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Insulin receptors (IRs) on endothelial cells may have a role in the
regulation of transport of circulating insulin to its target tissues;
however, how this impacts on insulin action in vivo is unclear. Using
mice with endothelial-specific inactivation of the IR gene (EndoIRKO),
we find that in response to systemic insulin stimulation, loss of
endothelial IRs caused delayed onset of insulin signaling in skeletal
muscle, brown fat, hypothalamus, hippocampus, and prefrontal
cortex but not in liver or olfactory bulb. At the level of the brain,
the delay of insulin signaling was associated with decreased levels
of hypothalamic proopiomelanocortin, leading to increased food
intake and obesity accompanied with hyperinsulinemia and hyper-
leptinemia. The loss of endothelial IRs also resulted in a delay in
the acute hypoglycemic effect of systemic insulin administration
and impaired glucose tolerance. In high-fat diet-treated mice, knock-
out of the endothelial IRs accelerated development of systemic insulin
resistance but not food intake and obesity. Thus, IRs on endothelial
cells have an important role in transendothelial insulin delivery in
vivo which differentially regulates the kinetics of insulin signaling
and insulin action in peripheral target tissues and different brain
regions. Loss of this function predisposes animals to systemic insulin
resistance, overeating, and obesity.
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nsulin resistance is central to the pathophysiology of obesity,

type 2 diabetes, and metabolic syndrome (1, 2). Insulin re-
sistance can also preferentially affect one or more organs or
pathways, including the brain, and has even been identified as a
component in the pathogenesis of neurodegenerative disorders,
like Alzheimer’s disease (3-5). In all tissues, circulating insulin
must cross the endothelium to access target cells. Thus, endo-
thelial barrier function can also influence insulin response. In
liver, the endothelial barrier is discontinuous or fenestrated,
allowing insulin easy access to hepatocytes (6-8). By contrast,
muscle and adipose tissue have a continuous endothelium, which
may limit access of insulin (6, 7). In general, the brain has even
more limited access of circulating hormones due to the blood—
brain barrier (BBB) that is formed by the combined effects of
endothelial cells, pericytes, and glial cells, as well as specialized
proteins, which form tight junctions between endothelial cells
(9). In these tissues with continuous endothelium, paracellular
diffusion of insulin is largely limited, leading to the hypothesis of
receptor-mediated transcytosis of insulin (10). Indeed, in vitro
studies have clearly demonstrated that insulin receptors (IRs) on
endothelial cells function for transendothelial insulin transport
(10-12). Several in vivo kinetics studies also support a receptor-
mediated transendothelial insulin delivery in muscle and brain
(13-17). However, an understanding of the full role of IR on
endothelial cells on insulin action in vivo is lacking (18, 19).

To address this question, we have created mice with an endo-
thelial cell-specific IR knockout (EndoIRKO). Using these, we
demonstrate that IRs on endothelial cells control the kinetics of
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insulin signaling in target tissues and that the extent of control is
differential among tissues, especially those with tight endothelial
barriers, such as skeletal muscle, brown fat, and certain regions of
the brain, with delayed delivery of insulin. By contrast, in tissues
with a lesser endothelial barrier, such as liver and olfactory bulb,
loss of IR on endothelial cells does not impede insulin delivery. In
addition, we demonstrate that loss of IRs on the endothelial cells
has important systemic effects, including to delay the hypoglycemic
effect of insulin, impair glucose tolerance, and alter brain satiety
signaling resulting in increased food intake and mild obesity. Thus,
IRs on endothelium play an important role in fine tuning insulin
action in different tissues, and loss of functional IRs on endothelium
can predispose animals to developing both central and systemic
insulin resistance, as well as components of the metabolic syndrome.

Results

VE-Cadherin-Cre Mediates Efficient Gene Recombination and Blocks
Insulin Action in Endothelial Cells. We created mice in which IR was
specifically deleted from endothelial cells (EndoIRKO) using Cre-
LoxP system. This was driven by the VE-cadherin-Cre transgene
because of the high expression of VE-cadherin (Cdh5) in peripheral
macrovascular, microvascular, and brain vasculature tissue (Fig.
S1A4) compared with TEK (Tie-2), which can also be used for gene
inactivation in endothelial cells. Indeed, VE-cadherin-Cre was very
effective in mediating endothelial recombination as demonstrated
by undetectable IR protein in endothelial cells isolated from lung
(Fig. 14). IR mRNA and protein were also decreased by 80% and
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Fig. 1. VE-cadherin-Cre mediates efficient gene recombination and blocks insulin action in endothelial cells. Protein expression of IR was assessed by Western
blotting in isolated lung endothelial cells (A), peripheral tissues and brain subregions (B), bone marrow (BM), peripheral blood mononuclear cells (PBMC), and
peritoneal macrophages (Mo) from adult control and EndoIRKO mice and (n = 5-7) (C). (D) Representative images of immunohistochemical staining of GFP,
lectin, and DAPI with brain sections of adult ROSA26-EGFP:VE-cadherin-Cre*'~ mice. (E) Akt and ERK phosphorylation assessed by Western blotting in aorta of
2-mo-old mice after 4-h fasting (n = 7). (F) Tissue blood flow in liver, muscle, mesenteric fat, and whole brain as assessed by a fluorescent microsphere method
in 4-h fasted mice (n = 8). Data are presented as mean + SEM; *P < 0.05, ***P < 0.001 by unpaired t test.

53%, respectively, in whole aorta (Fig. 1B and Fig. S1B). IR protein
was decreased by 40% in lung, which also has abundant microvas-
culature, and ~10% in skeletal muscle (soleus), brown adipose
tissue (BAT), perigonadal white adipose tissue, liver, testis, and
different brain regions (Fig. 1B), reflecting the lower content of
vasculature in these tissues. IR protein was not significantly changed
in bone marrow, peripheral blood mononuclear cells, and perito-
neal macrophages in EndoIRKO mice (Fig. 1C), sites sometimes
involved with off-target recombination with Tie2-Cre.

Loss of IR was specific with no change in IGF1R protein, as
assessed in aorta (Fig. S1C). Specific recombination was further
demonstrated by ROSA26-GFP reporter mice driven by VE-
cadherin-Cre transgene which demonstrated GFP decorating
the vascular endothelium in the skeletal muscle and the brain
(Fig. 1D and Fig. S1D). Insulin binding to vascular endothelium
in frontal cortex was assessed using i.v. infusion of FITC-insulin
(14 mUkg™"-min"", 10 min) followed by i.v. injection of lectin to
label endothelium; this found an 85% reduction in insulin
binding in EndoIRKO mice (Fig. S1 E and F).

To evaluate effects of IR deletion in endothelial cells, we
evaluated insulin signaling in aorta by Western blotting. In 2-mo-
old EndoIRKO mice after a 4-h fast, basal Akt and ERK phos-
phorylation were significantly decreased (Fig. 1E), despite similar
plasma insulin levels compared with control mice (0.56 + 0.05 vs.
0.42 + 0.05 ng/mL in control and EndoIRKO mice). Tissue blood
flow was also analyzed under these conditions using fluorescent
microspheres, and no difference was found between control and
EndoIRKO mice in all tissues tested (Fig. 1F). There was also no
change in protein levels of eNOS and ET-1 in extracts of aorta of
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EndoIRKO mice (Fig. S1G). Taken together, these results in-
dicate that EndoIRKO mice had lost IR expression in endothelial
cells in all peripheral tissues and in the brain. This was associated
with decreased insulin signaling in vasculature, but did not affect
tissue blood flow in major target tissues of insulin.

Loss of Endothelial IR Causes Delay of Insulin Signaling in Skeletal
Muscle and BAT but Not Liver. To assess effects of IR deletion in
endothelial cells on insulin signaling in peripheral tissues, 2-mo-
old EndoIRKO and control littermates were injected with insulin
(5 U per mouse) iv., and IR and Akt phosphorylation was
evaluated by Western blotting. At 10 min after injection, IR and
Akt phosphorylation was robustly increased in muscle and BAT
of control mice (Fig. 24). By contrast, in EndoIRKO mice,
insulin-stimulated IR phosphorylation was decreased by 63% in
muscle and 57% in BAT, and was paralleled by significant de-
creases in Akt phosphorylation (Fig. 2B). By contrast, IR and
Akt phosphorylation in liver was comparable between control
and EndoIRKO mice (Fig. 2 4 and B), indicating normal insulin
signaling in liver of EndoIRKO mice.

The reduced insulin signaling in muscle and BAT was due to a
delay in insulin signaling, not a decrease in maximal response.
Thus, IR and Akt phosphorylation in muscle and BAT in
EndoIRKO mice increased to comparable levels to those in control
mice by 20 min (Fig. 2C and Fig. S24). Consistent with this, when
skeletal muscle was isolated and stimulated to insulin ex vivo, IR,
IRS1, and Akt phosphorylation were comparable between muscles
of control and EndoIRKO mice (Fig. S2 B and C). Thus, myocytes
in EndoIRKO mice have normal insulin responsiveness to direct
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Fig. 2. Loss of endothelial IR causes kinetic delay of the insulin signaling in skeletal muscle and BAT but not liver. (A) Western blot analysis of insulin signaling
in soleus muscle, interscapular BAT, and liver of 2-mo-old overnight fasted control and EndolRKO mice 10 min after i.v. insulin stimulation (5 IU per mouse) or
control saline (n = 3-5). (B) Relative phosphorylation of IR and Akt calculated as the ratio of phosphoprotein/total protein and normalized by values in control
mice. (C) Time-course of relative phosphorylation of IR and Akt after subtracting values in saline group during 20 min after i.v. insulin stimulation (5 IU per
mouse) (n = 2-5). Data are presented as mean + SEM; *P < 0.05, **P < 0.01, ***P < 0.001, control vs. EndoIRKO mice by unpaired t test; P < 0.05, ""'P < 0.001,

10 min vs. 20 min in each mouse by ANOVA.

stimulation, but following systemic insulin stimulation in vivo, there
is a significant delay in onset of insulin signaling reflecting impaired
access of circulating insulin to target cells. This phenotype was
confirmed by the finding that FITC-insulin distribution in cross-
sections of muscle during i.v. infusion of FITC-insulin, which was
lower in EndoIRKO than control mice (Fig. S2D). Nitric oxide
(NO) has important hemodynamic actions and is produced by NO
synthase (NOS) in endothelial cells upon insulin stimulation (20,
21). However, pretreatment of mice with the NOS inhibitor
L-NAME (100 mg/kg, i.p.) before i.v. insulin injection had no effect
on stimulation of IR phosphorylation in control or EndoIRKO
mice (Fig. S2 E and F).

Loss of Endothelial IR Causes Delays in Insulin Signaling in Hypothalamus,
Hippocampus, and Prefrontal Cortex but Not Olfactory Bulb. The brain
can acutely respond to changes in systemic insulin concentrations
(3). Following i.v. insulin stimulation (5 U per mouse) in 2-mo-old
control mice, tyrosine phosphorylation of IR was significantly
increased in hypothalamus, hippocampus, prefrontal cortex,
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and olfactory bulb within 10 min (Fig. 3 A and B). By contrast,
in EndoIRKO mice, this response was decreased by 85% and
99% (both P < 0.01) in hypothalamus and hippocampus (Fig.
3B). Interestingly, there was no decrease of insulin-stimulated
IR phosphorylation in olfactory bulb and only a 60% decrease
in prefrontal cortex of EndoIRKO mice (Fig. 3B), suggesting
regionally different roles of endothelial IR in the ability of
insulin to signal in the brain. The reduced IR phosphorylation
in the prefrontal cortex was associated with a parallel 54% re-
duction in the accumulation of PIP3 (3,4,5-phosphotidylinositol
trisphosphate), an intermediate of insulin signaling, at 10 min
after insulin injection in EndoIRKO mice (Fig. S3 4 and B).
Similarly, a time course of insulin-stimulated IR phosphory-
lation revealed that the decreased IR phosphorylation at 10 min
after insulin injection represented a delay rather than loss of
insulin responsiveness in brain regions of EndoIRKO mice. In-
deed, in control mice, IR phosphorylation in hypothalamus,
hippocampus, prefrontal cortex, and olfactory bulb was rapidly
increased from basal levels within 10 min after i.v. insulin injection,
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Fig. 3.

Loss of endothelial IR causes delays in insulin signaling in hypothalamus, hippocampus, and prefrontal cortex, but not olfactory bulb. (A) Western blot

analysis of insulin signaling in hypothalamus, hippocampus, prefrontal cortex, and olfactory bulb of 2-mo-old overnight fasted control and EndoIRKO mice
10 min after i.v. insulin stimulation (INS, 5 IU per mouse) or control saline (SAL) (n = 3-5). (B) Relative phosphorylation of IR estimated by phosphoprotein/total
protein. (C) Time-course of relative phosphorylation of IR after subtracting values in saline group during the 20 min after i.v. insulin stimulation (5 IU per
mouse) (n = 2-5). Data are presented as mean + SEM; *P < 0.05, **P < 0.01, control vs. EndoIRKO mice by unpaired t test; TP < 0.05, saline vs. insulin for each
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and these increases were maintained at 20 min (Fig. 3C and Fig.
S3C). By contrast, in EndoIRKO mice, IR phosphorylation in
hypothalamus, hippocampus, and prefrontal cortex was lower
at 10 min, but increased at 20 min to levels comparable to those
in control mice (Fig. 3C). When control and EndoIRKO mice
were subjected to i.c.v. insulin stimulation (500 pIU/pL, 2 pL),
thus bypassing the blood-brain barrier, insulin-stimulated IR
phosphorylation in hypothalamus and hippocampus was com-
parable between control and KO mice 10 min after the in-
jection (Fig. S3 D and E). Together, these data indicate that
loss of endothelial IRs has no effect on insulin response in
brain under direct insulin stimulation, but endothelial IR cau-
ses a delayed onset of insulin signaling in brains in response to
systemic insulin administration.

Loss of Endothelial IR Impairs Barrier Function in the Brain. To assess
vascular barrier function in the brain in vivo, we injected Texas
Red-conjugated dextran (TR-dextran, 3 kDa) i.v. in 2-mo-old
mice. Tissue blood flow in the brain was not changed in
EndoIRKO mice as assessed above (Fig. 1F). In control mice,
the median eminence (ME), as reported previously (22), and the
outer layers of the olfactory bulb showed higher permeability of
the tracer compared with other hypothalamic areas or other

Konishi et al.

by ANOVA.

brain regions, including the prefrontal cortex and hippocampus,
indicating a less tight vascular barrier in the former (Fig. 44). In
EndoIRKO mice, the olfactory bulb (Fig. 4 4 and B) and ME
(Fig. 4 C and D) had even higher permeability than controls.
Consistent with this, protein expression of the tight junction
protein ZO-1 was decreased by 40% in hypothalamic extracts of
EndoIRKO mice (Fig. 4F), and this was further supported by
decreased ZO-1 immunostaining of hypothalamus in EndoIRKO
mice (Fig. 4F). Also, other interface structures involved in ex-
change of solutes between the systemic circulation and CSF, such
as third ventricle choroid plexus and area postrema, showed
higher permeability in EndoIRKO than control mice (Fig. S4),
suggesting that loss of endothelial IR may impair barrier func-
tion of brain endothelial cells in these brain areas. While it is
possible that Cre expression itself has some cytotoxic effect, this
seems unlikely, since the toxic effect did not occur in all of the
endothelial cells where Cre is expressed.

Loss of Endothelial IR Causes Functional Delay of Systemic Insulin
Action. The loss of endothelial IR resulted in a change in the
kinetics of insulin action in vivo. Following i.p. injection of in-
sulin (0.75 TU/kg) to 2-mo-old control mice, blood glucose levels
were decreased rapidly, with more than a 25% fall within 10 min.
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By contrast, in EndoIRKO mice, the acute decrease in blood
glucose levels was significantly smaller at this early time point
(Fig. 54), but then disappeared by 30 min after insulin injection
such that minimum glucose levels were similar in both mice (Fig.
5 A and B and Fig. S54). The latency of insulin-induced hypo-
glycemic effect, calculated as the time to induce half-maximal
reduction of blood glucose, was 17 + 2 in EndoIRKO versus
10 + 1 min in controls (P = 0.003) (Fig. 5C). Assessment of ['*C]
2-deoxyglucose accumulation in tissues also revealed a signifi-
cant decrease in glucose uptake in muscle of EndoIRKO com-
pared with controls, reflecting impaired insulin action in this
tissue (Fig. S5B). In contrast, glucose uptake in liver, which is not
insulin regulated, was slightly higher in EndoIRKO than control
mice, probably reflecting higher glucose availability for liver
secondary to lower glucose uptake in muscle (Fig. S5B).

Loss of Endothelial IR Causes Systemic Insulin Resistance and Mild
Obesity. Body weight of EndoIRKO mice was higher than con-
trols starting as early as 2 mo of age and was 10% higher by 4-5 mo
of age (Fig. 64). This was primarily due to an 38% increase in
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EndoIRKO

Fig. 4. Loss of endothelial IR causes impaired barrier function in the brain. (A) Representative images of brain sections of hypothalamus (HTM), hippocampus
(HPQ), frontal cortex (FC), and olfactory bulb (OB) at 10 min after i.v. injection of Texas Red (TR)-conjugated dextran (3 kDa, TR-dextran) to 2-mo-old mice.
(B) Relative intensity of TR-dextran in each brain regions from A (n = 3). (C) Representative images of brain sections of median eminence after TR-dextran
injection. (D) Relative intensity of TR-dextran in medium eminence from C (n = 3). (E) Western blot analysis of ZO-1 expression in hypothalamus in 2-mo-old
mice (n = 6). (F) Representative images of hypothalamic sections with immunohistochemical stain of ZO-1 protein in 2-mo-old mice. *P < 0.05, **P < 0.01,
control vs. EndoIRKO mice by unpaired t test.
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visceral fat (perigonadal and mesenteric) in EndoIRKO mice (P =
0.002, Fig. 6B and Fig. S64). The increased fat mass was likely the
result of increased food intake, which was 15% higher in EndoIRKO
mice as early as 2 mo of age (Fig. 6C). Food intake following an
overnight fasting was also higher in EndoIRKO mice (Fig. S6B).
At 2 mo of age, fed plasma insulin and leptin levels were com-
parable between control and EndoIRKO mice (Fig. 6 D and E).

Basal Akt phosphorylation at this age, however, was signifi-
cantly lower in EndoIRKO mice in hypothalamus, hippocampus,
and prefrontal cortex, but not olfactory bulb (Fig. S6C). Hypo-
thalamic POMC mRNA expression was decreased by 77% in
EndoIRKO mice (P = 0.011, Fig. S6D), whereas levels of other
neuropeptides, insulin and leptin receptors, and inflammatory
markers were unchanged (Fig. S6D). In hypothalamus, there was
no difference in vascular volume or content of neurons and glial
cells between control and EndoIRKO mice as assessed by lectin
staining and Western blotting of appropriate marker proteins,
respectively (Fig. S6 E-G). Interestingly, by 3-4 mo of age, fed
plasma insulin and leptin levels were 60% and 104% higher in
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Fig. 5.

Control EndolRKO Control EndolRKO

Loss of endothelial IR causes functional delay of systemic insulin action. (A) Blood glucose levels after i.p. injection of insulin (0.75 1U/kg) to 2-mo-old

control (n = 11) and EndoIRKO mice (n = 18) fasted for 4 h before the experiment. (B) Minimum blood glucose levels after the insulin injection. (C) Latency for
hypoglycemic effect of insulin calculated as a time to induce half maximum reduction after the insulin injection. Data are presented as mean + SEM; *P < 0.05,
**P < 0.01, control vs. EndoIRKO mice in ANOVA (A) or unpaired t test (B and C). N.S., not significant.

EndoIRKO than control mice (Fig. 6 D and E), indicating a
level of insulin and leptin resistance. This was accompanied by
higher blood glucose levels in EndoIRKO mice (Fig. 6F), de-
spite unchanged plasma triglyceride and free fatty acid levels
(Fig. S7 A and B).

In addition to the delay in insulin action (Fig. 54), EndoIRKO
mice displayed mild glucose intolerance compared with control
mice on both oral (Fig. 6 G and H) and i.p. glucose tolerance test
(GTT) (Fig. S7 C and D). This occurred with comparable plasma
insulin levels (Fig. 67) and comparable glucose-stimulated insulin
secretion, as estimated by changes in blood glucose and plasma
insulin at 10 min after glucose-loading compared with baseline
values [Alnsulin (10 min-baseline)/ ABG (10 min-baseline)]
during the oral GTT (Fig. S7E). In addition, islet histology in
pancreatic sections of EndoIRKO mice was normal (Fig. S7F).
Assessment of insulin clearance following i.v. insulin injection
(1 IU/kg) revealed biphasic decay curves of plasma insulin con-
centration in both 2-mo-old control and EndoIRKO mice after
overnight fast. There was no difference during the first phase of
insulin clearance, but insulin levels during the second phase
trended to be higher in EndoIRKO than in controls (P < 0.065,
Fig. 6J), resulting in a significantly longer ¢;, of insulin in the
plasma in EndoIRKO (Fig. 6K). This was accompanied with
unchanged endogenous insulin secretion as assessed by plasma
C-peptide levels in EndoIRKO mice (Fig. 6L). Thus, the altered
kinetics of insulin signaling in EndoIRKO mice predisposes
these mice to the development of central insulin and leptin re-
sistance, leading to mild obesity and systemic insulin resistance,
which results in the mild impairment of glucose homeostasis.

Loss of Endothelial IR Accelerates High-Fat Diet-Induced Insulin
Insensitivity. High-fat diet (HFD) induces systemic insulin re-
sistance and glucose intolerance both in rodents and humans. To
determine how endothelial IR regulates this process, EndoIRKO
and control mice were challenged with HFD (60% calories from
fat) for 4 mo starting at 6-8 wk of age. Compared with chow diet-
fed mice, HFD treatment did not change body weight, fat pad
weight, and food intake in EndoIRKO mice compared with
controls (Fig. 7.A-C). Fed plasma leptin levels was increased by
three- to fivefold in control mice (Fig. 7D) compared with those
on chow diet (Fig. 6F), and no further impairment was observed
in HFD-fed EndoIRKO mice compared with controls. Fed
plasma insulin (Fig. 7E) and blood glucose (Fig. 7F) were sig-
nificantly higher in EndoIRKO mice, indicating a greater level of
systemic insulin resistance. During oral GTT performed after a
3-mo HFD, EndoIRKO mice displayed impaired glucose tolerance
with a significant higher plasma insulin response to glucose loading
(Fig. 7 G-I). On an insulin tolerance test (ITT) (1.25 IU/kg, i.p.)
performed after a 3-mo HFD, EndoIRKO mice showed a greater
level of insulin insensitivity than controls (Fig. 7J and K). Thus,
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loss of endothelial IRs accelerates systemic insulin resistance
and impaired glucose homeostasis induced by HFD.

Discussion

Hormones, such as insulin, by their nature as circulating medi-
ators of physiological regulation, are separated from their target
tissues by a vascular barrier. It has been hypothesized that cir-
culating insulin accesses target tissues by a receptor-mediated
transendothelial transport (10), and this has been supported by
in vitro studies which show receptor-mediated transcytosis (10—
12) and indirectly by assessing insulin appearance in interstitial
fluids and lymph in vivo (14-17, 23, 24). However, how this
process regulates insulin signaling in different tissues in vivo is
unclear (18, 19). In the present study, by using mice with an
endothelial cell-specific knockout of IRs (EndoIRKO), we have
addressed the question of how IRs on endothelial cells might
affect insulin signaling in peripheral tissues and CNS using IR
tyrosine kinase activation as a measure of transit of insulin across
a vascular barrier and binding to its receptors. We find that loss
of endothelial IR delays onset of IR activation in multiple tissues
upon insulin stimulation, including skeletal muscle, brown adi-
pose tissue, and some brain regions (hypothalamus, hippocam-
pus, prefrontal cortex), whereas it has no effect on signaling in
the liver or olfactory bulb. This delayed activation of insulin
signaling reflects the loss of IR-mediated insulin delivery across
a vascular barrier in specific tissues. This leads to a slowing of
insulin-induced glucose lowering and a dysregulation of food
intake, indicating both systemic and central insulin resistance.
This results in glucose intolerance and mild obesity with leptin
resistance.

The phenotype of the EndoIRKO mice is somewhat different
from that observed in our previous model of endothelial cell-
specific IR gene inactivation (VENIRKO) generated using the
Tie2-Cre transgene (Tg). Although the kinetics of insulin action
were not studied in the VENIRKO mice, these animals did not
develop glucose intolerance and retained insulin sensitivity on an
ITT (25, 26). This likely relates to differences in effectiveness of
gene recombination with the VE-cadherin-Cre Tg mice being
more strongly expressed in endothelial cells in virtually all tissues
from fetal to adult age (present study and ref. 27), and the higher
specificity of the VE-cadherin transgene with no deletion of IR
in hematopoietic cells, such as those that occur with the Tie2-
Cre (28). The latter is important because myeloid cell-specific
deletion of IR, such as in macrophages and monocytes, is pro-
tective against obesity-induced inflammation and systemic insulin
resistance (29). Another possible contributor to these phenotypic
differences may be differences in genetic background (25, 26) with
EndoIRKO mice on the more diabetes-prone B6 background and
VENIRKO mice on a mixture of 129Sv, B6, SJIL, FVB, and DBA,
with 129Sv mice being obesity- and diabetes-resistant (30).
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Loss of endothelial IR causes systemic insulin resistance and mild obesity. (A) Body weight changes of control (n = 10-13) and EndolRKO mice (n = 15—

33). (B) Tissue weight of 3-mo-old mice (control, n = 11; EndolRKO, n = 13). PG, Mes, and ING is perigonadal, mesenteric, inguinal fat, respectively.
(C) Cumulative food intake for 24 h in 2-mo and 3- to 4-mo-old mice (n = 12). Plasma insulin (D) and leptin (E) in 2-mo and 3- to 4-mo-old mice with nonfasting
(n =7). (F) Blood glucose levels with nonfasting condition (control, n = 10-13; EndolRKO, n = 15-33). Blood glucose (G), area under the curve (AUC) of blood
glucose (H), and plasma insulin (/) during oral glucose tolerance test (2 g/kg) performed at 2- to 3-mo-old mice after 4-h fasting before the experiment
(control, n = 11; EndolRKO, n = 12). Plasma insulin (J), half-life of insulin (T4,) in the plasma (K), and plasma C-peptide (L) after i.v. injection of insulin (1 IU/kg,
n = 3). Data are presented as mean + SEM; *P < 0.05, **P < 0.01, control vs. EndolRKO mice by ANOVA (A, F, G, and J) or unpaired t test (B-E, H, and K).

In addition to serving to deliver insulin to its target tissues, in
some tissues, especially skeletal muscle, insulin can facilitate
tissue perfusion via its effect to stimulate NOS, which in turn
enhance endothelium-dependent NO production (20, 21). Treat-
ment with NOS inhibitors, such L-NAME, can block this hemody-
namic action of insulin (31-33). In the present study, pretreatment
with L-NAME did not affect insulin signaling in skeletal muscle at
10 min after insulin stimulation in either control or EndoIRKO
mice. Thus, tissue perfusion in response to insulin injection may
have only a minor role under our experimental conditions, which
involves pharmacological doses of insulin. Indeed, in humans
during hyperinsulinemic-euglycemic clamp studies, glucose up-
take in leg muscle is increased even after blood flow response is
maximized (34, 35), indicating two potential rate-limiting steps
involved in action of circulating insulin on muscle. Under low
insulin conditions, we found no significant change in perfusion of
skeletal muscle or other tissues in EndoIRKO mice as assessed
by the florescent microsphere method (36) but did find a trend of

E8484 | www.pnas.org/cgi/doi/10.1073/pnas.1710625114

decreased distribution of FITC-insulin in muscle. Together these
findings suggest that insulin transport into muscle is decreased
by deletion of endothelial IR, and this occurs in addition to any
alterations in blood flow.

In either case, in EndoIRKO mice, the differential kinetics of
insulin signaling in different tissues indicates that the endothelial
IR participates in getting insulin to target tissues in a tissue-
specific manner, and the differences among tissues are due, in
large part, to differences in the role of the IR in allowing transport
across the endothelial barrier. The liver, for example, has discon-
tinuous or fenestrated endothelium (6-8), which allows circulating
molecules of even large size to diffuse into and out of the tissue.
Indeed, insulin signaling in the liver is not affected by the loss of
endothelial IR. By contrast, endothelial barriers in capillaries with
transmembrane tight junctions prevent access of circulating mole-
cules to tissues. This has been evidenced by previous studies in
muscle (6, 7, 23), and the current study in adipose tissue (at least
brown fat), as well as many regions of the brain, which are further
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Loss of endothelial IR accelerates high-fat diet-induced insulin insensitivity. (A) Body weight changes during 4 mo of HFD treatment starting at 6-8 wk

of age (control, n = 9; EndoIRKO, n = 8-). (B) Tissue weight after 4 mo of HFD treatment. PG, Mes, and ING is perigonadal, mesenteric, and inguinal fat,
respectively. (C) Cumulative food intake for 24 h at different stage of HFD treatment. Plasma leptin (D) and insulin (E) in nonfasting condition after 3 mo of
HFD treatment. (F) Blood glucose levels with nonfasting condition. Blood glucose (G), plasma insulin levels (H), and increment area under the curve (AUCQ) (/)
of blood glucose levels during oral glucose tolerance test (2 g/kg) performed in mice fasted for 4 h after 3 mo of HFD. Blood glucose (J) and decrement AUC
(K) of blood glucose levels during insulin tolerance test (1.25 IU/kg, i.p.) in mice fasted for 4 h after 3-mo HFD treatment. Data are presented as mean + SEM;
*P < 0.05, **P < 0.01, control vs. EndolRKO mice by ANOVA (F-H and J) or unpaired t test (E, J, and K).

isolated by the blood-brain barrier (9). In skeletal muscle, BAT,
and brain, this endothelial barrier limits access of circulating
molecules to these tissues, and therefore receptor-mediated
transendothelial transport plays the largest roles (13-17). In-
deed, our data show that loss of endothelial IR delays activa-
tion of the insulin signaling in skeletal muscle, brown adipose
tissue, and some regions of the brain by about 10 min. This is
longer than the half-life of insulin in the circulation in the
mouse, which is 4-7 min (present study and ref. 37 and, hence,
represents a very significant delay. Thus, in these tissues which
have endothelial barriers, IRs on the endothelial cells have an
important role in transendothelial insulin delivery. These
findings are consistent with previous in vitro studies showing
that in endothelial cells, transendothelial insulin transport of
insulin is a saturable process and can be blocked by antibodies
against IR, which prevent insulin binding to IRs (10, 11).

At the signaling level, the loss of IR in endothelial cells
produces a kinetic delay, but has no significant effect on max-
imum insulin signaling after systemic insulin administration.
This finding raises the question of what besides the IR mediates
transendothelial transport of insulin? The IGF1 receptor (IGF1R)
may be an alternative receptor for receptor-mediated trans-
endothelial transport of insulin. Insulin can bind to IGFIR on
endothelial cells at high concentration besides IR (38). Indeed,
IGFIR neutralizing antibodies have been shown to suppress
transendothelial insulin transport in vitro (11). Likewise, in brain
perfusion studies, excess IGF1 has been shown to competitively
suppress insulin transport into the brain (17). Thus, IGFIR on the
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endothelial cells may be also involved in transendothelial insulin
transport, especially at high insulin concentrations. In addition,
some insulin may cross the endothelium through nonreceptor-
mediated mechanisms as suggested in previous reports, albeit
at a slower rate than the facilitated transport by the IR (39, 40).
In either case, taken together with previous studies, our data
indicate that IRs on the endothelial cells are an important mode
for transendothelial insulin delivery in vivo and determine the ki-
netics and, to some extent, the tissue specificity of insulin action.

While our study has focused on the role of the IR itself in
the transcytosis process, insulin signaling in endothelial cells
may also play a role (12, 24, 41). In cultured endothelial cells,
chemical inhibition of the IR kinase or its downstream in-
termediate phosphatidylinositol 3-kinase has been shown to re-
duce transendothelial transport of insulin (12). In mice with
knockout of IRS2 in endothelial cells or mice with impaired
endothelial IR signaling due to high-fat feeding, there is also a
decrease of transendothelial insulin delivery into the muscle in-
terstitial fluid, further suggesting an important role of IR sig-
naling in this process (24). In vitro studies have suggested that
the ability of insulin to stimulate cortical actin remodeling may be
involved in trafficking of IR in the endothelial cells (41). In the
EndoIRKO mice, it is not possible to dissect the effects of lack of
endothelial IR from lack of endothelial IR function. However, it is
clear that loss of functional IR on endothelial cells can have im-
portant and differential effects on signaling in target tissues.

In addition to peripheral tissues, loss of endothelial IR differ-
entially affects the kinetics of the insulin signaling among the brain
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regions. Of note, loss of endothelial IR does not affect insulin sig-
naling in the olfactory bulb, either in the basal or insulin-stimulated
states, and has only a partial effect on the prefrontal cortex. In
earlier studies, it has been demonstrated that the olfactory bulb has
the highest expression of IR in brain, highest insulin content, and
highest insulin uptake rate from the periphery (42-45). How this
extrapolates to humans is unknown, but with current investigations
on the use of nasally administered insulin for treatment of Alz-
heimer’s disease (46), this should be kept in mind.

The ventral surface of hypothalamus is known to contain
fenestrated endothelium (22), and thus it was surprising to find
that in vivo insulin stimulation of the insulin signaling was
delayed in the hypothalamus of EndoIRKO mice, although
vascular permeability of the median eminence is even higher in
EndoIRKO mice than in controls. This is probably due to the
fact that the endothelial fenestration is limited to specific areas
in the hypothalamus (22). However, our finding that loss of en-
dothelial IR suppresses onset of insulin signaling in the hypo-
thalamus indicates that the endothelial IR is important for timely
access of circulating insulin to other areas of hypothalamus, in-
cluding areas such as the ventromedial (VMH), lateral hypo-
thalamic (LH), and paraventricular (PVN) nuclei involved in
appetite control. This is supported by our finding that loss of
endothelial IR causes increased food intake and body weight.
The increased food intake is due, at least in part, to the decrease
in hypothalamic POMC expression as part of brain insulin re-
sistance. We and others have previously shown that knockout of
IRs in whole brain (47) or specifically the hypothalamus (48)
results in increased food intake, leading to mild obesity. In ad-
dition, insulin signaling in the hypothalamus has been shown to
potentiate leptin signaling in the hypothalamus to activate the
JAK/STAT pathway (49). Moreover, mice lacking the protein-
tyrosine phosphatase PTP1B, which is a negative regulator of
insulin signaling, are resistant to diet-induced obesity due to
increased leptin sensitivity (50, 51). In the present study, loss of
endothelial IR induces hyperleptinemia along with hyper-
insulinemia at later age. This may be a secondary response to the
increase in adipose mass in the EndoIRKO mice, but may also
indicate that insulin transport into the hypothalamus via IRs on
the endothelial cells is important for the effects of both insulin
and leptin signaling for food intake and body weight regulations.
HFD, which induces its own form of leptin resistance, masks this
effect of the endothelial IR knockout.

In summary, using an in vivo mouse model in which IRs on the
endothelial cells have been selectively deleted, we have shown an
important role for these receptors in insulin delivery across the en-
dothelium to multiple tissues in vivo. This defect alters the kinetics of
insulin signaling and action differently in classical and nonclassical
insulin target tissues, with significant delays in action in skeletal
muscle, brown fat, and some regions of brain, but does not delay
insulin action in liver or olfactory bulb. These kinetic alterations of
insulin action predispose the mice to developing overeating, obesity,
and systemic insulin resistance. Thus, improving IR function in the
endothelial cells may provide a mechanism for prevention of obesity
and both systemic and central insulin resistance.

Materials and Methods

Mice. All protocols for animal use and euthanasia were approved by In-
stitutional Animal Care and Use Committees of Joslin Diabetes Center and
Brandeis University. Methods of generation and genotyping of tissue-specific IR
KO mice have been previously described (52, 53). IRfo°% mice and VE-cadherin-
Cre transgenic mice [B6.FVB-Tg(Cdh5-cre)7Mlia/); Jackson Laboratories] were
used to generate an endothelial-specific IR knockout mice, VE-cadherin-Cre:
IRfo/flox (EndoIRKO). VE-cadherin-Cre transgenic mice were backcrossed to
C57BL/6 mice for 12 generations before arriving at Jackson Laboratories and
were bred to C57BL/6J inbred mice at Jackson Laboratories for at least one
generation to establish colony. The colony was maintained by breeding these
mice together. The IR1°* mice used in this study had been backcrossed more
than 10 generations with C57BL/6 mice before initiation of these experiments.
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In all experiments, male EndoIRKO mice and |Rfloflox |ittermates as control mice
were used. Animals were housed on a 12-h light/dark cycle (light on at 6:00 AM)
with free access to a standard chow (5020 Mouse Diet 9F;; LabDiet) or 60% HFD
(D12492; Research Diet) and tap water ad libitum.

Isolation of Lung Endothelial Cells and Hematopoietic Cells. Lung endothelial
cells were isolated from control and EndolRKO mice as previously described
(28). In brief, lungs were digested with collagenase and dissociated cells
were cultured. Then, endothelial cells were selected by Dynabeads conju-
gated with ICAM-2 antibody (BD Pharmingen). Cells were used at passage 3 or
4. Bone marrow was isolated from the tibia and femur, peripheral blood
mononuclear cells were isolated from peripheral blood by Histopaque 1077
(Sigma Aldrich), and peritoneal macrophages were isolated by a thioglycolate.

Western Blotting Analysis. Cells or tissues were homogenized in RIPA lysis
buffer (Millipore) with protease inhibitor mixture (Sigma) and phosphatase
inhibitor mixture (Sigma). Lysates with a fixed protein concentration were
subjected to SDS/PAGE, then gels were transferred to PVDF membranes. After
blocking, membranes were incubated with primary antibodies at 4 °C
overnight (listed in Table S1) and with appropriate secondary antibodies for
2 h. Membranes were developed using a chemiluminescent HRP substrate
(Millipore). Blots were scanned and analyzed by ImageJ software (NIH).

Generation of Reporter Mice and Immunohistochemistry. To evaluate gene
recombination in endothelial cells in vivo, IR"¥f°X: VE-Cdh-Cre*'~ mice were
bred with B6;129-Gt(ROSA)2650r'™2"%/) (stock no. 004077; Jackson Labora-
tories). Brain and skeletal muscle sections of Cre-positive and Cre-negative
mice were made. In brief, the mice were transcardially perfused with iced
0.1 M phosphate buffer (PB) followed by iced 4% paraformaldehyde (PFA).
Brain and gastrocnemius with soleus muscle were removed and postfixed
overnight at 4 °C with the same fixate. Brain was cryoprotected with 30%
sucrose in 0.1 M PB for 2 d at 4 °C. The brain and muscle were then embedded
in optimal cutting temperature (OCT) compound, and 20-um frozen sections
were made and subjected to immunohistochemical staining with GFP. Sections
mounted onto the slide glass were incubated with anti-GFP antibody at
4 °C overnight, Alexa Fluor 488-conjugated second antibody for 2 h, and
DyLight594-labeled Tomato Lectin for 20 min. Images were captured by a
digital camera (Leica DFC 425) and analyzed by Image) software to optimize
signal to background ratio (i.e., thresholding/background subtraction).

In Vivo Tissue Blood Flow Measurement. Tissue blood flow was evaluated by a
fluorescent microsphere technique (36). In brief, mice were fasted 4 h,
anesthetized with ketamine/xylazine (80 and 12 mg/kg, i.p.; Sigma-Aldrich),
and placed on a heating pad throughout the experiment. A suspension of
fluorescent microspheres, 15-um polystyrene (50 pL,FluoSpheres, yellow-
green, F8842; Invitrogen) was injected via left ventricle. After 60 s, tissues
were collected and homogenized in ethanolic KOH with 2% Tween 80 (vol/vol).
Blue FluoSpheres (F8844) were used for recovery standard to microsphere loss
during tissue processing. The content of microspheres in tissues was normalized
for both recovery rate and tissue weight.

Systemic Insulin Stimulation in Vivo. Mice were fasted overnight (16 h), and
recombinant human insulin (100 1U/mL, 50 pL; Humalin R) or saline was injected
via the inferior vena cava after anesthesia with Avertin (150 mg/kg, i.p.). During
the experiment, mice were placed on a heating pad to prevent hypothermia. At
10 and 20 min after the injection, soleus muscle, liver, BAT, and brain were
obtained after killing by decapitation. The brain was rapidly dissected into ap-
propriate subregions using a Rodent Brain Matrix (ASI Instruments) on ice.

In Vivo Brain Permeability Assay. Mice were fasted for 4 h, anesthetized with
Avertin (150 mg/kg, i.p.), and placed on a heating pad throughout the ex-
periment. Texas Red-conjugated dextran (2 mg/mL, 3 kDa, D-3328; Thermo
Fisher Scientific) was slowly injected through the left jugular vein (10 mL/kg).
Ten minutes after the injection, mice were euthanized by transcardial
perfusion with iced 0.1 M PB followed by 4% PFA. Brain was removed to
prepare frozen sections as above. Those were mounted onto glass slides
and coverslipped with 90% glycerol-10% PBS (vol/vol). Images were cap-
tured by a digital camera (Leica DFC 425) and analyzed by ImageJ software
as above.

Metabolic Assessments. Body weight was measured by using a Sartorius
BP610 balance. Blood was obtained by tail bleeding. Blood glucose, plasma
insulin, leptin, C-peptide, TG, and FFA were determined by Glucometer
(Bayer), ultrasensitive mouse insulin ELISA (Crystal Chem Inc.), mouse leptin
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ELISA (Crystal Chem Inc.), Mouse C-Peptide ELISA (Crystal Chem Inc.), L-Type
Triglyceride M (WAKO), Free Fatty Acid Quantitation Kit (Sigma-Aldrich),
respectively. Oral glucose tolerance test (2 g/kg) and i.p. ITT (0.75 or
1.25 1U/kg; Humalin R) were performed after 4-h fasting. In ITT, latency of
insulin-induced hypoglycemic effect was calculated as a time to achieve half
maximum reduction of blood glucose levels. Twenty-four hours of food intake
was assessed in mice after acclimatization to individual housing for 3 d.

In Vivo Insulin Clearance Assay. Mice were fasted 4 h, anesthetized with
ketamine/xylazine (80 and 12 mg/kg, i.p.; Sigma-Aldrich), and placed on a
heating pad throughout the experiment. Recombinant human insulin (1 1U/kg,
10 mU/kg) was injected through the jugular vein. Blood was obtained by tail cut,
and plasma insulin and C-peptide concentrations were determined as described
above. Single logarithmic plots for decay curve of insulin concentration in the
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