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Several inflammatory processes of the bowel are characterized by an accumulation of
eosinophils at inflammation sites. The mechanisms that govern mucosal infiltration with
eosinophils are not fully understood. In this work, we studied the colorectal polyp-confined
tissue containing eosinophils and we hypothesized that intestinal epithelial cells are the cell
source of eotaxin-3 or CCL26, a potent chemoattractant for eosinophils. We analyzed
colorectal polyps (n=50) from pediatric patients with rectal bleeding by H&E staining and
eosin staining, and different pro-inflammatory cytokines were assessed by RT-gPCR and
ELISA. Igk and CCL26 were investigated by RT-gPCR, ELISA and confocal microscopy.
Finally, the intracellular signaling pathway that mediates the CCL26 production was
analyzed using a kinase array and immunoblotting in human intestinal Caco-2 cell line.
We found a dense cell agglomeration within the polyps, with a significantly higher
frequency of eosinophils than in control adjacent tissue. IL-4 and IL-13 were
significantly up-regulated in polyps and CCL26 was elevated in the epithelial
compartment. Experiments with Caco-2 cells showed that the type-2 cytokine IL-13
increased STAT3 and STATE phosphorylation and eotaxin-3 secretion. The addition of the
blocking antibody Dupilumab or the inhibitor Ruxolitinib to the cytokine-stimulated Caco-2
cells diminished the CCL26 secretion to basal levels in a dose-dependent manner. In
conclusion, our findings demonstrate a high frequency of eosinophils, and elevated levels
of type-2 cytokines and eotaxin-3 in the inflammatory stroma of colorectal polyps from
pediatric patients. Polyp epithelial cells showed to be the main cell source of CCL26, and
IL-13 was the main trigger of this chemokine through the activation of the STAT3/STAT6/
JAK1-2 pathway. We suggest that the epithelial compartment actively participates in the
recruitment of eosinophils to the colonic polyp-confined inflammatory environment.
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INTRODUCTION

Human eosinophils exert substantial contributions to tissue
homeostasis (1), immunity against parasites (2) and the
pathogenesis of allergic inflammatory diseases (3). Eosinophils
are scattered through the gastrointestinal tract, mainly in the
lamina propria and to a lesser extent in the epithelial
compartment. However, a high frequency of eosinophils is a
hallmark of some infections and allergic inflammation. Upon
activation, eosinophils secrete pre-formed granule-stored
components and de novo synthesized molecules that promote
or sustain inflammation in a wide variety of processes.
Eosinophil-associated gastrointestinal disorders are related to
an abnormal immune response to certain foods, causing
digestion problems. Among them, food allergies are clinical
diseases mediated by hypersensitivity reactions, which, upon
frequent exposure to the allergen, progress to an inflammatory
condition in the gut that may involve IgE and eosinophils. It is
known that most cases of tissue eosinophilia do not have a
concomitant underlying IgE-mediated mechanism. In this sense,
researchers are interested in studying the pathogenesis of these
conditions to better understand how the immune system
responds to foods and to find therapeutic alternatives.
Eosinophils reside in several mucosal tissues and the intestine
is the tissue with the most significant number of tissue-resident
eosinophils, both in the small and large bowel. They are mainly
attracted by CCL11 or eotaxin-1 and they have a half-life of 6-7
days in the lamina propria (4). This reflects that the tissue
microenvironment should be very active in promoting its
homing from bone marrow and blood and in tissue survival.
IL-5 is a canonical eosinophil-specific factor, which plays a
central role in cell activation and survival, and along with
CCL11, contributes, in homeostasis, to eosinophil recruitment
into tissues (5). Other cytokines and chemokines which can be
part of the type-2 inflammatory response can be involved in cell
recruitment, activation and tissue remodeling. In previous
studies, we reported that the colonic intestinal tissue in
colorectal polyps from food-sensitized patients presented a cell
infiltration dominated by eosinophils and behaved as an
inductive organized tertiary lymphoid tissue. Herein, we aimed
to characterize the contribution of intestinal epithelial cells in the
recruitment of eosinophils through the secretion of CCL26 or
eotaxin-3 in an inflammatory intestinal condition. The C-C
chemokine CCL26, secreted by humans but not rodents, was
also described in other mucosal tissue in an allergic context.
Baumann et al. reported that patients with allergic rhinitis
showed elevated levels of type-2 cytokines and CCL26, among
other cytokines and chemokines in nasal lavages during the
pollination season (6). Also, Provost et al. described that CCL26
exerts a more profound eosinophil-chemo attractive effect than
other chemokines promoting eosinophil homing to the lung in
asthmatic patients (7). To date the analysis of intestinal tissue
from food-sensitized or allergic patients has seldom been
performed and our work pioneered the description of the local
mechanisms of IgE synthesis that contribute to the allergic
process (8). The mechanisms by which CCL26 is more efficient
as an eosinophil chemoattractant in an allergic context is not yet

defined and here, we contribute with evidence to understand the
CCL26 secretion by epithelial cells in an intestinal
allergic microenvironment.

MATERIALS AND METHODS

Patients and Tests

Patients included in this study were assisted at the
Gastroenterology Unit of the Children”s Hospital Sor Maria
Ludovica of La Plata (Buenos Aires, Argentina). We selected
patients with rectal bleeding, male (65.4%) and female, with a
mean age of 5.5 years old (IQR=3.7-8.0 yo). A colonoscopy for
intestinal surveillance was indicated in 104 patients and we
found polyps in 48.1% (50), that were removed as part of the
clinical procedure. Juvenile polyps were mainly found in the
rectum (39) or sigmoid colon (11). Polyp tissues (PT) were
analyzed and one biopsy from the surrounding colonic tissue
(SCT) was also obtained, which was considered as a matched
sample control. As additional controls, samples from adults with
adenomatous (AP) (n=10) or hyperplastic colonic polyps (HP)
(n=10) were analyzed.

Patients who presented polyps were also evaluated at the
Allergy Unit. Allergy sensitization or food allergy was studied
using clinical criteria and complementary tests. The diagnosis of
food allergy is largely clinical as the double-blind placebo-
controlled food challenge (DBPCFC) is not routinely
performed. On suspicious, a transitory restriction diet of two
weeks was carried out and food allergy or food sensitization was
confirmed according to anamnesis, skin prick test (SPT), and
serum IgE tests. A thorough history of dermatitis, rhinitis,
asthma, and allergic responses to drugs or foods, examination
and family history of atopy were considered. Skin test for food
allergens was carried out in all patients with commercial extracts
of cow’s milk, fish, egg, peanut, soy, and wheat; histamine
phosphate (10mg/ml) and saline solution were used as
controls. A skin reaction with a flare over 4 mm diameter was
considered positive. Serum total and food-specific IgE (peanut,
soy, and cow’s milk) were assessed in all patients by ELISA,
according to Docena et al. (9).

The Ethics Committee of the Children’s Hospital of La Plata
approved the protocols (Buenos Aires, Argentina) (#389-2014
and #389-2018), and patients or their parents gave written
informed consent.

Histological Analysis

Polyp and biopsy tissues were characterized by haematoxylin and
eosin (H&E) or eosin staining, or with fluorochrome-conjugated
specific antibodies and then analyzed by optical and confocal
microscopy, respectively (8). Briefly, tissues were fixed overnight
at 4°C in 3% paraformaldehyde and then embedded in paraffin as
described in Mercer et al. (10). Intestinal tissue sections of 5um
were deparaffinized and stained with H&E (Biopur, Santa Fe,
Argentina) or treated with sodium citrate pH 6.0 at 95°C for
15 min for antigen retrieval for immunofluorescence analysis.
After blocking with 2% bovine serum albumin, incubation with
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FITC-conjugated anti-human IgE (diluted 1:25) (Southern
Biotech, Birmingham, AL, USA) or anti-human CCL26
(diluted 1:20) (R&D Systems, Minnesota, USA) along with
goat anti-IgG AlexaFluor®488 (diluted 1:300) (Abcam, San
Francisco, USA) as a secondary antibody and propidium
iodide (Sigma-Aldrich, MO, USA) was carried out. An SP5
Leica confocal microscope was used, and images were analyzed
with LAS AF Lite software (Leica). Eosinophil differential
staining was performed in 5um formalin-fixed and paraffin-
embedded colon tissue sections and stained with the
Papanicolaou technique following the manufacturer’s protocols
(Biopak, Buenos Aires, Argentina). Briefly, intestinal tissue
sections were deparaffinized and stained subsequently with
haematoxylin, Orange G and eosin. Sections were then
dehydrated and mounted with Canadian balsam. For the
eosinophil count, images were obtained in a Leica DM500
microscope with a ICC50HD camera. Cell counts were done in
high-power field (HPF), which represents a 400X or 400-fold
magnification, and corresponds to an area of 0.1 mm? (field
number of 18 mm). The presence and frequency of eosinophils
was calculated according to the count of cells with bi-lobed
nucleus together with their eosin-containing granules staining.

Cytokine and IgE Levels in the Colonic
Tissue

Proteins were extracted from snap-frozen PT and SCT samples
by rapid rotor-stator homogenization in PBS with a protease
inhibitor cocktail (SIGMA-Aldrich, MO, USA). Cytokines were
quantified in the supernatants using commercial ELISA kits
according to the manufacturer’s instructions: IL-4
(Immunotools, Friesoythe, Germany), IL-5 (ThermoFisher
Scientific, MA, USA), IL-13 (DuoSet, R&D Systems,
Minneapolis, MN, USA) and IEN-y (DuoSet, R&D Systems,
Minneapolis, MN, USA).

Total and cow’s milk-specific tissue IgE were assessed by
ELISA as described in Docena et al. (9). Briefly, polystyrene
microtiter wells (NUNC, Maxisorp, Denmark) were coated with
anti-human IgE polyclonal antiserum (100ul, 400ug/ml) (Sigma,
MO, USA) for total IgE quantification or allergens (cow’s milk,
soy or peanut proteins-10ug/ml) for specific IgE. Wells were
blocked with 5% equine serum in saline phosphate buffer. Tissue
lysates were added and incubated for 1h at 37°C, followed by
incubation with biotinylated goat anti-human IgE (e-chain
specific) antibody (Vector Laboratories, Cat# BA-3040, RRID :
AB_2336144) (1/2000, 1h at 37°C) followed by streptavidin-
horseradish peroxidase (Sigma, MO, USA) (1/10,000, 1h at 37°C)
for total IgE quantification, or with anti-human IgE conjugated
to alkaline phosphatase (Sigma, MO, USA) (1:1000, 2hs at 37°C)
for specific IgE. For quantification, a calibration curve was
prepared in duplicate using a reference standard (1000 IU/ml)
for total IgE. As substrate, ortho-phenylenediamine (MP
Biomedicals, CA, USA) and peroxide were used for total IgE,
the reaction was stopped with 2M H,SO, and optical density
(OD) was measured at 492 nm. For specific IgE, p-nitrophenyl
phosphate (Sigma, MO, USA) was used, the reaction was stopped
with 0,IN EDTA and OD was measured at 405 nm.

Cell Culture

Caco-2 cells were grown in DMEM supplemented with 10% FBS,
100 U/ml penicillin, 100 mg/ml streptomycin and 110 mg/L
pyruvate. Confluent Caco-2 cells grown on 24-well plates were
fasted for 12h and then stimulated with recombinant human
(rh)-IFN-y (10ng/ml), rh-IL-4 (100 ng/ml) or rh-IL-13 (10ng/
ml) (R&D Systems, Minneapolis, MN, USA) for 90 min, for
further immunoblotting assays. Chemokines in cell-culture
supernatants were assayed after stimulation with FliC (1ug/ml),
rh-IFN-y (10ng/ml), rh-IL-4 (100 ng/ml), rh-IL-13 (10ng/ml),
rh-IL-5 (10ng/ml) (R&D Systems, Minneapolis, MN, USA),
Dupilumab (human anti-interleukin-4 receptor alpha
monoclonal antibody) (50ug/ml) (Sanofi Genzyme, Regeneron,
NY, USA) or Mepolizumab (human anti-interleukin-5
monoclonal antibody) (50 pg/ml) (GSK, San Polo di Torrile,
Italy) for 48h at 37°C. We also used a specific JAKI and JAK2
inhibitor, Ruxolitinib (Novartis, Stein, Switzerland), at different
doses for 2h. The inhibitors and monoclonal antibodies were
diluted in medium and incubated with cells alone or in
combination with the different stimuli.

Gene Expression Analysis
Polyp and biopsy samples were received in RNA Later Solution
(Biogenex) and stored at -80°C. Total RNA was isolated using the
Mustra RNAspin Mini RNA Isolation Kit (GE Healthcare, Little
Chalfont, UK) following the manufacturer’s protocols. The
isolated RNA was then reverse transcribed using random
primers and M-MLV Reverse transcriptase (Invitrogen, CA,
USA). Real-time quantitative PCR (qRT-PCR) for CCLS5,
CCL26, IEN-y, IL-4, IL-5 and IL-13 was performed using SYBR
Green PCR Master Mix (BioRad, CA, USA) and the iCycler
thermal cycler (Bio-Rad, CA, USA). Transcript expression levels
were normalized to B-actin (whole tissue) or RPLPO (epithelial
compartment) as house-keeping genes. Comparative threshold
(CT) method was used for data analysis. Data were expressed as
relative quantitation of gene expression (27,

Primer sequences used are listed in Table 1 and the running
protocol was the same for all primers.

Immunoblotting
Cells were lysed and harvested with 10 mM HEPES, 1.5 mM
MgCl2, 10 mM KCl and 0.1% Igepal in the presence of a protease

TABLE 1 | Primer sequences employed in the gene expression analysis.

Gene Forward Reverse

IFN-y  AATTGGAAAGAGGAGAGTGAC CATTCATGTCTTCCTTGATGG
IL-13 CAGTTCAACTGAAACTTCG TCTGCAACTTCAATAGTCAG
IL-4 CGACTGCACAGCAGTTCCA AGGTTCCTGTCGAGCCGTTT
IL-5 CATCGAACTCTGCTGATAGCC CATCGAACTCTGCTGATAGCC
CCL- CCCATATTCCTCGGACAC TCTTTCGGGTGACAAAGC

5

CCL- ACACGTGGGAGTGACATATCCA GACTTTCTTGCCTC GGTAGTG
26

B- CCTGGCACCCAGCACAAT GCCGATCCACACGGAGTACT
ACTIN

RPLP-  GCAATGTTGCCAGTGTCTG GCCTTGACC CAGCAA
0
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inhibitor mixture (Sigma-Aldrich) and sodium vanadate
(VO4Na) as a phosphatase inhibitor. Total protein amount was
determined with the bicinchoninic acid assay (Pierce, Rockford,
IL, USA). Protein extracts from Caco-2 cells were resolved on
10% SDS-PAGE gels under reducing conditions (BioRad Mini-
Protean III; BioRad, Richmond, CA, USA), and then transferred
onto a nitrocellulose membrane (Bio-Rad Laboratories, Hemel
Hempsted, UK) for 1h at 300 mA. Blots were blocked and probed
with a mouse anti-STAT6 and anti-phospho STATS6, diluted
1:600 and 1:2000 respectively (Santa Cruz, Santa Cruz, CA, USA)
or with a mouse anti-STAT3 and anti-phospho STAT3 diluted
1:600 and 1:300 respectively (Santa Cruz, Santa Cruz, CA, USA)
as primary antibodies. HRP-conjugated goat anti-mouse IgG
diluted 1:3000 was used as a secondary antibody (BioRad,
Hercules, CA, United States). B-actin was used as a loading
control using a rabbit anti-B-actin primary antibody diluted
1:2000 (Abcam, Cambridge, MA, United States). HRP-
conjugated goat anti-rabbit IgG diluted 1:3000 was used as a
secondary antibody (BioRad, Hercules, CA, United States).
Protein bands were visualized by enhanced chemiluminescence
reagents (ECL Plus; GE Healthcare, Danderyd, Sweden). The
bands were scanned with C digit scanner (LI-COR Biosciences,
Lincoln, Nebraska, United States) and quantified using
Image] software.

ELISA Assay for CCL26

CCL26 was quantified by ELISA in stimulated Caco-2 cell
supernatants and cell lysates from colonic tissues, following the
manufacturer’s instructions (DuoSet, R&D Systems,
Minneapolis, MN, USA).

Kinase Signaling Pathway Assay

Confluent Caco-2 cells were fasted for 12h and then stimulated
with rh-IFN-y (10ng/ml) or rh-IL-13 (10ng/ml) (R&D
Systems) for 5, 10, 45 and 90min. Cells were lysed and
harvested as previously described in the presence of the
protease inhibitor mixture and phosphatase inhibitor. The
protein content of lysates was adjusted to 600ug/ml. The
coated nitrocellulose membranes (PathScan RTK Signaling
Antibody Array Kit, Cell Signaling Technology) were
incubated with cell lysates over night at 4°C. The kinases
captured by the antibody-coated spots were detected with
a cocktail of biotinylated specific antibodies, then
HRP-conjugated streptavidin and finally it was developed
with Enhanced chemiluminescence reagents (ECL Plus;
GE Healthcare, Danderyd, Sweden), following the
manufacturer’s instructions. Membranes were scanned with
the C digit scanner. The images were analyzed with the Image-
] software.

Statistical Analysis

Comparison between paired groups was made using Student s -
test. Results were expressed as mean + standard error of the
mean (SEM) or violin plots. Differences between means were
considered statistically significant when p<0.1. GraphPad Prism
8.00 (San Diego, CA, USA) was used for the statistical analysis.

RESULTS

The Stroma of Colorectal Polyps Showed
an Eosinophil-Dense Inflammatory Cell
Infiltration and Type-2 Cytokine-
Dominated Environment

We have previously reported that colonic polyps found in
children with rectal bleeding and abdominal pain are mostly
single, protruded to the lumen of the bowel, and are mainly
located in rectum (48). The histological analysis of the stroma
showed a prominent cell infiltration in the lamina propria of PT,
whereas the paired SCT and colonic tissues of healthy subjects
(HCT) showed a normal tissue cellularity. Eosinophils were
visualized with the eosin-based staining and we found a
significant higher frequency of eosinophils in PT than in SCT
or HCT (43,06+/-22,32 vs 13,75+/-6,67 and 12,10+/-2,98
eosinophils/HPF, respectively). Adenomatous and hyperplastic
colonic polyps from adults were also analyzed, and we found a
significantly reduced eosinophil count (Figures 1A, B). Tumoral
or malignant polyps are infrequent in the pediatric population.

To further elucidate the mechanisms that promoted the
recruitment of eosinophils to the polyp, we analyzed the
inflammatory environment. Tissue IgE antibodies were
elevated in PT compared to SCT (p<0.005), with significantly
higher levels of milk-specific IgE in PT than in SCT (Figure 1C).
Furthermore, we found that IgE" cells were scattered throughout
all the polyp tissue and the co-staining with anti-CD138
antibody revealed the presence of plasma cells (IgE*CD138"
cells) and eosinophils (IgE"CD138 cells with a bi-lobed nucleus)
(Figure 1D). Previous works demonstrated that serum IgE
correlated with polyp tissue IgE (8). Here, we found that
patients with polyps showed high levels of total serum IgE
(90%) and food specific IgE (74-88%), and personal or family
history of atopy or allergy (Table 2).

We next analyzed the production of type-1 and type-2
cytokines in the colonic tissues, comparing the cytokine
expression and protein levels in PT and SCT. As shown in
Figure 2A, IL-4 and IL-13 transcripts in PT were significantly
higher than in SCT, whereas IFN-y remained unchanged. IL-5
showed an increasing trend in PT compared to SCT. The IL-13/
IFN-y ratio was higher in PT than in SCT (p<0.01). Also, we
found significant higher protein levels of IL-4 and IL-13 than in
SCT, whereas IFN-y remained statistically unchanged, while the
IL-13/IFN-y ratio was increased in PT compared to SCT (p<0.01)
(Figure 2B). These findings indicate that the tissue
microenvironment within the polyps is dominated by type-2
cytokines, which could be produced by ILC-2, eosinophils and
Th2 cells.

CCL26 Was Differentially Produced in the
Epithelial Compartment of Polyps

Given that CCL26 is a potent chemoattractant for eosinophils,
we next analyzed the presence of this chemokine in the colonic
tissue of food-sensitized patients. We found by confocal
microscopy an increased expression of CCL26 in the epithelial
compartment of PT whereas it was undetectable in SCT
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(Figure 3A). As shown in the magnified picture, CCL26 staining
was observed in the cytosol of epithelial cells. CCL5 (RANTES)
and CCL26 (eotaxin-3) transcript quantification showed a
significantly higher expression of CCL26 in PT than SCT,
whereas CCL5 remained unchanged (Figure 3B). Moreover,
the quantification of CCL26 in tissue lysates showed a higher
concentration in PT than in SCT (p<0.01) (Figure 3C).

»29« A Q& Q

i

FIGURE 1 | Cell infiltrate and IgE in the stroma of colorectal polyps. (A) Histology by H&E and eosin staining of tissue sections from polyp tissues (PT), surrounding
control tissue (SCT) and heathy control tissue (HCT). Adenomatous polyps (AP) and hyperplastic polyps (HP) stained with H&E are also depicted. Representative
images are depicted. (B) Eosinophil count in colonic tissues from pediatric patients and from adults with tumoral polyps (TP). (C) Total and milk-specific IgE
quantification in the tissues. (D) IgE and CD138 staining by confocal microscopy in the tissues (double- staining are marked with arrows and it corresponds to IgE-
expressing plasma cells). Data are expressed as the mean value + SEM. Statistic differences were calculated using Student's t-test.

IL-13 Induced the Secretion of CCL26
Through the Activation of the STAT/JAK
Pathway in Colonic Epithelial Cells

These findings prompted us to study the role of type-2 cytokines
in the production of CCL26 by human colonic epithelial cells.
We found in Caco-2 cells that IL-13, but not IL-5, differentially
promoted the secretion of CCL26 (p<0.05). Medium, flagellin
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TABLE 2 | Demographics of pediatric patients with rectal bleeding and juvenile polyps.

Characteristic

Subjects (n=50)

Age (y), median (IQR) 5.50 (3.70 - 8.0)
Total IgE level (IU/mL), median (IQR) 212.10 (67.65 — 444.53)
Total IgE level > 60 UI/mL, n (%) 45 (90)

Cow’s milk protein (CMP)-specific IgE, n (%) 40 (80)
Peanut-specific IgE, n (%) 44 (88)
Soy-specific IgE, n (%) 37 (74)

SPT, n (%) 12
Food-specific IgE, n (%) 42 (92.3)
Atopic condition (personal or family), n (%) 30 (60)
Dermatitis 8 (16)

Urticaria in response to CMP 4 (8)

Asthma 4 (8)

(Caco-2 cells express TLR-5) and IFN-y were included as
controls and none of them induced the chemokine secretion.
We found no significant induction of CCL26 expression upon
IL-4 stimulation. To confirm that CCL26 secretion was

specifically induced by IL-13, we blocked its receptor with
Dupilumab (an IL-4Ra chain specific monoclonal antibody) in
vitro. We also suppressed the IL-4 stimulation with Dupilumab
and IL-5 stimulation with Mepolizumab (an anti-IL-5
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FIGURE 2 | Analysis of cytokine production. Protein expression (A) and quantification (B) of type-1 and -2 cytokines were analyzed by RT-qgPCR and ELISA in
tissue lysates. Data are expressed as the mean value + SEM. Statistic differences were calculated using Student’s t-test.
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FIGURE 3 | Analysis of CCL26 production in colonic tissues. (A) CCL26 production was analyzed by confocal microscopy (DAPI was used for nucleus staining). The
epithelial compartment showing CCL26 cytosolic expression is magnified. (B) CCL5 and CCL26 expression measured by RT-gPCR was analyzed in colonic tissues.
(C) The CCL26 tissue level was quantified by ELISA. Data are expressed as the mean value + SEM. Statistic differences were calculated using Student’s t-test.

monoclonal antibody). We found that Dupilumab abrogated the
IL-13-induction of CCL26 secretion, indicating that the IL-13R is
involved in the signaling pathway leading to CCL26 production
(Figure 4A). As the IL-13R is linked to the intracellular STAT/
JAK kinase, we co-incubated Caco-2 cells with IL-13 and
Ruxolitinib, a JAK1 and JAK2 inhibitor. We observed an
inhibition of the IL-13-induced CCL26 secretion in a dose-
response manner, thus suggesting that the STAT/JAK pathway
is involved in eotaxin-3 production (Figure 4B).

Finally, to identify the specific intracellular pathways
promoted by the extracellular IL-13 stimulus that provokes the
CCL26 secretion, we carried out a phosphokinase array. We
found that STAT3 was phosphorylated when cells were
incubated with IL-13 or IFN-y (Figure 4C). In addition, the
literature shows that IL-13 also induces STAT6 phosphorylation
(11). Therefore, we analyzed by immunoblotting STAT3, p-
STAT3, STAT6 and p-STAT6 in Caco-2 cell lysates. Figure 4D
shows that IL-13 induced p-STAT3 and p-STAT6 and increased
the ratio p-STAT3/STAT3 and p-STAT6/STAT6 (p<0.1).
Overall, these findings indicate that IL-13 promoted the
phosphorylation of STAT3 and STAT6 through the IL-13
receptor in the colonic epithelial cell line, and that the
activation of the JAK 1/2 promoters induced the transcription
and secretion of CCL26.

DISCUSSION

The gut-associated lymphoid system includes organized
lymphoid tissue such as mesenteric lymph nodes, Peyer’s

patches, and lymphoid follicles within the lamina propria. This
system comes into direct contact with food antigens, which may
explain why as many as 50% of food allergic disorders present
with gastrointestinal manifestations. Even though 2% of ingested
food antigens are absorbed, tolerance develops through a variety
of mechanisms (e.g., T-cell anergy or induction of regulatory T
cells) that protect against allergy development. In a sensitized
host, a food antigen can bind to IgE, activating and releasing
several potent mediators and cytokines leading to mucosal
inflammation. Several inflammatory processes of the bowel are
characterized by an accumulation of eosinophils at sites of
inflammation. The mechanisms that govern mucosal
infiltration with eosinophils are not fully understood. In this
study, we hypothesized that the colonic epithelial cells release
eotaxin-3 and we demonstrated that the type 2 cytokine IL-13
increased eotaxin-3 mRNA levels and eotaxin-3 protein secretion
in the Caco-2 human intestinal epithelial cell line. We previously
reported that the allergic inflammation detected in juvenile
polyps of patients with food-sensitization was accompanied
with IgE synthesis (8). Furthermore, the presence of food-
specific IgE exclusively within the polyp, and not in the
surrounding mucosal tissue, indicates that IgE is locally
produced and probably induced or enhanced by the presence
of food allergens that gain access to tissue from the intestinal
lumen. We studied the inflammatory environment of the
confined stroma within colonic polyps and we observed a
dense cell infiltration with a high frequency of eosinophil. We
here propose that intestinal epithelial cells that line the mucosa
are key triggers of the eosinophil recruitment through the
secretion of eotaxin-3 or CCL26 upon stimulation with IL-13.
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As in the small intestine, colonic eosinophils are considered to
represent normal constituents of the mucosa when singly
dispersed in the lamina propria (9-26 eosinophils/HPF).
Eosinophils are more numerous in the intestinal lamina
propria of the healthy proximal colon of pediatric subjects,
with 20-50 eosinophils per HPF and infiltrating the crypt

epithelium (12). In our study, we found that the control or
surrounding colonic tissue of the distal colon harbors 13-20
eosinophils/HPF, whereas the polyp tissue showed a significantly
higher frequency of cells (43,06+/-22,32 eosinophils/HPF), along
with significantly increased levels of CCL26 in the
epithelial compartment.
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Other authors have reported similar results in nasal polyps, with
a high tissue content of chemokines and high eosinophil count
(13). Furthermore, CCL26 has also been described as produced by
human bronchial epithelial cells (14) and keratinocytes (15) and its
imbalanced secretion, probably due to an overexpression of type-2
cytokines, was implicated in atopic dermatitis and asthma (16-18).
Nevertheless, CCL26 has not been described in food allergy. The
overexpression of IL-13 has also been described as promoting
mucosal barrier disruption and further amplifying inflammation
with tissue remodeling (19-22). In our study, we detected IL-13 at
higher levels than IL-4 and IL-5 in the stroma of polyps and this
prompted us to analyze the effect of this cytokine on human
colonic epithelial cells.

Regarding the human gut, it has been reported in different cell
lines that CCL26 expression is induced by IL-13 and IL-4
through the STAT6 pathway (11). Lan et al. reported that
intestinal specimens from patients with colorectal cancer
showed up-regulated expression of CCL26 in advanced tumor
stages (23), which is associated with colorectal cancer
malignancy. In addition, STAT-6 regulates CCL26 expression
in esophageal cells (24) and it has been strongly associated with
inflammation in esophageal biopsies from patients with
eosinophilic esophagitis (25). In contrast, there was no
significant correlation between CCL5 and inflammation,
considering that eosinophils express its cognate receptor CCR1.

Blanchard et al. demonstrated that the human colonic epithelial
cell lines HT-29 CL.19A and T84 secreted eotaxin-3 upon
stimulation with IL-4 or IL-13 in a dose-dependent manner (11).
In our work, we found a significant induction of CCL26 secretion
in Caco-2 cells upon stimulation with IL-13, which was reversed
after blocking its cognate receptor and with a JAK inhibitor, thus
demonstrating that this type-2 cytokine promoted the activation of
the two canonical STAT/JAK intracellular pathways, STAT 3 and
STAT 6, to activate the eotaxin-3 promoter.

In conclusion, our results demonstrate that the stroma of polyps
from patients with food-sensitization contain a dense cell infiltration
dominated by eosinophils and type-2 cytokines. Epithelial cells of
polyps, unlike epithelial cells from the normal adjacent mucosa,
produced the main eosinophil-chemoattractant eotaxin-3.
Importantly, we provide evidence that STAT 3 and STAT 6 are
necessary for the IL-13-driven CCL26 gene up-regulation and
secretion in Caco-2 cells. Overall, these findings suggest that the
allergic inflammatory content of polyps may promote the peripheral
eosinophil recruitment at the site of inflammation and that the
inhibition of JAK 1/2 may control this process.

REFERENCES

1. Shah K, Ignacio A, McCoy KD, Harris NL. The Emerging Roles of
Eosinophils in Mucosal Homeostasis. Mucosal Immunol (2020) 13(4):574-
83. doi: 10.1038/s41385-020-0281-y

2. Huang L, Gebreselassie NG, Gagliardo LF, Ruyechan MC, Luber KL, Lee
NA, et al. Eosinophils Mediate Protective Immunity Against Secondary
Nematode Infection. J Immunol (2015) 194(1):283-90. doi: 10.4049/
jimmunol.1402219

3. Akuthota P, Weller PF. Eosinophils and Disease Pathogenesis. Semin Hematol
(2012) 49(2):113-9. doi: 10.1053/j.seminhematol.2012.01.005

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/supplementary material. Further inquiries can be
directed to the corresponding author.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by The Ethics Committee of the Children s Hospital of
La Plata approved the protocols (Buenos Aires, Argentina)
(#389-2014 and #389-2018). Written informed consent to
participate in this study was provided by the participants’ legal
guardian/next of kin.

AUTHOR CONTRIBUTIONS

All authors have made substantial contributions to the study:
-Conception and design of the study: RC, CIM and GD.
-Acquisition of data: JV, KC, LG, VB, MG, EA EF. -Removal
of the polyp: LG and VB. -Analysis and/or interpretation of data:
JV, KC, LG VB, MG, EA, EF, RC, CIM, GD. -Drafting the
manuscript: GD. -Revising the manuscript critically for relevant
intellectual content: JV, KC, LG, VB, MG, EA, EF, RC, CIM, GD.
-Approval of the version of the manuscript to be published: JV,
KC, LG, VB, MG, EA, EF, RC, CM, GD.

FUNDING

This work was supported by grants from Agencia Nacional de
Promocién Cientifica y Tecnoldgica (PICT 2018-2479) and
UNLP (grant 11/X695) to GD.

ACKNOWLEDGMENTS

JV and KC are fellows of CONICET; RC, CIM and GD are
researcher of CONICET.

4. Mishra A, Hogan SP, Lee JJ, Foster PS, Rothenberg ME. Fundamental Signals
That Regulate Eosinophil Homing to the Gastrointestinal Tract. J Clin Invest.
(1999) 103(12):1719-27. doi: 10.1172/JCI6560

5. Greenfeder S, Umland SP, Cuss FM, Chapman RW, Egan RW. Th2 Cytokines
and Asthma. The Role of Interleukin-5 in Allergic Eosinophilic Disease.
Respir Res (2001) 2(2):71-9. doi: 10.1186/rr41

6. Baumann R, Rabaszowski M, Stenin I, Tilgner L, Scheckenbach K, Wiltfang J,
et al. Comparison of the Nasal Release of IL-4, IL-10, IL-17, CCL13/MCP-4,
and CCL26/eotaxin-3 in Allergic Rhinitis During Season and After Allergen
Challenge. Am ] Rhinol Allergy (2013) 27(4):266-72. doi: 10.2500/
ajra.2013.27.3913

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 909896


https://doi.org/10.1038/s41385-020-0281-y
https://doi.org/10.4049/jimmunol.1402219
https://doi.org/10.4049/jimmunol.1402219
https://doi.org/10.1053/j.seminhematol.2012.01.005
https://doi.org/10.1172/JCI6560
https://doi.org/10.1186/rr41
https://doi.org/10.2500/ajra.2013.27.3913
https://doi.org/10.2500/ajra.2013.27.3913
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Vaccaro et al.

Secretion of CCL26 in Human Colon

10.

11.

12.

13.

14.

15.

16.

17.

18.

. Provost V, Larose M-C, Langlois A, Rola-Pleszczynski M, Flamand N,

Laviolette M. CCL26/eotaxin-3 is More Effective to Induce the Migration of
Eosinophils of Asthmatics Than CCL11/eotaxin-1 and CCL24/eotaxin-2.
J Leukoc Biol (2013) 94(2):213-22. doi: 10.1189/j1b.0212074

. Canziani KE, Pucci Molineris M, Guzman L, Bernedo V, Garcia M,

Altamirano EM, et al. Direct Evidence for Local IgE Production in the
Human Colonic Mucosa. Allergy. (2021) 76(5):1545-9. doi: 10.1111/all.14594

. Docena G, Rozenfeld P, Fernandez R, Fossati CA. Evaluation of the Residual

Antigenicity and Allergenicity of Cow’s Milk Substitutes by In Vitro Tests.
Allergy. (2002) 57(2):83-91. doi: 10.1034/j.1398-9995.2002.103219.x

Mercer N, Guzman L, Cueto Rua E, Drut R, Ahmed H, Vasta GR, et al. Duodenal
Intraepithelial Lymphocytes of Children With Cow Milk Allergy Preferentially
Bind the Glycan-Binding Protein Galectin-3. Int ] Immunopathol Pharmacol
(2009) 22(1):207-17. doi: 10.1177/039463200902200123

Blanchard C, Durual S, Estienne M, Emami S, Vasseur S, Cuber JC. Eotaxin-3/
CCL26 gene expression in intestinal epithelial cells is up-regulated by interleukin-4
and interleukin-13 via the signal transducer and activator of transcription 6. Int
Biochem Cell Biol (2005) 37(12):2559-73. doi: 10.1016/j.biocel.2005.06.010
DeBrosse CW, Case JW, Putnam PE, Collins MH, Rothenberg ME. Quantity
and Distribution of Eosinophils in the Gastrointestinal Tract of Children.
Pediatr Dev Pathol (2006) 9(3):210-8. doi: 10.2350/11-05-0130.1

Saito H, Honda K, Asaka C, Ueki S, Ishikawa K. Eosinophil Chemotaxis Assay
in Nasal Polyps by Using a Novel Optical Device EZ-TAXIScan: Role of CC-
Chemokine Receptor 3. Allergol Int (2016) 65(3):280-5. doi: 10.1016/
j-alit.2016.01.001

Komiya A, Nagase H, Yamada H, Sekiya T, Yamaguchi M, Sano Y, et al.
Concerted Expression of Eotaxin-1, Eotaxin-2, and Eotaxin-3 in Human
Bronchial Epithelial Cells. Cell Immunol (2003) 225(2):91-100. doi:
10.1016/j.cellimm.2003.10.001

Kagami S, Saeki H, Komine M, Kakinuma T, Tsunemi Y, Nakamura K, et al.
Interleukin-4 and Interleukin-13 Enhance CCL26 Production in a Human
Keratinocyte Cell Line, HaCaT Cells. Clin Exp Immunol (2005) 141(3):459—
66. doi: 10.1111/j.1365-2249.2005.02875.x

Kagami S, Kakinuma T, Saeki H, Tsunemi Y, Fujita H, Nakamura K, et al.
Significant Elevation of Serum Levels of Eotaxin-3/CCL26, But Not of
Eotaxin-2/CCL24, in Patients With Atopic Dermatitis: Serum Eotaxin-3/
CCL26 Levels Reflect the Disease Activity of Atopic Dermatitis. Clin Exp
Immunol (2003) 134(2):309-13. doi: 10.1046/j.1365-2249.2003.02273.x
Larose MC, Chakir J, Archambault AS, Joubert P, Provost V, Laviolette M,
et al. Correlation Between CCL26 Production by Human Bronchial Epithelial
Cells and Airway Eosinophils: Involvement in Patients With Severe
Eosinophilic Asthma. ] Allergy Clin Immunol (2015) 136(4):904-13. doi:
10.1016/j.jaci.2015.02.039

Guttman-Yassky E, Bissonnette R, Ungar B, Suarez-Farifas M, Ardeleanu M,
Esaki H, et al. Dupilumab Progressively Improves Systemic and Cutaneous

Abnormalities in Patients With Atopic Dermatitis. J Allergy Clin Immunol
(2019) 143(1):155-72. doi: 10.1016/j.jaci.2018.08.022

Purwar R, Werfel T, Wittmann M. IL-13-Stimulated Human Keratinocytes
Preferentially Attract CD4+CCR4+ T Cells: Possible Role in Atopic Dermatitis.
] Invest Dermatol (2006) 126(5):1043-51. doi: 10.1038/sj.jid.5700085

Bao K, Reinhardt RL. The Differential Expression of IL-4 and IL-13 and its
Impact on Type-2 Immunity. Cytokine. (2015) 75(1):25-37. doi: 10.1016/
j.cy10.2015.05.008

Tazawa T, Sugiura H, Sugiura Y, Uehara M. Relative Importance of IL-4 and
IL-13 in Lesional Skin of Atopic Dermatitis. Arch Dermatol Res (2004) 295
(11):459-64. doi: 10.1007/s00403-004-0455-6

Koppes SA, Brans R, Ljubojevic Hadzavdic S, Frings-Dresen MHW,
Rustemeyer T, Kezic S. Stratum Corneum Tape Stripping: Monitoring of
Inflammatory Mediators in Atopic Dermatitis Patients Using Topical
Therapy. Int Arch Allergy Immunol (2016) 170(3):187-93. doi: 10.1159/
000448400

Lan Q,Lai W, Zeng Y, Liu L, Li S, Jin S, et al. CCL26 Participates in the PRL-3-
Induced Promotion of Colorectal Cancer Invasion by Stimulating Tumor-
Associated Macrophage Infiltration. Mol Cancer Ther (2018) 17(1):276-89.
doi: 10.1158/1535-7163.MCT-17-0507

Goswami R, Jabeen R, Yagi R, Pham D, Zhu J, Goenka S, et al. STAT6-
Dependent Regulation of Th9 Development. ] Immunol (2012) 188(3):968—
75. doi: 10.4049/jimmunol.1102840

Krishnamurthy P, Sherrill JD, Parashette K, Goenka S, Rothenberg ME, Gupta
S, et al. Correlation of Increased PARP14 and CCL26 Expression in Biopsies
From Children With Eosinophilic Esophagitis. ] Allergy Clin Immunol (2014)
133(2):577-580.¢2. doi: 10.1016/j.jaci.2013.09.031

19.

20.

21.

22.

23.

24.

25.

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Vaccaro, Canziani, Guzmadn, Bernedo, Garcia, Altamirano,
Feregotti, Curciarello, Muglia and Docena. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 909896


https://doi.org/10.1189/jlb.0212074
https://doi.org/10.1111/all.14594
https://doi.org/10.1034/j.1398-9995.2002.1o3219.x
https://doi.org/10.1177/039463200902200123
https://doi.org/10.1016/j.biocel.2005.06.010
https://doi.org/10.2350/11-05-0130.1
https://doi.org/10.1016/j.alit.2016.01.001
https://doi.org/10.1016/j.alit.2016.01.001
https://doi.org/10.1016/j.cellimm.2003.10.001
https://doi.org/10.1111/j.1365-2249.2005.02875.x
https://doi.org/10.1046/j.1365-2249.2003.02273.x
https://doi.org/10.1016/j.jaci.2015.02.039
https://doi.org/10.1016/j.jaci.2018.08.022
https://doi.org/10.1038/sj.jid.5700085
https://doi.org/10.1016/j.cyto.2015.05.008
https://doi.org/10.1016/j.cyto.2015.05.008
https://doi.org/10.1007/s00403-004-0455-6
https://doi.org/10.1159/000448400
https://doi.org/10.1159/000448400
https://doi.org/10.1158/1535-7163.MCT-17-0507
https://doi.org/10.4049/jimmunol.1102840
https://doi.org/10.1016/j.jaci.2013.09.031
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Type-2 Cytokines Promote the Secretion of the Eosinophil–Attractant CCL26 by Intestinal Epithelial Cells in Food-Sensitized Patients
	Introduction
	Materials and Methods
	Patients and Tests
	Histological Analysis
	Cytokine and IgE Levels in the Colonic Tissue
	Cell Culture
	Gene Expression Analysis
	Immunoblotting
	ELISA Assay for CCL26
	Kinase Signaling Pathway Assay
	Statistical Analysis

	Results
	The Stroma of Colorectal Polyps Showed an Eosinophil-Dense Inflammatory Cell Infiltration and Type-2 Cytokine-Dominated Environment
	CCL26 Was Differentially Produced in the Epithelial Compartment of Polyps
	IL-13 Induced the Secretion of CCL26 Through the Activation of the STAT/JAK Pathway in Colonic Epithelial Cells

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


