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Abstract

Human mutations in the gene PRKAG2 encoding the y2 subunit of AMP-activated protein kinase
(AMPK) cause a glycogen storage cardiomyopathy. Transgenic mice (TG T400N) with the human
T400N mutation exhibit inappropriate activation of AMPK and consequent glycogen storage in the
heart. Although increased glucose uptake and activation of glycogen synthesis have been documented
in PRKAG2 cardiomyopathy, the mechanism of increased glucose uptake has been uncertain.
Wildtype (WT), TGT400N and TG*2PN (carrying a dominant negative, kinase dead o2 catalytic
subunit of AMPK) mice were studied at ages 2—-8 weeks. Cardiac MRNA expression of sodium-
dependent glucose transporter 1 (SGLT1), but not facilitated-diffusion glucose transporter 1
(GLUT1) or GLUT4, was increased ~5-7 fold in TGT400N mice relative to WT. SGLT1 protein was
similarly increased at the cardiac myocyte sarcolemma in TG T490N mice. Phlorizin, a specific SGLT1
inhibitor, attenuated cardiac glucose uptake in TG 400N mice by ~40%, but not in WT mice. Chronic
phlorizin treatment reduced cardiac glycogen content by ~25% in TG 490N mice. AICAR, an AMPK
activator, increased cardiac SGLT1 mRNA expression ~3 fold in WT mice. Relative to TGT400N
mice, double transgenic (TG T400N/TG®2DN) mice had decreased (~50%) cardiac glucose uptake and
decreased (~70%) cardiac SGLT1 expression. TGT400N hearts had increased binding activity of the
transcription factors HNF-1 and Sp1 to the promoter of the gene encoding SGLT1. Our data suggest
that upregulation of cardiac SGLT1 is responsible for increased cardiac glucose uptake in the
TGT400N mouse. Increased AMPK activity leads to upregulation of SGLT1, which in turn mediates
increased cardiac glucose uptake.
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1. Introduction

The 5’ AMP-activated protein kinase (AMPK) is a widely expressed enzyme which serves as
acellular energy gauge, maintaining fuel supply by activating and inhibiting energy-generating
and energy-consuming pathways, respectively. Mutations in the gene PRKAG2, encoding the
v2 subunit of AMPK, have been demonstrated to produce a distinct cardiomyopathy in human
families characterized by glycogen storage, ventricular hypertrophy, ventricular preexcitation,
and progressive conduction system disease [1-3]. The association between PRKAG2 mutations
and glycogen storage cardiomyopathy has been confirmed in four different transgenic mouse
models [4-7]. Inappropriate activation of AMPK appears to be the primary consequence of at
least some PRKAG2 mutations, although inactivation of AMPK has been suggested in other
mutations [2,7-9]. We have shown in two transgenic models with the T400N and N488I
mutations, respectively, that the disease phenotype can be attenuated by genetically reducing
AMPK activity, suggesting that the functional effect of these mutations is a gain of function
of the catalytic activity [3,7].

In transgenic mice with the N4881 mutation, Luptak and colleagues demonstrated increases in
cardiac glucose uptake and glycogen synthesis [10]. However, the mechanism of increased
cardiac glucose uptake remained uncertain. There are two families of cellular glucose
transporters: the facilitated-diffusion glucose transporter (GLUT) family; and the sodium-
dependent glucose transporter (SGLT) family [11]. SGLTs transport glucose by a secondary
active transport mechanism which uses the sodium concentration gradient established by the
Na*/ K*-ATPase pump. Classically, it has been thought that only the GLUT isoforms GLUT1
and GLUT4 are responsible for glucose uptake in cardiac myocytes [12]. However, we have
recently reported that the SGLT isoform SGLT1 is present at the protein level in cardiac
myocytes, and appears to be localized to the sarcolemma [13]. In this study, we show that
SGLT1 is upregulated in transgenic mice with the T40ON mutation (TG T400N): that SGLT1 at
least partially mediates increased cardiac glucose uptake in TGT490N mice; that the disease
phenotype is partially attenuated by inhibition of SGLT1; and that the upregulation of cardiac
SGLT1 is caused by AMPK activity.

2. Materials and methods

2.1. Mice

Transgenic mice (TG 90Ny with cardiac myocyte-specific overexpression of human
PRKAG2 cDNA with the T400N mutation in the FVB background have been previously
described [7,14]. These mice recapitulate the human glycogen storage cardiomyopathy
phenotype. TG%2PN mice, which overexpress a dominant negative, kinase dead mutant of the
AMPK a2 catalytic subunit and have low cardiac myocyte AMPK activity, were a generous
gift of Rong Tian, MD, PhD [15]. Double transgenic mice (TG 400N/ TG*2DN) were obtained
by crossbreeding. Wildtype (WT) littermates were used as controls. In general, experiments
requiring harvests of cardiac tissue were performed at the same time of the day, approximately
10 AM, after 2 h of fasting.

All experiments using mice were consistent with the Guide for the Care and Use of Laboratory
Animals (US National Institutes of Health Publication No. 85-23, revised 1996) and were
approved by the University of Pittsburgh Institutional Animal Care and Use Committee.

2.2. Osmotic minipumps for chronic phlorizin delivery to mice

Osmotic minipumps (Alzet) were filled to deliver phlorizin (Sigma), a specific SGLT1
inhibitor, to mice chronically at a dose of 100 mg/kg/day. Phlorizin was dissolved in a solution
containing 10% ethanol, 15% DMSO, and 75% saline. In control mice, minipumps were filled
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with identical vehicle without phlorizin. Minipumps were implanted in the interscapular area
of 2 week old male mice after sedation with tribromoethanol (125 mg/kg IP) as previously
described [16].

2.3. In vivo cardiac glucose uptake

Basal cardiac glucose uptake was measured in mice as described [13]. In brief, mice were
administered 2-deoxy-D-[1-14C]-glucose (2-[1*C]DG) (10 pCi) intraperitoneally. After 30
min, mice were sacrificed and their hearts rapidly excised. Hearts were homogenized in 10
volumes of phosphate-buffered saline (PBS), and radioactivity in 20 pl of homogenate was
measured in a liquid scintillation counter. Because 2-deoxy-D-glucose is phosphorylated but
not further metabolized, it remains trapped inside cells. Thus, glucose uptake was estimated
by determining cardiac radioactivity. These cardiac glucose uptake assays were performed in
the following male mice at age 6-8 weeks: WT and TG 9N mice 10 min following the
administration of phlorizin (400 mg/kg intraperitoneally [IP]), indinavir (10 mg/kg IP), or
vehicle; and TGT400N/TG*2DN mijce, Phlorizin (Sigma), a specific SGLT1 inhibitor, was
dissolved at a concentration of 30 mg/ml in 10% ethanol, 15% DMSO, and 75% saline.
Indinavir (Fisher), a GLUT inhibitor, was dissolved in water at a concentration of 2.5 mg/ml.

2.4. RNA isolation and real-time quantitative PCR (QPCR)

Total RNA was isolated from whole heart with TRIzol (Invitrogen). Reverse transcriptase
reactions were performed as described [17] using the Superscript 111 First-Strand Kit
(Invitrogen) for first-strand cDNA synthesis. Primers for real-time quantitative PCR (QPCR)
analysis were designed using published sequence information, avoiding regions of homology
with other genes (Table). Ten ng of cDNA were analyzed on an ABI PRISM 7700 using
Absolute SYBR Green ROX PCR Master Mix (Thermo Scientific). Fold-changes were
calculated after normalization to cyclophilin transcript levels.

2.5. Protein extraction and membrane protein fractionation

Extraction of total cardiac protein was performed as described previously [14]. The preparation
and fractionation of membranes from cardiac tissue was performed using a commercially
available plasma membrane protein extraction kit (BioVision, #k268-50) according to the
manufacturer’s instructions. For membrane fractionation, 10-12 pooled hearts of each
genotype at ages 2 and 8 weeks, totaling at least 1 g in mass, were homogenized and processed
for extraction of total membrane protein (comprising sarcolemmal and intracellular membrane
bound proteins) or sarcolemmal membrane protein. The protein content in each fraction was
measured by Bradford reagent (Bio-Rad). The al subunit of the Na*/K*-ATPase, a
sarcolemmal membrane marker, was measured by immunoblot to document adequate
enrichment of membrane fractions.

2.6. Analysis of protein expression

Immunoblotting, autoradiography, and densitometry were performed as described previously
[14]. An equal amount (50-100 ug) of protein was separated by sodium dodecylsulfate
polyacrylamide gel electrophoresis (SDS-PAGE). For membrane fractionation studies, each
lane was loaded with extracts from 10-12 pooled hearts of each genotype at ages 2 and 8 weeks;
for all other studies, each lane was loaded with protein extracts from individual hearts as
indicated in the figures. After electrophoresis, proteins were transferred to PVDF membranes
(Amersham Biosciences). The membranes were then blocked in Tris-buffered saline Tween-20
(TBS-T; 10 mM Tris, pH 7.5, 150 mM NacCl, 0.05% Tween-20) and 5% non-fat dry milk for
1 h, and subsequently washed and incubated with primary antibodies in TBS-T and 2% bovine
serum albumin (BSA) at 4 °C overnight. The following antibodies and titers were used:
AMPKa (1:1000 dilution, Cell Signaling, # 2532), phospho-Thrl72 AMPKa (1:1000 dilution,
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Cell Signaling, # 2531), GLUT1 (1:5000 dilution, Abcam, # ab40084), GLUT4 (1:1000
dilution, Cell Signaling, #2299), Na*/K*-ATPase al (1:1000 dilution, Cell Signaling, #3010),
and SGLT1 (1:200 dilution, Santa Cruz, # sc-20582). After washing with TBS-T, membranes
were incubated with anti-rabbit (1:10000 dilution, Amersham, #NA934V) or anti-goat (1:2000
dilution, Santa Cruz, sc-2020) horseradish peroxidase conjugated secondary antibody for 1 h.
Signal was detected by chemiluminescence using the ECL detection system (Amersham). Gel
staining with Coomassie Blue was used as an internal control for equal loading of protein.
Quantification of bands on X-ray film was performed using Image J Software (NIH).

2.7. Tissue fixation and immunofluorescence staining

Mouse cardiac tissue was processed for immunofluorescence of SGLT1 as described
previously [18]. Hearts were fixed for 4 h at room temperature in PBS containing 4%
paraformaldehyde, 10 mM sodium periodate, 70 mM lysine, and 5% sucrose (PLP), washed
in PBS, and quenched in NH4CI [19]. Tissues were cryoprotected in a solution of 30% sucrose
in PBS overnight at 4°C. These tissues were embedded in OT compound (Tissue TEK, Sakura
Finetek) and mounted on a cutting block. After being frozen in a Reichert Frigocut microtome,
sections were picked up on Superfrost Plus slides (Fisher). Immunofluorescence staining was
performed on 4-um cryostat sections after SDS antigen retrieval [20]. Slides were washed in
PBS followed by incubation with a blocking solution containing 1% bovine serum albumin in
PBS-0.02% sodium azide for 15 min. Tissues were labeled using anti-murine SGLT1 antibody
(1:200 in DAKO diluent, raised in goat, Santa Cruz, #s5¢20582) for 75 min sections followed
by labeling with a secondary antibody (DAG-FITC 1:100, Jackson Immunologicals). For co-
immunolocalization studies, tissues were incubated with anti-murine SGLT1 antibody (1:75
dilution) and an antibody against the Na*/K*-ATPase (1:25 dilution, raised in rabbit, Cell
Signaling, #3010) overnight on the same tissues. After each antibody incubation, sections were
washed twice for 5 min in high-salt PBS (2.7% NaCl) and once in PBS, and then incubated
for 1 h with secondary antibodies, donkey anti-rabbit FITC and donkey anti-goat-CY3 (1:100
and 1:800 dilution, respectively, both from Jackson Immunologicals). After repeating the same
series of washes as above, the slides were mounted with Vectashield (Vector Labs). Parallel
control incubations omitting the primary antibody (“no-primary” control, using DAKO reagent
alone) or using a nonspecific primary antibody were performed. For the nonspecific primary
antibody control, 1gG goat (Lug/ul, 1:375 dilution in DAKO diluent, Sigma #15256) was used
on tissue from an 8 week old WT mouse for 75 min (0.002666667 ug/ul) followed by DAG-
CY3. The SGLT1 immunizing peptide used to produce this antibody was employed for peptide
inhibition controls as previously reported [13,21]. Images were obtained using a Leica
Confocal microscope. The acquisition settings for the immunolabeled tissues and the no-
primary controls were identical.

2.8. Cardiac glycogen content

Cardiac glycogen content was determined by the amyloglucosidase digestion method as we
have previously reported [7].

2.9. Chromatin Immunoprecipitation (ChIP)

Chromatin immunoprecipitation (ChlP) assays for binding activity of specificity protein 1
(Sp1) and hepatocyte nuclear factor 1 (HNF-1) to the promoter of the gene encoding SGLT1
were performed as described [22]. For each individual assay, approximately 30 mg of starting
cardiac tissue was used to harvest chromatin, and 0.45 pg of antibody was added to each sample.
The following antibodies were used: HNF-1 (Santa Cruz, # sc-8986) and Sp-1 (Santa Cruz,
sc-17824). QPCR primers used to quantify protein-DNA interaction are listed in the Table. For
Sp1, the primers were designed to quantify total binding activity at both Sp1 sites.

J Mol Cell Cardiol. Author manuscript; available in PMC 2011 October 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Banerjee et al. Page 5

2.10. Statistical analysis

Results are expressed as mean * SE. Differences between two groups were compared by
Student’s t test, and among multiple groups by one-way ANOVA with post hoc Bonferroni
test. A p-value of less than 0.05 was considered significant.

3. Results

3.1. TGTO00N hearts exhibit increased glucose uptake

We previously reported the presence of increased cardiac glycogen in TG "9N mice up to age
8 weeks [7]. Therefore, in the current study we measured in vivo cardiac glucose uptake in
TGT400N mice and WT littermates at ages 2 and 8 weeks. Significant increases in cardiac
glucose uptake were observed at ages 2 weeks (~1.5 fold) and 8 weeks (~2.5 fold) in
TGT400N mijce relative to WT (Fig. 1). These findings corroborate those reported by Luptak
and colleagues in transgenic mice with the N4881 mutation [10].

3.2. TGT400N hearts exhibit increased expression of genes in the glycogen synthetic pathway

We quantified cardiac mRNA expression of three genes involved in the glycogen synthesis
pathway in TGT400N mjce and WT littermates at ages 2 and 8 weeks: UDP glucose
pyrophosphorylase 2 (UDPG-PPL2), glycogen synthase 1 (GYS1), and glucan branching 1
(GBE1). GYS1 and GBE1 expression were significantly increased 3-10 fold in TG 400N hearts
relative to WT at both ages 2 and 8 weeks; UDPG-PPL2 expression was increased 2.5-fold in
TGT400N hearts only at age 8 weeks (Fig. 2). The upregulation of expression of these genes is
consistent with an increase in glycogen synthesis in TGT490N hearts, ultimately leading to
excess cardiac glycogen. These findings are similar to those reported in transgenic mice with
the N488I mutation [10].

3.3. GLUTL, but not GLUT4, expression is increased in TGN hearts

Classically, it has been thought that only GLUT1 and GLUT4 are responsible for glucose
uptake in cardiac myocytes [12]. Consistent with this paradigm, increased cardiac expression
of GLUT1 and GLUT4 has been found in different animal models that have increased cardiac
glucose uptake [23-25]. Therefore, we quantified GLUT1 and GLUT4 in TGT400N hearts at
the levels of total cellular mMRNA, total cellular protein, total membrane protein (comprising
sarcolemmal and intracellular membrane bound proteins), and sarcolemmal protein fraction.
There were no significant changes in cardiac GLUT1 and GLUT4 transcript levels as assessed
by QPCR in TG T400N mijce relative to WT littermates at ages 2 and 8 weeks (Fig. 3A). However,
GLUT1 protein expression was significantly increased (>1.6 fold) in extracts of total cellular
protein from TGT400N mijce relative to WT littermates at ages 2 and 8 weeks (Fig. 3B). Although
GLUT1 protein expression was not significantly increased in extracts of total membrane
protein from TG T400N mice relative to WT littermates at ages 2 and 8 weeks (Fig. 3C), GLUT1
protein expression was increased in extracts of sarcolemmal membrane protein from
TGT400N mijce relative to WT littermates at age 8 weeks (Fig. 3D).

In contrast, GLUT4 protein expression was either unchanged or decreased in TGT490N mice
relative to WT littermates. Specifically, GLUT4 protein expression was significantly decreased
in extracts of total cellular protein from TG 490N mice relative to WT littermates at ages 2 and
8 weeks (Fig. 3B). GLUT4 protein expression was not significantly different in extracts of total
membrane protein from TG T400N mice relative to WT littermates at ages 2 and 8 weeks (Fig.
3C). AMPK activation is associated with translocation of GLUT4 to the sarcolemma,
promoting glucose uptake [26,27]. Because we have previously shown inappropriate activation
of AMPK in TGT400N hearts [7], we measured GLUT4 in extracts of sarcolemmal membrane
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protein. However, there were no differences found in sarcolemmal GLUT4 protein expression
between TG 400N mice and WT littermates (Fig. 3D).

3.4. Increased glucose uptake in TGT400N hearts is associated with increased expression of

SGLT1

We have previously reported that SGLT1 protein is present in cardiac myocytes and appears
to be localized to the sarcolemma, and that its expression is perturbed in several disease states
[13]. Therefore, we next quantified SGLT1 in TGT490N hearts at the levels of total cellular
MRNA, total cellular protein, total membrane protein, and sarcolemmal protein fraction.
Cardiac SGLT1 transcript levels as assessed by QPCR were significantly upregulated ~7 fold
and ~5 fold, respectively, in TGT400N mice relative to WT littermates at ages 2 and 8 weeks
(Fig. 3A). However, SGLT1 protein expression was not elevated in extracts of total cellular
protein from TG T400N mice relative to WT littermates at ages 2 and 8 weeks (Fig. 3B). Despite
a lack of increase in total cellular SGLT1 protein, an increase in membrane bound SGLT1
protein was evident. Similar increases in SGLT1 protein expression were observed in extracts
of total membrane protein from TG 490N mice relative to WT littermates at ages 2 and 8 weeks
(Fig. 3C), and in extracts of sarcolemmal membrane protein from TG 49N mice relative to
WT littermates (Fig. 3D).

Immunofluorescence studies corroborated our membrane fractionation studies. SGLT1 had
similar subcellular distributions in cardiac myocytes from TGT49N mice relative to WT
littermates at ages 2 and 8 weeks incubated under the same conditions and using identical laser
and acquisition settings (Fig. 3E). Furthermore, there was partial co-localization of SGLT1
and Na*/K*-ATPase, a sarcolemmal membrane marker, in cardiac myocytes from 8 week old
WT and TGT400N mice (Fig. 3F, left vs. right).

3.5. SGLT1 inhibition attenuates cardiac glucose uptake and glycogen deposition in
TGT400N hearts to a greater degree than does GLUT inhibition

To determine whether the increased SGLT1 expression in TGT400N hearts was partially or
completely responsible for the increased cardiac glucose uptake that we had observed, we
measured cardiac glucose uptake in 4-6 week old TGT490N mijce in the presence of phlorizin,
a specific inhibitor of SGLT1. Whereas acute administration of phlorizin (400 mg/kg IP) had
no effect on cardiac glucose uptake in WT mice (Fig. 4A), it significantly reduced cardiac
glucose uptake in TGT400N mijce (Fig. 4B).

Since increased cardiac glucose uptake is thought to lead to increased cardiac glycogen
deposition in PRKAG2 cardiomyopathy [10], we hypothesized that chronic inhibition of
SGLT1 would attenuate this glycogen deposition. Subcutaneous osmatic minipumps
delivering phlorizin (100 mg/kg/day) or inert vehicle were implanted in 2 week old TG 400N
mice. Four weeks later, mice were sacrificed for harvest of hearts. A ~25% reduction in cardiac
glycogen content was observed in TG 400N mice treated chronically with phlorizin relative to
TGT400N mice administered inert vehicle (Fig. 4C).

In addition to SGLT1, GLUT1 was upregulated in TG 400N mice. Furthermore, even though
GLUT4 expression was not increased and localization was unperturbed in TGT400N hearts,
increases in its affinity or activity may still contribute to increased cardiac glucose uptake. To
determine the relative contributions of GLUT1 and GLUT4 to increased cardiac glucose
uptake, we administered indinavir (10 mg/kg IP), a GLUT inhibitor, to TG 40N mice and WT
littermates, and measured cardiac glucose uptake. Although WT mice exhibited a significant
reduction in cardiac glucose uptake (Fig. 5A), no significant reduction was observed in
TGT400N mijce (Fig. 5B). Combined with our observations with phlorizin, these data suggest
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that SGLT1 may be a greater contributor than GLUT1 and GLUT4 to the increased cardiac
glucose uptake in TG M9ON mice.

3.6. AMPK regulates cardiac SGLT1 expression

We have previously shown that TG T490N mice initially have inappropriate activation of AMPK
[7]. To determine whether AMPK activation may be associated with increased cardiac SGLT1
expression, 8 week old WT mice were administered aminoimidazole carboxamide
ribonucleotide (AICAR), a pharmacological activator of AMPK, at a dose of 500 ug/kg IP
twice at 3 h intervals. Mice were sacrificed 3 h following the second AICAR dose, and hearts
harvested. Phosphorylation of the o subunit of AMPK, which correlates with AMPK activity
[7], was increased (Fig. 6A). AMPK activation in mice receiving AICAR was associated with
increased cardiac SGLT1 mRNA expression (Fig. 6B).

TG*2DN mice, which overexpress a dominant negative mutant of the AMPK o2 catalytic
subunit and have low cardiac myocyte AMPK activity, have been previously described [15].
Double transgenic mice (TG T00N/TG2DN) were obtained by crossbreeding. TG 400N,
TG*2DN mice showed attenuation of AMPK overactivity (Fig. 6C), and we have previously
shown that these mice exhibit an attenuation of the phenotype relative to TG 400N [7].
TGT400N/TG22DN mice had attenuated cardiac glucose uptake (Fig. 6D) concurrent with a
decrease in SGLT1 transcript and protein expression (Figs. 6E to 6G). Therefore, cardiac
AMPK activity, SGLT1 expression, and glucose uptake appear to be associated.

The promoter of the SLC5A1 gene encoding SGLT1 contains three cis elements that increase
transcription—one binding site for hepatocyte nuclear factor 1 (HNF-1) and two binding sites
for specificity protein 1 (Spl) [28]. Therefore, we performed chromatin immunoprecipitation
(ChIP) assays in TGT400N and WT hearts to measure binding activity of these transcription
factors to the promoter. For Sp1, total binding activity at both Sp1 sites together was quantified.
Increased expression of SGLT1 in TG 490N hearts was associated with increased binding
activity of both HNF-1 and Sp1 (Figs. 6H and 6l).

4. Discussion

In this study, we have determined that SGLT1 is upregulated in a transgenic mouse with the
T400N mutation in PRKAG2 previously identified in human subjects with glycogen storage
cardiomyopathy; that SGLT1 appears to mediate at least part of the increased cardiac glucose
uptake and glycogen deposition in this mouse; that inhibition of SGLT1 attenuates the disease
phenotype; and that AMPK appears to regulate SGLT1 expression in the heart.

Human mutations in PRKAG2 lead to excess glycogen storage in several transgenic mouse
models [4-7]. Although increased cardiac glucose uptake and activation of glycogen synthesis
enzymes was documented in a transgenic mouse expressing the N4881 mutation [10], the
glucose transporter responsible for increased cardiac glucose uptake was not defined. Similarly,
in transgenic mice with an R225Q mutation in the y3 subunit of AMPK, skeletal muscle showed
increased expression of glycogen synthesis genes [29]. UDPG-PPL was also upregulated in
the skeletal muscle of carriers of the porcine RN- mutation in the y3 subunit of AMPK [30].
Consistent with these studies, we observed increased cardiac glucose uptake and increased
cardiac expression of genes in the glycogen synthesis pathway, including UDPG-PPL2, GYS1,
and GBE1, in TGT400N mjce,

Other animal models with increased cardiac glucose uptake exhibit increased expression of
GLUT1 and GLUT4 [23-25]. Since activation of AMPK promotes translocation of GLUT4
to the sarcolemma in cardiac myocytes [31], and we have documented early inappropriate
activation of AMPK in the TGT400N heart [7], we analyzed cardiac GLUT1 and GLUT4
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expression and localization in this model. GLUT1 protein expression was increased and
GLUT4 protein was unchanged or decreased in extracts of total cellular protein and
sarcolemmal membrane protein at ages 2 and 8 weeks. Moreover, administration of indinavir,
a GLUT inhibitor, to TGT400N mice did not significantly inhibit cardiac glucose uptake. These
findings suggest that, although GLUT1 expression is increased, GLUT1 and GLUT4 may not
be the most important contributors to the pathogenesis of the cardiomyopathy in TGT400N mice.

Although the facilitated-diffusion glucose transporters GLUT1 and GLUT4 have classically
been thought to be responsible for glucose uptake in cardiac myocytes [12], a previous study
showed that the expression of the sodium-dependent glucose transporter SGLT1 mRNA in the
human heart was unexpectedly about 10-fold higher than in the kidney [32]. We have recently
determined that SGLT1 is present at the protein level in cardiac myocytes, and appears to be
localized to the sarcolemma [13]. We have now confirmed that SGLT1 partially co-localizes
with the Na*/K*-ATPase, a sarcolemmal membrane marker, in cardiac myocytes (Fig. 3F).
The expression and function of SGLT1 has been previously established in small intestinal
enterocytes and renal proximal tubule S3 cells, where it mediates glucose uptake using the
sodium concentration gradient established by Na*/K* ATPase pump [11]. SGLT1 has a mass
of 73 kDa, 664 amino acids, and 14 membrane spans [33]. The transport cycle begins with two
external Na* ions binding to the SGLT1 and causing a conformational change that results in
an increase in affinity for glucose. Glucose binding induces a second conformational change
to expose the ligand-binding sites to the internal membrane surface, where glucose is released
into the cytoplasm, followed by the Na* ions. SGLT1 then returns to its initial conformation
[34]. The gene encoding SGLT1 is solute carrier family 5 member 1 ( SLC5A1 ) [35,36]. The
SLC5A1 promoter contains three cis elements which increase transcription—one binding site
for hepatocyte nuclear factor 1 (HNF-1) and two binding sites for specificity protein 1 (Sp1)
[28,37]. Sp1 is known to mediate gene expression changes in response to insulin and glucagon
[38]. Moreover, SGLT1 can be phosphorylated by protein kinases A (PKA) and C (PKC) at
Tyr®0, Ser303, Ser418 and Tyrb35 [33], which causes translocation of SGLT1 from intracellular
vesicles to the plasma membrane and an increase in glucose uptake [39,40]. In enterocytes,
intracellular SGLT1 is sequestered in compartments associated with microtubules that are a
reserve pool that can be recruited to the cell surface by exocytosis [41,42].

Having determined that SGLT1 protein is present in cardiac myocytes and is localized to the
sarcolemma, we examined whether SGLT1 is responsible for the increased glucose uptake in
TGT400N hearts. We observed a ~5-7-fold increase in SGLT1 transcript in the hearts of
TGT400N mice at ages 2 and 8 weeks. Although total cellular SGLT1 protein was not increased
in TGT400N mice at ages 2 and 8 weeks, total cellular membrane and sarcolemmal protein
extracts from TG 400N hearts exhibited increased levels of SGLT1. These data suggest that
SGLT1 is upregulated to the sarcolemma in TG 400N hearts. To determine whether this
upregulation of SGLT1 was associated with increased cardiac glucose uptake, we inhibited
SGLT1 activity using phlorizin both acutely (3 hours) and chronically (4 weeks). Increased
cardiac glucose uptake in TGT400N mouse was significantly inhibited by acute phlorizin
administration. Furthermore, chronic phlorizin administration resulted in a reduction in cardiac
glycogen content in TG 490N mice. Therefore, SGLT1 appears chronically to mediate
increased glucose uptake in PRKAG2 cardiomyopathy. Moreover, the differential effect of
GLUT and SGLT1 inhibitors on cardiac glucose uptake in TGT490N and WT mice suggests
that cardiac SGLT1 has a particularly important role in pathological or stressed states, relative
to baseline conditions.

It should be noted that mMRNA and protein measurements for GLUT1, GLUT4, and SGLT1
were not fully concordant. For example, although GLUT1 mRNA was unchanged in
TGT400N mice relative to WT littermates, GLUT1 protein was increased. In contrast, SGLT1
mRNA was increased at the total cell level, SGLT1 protein was unchanged at the total cell
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level, and SGLT1 protein was increased at the total membrane and sarcolemmal membrane
levels. We speculate that these findings may be related to differences in post-transcriptional
events, including protein stability and localization, ultimately leading to differences in activity
and impact on cardiac glucose uptake.

The attenuation of glucose uptake and cardiac glycogen content following acute and chronic
phlorizin administration, respectively, in TG T400N mjce points to SGLT1 as a potential target
for treatment in PRKAG2 cardiomyopathy and possibly other glycogen storage
cardiomyopathies. Phlorizin is an organic compound consisting of a glucose moiety and two
aromatic rings joined by an alkyl spacer [43]. It is a competitive inhibitor that appears to interact
with SGLT1 at two distinct sites [44]. The glucose moiety binds to the substrate binding site,
and the aromatic rings bind to a second site located in a large loop between transmembrane
helices 13 and 14. Although phlorizin is not in routine clinical use, it has been used
experimentally in diabetes to lower plasma glucose concentrations independent of insulin. Its
ability to inhibit intestinal glucose absorption and renal glucose resorption suggests a potential
role in treating obesity. It may even have a role in the treatment of malaria, since it has been
shown to inhibit pores that are induced by the parasite in the host erythrocyte cell membrane
and that are necessary for parasite growth [45]. However, because phlorizin is metabolized and
poorly absorbed in the intestine, parenteral administration would be necessary in the treatment
of cardiac disease. Newer compounds such as T-1095 and sergliflozin currently in development
may not be subject to this drawback.

Since TGT400N hearts exhibit early activation of AMPK [7], we hypothesized that AMPK
upregulates SGLT1 in cardiac myocytes. Administration of AICAR, an AMPK activator, to
WT mice significantly increased cardiac SGLT1 protein expression. Moreover, when AMPK
was genetically inhibited by crossing TGT400N with TG*2PN mice, double transgenic mice
(TGT400N/TG22DNy exhibited lower AMPK activity, decreased cardiac SGLT1 expression, and
decreased cardiac glucose uptake. These findings are consistent with both a role for AMPK in
the regulation of SGLT1 in cardiac myocytes, and a central role for SGLT1 in the pathogenesis
of PRKAG2 cardiomyopathy. Furthermore, AMPK o2 catalytic subunit activity appears to be
responsible for upregulation of SGLT1 through chronic transcriptional effects.

Additional evidence implicates AMPK in upregulation of SGLT1 in cardiac myocytes. We
previously reported that acute administration of the hormone leptin leads to upregulation of
cardiac SGLT1 transcript and an increase in cardiac glucose uptake, which can be inhibited by
the SGLT1 inhibitor phlorizin [13]. Leptin has been shown to activate AMPK in skeletal muscle
[46]. We have also shown that cardiac ischemia, which activates AMPK [26], leads to
upregulation of SGLT1 expression [13]. AMP, which activates AMPK, has been shown to
increase SGLT1 expression rapidly in the small intestine [47]. In Xenopus oocytes
coexpressing SGLT1 and constitutively active aR’0RAMPK (a1p1y1(R70Q)), AMPK
activation enhanced maximal currents but not substrate affinity of the transporter [48],
consistent with an effect on plasma membrane expression. Furthermore, the AMPK activators
AICAR, phenformin, and A-769662 increased SGLT1 protein abundance in the plasma
membrane of Caco2 cells. However, there is also conflicting evidence in the literature that
suggests the relationship between AMPK and SGLT1 is likely complex. AICAR has been
reported to decrease SGLT1 expression in the jejunum [49]. Thus, there may be differences
between acute and chronic AMPK regulation of SGLT1, and differences among tissues, cell
types, and possibly species.

The precise mechanism by which AMPK upregulates SGLT1 in cardiac myocytes remains to
be fully elucidated. Our data suggest that AMPK exerts a chronic transcriptional effect on
SGLT1. The promoter of the gene SLC5A1 encoding SGLT1 contains three cis elements that
increase transcription—one binding site for hepatocyte nuclear factor 1 (HNF-1) and two
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binding sites for specificity protein 1 (Sp1) [28]. Our ChlIP assays have shown increased
binding activity of both HNF-1 and Sp1 to the SLC5A1 promoter. Although at present AMPK
is not known to target Sp1 or HNF-1, Sp1 binding activity in general is known to be increased
by phosphorylation by other kinases [50]. Therefore, it is likely that AMPK stimulates SGLT1
transcription via these transcription factors, although it may also act on one of the putative
binding sites for other transcription factors found on the promoter. In other tissues,
phosphorylation of SGLT1 causes translocation of SGLT1 from intracellular vesicles to the
plasma membrane and an increase in glucose uptake [39]. AMPK may directly or indirectly
mediate SGLT1 phosphorylation. AMPK indirectly increases phosphatidylinositol 3-kinase
(PI1-3K) activity [51], and P1-3K activity in turn has been shown to regulate translocation of
SGLT1 [52]. Another mechanism is suggested by the observations that the protein HUR
increases SGLT1 mRNA stability by binding to a critical uridine-rich element (URE) in its 3’
untranslated region [53], and in hepatocytes AMPK stimulates the binding of HuR to its targets
[54]. Based on our data and evidence from the literature as outlined above, Fig. 7 presents a
hypothetical model of the mechanism by which increased AMPK activity leads to increased
cardiac glucose uptake via SGLT1 in PRKAG2 cardiomyopathy. Further studies will be
required to validate this model fully.

A potential limitation of this study is that cardiac glycogen levels, metabolic regulation, and
substrate utilization show substantial diurnal variations. Furthermore, expression of SGLT1 in
the gastrointestinal tract exhibits diurnal rhythmicity in concert with clock genes that is
independent of local luminal nutrient delivery [55,56]. Therefore, the results of our
experiments, performed at one standard time of the day, may not be fully generalizable to other
times of the day.

Another potential limitation of this study is that only male mice were studied in detail. Sex
influences phenotype severity in other cardiomyopathies [57]. However, differences in disease
phenotype based on sex have not been clearly documented in PRKAG2 cardiomyopathies, and
our own preliminary unpublished data in both human subjects and murine models suggest that
our findings in this study are applicable to both sexes.

In conclusion, our data suggest that inappropriate activation of AMPK, secondary to the T400N
mutation in PRKAG2, leads to increased cardiac SGLT1 expression, which in turn is
responsible for increased cardiac glucose uptake. While this study shows for the first time a
functional role of SGLT1 in cardiac disease, our previously reported work suggests that this
transporter is relevant far beyond PRKAG2 cardiomyopathy and is a heretofore unrecognized
participant in adaptive or maladaptive responses of the heart to a wide range of pathological
insults. SGLT1 expression is perturbed in diabetic cardiomyopathy and ischemic heart disease,
and functional improvement in failing left ventricles is associated with upregulation of SGLT1
[13]. As discussed above, AMPK and leptin, both of which mediate cardiac response to
ischemia, may exert their effects in part through SGLT1. Thus, SGLT1 may represent an
entirely novel therapeutic target in the heart, and agents that directly modify cardiac SGLT1
expression, localization, and activity may be useful in the modulation of cardiac energy
substrate utilization and in the treatment of glycogen storage cardiomyopathy, ischemic heart
disease, and other cardiac diseases.
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Fig. 1.

Cardiac glucose uptake was increased in TG 400N mice relative to WT littermates at ages 2
and 8 weeks, as assessed by administration of 2-deoxy-D-[1-14C] glucose (2-[14C]DG) (10
uCi) IP. Open bars, WT; closed bars, TGT400N, n =3/ group. *, P<0.05 versus WT.
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Fig. 2.

MRNA expression of genes responsible for glycogen synthesis was measured by real-time
quantitative PCR (QPCR) in total cardiac tissue from TGT49N mice and WT littermates at
ages 2 and 8 weeks. (A) UDP glucose pyrophosphorylase 2 (UDPG-PPL2) transcript levels
were significantly increased in TGT400N hearts at age 8 weeks, but not at age 2 weeks. (B)
Glycogen synthase 1 (GYS1) and (C) glucan branching 1 (GBEZL) transcript levels were
significantly increased in TGT400N hearts at ages 2 and 8 weeks. Open bars, WT; closed bars,
TGT400N n =3/ group. *, P<0.05; T, P<0.01 versus WT.
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Fig. 3.

Cardiac GLUT1, GLUT4, and SGLT1 mRNA and protein expression in TGT400N mice. (A)
Total cardiac GLUT1 and GLUT4 transcript expression, as assessed by QPCR, were similar
in TGT00N mice and WT littermates at ages 2 and 8 weeks, whereas cardiac SGLT1 transcript
expression was increased in TG 400N mice at ages 2 and 8 weeks (n = 3/ group). (B) In whole
heart homogenates, densitometry analysis of immunoblots showed that GLUT1 protein was
significantly increased, GLUT4 protein was significantly decreased, and SGLT1 protein was
unchanged in TGT490N mice relative to WT littermates at ages 2 and 8 weeks. (C) In total
membrane extracts, densitometry analysis of immunoblots showed that GLUT1 and GLUT4
protein expression was not significantly different in TGT490N mice relative to WT littermates
at ages 2 and 8 weeks, whereas SGLT1 protein expression was significantly increased in
TGT400N mice at ages 2 and 8 weeks. (D) In sarcolemmal membrane extracts, GLUT1 and
SGLT1 protein expression appeared to be mildly increased at age 2 weeks and greatly increased
at age 8 weeks in TGT400N mice relative to WT littermates, whereas there was no apparent
difference in GLUT4 expression (n = 10 — 12 / group, pooled into one lane). The al subunit
of the Na*/K*-ATPase, a sarcolemmal membrane marker, was used to document adequate
enrichment of membrane fractions. (E)iImmunofluorescence microscopy showed that SGLT1
(green) had similar subcellular distributions in WT and TGT400N cardiac myocytes at ages 2
and 8 weeks. (F) Immunofluorescence microscopy showed that a-subunit Na*/K*-ATPase
(green, upper panel) and SGLT1 (red, middle panel) partially co-localized (lower panel) with
in cardiac myocytes from 8 week old WT and TG 90N mige. (G) Control incubations were
performed with secondary antibody only (“no-primary” control) and with nonspecific primary
antibody, and showed no immunofluorescence labeling under identical acquisition conditions.
Open bars, WT; closed bars, TGT400N_ T TGT400N: W, WT. Molecular weights (MW) on
immunoblots were estimated by protein marker sizes. Coomassie blue staining was used to
document the relative quantity of protein loaded for the immunoblots and to normalize
densitometry analysis. Scale bars on photomicrographs represent 37.5 um. *, P<0.05; t,
P<0.01 versus WT.
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Fig. 4.

In?:reased cardiac glucose uptake and glycogen deposition in TGT400N mice was sensitive to
phlorizin, a specific SGLT1 inhibitor. (A) There was no significant change in cardiac glucose
uptake in 6-8 week old WT mice 10 min following acute administration of phlorizin (400 mg/
kg IP). (B) In contrast, cardiac glucose uptake was reduced in 6-8 week old TGT490N mjce 10
min following acute administration of phlorizin (400 mg/kg IP). (C) Chronic administration
phlorizin (100 mg/kg/day) using a subcutaneous osmotic minipump in TG 400N mice from age
2 weeks through age 6 weeks resulted in a reduction in cardiac glycogen content. Open bars,
vehicle treated control mice; closed bars, phlorizin treated mice. n=4/group, *, P<0.05 relative
to control.
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Increased cardiac glucose uptake in TG 90N mice was not significantly sensitive to indinavir,
a GLUT inhibitor. (A) There was a significant change in cardiac glucose uptake in 6-8 week
old WT mice 10 min following acute administration of indinavir (10mg/kg IP). (B) In contrast,
cardiac glucose uptake was not significantly reduced in 6-8 week old TGN mice 10 min
following acute administration of indinavir (10 mg/kg IP). Open bars, vehicle treated control
mice; closed bars, indinavir treated mice. n = 4 / group, *, P<0.05 relative to control.
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Fig. 6.

Cardiac SGLT1 expression was regulated by AMPK. (A) Levels of Thrl72 phosphorylated
AMPK a subunit (P-AMPKa), which reflect AMPK activity, were increased in 8 week old
male WT FVB mice after administration of the AMPK activator AICAR (500 ng/kg IP, twice
ata 3 hinterval). (B) Concurrently, cardiac SGLT1 mRNA expression was increased in these
mice after administration of AICAR (n = 6 / group). (C) Levels of Thrl72 phosphorylated
AMPK o subunit (P-AMPKa) were normalized in TG M00N/TG#2DN rejative to TG 490N hearts
at age 2 weeks. (D) Double transgenic mice (TG T400N/TG*2DN) exhibited attenuation of
cardiac glucose uptake (n = 3/ group). (E) Increased SGLT1 mRNA expression in TGT0ON
hearts was attenuated in TG T400N/TG2DN hearts, as assessed by QPCR (n = 3/ group). (F)
An immunoblot showed that the increased SGLT1 protein expression observed in TGTOON
hearts was attenuated in TGT400N/TG2DN hearts. (G) Densitometry analysis of the
immunoblot shown in panel F. Chromatin immunoprecipitation (ChIP) showed that increased
expression of SGLT1 in TG TOON hearts relative to WT was associated with increased binding
of (H) HNF-1 and (I) Sp1 to the promoter of the SLC5A1 gene encoding SGLT1 (n=3/group).
Molecular weights (MW) on immunoblots were estimated by protein marker sizes. Coomassie
blue staining was used to document the relative quantity of protein loaded for the immunoblots.
*, P<0.05, T, P<0.01.
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A hypothetical model of the mechanism by which increased AMPK activity leads to increased
cardiac glucose uptake via SGLT1 in PRKAG2 cardiomyopathy. AMPK directly or indirectly
phosphorylates the transcription factor Sp1, which increases binding of Sp1 to the promoter
of the SLC5A1 gene encoding SGLT. Binding of the transcription factor HNF-1 is also
increased by unknown mechanisms. These factors increase transcription of SLC5A1 . AMPK
stimulates binding of the protein HuR to a critical uridine-rich element (URE) in the 3’

untranslated region of the SGLT1 transcript, increasing its stability. AMPK directly or

indirectly phosphorylates the translated SGLT1 protein, increasing translocation of SGLT1 to
the sarcolemma. Increased sarcolemmal SGLT1 then leads to increased cardiac glucose uptake.
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Real-time quantitative PCR (QPCR) primers used to quantify mRNA expression and to quantify protein-DNA
interaction following chromatin immunoprecipitation.

Cyclophilin Sense 5-TGTGCCAGGGTGGTGACTT-3’
Antisense  5’-TCAAATTTCTCTCCGTAGATGGACTT-3’
GBE1 Sense 5'-CAGGCATGATTATTTTGGCTGT-3’
Antisense  5’-AATGCAAAGTGAGGCACAGAT-3’
GLUT1 Sense 5’-GAGTGACGATCTGAGCTACGG-3’
Antisense  5’-CGTTACTCACCTTGCTGCTG-3’
GLUT4 Sense 5-GTAACTTCATTGTCGGCATGG-3’
Antisense  5’-CCTGCTCTAAAAGGGAAGGTG-3’
GYS1 Sense 5’-GAATGGCAGTGAGCAAACAGT-3’
Antisense  5’-TCCTTGTCCAGCATCTTGTTC-3’
HNF-1 Sense 5’-CAGAACAGACTTTACCTGCCG-3’
Antisense  5’-GCGACAGTGGGGCTGC-3’
SGLT1 Sense 5-TCTGTAGTGGCAAGGGGAAG-3’
Antisense  5’-ACAGGGCTTCTGTGTCTTGG-3’
Spl Sense 5’-CAGAACAGACTTTACCTGCCG-3’
Antisense  5’-GCGACAGTGGGGCTGC-3’
UDPG-PPL2  Sense 5’-GAAGATTCGATTCAACCCTAT-3’
Antisense  5’-AAGGTGTAGATTTTCACACGA-3’
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