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Glucose- and Bile Acid-Stimulated
Secretion of Gut Hormones in the
Isolated Perfused Intestine Is Not
Impaired in Diet-Induced Obese Mice
Jenna E. Hunt1,2, Jens J. Holst1,2 and Sara L. Jepsen1,2*

1 Department of Biomedical Sciences, Faculty of Health and Medical Sciences, University of Copenhagen, Copenhagen,
Denmark, 2 Novo Nordisk Foundation Center for Basic Metabolic Research, Faculty of Health and Medical Sciences,
University of Copenhagen, Copenhagen, Denmark

Purpose: Decreased circulating levels of food-intake-regulating gut hormones have been
observed in type 2 diabetes and obesity. However, it is still unknown if this is due to decreased
secretion from the gut mucosal cells or due to extra-intestinal processing of hormones.

Methods: We measured intestinal hormone content and assessed morphological
differences in the intestinal mucosa by histology and immunohistochemistry. Secretion
of hormones and absorption of glucose and bile acids (BA) were assessed in isolated
perfused mouse intestine.

Results: GIP (glucose-dependent insulinotropic polypeptide) and SS (somatostatin)
contents were higher in the duodenum of control mice (p < 0.001, and <0.01).
Duodenal GLP-1 (glucagon-like peptide-1) content (p < 0.01) and distal ileum PYY
content were higher in DIO mice (p < 0.05). Villus height in the jejunum, crypt depth,
and villus height in the ileum were increased in DIO mice (p < 0.05 and p = 0.001). In the
distal ileum of DIO mice, more immunoreactive GLP-1 and PYY cells were observed (p =
0.01 and 0.007). There was no difference in the absorption of glucose and bile acids.
Distal secretion of SS tended to be higher in DIO mice (p < 0.058), whereas no difference
was observed for the other hormones in response to glucose or bile acids.

Conclusion: Our data suggest that differences regarding production and secretion are
unlikely to be responsible for the altered circulating gut hormone levels in obesity, since
enteroendocrine morphology and hormone secretion capacity were largely unaffected in
DIO mice.
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INTRODUCTION

Glucose-dependent insulinotropic polypeptide (GIP), glucagon-
like peptide-1 (GLP-1), peptide tyrosine tyrosine (PYY), and
somatostatin (SS) are all important regulators of glucose
homeostasis and body weight (1–4). GIP and GLP-1 are
incretin hormones (5) while PYY, but also GLP-1, reduces
appetite and food intake (6–8), and SS is the main paracrine
regulator of the secretion of these hormones (4, 9, 10). The
decreased secretion of GLP-1 and PYY is associated with the
development of type 2 diabetes (T2D) and obesity (1, 11–16),
and upregulating their secretion as observed in gastric bypass
surgery can lead to remission/improvement of both obesity and
T2D (17–20). The notion of impaired secretion in obesity is
based on measurements of lower plasma concentrations, and an
explanation for this decrease has not been found. Thus, it is
unclear whether the gut secretory capacity is altered, or whether
the changing levels are due to deficient stimulation and/or extra-
intestinal mechanisms such as degradation, metabolism, and
differential elimination rates.

In this study, we sought to elucidate whether there are
differences in gut hormone storage (tissue concentration and
immunoreactive cells), absorption of nutrients, and secretory
capacity of gut hormones between diet-induced obese (DIO)
mice and age-matched control mice. Specifically, we measured
small intestinal contents of GIP, GLP-1, PYY, and SS in the
duodenum, jejunum, proximal ileum, and distal ileum and
evaluated the height and depth of villi and crypts and the
number of immunoreactive GIP, GLP-1, PYY, and SS cells.
Using the perfused proximal and distal small intestine, we
measured the stimulated absorption of glucose and bile acids
(BA) and the secretion of hormones in DIO and control mice in
response to glucose (proximal gut) or BA (distal gut).
MATERIAL AND METHODS

Animals
Male DIO mice (DIO-B6) and controls (C57BL/6NTac) (27–31
weeks, DIO: 46–59 g, controls: 30–36 g) were purchased from
Taconic (Hudson, NY). DIO mice were housed 3–4 mice per
cage, whereas the control mice were single housed. They were
acclimatized for a month before the experiments and were under
a 12-h light/dark cycle with free access to water and chow. The
control mice had free access to a 10% kcal fat control diet, and
the DIO mice had access to a 60% kcal high-fat diet (cat. no.
D12450J and cat. no. D12492 respectively, Research Diets, Inc.,
New Brunswick, USA). All mouse experiments were conducted
in accordance with the recommendations of the National
Institutes of Health (publication number 85-23) and the
European Convention for the Protection of Vertebrate Animals
used for experimental and other scientific purposes (Council of
Europe No. 123, Strasbourg 1985) as well as in accordance with
the guidelines of the Danish legislation governing animal
experimentation (1987). Experiments were carried out with
permission from the Danish Animal Experiments Inspectorate
(2018-15-0201-01397) and our local Institutional Animal Care
Frontiers in Endocrinology | www.frontiersin.org 2
and Use Committee (Department of Experimental Medicine,
protocol no. P19-220 and P-20-067).

Protein Extraction
Tissue samples were harvested before and after the perfusion of
the distal small intestine. The following tissue samples of 1.5 cm in
length were excised after the perfusion: duodenum (the first 1.5 cm
after pylorus), jejunum (1.5 cm following the duodenum), and
distal ileum (starting 2.5 cm proximally from the caecum). Only
the proximal ileum was isolated before the operation since that
was the only piece which was removed before the perfusion starts.
All samples were stored in RNAlater (cat. no. R0901, Sigma-
Aldrich, St. Louis, MA, USA) at -20°C until protein extraction.
The tissue samples were weighed and homogenized in 1 ml 1% (v/
v) trifluoroacetic acid (TFA) (cat. no. TS-28904, Thermo Fisher
Scientific, Waltham, MA, USA) with a 5-mm steel bead
(TissueLyser, Qiagen Instruments AG, Hombrechtikon,
Switzerland) at 30 Hz two times for 4 min. Next, samples were
left to stand for 1 h at room temperature and cleared by
centrifugation (6,000 rpm, 10 min). A volume of 25 µl of the
supernatant was used for Pierce BCA Protein Assay for
determination of the total protein concentration according to
the manufacturers’ manual (cat. no. 23227, Thermo Scientific,
USA). The rest of the supernatant was purified using Sep-Pak pH-
resistant tc18 cartridges (cat. no. WAT036810, Waters, Milford,
MA, USA), and peptides were eluted in 70% ethanol + 0.1% TFA.
The eluate was dried under a gentle stream of compressed air
overnight. Samples were reconstituted in 1 ml of assay buffer
containing 80 mM phosphate buffer, 0.1% human serum albumin,
and 10 mM EDTA, pH 7.5, and left to stand for 30 min before
analysis by radioimmunoassay (RIA).

Histology and Immunohistochemistry
Formalin-fixed tissue from DIO (n = 5–6) and control mice (n =
5) was dehydrated and paraffin-embedded. The tissue was cut (4
mm) and stained with hematoxylin/eosin. The average villus
height and crypt depth were approximated by measuring these
parameters in at least 20 well-oriented villi and crypts per
section. All measurements were made from histological
photographs taken with a light microscope connected to a
camera (Zeiss Axio Lab.A1, Brock & Michelsen, Birkeroed,
Denmark) and Zeiss ZEN lite software (Carl Zeiss Microscopy
GmbH, Göttingen, Germany). Immunohistochemistry (IHC)
was carried out using the primary antibodies GIP (95235, in-
house, diluted 1:6,000), GLP-1 (2135, in-house, 1:10,000), PYY
(EUD5201, Acris Antibodies, Herford, Germany, 1:40,000), and
SS (1759, in-house, 1:15,000). For antigen retrieval, the sections
were boiled in a microwave for 15 min in EDTA-buffer pH 9,
followed by a pre-incubation in 2% bovine serum albumin (BSA)
for 10 min. The GIP, GLP-1, and SS antibodies were diluted in
2% BSA and incubated for 1 h at room temperature whereas PYY
was incubated overnight at 4°C. To amplify the reactions, the
sections were incubated for 40 min with biotinylated secondary
antibody immunoglobins: GIP, GLP-1, and SS with Goat anti-
Rabbit (BA-1000, Vector Laboratories, Burlingame, CA, USA,
1:200) and PYY with Goat anti-guinea pig (BA-7000, Vector
Laboratories, Burlingame, CA, USA, 1:200). Afterward,
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endogenous peroxidase was blocked with 3% hydrogen
peroxidase. A third layer was formed by a preformed avidin
and biotinylated horseradish peroxidase macromolecular
complex: for GIP, GLP-1, and SS (Elite ABC, PK-6100, Vector
Laboratories) for 30 min and for PYY (ABC, PK-4000, Vector
Laboratories). The reaction was developed by the use of 3,3-
diaminobenzidine (DAB+) (SK-4105 and DAB SK-4100 for
PYY, Vector Laboratories) for 15 min and counterstained with
Mayer’s hematoxylin. Immunopositive cells were counted per
whole intestinal section using a light microscope, and the
observer was blinded as to the origin of the section.

Intestinal Perfusions
Mice were anesthetized with intraperitoneal injection of
Ketamine/Xylazine (0.1 ml/20 g) (Ketamine 90 mg/kg
(Ketaminol Vet.; MSD Animal Health, Madison, USA) and
Xylazine 10 mg/kg (Rompun Vet.; Bayer Animal Health,
Germany). The colon, stomach, and spleen were tied off and
removed, and the kidneys were ligated. A tube was placed in the
proximal opening of the intestine, allowing luminal perfusion of
37°C isotonic saline (0.9% NaCl), at a rate of 0.035 ml/min.
Hereafter, a catheter (BD Insyte Autoguard, 24 GA 0.75 IN, 0.7 ×
19 mm, BD, Denmark) was placed in the abdominal part of the
aorta and in the portal vein to collect venous effluents every
minute using a fraction collector. The mice were euthanized by
perforation of the diaphragm. The intestine was perfused at a
flow rate of 2.5 ml/min using a modified Krebs-Ringer
bicarbonate buffer containing 0.1% BSA (Merck KGaA), 5%
Dextran T-70 (Dextran Products Limited, Toronto, Canada),
3.5 mmol/l glucose, and 5 mmol/l each of pyruvate, fumarate,
and glutamate as well as 10 mmol/l 3-isobutyl-1-methylxanthine
(IBMX) (cat. no. 5879, Sigma-Aldrich, USA) and 5 mmol/l
Vamin (a mixture of essential and non-essential amino acids;
Fresenius Kabi, Copenhagen, Denmark). The buffer was pH
adjusted to ~7.5, heated to 37°C, and gassed with a 95% O2/5%
CO2 mixture. The experiments were started after an equilibrium
period of 25 min.

The proximal small intestine was luminally stimulated by
instillation of ~20% glucose dissolved in saline at a flow rate of
0.135 ml/min for the first 3 min and hereafter 0.035 ml/min until 15
min had passed. The distal small intestine was likewise stimulated
through the lumen but with the BA mixture with a final luminal
concentration of 9 mM BA, containing 1 mM of each sodium
cholate (cat. no. C1254), sodium glycocholic acid (cat. no. G7132),
sodium taurocholate (cat.no. 86339), sodium deoxycholate (cat.no.
D6750), sodium glycodeoxycholate (cat. no. G9910), sodium
taurodeoxycholate (cat. no. T0875), sodium chenodeoxycholate
(cat. no. C8261), sodium glycochenodeoxycholate (cat. no
G0759), and sodium taurochenodeoxycholate (cat. no. T6260) all
purchased from Sigma-Aldrich, USA.

Glucose and Bile Acid Absorption From
the Perfused Mouse Intestine
Glucose and BA absorption was measured from the venous
effluent from perfusions in samples for every minute. Glucose
was measured with a handheld glucometer (Accu-Chek Mobile,
Frontiers in Endocrinology | www.frontiersin.org 3
cat. no. 05874149001, Roche Diagnostics, Mannheim, Germany).
Total BA was measured using an enzymatic assay according to
the manufacturers’ protocol (cat. no. STA-631, Cell Biolabs
Inc., USA).

Biochemical Measurements
Tissue extracts and perfusion effluent were measured by
radioimmunoassay (RIA). Total GIP(1-42) was measured with
an in-house-developed RIA using synthetic mouse GIP as
standard (cat. no. 027-27, Phoenix Pharmaceuticals,
Burlingame, CA, USA), a side-viewing antiserum directed
against the N-terminal part of the peptide (code. no. 98170-4),
and 125I-labeled human GIP(1-42) tracer (cat. no. Nex402,
PerkinElmer, Waltham, MA, USA). Total GLP-1 (7-36amide)
was measured with an in-house-developed RIA, based on a C-
terminally directed antiserum specific for the amidated GLP-1
form (code no. 89390) (21). The standard was synthetic GLP-1
7–36NH2 (cat. no. H-6795-GMP, 4081700, Bachem, Frechen,
Germany), and the tracer was monoiodinated 125I-labeled GLP-1
(7–36NH2) (a gift from Novo Nordisk A/S, Bagsværd,
Denmark). SS was measured using an in-house-developed RIA
(code no. 1758) (22), which uses SS-14 as standard (cat. no. H-
1490, Bachem, Germany), a rabbit antiserum raised against
synthetic cyclic SS, recognizing both isoforms of SS (SS-14 and
SS-28), and a 125I-labeled SS tracer (cat. no. NEX389010UC,
PerkinElmer, Denmark). Total PYY was measured with a
porcine antiserum (cat. no T-4093, Bachem, Germany); it
should be noted that porcine and murine PYY share the same
amino acid sequence (23). The antibody used recognizes PYY1/3–

36 and PYY1/3–34 equally (24). The standard was synthetic rat/
mouse/porcine PYY (cat. no. H-6045, Bachem, Germany), and
the tracer was 125I-labeled porcine PYY for the measurement of
perfusion samples and 125I-labeled human PYY for the tissue
extracts (cat no. NEX2400 and NEX3410, respectively,
PerkinElmer, Denmark). Free and bound peptides were
separated with plasma-coated charcoal (cat. no. 1.02186.0250,
Merck, Germany). Antibody/antigen-bound radioactivity was
counted by a gamma counter (Wizard2, Automatic Gamma
Counter, PerkinElmer, Denmark), and hormone levels were
calculated by a four-parameter interpolation to the different
standard curves.

Data Presentation and Statistical Analysis
All data are presented as mean ± SEM, and differences resulting
in a p value < 0.05 were considered significant. The graphs and
statistical analysis were made using GraphPad Prism 8
(GraphPad, La Jolla, USA). Differences in total protein content
were evaluated using a two-tailed unpaired Student’s t-test
comparing two independent groups. Histology and IHC
estimates were compared using 2-way ANOVA followed by
Bonferroni’s multiple-comparison test. Glucose and BA output
after stimulation was calculated by subtracting the baseline levels
from the output during stimulation until the end of experiment.
The baseline subtracted output was multiplied with the flow (2.5
ml/min) to obtain µmol/min. The output (secretion) of
hormones in the venous effluents are presented as fmol/min
May 2022 | Volume 13 | Article 884501
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calculated by multiplying the perfusion flow (2.5 ml/min) with
the hormone concentration in pmol/L. Differences in the
hormone output were based on average baseline levels (first 1–
10 min of experiment), and the average baseline subtracted the
output during stimulation (11–40 min for the proximal
perfusions and 11–50 min for the distal perfusions).
Differences in secretion at baseline and during stimulation, as
well as differences in the length of the perfused segments, were
evaluated by two-tailed unpaired Student’s t-tests. To test
differences in the responses normalized to the length of the
intestine, the average hormone output (fmol/min) from the start
of stimulation to the end of that experiment was divided by the
length of the intestine from each individual experiment and
evaluated by a two-tailed unpaired Student’s t-test.
Frontiers in Endocrinology | www.frontiersin.org 4
RESULTS

Hormone Content in Intestinal Segments
Hormone content was normalized to tissue weight (25, 26) as
well as to the total protein measured by BCA.

GIP levels were markedly lower in DIO mice in the duodenum
whether normalized to tissue weight or protein content (p = 0.003,
Figures 1A, B), but levels were similar in the jejunum and the
proximal ileum (per weight p = 0.8 and p = 0.5, respectively,
Figure 1A, and per protein p = 0.9 and 0.6, respectively,
Figure 1B). DIO levels were again lower in the distal ileum (per
weight, p = 0.019,Figure 1A, and per protein p = 0.065,Figure 1B).

GLP-1 levels were higher in the jejunum and proximal ileum
of DIO mice (jejunum per weight p = 0.02; proximal ileum p =
A B

D

E F

G H

C

FIGURE 1 | Protein content of GIP, GLP-1, SS, and PYY in the small intestine from control mice and DIO mice. Hormone concentrations of total GIP (A, B), total
GLP-1 (C, D), total PYY (E, F), or total SS (G, H) were measured in different segments of the small intestine from tissue isolated from either control mice (white bars,
n = 6) or DIO mice (blue bars, n = 7). The hormone concentration was either normalized to the wet weight of the tissue (A, C, E, G) or to total protein content (B, D,
F, H). Data are presented as mean ± SEM, and statistical significance was evaluated by a two-sided, unpaired Student’s t-test, *p < 0.05, **p < 0.01, ***p < 0.001.
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0.017, Figure 1C). A trend to higher GLP-1 levels was observed in
the duodenum (p = 0.07), and no significant difference was observed
in the distal ileum (p = 0.9). When normalizing to total protein
content, the levels of GLP-1 were significantly higher throughout the
small intestine in DIO mice compared to control mice (duodenum;
p = 0.009, jejunum; p = 0.03, proximal ileum; p = 0.03, and distal
ileum; p = 0.03, Figure 1D).

PYY levels were low throughout the proximal small intestine
in both control and DIOmice (per weight <6 pmol/g, Figure 1E).
In the distal ileum, there was more PYY in DIO mice (p = 0.015,
Figures 1E, H), while in the duodenum, jejunum, and proximal
ileum the levels were similar in control and DIO mice (per
protein, p = 0.3, p = 0.6, and p = 0.7, respectively, Figure 1F).

For somatostatin, duodenal levels were lower in DIO mice (per
wet weight, p = 0.005, Figure 1G), whereas no difference was
observed for the jejunum (p = 0.9), proximal ileum (p = 0.9), or
distal ileum (p = 0.8). Normalizing to protein, there were no
differences between the groups in the duodenum (p = 0.2),
jejunum (p = 0.7), proximal ileum (p = 0.9), or distal ileum
(p = 0.07, Figure 1H).

Impact of DIO on Jejunal and Ileal Villus
and Crypt Morphology
Villus height was increased in DIO mice compared to control mice
in the jejunum (control 450.9 ± 15.9 µm vs. DIO 553.8 ± 16.2 µm,
p = 0.03, data not shown) and proximal ileum (control 479.5 ± 20.9
µm vs. DIO 563.6 ± 35.9 µm, p = 0.02 µm), as was the crypt depth
both in the proximal ileum (control 76.5 ± 2.9 µm vs. DIO 87.6 ± 6.4
µm, p = 0.008) and in the distal ileum (64.25 ± 1.8 µm vs. DIO
80.41 ± 3.55 µm, p = 0.02). No difference was seen in jejunal crypt
depth (p = 0.22).

Gut hormone cell types were investigated using IHC staining
for GIP, GLP-1, PYY, and SS. In both cases, GLP-1
immunopositivity was stably present in the jejunum and ileum
(Figure 2A). GIP and SS immunopositivity decreased distally,
while PYY immunopositivity increased distally. In the jejunum
and proximal ileum, there were no differences in GIP, GLP-1,
PYY, or SS immunopositivity between control and DIO mice. In
the distal ileum, GLP-1 and PYY immunopositivity was
increased (p = 0.01 and 0.007, Figure 2A), but GIP and SS
remained unchanged. Representative images of the stainings are
shown in Figures 2B–D.

Absorption of Glucose and Glucose-
Induced GIP, GLP-1, and SS Secretion
From Isolated Perfused Proximal
Small Intestine
The length of the perfused segment was 12.7% longer in DIO
mice (controls: 11.36 ± 0.4 cm n = 11. DIO mice: 12.71 ± 0.4 cm,
n = 14, p = 0.0054). Glucose absorption was similar in the two
groups. (Baseline-subtracted venous output during and after
glucose infusion11-40min: control mice 4.1 ± 0.5 µmol/min, DIO
mice: 3.25 ± 0.3 µmol/min, p = 0.1, Figures 3A, B). Normalized
to the length of the intestine, absorption was insignificantly
higher in control mice (controls: 0.37 ± 0.05 mmol/cm*min,
DIO mice: 0.26 ± 0.02 µmol/cm*min, p = 0.058, n = 7).
Frontiers in Endocrinology | www.frontiersin.org 5
GIP output (effluent concentration × perfusion flow) did not
differ between control mice and DIO mice during baseline1-10 min

(p = 0.15, Figures 3C, D) or in response to luminal glucose
infusion (control output11-40 min: 44.6 ± 9.1 fmol/30 min, DIO
mice: 56.2 ± 7.3 fmol/30 min, p = 0.3, Figures 3C, E) or on
normalization to intestinal length (average GIP output11-40 min/
cm: 3.96 ± 0.8 fmol/cm *min, DIO mice: 4.5 ± 0.6 fmol/cm*min,
p = 0.6, n = 11–14, data not shown).

GLP-1 output did not differ at baseline or after glucose infusion
between control mice and DIO mice (control mice baseline1-10 min:
26.3 ± 2.7 fmol/10 min, DIO mice baseline1-10 min: 31.9 ± 3.5 fmol/
10 min, p = 0.2, Figures 3F, G; after glucose in control mice11-40 min:
47.7 ± 8.3 fmol/30 min, DIO mice: 56.76 ± 10.1 fmol/30 min, p =
0.5, Figures 3F, H). The same was true after normalization to
intestinal length (GLP-1 output11-40 min, control mice: 4.3 ± 0.8
fmol/cm*min. DIO mice: 4.4 ± 0.7 fmol/cm*min, p = 0.9, n = 11–
14, data not shown).

SS output did not differ between the two groups at baseline or
after glucose infusion (control baseline1-10 min: 61.8 ± 7.3 fmol/10
min, DIO mice: 47.8 ± 5.3 fmol/10 min, p = 0.1, Figures 3I, J.
Control SS output after glucose infusion11-40 min: 41.9 ± 8.3 fmol/30
min, DIO mice: 54.9 ± 5.9 fmol/30 min, p = 0.8, Figures 3I, K).
Expressed per cm intestinal length, there was still no difference in
glucose-inducedSSoutput (SS output11-40 min normalized to length,
control mice: 3.6 ± 0.7 fmol/cm*min. DIO mice: 3.9 ± 0.6 fmol/
cm*min, p = 0.7, n = 11–14, data not shown).

BA-Induced Secretion From Perfused
Distal Small Intestine in DIO and
Control Mice
A BA mixture, composed of nine different conjugated and
unconjugated bile acids, was chosen instead of glucose, since
BAs have been shown to be potent stimulators of GLP-1 and
PYY secretion in the most distal part of the intestine (27–29).
while glucose mainly is absorbed in the proximal small intestine
(30, 31).

The lengths of the perfused segments were similar in the two
groups (control mice: 12.4 ± 0.4 cm, n = 5. DIO mice: 13.3 ± 0.8
cm, n = 6, p = 0.3, data not shown).

BA absorption was similar in DIO and control mice (BA
concentrations in the venous effluent × perfusion flow; control
mice: 73.5 ± 17.4 µmol/min, DIO mice: 77.2 ± 9.3 µmol/min, p =
0.8, Figures 4A, B).

Baseline GLP-1 output did not differ between control and
DIO mice in the distal intestine (control mice baseline output1-
10min: 22.4 ± 2.4 fmol/10 min, DIO mice: 23.1 ± 5.3 fmol/10 min,
n = 5–6, p = 0.7, Figures 4C, D), and neither did the baseline
subtracted output after BA infusion (control mice output11-50min:
24.9 ± 8.9 fmol/40min, DIO mice: 18.4 ± 3.5 fmol/40min, p =
0.9, Figure 4E).

Likewise, PYY output did not vary between the two groups at
baseline or after luminal infusion of the BAmix (average baseline
PYY output1-10min in control mice: 25 ± 8.9 fmol/10 min, DIO
mice: 28.4 ± 4.9 fmol/10 min, n = 5–6, p = 0.7, Figures 4F, G,
PYY output after BA mix11-50min control mice: 24.9 ± 8.9 fmol/40
min, DIO mice: 18.4 ± 3.5 fmol/40 min, p = 0.5, Figure 4H).
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Somatostatin output tended to be higher at baseline and after
BA infusion in DIO mice compared to control mice (baseline SS
output1-10min in control mice: 187.9 ± 36.3 fmol/10 min, DIO
mice: 295 ± 32.3 fmol/10 min, n = 5–6, p = 0.055, Figures 4I, J,
SS output after BA mix11-50min: 82.9 ± 9 fmol/40 min, DIO mice:
152.5 ± 28 fmol/40 min, p = 0.058, Figure 4K). However, the fold
increase from baseline (1–10 min) to the average output from
stimulation to the end of experiment (11–50 min) was the same
in the two groups (1.533 ± 0.09, DIO mice: 1.527 ± 0.11, p = 0.96,
n = 5–6).
Frontiers in Endocrinology | www.frontiersin.org 6
DISCUSSION

Alterations in gut hormone secretion have been associated with
the pathogenesis of obesity, and attenuated responses of GIP,
GLP-1, and PYY have been reported both in humans and in
rodent models (32–34). A model often used to study the
pathogenesis of obesity is the DIO mice in which obesity and
eventually T2D are induced by a diet enriched with caloric
content, also known as a Western diet. The model gradually
tends to worsen their phenotype, making it an appropriate model
A

B

D

C

FIGURE 2 | Immunohistochemical comparison of K-, L- and D-cells in the jejunum and ileum of control vs. DIO mice. (A) The number of GIP, GLP-1, PYY, and SS
immunopositive cells in the jejunum and proximal and distal ileum in control mice (white bars, n = 5) or DIO mice (blue bars, n = 5–6). Data are presented as mean ±
SEM, and statistical significance was evaluated by 2-way ANOVA followed by Bonferroni’s multiple-comparison test, *p < 0.05 and **p < 0.01 (B–D) Histological
appearances and IHC for GIP, GLP-1, PYY, and SS in the jejunum, proximal and distal ileum of control vs. DIO mice. Scale bar corresponds to 100 µm.
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for the study of the impact of different stages of obesity, and at
the same time it mimics the development seen in humans.
However, it is also clear that the age of the mice should be
chosen with care depending on the stage of obesity/T2D selected
for the study. In this study, mice close to the weight gain
maximum were used and the mice may thus be closer to a pre-
diabetic state. The relative contributions of T2D or obesity per se
regarding disturbances in the secretion of the glucose-regulating
hormones are a subject of ongoing discussion. However, with
respect to GLP-1, it was convincingly shown that the incretin
effect is gradually depressed with increasing degree of
overweight, rather than being associated with the development
of T2D (35), and therefore mice close to their maximum weight
Frontiers in Endocrinology | www.frontiersin.org 7
gain were chosen for this study. Evaluating the local secretory
mechanisms of gut hormones in human studies is difficult, and
elucidation of this has to rely on experimental models such as
immortalized cell lines, primary isolated mucosal cultures, or
organoids [reviewed regarding L-cells in (36)]. These models do
not reliably reflect in vivo conditions, and it is impossible to
relate the magnitude of the secretory responses to the in vivo
situation. In the isolated perfused intestine, as used here, the gut
is kept intact, thus maintaining the polarization of the cells and
their normal vascular supply as well as neuronal and paracrine
communications. The model is ideal for investigations of the
response to intra-luminal stimulations, as they would occur in
vivo, but without the problems of in vivo experiments, such as
A B

D E
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H

J K

C

FIGURE 3 | Absorption of glucose and secretion of GIP, GLP-1, and SS are the same in isolated perfused proximal small intestines from control and DIO mice. (A)
Glucose concentration (mmol/L) measured in the venous effluents from control mice (black line, n = 7) or DIO mice (blue line, n = 7). (B) Average baseline subtracted
glucose output (absorption) from 11 to 40 min in control mice (white box) and DIO mice (blue box) (C, F, I) GIP, GLP-1, and SS output in the venous effluent in
control mice (black line, n = 10–11) and DIO mice (blue line, n = 14) in response to 20% luminal glucose infusion. (D, G, J) Average baseline GIP, GLP-1, and SS
output from 1 to 10 min in control mice (white box) and DIO mice (blue box). (E, H, K) Average baseline-subtracted GIP, GLP-1, and SS output during 20% luminal
glucose infusion from 11 to 40 min in control mice (white box) and DIO mice (blue box). Each dot represents outputs from each experiment. Data are presented as
mean ± SEM, and statistical significance was evaluated by a two-sided, unpaired Student’s t-test.
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high degradation rate of hormones in the circulation and limited
amount of plasma available in rodent in vivo settings.
Furthermore, due to the fact that the samples are collected
before entering the liver, the model allows accurate
measurements of total hormone secretion from the intestinal
mucosa as well as absorption from the gut (4, 37–39).

Using this model, our study shows that there is no difference
in the basal nor postprandial levels of GIP, GLP-1, or PYY in
response to glucose (for GIP and GLP-1) or BA (for GLP-1 and
PYY) between control and obese mice. Only SS secretion was
increased in the distal small intestine both at baseline and after
Frontiers in Endocrinology | www.frontiersin.org 8
BA stimulation in DIO mice, but the fold change was the same in
DIO and control mice (~1.5-fold increase) in response to a BA
mix, indicating a similar responsiveness. The shift in baseline
levels of SS in DIO mice could be due to an adaptation to a high-
fat diet.

A factor that could affect the secretion of hormones is the
absorptive surface of the gut (40), and indeed, we noted that the
villus height of the jejunum was shorter in control mice in
agreement with a previous study (41). Nevertheless, glucose
absorption, which drives at least GLP-1 secretion (40), was the
same in the two groups, as was the absorption of BA. Another
A B
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FIGURE 4 | Absorption of BA and the secretion of GLP-1 and PYY are similar, but SS secretion tends to be higher in DIO mice in isolated perfused distal small
intestine. (A) BA concentration (mmol/L) measured in the venous effluents from control mice (black line, n = 4) or DIO mice (blue line, n = 6). (B) Average baseline-
subtracted BA concentration (absorption) in the venous effluent from 11 to 50 min in control mice (white box) and DIO mice (blue box). (C, F, I) GLP-1, PYY, and SS
output in the venous effluent in control mice (black line, n = 5) and DIO mice (blue line, n = 6) in response to luminal BA mix infusion. (D, G, J) Average baseline GLP-
1, PYY, and SS output from 1 to 10 min in control mice (white box) and DIO mice (blue box). (E, H, K) Average baseline-subtracted GLP-1, PYY, and SS output
during luminal BA infusion from 11 to 50 min in control mice (white box) and DIO mice (blue box). Each dot represents outputs from each experiment. Data are
presented as mean ± SEM, and statistical significance was evaluated by a two-sided, unpaired Student’s t-test.
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factor that could affect the secretion of hormone is the number of
hormone-secreting cells in the tissue as well as their hormone
content. We found an increased number of immunoreactive
cells, as well as an increased content of GLP-1 and PYY in some
parts of the intestine of DIO mice. However, this did not lead to
an increased secretion of the hormones. Interestingly, a study by
le Roux et al. showed that DIO mice had lower circulating levels
of PYY, in spite of increased tissue contents compared to control
mice (42), similar to the findings in the present study. Le Roux
et al. proposed that the plasma PYY deficiency might result from
impaired PYY release rather than deficient synthesis, although
they could not rule out that DIO mice might have an enhanced
clearance of PYY. The discrepancy between hormone content
and the amount of secretion may also be due to the possibility
that not all vesicles secrete their content in response to a stimulus
as seen for insulin-containing vesicles (43).

In general, the majority of the studies reporting the altered
secretion of gut hormones in diabetes and obesity rely on
measurements of circulating gut hormones in plasma, which
do not necessarily reflect the actual secretion or the secretory
capacity of the endocrine tissue and the intestinal mucosa. Thus,
the alteration in plasma concentrations could be a result of
changes in stimulus intensities and the absorption surface/rate of
nutrients, which was investigated in the present study, as well as
to other extra-intestinal events. Based on this study, the altered
levels of circulating gut hormones, found in obesity and diabetes,
are not due to the intrinsic ability of the gut to respond with
adequate hormone secretion to a stimulation. Changes in
circulating levels observed in vivo are therefore likely to be due
to extra-intestinal mechanisms rather than secretory defects of
the endocrine organ, which have yet to be interpreted.
DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.
Frontiers in Endocrinology | www.frontiersin.org 9
ETHICS STATEMENT

Theanimal studywas reviewedandapprovedby theDanishAnimal
Experiments Inspectorate (2018-15-0201-01397) and our local
Institutional Animal Care and Use Committee (Department of
Experimental Medicine, protocol no. P19-220 and P-20-067).
AUTHOR CONTRIBUTIONS

SJ and JHo designed the study. SJ and JHu carried out the
experiments and interpreted the data. SJ drafted manuscript. JHu
and JHo edited and revised the manuscript. All authors
contributed to the article and approved the submitted version.
FUNDING

SJ was supported by a postdoctoral scholarship from the Danish
Diabetes Academy and funded by the Novo Nordisk Foundation,
grant number NNF17SA0031406, and by the Independent
Research Fund Denmark (ref. no. 0129-00002B). JHu was
supported by Aase og Ejnar Danielsens Fond (grant no. 114383).
JHowas supported by an unrestricted grant fromtheNovoNordisk
Center for Basic Metabolic Research (Novo Nordisk Foundation,
Denmarkgrantno.NNF18CC0034900)andanotherNovoNordisk
grant to JJH (no. NNF15OC0016574) as well as an additional grant
from the European Research Council under the European Union’s
Horizon 2020 research and innovation program (grant agreement
no. 695069-BYPASSWITHOUTSURGERY).
ACKNOWLEDGMENTS

We would like to acknowledge the Core Facility for Integrated
Microscopy, Faculty of Health and Medical Sciences, University
of Copenhagen. All raw data will be available upon request to the
corresponding author.
REFERENCES

1. Nauck M, Stockmann F, Ebert R, Creutzfeldt W. Reduced Incretin Effect in
Type 2 (Non-Insulin-Dependent) Diabetes. Diabetologia (1986) 29(1):46–52.
doi: 10.1007/BF02427280

2. Knop FK, Aaboe K, Vilsboll T, Volund A, Holst JJ, Krarup T, et al. Impaired
Incretin Effect and Fasting Hyperglucagonaemia Characterizing Type 2
Diabetic Subjects Are Early Signs of Dysmetabolism in Obesity. Diabetes
Obes Metab (2012) 14(6):500–10. doi: 10.1111/j.1463-1326.2011.01549.x

3. Batterham RL, Heffron H, Kapoor S, Chivers JE, Chandarana K, Herzog H,
et al. Critical Role for Peptide Yy in Protein-Mediated Satiation and Body-
Weight Regulation. Cell Metab (2006) 4(3):223–33. doi: 10.1016/
j.cmet.2006.08.001

4. Jepsen SL, Grunddal KV, Wewer Albrechtsen NJ, Engelstoft MS, Gabe MBN,
Jensen EP, et al. Paracrine Crosstalk Between Intestinal L- and D-Cells
Controls Secretion of Glucagon-Like Peptide-1 in Mice. Am J Physiol
Endocr ino l Metab (2019) 317(6 ) :E1081–E93 . do i : 10 .1152/
ajpendo.00239.2019

5. Gasbjerg LS, Bergmann NC, Stensen S, Christensen MB, Rosenkilde MM,
Holst JJ, et al. Evaluation of the Incretin Effect in Humans Using Gip and Glp-
1 Receptor Antagonists. Peptides (2020) 125:170183. doi: 10.1016/
j.peptides.2019.170183

6. Svane MS, Jorgensen NB, Bojsen-Moller KN, Dirksen C, Nielsen S,
Kristiansen VB, et al. Peptide Yy and Glucagon-Like Peptide-1 Contribute
to Decreased Food Intake After Roux-En-Y Gastric Bypass Surgery. Int J Obes
(Lond) (2016) 40(11):1699–706. doi: 10.1038/ijo.2016.121

7. Batterham RL, Cowley MA, Small CJ, Herzog H, Cohen MA, Dakin CL, et al.
Gut Hormone Pyy(3-36) Physiologically Inhibits Food Intake. Nature (2002)
418(6898):650–4. doi: 10.1038/nature00887

8. Flint A, Raben A, Astrup A, Holst JJ. Glucagon-Like Peptide 1 Promotes
Satiety and Suppresses Energy Intake in Humans. J Clin Invest (1998) 101
(3):515–20. doi: 10.1172/JCI990

9. Rigamonti AE, Cella SG, Bonomo SM, Mancia G, Grassi G, Perotti M, et al.
Effect of Somatostatin Infusion on Peptide Yy Secretion: Studies in the Acute
and Recovery Phase of Anorexia Nervosa and in Obesity. Eur J Endocrinol
(2011) 165(3):421–7. doi: 10.1530/EJE-11-0312

10. Salera M, Pironi L, Giacomoni P, Venturi S, Capelli M, Miglioli M, et al. Effect
of Somatostatin on Fasting and Glucose-Stimulated Gastric Inhibitory
Polypeptide Release in Man. Digestion (1982) 24(2):126–32. doi: 10.1159/
000198787
May 2022 | Volume 13 | Article 884501

https://doi.org/10.1007/BF02427280
https://doi.org/10.1111/j.1463-1326.2011.01549.x
https://doi.org/10.1016/j.cmet.2006.08.001
https://doi.org/10.1016/j.cmet.2006.08.001
https://doi.org/10.1152/ajpendo.00239.2019
https://doi.org/10.1152/ajpendo.00239.2019
https://doi.org/10.1016/j.peptides.2019.170183
https://doi.org/10.1016/j.peptides.2019.170183
https://doi.org/10.1038/ijo.2016.121
https://doi.org/10.1038/nature00887
https://doi.org/10.1172/JCI990
https://doi.org/10.1530/EJE-11-0312
https://doi.org/10.1159/000198787
https://doi.org/10.1159/000198787
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles


Hunt et al. Gut Hormone Secretion in Mice
11. Jorsal T, Rhee NA, Pedersen J, Wahlgren CD, Mortensen B, Jepsen SL, et al.
Enteroendocrine K and L Cells in Healthy and Type 2 Diabetic Individuals.
Diabetologia (2018) 61(2):284–94. doi: 10.1007/s00125-017-4450-9

12. Suh S, Kim MY, Kim SK, Hur KY, Park MK, Kim DK, et al. Glucose-
Dependent Insulinotropic Peptide Level Is Associated With the Development
of Type 2 Diabetes Mellitus. Endocrinol Metab (Seoul) (2016) 31(1):134–41.
doi: 10.3803/EnM.2016.31.1.134

13. Xu G, Kaneto H, Laybutt DR, Duvivier-Kali VF, Trivedi N, Suzuma K, et al.
Downregulation of Glp-1 and Gip Receptor Expression by Hyperglycemia:
Possible Contribution to Impaired Incretin Effects in Diabetes. Diabetes
(2007) 56(6):1551–8. doi: 10.2337/db06-1033

14. Karra E, Chandarana K, Batterham RL. The Role of Peptide Yy in Appetite
Regulation and Obesity. J Physiol (2009) 587(1):19–25. doi: 10.1113/
jphysiol.2008.164269

15. Papachristou DN, Pham K, Zingg HH, Patel YC. Tissue-Specific Alterations in
Somatostatin Mrna Accumulation in Streptozocin-Induced Diabetes. Diabetes
(1989) 38(6):752–7. doi: 10.2337/diab.38.6.752

16. Miyazaki K, Funakoshi A, Ibayashi H. Plasma Somatostatin-Like
Immunoreactivity Responses to a Mixed Meal and the Heterogeneity in
Healthy and Non-Insulin-Dependent (Niddm) Diabetics. Endocrinol Jpn
(1986) 33(1):51–9. doi: 10.1507/endocrj1954.33.51

17. Borg CM, le Roux CW, Ghatei MA, Bloom SR, Patel AG, Aylwin SJ.
Progressive Rise in Gut Hormone Levels After Roux-En-Y Gastric Bypass
Suggests Gut Adaptation and Explains Altered Satiety. Br J Surg (2006) 93
(2):210–5. doi: 10.1002/bjs.5227

18. Holst JJ. Enteroendocrine Secretion of Gut Hormones in Diabetes, Obesity
and After Bariatric Surgery. Curr Opin Pharmacol (2013) 13(6):983–8.
doi: 10.1016/j.coph.2013.09.014

19. Bueter M, le Roux CW. Gastrointestinal Hormones, Energy Balance and
Bariatric Surgery. Int J Obes (Lond) (2011) 35 Suppl 3:S35–9. doi: 10.1038/
ijo.2011.146

20. Laurenius A, Larsson I, Bueter M, Melanson KJ, Bosaeus I, Forslund HB, et al.
Changes in Eating Behaviour and Meal Pattern Following Roux-En-Y Gastric
Bypass. Int J Obes (Lond) (2012) 36(3):348–55. doi: 10.1038/ijo.2011.217

21. Orskov C, Rabenhoj L, Wettergren A, Kofod H, Holst JJ. Tissue and Plasma
Concentrations of Amidated and Glycine-Extended Glucagon-Like Peptide I
in Humans. Diabetes (1994) 43(4):535–9. doi: 10.2337/diabetes.43.4.535

22. Hilsted L, Holst JJ. On the Accuracy of Radioimmunological Determination of
Somatostatin in Plasma. Regul Pept (1982) 4(1):13–31. doi: 10.1016/0167-
0115(82)90105-7

23. Roddy DR, Koch TR, Reilly WM, Carney JA, Go VL. Identification and
Distribution of Immunoreactive Peptide Yy in the Human, Canine, and Murine
Gastrointestinal Tracts: Species-Related Antibody Recognition Differences. Regul
Pept (1987) 18(3-4):201–12. doi: 10.1016/0167-0115(87)90008-5

24. Torang S, Veedfald S, Rosenkilde MM, Hartmann B, Holst JJ. The Anorexic
Hormone Peptide Yy3-36 Is Rapidly Metabolized to Inactive Peptide Yy3-34
in Vivo. Physiol Rep (2015) 3(7):e12455. doi: 10.14814/phy2.12455

25. Wewer Albrechtsen NJ, Kuhre RE, Torang S, Holst JJ. The Intestinal
Distribution Pattern of Appetite- and Glucose Regulatory Peptides in Mice,
Rats and Pigs. BMC Res Notes (2016) 9:60. doi: 10.1186/s13104-016-1872-2

26. Kuhre RE, Albrechtsen NW, Windelov JA, Svendsen B, Hartmann B, Holst JJ.
Glp-1 Amidation Efficiency Along the Length of the Intestine in Mice, Rats
and Pigs and in Glp-1 Secreting Cell Lines. Peptides (2014) 55:52–7.
doi: 10.1016/j.peptides.2014.01.020

27. Kuhre RE,Wewer AlbrechtsenNJ, LarsenO, Jepsen SL, Balk-Moller E, Andersen
DB, et al. BileAcidsAre ImportantDirect and IndirectRegulators of the Secretion
of Appetite- andMetabolism-RegulatingHormones From the Gut and Pancreas.
Mol Metab (2018) 11:84–95. doi: 10.1016/j.molmet.2018.03.007

28. Katsuma S,HirasawaA,TsujimotoG.BileAcidsPromoteGlucagon-Like Peptide-1
Secretion Through Tgr5 in a Murine Enteroendocrine Cell Line Stc-1. Biochem
Biophys Res Commun (2005) 329(1):386–90. doi: 10.1016/j.bbrc.2005.01.139

29. Parker HE, Wallis K, le Roux CW, Wong KY, Reimann F, Gribble FM.
Molecular Mechanisms Underlying Bile Acid-Stimulated Glucagon-Like
Peptide-1 Secretion. Br J Pharmacol (2012) 165(2):414–23. doi: 10.1111/
j.1476-5381.2011.01561.x
Frontiers in Endocrinology | www.frontiersin.org 10
30. Dawson PA, Lan T, Rao A. Bile Acid Transporters. J Lipid Res (2009) 50
(12):2340–57. doi: 10.1194/jlr.R900012-JLR200

31. Ferraris RP, Yasharpour S, Lloyd KC, Mirzayan R, Diamond JM. Luminal
Glucose Concentrations in the Gut Under Normal Conditions. Am J Physiol
(1990) 259(5 Pt 1):G822–37. doi: 10.1152/ajpgi.1990.259.5.G822

32. Verdich C, Toubro S, Buemann B, Lysgard Madsen J, Juul Holst J, Astrup A.
The Role of Postprandial Releases of Insulin and Incretin Hormones in Meal-
Induced Satiety–Effect of Obesity and Weight Reduction. Int J Obes Relat
Metab Disord (2001) 25(8):1206–14. doi: 10.1038/sj.ijo.0801655

33. Matikainen N, Bogl LH, Hakkarainen A, Lundbom J, Lundbom N, Kaprio J,
et al. Glp-1 Responses Are Heritable and Blunted in Acquired Obesity With
High Liver Fat and Insulin Resistance. Diabetes Care (2014) 37(1):242–51.
doi: 10.2337/dc13-1283

34. Richards P, Pais R, Habib AM, Brighton CA, Yeo GS, Reimann F, et al. High
Fat Diet Impairs the Function of Glucagon-Like Peptide-1 Producing L-Cells.
Peptides (2016) 77:21–7. doi: 10.1016/j.peptides.2015.06.006

35. Muscelli E, Mari A, Casolaro A, Camastra S, Seghieri G, Gastaldelli A, et al.
Separate Impact of Obesity and Glucose Tolerance on the Incretin Effect in
Normal Subjects and Type 2 Diabetic Patients. Diabetes (2008) 57(5):1340–8.
doi: 10.2337/db07-1315

36. Kuhre RE, Deacon CF, Holst JJ, Petersen N. What Is an L-Cell and How Do
We Study the Secretory Mechanisms of the L-Cell? Front Endocrinol
(Lausanne) (2021) 12:694284. doi: 10.3389/fendo.2021.694284

37. Kuhre RE, Holst JJ. Mechanisms Underlying Gut Hormone Secretion Using the
Isolated Perfused Rat Small Intestine. J Vis Exp (2019) 144:e58533. doi: 10.3791/
58533

38. Svendsen B, Holst JJ. Regulation of Gut Hormone Secretion. Studies Using
Isolated Perfused Intestines. Peptides (2016) 77:47–53. doi: 10.1016/
j.peptides.2015.08.001

39. Jepsen SL, Wewer Albrechtsen NJ, Windelov JA, Galsgaard KD, Hunt JE, Farb
TB, et al. Antagonizing Somatostatin Receptor Subtype 2 and 5 Reduces Blood
Glucose in a Gut- and Glp-1r-Dependent Manner. JCI Insight (2021) 6(4):
e143228. doi: 10.1172/jci.insight.143228

40. Kuhre RE, Christiansen CB, Saltiel MY, Wewer Albrechtsen NJ, Holst JJ. On
the Relationship Between Glucose Absorption and Glucose-Stimulated
Secretion of Glp-1, Neurotensin, and Pyy From Different Intestinal
Segments in the Rat. Physiol Rep (2017) 5(23):e13507. doi: 10.14814/
phy2.13507

41. Mah AT, Van Landeghem L, Gavin HE, Magness ST, Lund PK. Impact of
Diet-Induced Obesity on Intestinal Stem Cells: Hyperproliferation But
Impaired Intrinsic Function That Requires Insulin/Igf1. Endocrinology
(2014) 155(9):3302–14. doi: 10.1210/en.2014-1112

42. le Roux CW, Batterham RL, Aylwin SJ, Patterson M, Borg CM, Wynne KJ,
et al. Attenuated Peptide Yy Release in Obese Subjects Is Associated With
Reduced Satiety. Endocrinology (2006) 147(1):3–8. doi: 10.1210/en.2005-
0972

43. Rutter GA, Hill EV. Insulin Vesicle Release: Walk, Kiss, Pause … Then Run.
Physiol (Bethesda) (2006) 21:189–96. doi: 10.1152/physiol.00002.2006

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 Hunt, Holst and Jepsen. 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.
May 2022 | Volume 13 | Article 884501

https://doi.org/10.1007/s00125-017-4450-9
https://doi.org/10.3803/EnM.2016.31.1.134
https://doi.org/10.2337/db06-1033
https://doi.org/10.1113/jphysiol.2008.164269
https://doi.org/10.1113/jphysiol.2008.164269
https://doi.org/10.2337/diab.38.6.752
https://doi.org/10.1507/endocrj1954.33.51
https://doi.org/10.1002/bjs.5227
https://doi.org/10.1016/j.coph.2013.09.014
https://doi.org/10.1038/ijo.2011.146
https://doi.org/10.1038/ijo.2011.146
https://doi.org/10.1038/ijo.2011.217
https://doi.org/10.2337/diabetes.43.4.535
https://doi.org/10.1016/0167-0115(82)90105-7
https://doi.org/10.1016/0167-0115(82)90105-7
https://doi.org/10.1016/0167-0115(87)90008-5
https://doi.org/10.14814/phy2.12455
https://doi.org/10.1186/s13104-016-1872-2
https://doi.org/10.1016/j.peptides.2014.01.020
https://doi.org/10.1016/j.molmet.2018.03.007
https://doi.org/10.1016/j.bbrc.2005.01.139
https://doi.org/10.1111/j.1476-5381.2011.01561.x
https://doi.org/10.1111/j.1476-5381.2011.01561.x
https://doi.org/10.1194/jlr.R900012-JLR200
https://doi.org/10.1152/ajpgi.1990.259.5.G822
https://doi.org/10.1038/sj.ijo.0801655
https://doi.org/10.2337/dc13-1283
https://doi.org/10.1016/j.peptides.2015.06.006
https://doi.org/10.2337/db07-1315
https://doi.org/10.3389/fendo.2021.694284
https://doi.org/10.3791/58533
https://doi.org/10.3791/58533
https://doi.org/10.1016/j.peptides.2015.08.001
https://doi.org/10.1016/j.peptides.2015.08.001
https://doi.org/10.1172/jci.insight.143228
https://doi.org/10.14814/phy2.13507
https://doi.org/10.14814/phy2.13507
https://doi.org/10.1210/en.2014-1112
https://doi.org/10.1210/en.2005-0972
https://doi.org/10.1210/en.2005-0972
https://doi.org/10.1152/physiol.00002.2006
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Glucose- and Bile Acid-Stimulated Secretion of Gut Hormones in the Isolated Perfused Intestine Is Not Impaired in Diet-Induced Obese Mice
	Introduction
	Material and Methods
	Animals
	Protein Extraction
	Histology and Immunohistochemistry
	Intestinal Perfusions
	Glucose and Bile Acid Absorption From the Perfused Mouse Intestine
	Biochemical Measurements
	Data Presentation and Statistical Analysis

	Results
	Hormone Content in Intestinal Segments
	Impact of DIO on Jejunal and Ileal Villus and Crypt Morphology
	Absorption of Glucose and Glucose-Induced GIP, GLP-1, and SS Secretion From Isolated Perfused Proximal Small Intestine
	BA-Induced Secretion From Perfused Distal Small Intestine in DIO and Control Mice

	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


