunosuppressive gene (12). In the human colonic mucosa, 
BCL3 was highly expressed by epithelial cells and a few lamina 
propria mononuclear cells (nuclear expression) (Figure 2A). IL-10 
depletion in 24- and 48-h mucosa explant cultures led to signifi-
cant downregulation of BCL3 mRNA levels compared with isotype 
IgG1 controls, as assessed by real-time PCR (Figure 2B). This result 
validated the use of neutralizing anti–IL-10 antibodies as an effec-
tive means of depleting intramucosal IL-10.

Intramucosal IL-10 depletion in the human colonic mucosa led to an induc-
tion of IFN-γ production. We next examined the effect of intramucosal 
IL-10 depletion on the expression of 2 proinflammatory cytokines, 
IFN-γ and TNF-α, in mucosa explant cultures at 24 and 48 h, 
both at the mRNA and protein levels. In control cultures, IFN-γ  
and TNF-α mRNA levels remained very low at both 24 and 48 h 
(Figure 3A). Interestingly, at 48 h, a 13-fold increase in IFN-γ and 
a 2-fold increase in TNF-α mRNA levels were observed in IL-10– 
depleted cultures compared with control cultures (Figure 3A). 

In line with the results obtained at the mRNA level, the amounts 
of IFN-γ and TNF-α protein levels, as measured by ELISA in the 
supernatants, were very low in control cultures (Figure 3B). At  
48 h, in IL-10–depleted cultures an 11-fold increase in IFN-γ and 
a 5-fold increase in TNF-α protein levels were observed compared 
with control cultures (Figure 3B).

The level of IL-17, recently described to play a role in several 
models of experimental colitis (see Discussion), was determined 
by ELISA in the supernatants of 48-h cultures and was found to be  
2-fold higher in IL-10–depleted mucosa explant cultures compared 
with control cultures (Figure 4A). In these experiments, IFN-γ lev-
els were 10-fold higher in IL-10–depleted mucosa explant cultures 
than in control cultures (Figure 4B).

TGF-β blockade also elicited an IFN-γ response. We next addressed 
the issue of whether TGF-β, another important antiinflamma-
tory cytokine, has homeostatic properties in this explant culture 
model. Our approach was to treat mucosa explant cultures for 48 h  
with neutralizing anti–TGF-β type II receptor (anti–TGF-βRII) 
antibodies, known to inhibit the effects of TGF-βs (13). As shown 
in Figure 5, A and B, TGF-β blockade induced a strong IFN-γ 
response compared with control cultures, both at the mRNA 
and at the protein level. In these experiments, IL-10 mRNA levels 
remained unchanged (Figure 5C). Adding rhTGF-β1 (10 ng/ml) to 
48-h IL-10–depleted mucosa explant cultures did not significantly 
modify IFN-γ levels (Figure 5D). Finally, TGF-β mRNA levels were 
not modified upon IL-10 depletion (Figure 5E).

Epithelial barrier disruption in IL-10–depleted mucosa. At 24 h of 
control culture, mucosal histology was well preserved and simi-
lar to that observed before culture (Figure 6A). In IL-10–depleted 
mucosa at 24 h, the epithelial cells of both surface epithelium 
and at the base of the crypts were well polarized and differenti-
ated; irregular branching of some crypts was sometimes observed 
(Figure 6A), but the number of crypts counted on paraffin sec-
tions was similar in IL-10–depleted and control mucosa (data not 
shown). At 48 h of control culture we observed patchy areas of 
surface epithelial irregularity as well as crypt distortion and vari-
ability in crypt diameter; in IL-10–depleted mucosa at 48 h, the 
mucosa was thinner than in controls, and the surface epithelium 
as well as the base of the crypts were highly damaged, with a loss 

Figure 1
Expression and secretion of IL-10 by the human colonic mucosa. (A) 
In situ expression of IL-10 in the human colonic mucosa, visualized 
by immunofluorescence staining with anti–IL-10 monoclonal antibod-
ies and confocal microscopy (see Methods). IL-10 (green) is mainly 
expressed by the epithelial cells of the crypts (C) and by a few mono-
nuclear cells (arrows) in the lamina propria (LP). Nuclei appear in red. 
Original magnification, ×630 (left); ×1,000 (right). (B) Real-time PCR 
analysis of IL-10 mRNA levels, expressed relative to β-actin levels 
(see Methods), in preparations of isolated human intestinal epithelial 
cells (IEC) or of matching whole mucosa microdissected from nor-
mal colon. Horizontal lines represent mean value of 7 determinations 
from 4 patients. (C) Immunoblot analysis of IL-10 was performed as 
described in Methods from lysates of isolated human intestinal epi-
thelial cells or of whole mucosa microdissected from normal colon. 
Shown is 1 representative experiment of 3. Numbers at left represent 
molecular size of standards in kDa. (D) IL-10 secretion, measured by 
ELISA, in 24-h explant cultures of human normal colonic mucosa (see 
Methods). Data are expressed as pg/mg wet tissue. Each point indi-
cates individual explant culture; horizontal line represents mean value 
of 31 determinations from 8 independent experiments.
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of crypts (Figure 6B). The number of remaining crypts counted 
on paraffin sections in IL-10–depleted mucosa was significantly 
decreased compared with that of control cultures (Figure 6C). In 
IL-10–depleted mucosa at 48 h, numerous exfoliated epithelial 
cells scored positive with the M30 antibody, with the TUNEL 
assay, and with an antibody against activated caspase-3 (Figure 7),  
showing that epithelial cell death was apoptotic.

IFN-γ was involved in the epithelial barrier disruption in IL-10–deplet-
ed mucosa. Our preliminary observations that the extent of the 
damage to IL-10–depleted mucosa paralleled the amount of 
IFN-γ secreted into the culture medium prompted us to examine 
whether IFN-γ is involved in epithelial disruption. As shown in 
Figure 6, B and C, the addition of anti–IFN-γ neutralizing anti-
bodies (1 μg/ml for 48 h) to the IL-10–depleted mucosa led to 
a partial protection of epithelial morphology compared with 
IL-10–depleted mucosa alone: the thickness of the mucosa was 
identical to that of control cultures; the number of crypts was 
2-fold higher than in IL-10–depleted mucosa, with crypt height 
between that of control cultures and the IL-10–depleted mucosa; 
and the surface epithelium was polarized and differentiated, with 
patchy areas of regeneration.

IFN-γ production and epithelial barrier disruption depend on mucosal 
LPS in IL-10–depleted mucosa explant cultures. Despite the numer-
ous washings of the mucosa before culture, it is impossible to 
get rid of LPS from commensal bacteria. Indeed, LPS measure-
ments using the Limulus assay in the spent media of 24-h cul-
tures showed variable levels of LPS (mean, 55 ± 35 U/ml; range,  
0.25–296 U/ml; n = 11). In in vivo conditions, luminal LPS is 
restricted to the luminal surface of intestinal epithelial cells and 

has no access to the mucosa. In our ex vivo explant cultures, com-
mensal LPS had access to the whole mucosa. We hypothesized 
that LPS translocation to the mucosa plays a role in IFN-γ pro-
duction. To test this hypothesis, the LPS scavenger polymyxin B 
(10 μg/ml) was added to the cultures, resulting in undetectable 
levels of LPS in the culture media. Polymyxin B prevented the 
IFN-γ increase both at the mRNA and at the protein levels (the 
latter as measured by ELISA), in IL-10–depleted mucosa explant 
cultures at 48 h (Figure 8A). Accordingly, this inhibitory effect of 
polymyxin B on IFN-γ production in IL-10–depleted mucosa was 
associated with the prevention of epithelial barrier disruption and 
crypt loss over a 48-h time period (Figure 8, B and C).

To determine whether whole commensal bacteria trigger an IFN-γ– 
driven inflammatory reaction upon IL-10 depletion, mucosal 
explants were washed with polymyxin B to get rid of commensal 
bacterial LPS present in surgical resections and then exposed for  
24 h to either heat-inactivated or live E. coli (commensal strain 
E. coli K12 MG1655) in the presence of anti–IL-10 antibodies. As 
shown in Figure 9, both heat-inactivated and live E. coli caused 
significant increases in IFN-γ secretion in 24-h IL-10–depleted 
mucosa explant cultures compared with cultures without E. coli 
(4.5- and 6-fold increases, respectively).

Discussion
Most of our understanding of the effects of IL-10 in humans 
comes from the systemic administration of IL-10 to patients with 
Crohn disease (8–11) or to healthy volunteers subjected to experi-
mental endotoxemia (14). In these conditions, IL-10 can induce a 
proinflammatory effect with enhanced Th1 immune response (10, 
11, 14). In fact, based on experimental data showing that IL-10  
can be either immunosuppressive or proinflammatory, IL-10 
should be considered an immunomodulatory cytokine. It is inap-
propriate to infer the mucosal effect of IL-10 produced in situ 
from experiments based on systemic administration. This issue 
has already been raised by Ina et al. (15), who showed, in a cocul-
ture model system, the importance of studying organ-specific cells 
to define the mechanisms of intestinal mucosa homeostasis.

In this context, it was important to design an experimental 
system allowing us to: (a) characterize the main resident cells 
producing IL-10 in the human intestinal mucosa; (b) delineate 
the crosstalk of these IL-10–producing cells with other mucosal 
resident cells; and (c) examine the function of the locally pro-
duced IL-10 on intestinal homeostasis. In the present study, 
based on microdissected human colonic mucosa that can be 
maintained as explant cultures, we provide several findings that 

Figure 2
Validation of IL-10 depletion in colonic mucosa explants by neutraliz-
ing antibodies: decrease in BLC3, an IL-10–inducible gene. (A) BCL3 
immunohistochemistry on paraffin sections of human normal colonic 
mucosa. BCL3 was present in the nuclei of the majority of epithelial 
cells (brown) and in a few lamina propria mononuclear cells. Hematox-
ylin counterstaining. Original magnification, ×400. (B) Relative expres-
sion of BCL3 mRNA levels in 24- and 48-h mucosa explant cultures, 
incubated with anti–IL-10 neutralizing monoclonal antibodies (1 μg/ml) 
or with isotype mouse IgG1 (control). Total RNA was isolated from 
each sample and reverse transcribed. BCL3 and β-actin mRNAs were 
quantified by real-time PCR (see Methods), and the BCL3/β-actin ratio 
was calculated. Each point represents the mean of duplicate measure-
ments for 1 sample. Horizontal lines represent mean values of 6 differ-
ent experiments at 24 h and 5 experiments at 48 h.
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we believe to be novel. We identified the mucosal epithelial lin-
ing as an important source of IL-10. We also showed that mucos-
al IL-10 depletion by neutralizing anti–IL-10 antibodies induced 
a strong IFN-γ response that was responsible for the intestinal 
barrier disruption. Finally, we identified LPS as the main bac-
terial product able to trigger this inflammatory response from 
endogenous colitogenic cells.

First, we identified the intestinal epithelial barrier as an impor-
tant source of intramucosal IL-10 by using in situ analysis of 
normal human colonic mucosa, real-time PCR, and immunoblot 
analysis of isolated epithelial cells. This finding fits well with the 
concept of an immunoregulatory role of the intestinal epithelium 
via the production of a variety of cytokines or chemokines (e.g., 
IL-1, IL-6, IL-18, IL-8, and TGF-β; refs. 16–19). Our findings are 
in line with those of Autschbach et al. (20) showing strong expres-
sion of IL-10 mRNA and protein by the human intestinal mucosa 
and mainly by the epithelial barrier, as determined using immu-
nohistochemistry and in situ hybridization. In addition, we dem-
onstrate in this study that IL-10 was not only produced, but also 
secreted, in the culture medium of mucosa explant cultures. The 
current prevailing concept in the literature is that IL-10 is synthe-
sized in the human intestinal mucosa mainly by immune cells —  
including regulatory T cells, B cells, macrophages, and dendritic 
cells — and also by fibroblasts and epithelial cells (15, 20–22), a 
distribution analog to that previously reported in the mouse intes-

tinal mucosa (23–29). Here we show that IL-10 was constitutively 
synthesized and secreted in the human colonic mucosa by resident 
cells, including epithelial cells. It is difficult, however, to assess the 
relative participation of epithelial and resident immune cells in 
IL-10 production, because the turnover of IL-10 protein may be 
different in these 2 compartments. In addition, whether regulatory 
mechanisms of IL-10 production can occur in the epithelial com-
partment remains unknown, although this has been suggested by 
a recent report on human colonic cell lines (30).

To assess the role of IL-10 produced at the strategic interface 
between the intestinal lumen and the internal milieu, an in vivo 
approach being impossible, we developed and validated an ex 
vivo model system of colonic mucosa explants depleted of IL-10 
using neutralizing anti–IL-10 antibodies. To validate our model, 
we chose BCL3, a downstream target of IL-10 (12), which is part 
of an immunosuppressive signaling system, as shown by BCL3 
inhibition through its association with NFκB p50 homodimers 
(12, 31). Here we show, for the first time to our knowledge, that 
BCL3 is present within the human colonic mucosa, mainly in the 
nuclei of epithelial cells. IL-10 depletion in the human colonic 
mucosa explant cultures elicited a significant downregulation of 
BCL3 mRNA levels, validating the depletion of IL-10 by neutral-
izing anti–IL-10 antibodies. In addition, these findings suggest 
that BCL3 is part of the immunosuppressive machinery elicited by  
IL-10 in the human intestinal mucosa.

Figure 3
Time course of IFN-γ and TNF-α production in IL-10–depleted mucosa explant cultures. Mucosa explant cultures were incubated with neutral-
izing anti–IL-10 antibodies or with the isotype mouse IgG1 (control) for 24 or 48 h. (A) RNA was extracted, and real-time PCR was performed. 
IFN-γ (left) and TNF-α (right) mRNAs were quantified as described in Methods, and IFN-γ/β-actin and TNF-α/β-actin ratios were calculated. (B) 
Secretion of IFN-γ (left) and TNF-α (right) was measured by ELISA in the supernatant of 24- or 48-h explant cultures treated with anti–IL-10 
antibodies or with the isotype mouse IgG1. Horizontal lines represent mean values of 3 different experiments at 24 h and 5 experiments at 48 h,  
performed in triplicate or quadruplicate.
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We then showed that IL-10 depletion led to an inflammato-
ry response, monitored by the expression of TNF-α and IFN-γ.  
We chose these Th1-type cytokines because (a) both are part 
of the mucosal immune response in the spontaneous colitis in 
IL-10–/– mice (5); (b) TNF-α is a major cytokine involved in the 
perpetuation of inflammation during inflammatory bowel dis-
eases (32–34); and (c) both are known to induce epithelial barrier 

disruption either independently or in combination (30, 35–41). 
We found a modest increase in TNF-α mRNA and protein lev-
els in IL-10–depleted mucosa explant cultures at 48 h, in line 
with the partial downregulation of BCL3 levels. This result also 
suggests that the very high levels of TNF-α reported in inflam-
matory bowel diseases are produced by recruited immune cells 
rather than by resident colitogenic cells. In contrast, strong 

Figure 4
IL-17 production in IL-10–depleted mucosa explant cultures. Secretion 
of IL-17 (A) and IFN-γ (B) was measured by ELISA. Horizontal lines 
represent mean values of 6 different experiments, in which both IL-17 
and IFN-γ were assayed in the same supernatant aliquots.

Figure 5
IFN-γ production upon TGF-β or IL-10 depletion. Effect of rhTGF-β upon IL-10 depletion. (A–C) Mucosa explant cultures were incubated with 
neutralizing anti–TGF-βRII antibodies (5 μg/ml) or with control goat Ig for 48 h. IFN-γ was examined at the mRNA (real-time PCR; A) and pro-
tein (ELISA; B) levels. IL-10 mRNA levels were also determined by real-time PCR (C). Horizontal lines represent mean values of 3 different 
experiments. (D and E) Mucosa explant cultures were incubated with neutralizing anti–IL-10 antibodies or with the isotype mouse IgG1 (control) 
for 48 h. The effect on IFN-γ release of incubating IL-10–depleted mucosa explant cultures with rhTGF-β1 (10 ng/ml) was determined into the 
supernatants, measured by ELISA (D). TGF-β1 mRNA levels were quantified by real-time PCR in control and IL-10–depleted mucosa explant 
cultures (E). Horizontal lines represent mean values of 4 different experiments. “NS” indicates differences were not significant for the pooled 
experiments as well as within each experiment.
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IFN-γ production was noted in IL-10–depleted mucosa explant 
cultures compared with control cultures at 48 h. These findings 
imply that resident colitogenic cells present within the lamina 
propria are able to secrete high amounts of IFN-γ when intramu-
cosal IL-10 is blocked and no longer exerts its immunosuppres-
sive effect. In the lamina propria, it is well known that the pre-
dominant CD4+ mononuclear cells, and to a lesser extent CD8+ 
mononuclear cells, are IFN-γ producers, and these cells were also 
present in our mucosa explant cultures (A. Jarry and C. Bossard, 
unpublished observation). This cytokine profile in IL-10–deplet-
ed mucosa explant cultures is reminiscent of the Th1 immune 
response observed in IL-10–/– mice (5).

We then examined whether IFN-γ elicits deleterious effects 
on the epithelial barrier in our explant culture model contain-
ing only resident colitogenic cells. To date, the effects of IFN-γ 
and/or other proinflammatory cytokines on the intestinal epi-
thelial barrier have been examined using reductionist models 
of human colonic cancer cell lines treated with high doses of 
rhIFN-γ or in vivo mouse models of stress-induced IFN-γ pro-
duction involving recruited immune cells (42). Here we show 
that IFN-γ, produced in situ by resident mucosal cells, is large-
ly responsible for epithelial barrier damage, as shown by the 
significant — but not total — protection of crypt morphology 
(78%) when anti–IFN-γ neutralizing antibodies were added to 
IL-10–depleted mucosa explant cultures. Whether this barrier 
disruption is due to IFN-γ alone or in the context of an immune 
response (including low levels of TNF-α, which can potentiate 
the effect of IFN-γ) remains to be defined. Finally, IFN-γ pro-
duction creates a self-perpetuating loop of inflammation, as 
it leads to the destruction of a major source of intramucosal 
immunosuppression: the epithelial barrier.

IL-17 is responsible for chronic intestinal inflammation in 
IL-10–/– mice (43) and a T cell–mediated colitis in mice (44). In 
our model, we noted a modest increase of IL-17 in IL-10–deplet-
ed mucosa explant cultures compared with IFN-γ levels. These 
results, together with our demonstration that the epithelial lesions 
observed upon IL-10 depletion were strongly reduced by neutraliz-
ing anti–IFN-γ antibodies, are in line with the suggestion of Elson 
et al. (44) that in experimental colitis, early disease is mediated 
by the Th1 subset (producing IFN-γ) and disease progression is 
caused by Th17 cells (producing IL-17).

TGF-β is another important antiinflammatory cytokine, whose 
disruption in mice leads to multifocal inflammation including 
colitis (45, 46). Our experiments, based on the neutralization of  
TGF-βRII, show that TGF-β exerts a protective role in this explant 
culture model. Interestingly, adding TGF-β to IL-10–depleted 
explant cultures did not modify the IFN-γ response. This finding 
appears to suggest independent protective effects of TGF-β and 
IL-10 in human colonic mucosa. However, we cannot rule out the 
hypothesis that IL-10–depleted mucosal immune cells became 
refractory to TGF-β action, thus masking a possible connec-
tion between these 2 immunoregulatory cytokines, as previously 
reported (47, 48). Further work is needed to explore this issue.

We next sought to identify the primary trigger of IFN-γ pro-
duction and epithelial disruption in IL-10–depleted mucosa 
explant cultures. Products from commensal bacteria have been 
established as a possible trigger of the Th1-mediated immune 
response in IL-10–/– mice (7). Here we showed that both LPS 
and commensal bacteria stimulated IFN-γ production in IL-10– 
depleted mucosa. Indeed, in our model, despite the numerous 
washings, it was impossible to get rid of LPS from commen-
sal bacteria present in the surgical resection specimens. This 

Figure 6
Epithelial barrier disruption in IL-10–depleted muco-
sa explant cultures, elicited by IFN-γ. (A and B) Mor-
phology of the mucosa explants before culture (T0) 
or after 24- or 48-h culture with or without anti–IL-10 
antibodies. Immunoperoxidase staining of colonic epi-
thelial cells with the anti-cytokeratin antibody KL-1 on 
paraffin sections; hematoxylin counterstaining. (A) At 
24 h, the epithelial barrier was polarized and differen-
tiated, either in control cultures or upon IL-10 deple-
tion. (B) At 48 h, IL-10 depletion was associated with 
a massive epithelial barrier disruption compared with 
control cultures. Addition of neutralizing anti–IFN-γ 
antibodies to IL-10–depleted explant cultures led to 
a protection of epithelial morphology. Original mag-
nification, ×200. (C) Counts of KL-1–positive intact 
crypts in 48-h mucosa explant cultures treated or 
not with anti–IL-10 antibodies or with both anti–IL-10  
and anti–IFN-γ antibodies (1 μg/ml each). Values are 
mean ± SEM of 4 different experiments.
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LPS had access to the whole mucosa explants. Because the LPS 
scavenger polymyxin B (49, 50) was able to prevent both IFN-γ 
production and epithelial barrier damage, it is clear that LPS 
translocation to the mucosa was the trigger of the colitogenic 
response in IL-10–depleted mucosa explant cultures. This was 
likely achieved by activation of TLR4 receptors, since preliminary 
results showed that anti-TLR4/MD2 neutralizing antibodies 
were able to prevent IFN-γ production (data not shown). How-
ever, we cannot completely exclude a synergism with other TLRs. 
In addition, we showed that LPS translocation in the control 
mucosa explants did not induce per se epithelial disruption and 
cytokine production. It is thus conceivable that IL-10, produced 
and secreted by resident cells of the intestinal mucosa including 
the intact epithelial barrier, prevents the deleterious effect of 
LPS translocation and that IL-10 plays an anergic role toward 
LPS. These findings have several important pathophysiological 
implications, because they predict that bacterial products may 
translocate through the intestinal epithelial barrier without 
triggering per se a pathological inflammation. Therefore, local-
ly produced IL-10 exerts a critical role in maintaining mucosal 
homeostasis. In the inflamed gut, despite IL-10 expression by 
epithelial cells and the absence of correlation between IL-10 pro-
duction and severity of disease (20), a relative deficiency in local 
mucosal bioavailability of IL-10 has been suggested based on the 
relocalization of IL-10–positive mononuclear cells into the sub-
mucosa compartment (20). Thus, the extent of IL-10 production 
by mucosal mononuclear cells may not be sufficient to control 
the production of proinflammatory cytokines at this site (20). 
Therefore, the local delivery of IL-10 is a promising approach for 

treating intestinal inflammation. The proof of principle comes 
from experiments in mice. In a model of Fabpi/IL-10 trans-
genic mice expressing IL-10 in the intestinal epithelium, colitis 
induced by dextran sulfate sodium administration or mediated 
by transfer of CD4+CD45RBhi splenocytes was greatly reduced 
(51). In addition, administration of adenoviral vectors encod-
ing IL-10 that target the gastrointestinal tract, either in IL-10–/– 
mice or in chemically induced colitis, prevents and treats colitis 
(52, 53). Local delivery of IL-10 can also be achieved experimen-
tally by administration of genetically engineered IL-10–secreting 
Lactobacillus lactis (54) or by stimulating local IL-10 production 
by probiotics (55). Our findings, together with the preliminary 
studies of Schreiber et al. showing that topical application of 
IL-10 by enema in patients with inflammatory bowel disease led 
to downregulation of proinflammatory cytokine production in 
vitro (56), should encourage further studies aimed at translating 
these experiments of local delivery to humans.

In conclusion, our findings establish that IL-10, mainly pro-
duced at the interface between the luminal content and the inter-
nal milieu, regulates a complex ecosystem composed of bacteria, 
the intestinal epithelial barrier, and resident colitogenic cells. In 
addition, this study shows that the important immunoregula-
tory cytokines IL-10 and TGF-β play crucial roles in maintaining 
human colonic mucosa homeostasis.

Methods
Explant cultures. Colon specimens were obtained from 34 patients under-
going surgery for colon carcinoma (21 men and 13 women; mean age,  
64 years; range, 30–88 years). Data included in this report concern patients 
who did not undergo radiotherapy or chemotherapy. Fragments of the 
human colon, proximal (n = 16) or distal (n = 18), were taken at about  
10 cm downstream to the tumor. The tissue fragments were processed 
according to the French guidelines for research on human tissues (57). 
Informed patient consent was obtained, according to the French bioethics 
law (58), beginning August 6, 2004. Immediately after removal, the tis-
sues were placed in 4°C oxygenated Krebs solution, and the mucosa was 
carefully stripped from the underlying compartment made of muscularis 
mucosae and submucosa as previously described (59, 60). Fragments of  
20–30 mg were cut out and pinned in Sylgard-coated Petri dishes and main-
tained in culture for 24 or 48 h in 2 ml RPMI 1640 medium (Invitrogen) 
containing 0.01% BSA and antibiotics (200 μg/ml streptomycin, 200 U/ml  
penicillin, 1% fungizone; Invitrogen). The explants were maintained at 
37°C in a 95% oxygen, 5% carbon dioxide humid atmosphere on a rocking 
platform at low speed. Mucosa explant cultures were performed in the 
absence or presence of neutralizing anti–IL-10 antibodies (monoclonal 
IgG1, 1 μg/ml; Diaclone). Controls were performed with the isotype IgG1 
control (mouse IgG1, 1 μg/ml; Diaclone). In each experiment, at least 3 
fragments were cultured for each condition. At the end of the 24- or 48-h 
cultures, the supernatants were centrifuged, and aliquots were stored at 
–80°C for further analysis. Tissue specimens were cut into 2 fragments: 

Figure 7
Epithelial barrier apoptosis in IL-10–depleted mucosa explant cultures. 
Assessment of apoptosis in IL-10–depleted mucosa explant cultures 
(48 h), using M30 antibody, TUNEL method, or an antibody directed 
to activated caspase-3 (see Methods). Numerous apoptotic epithelial 
cells (brown) scored positive with M30 and activated caspase-3 anti-
bodies, as well as with the TUNEL assay, in the remaining surface epi-
thelium and in the crypts. Arrowheads indicate base of the damaged 
crypts. Original magnification, ×400.



research article

	 The	Journal	of	Clinical	Investigation   http://www.jci.org   Volume 118   Number 3   March 2008 1139

the largest was used for RNA extraction and real-time RT-PCR analysis, 
and the smaller fragment was used for histological examination after for-
malin fixation and paraffin embedding. Tissue integrity and cell viability 
of the explants were assessed by standard morphological analysis on H&E 
staining on paraffin sections. In some experiments aimed at blocking 
secreted IFN-γ, anti–IFN-γ neutralizing antibodies (monoclonal IgG1, 
1 μg/ml; Diaclone) were added to the culture medium, together with 
anti–IL-10 antibodies, for 48 h. In some experiments aimed at blocking 
the biological activity of TGF-βs, mucosa explant cultures were incubated 
with anti–TGF-βRII neutralizing antibodies (polyclonal goat antibody, 
5 μg/ml; R&D Systems) or with normal goat serum (control cultures). 
Some experiments were performed in the presence of polymyxin B (Sigma-
Aldrich), a neutralizing agent of bacterial LPS (49, 50). In such experi-
ments, dissected fragments were subjected to 3 10-min washes with the 
culture medium containing 30 μg/ml polymyxin B on a rocking platform. 
The medium was subsequently changed, and the 24- or 48-h incubation 
was performed in the presence of 10 μg/ml polymyxin B.

Immunofluorescence and immunoperoxidase studies. For IL-10 immunos-
taining followed by confocal microscopy, cryostat sections of human nor-
mal colon were performed, fixed in paraformaldehyde, and processed for 
immunofluorescence as reported previously (60). Briefly, tissue sections 
were incubated for 1 h with the anti–IL-10 monoclonal antibody (diluted 
1:100; Diaclone) and then for 30 min with Alexa Fluor 488–conjugated goat 
anti-mouse antibodies (diluted 1:200; Invitrogen). Nuclear staining was per-
formed with TOPRO-3 (1 μM; Invitrogen). Sections were then mounted 
using Prolong antifade medium (Invitrogen). Imaging was performed on a 
Leica TCS-SP confocal laser-scanning microscope (Leica) equipped with an 
argon-krypton laser. Negative controls, performed by omitting the primary 
antibody or with isotype IgG1 controls, were used to set the parameters of 
photomultiplicators. Sections were visualized with a ×63/1.4 oil objective 
lens, and image processing was performed using TCS-NT software (Leica).

For assessing tissue damage and counting crypts, we used on paraf-
fin sections an immunohistochemical marker of epithelial cells, the 
pan-cytokeratin antibody KL-1 (diluted 1:50; Immunotech). Counts of 

Figure 8
Involvement of bacterial LPS in the production of IFN-γ and epithelial barrier disruption in IL-10–depleted mucosa explant cultures. Mucosa 
explant cultures were incubated for 48 h with or without anti–IL-10 antibodies and the LPS scavenger polymyxin B (Pmx, 10 μg/ml). (A) IFN-γ 
mRNA levels were measured by real-time PCR (left); IFN-γ secretion was measured by ELISA (right). In IL-10–depleted explant cultures, poly-
myxin B abolished IFN-γ upregulation, at both mRNA and protein levels. Horizontal lines represent mean values of 4 (left) or 5 (right) different 
experiments. (B) Immunoperoxidase staining of colonic epithelial cells with the anti-cytokeratin antibody KL-1 on paraffin sections. Polymyxin B 
prevented epithelial barrier disruption in IL-10–depleted mucosa explants. Original magnification, ×200. (C) KL-1–positive intact crypt counts in 
48-h mucosa explant cultures treated or not with anti–IL-10 antibodies and polymyxin B. Values are mean ± SEM of 5 different experiments.
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viable crypts were performed independently by 2 observers on KL-1– 
stained paraffin sections. A minimum of 5 fields was counted at ×200 
magnification. The results were expressed as the number of crypts 
per 5 fields. For assessing epithelial apoptosis, we used the following 
on paraffin sections: (a) the M30 monoclonal antibody (diluted 1:50; 
Roche Diagnostics), which recognizes a cytokeratin-18 neoepitope that 
becomes available at an early caspase cleavage event during apoptosis 
and is considered an early marker of apoptosis in epithelial cells (61, 
62); (b) the TUNEL method, which detects apoptotic cells by labeling 
DNA strand breaks (Apoptag Peroxidase In Situ Apoptosis Detection 
Kit; Chemicon); and (c) the antibody against activated caspase-3 (diluted 
1:100; Cell Signaling). An anti-BCL3 antibody was also used on paraf-
fin sections (diluted 1:50; Santa Cruz Biotechnology Inc.). A standard 
streptavidin-biotin peroxidase method (LSAB kit; DakoCytomation) or 
the DakoCytomation ChemMate Envision detection kit (for caspase-3)  
were used according to the manufacturer’s instructions. Negative con-
trols were performed by omitting the primary antibody. DAB (3,3′-
diaminobenzidine tetrahydrochloride) was used as a chromogen, and 
hematoxylin counterstaining was performed.

Isolated human normal colonic epithelial cells. Human colonic epithelial cells 
were isolated from histologically normal colon taken at a distance from the 
tumor of surgical resections for colon cancer, using a nonenzymatic disso-
ciation technique as described previously (17). Preparations of colonocytes 
were devoid of contamination by immune cells (17).

RNA extraction and real-time RT-PCR analysis. Total RNA was extracted 
from (a) preparations of epithelial cells isolated from human normal 
colon and matched microdissected mucosa from 4 patients and (b) the 
24- or 48-h mucosa explants from 20 patients, using the RNAeasy mini 
kit (Qiagen) and the Fast Prep cell disrupter (Bio 101). RNA was reverse 
transcribed as previously described (60).

Real-time PCR was performed as previously described (60) on a Rotor-
gene 2000 instrument (Corbett Research), using primers for β-actin, 
TNF-α (60), IFN-γ (5′-AGCTCTGCATCGTTTTGGGTT-3′ and 5′-GTTC-
CATTATCCGCTACATCTGA-3′), and IL-10 (5′-GATGCCTTCAGCA-
GAGTGAA-3′ and 5′-GCAACCCAGGTAACCCTTAAA-3′). PCR amplifi-
cation was performed using Titanium Taq DNA polymerase (Clontech) as 
previously described (60). BCL3 and TGF-β1 mRNA were quantified using 
commercially available kits (TaqMan Gene Expression Assays Hs00180403 

and Hs00171257, respectively; Applied Biosystems), using a 7700 thermo-
cycler (Applied Biosystems). For each sample, the ratio between the rela-
tive amount of each specific transcript and β-actin was calculated.

Immunoblot analysis. For total protein extraction, human normal colonic 
epithelial cells (n = 3) and microdissected mucosa before culture (n = 3) were 
lysed in RIPA buffer as previously described (63). Proteins (50 μg) were sepa-
rated by electrophoresis on 15% polyacrylamide gel and transferred onto 
nitrocellulose membranes (0.45 μm porosity; Bio-Rad). After blocking, mem-
branes were incubated with the monoclonal anti–IL-10 antibody (diluted 
1:250; Diaclone) and then with a horseradish peroxidase–conjugated goat 
anti-mouse antibody (diluted 1:1,000; Santa Cruz Biotechnology Inc.). 
Immunoreactive proteins were detected on films using an enhanced chemi-
luminescence substrate (Roche Diagnostics) as previously described (63).

Cytokine determination assay. IL-10, IFN-γ, TNF-α, and IL-17 released from 
tissue to the culture medium were determined by ELISA (IL-10 and IFN-γ 
kits, Abcys; OptEIA Human TNF-α, BD Biosciences; IL-17, e-Bioscience) in 
samples collected at the end of the experiment, according to the manufac-
turers’ protocols. Results are expressed as pg/mg wet tissue.

Detection of bacterial endotoxin in the culture supernatants. Bacterial endo-
toxins (LPS) were quantified using the chromogenic Limulus amoebo-
cyte lysate (LAL) assay (C. River Endosafe) by the Institut Départemental 
d’Analyse et de Conseil (Nantes, France).

Explant culture in the presence of a commensal bacteria strain. The E. coli K12 
MG1655 strain was used as a representative of commensal nonpathogenic  
E. coli, whose genome is entirely sequenced (64). E. coli MG1655 was aerobically 
grown overnight with shaking in BBL Brain Heart Infusion medium (BD) at 
37°C to reach stationary growth phase, and the bacterial number was deter-
mined by serial dilutions and plating 100 μl in duplicate on Mueller-Hinton 2 
agar plates (BioMerieux). The bacteria, either live or heat inactivated (30 min 
treatment at 70°C), were diluted in the mucosa explant culture medium to 
obtain 107 bacteria per explant Petri dish (2 ml). Before a 24-h incubation with 
live or heat-inactivated E. coli MG1655, the mucosa explants were preincubated 
with polymyxin B (30 μg/ml in culture medium; 3 times, each 15 min) to get 
rid of LPS from commensal bacteria present in surgical resections.

Statistics. Statistical analyses were performed with GraphPad Prism 
version 4.0 (GraphPad Software Inc.) using the Mann-Whitney U test to 
compare mRNA and protein levels between control and treated explant 
cultures. A P value less than 0.05 was considered significant.

Figure 9
Effect of a commensal bacteria strain on IFN-γ production by IL-10 
depleted mucosa explant cultures. Mucosa explants were first washed 
with polymyxin B (30 μg/ml) to neutralize endogenous LPS and then 
put into culture for 24 h in the presence or not of anti–IL-10 antibodies 
(1 μg/ml) and in the presence or not of the commensal bacteria strain 
E. coli K12 MG1655 (107 bacteria per explant), either heat-inactivated 
or live. IFN-γ was measured in the culture supernatants by ELISA. 
Horizontal lines represent mean values of 3 different experiments.



research article

	 The	Journal	of	Clinical	Investigation   http://www.jci.org   Volume 118   Number 3   March 2008 1141

 1. Mueller, C., and Macpherson, A.J. 2006. Layers of 
mutualism with commensal bacteria protect us 
from intestinal inflammation. Gut. 55:276–284.

 2. Kuhn, R., Lohler, J., Rennick, D., Rajewsky, K., and 
Muller, W. 1993. Interleukin-10-deficient mice 
develop chronic enterocolitis. Cell. 75:263–274.

 3. Berg, D.J., et al. 1996. Enterocolitis and colon can-
cer in interleukin-10-deficient mice are associated 
with aberrant cytokine production and CD4(+) 
TH1-like responses. J. Clin. Invest. 98:1010–1020.

 4. Rennick, D.M., and Fort, M.M. 2000. Lessons from 
genetically engineered animal models. XII. IL-10-
deficient (IL-10(–/–) mice and intestinal inflam-
mation. Am. J. Physiol. Gastrointest. Liver Physiol. 
278:G829–G833.

 5. Spencer, D.M., Veldman, G.M., Banerjee, S., Wil-
lis, J., and Levine, A.D. 2002. Distinct inflamma-
tory mechanisms mediate early versus late colitis 
in mice. Gastroenterology. 122:94–105.

 6. Asseman, C., Mauze, S., Leach, M.W., Coffman, 
R.L., and Powrie, F. 1999. An essential role for 
interleukin 10 in the function of regulatory T cells 
that inhibit intestinal inflammation. J. Exp. Med. 
190:995–1004.

 7. Sellon, R.K., et al. 1998. Resident enteric bacteria 
are necessary for development of spontaneous coli-
tis and immune system activation in interleukin-
10-deficient mice. Infect. Immun. 66:5224–5231.

 8. Fedorak, R.N., et al. 2000. Recombinant human 
interleukin 10 in the treatment of patients with 
mild to moderately active Crohn’s disease. The 
Interleukin 10 Inflammatory Bowel Disease 
Cooperative Study Group. Gastroenterology. 
119:1473–1482.

 9. Schreiber, S., et al. 2000. Safety and efficacy of 
recombinant human interleukin 10 in chronic 
active Crohn’s disease. Crohn’s Disease IL-10 
Cooperative Study Group. Gastroenterology. 
119:1461–1472.

 10. Herfarth, H., and Scholmerich, J. 2002. IL-10 thera-
py in Crohn’s disease: at the crossroads. Treatment 
of Crohn’s disease with the anti-inflammatory 
cytokine interleukin 10. Gut. 50:146–147.

 11. Tilg, H., et al. 2002. Treatment of Crohn’s disease 
with recombinant human interleukin 10 induces 
the proinflammatory cytokine interferon gamma. 
Gut. 50:191–195.

 12. Kuwata, H., et al. 2003. IL-10-inducible Bcl-3 nega-
tively regulates LPS-induced TNF-alpha produc-
tion in macrophages. Blood. 102:4123–4129.

 13. Milliat, F., et al. 2006. Influence of endothelial cells 
on vascular smooth muscle cells phenotype after 
irradiation: implication in radiation-induced vas-
cular damages. Am. J. Pathol. 169:1484–1495.

 14. Lauw, F.N., et al. 2000. Proinflammatory effects 
of IL-10 during human endotoxemia. J. Immunol. 
165:2783–2389.

 15. Ina, K., et al. 2005. Intestinal fibroblast-derived  
IL-10 increases survival of mucosal T cells by inhib-
iting growth factor deprivation- and Fas-mediated 
apoptosis. J. Immunol. 175:2000–2009.

 16. Stadnyk, A.W. 1994. Cytokine production by epi-
thelial cells. FASEB J. 8:1041–1047.

 17. Branka, J.E., et al. 1997. Early functional effects of 
Clostridium difficile toxin A on human colono-
cytes. Gastroenterology. 112:1887–1894.

 18. Fiocchi, C. 1997. Intestinal inflammation: a com-
plex interplay of immune and nonimmune cell 

interactions. Am. J. Physiol. 273:G769–G775.
 19. Jarry, A., et al. 1999. Interleukin 1 and interleukin 

1beta converting enzyme (caspase 1) expression 
in the human colonic epithelial barrier. Caspase 1 
downregulation in colon cancer. Gut. 45:246–251.

 20. Autschbach, F., et al. 1998. In situ expression of 
interleukin-10 in non inflamed human gut and 
in inflammatory bowel disease. Am. J. Pathol. 
153:121–130.

 21. Pang, G., Couch, L., Batey, R., Clancy, R., and 
Cripps, A. 1994. GM-CSF, IL-1 alpha, IL-1 beta,  
IL-6, IL-8, IL-10, ICAM-1 and VCAM-1 gene expres-
sion and cytokine production in human duodenal 
fibroblasts stimulated with lipopolysaccharide, 
IL-1 alpha and TNF-alpha. Clin. Exp. Immunol. 
96:437–443.

 22. Braunstein, J., Qiao, L., Autschbach, F., Schur-
mann, G., and Meuer, S. 1997. T cells of the human 
intestinal lamina propria are high producers of 
interleukin-10. Gut. 41:215–220.

 23. Groux, H., et al. 1997. A CD4+ T-cell subset inhibits 
antigen-specific T-cell responses and prevents colitis.  
Nature. 389:737–742.

 24. O’Garra, A., Vieira, P.L., Vieira, P., Goldfeld, A.E. 
2004. IL-10-producing and naturally occurring 
CD4+ Tregs: limiting collateral damage. J. Clin. 
Invest. 114:1372–1378.

 25. Kamanaka, M., et al. 2006. Expression of inter-
leukin-10 in intestinal lymphocytes detected by 
an interleukin-10 reporter knockin tiger mouse. 
Immunity. 25:941–952.

 26. Uhlig, H.H., et al. 2006. Characterization 
of Foxp3+CD4+CD25+ and IL-10-secreting 
CD4+CD25+ T cells during cure of colitis. J. Immunol.  
177:5852–5860.

 27. Tsuji, N.M. 2006. Antigen-specific CD4(+) regula-
tory T cells in the intestine. Inflamm. Allergy Drug 
Targets. 5:191–201.

 28. Mizoguchi, A., Mizoguchi, E., Takedatsu, H., Blum-
berg, R.S., and Bhan, A.K. 2002. Chronic intestinal 
inflammatory condition generates IL-10-produc-
ing regulatory B cell subset characterized by CD1d 
upregulation. Immunity. 16:219–230.

 29. Rigby, R.J., Knight, S.C., Kamm, M.A., and Stagg, 
A.J. 2005. Production of interleukin (IL)-10 
and IL-12 by murine colonic dendritic cells in 
response to microbial stimuli. Clin. Exp. Immunol. 
139:245–256.

 30. Ma, D., Wolvers, D., Stanisz, A.M., and Bienenstock, 
J. 2003. Interleukin-10 and nerve growth factor 
have reciprocal upregulatory effects on intestinal 
epithelial cells. Am. J. Physiol. Regul. Integr. Comp. 
Physiol. 284:R1323–R1329.

 31. Wessells, J., et al. 2004. BCL-3 and NF-kappaB p50 
attenuate lipopolysaccharide-induced inflam-
matory responses in macrophages. J. Biol. Chem. 
279:49995–50003.

 32. Van Deventer, S.J. 1997. Tumour necrosis factor 
and Crohn’s disease. Gut. 40:443–448.

 33. Fiocchi, C. 1998. Inflammatory bowel disease: 
etiology and pathogenesis. Gastroenterology. 
115:182–205.

 34. Dionne, S., Ruemmele, F.M., Laberge, S, and 
Seidman, E.G. 2000. The effect of inflamma-
tion severity and of treatment on the production 
and release of TNFalpha by colonic explants in 
inflammatory bowel disease. Aliment. Pharmacol. 
Ther. 14:1435–1442.

 35. Madara, J.L., and Stafford, J. 1989. Interferon-
gamma directly affects barrier function of cul-
tured intestinal epithelial monolayers. J. Clin. Invest. 
83:724–727.

 36. Deem, R.L., Shanahan, F., and Targan, S.R. 1991. 
Triggered human mucosal T cells release tumour 
necrosis factor-alpha and interferon-gamma which 
kill human colonic epithelial cells. Clin. Exp. Immunol.  
83:79–84.

 37. Jarry, A., Muzeau, F., and Laboisse, C. 1992. 
Cytokine effects in a human colonic goblet cell 
line. Cellular damage and its partial prevention by 
5 aminosalicylic acid. Dig. Dis. Sci. 37:1170–1178.

 38. Ruemmele, F.M., Dionne, S., Levy, E., and Seidman, 
E.G. 1999. TNFalpha-induced IEC-6 cell apoptosis 
requires activation of ICE caspases whereas com-
plete inhibition of the caspase cascade leads to 
necrotic cell death. Biochem. Biophys. Res. Commun. 
260:159–166.

 39. Youakim, A., and Ahdieh, M. 1999. Interferon-
gamma decreases barrier function in T84 cells by 
reducing ZO-1 levels and disrupting apical actin. 
Am. J. Physiol. 276:G1279–G1288.

 40. Bruewer, M., et al. 2003. Proinf lammatory 
cytokines disrupt epithelial barrier function by 
apoptosis-independent mechanisms. J. Immunol. 
171:6164–6172.

 41. Wang, F., et al. 2005. Interferon-gamma and tumor 
necrosis factor-alpha synergize to induce intestinal 
epithelial barrier dysfunction by up-regulating 
myosin light chain kinase expression. Am. J. Pathol. 
166:409–419.

 42. Ferrier, L., et al. 2003. Stress-induced disruption of 
colonic epithelial barrier: role of interferon-gamma 
and myosin light chain kinase in mice. Gastroenterology.  
125:795–804.

 43. Yen, D., et al. 2006. IL-23 is essential for T cell-
mediated colitis and promotes inflammation via 
IL-17 and IL-6. J. Clin. Invest. 116:1310–1316.

 44. Elson, C.O., et al. 2007. Monoclonal anti-inter-
leukin 23 reverses active colitis in a T cell-mediated 
model in mice. Gastroenterology. 132:2359–2370.

 45. Shull, M.M., et al. 1992. Targeted disruption of 
the mouse transforming growth factor-beta 1 gene 
results in multifocal inflammatory disease. Nature. 
359:693–699.

 46. Kulkarni, A.B., et al. 1993. Transforming growth 
factor beta 1 null mutation in mice causes exces-
sive inflammatory response and early death. Proc. 
Natl. Acad. Sci. U. S. A. 90:770–774.

 47. Cottrez, F., and Groux, H. 2001. Regulation of TGF-
beta response during T cell activation is modulated 
by IL-10. J. Immunol. 167:773–778.

 48. Fuss, I.J., Boirivant, M., Lacy, B., and Strober, W. 
2002. The interrelated roles of TGF-beta and IL-10 
in the regulation of experimental colitis. J. Immunol.  
168:900–908.

 49. Tsuzuki, H., Tani, T., Ueyama, H., and Kodama, 
M. 2001. Lipopolysaccharide: neutralization by 
polymyxin B shuts down the signalling pathway of 
nuclear factor kappaB in peripheral blood mono-
nuclear cells, even during activation. J. Surg. Res. 
100:127–134.

 50. Bhor, V.M., Thomas, C.J., Surolia, N., and Surolia, 
A. 2005. Polymyxin B: an ode to an old antidote for 
endotoxic shock. Mol. Biosyst. 1:213–222.

 51. De Winter, H., et al. 2002. Regulation of mucosal 
immune responses by recombinant interleukin 10 

Acknowledgments
This work was supported in part by a grant from Schering Plough/
SNFGE (BREMICI). C. Bossard is the recipient of a fellowship from 
the Fondation pour la Recherche Médicale (FRM). The authors 
wish to thank Sigrid Parois and Jeanne Souchet for expert techni-
cal assistance. We also thank D. Le Forestier and his staff from the 
Photologie Department for their help.

Received for publication March 15, 2007, and accepted in revised 
form December 19, 2007.

Address correspondence to: Anne Jarry, INSERM U539, Faculté 
de Médecine, 1 Rue Gaston Veil, 44035 Nantes Cedex 1, France. 
Phone: 33-2-40-41-28-30; Fax: 33-2-40-41-28-37; E-mail: ajarry@
univ-nantes.fr.



research article

1142	 The	Journal	of	Clinical	Investigation   http://www.jci.org   Volume 118   Number 3   March 2008

produced by intestinal epithelial cells in mice. Gas-
troenterology. 122:1829–1841.

 52. Lindsay, J.O., Ciesielski, C.J., Scheinin, T., Hodgson, 
H.J., and Brennan, F.M. 2001. The prevention and 
treatment of murine colitis using gene therapy 
with adenoviral vectors encoding IL-10. J. Immunol. 
166:7625–7633.

 53. Lindsay, J., et al. 2002. IL-10 gene therapy prevents 
TNBS-induced colitis. Gene Ther. 9:1715–1721.

 54. Steidler, L, et al. 2000. Treatment of murine coli-
tis by Lactococcus lactis secreting interleukin-10.  
Science. 289:1352–1355.

 55. Di Giacinto, C., Marinaro, M., Sanchez, M., Strober, 
W., and Boirivant, M. 2005. Probiotics ameliorate 
recurrent Th1-mediated murine colitis by induc-
ing IL-10 and IL-10-dependent TGF-beta-bearing 
regulatory cells. J. Immunol. 174:3237–3246.

 56. Schreiber, S., Heinig, T., Thiele, H.G., and Raedler, 
A. 1995. Immunoregulatory role of interleukin 
10 in patients with inflammatory bowel disease.  
Gastroenterology. 108:1434–1444.

 57. Agence Nationale d’Accreditation et d’Evaluation 
en Santé. 2001. Recommendations for cryo-
preservation of cells and tumor tissues to be used 
for molecular analyses [In French]. Ann. Pathol. 
21:184–201.

 58. French bioethics law, no. 2004-800. August 6, 2004. 
Chapter V, article L. 1245-2.

 59. Rouet-Benzineb, P., et al. 2004. Orexins acting at 
native OX(1) receptor in colon cancer and neurob-
lastoma cells or at recombinant OX(1) receptor 
suppress cell growth by inducing apoptosis. J. Biol. 
Chem. 279:45875–45886.

 60. Jarry, A., et al. 2006. Human colonic myocytes are 

involved in postischemic inflammation through 
ADAM17-dependent TNF production. Br. J. Phar-
macol. 147:64–72.

 61. Caulin, C., Salvesen, G.S., and Oshima, R.G. 1997. 
Caspase cleavage of keratin 18 and reorganization 
of intermediate filaments during epithelial cell 
apoptosis. J. Cell Biol. 138:1379–1394.

 62. Leers, M.P., et al. 1999. Immunocytochemical 
detection and mapping of a cytokeratin 18 neo-
epitope exposed during early apoptosis. J. Pathol. 
187:567–572.

 63. Mosnier, J.F., et al. 2006. ADAM15 upregulation and 
interaction with multiple binding partners in inflam-
matory bowel disease. Lab. Invest. 86:1064–1073.

 64. Blattner, F.R., et al. 1997. The complete genome 
sequence of Escherichia coli K-12. Science. 
277:1453–1474.


