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Abstract

Background: Due to the shortage of multi-organ donors, human pancreatic

islet transplantation has now been extended to islets originating from obese

subjects. In this study, our aim is to compare the respective sensitivity of

human islets from lean vs obese donors to chronic high glucose or high

palmitate.

Methods: Human islets were isolated from pancreases harvested from brain-

dead multi-organ donors. Islets were cultured during 72 hours in the presence

of moderate (16.7 mmol/L) or high (28 mmoL/L) glucose concentrations, or

glucose (5.6 mmoL/L) and palmitate (0.4 mmoL/L), before measurement of

their response to glucose.

Results: We first observed a greater insulin response in islets from obese

donors under both basal and high-glucose conditions, confirming their hyper-

responsiveness to glucose. When islets from obese donors were cultured in the

presence of moderate or high glucose concentrations, insulin response to glu-

cose remained unchanged or was slightly reduced, as opposed to that observed

in lean subjects. Moreover, culturing islets from obese donors with high palmi-

tate also induced less reduction in insulin response to glucose than in lean sub-

jects. This partial protection of obese islets is associated with less induction of

inducible nitric oxide synthase in islets, together with a greater expression of

the transcription factor forkhead box O1 (FOXO1).

Conclusions: Our data suggest that in addition to an increased sensitivity to

glucose, islets from obese subjects can be considered as more resistant to
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glucose and fatty acid excursions and are thus valuable candidates for

transplantation.

Highlights
• Human islets from obese subjects display low sensitivity to gluco-

lipotoxicity.
• Partial protection is associated with less induction of inducible nitric oxide

synthase (iNOS) and greater expression of forkhead box protein O1
(FOXO1).
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1 | INTRODUCTION

Human pancreatic islet transplantation is now consid-
ered as an effective cell replacement therapy for the man-
agement of certain categories of type 1 diabetes.1 The
treatment is suitable for unstable type 1 diabetic patients,
having glycemic lability and hypoglycemic events, resis-
tant to intensive insulin therapies. The technique allows
a better glycemic control with reduced hypoglycemic
events, improved quality of life, and an insulin indepen-
dence of 80% at 1 year after islet transplantation.2

A major hurdle to this procedure is the access to
deceased multi-organ donors and the need of several
islet transplants to achieve insulin independence. For
these reasons, indications for pancreas removal have
been extended to initially excluded donors, namely obese
subjects (body mass index, BMI > 30 kg/m2).3,4 Indeed,
isolation of pancreatic islets from obese donors gives
higher yields of islets, with an improved purity as com-
pared to lean donors.5,6 Isolated islets from obese donors
also display a comparable viability and allow achieving
normoglycemia when transplanted to streptozotocin-
induced diabetic nude mice.6 However, the risk of cer-
tain complications is significantly increased with obese
donors, such as surgical thrombosis and infections.7

Nonetheless, when transplantation is technically suc-
cessful, the same graft survival as for lean donors is
achieved at 1 and 3 years.7

Although the 2016 Collaborative Islet Transplant Reg-
istry (CITR) reported a 50% insulin independence rate at
5 years,2 a progressive loss-of-function of the islet graft
occurs with time.8 Among the mechanisms involved,
early apoptosis or necrosis events can damage grafted
islets, in addition to a delayed immune rejection, toxicity
of immunosuppressive therapy, or β-cell dysfunction.9

Moreover, 20% of transplant recipients display hepatic
steatosis located close to the islets, probably due to the
paracrine effect of insulin.10,11 In rats, Lee et al found
that this local hyperinsulinemia induces lipogenesis in

nearby hepatocytes and free fatty acids fluxes around
transplanted islets that could contribute to β-cell dysfunc-
tion.12 In addition to free fatty acids, human pancreatic
islets are also sensitive to long-term exposure to high
glucose concentrations that also occur in the vicinity of
grafted islets and are known to alter β-cell function.13

However, whether chronic exposure to high glucose
concentration or free fatty acids differently affect human
islets from obese or lean donors remains largely unknown.

We previously brought evidence that islets from obese
rats and humans are functionally different from those of
lean subjects in terms of insulin response to glucose.14 In
such islets, we also observed changes in the signaling of
neuronal nitric oxide synthase (nNOS), an enzyme
known to modulate insulin secretion.15 In addition to this
constitutively expressed isoform, an inducible nitric oxide
synthase (iNOS) can be expressed in β-cells in response
to pro-inflammatory cytokines, leading to β-cell dysfunc-
tion and death.16 iNOS expression is also induced in
murine islets by glucose and palmitate.17,18

Thus, in the present study, our objective is to compare
the respective sensitivity of human islets from lean vs
obese donors to chronic high glucose or high palmitate,
in relation to iNOS expression, and thus to allow better
selection of pancreases for islets grafts.

2 | METHODS

2.1 | Subjects’ characteristics

Human pancreases were harvested from brain-dead
heart-beating multi-organ donors. Informed consent was
obtained from the donor family. Experiments were per-
formed in agreement with the institutional ethical com-
mittees of Montpellier University Hospital and Geneva
University Hospital. Isolated islets originated from two
populations: lean subjects (BMI ≤25 kg/m2) and obese
donors (BMI ≥30 kg/m2).
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2.2 | Isolation of human islets

Human islets were isolated as previously described.19 The
protocol applied was approved by the ethical committees
of the university hospitals. After isolation, islets were cul-
tured in complete CMRL-1066 (Connaught Medical
Research Laboratories 1066) (GIBCO, Waltham, Massa-
chusetts) medium with 5.6 mmoL/L glucose, 10% fetal
calf serum, Hepes, and then sent to our laboratory.

2.3 | Incubation experiments

Islets were used between 1 to 2 weeks after their isola-
tion. Twenty four hours after reception, islets were star-
ved for 2 hours at 37�C in Krebs-Ringer bicarbonate
(KRB) buffer containing 2.8 mmoL/L glucose. Hand-
picked groups of 10 islets (with an identical number of
small, medium, and large islets) were then stimulated
for 90 minutes at 37�C in KRB supplemented with 2.8,
8.3, or 16.7 mmoL/L glucose. Insulin release was mea-
sured on supernatant samples by a homogeneous time
resolved fluorescence (HTRF) insulin assay (Cisbio,
Codolet, France). Results were expressed as ng of insu-
lin secreted for 10 islets during the 90-minute incuba-
tion period. Each experimental condition was repeated
10 times.

For other experiments, human islets were cultured
during 72 hours in complete CMRL-1066 medium in
four conditions: 5.6, 16.7, or 28 mmoL/L glucose or
5.6 mmoL/L glucose + 0.4 mmoL/L palmitate. For the
latter conditions, CMRL medium was supplemented with
a mixture of 20 mmoL/L Na-palmitate (Sigma-Aldrich,
Steinheim, Germany) in NaOH (0.01 mol/L) and fatty
acid-free bovine serum albumin (BSA) (fraction V from
Sigma-Aldrich; 4.4 mmoL/L), so as to obtain a final
0.4 mmol/L palmitate concentration, with which we
achieved a 5.5:1 palmitate:albumin supraphysiological
molar ratio, as recently used in other publications.20,21

2.4 | Western blotting

After the 72-hour incubation period, human islets were
lysed in RIPA buffer containing 20 mmoL/L Tris(hydroxy-
methyl)-aminomethane (TRIS) pH 7.4, 150 mmoL/L NaCl,
1% Triton X-100, 0.1% sodium dodecyl sulfate (SDS) (all
chemicals from Sigma-Aldrich), and protease inhibitors
(Roche Diagnostics, Mannheim, Germany).

Twenty to fifty microgram proteins were used for
separation on a 7.5% (for NOS) or 12% (for forkhead box
protein O1, FOXO1) SDS-polyacrylamide gel. After trans-
fer on a nitrocellulose membrane, specific proteins were

detected using anti-nNOS (BD Biosciences, Franklin Lakes,
New Jersey), anti-iNOS (BD Biosciences), anti-FOXO1
(Santa Cruz Biotechnology, Heidelberg, Germany), anti-
cleaved caspase-3 (Cell Signaling, Danvers, Massachusetts),
and anti-α-tubulin or anti-β-actin (as internal controls;
Sigma-Aldrich) antibodies. Acquisition and quantification
of chemiluminescent signals were performed using Bio-1D
image analysis software (Vilber Lourmat, Marne-la-Vallée,
France). Histograms accompanying each Western blotting
represent the mean of relative quantification performed on
different islet preparations. Each figure is representative of
two to three independent experiments.

2.5 | Statistical analysis

The amount of insulin secreted by isolated islets
was analyzed by analysis of variance after logarithmic
transformation to approach normal distributions. The
models included effects of acute glucose challenge,
donor type, culture medium, and two- and three-way
interactions as explanatory variables. We tested the
effect of culture medium and compared with the control
in separate analyses. Post hoc tests were performed
using Bonferroni correction based on the number of
prespecified comparisons. All tests were performed
with a type I error of 0.05. Results are presented in orig-
inal scale as mean ± SE of the mean. Statistical analyses
were performed on SAS v. 9.4 (SAS Institute, Cary,
North Carolina).

3 | RESULTS

3.1 | Insulin response to glucose of islets
from obese subjects

Characteristics of organ donors and information regard-
ing pancreas/islets isolation are provided in Table 1.
Donors were divided in two groups: lean subjects, with a
mean BMI of 21 ± 1.1 kg/m2 or obese subjects with a
mean BMI of 30.4 ± 0.1 kg/m2.

Twenty-four hours after reception, human islets
were submitted to an acute glucose challenge. In islets
from lean subjects, glucose-induced insulin secretion
increased from 12.0 ± 1.3 ng/90 min/10 islets (at basal
2.8 mmoL/L glucose) to 17.9 ± 2.6 at 8.3 mmoL/L
(nonsignificant [NS], vs basal glucose) and to 25.6
± 2.5 at 16.7 mmoL/L glucose (P < .001 vs basal glu-
cose) (Figure 1). In contrast, in islets from obese sub-
jects, basal insulin secretion was 17.6 ± 1.6 and reached
30.3 ± 1.5 ng/90 min/10 islets at 8.3 mmoL/L glucose
(P < .001 vs basal glucose) with no further significant
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increase in the presence of 16.7 mmoL/L glucose (35 ±
2 ng/90 min/10; P < .001 vs basal glucose) (Figure 1).
We thus observed a significant effect of the glucose stim-
uli (P < .001) and also the donor type (obese vs lean,
P < .001) on insulin secretion. Indeed, the magnitude of
insulin response appears markedly greater in islets from
obese vs lean donors under both basal and high-glucose
conditions. Our data clearly show that islets issued from
obese donors are hyperresponsive to glucose, which con-
firms our previous data obtained in a smaller group of
subjects.14

3.2 | Effects of chronic high levels of
glucose or palmitate in human islets from
obese subjects

We cultured human islets for 72 hours in normal glucose
concentration (control 5.6 mmoL/L), moderate
(16.7 mmoL/L) or severe (28 mmoL/L) high-glucose con-
ditions previously shown to impair β-cell function,13 as
well as with 5.6 mmoL/L glucose + 0.4 mmoL/L palmi-
tate. The average culture time for both the lean and obese
group was 7 days (Table 1), suggesting that this variable
did not interfere with our data. After this culture period,
an acute glucose challenge was performed.

We first checked the quality of our islet preparation by
measuring the insulin stimulation index (defined as the
ratio between acute insulin secretion under 16.7 mmoL/L
vs 2.8 mmoL/L glucose) as Hart and Powers22 recognized
insulin secretion as the primary criterion reflecting human
islet quality. The insulin stimulation index on the day after
reception was 2.14 for the lean group and 2.03 for the
obese group, in line with previous publications.23 Further-
more, the insulin stimulation index was not modified after
the 72-hour culture period (2.22 after 3 additional days of
culture for the lean group, 2.08 for the obese group).

In the presence of chronic 16.7 mmoL/L glucose,
islets from lean subjects remained responsive to a
90-minute stimulation by 16.7 mmoL/L glucose (P < .001
vs basal glucose). However, insulin secretory levels
were found blunted at all the glucose concentrations
tested, reaching −34% (P = .098), −32% (P < .05), and

TABLE 1 Subjects’ characteristics and information regarding pancreas/islet isolation

Islet preparation Lean 1 Lean 2 Lean 3 Lean 4 Obese 1 Obese 2 Obese 3 Obese 4

Donor information

Unique identifier MPL-23 MPL-31 Geneva 21, 6, 16 MPL-38 MPL-14 MPL-27 MPL-36 MPL-50

Donor age (y) 57 56 47 58 50 70 66 66

Donor sex (M/F) F M M F M M F M

Donor BMI (kg/m2) 22.3 19.6 23.4 18.7 30.1 30.5 30.5 30.6

Donor blood glucose (mmol/L) 8.2-13.7 5.4-8.7 8.5-11.9 8.8-9.8 ND ND 6.1-11.1 9-10

Donor history of diabetes No No No No No No No No

Donor cause of death Stroke Stroke Trauma Trauma CRA Stroke Stroke Trauma

Pancreas/islets isolation information

Warm ischemia time (h) <2 <2 <2 <2 <2 <2 <2 <2

Cold ischemia time (h) 9 6 6.4 7 8 9.5 3 6

Estimated purity (%) 80 65 85 85 85 95 75 90

Handpicked to purify Yes Yes No Yes Yes ? Yes ?

Total culture time before
experiments (d)

4.5 7.5 6.0 9.5 7.5 9.5 6.5 3.5

Note: In brain-dead donors, blood glucose does not reflect their glycemic status.
Abbreviations: BMI, body mass index; CRA, cardiac or respiratory arrest; MPL, montpellier (i.e., islets isolated in Montpellier); ND, not determined).

FIGURE 1 Insulin response to glucose in islets from lean and

obese subjects. Insulin secretion was induced by 2.8, 8.3, and

16.7 mmol/L glucose in isolated islets from lean (white bars, n = 4)

and obese (black bars, n = 4) humans. *P < .05; ***P = .001
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− 41% (P < .01) after a stimulation of 2.8, 8.3, and
16.7 mmoL/L glucose, respectively, as compared to con-
trol culture (Figure 2A). In contrast, in islets from obese
subjects, insulin response was not affected by the culture
at 16.7 mmoL/L glucose and remained comparable to
that obtained after culture in the control medium
(Figure 2B).

Culture of islets from lean subjects in 28 mmoL/L
glucose further decreased glucose-induced insulin secre-
tion. Indeed, insulin secretory levels were reduced by
39% (P < .05), 43% (P < .001), and 57% (P < .001) after a
stimulation of 2.8, 8.3, and 16.7 mmoL/L glucose, respec-
tively, vs control culture (Figure 2A). Moreover, human
islets were no longer able to display a significant response
to 8.3 and 16.7 mmoL/L glucose (+41% [NS] and + 59%
[P = .062], respectively, vs basal glucose) in marked con-
trast to the stimulating effect observed in islets cultured
in the control medium (+49% [P < .05] and + 123%
[P < .001], respectively, vs basal glucose). In islets from
obese subjects, culture in the 28 mmoL/L glucose
medium led to a less pronounced reduction in insulin
secretion as compared to lean ones: −17% (NS), −40%
(P < .001), and − 32% (P < .01) after a stimulation of 2.8,

8.3, and 16.7 mmoL/L glucose, respectively (Figure 2B).
Notably, they still responded to 16.7 mmoL/L glucose
(+72%; P < .01 vs basal glucose).

Finally, when cultured in the presence of 5.6 mmol/L
glucose and 0.4 mmol/L palmitate, islets from lean sub-
jects displayed a reduced insulin secretion, achieving
−59% (P < .001), −31% (P < .01), and − 35% (P < .05) after
a stimulation of 2.8, 8.3, and 16.7 mmoL/L glucose, respec-
tively, vs control culture (Figure 2A). In islets from obese
subjects, insulin secretion was also reduced by 52%
(P < .001) at 2.8 mmoL/L glucose, by 33% at 8.3 mmoL/L
(NS), and remained unchanged at 16.7 mmoL/L glucose
(Figure 2B). Interestingly, insulin response to glucose was
improved (+65%) when islets were acutely stimulated by
16.7 mmoL/L glucose (vs 8.3 mmoL/L, P < .05) compared
with +12% (NS) for islets cultured in control medium.

For all culture conditions, the insulin stimulation
index appeared comparable in obese subjects and lean
ones (Figure 2C). It slightly diminished with the increas-
ing glucose concentration in the culture medium, but sig-
nificantly improved with palmitate in both donor types.

Overall, from all the data of the culture study, it
appears that insulin secretion is significantly influenced

FIGURE 2 Effects of high levels of glucose and palmitate in human islets from A, lean and B, obese subjects. Islets were cultured

during 72 hours in different glucose conditions, and then insulin secretion was stimulated by 2.8, 8.3, and 16.7 mmol/L glucose. C, Insulin

stimulation index (16.7 over 2.8 mmol/L glucose-induced insulin secretion). NS, non significant. *P < .05, **P < .01, ***P = .001 vs

corresponding value obtained after culture in 5.6 mmol/L glucose (palm, palmitate)
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FIGURE 3 Expression of cleaved caspase-3 in human islets from lean (A) and obese (B) subjects. Western blotting analysis of cleaved

caspase-3 in human islets, cultured during 72 hours in different glucose conditions (5.6, 16.7, 28 mmol/L glucose, and 5.6 mmol/L glucose

+0.4 mmol/L palmitate [palm]). Each Western blotting is representative of three independent experiments. *P < .05

FIGURE 4 Expression of iNOS and nNOS in human islets from lean (A) and obese (A) subjects. Western blotting analysis of iNOS and

nNOS expression in human islets, cultured during 72 hours in different glucose conditions (5.6, 16.7, and 28 mmoL/L glucose). Each

Western blotting is representative of three independent experiments. iNOS, inducible nitric oxide synthase; nNOS, neuronal nitric oxide

synthase. *P < .05
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by the culture medium (P < .001), the glucose stimuli
(P < .001), and notably the donor type (obese vs
lean, P < .001).

3.3 | Effects of chronic high levels of
glucose or palmitate on β-cell death in
human islets from obese subjects

Conditions of gluco- and lipotoxicity are known to induce
β-cell death, although discrepant data arise from the litera-
ture.24,25 Apoptosis was estimated by the measurement of
cleaved caspase-3, a 17/19 kDa fragment corresponding to
the pro-apoptotic form of caspase-3, using Western blot-
ting. In lean subjects, we observed an increase in cleaved
caspase-3 when islets were cultured with 28 mmol/L
glucose (n = 2; P < .05) and 5.6 mmol/L glucose + palmi-
tate (n = 2; P = .07) (Figure 3A). For obese subjects,
cleaved caspase-3 tended to increase with the culture in
28 mmol/L glucose or 5.6 mmol/L glucose + palmitate,
but due to dispersion between samples, significance could
not be reached (n = 3) (Figure 3B).

3.4 | Expression of iNOS and nNOS in
human islets from obese subjects

As iNOS has been previously shown to be induced by high
glucose and to modulate insulin secretion,17 we investi-
gated whether the chronic exposure to high glucose could

differently affect iNOS expression in islets from lean or
obese subjects. By Western blotting, we observed that iNOS
protein was increased in islets from lean subjects cultured
at 16.7 and 28 mmoL/L glucose vs control culture (for
the highest glucose, x2.2-fold; P < .05, n = 3) (Figure 4A).
In parallel, nNOS expression was decreased, but due to the
dispersion of nNOS protein levels between samples, signifi-
cance was reached for only one condition (chronic
16.7 mmoL/L glucose vs control culture; P < .05, n = 3)
(Figure 4A). In contrast, in islets from obese subjects, iNOS
protein was less detectable and only slightly increased
in some but not all samples, leading to nonsignificant
results, while the nNOS protein level remained unchanged
(Figure 4B).

3.5 | Expression of FOXO1 in human
islets from obese subjects

As another mechanism involved in β-cell protection
against the deleterious effect of high glucose, we investi-
gated the expression of FOXO1, a transcription factor pre-
viously shown to be involved in various aspects of β-cell
physiology and notably in β-cell compensation in obese
mice fed a high fat.26 By Western blotting, we observed a
significant increase (x2.4-fold; P < .05, n = 6) in FOXO1
expression in islets from obese vs lean subjects (Figure 5).

4 | DISCUSSION

During the silent phase preceding the onset of type 2 dia-
betes, pancreatic β-cells compensate for insulin resistance
by upregulating insulin secretion, which allows the main-
tenance of normoglycemia. These two features, that is,
insulin resistance and hypersecretion, are often associ-
ated in obesity, although insulin hypersecretion has also
been described in nondiabetic obese subjects with normal
glucose tolerance.27 β-cell hyperactivity has been clearly
evidenced in rodent models of obesity, such as leptin-
receptor deficient Zucker fa/fa rats.14,28 In the present
study, we confirm that islets from obese subjects display
β-cell hyperactivity and an increased sensitivity to glu-
cose, as previously shown in vivo.29 This is in agreement
with a recent study30 showing that insulin secretion
amplitude in human islets correlates with the BMI of the
donor. However, insulin content remains unchanged, as
previously reported.6,31 Obesity is known to be associated
with a modest expansion of β-cell mass, reaching 10% to
30% per 10 kg weight gain,32 so we cannot exclude an
increase in β-cell mass; however, in our study, we did not
observe a significant change in islet size of obese subjects
compared to lean ones.

FIGURE 5 Expression of FOXO1 in human islets from lean

(A) and obese (B) subjects. Western blotting analysis of FOXO1

expression in human islets in basal conditions. Each Western

blotting is representative of three independent experiments.

FOXO1, forkhead box protein O1. *P < .05
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Chronic hyperglycemia occurring in type 2 diabetes
is known to induce β-cell damage, leading to a progres-
sive defect in insulin secretion, a phenomenon called
glucotoxicity (for review, see Reference 33). In human
islets, long-term exposure to high glucose is known to
lead to a dose-dependent impairment of glucose-induced
insulin release, whereas the mechanisms involved are far
from being clearly elucidated.13,34 Here, we confirm the
deleterious effects of the chronic exposure to moderate or
severely high glucose on islets from lean subjects. In con-
trast, the secretory function of islets from obese subjects
appears unaffected by the culture in 16.7 mmoL/L glu-
cose and is partially protected against the deleterious
effects of chronic 28 mmoL/L glucose, as opposed to that
observed in islets from type 2 diabetic patients that are
more susceptible to high glucose (20 mmoL/L) after a
72-hour culture period than nondiabetic ones.35

Prolonged exposure of pancreatic β-cells to high levels
of free fatty acids also provoked β-cell dysfunction,
referred to as lipotoxicity. A number of studies in rodents
report that lipotoxicity only occurs in the presence of
high glucose,36 which is not the case in human islets.37

Here, we confirm that chronic exposure of islets from
lean subjects to palmitate alone markedly decreased insu-
lin response to glucose. In islets from obese subjects,
basal and, to a lesser extent, 8.3 mmoL/L glucose-induced
insulin secretion were also reduced by palmitate. By con-
trast, insulin response to 16.7 mmoL/L glucose remains
unaffected resulting in an improved dose response with a
very sharp increase between 2.8 and 16.7 mmoL/L glu-
cose. A similar protection has been observed in islets
from diabetic Goto-Kakizaki (GK) rats cultured in the
presence of palmitate in which glucose-induced insulin
release is enhanced, as opposed to control Wistar rats.38

Hence, our data suggest that the mechanisms
involved in β-cell compensation for obesity/insulin resis-
tance afford a partial protection of islets against chronic
high glucose or palmitate cytotoxic effects. Among
putative mechanisms involved, we investigated whether
chronic high glucose or palmitate could induce β-cell
death, as previously found when human islets (with a
mean BMI of 25.1 ± 3.6 kg/m2) were cultured for 2 days
with 16.7 and 30 mmoL/L glucose.23 Our data confirm
that conditions of gluco- or lipotoxicity induce a signifi-
cant increase of β-cell death in islets from lean subjects,
whereas no clear enhanced apoptosis could be observed
in islets from obese subjects, confirming the fact that
islets issued from obese patients are partially protected
against apoptosis. These data are in accordance with
Butler et al,39 who showed on human pancreatic tissue
that beta-cell apoptosis increases more in lean diabetic
patients than in obese diabetic ones, as compared to
their respective nondiabetic control group.39 in vivo

studies using human islet transplantation to
streptozotocin-induced diabetic immunodeficient mice
also confirm an improved resistance of obese islets to
apoptosis. In nonobese diabetic severe combined immune
deficient (NOD-SCID) mice, it has been shown that islets
issued from nondiabetic overweight/obese donors reverse
diabetes, which is not the case with an equivalent num-
ber of type 2 diabetes islets.40 Another study in athymic
nude mice using human islets from overweight/obese
donors has shown the same effect on remission of
diabetes.6

In line with this observation, we found that chronic
exposure to high glucose markedly increases iNOS in
islets from lean subjects, but not from obese subjects.
iNOS is well known to be induced in human islets
by a combination of pro-inflammatory cytokines, like
interleukin-1β (IL-1β) and interferon gamma (IFNγ),
leading to β-cell death in type 1 diabetes.22,41 Short-term
stimulation with high glucose (20 mmoL/L) has also
been shown to induce both iNOS and nNOS in mouse
and rat islets.17,42 Likewise, the two isoforms have been
found increased in islets from diabetic GK rats,43 and
iNOS is present at a high level in islets from type 2 dia-
betic patients.35 However, conflicting data arise from the
literature showing no change in iNOS expression with
high glucose.24,25 These discrepancies probably result
from differences in experimental conditions. In one
study, islets were isolated from five donors including
lean, overweight, and obese subjects,25 whereas in the
second one, no mention was made of the donors' weight
or BMI.24 While iNOS was increased in islets from lean
subjects, we found nNOS expression diminished, in line
with the ability of the two isoforms to counterregulate
their activity and expression.44 In islets from obese sub-
jects, iNOS expression was not significantly modified as
a consequence of protective mechanisms and nNOS
remained unaffected. This result is of importance as we
found that an increased nNOS dimerization participates
in β-cell hyperactivity in islets from Zucker fa/fa rats and
obese subjects.14 In addition, IL-1β, induced by exposure
to high glucose,24 was shown to improve glucose-
stimulated insulin secretion from human islets derived
from obese donors and thus β-cell compensation.45

As an additional mechanism besides iNOS, enhanced
activity of FOXO1 has been shown to be involved in
β-cell compensation in obese mice fed a high-fat diet via
an improvement of antioxidative function of β-cells.26

Recently, FOXO1 has been positively correlated with
BMI in a single-cell transcriptomic analysis of human
islets from nondiabetic donors.46 Here, we confirm that
FOXO1 is overexpressed in islets from obese subjects.
In a recent publication using the β-TC6 cell line,45 the
authors showed that FOXO1 is mainly localized in the
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cytoplasm of cells (in its inactive form), whereas under
high-glucose conditions (33 mmoL/L), the transcription
factor is activated and translocated to the nucleus.
FOXO1 activation induced antioxidant enzymes to pro-
tect β-cells against glucotoxicity.47 Moreover, NO signal
has been shown to affect dopaminergic neuron survival
via FoxO in Drosophila,48 suggesting that an nNOS-FoxO
pathway might be involved. On the same line, genes of
unfolded protein response (UPR) are found upregulated
in ob/ob mice with age and the increased insulin
demand, whereas they decline with β-cell failure in dia-
betic db/db mice.49 Overall, we propose that decreased
nitrosative stress induced by NO together with improved
antioxidative defenses and UPR could probably be
involved in the protection of islets from obese subjects
from the deleterious effects of high glucose/palmitate.

Overall, our data suggest that in addition to an
increased sensitivity to glucose, islets from obese subjects
can be considered as more resistant to glucose and fatty
acid excursions. As the most frequent problems encoun-
tered in islet transplantation are loss-of-function and
necrosis, islets from obese subjects make a valuable can-
didate in the search of an increased transplant lifespan.
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