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Introduction
There are multiple strands of evidence that posttranslational pro-
cessing of proglucagon in α-cells can yield glucagon-like peptide1 
(GLP-1) (1). Inflammation and caloric excess (2, 3) induce prohor-
mone convertase-1/3 (PC-1/3) in rodent (1, 3) and human islets (4). 
This process seems to be more established in type 2 diabetes (5, 6), 
leading to the suggestion that pancreatic GLP-1 acts in a paracrine 
fashion to support islet function.

In humans, antagonism of the GLP-1 receptor (GLP1R) during 
fasting with a competitive antagonist, exendin 9-39, impairs the 
islet cell response to an i.v. glucose challenge (7). More recently, 
Gray et al. (8) showed that exendin 9-39 infusion impairs the β cell 
response to i.v. arginine in people with and without type 2 diabetes. 

Inhibitors of di-peptidyl peptidase-4 (DPP-4), a ubiquitous pepti-
dase that rapidly inactivates GLP-1, also lower fasting glucose in 
the absence of changes in circulating GLP-1 (8, 9). Taken together, 
these data show that GLP1R activation contributes to islet func-
tion in humans in the absence of increased circulating GLP-1 (as 
would occur after meal ingestion). This suggests that pancreatic 
GLP-1 supports β cell function in humans. However, it is unclear 
if these effects are confined to insulin secretion and are of suffi-
cient magnitude to alter glucose metabolism, or if the effect size is 
altered by type 2 diabetes.

To address these questions, we studied α and β cell secretion in 
people with and without type 2 diabetes under fasting and hyper-
glycemic conditions in the presence and absence of exendin 9-39. 
We also used the tracer dilution technique to measure glucose 
turnover during the experiments. Based on exploratory experi-
ments (Supplemental Figure 1; supplemental material available 
online with this article; https://doi.org/10.1172/JCI173495DS1), 
we hypothesized that GLP1R blockade would increase fasting glu-
cagon and glucose concentrations in people with type 2 diabetes 
but not in those without diabetes. In addition, to examine whether 
intra-islet GLP-1 sustains islet function during metabolic stress, we 
restudied a subset of subjects without diabetes during acute insu-
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fasting glucose concentrations (7.2 ± 0.6 mmol/L versus 8.3 ± 
0.7 mmol/L, P < 0.01 [Figure 1B]). By design, glucose concentra-
tions in the last hour of the hyperglycemic clamp did not differ 
between study days (9.4 ± 0.2 mmol/L versus 9.7 ± 0.4 mmol/L, 
P = 0.22). Total (Figure 1, C and D) and intact GLP-1 (data not 
shown) were unchanged by exendin 9-39 infusion in subjects 
without and with type 2 diabetes, respectively.

Insulin, C-peptide and glucagon concentrations in subjects with 
and without type 2 diabetes. In people without diabetes, exendin 
9-39 infusion lowered fasting insulin concentrations compared 
to saline infusion (47 ± 6 pmol/L versus 39 ± 5 pmol/L, P = 0.02 
[Figure 2A]). However, insulin concentrations during the hyper-
glycemic clamp did not differ significantly between study days. In 
people with type 2 diabetes, exendin 9-39 infusion did not signifi-
cantly alter fasting insulin concentrations (Figure 2B), nor those 
observed during the hyperglycemic clamp.

In people without diabetes, exendin 9-39 infusion lowered 
fasting C-peptide concentrations compared with saline infusion 
(0.9 ± 0.1 nmol/L versus 0.8 ± 0.1 nmol/L, P = 0.02 [Figure 2C]) 
but did not significantly alter concentrations during the last hour 
of the clamp. In people with type 2 diabetes, exendin 9-39 infu-
sion did not significantly alter fasting C-peptide concentrations 
but significantly lowered mean concentrations during the last 
hour of the hyperglycemic clamp (2.0 ± 0.1 nmol/L versus 1.8 ± 
0.1 nmol/L, P = 0.01 [Figure 2D]).

Posthoc, we noted that the incremental increase in integrated 
insulin and C-peptide concentrations during the first 30 minutes 
of hyperglycemia was decreased by exendin 9-39 infusion in peo-
ple without diabetes. No such effect was noted in people with type 
2 diabetes (please also see Figure 3).

In people without diabetes, exendin 9-39 infusion did not 
change fasting or nadir glucagon concentrations during the hyper-
glycemic clamp (Figure 2E). In contrast, in people with type 2 dia-
betes, it raised fasting glucagon concentrations (7.9 ± 0.3 nmol/L 
versus 10.2 ± 0.3 nmol/L, P < 0.01 [Figure 2F]) as well as nadir 
concentrations (6.8 ± 0.6 nmol/L versus 4.1 ± 0.4 nmol/L, P < 
0.01) during the hyperglycemic clamp.

ϕb, integrated initial insulin and C-peptide responses in people 
with and without type 2 diabetes. Individual fasting β cell respon-
sivity (ϕb) in people without diabetes (Figure 3A) and in those with 
type 2 diabetes (Figure 3B) was significantly decreased by exendin 
9-39 infusion. The symmetrical percent change (–18% ± 4% versus 
–21% ± 6 %) did not differ (P = 0.61) between groups.

In people without diabetes (Figure 3C), the incremental increase 
in integrated insulin concentrations during the first 30 minutes of 
hyperglycemia was decreased by exendin 9-39 infusion (3.0 ± 0.5 
nmol/L versus 1.8 ± 0.3 nmol/L per 30 minutes, P < 0.01). This was 
not the case in people with type 2 diabetes (Figure 3D).

The incremental increase in integrated C-peptide concentra-
tions during the first 30 minutes of hyperglycemia followed the 
same pattern (9.7 ± 2.0 nmol/L versus 14.1 ± 1.5 nmol/L per 30 
minutes, P = 0.01 [Figure 3E]) in people without diabetes. This was 
not the case in people with type 2 diabetes (Figure 3F).

Hepatic extraction, insulin secretion rates and glucagon secre-
tion rates in people with and without type 2 diabetes. In people 
without diabetes, exendin 9-39 increased hepatic extraction of 
insulin slightly but significantly during fasting (0.66 ± 0.04 ver-

lin resistance induced by free fatty acid (FFA) elevation. We again 
used exendin 9-39 to test whether GLP1R blockade will exacer-
bate the deleterious effect of FFA elevation on islet function.

The other consideration is that glucagon acts as an insulin 
secretagogue, partially signalling through the GLP1R (10). This is 
another potential mechanism by which the α cell can support the β 
cell. Indeed, it has been suggested that glucagon elevation occurs 
in prediabetes and type 2 diabetes to stimulate insulin secretion 
by the β cell (11, 12). Whether glucagon-induced insulin secretion 
mediated via the GLP1R occurs to a greater extent in type 2 diabe-
tes is unknown. Our experiment enabled us to test this hypothesis 
by measuring insulin secretion in response to glucagon bolus in 
the presence or absence of exendin 9-39.

We report that GLP1R blockade raises fasting glucose and 
impairs the islet response to hyperglycemia. These effects are 
more marked in people with type 2 diabetes where glucagon secre-
tion, which is estimated using recently developed methodology 
(13), is inappropriate for the degree of hyperglycemia and impairs 
suppression of endogenous glucose production.

Results
Participant characteristics by fasting glucose and by glucose tolerance 
status. A total of 12 people without diabetes and 11 people with 
type 2 diabetes were studied. The 2 groups were matched for age, 
sex, and weight at the time of screening (Table 1). Of the subjects 
without diabetes, none had impaired fasting glucose and 4 had 
impaired glucose tolerance.

Glucose and total GLP-1 concentrations in subjects with and 
without type 2 diabetes. In people without diabetes, exendin 9-39 
infusion raised fasting glucose concentrations compared to 
saline infusion (5.0 ± 0.1 mmol/L versus. 5.5 ± 0.1 mmol/L, P = 
0.02 [Figure 1A]). By design, glucose concentrations in the last 
hour of the hyperglycemic clamp did not differ between study 
days (8.3 ± 0.8 mmol/L versus 9.1 ± 0.2 mmol/L, P = 0.39). In 
people with type 2 diabetes, exendin 9-39 infusion also raised 

Table 1. Participant characteristics at the time of screening

Participant  
characteristics

Participants  
without diabetes

Participants with  
type 2 diabetes

P valueA

N 12 11
Age (years) 54 ± 2 58 ± 2 0.23
Sex (M/F) 4/8 3/8
Total body mass (Kg) 94 ± 4 96 ± 7 0.73
LBM (Kg) 52 ± 3 51 ± 4 0.99
BMI (Kg/M2) 32 ± 1 34 ± 2 0.8
Fasting glucose (mmol/L) 5.2 ± 0.1 7.1 + 0.4B < 0.01
HbA1c (%) 5.2 ± 0.1 6.5 ± 0.2B < 0.01
120-minute glucose (mmol/L) 7.4 ± 0.5 n/a
Si (10–4 dL/kg/min per μU/mL) 10 ± 3 n/a
Φ (10–9 min–1) 62 ± 3 n/a
DI (10–14 dL/kg/min/pmol) 1106 ± 339 n/a

Individuals without diabetes underwent a 75 g OGTT and the oral minimal 
model was used to estimate insulin action (Si), β cell responsivity (Φ) and 
disposition index (DI). AP value for an unpaired 2-tailed Student’s t test. 
BGlycemic control on treatment prior to a 3-week washout.
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Endogenous glucose production and glucose disappearance in 
people with and without type 2 diabetes. In people without diabe-
tes, exendin 9-39 infusion did not produce measurable changes 
in fasting endogenous glucose production (EGP; 12.2 ± 0.5 μmol/
kg/min versus 12.7 ± 0.7 μmol/kg/min, P = 0.27). At the end of 
the clamp, EGP was completely suppressed by hyperglycemia and 
hyperinsulinemia on both study days (Figure 5A).

In people with type 2 diabetes, exendin 9-39 did not produce 
a significant change in fasting EGP (15.3 ± 0.4 μmol/kg/min ver-
sus 17.1 ± 0.4 μmol/kg/min, P = 0.21). During the clamp, EGP sup-
pression by hyperglycemia and endogenous insulin secretion was 
impaired so that at the end of the clamp EGP was higher in the 
presence of exendin 9-39 (2.9 ± 0.4 μmol/kg/min versus 5.7 ± 0.3 
μmol/kg/min, P < 0.01 [Figure 5B]).

In people without diabetes, exendin 9-39 infusion did not alter 
glucose disappearance during fasting and during the hyperglyce-
mic clamp (Figure 5C). This pattern was also observed in people 
with type 2 diabetes (Figure 5D).

Discussion
Infusion of exendin 9-39 — a competitive antagonist of the GLP1R 
in people without type 2 diabetes — resulted in a small but signif-
icant increase in fasting glucose concentrations. This was accom-

sus 0.70 ± 0.03, P = 0.04 [Figure 4A]). Hepatic extraction did 
not differ during the hyperglycemic clamp although posthoc 
testing suggested a similar decrease at 20 and 30 minutes. In 
people with type 2 diabetes, exendin 9-39 did not alter hepatic 
extraction of insulin (Figure 4B).

Fasting insulin secretion rates and insulin secretion rates 
during the hyperglycemic clamp were unchanged by exendin 9-39 
infusion in people without diabetes (Figure 4C). On the other 
hand, in people with type 2 diabetes, although exendin 9-39 did 
not alter fasting insulin secretion, the response to hyperglycemia 
was decreased so that mean secretion rate in the final hour of the 
clamp was decreased (0.54 ± 0.07 nmol/min versus 0.44 ± 0.05 
nmol/min, P = 0.04 [Figure 4D]) as was the integrated incremen-
tal response to hyperglycemia.

Fasting glucagon secretion rates and glucagon secretion rates 
during the hyperglycemic clamp were unchanged by exendin 9-39 
infusion in people without diabetes (Figure 4E). On the other 
hand, in people with type 2 diabetes, exendin 9-39 increased fast-
ing (12 ± 2 pmol/min versus 17 ± 2 pmol/min, P = 0.01) and nadir (6 
± 1 pmol/min versus 9 ± 2 pmol/min, P = 0.02) glucagon secretion. 
In addition, glucagon secretion remained significantly elevated 
during exendin 9-39 infusion in the final hour of the clamp (7 ± 1 
pmol/min versus 12 ± 2 pmol/min, P < 0.01 [Figure 4F]).

Figure 1. Glucose and total GLP-1 concentrations in individuals with and without type 2 diabetes. Glucose and total GLP-1 concentrations in people without 
diabetes (n = 12) during saline (open circles) and exendin 9-39 infusion (solid circles) are shown in A and C, respectively. Glucose and total GLP-1 concentrations in 
people with type 2 diabetes (n = 11) during saline (open squares) and exendin 9-39 infusion (solid squares) are shown in B and D, respectively. In A and B, smaller 
panels at right represent mean fasting values for each individual. Values plotted are mean ± SEM. *P <0.05 as determined by a paired Student’s t test.

https://doi.org/10.1172/JCI173495
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This is likely explained by the fasting glucagon concentrations, 
which increased to a greater extent than was observed in people 
without diabetes and are inappropriate (14) for the prevailing 
(higher) glucose concentrations. Taken together, these data rein-
force the relative importance of glucagon to the regulation of fast-
ing glucose (14, 15). They also imply that pancreatic GLP-1 is more 
important to the maintenance of glucagon secretion in people 
with type 2 diabetes than it is in people without diabetes.

panied by a lack of reciprocal increase in fasting insulin secretion, 
implying impairment of fasting β cell responsivity (as borne out by 
a decrease in ϕb). In addition, the absence of suppression of glu-
cagon secretion in response to the rise in fasting glucose implies 
abnormal α cell function (14) during GLP1R blockade. In people 
with type 2 diabetes, fasting β cell responsivity was impaired to a 
similar degree as that in people without diabetes, but the increase 
in fasting glucose during exendin 9-39 infusion was more marked. 

Figure 2. Insulin, C-peptide, and glucagon concentrations in individuals with and without type 2 diabetes. Insulin, C-peptide, and glucagon 
concentrations in participants without diabetes (n = 12) are shown in A, C, and E, respectively. Circles, open and filled, represent values in the 
presence of saline and exendin 9-39. Insulin, C-peptide, and glucagon concentrations in participants with type 2 diabetes (n = 11) are shown in 
B, D, and F, respectively. Squares, open and filled, represent values in the presence of saline and exendin 9-39. Values plotted are mean ± SEM. 
Smaller panels at right represent mean fasting values for each individual. *P <0.05 as determined by a paired Student’s t test.

https://doi.org/10.1172/JCI173495
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(20) — was impaired by exendin 9-39 infusion in this group. As 
shown before, in the absence of an oral challenge, there was no 
change in peripherally measured GLP-1 concentrations (7, 21, 22).

In contrast, in people with type 2 diabetes, abnormalities in 
insulin and glucagon secretion rates persisted during hypergly-
cemia — in the latter case, to the point that hyperglycemia and 
hyperinsulinemia are insufficient to suppress EGP. As expected, 
given the absence of a first-phase response in people with type 2 
diabetes, no differences in insulin and C-peptide concentrations 
were observed in the initial response to glucose.

To ensure that changes in hepatic extraction of insulin do not 
contribute to the effects of exendin 9-39 infusion, we calculated this 
parameter as before (23). Exendin 9-39 slightly, but significantly, 
changed fasting hepatic extraction in subjects without diabetes but not 
in those with type 2 diabetes. These effects cannot explain the observed 
differences in C-peptide, or of insulin secretion rates and β cell respon-
sivity indices derived from C-peptide concentrations. However, the 
mechanism by which GLP1R signaling alters hepatic extraction of insu-
lin, and its importance, if any, will require further study.

The greater dysregulation of fasting glucose and islet hormone 
secretion by exendin 9-39 in people with type 2 diabetes would be 
congruent with the observation of increased islet GLP-1 expression 
in islets from humans (4, 16) and animals (1, 3, 17) with diabetes. 
This would suggest that islet expression of GLP-1 is an adaptive 
response to compensate for the defects present in type 2 diabetes. 
The existence of this mechanism has potentially important impli-
cations. For example, genetic variation of the GLP1R that increases 
responsivity to exogenous GLP-1 in humans has been associat-
ed with a lower level of fasting glucose (18, 19). Further, our data 
would suggest that pancreatic GLP-1 plays a role in the regulation 
of fasting glucose concentrations by altering fasting α and β cell 
secretion. These findings also provide an explanation for the mech-
anism of action for DPP-4 inhibitors in the fasting state.

During the hyperglycemic clamp, where, by design, glucose con-
centrations were matched between study days, both insulin and glu-
cagon secretion rates did not differ in people without diabetes. How-
ever, it is notable that the early insulin (and C-peptide) response to 
hyperglycemia — perhaps a surrogate of first-phase insulin response 

Figure 3. ϕb, integrated 
initial Insulin and C-peptide 
responses in individuals 
with and without type 2 
diabetes. Individual values 
for ϕb in individuals without 
diabetes (n = 12) are shown in 
A. AAB insulin concentrations 
during the first 30 minutes 
of the hyperglycemic clamp 
are shown in C, and AAB 
C-peptide concentrations 
are shown in E. Circles, open 
and filled, represent values 
in the presence of saline and 
exendin 9-39. The equiva-
lent values for individuals 
with type 2 diabetes (n = 
11) are shown in B, D, and F, 
respectively. Squares, open 
and filled, represent values 
in the presence of saline and 
exendin 9-39. Bars plotted 
represent mean ± SEM. *P 
<0.05 as determined by a 
paired Student’s t test.

https://doi.org/10.1172/JCI173495
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Other investigators have reported that GLP1R signalling in 
the β cell enhances α cell expression of PC1/3 (24) via decreased 
secretion of a signaling protein (14-3-3-ζ) (25). Whether this mech-
anism mediates long-term benefits of treatment with GLP1R ago-
nists or after bariatric surgery remains to be ascertained. Amino 
acids stimulate glucagon secretion, and, in rodents, α cell hyper-
plasia (26, 27). α cell dysfunction (14) and elevated concentrations 
of certain amino acids (28) are hallmarks or subtypes of prediabe-
tes and diabetes, but whether amino acids stimulate PC1/3 expres-
sion and islet GLP-1 production is unknown at the present time.

We deliberately chose to use an i.v. stimulus to avoid potential 
confounding effects of meal-stimulated GLP-1 secretion on islet 
function. α cell responses to protein or fat differ from those observed 

in response to glucose alone (29). It is possible that, in subjects with-
out type 2 diabetes, GLP1R blockade may produce greater abnor-
malities in α cell function in response to fat or protein than to glucose 
infusion alone. Although we were able to ascertain differences in the 
response to GLP1R blockade between people with and without type 
2 diabetes, we may have missed defects in the α cell response to mac-
ronutrients other than glucose in people without diabetes.

Due to limitations of the experimental design, there remain 
some unanswered questions. For example, the participants with-
out diabetes that we studied had a mean BMI of 32 Kg/M2 to 
match the characteristics of the participants with type 2 diabetes. 
We (30) and others (31) have previously suggested that impaired 
insulin action correlates with higher fasting glucagon secretion. 

Figure 4. Hepatic extraction 
and insulin secretion rates 
and glucagon secretion rates 
in individuals with and 
without type 2 diabetes. The 
hepatic extraction of insulin, 
ISR,and glucagon secretion on 
both study days for partici-
pants without diabetes (n = 
12) are shown in A, C, and E, 
respectively. Circles, open and 
filled, represent values in the 
presence of saline and exendin 
9-39. The equivalent values for 
individuals with type 2 diabe-
tes (n = 10) are shown in B, D, 
and F, respectively. Squares, 
open and filled, represent val-
ues in the presence of saline 
and exendin 9-39. Values 
plotted are mean ± SEM.

https://doi.org/10.1172/JCI173495
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On the other hand, more recent work suggests that α cell function 
is predominantly responsible for the set point of fasting glucose 
regulation (14). This abnormality observed in impaired fasting 
glucose was independent of weight or of insulin action. In the cur-
rent experiment, all the individuals without diabetes had normal 
fasting glucose. Therefore, our data cannot provide insights into 
whether α cell function can be affected by GLP1R blockade in lean 
people with or without impaired fasting glucose.

The other concern is that exendin 9-39 might have inverse 
agonist effects on GLP1R that are independent of GLP-1, as was 
first demonstrated in an immortalized murine β cell line (32). 
Previously, we examined this possibility using an i.v. glucose chal-
lenge and exendin 9-39 infused at 30 and 300 pmol/kg/min (33). 
At the time we reported no effects on insulin secretion but noted 
a small effect on insulin action, although postchallenge glucose 
concentrations did not differ. No effects on α cell function were 
observed. These subtle effects were not observed when exendin 
9-39 was used in the context of an oral challenge in people without 
diabetes (34). In addition, this would not explain the disparity in 
the effect of exendin 9-39 infusion in people with and without type 
2 diabetes, at least in the fasting state, nor the other evidence we 
previously discussed for islet production of GLP-1.

The expression of PC1/3 necessary to process proglucagon 
to GLP-1 is increased in acute hyperglycemia and type 2 diabetes 
(1, 35). Interleukin-6 drives islet expression of PC1/3 in islets (36) 
and protects from the effects of a high fat diet (2). Conversely, IL-6 
receptor blockade in humans decreases GLP-1 secretion (37). To 
explore whether acute metabolic stress caused by elevated FFA 
might modulate this mechanism, we studied a subset of individu-
als without type 2 diabetes, with and without exendin 9-39, during 
an infusion of intralipid and heparin. The magnitude of change in 
β cell function produced by exendin 9-39 was unaffected by acute 
FFA elevation. More importantly, this did not replicate the abnor-
malities of α cell function during exendin 9-39 infusion observed 
in people with type 2 diabetes. Whether an alternative stressor, or 
prolonged exposure, is necessary to induce pancreatic GLP-1 will 
require further study (See Supplemental Figure 2).

Glucagon is an insulin secretagogue acting on β cells in part 
via the GLP1R. Previously, it has been suggested that in people 
with type 2 diabetes, or perhaps in people with prediabetes more 
likely to progress to type 2 diabetes, increased glucagon secretion 
occurs to stimulate function in failing β cells (12). As we reported 
previously, in people without type 2 diabetes, exendin 9-39 — pre-
sumably through GLP1R blockade — decreases insulin secretion in 

Figure 5. Endogenous glucose production and glucose disappearance in individuals with and without type 2 diabetes. Rates of EGP and glucose 
disappearance in individuals without diabetes (n = 12) are shown in A and C, respectively. Circles, open and filled, represent values in the presence of 
saline and exendin 9-39. The equivalent values for individuals with type 2 diabetes (n = 11) are shown in B and D. Squares, open and filled, represent 
values in the presence of saline and exendin 9-39. Values plotted are mean ± SEM.

https://doi.org/10.1172/JCI173495
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the anticipated pattern of fall of EGP to minimize changes in specific 
activity (39). At that time (09:00), another glucose infusion, also labeled 
with [3-3H] glucose, was started, and the infusion rate was varied to raise 
peripheral glucose concentrations to approximately 160 mg/dL.

At 07:00 (–120 minutes) exendin 9-39 was infused at 300 pmol/kg/
minute and continued till the end of the study at 12:30 (210 minutes). At 
12:00 (180 minutes), 1 mg glucagon was given as an i.v. bolus (40, 41). At 
the end of the experiment all infusions were stopped, participants con-
sumed a meal and left the CRTU when it was safe to do so. The saline day 
was identical to the study described above except that between –120 and 
210 minutes, 0.9% saline instead of exendin 9-39 was infused.

A subset of nondiabetic participants underwent 2 additional study 
days (approximately 3 months after the first 2) where at 06:00 (–180 
minutes) an additional infusion of Intralipid (20%, 0.011 mL/kg/
minute; Baxter Healthcare) and heparin (200 units prime, 0.2 unit/
kg/minute continuous) was infused to raise circulating free fatty acids 
and induce insulin resistance (42).

Analytic techniques
All blood was immediately placed on ice after collection, centrifuged 
at 4°C, separated, and stored at –80°C until assay. Plasma glucose con-
centrations were measured using a Yellow Springs glucose analyzer. 
Plasma insulin concentrations were measured using a chemilumines-
cence assay (Access Assay, Beckman). Plasma C-peptide was mea-
sured using a 2-site immunenzymatic sandwich assay (Roche Diag-
nostics). Glucagon was measured using a 2-site ELISA (Mercodia) 
in accordance with the manufacturer’s instructions. Samples for the 
measurement of GLP-1 were collected in protease inhibitor-contain-
ing tubes and measured using an ELISA (ALPCO Diagnostics).

Statistics
Calculations. The insulin secretion rate (ISR) was calculated from C-pep-
tide concentrations using nonparametric deconvolution and popula-
tion-based measures of C-peptide kinetics (43). Likewise, glucagon secre-
tion rate (GSR) was calculated from the measured glucagon concentrations 
observed during the experiments using nonparametric deconvolution and 
the population model of glucagon kinetics we described recently (13). Glu-
cose rate of disappearance (Rd) was calculated using the steady state Steele 
equation (44, 45). EGP was calculated as the difference between the tracer 
determined rate of glucose appearance and the glucose infusion rate. All 
infusion rates are expressed as Kg per lean body mass.

Statistical analysis. All continuous data are summarized as mean 
± SEM. When reporting fasting values, we utilized the mean of data 
obtained during fasting (–30 to 0 minutes) for each individual. Similar-
ly, when reporting clamp values, we utilized the mean of data obtained 
during the final hour of the clamp (120 to 180 minutes) or in the case of 
tracer data, 150 to 180 minutes. Please also refer to the Supporting Data 
Values file provided. AUC and Area Above Basal (AAB) were calculated 
using the trapezoidal rule. Within-group differences attributable to study 
conditions were assessed using a 2-tailed Student’s paired t test (para-
metric) or Wilcoxon matched-pairs signed rank test (nonparametric). To 
assess between-group differences, we used a 2-tailed Student’s unpaired 
t test (parametric) or a Wilcoxon test (nonparametric). In addition, to 
compare changes induced by exendin 9-39 across groups in response to 
glucagon bolus (people without type 2 diabetes, people with type 2 dia-
betes, and people without type 2 diabetes + FFA elevation), we calculated 
the symmetric percent change (46) as 100 × Loge (exendin 9-39 value / 

response to glucagon (10). This is also now observed in people with 
type 2 diabetes. In this series of experiments, the β cell response to 
glucagon did not differ from that in people without type 2 diabetes. 
This suggests that, in type 2 diabetes, β cells do not have increased 
dependency on glucagon signaling via the GLP1R to maintain insu-
lin secretion (Supplemental Figure 3).

We conclude from this series of experiments that, in humans, 
GLP1R blockade, in the absence of circulating GLP-1, impairs fasting 
α and β cell function, resulting in fasting hyperglycemia. In people 
without diabetes, these defects are no longer apparent in response 
to hyperglycemia, although the initial insulin secretory response to 
hyperglycemia is impaired. On the other hand, people with type 2 
diabetes exhibit more marked abnormalities in the fasting state, and 
these defects persist in response to hyperglycemia. These data imply 
that intraislet GLP1R activation sustains islet responses to glucose, 
and it does so to a greater degree in people with type 2 diabetes.

Methods

Screening
We recruited subjects through a combination of intramural and extra-
mural advertising. To be eligible, healthy subjects had no history of 
chronic illness or upper gastrointestinal surgery. Additionally, they were 
not taking medications that could affect glucose metabolism. Subjects 
with type 2 diabetes had no history of microvascular or macrovascular 
complications and were treated with lifestyle modification alone or in 
combination with metformin. Potentially eligible subjects who showed 
interest in participating were invited to the Clinical Research and Trials 
Unit (CRTU) for a screening visit. After written informed consent was 
obtained, participants without type 2 diabetes underwent a 2-hour 75 g 
oral glucose tolerance test (OGTT) to characterize their glucose tolerance 
status, as previously described (38). All people were instructed to follow 
a weight-maintenance diet containing 55% carbohydrate, 30% fat, and 
15% protein for at least 3 days before the study. Body composition was 
measured at the time of screening using dual-energy X-ray absorptiome-
try (Lunar). Participant characteristics are reported in Table 1.

Medication withdrawal
Participants with type 2 diabetes taking metformin discontinued med-
ication for 3 weeks before, and then continued off medication for the 
duration of their participation in the study. While off medication, they 
self monitored their fasting glucose at least twice daily. Values consis-
tently above 250 mg/dL would result in discontinuation of their par-
ticipation in the study.

Experimental design
All participants underwent 2 studies, at least 2 weeks apart in random 
order. Participants were admitted to the CRTU at 17:00 hours on the day 
before the study. After consuming a standard 10 kcal/kg caffeine-free 
meal, they fasted overnight. The following morning at 05:30, a dorsal 
hand vein was cannulated and placed in a heated Plexiglas box main-
tained at 55°C to allow sampling of arterialized venous blood. The con-
tralateral forearm vein was cannulated for glucose and hormone infu-
sions. At 06:00 (–180 minutes) a primed, (10 μCi prime, 0.1 μCi/minute 
continuous) infusion containing trace amounts of glucose labeled with 
[3-3H] glucose was started and continued till 09:00 (0 minutes). Subse-
quently, the infusion was decreased (0.03 μCi/minute) so as to mimic 
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https://www.jci.org/articles/view/173495#sd
https://www.jci.org/articles/view/173495#sd
https://www.jci.org/articles/view/173495#sd


The Journal of Clinical Investigation   C L I N I C A L  M E D I C I N E

9J Clin Invest. 2023;133(22):e173495  https://doi.org/10.1172/JCI173495

as well as with the initial data analysis. KRB supervised the statis-
tical analyses. CC and CDM supervised the mathematical model-
ing, contributed to the discussion and reviewed/edited manuscript. 
AM conducted the in vitro work in support of the original concept 
and assisted with the study design, contributed to the discussion 
and reviewed/edited manuscript. AV designed the study, oversaw 
its conduct, researched data, and wrote the first draft of the manu-
script. AV is the guarantor of this work and, as such, had full access 
to all the data in the study and takes responsibility for the integrity of 
the data and the accuracy of the data analysis. The order of co–first 
authors was determined by the time that each joined the project.

Acknowledgments
The authors acknowledge the support of the Mayo Clinic Gener-
al Clinical Research Center (DK TR000135). AV is supported by 
DK78646, DK116231 and DK126206. CDM was supported by MIUR 
(Italian Minister for Education) under the initiative “Departments of 
Excellence” (Law 232/2016). The authors wish to acknowledge the 
excellent editorial assistance of M.M. Davis, Endocrine Research 
Unit, Mayo Clinic, Rochester, Minnesota, USA.

Address correspondence to: Adrian Vella, Endocrine Research 
Unit, Mayo Clinic College of Medicine, 200 First St SW, 5-194 
Joseph, Rochester, Minnesota 55905, USA. Phone: 1.507.255.6515; 
Email: vella.adrian@mayo.edu.

saline value). BlueSky Statistics software v. 7.10 (BlueSky Statistics LLC) 
and Prism 5 (GraphPad Software) were utilized for the statistical analy-
sis. P < 0.05 was considered statistically significant. Our power calcula-
tion for fasting glucagon concentrations was based on observed (mean ± 
SD) glucagon concentration of 7.0 ± 2.4 nmol/L in people with impaired 
fasting glucose and impaired glucose tolerance (14). Assuming similar 
variability, 10 individuals with type 2 diabetes would give us the ability to 
detect a 1.9 pmol/L (27%) difference in fasting glucagon in response to 
exendin 9-39 infusion (80% power, α = 0.05).

Data availability
All data reported in this paper is provided in an accompanying Supporting 
Data Values file available for download. This paper does not report original 
code. Any additional information required to reanalyze the data reported 
in this paper is available from the corresponding author upon request.

Study approval
The Mayo Clinic IRB approved the study and associated study docu-
ments. It was subsequently registered at ClinicalTrials.gov. Exendin 
9-39 was infused under an IND approved by the FDA.

Author contributions
AAW, RAF, and AME researched data and ran the studies. MCL 
undertook mathematical modeling of insulin and glucagon secre-
tion. MZ and MV assisted with data management and organization 

 1. O’Malley TJ, et al. Progressive change of intra-islet 
GLP-1 production during diabetes development. 
Diabetes Metab Res Rev. 2014;30(8):661–668.

 2. Ellingsgaard H, et al. Interleukin-6 regulates pan-
creatic alpha-cell mass expansion. Proc Natl Acad 
Sci U S A. 2008;105(35):13163–13168.

 3. Traub S, et al. Pancreatic α cell-derived glu-
cagon-related peptides are required for β cell 
adaptation and glucose homeostasis. Cell Rep. 
2017;18(13):3192–3203.

 4. Marchetti P, et al. A local glucagon-like peptide 1 
(GLP-1) system in human pancreatic islets. Dia-
betologia. 2012;55(12):3262–3272.

 5. Cinti F, et al. Evidence of β-cell dedifferentia-
tion in human type 2 diabetes. J Clin Endocrinol 
Metab. 2016;101(3):1044–1054.

 6. Talchai C, et al. Pancreatic β cell dedifferenti-
ation as a mechanism of diabetic β cell failure. 
Cell. 2012;150(6):1223–1234.

 7. Salehi M, et al. Effect of endogenous GLP-1 on 
insulin secretion in type 2 diabetes. Diabetes. 
2010;59(6):1330–1337.

 8. Gray SM, et al. GLP-1 receptor blockade reduces 
stimulated insulin secretion in fasted subjects 
with low circulating GLP-1. J Clin Endocrinol 
Metab. 2022;107(9):2500–2510.

 9. Dalla Man C, et al. Dipeptidyl peptidase-4 
inhibition by vildagliptin and the effect on 
insulin secretion and action in response to meal 
ingestion in type 2 diabetes. Diabetes Care. 
2009;32(1):14–18.

 10. Farahani RA, et al. The effect of glucagon-like 
peptide 1 receptor blockade on glucagon-in-
duced stimulation of insulin secretion. Diabetes. 
2023;72(4):449–454.

 11. Capozzi ME, et al. Glucagon lowers glycemia when 

β-cells are active. JCI Insight. 2019;5(16):e129954.
 12. Finan B, et al. Repositioning glucagon action in 

the physiology and pharmacology of diabetes. 
Diabetes. 2020;69(4):532–541.

 13. Laurenti MC, et al. Assessment of individual 
and standardized glucagon kinetics in healthy 
humans. Am J Physiol Endocrinol Metab. 
2021;320(1):E71–E77.

 14. Kohlenberg JD, et al. Differential contribution 
of alpha and beta cell dysfunction to impaired 
fasting glucose and impaired glucose tolerance. 
Diabetologia. 2023;66(1):201–212.

 15. Alonge KM, et al. Distinct roles for brain and pan-
creas in basal and postprandial glucose homeo-
stasis. Diabetes. 2023;72(5):547–556.

 16. Campbell SA, et al. Human islets contain a sub-
population of glucagon-like peptide-1 secreting 
α cells that is increased in type 2 diabetes. Mol 
Metab. 2020;39:101014.

 17. de Souza AH, et al. Intra-islet GLP-1, but not 
CCK, is necessary for β-cell function in mouse 
and human islets. Sci Rep. 2020;10(1):2823.

 18. Suzuki K, et al. Identification of 28 new suscep-
tibility loci for type 2 diabetes in the Japanese 
population. Nat Genet. 2019;51(3):379–386.

 19. Kwak SH, et al. Nonsynonymous variants in 
PAX4 and GLP1R are associated with type 2 
diabetes in an east asian population. Diabetes. 
2018;67(9):1892–1902.

 20. Cobelli C, et al. Diabetes: models, signals, and 
control. IEEE Rev Biomed Eng. 2009;2:54–96.

 21. Schirra J, et al. Exendin(9-39)amide is an antag-
onist of glucagon-like peptide-1(7-36)amide in 
humans. J Clin Invest. 1998;101(7):1421–1430.

 22. Elahi D, et al. GLP-1 (9-36) amide, cleavage product 
of GLP-1 (7-36) amide, is a glucoregulatory peptide. 

Obesity (Silver Spring). 2008;16(7):1501–1509.
 23. Campioni M, et al. Minimal model assessment of 

hepatic insulin extraction during an oral test from 
standard insulin kinetic parameters. Am J Physiol 
Endocrinol Metab. 2009;297(4):E941–E948.

 24. Saikia M, et al. GLP-1 receptor signaling increases 
PCSK1 and β cell features in human α cells. JCI 
Insight. 2021;6(3):e141851.

 25. Holter MM, et al. 14-3-3-zeta mediates GLP-1 
receptor agonist action to alter α cell proglucagon 
processing. Sci Adv. 2022;8(29):eabn3773.

 26. Dean ED, et al. Interrupted glucagon signal-
ing reveals hepatic α cell axis and role for 
L-glutamine in α cell proliferation. Cell Metab. 
2017;25(6):1362–1373.

 27. Solloway MJ, et al. Glucagon couples hepatic amino 
acid catabolism to mtor-dependent regulation of 
α-cell mass. Cell Rep. 2015;12(3):495–510.

 28. Wang TJ, et al. 2-Aminoadipic acid is a 
biomarker for diabetes risk. J Clin Invest. 
2013;123(10):4309–4317.

 29. Bock G, et al. Effects of nonglucose nutrients 
on insulin secretion and action in people with 
pre-diabetes. Diabetes. 2007;56(4):1113–1119.

 30. Sharma A, et al. Impaired insulin action is asso-
ciated with increased glucagon concentrations 
in nondiabetic humans. J Clin Endocrinol Metab. 
2018;103(1):314–319.

 31. Faerch K, et al. Insulin resistance is accompa-
nied by increased fasting glucagon and delayed 
glucagon suppression in individuals with nor-
mal and impaired glucose regulation. Diabetes. 
2016;65(11):3473–3481.

 32. Serre V, et al. Exendin-(9-39) is an inverse 
agonist of the murine glucagon-like peptide-1 
receptor: implications for basal intracellular 

https://doi.org/10.1172/JCI173495
mailto://vella.adrian@mayo.edu
https://www.jci.org/articles/view/173495#sd
https://www.jci.org/articles/view/173495#sd
https://doi.org/10.1002/dmrr.2534
https://doi.org/10.1002/dmrr.2534
https://doi.org/10.1002/dmrr.2534
https://doi.org/10.1073/pnas.0801059105
https://doi.org/10.1073/pnas.0801059105
https://doi.org/10.1073/pnas.0801059105
https://doi.org/10.1016/j.celrep.2017.03.005
https://doi.org/10.1016/j.celrep.2017.03.005
https://doi.org/10.1016/j.celrep.2017.03.005
https://doi.org/10.1016/j.celrep.2017.03.005
https://doi.org/10.1007/s00125-012-2716-9
https://doi.org/10.1007/s00125-012-2716-9
https://doi.org/10.1007/s00125-012-2716-9
https://doi.org/10.1210/jc.2015-2860
https://doi.org/10.1210/jc.2015-2860
https://doi.org/10.1210/jc.2015-2860
https://doi.org/10.1016/j.cell.2012.07.029
https://doi.org/10.1016/j.cell.2012.07.029
https://doi.org/10.1016/j.cell.2012.07.029
https://doi.org/10.2337/db09-1253
https://doi.org/10.2337/db09-1253
https://doi.org/10.2337/db09-1253
https://doi.org/10.1210/clinem/dgac396
https://doi.org/10.1210/clinem/dgac396
https://doi.org/10.1210/clinem/dgac396
https://doi.org/10.1210/clinem/dgac396
https://doi.org/10.2337/dc08-1512
https://doi.org/10.2337/dc08-1512
https://doi.org/10.2337/dc08-1512
https://doi.org/10.2337/dc08-1512
https://doi.org/10.2337/dc08-1512
https://doi.org/10.2337/db22-0709
https://doi.org/10.2337/db22-0709
https://doi.org/10.2337/db22-0709
https://doi.org/10.2337/db22-0709
https://doi.org/10.1172/jci.insight.129954
https://doi.org/10.1172/jci.insight.129954
https://doi.org/10.2337/dbi19-0004
https://doi.org/10.2337/dbi19-0004
https://doi.org/10.2337/dbi19-0004
https://doi.org/10.1152/ajpendo.00488.2020
https://doi.org/10.1152/ajpendo.00488.2020
https://doi.org/10.1152/ajpendo.00488.2020
https://doi.org/10.1152/ajpendo.00488.2020
https://doi.org/10.1007/s00125-022-05794-3
https://doi.org/10.1007/s00125-022-05794-3
https://doi.org/10.1007/s00125-022-05794-3
https://doi.org/10.1007/s00125-022-05794-3
https://doi.org/10.2337/db22-0969
https://doi.org/10.2337/db22-0969
https://doi.org/10.2337/db22-0969
https://doi.org/10.1016/j.molmet.2020.101014
https://doi.org/10.1016/j.molmet.2020.101014
https://doi.org/10.1016/j.molmet.2020.101014
https://doi.org/10.1016/j.molmet.2020.101014
https://doi.org/10.1038/s41598-020-59799-2
https://doi.org/10.1038/s41598-020-59799-2
https://doi.org/10.1038/s41598-020-59799-2
https://doi.org/10.1038/s41588-018-0332-4
https://doi.org/10.1038/s41588-018-0332-4
https://doi.org/10.1038/s41588-018-0332-4
https://doi.org/10.2337/db18-0361
https://doi.org/10.2337/db18-0361
https://doi.org/10.2337/db18-0361
https://doi.org/10.2337/db18-0361
https://doi.org/10.1109/RBME.2009.2036073
https://doi.org/10.1109/RBME.2009.2036073
https://doi.org/10.1172/JCI1349
https://doi.org/10.1172/JCI1349
https://doi.org/10.1172/JCI1349
https://doi.org/10.1038/oby.2008.229
https://doi.org/10.1038/oby.2008.229
https://doi.org/10.1038/oby.2008.229
https://doi.org/10.1152/ajpendo.90842.2008
https://doi.org/10.1152/ajpendo.90842.2008
https://doi.org/10.1152/ajpendo.90842.2008
https://doi.org/10.1152/ajpendo.90842.2008
https://doi.org/10.1172/jci.insight.141851
https://doi.org/10.1172/jci.insight.141851
https://doi.org/10.1172/jci.insight.141851
https://doi.org/10.1126/sciadv.abn3773
https://doi.org/10.1126/sciadv.abn3773
https://doi.org/10.1126/sciadv.abn3773
https://doi.org/10.1016/j.cmet.2017.05.011
https://doi.org/10.1016/j.cmet.2017.05.011
https://doi.org/10.1016/j.cmet.2017.05.011
https://doi.org/10.1016/j.cmet.2017.05.011
https://doi.org/10.1016/j.celrep.2015.06.034
https://doi.org/10.1016/j.celrep.2015.06.034
https://doi.org/10.1016/j.celrep.2015.06.034
https://doi.org/10.1172/JCI64801
https://doi.org/10.1172/JCI64801
https://doi.org/10.1172/JCI64801
https://doi.org/10.2337/db06-1272
https://doi.org/10.2337/db06-1272
https://doi.org/10.2337/db06-1272
https://doi.org/10.1210/jc.2017-01197
https://doi.org/10.1210/jc.2017-01197
https://doi.org/10.1210/jc.2017-01197
https://doi.org/10.1210/jc.2017-01197
https://doi.org/10.2337/db16-0240
https://doi.org/10.2337/db16-0240
https://doi.org/10.2337/db16-0240
https://doi.org/10.2337/db16-0240
https://doi.org/10.2337/db16-0240
https://doi.org/10.1210/endo.139.11.6295
https://doi.org/10.1210/endo.139.11.6295
https://doi.org/10.1210/endo.139.11.6295


The Journal of Clinical Investigation   C L I N I C A L  M E D I C I N E

1 0 J Clin Invest. 2023;133(22):e173495  https://doi.org/10.1172/JCI173495

cyclic adenosine 3’,5’-monophosphate levels and 
beta-cell glucose competence. Endocrinology. 
1998;139(11):4448–4454.

 33. Sathananthan M, et al. Direct effects of 
exendin-(9,39) and GLP-1-(9,36)amide on 
insulin action, β-cell function, and glucose 
metabolism in nondiabetic subjects. Diabetes. 
2013;62(8):2752–2756.

 34. Shah M, et al. Contribution of endogenous 
glucagon-like peptide 1 to glucose metabo-
lism after Roux-en-Y gastric bypass. Diabetes. 
2014;63(2):483–493.

 35. Whalley NM, et al. Processing of proglucagon 
to GLP-1 in pancreatic α-cells: is this a paracrine 
mechanism enabling GLP-1 to act on β-cells?  
J Endocrinol. 2011;211(1):99–106.

 36. Ellingsgaard H, et al. Interleukin-6 enhances 
insulin secretion by increasing glucagon-like 
peptide-1 secretion from L cells and alpha cells. 

Nat Med. 2011;17(11):1481–1489.
 37. Ellingsgaard H, et al. GLP-1 secretion is regulated 

by IL-6 signalling: a randomised, placebo-con-
trolled study. Diabetologia. 2020;63(2):362–373.

 38. Sathananthan A, et al. A concerted decline in insu-
lin secretion and action occurs across the spectrum 
of fasting and postchallenge glucose concentra-
tions. Clin Endocrinol (Oxf). 2012;76(2):212–219.

 39. Vella A, Rizza RA. Application of isotopic tech-
niques using constant specific activity or enrich-
ment to the study of carbohydrate metabolism. 
Diabetes. 2009;58(10):2168–2174.

 40. Service FJ, et al. The classification of diabetes 
by clinical and C-peptide criteria. A prospec-
tive population-based study. Diabetes Care. 
1997;20(2):198–201.

 41. Robertson RP, et al. Arginine is preferred 
to glucagon for stimulation testing of β-cell 
function. Am J Physiol Endocrinol Metab. 

2014;307(8):E720–E727.
 42. Shah P, et al. Effects of free fatty acids and glycer-

ol on splanchnic glucose metabolism and insulin 
extraction in nondiabetic humans. Diabetes. 
2002;51(2):301–310.

 43. Van Cauter E, et al. Estimation of insulin secretion 
rates from C-peptide levels. Comparison of indi-
vidual and standard kinetic parameters for C-pep-
tide clearance. Diabetes. 1992;41(3):368–377.

 44. Steele R, et al. Glucose uptake and production 
during the oral glucose tolerance test. Diabetes. 
1968;17(7):415–421.

 45. Steele R, et al. Measurement of size and turnover 
rate of body glucose pool by the isotope dilution 
method. Am J Physiol. 1956;187(1):15–24.

 46. Cole TJ. Sympercents: symmetric percentage 
differences on the 100 log(e) scale simplify the 
presentation of log transformed data. Stat Med. 
2000;19(22):3109–3125.

https://doi.org/10.1172/JCI173495
https://doi.org/10.1210/endo.139.11.6295
https://doi.org/10.1210/endo.139.11.6295
https://doi.org/10.1210/endo.139.11.6295
https://doi.org/10.2337/db13-0140
https://doi.org/10.2337/db13-0140
https://doi.org/10.2337/db13-0140
https://doi.org/10.2337/db13-0140
https://doi.org/10.2337/db13-0140
https://doi.org/10.2337/db13-0954
https://doi.org/10.2337/db13-0954
https://doi.org/10.2337/db13-0954
https://doi.org/10.2337/db13-0954
https://doi.org/10.1530/JOE-11-0094
https://doi.org/10.1530/JOE-11-0094
https://doi.org/10.1530/JOE-11-0094
https://doi.org/10.1530/JOE-11-0094
https://doi.org/10.1038/nm.2513
https://doi.org/10.1038/nm.2513
https://doi.org/10.1038/nm.2513
https://doi.org/10.1038/nm.2513
https://doi.org/10.1007/s00125-019-05045-y
https://doi.org/10.1007/s00125-019-05045-y
https://doi.org/10.1007/s00125-019-05045-y
https://doi.org/10.1111/j.1365-2265.2011.04159.x
https://doi.org/10.1111/j.1365-2265.2011.04159.x
https://doi.org/10.1111/j.1365-2265.2011.04159.x
https://doi.org/10.1111/j.1365-2265.2011.04159.x
https://doi.org/10.2337/db09-0318
https://doi.org/10.2337/db09-0318
https://doi.org/10.2337/db09-0318
https://doi.org/10.2337/db09-0318
https://doi.org/10.2337/diacare.20.2.198
https://doi.org/10.2337/diacare.20.2.198
https://doi.org/10.2337/diacare.20.2.198
https://doi.org/10.2337/diacare.20.2.198
https://doi.org/10.1152/ajpendo.00149.2014
https://doi.org/10.1152/ajpendo.00149.2014
https://doi.org/10.1152/ajpendo.00149.2014
https://doi.org/10.1152/ajpendo.00149.2014
https://doi.org/10.2337/diabetes.51.2.301
https://doi.org/10.2337/diabetes.51.2.301
https://doi.org/10.2337/diabetes.51.2.301
https://doi.org/10.2337/diabetes.51.2.301
https://doi.org/10.2337/diab.41.3.368
https://doi.org/10.2337/diab.41.3.368
https://doi.org/10.2337/diab.41.3.368
https://doi.org/10.2337/diab.41.3.368
https://doi.org/10.2337/diab.17.7.415
https://doi.org/10.2337/diab.17.7.415
https://doi.org/10.2337/diab.17.7.415
https://doi.org/10.1152/ajplegacy.1956.187.1.15
https://doi.org/10.1152/ajplegacy.1956.187.1.15
https://doi.org/10.1152/ajplegacy.1956.187.1.15
https://doi.org/10.1002/1097-0258(20001130)19:22<3109::AID-SIM558>3.0.CO;2-F
https://doi.org/10.1002/1097-0258(20001130)19:22<3109::AID-SIM558>3.0.CO;2-F
https://doi.org/10.1002/1097-0258(20001130)19:22<3109::AID-SIM558>3.0.CO;2-F
https://doi.org/10.1002/1097-0258(20001130)19:22<3109::AID-SIM558>3.0.CO;2-F

