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Llanos P, Contreras-Ferrat A, Georgiev T, Osorio-Fuentealba C,
Espinosa A, Hidalgo J, Hidalgo C, Jaimovich E. The cholesterol-
lowering agent methyl-�-cyclodextrin promotes glucose uptake via
GLUT4 in adult muscle fibers and reduces insulin resistance in obese
mice. Am J Physiol Endocrinol Metab 308: E294–E305, 2015. First
published December 9, 2014; doi:10.1152/ajpendo.00189.2014.—In-
sulin stimulates glucose uptake in adult skeletal muscle by promoting the
translocation of GLUT4 glucose transporters to the transverse tubule
(T-tubule) membranes, which have particularly high cholesterol levels.
We investigated whether T-tubule cholesterol content affects insulin-
induced glucose transport. Feeding mice a high-fat diet (HFD) for 8 wk
increased by 30% the T-tubule cholesterol content of triad-enriched
vesicular fractions from muscle tissue compared with triads from control
mice. Additionally, isolated muscle fibers (flexor digitorum brevis) from
HFD-fed mice showed a 40% decrease in insulin-stimulated glucose
uptake rates compared with fibers from control mice. In HFD-fed mice,
four subcutaneous injections of M�CD, an agent reported to extract
membrane cholesterol, improved their defective glucose tolerance test
and normalized their high fasting glucose levels. The preincubation of
isolated muscle fibers with relatively low concentrations of M�CD
increased both basal and insulin-induced glucose uptake in fibers from
controls or HFD-fed mice and decreased Akt phosphorylation without
altering AMPK-mediated signaling. In fibers from HFD-fed mice,
M�CD improved insulin sensitivity even after Akt or CaMK II inhibition
and increased membrane GLUT4 content. Indinavir, a GLUT4 antago-
nist, prevented the stimulatory effects of M�CD on glucose uptake.
Addition of M�CD elicited ryanodine receptor-mediated calcium signals
in isolated fibers, which were essential for glucose uptake. Our findings
suggest that T-tubule cholesterol content exerts a critical regulatory role
on insulin-stimulated GLUT4 translocation and glucose transport and that
partial cholesterol removal from muscle fibers may represent a useful
strategy to counteract insulin resistance.

glucose transporter 4; ryanodine receptor; calcium; transverse tubules;
high-fat diet; diabetes

THE SKELETAL MUSCLE TISSUE plays a critical role in body energy
balance and glucose homeostasis. Under postprandial condi-
tions, skeletal muscle accounts for about 80% of plasma

glucose removal; this tissue is also a major consumer of fatty
acids, which together with glucose constitute the principal
energy sources of muscle tissue (58). The ability of skeletal
muscle to switch between glucose and fatty acids as primary
energy sources is central to the regulation of whole body
energy balance. Skeletal muscle and fat tissue are the principal
insulin-sensitive targets in the body and represent the main
sites of insulin-mediated glucose metabolism. Insulin exerts its
effects via a complex cascade of signaling events. Alterations
in these signaling pathways lead to insulin resistance, defined
as a defect in insulin-stimulated glucose disposal by peripheral
tissues, which is a rapidly growing health problem worldwide
(11). Increased plasma levels of free fatty acids, fat-rich diets,
and glucose infusion all cause insulin resistance (54). The
detailed mechanisms underlying insulin resistance are un-
known, but several defects in insulin signaling have been
reported for this condition (45, 51).

Considering the significant contribution of skeletal muscle to
total body energy usage, an impaired metabolic response of
skeletal muscle is closely associated with the onset of the
metabolic syndrome to insulin resistance and type 2 diabetes
mellitus. The reduction of glucose uptake and impaired glucose
metabolism are characteristic features of insulin-resistant skel-
etal muscle, where most plasma glucose is normally destined
during insulin stimulation. Muscle insulin resistance arises in
conditions of high fatty acid availability and correlates with
triglyceride accumulation within skeletal muscle fibers (29). A
key mechanism leading to intramuscular triglyceride accumu-
lation may be the failure of obese subjects with insulin resis-
tance and type 2 diabetes to activate fatty acid oxidation by
switching energy substrate utilization (28).

Thirteen members of the glucose transporter (GLUT) family
mediate glucose transport through the plasma membrane (25).
In particular, the GLUT4 transporter is expressed solely in
skeletal and cardiac striated muscles and in adipose tissue (25).
Skeletal muscle cells have a complex membrane system com-
prised of the surface membrane plus the membrane invagina-
tions that originate the transverse tubule (T-tubule) system,
which has a total membrane area that is severalfold larger than
the surface membrane. In the basal state, GLUT4 is stored
predominantly in intracellular vesicles. Upon stimulation,
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these vesicles translocate to the muscle plasma membrane
system, where GLUT4 insertion increases glucose uptake (6,
25, 33, 59). In skeletal muscle, both insulin and exercise
stimulate GLUT4 recruitment to the plasma membrane, al-
though they engage in partially different signaling pathways (6,
44, 59).

Several studies involve changes in free cytoplasmic Ca2�

concentration ([Ca2�]i) in the insulin-signaling pathway. In
striated muscle, [Ca2�]i is tightly controlled in terms of spatial
and temporal distribution, and both chemical and electrical
signaling modulate the intracellular Ca2� levels (2). Studies to
elucidate the effects of insulin on [Ca2�]i performed on iso-
lated, intact flexor digitorum brevis (FDB) fibers from mouse
and rat (4, 5) indicate that there is a marked increase in [Ca2�]i

close to the plasma membrane due to Ca2� entry into the cell,
which depends on phosphoinositide 3-kinase (PI3K) activity
(4). We have reported previously that insulin addition to
skeletal myotubes produces a fast intracellular Ca2� transient
that requires extracellular Ca2�; both the L-type Ca2� channel
blocker nifedipine and �M ryanodine, which prevents Ca2�

release mediated by the ryanodine receptor (RyR), inhibit this
Ca2� transient (14). Other reports show that the [Ca2�]i in-
crease evoked by insulin in skeletal muscle fibers depends on
Ca2� influx and is related to GLUT4 translocation (32). Yet the
detailed mechanisms whereby the insulin-dependent Ca2�

transient contributes to enhance glucose transport remain un-
known.

The physiological relevance of plasma membrane choles-
terol levels has attracted increased attention in recent years.
Biochemical and structural studies have indicated that the
T-tubule and the surface plasma membrane of mammalian
skeletal muscle differ in lipid composition, with fourfold
higher cholesterol content in the T-tubules relative to the
plasma membrane (34, 49, 56). At physiological temperature,
the lipid phase of T-tubules is significantly less fluid than in
most mammalian plasma membranes (21), a feature that may
arise from its high cholesterol content. Previous reports indi-
cate that feeding both mice and Ossabaw swine a high-fat diet
(HFD) increases cholesterol levels in skeletal muscle plasma
membranes (19). Moreover, recent studies report that the
increased GLUT4 translocation produced by moderate choles-
terol loss in both L6 myotubes (19) and cultured adipocytes
(37) does not involve known insulin-signaling proteins.

In this work, we evaluated in mice the effects of modifying
cholesterol levels on glucose handling and on GLUT4 trans-
location, glucose uptake, and Ca2� signal generation in single
fibers isolated from adult skeletal muscle. Subcutaneous injec-
tions of methyl-�-cyclodextrin (M�CD) to HFD-fed mice
improved the glucose tolerance test and restored fasting glu-
cose to normal levels; significantly, exposure of fibers from
mice fed a HFD to M�CD resulted in enhanced insulin-
induced GLUT4 translocation and increased glucose uptake.

MATERIALS AND METHODS

Animals Male C57BL/6J mice were obtained from the Animal
Facility at the Faculty of Medicine, Universidad de Chile. Room
temperature was kept constant at 21°C, and light was maintained on
a 12:12-h light-dark cycle. At 20 days old, mice were divided into two
groups. The control (NCD) group received a diet containing (wt/wt)
10% fat, 20% protein, and 70% carbohydrate. The group fed a HFD
received a diet containing (wt/wt) 60% fat, 20% protein, and 20%

carbohydrate (D12492; Research Diets, New Brunswick, NJ). Ani-
mals were euthanized after 8 wk of treatment. A subgroup of HFD-fed
mice was injected subcutaneously with 500 mg/kg M�CD or saline
twice/wk for 2 wk. The Bioethics Committee of the Faculty of
Medicine, Universidad de Chile, approved all animal procedures
performed in this work.

Biochemical determinations. An intraperitoneal glucose tolerance
test was performed after 12–16 h of fasting by administration of a
glucose bolus of 2 g/kg. At 0, 15, 30, 60, and 120 min, tail blood
samples were obtained. Blood glucose concentrations were measured
on a Johnson & Johnson’s OneTouch Glucometer. Plasma insulin
concentrations were determined with a commercially available immu-
noassay specific for mice (Mercodia, Uppsala, Sweden). Other bio-
chemical parameters were measured according to the manufacturer’s
instructions.

Cultures of adult skeletal muscle fibers. Eight-week-old mice were
used throughout this work. The isolation procedure was described
previously (8). Briefly, isolated fibers from FDB muscle were ob-
tained by enzymatic digestion for 90 min at 37°C of the whole muscle
with collagenase type 2 (Worthington, Lakewood, NJ). Afterward, the
muscle was mechanically dissociated by passage through fire-polished
Pasteur pipettes. Isolated fibers were seeded in matrigel-coated cov-
erslips in Dulbecco’s modified Eagle’s medium (Invitrogen, Carlsbad,
CA) supplemented with 10% horse serum (Invitrogen). Fibers were
used for experimentation no more than 8 h after isolation.

Triad isolation and measurement of cholesterol content. Isolation
of triad-enriched fractions from gastrocnemius or tibialis anterior
muscles derived from 8-wk-old NCD or HFD-fed mice was per-
formed using differential centrifugation, as standardized previously in
our laboratory for frog and rabbit muscles (22). Cholesterol content
was measured with a colorimetric Cholesterol Assay Kit (Winner) or
Amplex Red Cholesterol Assay Kit (Invitrogen) and was normalized
by protein concentration.

Single-fiber assay of fluorescent 2-NBDG uptake. The procedure
followed to determine the uptake of fluorescent 2-[N-(7-nitrobenz-2-
oxa-1,3-diazol-4-yl)amino]-2-deoxy-D-glucose (2-NBDG) was de-
scribed previously (44). Briefly, muscle fibers were washed with
Krebs-Ringer buffer and stimulated with 100 nM insulin for 20 min.
Single fibers were exposed for 15 min to 300 �M 2-NBDG and were
rinsed with Krebs buffer before stimulation. Individual fibers were
excited with a 488-nm Argon laser line, and the fluorescence emission
collected with a �40 Plan Apofluo objective was band pass filtered
between 505 and 550 nm in a confocal Carl Zeiss Pascal 5 micro-
scope. Hexose uptake was estimated by comparison of the intracel-
lular fluorescent signal with the extracellular signal. For each condi-
tion, 20 single fibers per culture were analyzed. Regions of interest of
the images were quantified by ImageJ software (National Institutes of
Healths, Bethesda, MD).

Western blot analsysis. FDB muscles from mice were homogenized
by sonication in cold lysis buffer (140 mM NaCl; 1% Triton X-100,
1 mM EDTA, 1 mM EGTA, and 20 mM Tris·HCl, pH 7.5) supple-
mented with protease and phosphatase inhibitors. Samples were in-
cubated on ice for 30 min, and after centrifugation for 30 min at 3,000
g, supernatant proteins were separated on 12% SDS-PAGE gels. After
transference to a polyvinylidene difluoride membrane, incubations
with primary antibodies were maintained at 4°C overnight. The
primary antibodies used were anti-Akt (1:1,000), anti-phospho-Akt
(Ser473, 1:1,000), and anti-phospho-AMPK (Thr172, 1:1,000); all
three antibodies were from Cell Signaling Technology (Danvers,
MA), and anti-�-tubulin (1:1,000) was from Sigma-Aldrich (St.
Louis, MO). After washing, membranes were incubated for 1.5 h
with secondary, anti-rabbit or anti-mouse antibodies (Sigma-Al-
drich).

Cell surface GLUT4 detection assays. The presence of GLUT4 at
the fiber surface was assessed by measuring both biotinylation for the
endogenous transporter and translocation of the GLUT4myc-eGFP
chimera to the sarcolemma. Briefly, fibers were washed three times in
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PBS at 4°C, and then sulfo-NHS-Biotin (Thermo Scientific, Rockford,
IL) was added to a final concentration of 0.5 mg/ml for 1 h; 100 mM
glycine was added to neutralize biotin. Fibers were lysed as described
above, and protein content was quantified with BCA protein assay kit
(Thermo Scientific). Samples containing the same protein concentra-
tion were incubated overnight at 4°C (under constant stirring) with
NeutrAvidin plus ultralink resin (Thermo Scientific) and then centri-
fuged at 14,000 rpm for 15 min. The nonbiotinylated fraction re-
mained in the supernatant and the biotinylated fraction in the pellet.
Both fractions were collected, resuspended in Laemmli buffer, and
incubated at 65°C for 30 min. In the biotinylated fraction, the beads
were once again briefly centrifuged, and the supernatants containing
solubilized plasma membrane proteins were removed and frozen until
they were ready to use. The proteins present in both fractions were
separated by electrophoresis in 12% polyacrylamide gels, and GLUT4
content was determined by Western blot analysis with a polyclonal
GLUT4 antibody (Santa Cruz Biotechnology, Dallas, TX). Intramus-
cular plasmid injection and electroporation were performed as de-
scribed previously (13). Briefly, mice were anesthetized with isofluo-
rane and injected with hyaluronidase (2 mg/ml) in 0.9% NaCl. After
recovery for 1 h, the plasmidial construct was injected and electro-
poration performed using 100 mV, 1 Hz, 20 ms, and 20 times
protocol. Then, the mice were allowed to rest for 2 wk before the
experiments.

Immunofluorescence. Fibers plated on 35-mm coverslips were
preincubated for 20 min with 0.76 mM M�CD, 100 nM insulin, or
both. After washing with PBS, fibers were fixed by incubation for 10
min at room temperature with PBS containing 4% paraformaldehyde
(Electron Microscopy Science, Hatfield, PA). Next, fibers were rinsed
with PBS, permeabilized with 0.1% Triton X-100 in PBS, rinsed with
PBS, and blocked for 1 h with PBS-1% BSA at room temperature.
Monoclonal antibodies against mouse GLUT4 (1:500; Cell Signaling
Technology) were used to detect GLUT4 distribution. Fibers were
washed and then incubated for 1 h with Alexa Fluor 488 anti-mouse
antibody (Molecular Probes Invitrogen). Samples were treated with
Dako anti-fading reagent (Dako) and stored at 4°C until use.

Calcium signal detection. Isolated FDB fibers were incubated for
30 min with 5 �M fluo 4-AM at room temperature in standard Krebs
buffer; at this point, 0.76 mM M�CD was added to the recording
chamber for fluorescence image capture every 5 s. The image series
during experiments were obtained with a confocal microscope (Carl
Zeiss Axiovert 200M, LSM Pascal5). The fluorophore was excited
with an Argon laser at 488 nm, and fluorescence images were
collected every 1.0–2.0 s (corresponding to exposure time for each
image) and analyzed frame by frame. The average fiber fluorescence
(F) was calculated for each image on an outline of the fiber and was
normalized to its initial or preintervention F0 value, as F/F0.

Statistical analysis. Data are presented as means � SE. Significant
differences between and within multiple groups were examined using
ANOVA for repeated measurements, followed by Tukey multiple
comparison test. Student’s t-test was used to detect significant differ-
ences between two groups. P � 0.05 was considered statistically
significant.

RESULTS

Altered body weight, body fat content, and metabolic status
in HFD-fed mice. We monitored for an 8-wk period the body
weight, body fat content, and metabolic variables in both
HFD-fed and NCD-fed mice. Mice fed a HFD showed pro-
gressive weight gain compared with NCD-fed animals, reach-
ing an average body weight (in g) of 32.5 � 1.9 and 22.9 �
0.6, respectively, at 8 wk (Fig. 1, A and B). In addition,
HFD-fed mice showed significantly altered glucose tolerance
test compared with control mice (Fig. 1C) and elevated fasting
serum glucose levels relative to controls with values (mg/dl) of

215.3 � 17.5 and 133.8 � 6.1, respectively (Fig. 1D). In
HFD-fed mice, fasting insulin levels were also higher than in
control animals, with values (mU/ml) of 11.9 � 2.7 and 4.8 �
1.3, respectively (Fig. 1E). The average HOMA-IR value for
HFD-fed mice was 6.4 � 1.3; this value was threefold higher
than the value of 1.9 � 0.5 determined in control mice (Fig.
1F). We also evaluated body fat distribution, finding an in-
crease in white and brown fat in HFD-fed mice compared with
control animals (Fig. 1G). The plasma triglyceride concentra-
tion of HFD-fed mice reached an average value of 0.74 � 0.1
g/l, which was twofold higher than the average value of 0.35 �
0.04 g/l determined in control mice (Fig. 1H). Plasma choles-
terol levels were also elevated in HFD-fed mice compared with
their controls, yielding values (g/l) of 0.95 � 0.13 and 0.66 �
0.05, respectively (Fig. 1I). In basal conditions, the incorpora-
tion of 2-NBDG in muscle fibers from HFD-fed mice (HFD-
fibers from now on) was lower (0.87 � 0.07-fold) than in fibers
from NCD-fed mice. Pretreatment of fibers from NCD-fed
mice with 100 nM insulin significantly increased 2-NBDG
uptake by 1.80 � 0.04-fold relative to their basal condition
(Fig. 1J, open bars). For comparison, insulin produced minor
(1.17 � 0.05-fold) stimulation of glucose uptake in fibers from
HFD-fed mice (Fig. 1J, black bars). Taken together, these
results suggest that HFD-fed mice exhibit severe insulin resis-
tance and thus represent a good model for this study.

M�CD treatment improves the glucose tolerance test and
restores fasting glucose levels and insulin-stimulated 2-NBDG
uptake in HFD-fed mice. To investigate the effects of M�CD,
a dextrin that partially removes cholesterol from membranes,
on glucose homeostasis in vivo, we performed experiments in
HFD-fed mice injected subcutaneously with this drug. For 2
wk, HFD-fed mice (8 wk old) were injected subcutaneously
twice/wk with M�CD (500 mg/kg) or saline. Mice injected
with either M�CD or saline displayed similar food intake,
body weight, and movement capacity throughout the experi-
mental period and were found to be similar in both groups (data
no shown). In the random displacement test, there was a
tendency of the injected animals to exhibit a reduced total
trajectory, but this point was not further studied. The intraperi-
toneal glucose tolerance test was performed on fasted (16 h)
mice injected with 2 g/kg intraperitoneal glucose. Figure 2
shows that treatment with M�CD restored fasting blood glu-
cose to control levels, which remained significantly high in
sham-injected mice, and significantly improved the glucose toler-
ance test. Fasting plasma glucose levels (mg/dl) were 127 � 10.9
in NCD-fed mice, 121 � 5 in HFD-fed mice injected (4 times)
with M�CD, and 166 � 8.9 in sham-injected HFD-fed mice
(Fig. 2B). After the fourth subcutaneous M�CD injection,
HFD-fed mice displayed an improved response in the glucose
tolerance test compared with sham-injected mice, with plasma
glucose levels at 60 min of 262.5 � 9.8 and 389 � 44.7,
respectively (Fig. 2A). Taken together, these results strongly
suggest that M�CD exerts hypoglycemic effects in insulin-
resistant mice. In addition, insulin significantly stimulated
2-NBDG uptake in fibers isolated from M�CD-injected HFD-
fed mice (Fig. 2C), which increased from 0.91 � 0.03-fold in
basal conditions to 1.31 � 0.04-fold in the presence of insulin
(Fig. 2C, black bars). In contrast, sham-injected mice yielded
values of 0.99 � 0.03-fold stimulation in basal conditions and
1.05 � 0.03 in the presence of insulin (Fig. 2C, open bars).
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Acute treatment with M�CD reduced plasma glucose levels 1
and 24 h after a single injection (Fig. 2D).

Cholesterol accumulation in triads from HFD-fed mice. We
isolated triad-enriched vesicular fractions (from now on, des-
ignated solely as triads) from gastrocnemius or tibialis anterior
muscle from NCD- or HFD-fed mice. These triad fractions
contain 10% T-tubule vesicles (22), which supply a large
fraction of the total cholesterol content of these fractions. In
both muscle types, triads isolated from HFD-fed mice dis-
played a significant increase of �30% in cholesterol content
compared with triads from NCD-fed mice (Table 1). This
result suggests that muscle fibers from HFD-fed mice accumu-
late cholesterol in their T-tubule membranes.

M�CD increases 2-NBDG uptake in isolated adult muscle
fibers. To evaluate the acute effects of M�CD on glucose
homeostasis in vitro, we measured the uptake of 2-NBDG in
isolated adult muscle fibers. As shown in Fig. 3A, M�CD
concentrations (�100 �M) increased 2-NBDG uptake in fibers
from NCD-fed mice. Treatment with 0.76 mM M�CD in-
creased glucose uptake without modifying membrane poten-
tial, which remained constant for �20 min after the addition of
0.76 mM M�CD (Fig. 3B). A higher concentration of M�CD
(7.6 mM) caused membrane depolarization (data not shown).
Representative confocal images of adult fibers from both NCD-

and HFD-fed mice illustrate the stimulatory effects of M�CD
on 2-NBDG uptake (Fig. 3C). Pretreatment of fibers from
NCD-fed mice with 0.76 mM M�CD increased 2-NBDG
uptake significantly by 1.64 � 0.09-fold in basal conditions
and by 2.21 � 0.15-fold in the presence of insulin. Preincu-
bation of fibers from HFD-fed mice with M�CD increased
1.90 � 0.17-fold the incorporation of 2-NBDG in the basal
condition and 2.58 � 0.14-fold in the presence of insulin (Fig.
3, C and D). Overall, these results strongly suggest that M�CD
enhances glucose uptake in fibers from both NCD- and HFD-
fed mice. It is worth mentioning that although insulin enhanced
the incorporation of 2-NBDG in fibers treated with M�CD, the
effects of M�CD and insulin were not strictly additive.

To assess the specificity of the effect of M�CD on glucose
uptake, we evaluated the effect of 	-cyclodextrin (	CD), a
cyclodextrin that does not bind cholesterol (43). Figure 3E
shows that 	CD did not modify glucose uptake in muscle fibers
in basal conditions. Yet preincubation of fibers from NCD-fed
mice with 	CD produced a significant decrease in insulin-
stimulated glucose uptake, which reached values 1.30 � 0.06-
fold higher than controls, significantly lower than the 1.80 �
0.20-fold stimulation produced by insulin in fibers from NCD-
fed mice not treated with 	CD (Fig. 3E). In contrast, 	CD did
not modify glucose uptake in muscle fibers from HFD-fed

Fig. 1. High-fat diet (HFD)-fed mice showed
alterations in body weight, body fat content,
and metabolic variables. A: illustrative im-
ages of 8-wk-old normal mice fed either a
control diet (NCD; right) or a 60% fat diet
(HFD; left). B: HFD-fed mice (n 
 8)
showed significantly increased body weight
compared with control mice (n 
 10). C: glucose
tolerance test (GTT). HFD-fed mice (n 
 5)
displayed altered GTT relative to control
mice (n 
 6). D: fasting blood glucose levels
in HFD-fed mice (n 
 8) and NCD mice
(n 
 11). E: fasting plasma insulin levels in
HFD-fed mice (n 
 4) and NCD mice
(n 
 4). F: homeostasis model assessment of
insulin resistance (HOMA-IR) in HFD-fed
(n 
 4) and NCD mice (n 
 5). G: weight of
epididymal (EWAT), retroperitoneal (RWAT),
dorsosubcutaneous (DSWAT), and inguinal
white adipose tissue (IWAT) and of brown
adipose tissue (BAT) isolated from NCD
(n 
 5) or HFD-fed mice (n 
 6). HFD-fed
mice displayed increased WAT and BAT
mass compared with NCD mice. H: plasma
triglyceride levels in NCD (n 
 8) and
HFD-fed mice (n 
 5). I: plasma cholesterol
levels determined in NCD (n 
 7) and HFD-
fed mice (n 
 5). All data represent means �
SE. In A–I, *P � 0.05, **P � 0.01, and ***P �
0.001, evaluated by Student’s t-test. J: 2-[N-
(7-nitrobenz-2-oxa-1,3-diazol-4-yl)amino]-
2-deoxy-D-glucose (2-NBDG) uptake in iso-
lated fibers from NCD and HFD-fed mice.
Open bars, NCD fiber; black bars, HFD fiber
(n 
 5; means � SE) ***P � 0.0001, **P �
0.001, and †††P � 0.0001, evaluated by
1-way ANOVA, followed by Tukey’s post-
test.
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mice, either under basal conditions or following insulin addi-
tion, with relative fluorescence values of 0.80 � 0.04 in basal
conditions, 0.80 � 0.03 in fibers preincubated with 	CD,
1.10 � 0.03 in insulin-stimulated fibers, and 0.90 � 0.04 in
fibers preincubated with 	CD and stimulated with insulin. A

previous report showed that 	CD is effective in the removal of
membrane phospholipids (26); this feature may contribute to
the explanation of the decreased uptake of glucose in insulin-
stimulated muscle fibers from NCD-fed mice treated with
	CD. In addition, to rule out any nonspecific effect of M�CD,
we assayed the effects of M�CD already loaded with choles-
terol (Chol/M�CD, water-soluble cholesterol). Preincubation
with 0.4 mg/ml Chol/M�CD for 30 min decreased 2-NBDG
uptake significantly in basal and insulin-stimulated conditions
(Fig. 3F), suggesting a specific effect of M�CD on glucose
transport.

We evaluated cholesterol levels after treatment of adult
fibers with M�CD. We found that incubation with M�CD
decreased by 35.4 and 42.5% the cholesterol content in fibers
from NCD- and HFD-fed mice, respectively (Table 2). Taken
together, these results suggest that cholesterol removal from
muscle fibers increases both basal and insulin-stimulated glu-

Fig. 2. Injection of methyl-�-cyclodextrin (M�CD) to HFD-fed mice improves intraperitoneal glucose tolerance test (IPGTT) and restores fasting blood glucose
and insulin-stimulated glucose uptake in muscle fibers. A: mice were injected subcutaneously twice/wk for 2 wk with 500 mg/kg M�CD or saline, and IPGTT
was performed on fasted (16 h) mice injected ip with 2 g/kg glucose. The graph shows the IPGTT curves of NCD or HFD mice or HFD mice after receiving M�CD
injections (n 
 6). B: fasting blood glucose levels in HFD-fed sham and HFD-fed mice injected with M�CD as in A (n 
 6). Values represent means � SE. **P �
0.01, determined by Student’s t-test. NS, not significant. C: 2-NBDG uptake in muscle fibers from HFD-fed (sham, open bars; n 
 3) and HFD-fed mice injected
with M�CD (black bars; n 
 4). D: acute effects of M�CD injection on blood glucose levels. Samples were taken at 0, 1, and 24 h in HFD-fed mice injected
with saline solution (sham; open bars) or with M�CD (black bars). Values represent means � SE (n 
 3). ***P � 0.0001, determined by 1-way ANOVA plus
Tukey’s posttest.

Table 1. Cholesterol content in skeletal muscle triads
from control and HFD-fed mice

Muscle
NCD, �g cholesterol/mg

protein
HFD, �g cholesterol/mg

protein

Tibialis anterior 6.70 � 0.12 9.20 � 0.89*
Gastrocnemius 5.52 � 0.17 7.50 � 0.82*

Values are means � SE; n 
 4. HFD, high-fat diet; NCD, controls.
Cholesterol concentration was determined enzymatically in triad fractions
prepared from gastrocnemius or tibialis anterior muscles. HFD-fed animals
displayed increased cholesterol content compared with controls. *P � 0.01,
Student’s t-test.
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cose uptake in mice fed either control or HFD diets, improving
insulin sensitivity, especially in the latter animals, which are
significantly insulin resistant.

The increased 2-NBDG uptake induced by M�CD persists
after Akt or CaMK II/AMPK inhibition. To assess whether the
M�CD-dependent increase in glucose incorporation in-
volves Akt signaling pathways (the canonical pathways of

insulin signaling) and/or AMPK-mediated signaling (in-
volving metabolism and hypoxia-activated pathways), we
preincubated fibers with pharmacological inhibitors of each
protein kinase. To inhibit Akt activity, we used Akt inhibitor
VIII, a membrane-permeable compound that allosterically
and selectively inhibits this kinase in reversible fashion
(17). Fibers from NCD-fed mice yielded values of 2.50 �
0.16- and 2.40 � 0.24-fold stimulation after preincubation
with M�CD plus Akt inhibitor VIII or with M�CD plus
insulin and Akt inhibitor VIII, respectively (Fig. 4A, open
bars), whereas in HFD fibers the corresponding values were
2.60 � 0.14 and 2.20 � 0.16 (Fig. 4A, black bars). Prein-
cubation of control fibers from NCD-fed mice with 1 �M
Akt inhibitor VIII decreased the uptake of 2-NBDG stimu-
lated by insulin, yielding 1.23 � 0.15-fold stimulation
compared with the 1.73 � 0.04-fold stimulation produced
by insulin alone (Fig. 4A, open bars). In fibers from HFD-
fed mice, insulin scarcely stimulated the uptake of 2-NBDG,
yielding values of 1.08 � 0.04-fold stimulation, which were

Fig. 3. M�CD increases 2-NBDG uptake in
NCD and HFD-fed mice. Single fibers
loaded for 15 min with 300 �M 2-NBDG
were preincubated for 20 min with 100 nM
insulin � M�CD or 	-cyclodextrin (	CD),
as indicated. A: dose-dependent effects of
M�CD (n 
 3). B: resting membrane poten-
tial (n 
 3) in NCD fibers treated with 0.76
mM M�CD. C: effects of 0.76 mM M�CD
on probe fluorescence; similar results were
observed in 3–5 independent fiber cultures.
D: representative confocal images of
2-NBDG uptake from isolated fibers. E: ef-
fects of 0.76 mM 	CD on 2-NBDG fluores-
cence (n 
 3). F: effects of 400 mg/ml
cholesterol (Chol)/M�CD on 2-NBDG fluo-
rescence (n 
 3). Open bars, NCD fibers;
black bars, HFD fibers. Values are means �
SE. ****P � 0.0001 vs. basal condition;
††††P � 0.0001, determined by 1-way
ANOVA, followed by Tukey’s posttest.

Table 2. Cholesterol content in skeletal muscle fibers
isolated from control or HFD-fed mice

Fibers
Without M�CD, �g cholesterol/mg

protein
With M�CD, �g cholesterol/mg

protein

NCD 5.45 � 0.46 3.52 � 0.52**
HFD 6.17 � 0.51 3.55 � 0.24**

Values are means � SE. M�CD, methyl-�-cyclodextrin. Cholesterol levels
were determined using Amplex Red fluorescence in fiber homogenates pre-
pared from flexor digitorium brevis muscle. Incubation with 0.76 mM M�CD
for 20 min reduced cholesterol levels in both NCD and HDF fibers. **P �
0.01, Student’s t-test.
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similar to the values of 1.04 � 0.06-fold stimulation deter-
mined in HFD fibers preincubated with 1 �M Akt inhibitor
VIII plus insulin (Fig. 4A, black bars). To confirm these
results, we measured the uptake of 2-NBDG in fibers pre-
incubated with 1 �M MK-2206, an allosteric Akt inhibitor
(23) that, in accord with the lack of effect of Akt inhibitor
VIII, did not inhibit 2-NBDG uptake (data not shown). We
measured next Akt phosphorylation in FDB whole muscle
homogenates. As shown in Fig. 4B (open bars), preincuba-
tion of control fibers with 100 nM insulin promoted Akt
phosphorylation in Ser473, which was prevented by M�CD.
In muscle homogenates from HFD-fed mice, insulin also
promoted Akt phosphorylation in Ser473, although the stim-
ulation was lower than in controls; preincubation with
M�CD eliminated the stimulation produced by insulin in
control fibers (Fig. 4B, open bars). The inhibitory effects of
M�CD on Akt phosphorylation might explain why the
stimulatory effects of insulin on M�CD-induced 2-NBDG
incorporation were not strictly the sum of the effects of
M�CD and insulin by themselves.

We next tested the effects on 2-NBDG uptake of KN93, a
potent, selective, and reversible inhibitor of AMPK-stimu-
lated glucose uptake (27). Preincubation of control fibers
with 1 �M KN93 did not modify M�CD-stimulated
2-NBDG uptake, yielding values of 2.46 � 0.65-fold stim-
ulation in fibers treated with M�CD and of 2.65 � 0.21-fold
in fibers preincubated with KN93 and M�CD (Fig. 4C, open
bars). In HFD-fibers, we found values of 3.03 � 0.49-fold
stimulation by M�CD and of 3.42 � 0.69-fold after prein-
cubation with KN93 (Fig. 4C, black bars). In addition, we
used Western blot assays to detect phosphorylated AMPK.

After treatment with M�CD, we did not detect changes in
the phosphorylation levels of Thr172 in muscle homogenates
from NCD-fed mice, and there was a modest increase in
muscle from HFD-fed mice; in contrast, 2,4-dinitrophenol
(2,4-DNP) produced a significant increase in both muscle
types (Fig. 4D). Altogether, our results suggest that M�CD
activation of glucose uptake does not engage Akt or AMPK
signaling pathways.

Indinavir inhibits M�CD-stimulated glucose uptake in CD
and HFD muscle fibers. To assess whether GLUT4 transport-
ers mediate the increased glucose uptake promoted by M�CD,
we tested the effects of indinavir (100 �M), an antagonist of
GLUT4 transporters used in the literature (50). Representative
fluorescence images show that indinavir decreased the incor-
poration of 2-NBDG into muscle fibers from NCD- or HFD-
fed mice treated with M�CD (Fig. 5A). Indinavir decreased to
1.14 � 0.02-fold the stimulation produced by M�CD in fibers
from NCD-fed mice, which in the absence of this inhibitor
reached values of 2.21 � 0.48 (Fig. 5B, open bars). In muscle
fibers from HFD-fed mice, we found a similar effect; indinavir
decreased from 2.22 � 0.32 to 0.89 � 0.09 the stimulation
produced by M�CD (Fig. 5B, black bars). These results
strongly suggest that M�CD increases the uptake of glucose
via GLUT4 transporters.

M�CD increases GLUT4 translocation in muscle fiber
membranes. To assess whether M�CD treatment promotes an
increase in GLUT4 content in muscle membranes, we mea-
sured GLUT4 biotinylation as detailed in MATERIALS AND METH-
ODS. As seen in the representative Western blot illustrated in
Fig. 5C, treatment with 0.76 mM M�CD for 20 min produced
a robust increase in GLUT4 biotinylation levels, an indication

Fig. 4. Increased 2-NBDG uptake induced by M�CD
persists after Akt or CaMK II/AMPK inhibition. Single
fibers were preincubated with 300 �M 2-NBDG for 15
min before addition of insulin (100 nM) and/or M�CD
(0.76 mM). A: effects of 1 �M Akt VIII on glucose
transport (n 
 3–5). Values are means � SE. **P �
0.0001 vs. basal condition; †P � 0.001, determined by
1-way ANOVA plus Tukey’s posttest. B: representative
Western blot and quantification of p-Akt in Ser473 (n 

3–4). Values are means � SE. **P � 0.0001 vs. basal
condition; ††P � 0.0001, determined by 1-way
ANOVA plus Tukey’s posttest. C: effects of 2 �M
KN93 on glucose transport (n 
 3–4). Values are
means � SE. *P � 0.001; **P � 0.0001 vs. basal
condition, determined by 1-way ANOVA plus Tukey’s
posttest. D: representative Western blot and quantifica-
tion of p-AMPK in Thr172 (n 
 3). For NCD mice, lane
1: basal condition; lanes 2 and 3: preincubated with 0.76
mM M�CD in basal condition (duplicate); lane 4:
preincubated with 200 �M 2,4-dinitrophenol (2,4-
DNP). For HFD-fed mice, lane 5: basal condition; lanes
6 and 7: preincubated with 0.76 mM M�CD in basal
condition (duplicate); lane 8: preincubated with 200
�M 2,4-DNP. Quantifications of lanes 2–3 and 6–7 are
plotted as single bars. Values are means � SE. ***P �
0.0001; **P � 0.001 vs. basal condition, determined by
1-way ANOVA plus Tukey’s posttest.
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of surface exposure. In addition, preincubation with M�CD,
insulin, or both promoted a change in GLUT4 localization in
fibers from NCD-fed mice from a diffuse distribution to a
striated pattern (Fig. 5D). To illustrate further the effect of
M�CD in single fibers, we electroporated the FDB muscle with
a plasmidial vector encoding the GLUT4myc-eGFP chimeric
protein. This transporter has a myc epitope in its first extracel-
lular loop and eGFP in the carboxy-terminal region. Isolated
skeletal muscle fibers were stimulated with 100 nM insulin or
0.76 mM M�CD for 20 min, fixed, and incubated with anti-
myc antibody in nonpermeabilized cells. In both experimental
conditions a strong sarcolemmal fluorescence was detected,
and the intracellular eGFP signal appeared to be redistributed
in both cases (Fig. 5E).

Calcium dependence of M�CD-mediated glucose uptake. To
examine in single fibers whether M�CD increases cytoplas-
mic calcium concentration, we loaded fibers with the fluo-
rescence calcium indicator Fluo 4. We found that M�CD
produced a calcium signal in both the presence (Fig. 6A,
graph i) and the absence of extracellular calcium (Fig. 6A,
graph ii), suggesting that M�CD produces a cytoplasmic
calcium increase via calcium release from intracellular
stores. The calcium signal appears to have two components:

a fast component generated in the first few seconds, fol-
lowed by a slower component that persisted for several min.
Neither component changed in the presence or absence of
extracellular calcium (Fig. 6A, bars at right). In skeletal
muscle, the sarcoplasmic reticulum is the main intracellular
calcium store. Xestospongin B, a known pharmacological
inhibitor of the inositol 1,4,5-trisphosphate receptor, did not
affect the calcium increase induced by M�CD (Fig. 6A,
graph iii). In contrast, treatment with 100 �M dantrolene
inhibited the M�CD-mediated calcium increase, suggesting
that the calcium increase induced by M�CD requires RyR-
mediated calcium release (Fig. 6A, graph iv).

To further investigate the role of RyR-mediated calcium
release on M�CD-mediated glucose uptake, we measured
glucose uptake in the presence of dantrolene. As illustrated
in Fig. 6B, dantrolene inhibited basal glucose uptake, which
decreased from the normalized value of 1.00 � 0.03 to
0.77 � 0.04; dantrolene also inhibited the stimulatory effect
of M�CD on glucose uptake, which decreased from 1.67 � 0.09
to 0.67 � 0.04 (lower than in the basal condition). Taken together,
our results suggest that M�CD stimulates RyR-mediated calcium
release and that this calcium signal promotes GLUT4-mediated
glucose uptake into the fibers.

Fig. 5. Evidence supporting glucose transporter 4 (GLUT4) translocation induced by M�CD. A: representative images of indinavir’s effects on probe fluorescence
(n 
 3–5). B: quantification of the effects of 100 �M indinavir. Open bars, NCD fibers; black bars, HFD fibers. Values are means � SE. ****P � 0.0001 vs.
basal condition; ††††P � 0.0001, determined by 1-way ANOVA plus Tukey’s posttest. C: Western blot analysis of GLUT4 plasma membrane association
evaluated by a biotinylation assay performed in NCD fibers (n 
 3). D: confocal images of a representative experiment showing GLUT4 distribution analyzed
by immunofluorescence in NCD fibers in the basal condition, preincubated with 0.76 mM M�CD, preincubated with 100 nM insulin, or preincubated with 0.76
mM M�CD � insulin (n 
 3). E: confocal images of medial section (1 �m) were performed in NCD fibers from flexor digitorum brevis (FDB) muscle
electroporated with the cDNA encode for the GLUT4myc-eGFP chimera. The myc epitope was detected with anti myc antibody (1:300) in nonpermeabilized
fibers; anti-mouse Alexa fluor 546 nm was used as secondary antibody (1:600). The fibers were stimulated with the 546-nm laser beam, and the emission was
collected with the 560-nm low-pass filter. The chimera-eGFP section was stimulated at 488 nm, and the emitted light was collected with the 500- to 530-nm band
pass filter. (n 
 3). Bars, 20 �m.
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DISCUSSION

In this study, we examined whether M�CD injection mod-
ifies plasma glucose levels and insulin sensitivity in HFD-fed
mice, which represent a suitable experimental model of insulin

resistance. We found that insulin sensitivity improved signifi-
cantly after HFD-fed mice were injected with M�CD, a pro-
cedure that also restored plasma glucose concentration to
normal levels. In addition, we investigated the effects of
M�CD on GLUT4 translocation, glucose uptake, and calcium
signal generation in adult skeletal muscle fibers. Our results
indicate that acute incubation with M�CD, which roughly
mimicked the effects of insulin, promoted RyR-mediated cal-
cium release and increased glucose uptake in adult fibers
isolated from both NCD- and HFD-fed mice.

Cholesterol plasma membrane content influences glucose
transport. Earlier reports indicate that mammalian T-tubule
membranes are highly enriched in cholesterol compared with
the sarcolemma (49, 56). This feature likely contributes to the
unusual physical properties of the T-tubule membrane system,
which in its low fluidity at 37°C resembles more the membrane
properties of a halophilic archaebacteria than those of other
mammalian membranes (21). In response to insulin, the
GLUT4 transporters translocate to the sarcolemma (46) and
especially to the T-tubule system (38), a process that likely
occurs in the cholesterol-enriched T-tubule lipid environment.
We speculate that the findings presented here support a rela-
tionship between T-tubule membrane cholesterol content,
where most GLUT4 translocation takes place, and GLUT4-
mediated glucose transport. Our model predicts that lowering
membrane cholesterol content would cause increased T-tubule
membrane fluidity and possibly sarcolemmal membrane fluid-
ity as well, resulting in enhanced insulin-mediated glucose
transport, whereas increasing cholesterol levels would have the
opposite effect. Previous reports support this hypothesis. After
M�CD treatment, GLUT4myc-eGFP translocated to the sarco-
lemma, as shown by an important increase in fluorescence in
the fiber surface; lack of T-tubule label is likely due to limited
diffusion of the myc antibody within the fiber. However, the
transfected carboxy-terminal eGFP segment shows rearrange-
ment in its distribution, and some weak transverse fluorescence
could be detected compared with the basal condition. Lowering
cholesterol levels in leukemia cells promotes GLUT1 translo-
cation toward the plasma membrane, suggesting that plasma
membrane cholesterol depletion leads to glucose transport
stimulation (7). Glucose-intolerant animal models and humans
accumulate cholesterol in their skeletal muscle membranes
(19). This observation correlates well with the results shown
here, where we found increased cholesterol content in triads
isolated from HFD-fed mice, which are insulin resistant. The
high plasma membrane cholesterol content of 3T3-L1 adi-
pocytes (37) and L6 myotubes cultured in the presence of fatty
acids (19) decreases insulin-promoted glucose transport in
these cells. Additionally, a recent report indicates that a high-
fat diet reduces insulin signaling, abolishing phosphatidylino-
sitol 3,4,5-phosphate production and GLUT4 translocation to

Fig. 6. M�CD generates calcium signals in isolated adult fibers. A: records of
[Ca2�]i vs. time obtained from single adult fibers preincubated for 30 min with
Fluo 4-AM. Representative records were obtained in the presence (graph i) or
absence (graph ii) of extracellular calcium or in fibers treated with 5 �M
xestospongin B (graph iii) or 100 �M dantrolene (graph iv) (n 
 5–7). The
graphs on the right show the average fluorescence values of the first compo-
nent as 1 and the second component as 2. B: 2-NBDG uptake (n 
 3). Values
represent means � SE. *P � 0.01, **P � 0.001, and ***P � 0.0001,
determined by 1-way ANOVA plus Tukey’s posttest.
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the T-tubules of live mouse skeletal muscle (35). Moreover,
treatment of 3T3-L1 adipocytes with chromium picolinate, a
compound that removes membrane cholesterol, activates
GLUT4 trafficking and enhances insulin-stimulated glucose
transport via a cholesterol-dependent mechanism (10). In ad-
dition, treatment of adipocytes with increasing concentrations
of M�CD reversibly decreases in dose-dependent fashion the
cholesterol content of adipocyte membranes, leading to in-
creased GLUT4 incorporation into the plasma membrane (37).
Increased cholesterol levels in the plasma membrane may
impair insulin action through modified F-actin structure and an
increase in the hexosamine biosynthesis pathway (3). A previ-
ous report showed that the actin cytoskeleton, recognized to be
essential in the regulation of GLUT4 translocation induced by
insulin, is linked closely to cholesterol-enriched plasma mem-
brane microdomains (24). However, we did not evaluate the
possible involvement of F-actin and the hexosamine biosyn-
thetic pathway on M�CD-mediated glucose uptake in adult
skeletal muscle fibers.

A previous report showed that GLUT4 partially colocalizes
with caveolin and that cholesterol depletion with M�CD,
filipin, or cholesterol oxidase increases GLUT4 plasma mem-
brane content in an insulin-independent manner (53). The
GLUT4 transporter internalizes via either clathrin-mediated
endocytocis or cholesterol-dependent but clathrin-independent
endocytosis (16). In both adipocytes and L6 myotubes, the
major route of endocytosis of GLUT4 is through clathrin-
mediated endocytocis (16). A role for cholesterol-rich caveolae
has been implicated in GLUT4 internalization in 3T3-L1 adi-
pocytes (47). Importantly, M�CD inhibits caveolin-mediated
endocytosis of GLUT4 in adipocytes (53). In highly differen-
tiated and structured cells, such as adult muscle fibers, caveo-
lin-mediated endocytosis may play a major role in GLUT4
endocytosis. We found that treatment of muscle fibers with
M�CD increases GLUT4 content in the membrane and pro-
duces a change in GLUT4 localization. Indinavir interacts
noncompetitively with GLUT4 and specifically inhibits
GLUT4 function (40, 41, 50) and has been a useful tool to
assess different functional contributions of GLUT4 to glucose
uptake in skeletal muscle models and adipocytes (50). Our
results show that indinavir inhibited M�CD-mediated glucose
uptake, suggesting that the GLUT4 transporter mediates the
enhanced glucose uptake induced by M�CD. However, we did
not evaluate whether M�CD inhibits GLUT4 endocytosis or
increases its exocytosis in adult fibers; future studies will allow
us to evaluate and elucidate whether M�CD affects GLUT4
endocytosis, exocytosis, or both.

A recent report showed that AMPK mediates both choles-
terol-dependent and cholesterol-independent regulation of
GLUT4 translocation in L6 myotubes (18). Our results indicate
that the CaMK II/AMPK inhibitor KN93 did not affect M�CD-
mediated glucose uptake in either NCD- or HFD-fed mice. The
PI3K pathway and Akt activation play well-established roles in
GLUT4 vesicle trafficking to the cell membrane in response to
insulin (62). However, our results indicate that the Akt inhib-
itors Akt VIII and MK-2206 did not affect M�CD-stimulated
glucose uptake in adult skeletal muscle fibers from either
NCD- or HFD-fed mice, suggesting that this pathway does not
contribute to M�CD-induced stimulation. A different result
has been reported in 3T3-L1 adipocytes and L6 muscle cell
lines incubated with ceramides, suggesting that caveolin-en-

riched microdomains recruit and retain Akt in a cholesterol-
dependent manner (20); activation of Akt by M�CD should be
expected in that case. The present findings, showing lack of
effect of Akt inhibitors on M�CD-stimulated glucose uptake,
indicate that a different mechanism operates in adult skeletal
muscle fibers where the T-tubule system is fully developed.
Emerging evidence suggests participation of a novel, PI3K-
independent pathway in glucose uptake. In adipocytes (26) and
myotubes in culture (15), this pathway involves a G protein
TC10-dependent signaling pathway but does not entail Akt
activation. This cascade also involves the insulin receptor and
the Cbl/C3G/TC10 pathway (9) and appears to occur within the
specialized environment of lipid raft microdomains in the
plasma membrane (15, 61). However, this novel pathway has
been controversial, and the role of the Cbl/C3G/TC10 pathway
in the modulation of GLUT4 translocation in adult skeletal
muscle cells awaits elucidation.

Insulin-induced cytoplasmic calcium signals. We show here,
through measurement of intracellular calcium in fibers, that
M�CD induces an increase in cytoplasmic calcium levels.
These results are physiologically relevant since an intracellular
calcium increase is a likely requisite for contraction-mediated
glucose uptake in skeletal muscle (48). The calcium ionophore
A23187 increases glucose uptake in L6 myotubes (42) and
primary myoblast cultures (52). In skeletal muscle fibers, Ca2�

influx is important for full stimulation of insulin-mediated
glucose uptake (12, 30, 32). Nonetheless, the role played by
cytoplasmic calcium signals on glucose uptake remains con-
troversial. Earlier work suggested that calcium stimulates glu-
cose transport in skeletal muscle by a pathway independent of
contraction (64). In rat epitrochlearis muscle, raising intracel-
lular Ca2� by in vitro treatment with the RyR agonist caffeine
increases glucose transport (57, 64). Dantrolene, an inhibitor of
the interaction between Cav1.1 and RyR1(1), inhibits GLUT4
trafficking to the plasma membrane via a Ca2�-dependent
mechanism and prevents insulin-dependent glucose uptake in
adipocytes (36). We found that dantrolene inhibits M�CD-
mediated glucose uptake, suggesting that M�CD stimulates
insulin-independent intracellular Ca2� signaling in skeletal
muscle fibers via stimulation of RyR-mediated Ca2� release.
We propose that the cytoplasmic calcium rise induced by
M�CD increases GLUT4 translocation to the cell surface,
leading to the consequent stimulation of glucose uptake.

Previous studies indicate that calcium signals may be rele-
vant for the late steps in the insulin-signaling pathway, en-
abling docking and fusion of GLUT4-containing vesicles to the
membrane (31). Recently, it has been reported in live adi-
pocytes that the 138-kDa C2 domain-containing phosphopro-
tein (CDP138) is required for optimal insulin-stimulated glu-
cose transport, GLUT4 translocation, and fusion of GLUT4-
containing vesicles with the plasma membrane (63). The
purified C2 domain of CDP138 binds Ca2� and lipid mem-
branes (63). In addition, studies in vitro have shown that the
cytoplasmic protein Doc2b, which possesses two homologous
C2 domains, promotes GLUT4 exocytosis by activating the
SNARE-mediated fusion reaction in a calcium- and mem-
brane-bending-dependent manner (65). Yet the mechanisms by
which intracellular calcium signals promote GLUT4 translo-
cation to the T-tubule and surface membranes and the subse-
quent increase in glucose transport remain largely unknown.
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Cholesterol lowering with M�CD decreases insulin
resistance. The use of controlled manipulation of membrane
cholesterol content has increased sharply in the past years,
especially as a method of studying putative cholesterol-en-
riched cell membrane domains (66). Various agents have been
developed for the treatment of type 2 diabetes mellitus and
insulin resistance; however, due to the increased population
suffering from these diseases, it is important to find new
therapeutic targets. The lowering of cholesterol accumulation
in skeletal muscle membranes could be one of them. We used
M�CD, a cyclic oligosaccharide consisting of seven �-(1–4)-
glucopyranose rings, to remove cholesterol from adult skeletal
fibers in vitro using HFD-fed mice as an experimental model of
insulin resistance. The exact mechanism by which M�CD
removes cholesterol from cells remains incompletely under-
stood, but the formation of cholesterol/M�CD inclusion com-
plexes at the membrane surface is a widely accepted option
(66). Here, we showed that M�CD has beneficial effects on
plasma glucose levels in HFD-fed mice. M�CD has biomedi-
cal and pharmaceutical interests and has been used in vivo with
nontoxic effects (55); it has recently received FDA approval
for the treatment of Niemann-Pick and Tangier diseases (60)
and has been suggested as a potential novel treatment of
diabetic nephropathy (39). Accordingly, M�CD and its deriv-
atives should be tested as possible drugs to treat insulin
resistance.

In conclusion, our findings imply a novel role for both
T-tubule cholesterol content and intracellular calcium tran-
sients on GLUT4 translocation and glucose transport in adult
skeletal muscle and suggest that partial cholesterol removal
from muscle fibers with M�CD may be a possible novel
therapeutic strategy to treat insulin resistance. To understand
how cholesterol accumulates in skeletal muscle and how
M�CD-mediated cholesterol removal alters specific cell func-
tions will require further mechanistic studies.
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