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Abstract

Hyperglycaemia during acute myocardial infarction is common and associated with increased mortality. Thioredoxin-interacting protein (Txnip)
is a modulator of cellular redox state and contributes to cell apoptosis. This study aimed to investigate whether or not hyperglycaemia enhances
Txnip expression in myocardial ischaemia/reperfusion (MI/R) and consequently exacerbates MI/R injury. Rats were subjected to 30 min. of left
coronary artery ligation followed by 4 hrs of reperfusion and treated with saline or high glucose (HG, 500 g/l, 4 ml/kg/h intravenously). In vitro
study was performed on cultured rat cardiomyocytes subjected to simulated ischaemia/reperfusion (SI/R) and incubated with HG (25 mM) or
normal glucose (5.6 mM) medium. In vivo HG infusion during MI/R significantly impaired cardiac function, aggravated myocardial injury and
increased cardiac oxidative stress. Meanwhile, Txnip expression was enhanced whereas thioredoxin activity was inhibited following HG treat-
ment in ischaemia/reperfusion (I/R) hearts. In addition, HG activated p38 MAPK and inhibited Akt in I/R hearts. In cultured cardiomyocytes sub-
jected to SI/R, HG incubation stimulated Txnip expression and reduced thioredoxin activity. Overexpression of Txnip enhanced HG-induced
superoxide generation and aggravated cardiomyocyte apoptosis, whereas Txnip RNAi significantly blunted the deleterious effects of HG. More-
over, inhibition of p38 MAPK or activation of Akt markedly blocked HG-induced Txnip expression in I/R cardiomyocytes. Most importantly, intra-
myocardial injection of Txnip siRNA markedly decreased Txnip expression and alleviated MI/R injury in HG-treated rats. Hyperglycaemia
enhances myocardial Txnip expression, possibly through reciprocally modulating p38 MAPK and Akt activation, leading to aggravated oxidative
stress and subsequently, amplification of cardiac injury following MI/R.
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Introduction

Hyperglycaemia commonly occurs in patients with acute myocardial
infarction and is associated with increased risk of mortality and poor
outcome [1, 2]. Although evidence from our laboratory and others
has demonstrated that hyperglycaemia exacerbates myocardial vul-
nerability to ischaemia/reperfusion (I/R) [3, 4], the underlying mecha-
nisms remain to be identified.

Strong evidence exists that increased oxidative stress, which oxi-
dizes biological macromolecules and impairs cell functions, is a major
pathogenic factor in I/R injury and diabetes [5, 6]. Growing evidence
has also shown that hyperglycaemia promotes excess generation of
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highly reactive oxygen species (ROS) and causes oxidative stress
which further exacerbates the development and progression of diabe-
tes and its complications [7]. Thus, oxidative stress is a reasonable
link between hyperglycaemia and myocardial vulnerability to I/R.
However, the ultimate culprit factor(s) which mediated hyperglyca-
emia-induced oxidative stress and aggravated myocardial ischaemia/
reperfusion (MI/R) injury remain unknown.

As an intracellular ROS-scavenging system, thioredoxin (Trx) sys-
tem (Trx, Trx reductase, and NADPH) is a major antioxidative system
which contributes to cellular redox balance and controls ROS forma-
tion. Trx reduces ROS through an interaction with the redox-active
centre of Trx to form a disulphide bond, which in turn can be elimi-
nated by Trx reductase and NAPDH [8]. Thioredoxin-interacting protein
(Txnip), formerly known as vitamin D3-up-regulated protein-1 or
thioredoxin binding protein-2, inhibits Trx anti-oxidative function by
binding to its redox-active cysteine residues. Overexpression of Txnip
inhibits the reducing activity of Trx and thereby can modulate the cel-
lular redox state and promote oxidative stress [9, 10], and this Txnip/
Trx axis has an important role in the preservation of cellular viability
[11]. In addition, experimental evidence has indicated that hyper-
glycaemia and diabetes could induce Txnip expression and decrease
Trx activity [12]. However, direct evidence to support a causative role
of Txnip in hyperglycaemia-aggravated MI/R injury is not currently
available.

Hyperglycaemia can increase the generation of free radicals and proin-
flammatory cytokines, further impair activation of Akt and increase apopto-
sis in cultured cardiomyocytes [13]. Our previous study has also indicated
that acute hyperglycaemia during ischaemia impairs Akt activation in I/R
myocardium [3]. In addition, previous studies have indicated that lack of
Txnip induces Akt signalling and improves insulin resistance [14, 15]. All
these suggest a close association between Akt and Txnip in hyperglyca-
emia. On the other hand, p38 mitogen-activated protein kinase (p38
MAPK) is an important stress signalling molecule and is involved in the
regulation of many cellular functions. Patients with insulin resistance
and/or type 2 diabetes have high levels of plasma free fatty acids,
inflammatory cytokines, and/or glucose which can activate p38 MAPK
[16]. Once p38 MAPK pathway is activated, it is capable of damaging
Trx system that further increases intracellular ROS level [17]. Thus,
we specially focus on the roles of Akt and p38 MAPK in hyperglyca-
emia-related Txnip expression in I/R hearts.

The aims of this study were to (1) determine the role of Txnip in
hyperglycaemia-aggravated MI/R injury; (2) investigate the underlying
mechanism with a special focus on Akt and p38 MAPK.

Materials and methods

The experiments were performed in adherence with the National Institutes
of Health Guidelines for the Use of Laboratory Animals and were approved

by the Fourth Military Medical University Committee on Animal Care.

Experimental protocol

Adult male Sprague-Dawley rats were fasted overnight and anesthetized

through intraperitoneal administration of 60 mg/kg pentobarbital

sodium. Myocardial ischaemia was produced by exteriorizing the heart
with a left thoracic incision followed by making a slipknot (6-0 silk)

around left anterior descending (LAD) coronary artery, as previously

described [18]. A microcatheter was inserted into LV through right car-

otid artery to measure the LV pressure. The artery pressure was mea-
sured by right femoral artery intubation. Intravenous infusion was

executed through left external jugular vein. Hemodynamic data were

continuously monitored on a polygraph and simultaneously digitized by
using a computer interfaced with an analogue-to-digital converter. Blood

samples were drawn from caudal vein before ischaemia, 30 min. after

ischaemia, 2 and 4 hrs after reperfusion, respectively, to measure blood

glucose levels by a glucose meter (Life-Scan, Milpitas, CA, USA).
After 30 min. of ischaemia, the slipknot was released and the myo-

cardium was reperfused for 4 hrs. Rats randomly received one of the

following solutions by intravenous infusion at a rate of 4 ml/kg/h

(n = 8/group): (1) MI/R+V (V, vehicle): saline throughout the whole
ischaemia and reperfusion period, beginning 5 min. before ischaemia;

(2) MI/R+HG: high glucose (HG) throughout the whole ischaemia and

reperfusion period (glucose 500 g/l). Sham-operated control rats (Sham
MI/R) underwent the same surgical procedures with the exception of

left anterior descending coronary artery occlusion. Hearts were excised

at the end of reperfusion and the tissue from the area-at-risk was har-

vested. The area-at-risk was delineated from the area-not-at-risk by
visualization of pallor upon transient LAD occlusion, immediately prior

to tissue dissection. In separate rats, hearts were excised to determine

myocardial infarct size.

Determination of myocardial infarction and
apoptosis

At the end of 4-hr reperfusion, myocardial infarction was determined by

means of a double-staining technique and a digital imaging system

(infarct area/area-at-risk 9100%) [3]. Myocardial apoptosis was analy-
sed by TUNEL (terminal deoxynucleoti-dyl transferase dUTP nick end

labelling) assay using an in situ cell death detection kit (Roche Molecu-

lar Biochemicals, Mannheim, Germany). TUNEL staining for apoptotic

cell nuclei and 4′,6-diamino-2-phenylindole staining for all myocardial
cell nuclei and a-sarcomeric actin staining for cardiomyocytes as

described previously [3]. The index of apoptosis was expressed by

number of apoptotic myocytes/the total number of myocytes counted
9100%. The caspase-3 activity of cardiomyocytes was measured by

using caspase colorimetric assay kits (Chemicon International, Temecu-

la, CA, USA), as described in our previous study [5].

Determination of plasma creatine kinase and
lactate dehydrogenase

Blood samples (1 ml) were drawn at 4 hrs after reperfusion. Plasma

creatine kinase (CK) and lactate dehydrogenase (LDH) activities were

measured spectrophotometrically (Beckman DU 640) in a blinded man-
ner. All measurements were assayed in duplicate.

Quantification of superoxide production

Superoxide production in tissue or cells was measured by lucige-

nin-enhanced chemiluminescence as described previously [19, 20].
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Superoxide production was expressed as relative light units (RLU) per
second per milligram heart weight (RLU/mg/s).

Determination of tissue malondialdehyde and
superoxide dismutase

The malondialdehyde (MDA) level and activities of antioxidant enzyme
superoxide dismutase (SOD) in heart homogenates were determined

spectrophotometrically as previously described [21].

Cell preparation and in vitro simulated
ischaemia/reperfusion model

Primary cultured neonatal rat cardiomyocytes from 1-day-old Sprague-

Dawley rats were employed. The hearts were rapidly excised, minced

and dissociated with 0.1% trypsin and 0.03% collagenase. The dis-

persed cells were then plated at a field density of 2 9 105 cells/cm2 on
60-mm culture dishes with DMEM supplemented with 10% foetal

bovine serum (FBS), 100 units/ml penicillin/streptomycin, and 0.1 mM

5-bromo-2-deoxyuridine to inhibit fibroblast proliferation. Simulated

ischaemia/reperfusion (SI/R) was performed as previously described
[22]. In brief, cardiomyocytes were exposed to glucose-free serum-free

culture medium and transferred into a Modular Incubator Chamber (Bil-

lumps-Rothenberg) flushed with 5% CO2 and 95% N2 for 2 hrs of
hypoxia at 37°C. After hypoxia, the culture medium was replaced with

fresh oxygenated normal or high-glucose cultured medium, and the

dishes were transferred to a normoxic incubator (95% air-5% CO2)

for 4 hrs of reoxygenation. All cells were starved with serum-free med-
ium for 12 hrs before normoxia or hypoxia treatment. Glucose concen-

trations in HG and control medium were 25 mM and 5.6 mM

respectively.

Trx activity assay

Trx activity was measured using the insulin disulphide reduction assay as
previously described [12], and expressed as nicotinamide adenine dinu-

cleotide phosphate oxidized (l mol) per minute per milligram of protein.

Real time PCR

Txnip gene expression was analysed by real time PCR (FTC-3000 qPCR

System, Funglyn Biotech Inc, Shanghai, China) using specific oligonu-

cleotides [12]: Txnip, 5′-CAAGTTCGGCTTTGAGCTTC-3′ (sense) and 5′-
GCCATTGGCAAGGTAAGTGT-3′ (antisense); Trx, 5′-GCTGATCGAGAG-
CAAGGAAG-3′ (sense) and 5′-TCAAGGAACACCACATTGGA-3′ (antisense).
GAPDH was used as the internal control, 5′-GGACCTGACCTGCCGTC-
TAG-3′ (sense) and 5′-TAGCCCAGGATGCCCTTGAG-3′ (antisense).

Western blot analysis

The expressions of Txnip, Trx, Akt, p38 MAPK and the phosphorylation

of Akt and p38 MAPK were measured using Western blot as described

previously [23]. Protein content was determined with BCA protein assay

and protein samples were separated by electrophoresis on SDS-PAGE
and transferred to a polyvinylidene difluoride membrane. The mem-

branes were blocked with 5% milk and incubated overnight with the

appropriate primary antibodies respectively [anti-Txnip, anti-Trx (Santa

Cruz Biotechnology, Santa Cruz, CA, USA), anti-gp91phox, anti-phospho-
(p)-Akt, anti-Akt (Cell Signaling Technology, Beverly, MA, USA), anti-p-

p38 MAPK, anti-p38 MAPK (Abcam, Cambridge, UK)], followed by incu-

bation with the corresponding secondary antibodies. The blots were
visualized with ECL-plus reagent. Beta-actin was used as the internal

loading control.

Adenovirus infection

Adenoviral vectors for overexpression of Trx (AdTrx) and Txnip (AdTx-

nip) were used as previously described [11]. Viruses were propagated

in 293 cells and kept at �80°C with a titre of 1011–12 pfu/ml before
use. Gene transfer with adenovirus encoding GFP was used as an inter-

nal control. Cardiomyocytes plated at a density of 0.5 to 1 9 105/cm2

were infected by adenovirus at 50 multiplicity of infection (moi) for
2 hrs at 37°C in a humidified, 5% CO2 incubator. Subsequently, the

cells were cultured in serum-free DMEM media for an additional 24 hrs

before processing.

Transfection of siRNAs

Cardiomyocytes were allowed to attach for 16–24 hrs prior to transfec-

tion. Double-stranded RNAi for selective silencing of Txnip (aaaca-
gaccttggactacttt) with a final concentration of 100 nM was transfected

into cells (FuGENE Reagent, Roche Applied Science, Mannheim, Ger-

many) according to the manufacturer’s instructions. After transfection,
cells were incubated with HG for Txnip expression. Scrambled RNAi

was used as control. Knockdown of gene expression was identified by

Western blot analysis 48 hrs after transfection.

Intramyocardial injection of Txnip siRNA in vivo

Txnip specific small interfering RNA or scrambled siRNA (20 lg diluted
in 40 ll vivo-jetPEITM and 10% glucose mixture) were injected into the

apex and anterolateral wall of the heart with a 30-gauge needle in rats.

After 48 hrs of siRNA injection, the rats were subjected to 30 min. of

ischaemia and 4 hrs of reperfusion, receiving HG throughout the whole
ischaemia and reperfusion period (glucose 500 g/l, 4 ml/kg/h intrave-

nously). At the end of reperfusion, hearts were excised for the determi-

nations.

Statistical analysis

All values are presented as means ± SEM. Differences were com-
pared by ANOVA followed by Bonferroni correction for post hoc t test,

where appropriate. Probabilities of <0.05 were considered to be sta-

tistically significant. All the statistical tests were performed with the

GraphPad Prism software version 5.0 (GraphPad Software, San
Diego, CA, USA).
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Results

Hyperglycaemia aggravated I/R-induced cardiac
dysfunction

As shown in Fig. 1A, no significant differences in blood glucose
levels were observed among all groups under baseline conditions.
MI/R has no effect on blood glucose while high glucose infusion
during MI/R significantly increased blood glucose compared with
those in vehicle.

No significant differences were observed in systemic hemody-
namics among all groups under baseline conditions. There were no
significant differences in heart rate among all groups during ischae-
mia or reperfusion period although blood pressure was significantly
decreased in both groups following ischaemia. MI/R significantly
impaired cardiac functions as evidenced by decreased + LVdP/dtmax

and �LVdP/dtmax after 4 hrs of reperfusion (P < 0.01). Compared
with vehicle-treated group, HG further reduced ±LVdP/dtmax by 13.2
and 14.1% respectively (P < 0.05, Fig. 1D and E). These data demon-
strated that hyperglycaemia during MI/R markedly decreased cardiac
function.

A

B F

G
I

D

C

E H

Fig. 1 Hyperglycaemia decreased cardiac functions and increased myocardial injury in rats subjected to myocardial ischaemia/reperfusion. (A) Blood
glucose levels; (B) Heart rate; (C) MABP, mean arterial blood pressure; (D) +LVdP/dtmax, the instantaneous first derivation of left ventricle pressure;
(E) -LVdP/dtmax. MI/R, myocardial ischaemia/reperfusion (30 min./4 hrs); (F) Top: representative photographs of heart sections. Blue-stained portion

indicates non-ischaemic, normal region; red-stained portion, ischaemic/reperfused but not infarcted region; and negative-stained portion, ischaemic/

reperfused infarcted region. Bottom: myocardial infarct size expressed as percentage of area-at-risk (AAR); (G) Plasma creatine kinase (CK) and lac-

tate dehydrogenase (LDH) levels; (H) Top: representative photomicrographs of in situ detection of apoptotic myocytes by TUNEL staining. Green flu-
orescence shows TUNEL-positive nuclei; blue fluorescence shows nuclei of total cardiomyocytes; Red fluorescence shows cardiomyocytes; Original

magnification9400; Bottom: percentage of TUNEL-positive nuclei in heart tissue sections; (I) Myocardial caspase-3 activity. MI/R, myocardial ischae-

mia/reperfusion (30 min./4 hrs); Sham MI/R, sham-operated; V, vehicle; HG, high glucose; I, ischaemia; R, reperfusion. Values presented are

means ± SEM. n = 8/group. *P < 0.05, **P < 0.01 versus Sham MI/R, #P < 0.05, ##P < 0.01 versus MI/R+V.
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Hyperglycaemia exacerbated I/R-induced
myocardial injury

Thirty minutes of ischaemia and 4 hrs of reperfusion resulted in myo-
cardial injury, as evidenced by increased infarct size (Fig. 1F), plasma
CK/LDH activities (Fig. 1G) and myocardial apoptosis (Fig. 1H and I).
HG treatment further elevated MI/R-induced deleterious effects (all
P < 0.05). These results provided direct evidence that hyperglyca-
emia during MI/R exacerbated myocardial injury.

Hyperglycaemia increased oxidative stress in I/R hearts

As seen in Fig. 2A, compared with sham-operated hearts, I/R myocar-
dium showed a significant increase in superoxide content (P < 0.01),
and HG treatment further enhanced superoxide accumulation
(P < 0.05 versus MI/R+V). Afterwards, we determined gp91phox

expression, a major component of NADPH oxidase that is the most
important superoxide-producing enzyme in the ischaemic reperfused
heart. As expected, HG infusion markedly increased MI/R-stimulated
gp91phox expression (P < 0.05, Fig. 2B). In addition, MDA was
observed as a biomarker to measure the level of oxidative stress. There
was a robust increase in MDA production in I/R hearts compared with
the sham objects, and treatment with HG amplified this harmful effect
(Fig. 2C). In contrast, antioxidant enzymes SOD content in cardiac tis-
sue was also reduced in MI/R rats with or without HG infusion
(Fig. 2D). These results demonstrated that hyperglycaemia stimulated
superoxide overproduction and increased oxidative stress in I/R hearts.

Hyperglycaemia stimulated Txnip expression and
inhibited Trx activity in I/R hearts

As Txnip accumulation is known to promote oxidative stress, we next
determined myocardial Txnip expression in hyperglycaemia-treated I/
R hearts. As summarized in Fig. 3A, both MI/R with vehicle and HG-
stimulated myocardial Txnip expression. Furthermore, HG-treated
hearts showed a significant increase in Txnip content compared with
those in vehicle. These data suggested that MI/R-induced Txnip was
enhanced after HG treatment. As Txnip is a physiological inhibitor of
Trx, the consequences of Txnip overproduction by I/R and HG have
been studied by assessing Trx activity. Although no significant differ-
ence in Trx expression was observed among all groups, Trx activity
was significantly inhibited following MI/R (P < 0.05, Fig. 3B), and
HG infusion further down-regulated I/R-reduced Trx activity
(P < 0.05). These results indicated that hyperglycaemia could further
stimulate MI/R-induced Txnip expression and subsequently inhibit
Trx activity.

Hyperglycaemia activated p38 MAPK and
inhibited Akt in I/R hearts

To examine the potential signalling pathways involved in HG and/or I/
R-elicited cardiac injury, we examined phosphorylation of cellular
stress-sensitive kinase p38 MAPK and the anti-apoptotic factor Akt.
As shown in Fig. 3C and D, there was no significant difference in p38
MAPK or Akt expression among all groups. However, phosphorylation

A B

C D

Fig. 2 Hyperglycaemia enhanced oxidative
stress in rats subjected to myocardial

ischaemia/reperfusion. (A) Cardiac super-

oxide generation; (B) gp91phox expression.
Top images: representative blots; (C)
Myocardial malondialdehyde (MDA) con-

tents; (D) Myocardial superoxide dismu-

tase (SOD) contents. MI/R, myocardial

ischaemia/reperfusion (30 min./4 hrs);
Sham MI/R, sham-operated; V, vehicle;

HG, high glucose. Values presented are

means ± SEM. n = 8/group. *P < 0.05,
**P < 0.01 versus Sham MI/R, #P < 0.05

versus MI/R+V.
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of p38 MAPK and Akt was increased following MI/R. Compared with
MI/R, HG infusion further stimulated p38 MAPK activation. In con-
trary, MI/R-induced Akt activation was markedly inhibited after HG
treatment. These results indicated that HG treatment activated the
stress kinase p38 MAPK whereas inhibited survival Akt signalling in I/
R hearts.

Txnip mediated hyperglycaemia-aggravated
oxidative stress and SI/R injury in vitro

Our in vivo experimental results demonstrated that treatment with HG
significantly increased Txnip expression, inhibited Trx activity, stimu-
lated superoxide production and thus aggravated myocardial injury
following MI/R. To obtain more evidence to support a causative link
between Txnip and HG-aggravated oxidative stress and myocardial
injury, an additional study was performed using cultured neonatal rat
cardiomyocytes. As illustrated in Fig. 4A, exposing cardiomyocytes to
HG or SI/R significantly decreased Trx activity (P < 0.05). Moreover,
HG plus SI/R showed a further reduction in Trx activity compared
with SI/R group (P < 0.05). No significant difference was observed in
the expression of Trx mRNA or protein levels among all groups
(Fig. 4B and D). Importantly, increased expression of Txnip was
found in HG or SI/R groups, as evidenced by elevated protein and

mRNA levels. Cardiomyocytes incubated with HG following SI/R
showed a higher Txnip expression (Fig. 4B and C). These results
demonstrated that I/R-induced Txnip expression was up-regulated
after incubation with HG in vitro.

To directly clarify the critical role of Txnip in HG-exacerbated
SI/R injury, we investigated the effects of up-regulating or down-
regulating Txnip expression on superoxide generation and cell
apoptosis. Overexpression of Txnip resulted in significant increased
cellular levels of superoxide and cardiomyocyte apoptosis following
SI/R (both P < 0.05). Compared with cardiomyocytes treated with
normal glucose, HG incubation during I/R markedly stimulated
ROS production and cell apoptosis, and Txnip overexpression
exhibited higher ROS production and cardiomyocyte injury. In con-
trast, adenoviral gene transfer of Trx strongly inhibited the
increase in superoxide and apoptosis during SI/R, and blocked the
additional deleterious effects of HG incubation (Fig. 5A and B).
Moreover, Txnip RNAi significantly inhibited the hyperglycaemia-
increased Txnip protein level although there were no changes in
Trx expression (Fig. 5C). Consistently, gene knockdown of Txnip
significantly reduced SI/R-induced oxidative stress and apoptosis
in cardiomyocytes treated with normal or high glucose (Fig. 5D
and E). All these data demonstrated that Txnip contributes to hy-
perglycaemia-induced oxidative stress and cell injury in I/R cardio-
myocytes.

A C

B

D

Fig. 3 Hyperglycaemia stimulated Txnip

expression and inhibited Trx activity in rats
subjected to myocardial ischaemia/reperfu-

sion. (A) Txnip and Trx expression; (B) Myo-
cardial Trx activity; (C) Phosphorylation of
p38 MAPK; (D) Phosphorylation of Akt. Top

images of A, C and D: representative blots;

MI/R, myocardial ischaemia/reperfusion

(30 min./4 hrs); Sham MI/R, sham-operated;
V, vehicle; HG, high glucose. Values pre-

sented are means ± SEM. n = 6–8/group.
*P < 0.05 versus Sham MI/R, #P < 0.05

versus MI/R+V.
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Hyperglycaemia regulated Txnip through p38
MAPK and Akt

Our in vivo study demonstrated that HG treatment activated p38
MAPK and inhibited Akt. To determining whether HG-stimulated Txnip
expression through altering the two signalling pathways, pharmaco-
logical inhibitors or agonists were used. As seen in Fig. 6A, there was
no significant difference in p38 MAPK expression among all groups.
HG incubation significantly stimulated p38 MAPK activation, which
was markedly inhibited by p38 inhibitor. Similarly, there was a
significant increase in the expression of Txnip protein (Fig. 6A) and
mRNA (Fig. 6B) after HG treatment, whereas p38 inhibitor SB239063
abolished these effects. These data suggested that HG-induced p38
MAPK activation was essential for Txnip expression. Our further
results revealed that although Akt expression had no changes, HG
treatment effectively reduced Akt phosphorylation (Fig. 6C). Co-incu-
bation with platelet-derived growth factor (PDGF-BB, 4 ng/ml) was
aimed to increase Akt phosphorylation whereas wortmannin
(100 nM, PI3-kinase inhibitor) was treated to inhibit Akt activation.
Interestingly, co-incubation with PDGF-BB markedly reduced
HG-induced Txnip protein (Fig. 6C) and mRNA (Fig. 6D) expressions
following SI/R whereas pre-treatment with wortmannin significantly
increased Txnip expression. The data revealed that Akt activation
inhibited Txnip expression, and in turn, its inactivation in hyperglyca-
emia promoted the expression of Txnip. Taken together, these
findings suggested involvement of p38 MAPK and Akt in hyperglyca-
emia-regulated Txnip expression.

Suppressing Txnip with Txnip siRNA markedly
alleviated MI/R injury in HG-treated rats

Having demonstrated that hyperglycaemia reciprocally modulated
p38 MAPK and Akt activation and thus enhanced myocardial Txnip
expression, ultimately aggravating SI/R injury in vitro, we next used a

genetic approach to reduce Txnip in vivo to obtain more solid evi-
dence to support a causative role of Txnip and increased myocardial
injury. After 48 hrs of intramyocardial siRNA (Txnip siRNA or scram-
bled siRNA) injection, the rats were subjected to MI/R as described
above and treated with HG (500 g/l, 4 ml/kg/h intravenously). As
summarized in Fig. 7A and B, cardiac expression of Txnip mRNA and
protein level were both decreased after Txnip siRNA injection in
HG-treated I/R myocardium (P < 0.01). We next determined whether
or not the reduction in Txnip could reverse MI/R injury following HG
infusion. As shown in Fig. 7C and D, myocardial injury in Txnip siR-
NA-treated hearts was markedly alleviated compared with vehicle or
scrambled siRNA-injected hearts, as evidenced by decreased myocar-
dial infarct size and caspase-3 activity (P < 0.05). Therefore, reduc-
tion in Txnip in HG-treated hearts increased the tolerance of these
hearts to ischaemic injury.

Discussion

The major findings from this study are as follows. First, we have dem-
onstrated that hyperglycaemia increases I/R-induced myocardial
Txnip expression in vivo, accompanying with increased oxidative
stress and myocardial injury. Second, our in vitro study has provided
the first evidence that Txnip is one of the ultimate culprit factors
which mediate hyperglycaemia-aggravated oxidative stress and is-
chaemic injury, and the hyperglycaemia-increased Txnip expression
is, at least in part, due to activation of p38 MAPK and inhibition of
Akt. Third and most important, intramyocardial injection of Txnip siR-
NA markedly decreased Txnip expression and alleviated MI/R injury in
HG-treated rats. To the best of our knowledge, this is the first report
demonstrating the critical role of Txnip in hyperglycaemia-exacer-
bated MI/R injury.

Hyperglycaemia with myocardial infarction is associated with an
increased risk of in-hospital mortality in patients [2]. Experimental
evidence has suggested that diabetic hearts reveal an increased

A B

C D

Fig. 4 Hyperglycaemia stimulated Txnip

expression and inhibited Trx activity in

stimulated ischaemia/reperfusion cardio-

myocytes. (A) Myocardial Trx activity
expressed as percentage of baseline; (B)
Western blots showing Txnip and Trx pro-

tein expression; (C) Txnip mRNA expres-

sion; (D) Trx mRNA expression. Control,
normal culture condition; SI/R, simulated

ischaemia/reperfusion; HG, high glucose.

Values presented are means ± SEM.
n = 6/group. *P < 0.05, **P < 0.01 ver-

sus Control, #P < 0.05 versus SI/R.
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A

B

C

D

Fig. 6 Hyperglycaemia increased Txnip

through reciprocally regulating p38 MAPK
and Akt. (A) Western blots showing p38

MAPK phosphorylation and expressions of

total p38 MAPK, Txnip and Trx in I/R car-
diomyocytes receiving different treat-

ments. (B and D) Txnip mRNA expression

in cardiomyocytes following different

treatments. (C) Western blots showing Akt
phosphorylation and expressions of total

Akt, Txnip and Trx in I/R cardiomyocytes

receiving different treatments. SI/R, simu-

lated ischaemia/reperfusion; HG, high glu-
cose; SB, p38 MAPK inhibitor SB239063;

P-BB, platelet-derived growth factor

PDGF-BB, Akt agonist; Wm, wortmannin,
PI3-kinase inhibitor. Values presented are

means ± SEM. n = 6/group. *P < 0.05

versus SI/R, #P < 0.05 versus SI/R+HG.

A B

D

C

E

Fig. 5 Hyperglycaemia promoted oxidative
stress and aggravated ischaemia/reperfu-

sion cardiomyocyte injury through regula-

tion of Txnip expression. (A) Cardiac

superoxide generations after adenoviral
gene transfer of Txnip or Trx in SI/R with

or without hyperglycaemia; Cells were

infected with adenoviral vectors for over-

expression of Txnip, Trx, or GFP alone
(controls) for 48 hrs before SI/R. (B) Per-
centage of apoptotic cells as assessed by

TUNEL staining. (C) Western blots show-
ing Txnip and Trx protein expression after

Txnip RNAi. (D) Cardiac superoxide gener-

ations after gene silencing of Txnip in SI/

R with or without hyperglycaemia. Cells
were transfected with Txnip silencing or

scrambled RNAi for 48 hrs before SI/R.

(E) Percentage of apoptotic cells as

assessed by TUNEL staining. Control, nor-
mal culture condition; SI/R, simulated

ischaemia/reperfusion; HG, high glucose.

Values presented are means ± SEM.

n = 6/group. *P < 0.05, **P < 0.01 ver-
sus SI/R+adGFP (or Scrambled RNAi);
#P < 0.05, ##P < 0.01 versus SI/

R+HG+adGFP (or Scrambled RNAi).
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susceptibility to cardiac ischaemia [24, 25]. As stated by previous
studies, stress hyperglycaemia was defined as blood glucose
� 10 mmol/l [26, 27], which was associated with higher mortality
[28]. In our preliminary study, we found that rats receiving glucose
(500 g/l) showed severe hyperglycaemia (� 15 mmol/l), which simu-
lated the stress hyperglycaemia seen in human patients with AMI. In
addition, our present study demonstrated that hyperglycaemia aggra-
vated I/R-induced myocardial injury in animals without diabetes [3].
Thus, hyperglycaemia is an established risk factor during myocardial
infarction. Of the many theories regarding the development of reper-
fusion injury, the enhanced generation of highly ROS by the heart
during the acute reperfusion phase, including superoxide anion,
hydrogen peroxide and hydroxyl radical, is an appealing one that is
supported by a large foundation of experimental evidence [6, 29]. In
this study, we have demonstrated that hyperglycaemia further
promoted MI/R-induced ROS production, MDA content and gp91phox

expression (a critical component of NADPH oxidase which is one of
the major sources of superoxide anion in the heart). In addition, car-
diac SOD content was significantly impaired in I/R hearts with or
without HG treatment. The loss of membrane integrity seems to be
the major mechanism of free radical-mediated MI/R injury. Also, free
radicals may depress Ca2+-regulatory mechanism ultimately results in
intracellular Ca2+ overload and cell death [30]. These data suggest
that hyperglycaemia aggravated oxidative stress and reperfusion
injury in I/R hearts.

Txnip has a molecular mass of 50 kD and is originally identified in
a yeast two-hybrid screen for proteins that bind to Trx. It has been
found that Txnip regulates the cellular redox state by binding to and
inhibiting Trx in a redox-dependent fashion. In addition, accumulating

studies have indicated important roles for Txnip in redox-independent
signalling, including metabolic control, regulation of HIF-1 and sup-
pression of proliferation [31]. Moreover, evidence has suggested that
Txnip shuttles into the mitochondria in response to oxidative stress,
binds to and oxidizes Trx2, thereby reduces Trx2 binding to ASK1 and
allowes for ASK1 activation, resulting in induction of the mitochon-
drial pathway of apoptosis [32]. Hyperglycaemia has been identified
as an inducer of Txnip expression in many types of cells including
cardiomyocytes [12, 17, 33–35], and Txnip expression is strongly up-
regulated in human diabetes [36] and diabetic complications [37],
indicating that Txnip is a potential diabetogenic signal. However, few
studies have been conducted on hyperglycaemia-regulated Txnip in I/
R hearts. Importantly, a very recent study has demonstrated that
deletion of Txnip in mice impairs mitochondrial function, but protects
the myocardium from ischaemia-reperfusion injury with enhanced
anaerobic glycolysis [38], suggesting that Txnip is deleterious to I/R
hearts. However, whether Txnip is the ultimate culprit factor mediat-
ing hyperglycaemia-increased myocardial vulnerability remains
unknown. This study demonstrated for the first time, to our knowl-
edge, that hyperglycaemia promoted I/R-induced myocardial Txnip
expression in rat hearts and cardiomyocytes. Moreover, gene
silencing of Txnip reduced hyperglycaemia-elevated ROS production
and apoptosis in SI/R, whereas Txnip overexpression further
enhanced HG-stimulated oxidative stress and aggravated SI/R injury.
These data provided the direct evidence that increased Txnip expres-
sion plays a key role in excessive ROS production and cell apoptosis
induced by hyperglycaemia during I/R. More importantly, our in vivo
study revealed that intramyocardial injection of Txnip siRNA signifi-
cantly decreased Txnip expression and thus effectively reduced

A B

C D

Fig. 7 Suppressing Txnip with Txnip siRNA
alleviated myocardial injury in high glucose-

treated rats following 30 min. of ischaemia

and 4 hrs of reperfusion. (A) Txnip mRNA

expression; (B) Txnip protein expression,
Top images: representative blots; (C) myo-

cardial infarct size expressed as percentage

of area-at-risk (AAR); (D) Myocardial

caspase-3 activity. MI/R, myocardial ischae-
mia/reperfusion (30 min./4 hrs); HG, high

glucose; NC, negative control. Values pre-

sented are means ± SEM. n = 4–5/group.
*P < 0.05, **P < 0.01 versus MI/R,
#P < 0.05, ##P < 0.01 versus NC SiRNA.
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myocardial infarct size and apoptosis in hyperglycaemia-treated I/R
hearts, confirming the critical role of Txnip in hyperglycaemia-aggra-
vated MI/R injury. In contrast, our results indicated that Trx activity
was significantly inhibited following MI/R and further decreased in HG
group. Notably, adenoviral overexpression of Trx could alleviate these
harmful effects of hyperglycaemia during SI/R. Trx is anti-apoptotic
and exerts its cardioprotective effects by reducing I/R-induced oxida-
tive/nitrative stress [39]. Recent study has also indicated that Trx
overexpression reduces oxidative stress and apoptosis, induces
angiogenesis and neovascularization and ultimately prevents the
post-ischaemic ventricular remodelling [40]. As Txnip is a well-recog-
nized endogenous inhibitor of Trx, these studies strongly support our
conclusion that Txnip overexpression reduced Trx activation, leading
to enhanced oxidative stress and aggravating post ischaemic injury.

Different stimuli such as growth factors, inflammatory cytokines
or a wide variety of environmental stresses can activate p38 MAPK.
Once activated, p38 MAPK targets many important kinases and
transcription factors and regulates diverse cellular processes, includ-
ing gene expression, cell cycle progression, differentiation and apop-
tosis. Data from this study indicated that HG during I/R significantly
increased phosphorylation of p38 MAPK in hearts and cultured
cardiomyocytes. Blockage of p38 MAPK pathway by p38 inhibitor in
cultured cardiomyocytes not only markedly reduced p38 MAPK
activation but also decreased HG-induced Txnip expression. Other
studies have also indicated that glucose regulated Txnip at transcrip-
tion level and p38 MAPK and forkhead box O1 transcriptional factor
were involved in the process [12, 17]. These observations favour p38
MAPK as an upstream mechanism for Txnip expression during hyper-
glycaemia. In addition, Akt is deemed as a key regulator of myocardial
function and cell survival. Activation of Akt phosphorylation is
reported to stimulate endothelial nitric oxide synthase/nitric oxide
pathway and inhibit many pro-apoptotic proteins including BIM, BAX,
BAD and p53, ultimately confer protection against myocardium is-
chaemic injury [41]. Unfortunately, studies from our laboratory and
others suggest that hyperglycaemia inhibits Akt signalling and trig-
gers cell apoptosis via peroxynitrite-mediated LKB1-dependent PTEN
activation [3, 42]. This study also demonstrated that HG significantly
reduced Akt phosphorylation in rat hearts and cultured cardiomyo-
cytes. Previous study revealed that nitric oxide, a downstream signal-
ling molecule of Akt, can regulate cellular redox state by suppressing

Txnip, and cis-regulatory elements �1127 bp upstream of the start
codon mediate this effect [43]. Moreover, experimental evidence
exists that Txnip deficiency induces Akt/Bcl-xL signalling and protects
against diabetes [14, 44]. These studies suggest that Akt signalling
may interplay with Txnip. Data from our in vitro study revealed that
phosphorylation of Akt by PDGF-BB significantly inhibited HG-induced
Txnip expression whereas inactivation of Akt by wortmannin markedly
restored Txnip expression, indicating that Akt as a negative regulator
of hyperglycaemia-induced Txnip expression. Collectively, in hyper-
glycaemia state, the detrimental elevated Txnip expression in I/R
hearts is, at least in part, due to activation of p38 MAPK and inhibition
of Akt. Recent study indicated that activation of mTOR, a highly
conserved serine-threonine kinase activated in response to growth
factors and nutrients, can be protective against oxidant ischaemic/
reperfusion injury in p38- and Akt-dependent manner [45]. Moreover,
Txnip is demonstrated as a novel member of the mTOR upstream that
acts as a negative regulator in response to stress signals [46]. Thus,
it is receivable that in HG condition, p38- and Akt-regulated Txnip
modulates signalling from many downstream effector proteins such
as Trx, mTOR and eventually aggravates MI/R injury.

Taken together, data from this study have demonstrated that hy-
perglycaemia enhances myocardial Txnip expression by reciprocally
modulating the activation states of p38 MAPK and Akt, contributing to
hyperglycaemia-aggravated oxidative stress and ultimately, exacer-
bating cardiac injury following MI/R. These findings provide some
new insights into the underlying mechanisms by which stress hyper-
glycaemia aggravates myocardial injury in acute myocardial infarc-
tion, emphasizing the importance of glycaemic control on
cardiovascular disease.

Acknowledgements

This work was supported by the National Natural Science Foundation of China
(Nos. 31271219, 81270330, 30800471, 81100083, 81100165), and the Sub-

ject Boosting Project of Xijing Hospital XJZT07M05.

Conflict of interest

The authors confirm that there are no conflicts of interest.

References

1. Capes SE, Hunt D, Malmberg K, et al.
Stress hyperglycaemia and increased risk
of death after myocardial infarction in

patients with and without diabetes: a sys-

tematic overview. Lancet. 2000; 355:
773–8.

2. Ceriello A. Acute hyperglycaemia: a ‘new’

risk factor during myocardial infarction. Eur

Heart J. 2005; 26: 328–31.
3. Su H, Sun X, Ma H, et al. Acute hyperglyce-

mia exacerbates myocardial ischemia/reper-

fusion injury and blunts cardioprotective

effect of GIK. Am J Physiol Endocrinol

Metab. 2007; 293: E629–35.
4. Di Filippo C, Marfella R, Cuzzocrea S, et al.

Hyperglycemia in streptozotocin-induced

diabetic rat increases infarct size associated
with low levels of myocardial HO-1 during

ischemia/reperfusion. Diabetes. 2005; 54:

803–10.
5. Ji L, Fu F, Zhang L, et al. Insulin attenuates

myocardial ischemia/reperfusion injury via

reducing oxidative/nitrative stress. Am J Physiol

Endocrinol Metab. 2010; 298: E871–80.

6. Zweier JL, Talukder MA. The role of oxi-

dants and free radicals in reperfusion injury.
Cardiovasc Res. 2006; 70: 181–90.

7. Rolo AP, Palmeira CM. Diabetes and mito-

chondrial function: role of hyperglycemia
and oxidative stress. Toxicol Appl Pharma-

col. 2006; 212: 167–78.
8. Yamawaki H, Haendeler J, Berk BC. Thiore-

doxin: a key regulator of cardiovascular
homeostasis. Circ Res. 2003; 93: 1029–33.

9. Junn E, Han SH, Im JY, et al. Vitamin D3

up-regulated protein 1 mediates oxidative

190 ª 2012 The Authors. Published by Foundation for Cellular and Molecular Medicine/Blackwell Publishing Ltd.



stress via suppressing the thioredoxin func-
tion. J Immunol. 2000; 164: 6287–95.

10. Patwari P, Higgins LJ, Chutkow WA, et al.
The interaction of thioredoxin with Txnip.

Evidence for formation of a mixed disulfide
by disulfide exchange. J Biol Chem. 2006;

281: 21884–91.
11. Wang Y, De Keulenaer GW, Lee RT. Vitamin

D(3)-up-regulated protein-1 is a stress-

responsive gene that regulates cardiomyo-

cyte viability through interaction with thiore-

doxin. J Biol Chem. 2002; 277: 26496–500.
12. Schulze PC, Yoshioka J, Takahashi T, et al.

Hyperglycemia promotes oxidative stress

through inhibition of thioredoxin function by

thioredoxin-interacting protein. J Biol Chem.
2004; 279: 30369–74.

13. Fiordaliso F, Bianchi R, Staszewsky L,
et al. Antioxidant treatment attenuates
hyperglycemia-induced cardiomyocyte death

in rats. J Mol Cell Cardiol. 2004; 37:

959–68.
14. Chen J, Hui ST, Couto FM, et al. Thioredox-

in-interacting protein deficiency induces Akt/

Bcl-xL signaling and pancreatic beta-cell

mass and protects against diabetes. FASEB

J. 2008; 22: 3581–94.
15. Yoshihara E, Fujimoto S, Inagaki N, et al.

Disruption of TBP-2 ameliorates insulin sen-

sitivity and secretion without affecting obes-

ity. Nat Commun. 2010; 1: 127.
16. Liu Z, Cao W. p38 mitogen-activated protein

kinase: a critical node linking insulin resis-

tance and cardiovascular diseases in type 2
diabetes mellitus. Endocr Metab Immune

Disord Drug Targets. 2009; 9: 38–46.
17. Li X, Rong Y, Zhang M, et al. Up-regulation

of thioredoxin interacting protein (Txnip) by
p38 MAPK and FOXO1 contributes to the

impaired thioredoxin activity and increased

ROS in glucose-treated endothelial cells.

Biochem Biophys Res Commun. 2009; 381:
660–5.

18. Zhang HF, Fan Q, Qian XX, et al. Role of

insulin in the anti-apoptotic effect of glu-
cose-insulin-potassium in rabbits with acute

myocardial ischemia and reperfusion. Apop-

tosis. 2004; 9: 777–83.
19. Deng S, Kruger A, Kleschyov AL, et al.

Gp91phox-containing NAD(P)H oxidase

increases superoxide formation by doxorubi-

cin and NADPH. Free Radic Biol Med. 2007;

42: 466–73.
20. Sun HY, Wang NP, Kerendi F, et al. Hypoxic

postconditioning reduces cardiomyocyte

loss by inhibiting ROS generation and intra-
cellular Ca2 + overload. Am J Physiol Heart

Circ Physiol. 2005; 288: H1900–8.
21. Xie N, Zhang W, Li J, et al. alpha-Linolenic

acid intake attenuates myocardial ischemia/

reperfusion injury through anti-inflammatory
and anti-oxidative stress effects in diabetic

but not normal rats. Arch Med Res. 2011;

42: 171–81.
22. Xu M, Jin Y, Song Q, et al. The endothe-

lium-dependent effect of RTEF-1 in pressure

overload cardiac hypertrophy: role of VEGF-

B. Cardiovasc Res. 2011; 90: 325–34.
23. Si R, Tao L, Zhang HF, et al. Survivin: a

novel player in insulin cardioprotection

against myocardial ischemia/reperfusion

injury. J Mol Cell Cardiol. 2011; 50: 16–24.
24. Anzawa R, Bernard M, Tamareille S, et al.

Intracellular sodium increase and suscepti-

bility to ischaemia in hearts from type 2 dia-

betic db/db mice. Diabetologia. 2006; 49:
598–606.

25. Marfella R, D’Amico M, Di Filippo C, et al.
Myocardial infarction in diabetic rats: role of
hyperglycaemia on infarct size and early

expression of hypoxia-inducible factor 1.

Diabetologia. 2002; 45: 1172–81.
26. Ishii H, Ichimiya S, Kanashiro M, et al.

Effects of intravenous nicorandil before rep-

erfusion for acute myocardial infarction in

patients with stress hyperglycemia. Diabetes

Care. 2006; 29: 202–6.
27. Gwilt DJ, Petri M, Lamb P, et al. Effect of

intravenous insulin infusion on mortality

among diabetic patients after myocardial

infarction. Br Heart J. 1984; 51: 626–30.
28. Ishihara M. Acute hyperglycemia in patients

with acute myocardial infarction. Circ J.

2012; 76: 563–71.
29. Moens AL, Claeys MJ, Timmermans JP,

et al. Myocardial ischemia/reperfusion-

injury, a clinical view on a complex patho-

physiological process. Int J Cardiol. 2005;
100: 179–90.

30. Dhalla NS, Elmoselhi AB, Hata T, et al. Sta-
tus of myocardial antioxidants in ischemia-

reperfusion injury. Cardiovasc Res. 2000;
47: 446–56.

31. Spindel ON, World C, Berk BC. Thioredoxin
interacting protein: redox dependent and
independent regulatory mechanisms. Antiox-

id Redox Signal. 2011; 16: 587–96.
32. Saxena G, Chen J, Shalev A. Intracellular

shuttling and mitochondrial function of
thioredoxin-interacting protein. J Biol Chem.

2010; 285: 3997–4005.
33. Koenen TB, Stienstra R, van Tits LJ, et al.

Hyperglycemia activates caspase-1 and TXNIP-
mediated IL-1beta transcription in human adi-

pose tissue. Diabetes. 2011; 60: 517–24.
34. Fang S, Jin Y, Zheng H, et al. High glucose

condition upregulated Txnip expression level

in rat mesangial cells through ROS/MEK/

MAPK pathway. Mol Cell Biochem. 2011;

347: 175–82.

35. Chen J, Cha-Molstad H, Szabo A, et al.
Diabetes induces and calcium channel

blockers prevent cardiac expression of

proapoptotic thioredoxin-interacting protein.

Am J Physiol Endocrinol Metab. 2009; 296:
E1133–9.

36. Parikh H, Carlsson E, Chutkow WA, et al.
TXNIP regulates peripheral glucose metabo-
lism in humans. PLoS Med. 2007; 4: e158.

37. Perrone L, Devi TS, Hosoya K, et al. Thiore-
doxin interacting protein (TXNIP) induces

inflammation through chromatin modifica-
tion in retinal capillary endothelial cells

under diabetic conditions. J Cell Physiol.

2009; 221: 262–72.
38. Yoshioka J, Chutkow WA, Lee S, et al.

Deletion of thioredoxin-interacting protein in

mice impairs mitochondrial function but

protects the myocardium from ischemia-
reperfusion injury. J Clin Invest. 2012; 122:

267–79.
39. Tao L, Gao E, Hu A, et al. Thioredoxin

reduces post-ischemic myocardial apoptosis
by reducing oxidative/nitrative stress. Br J

Pharmacol. 2006; 149: 311–8.
40. Adluri RS, Thirunavukkarasu M, Zhan L,

et al. Thioredoxin 1 enhances neovascular-
ization and reduces ventricular remodeling

during chronic myocardial infarction: a study

using thioredoxin 1 transgenic mice. J Mol

Cell Cardiol. 2011; 50: 239–47.
41. Hausenloy DJ, Yellon DM. New directions

for protecting the heart against ischaemia-

reperfusion injury: targeting the Reperfusion
Injury Salvage Kinase (RISK)-pathway. Car-

diovasc Res. 2004; 61: 448–60.
42. Song P, Wu Y, Xu J, et al. Reactive

nitrogen species induced by hyperglyce-
mia suppresses Akt signaling and triggers

apoptosis by upregulating phosphatase

PTEN (phosphatase and tensin homologue

deleted on chromosome 10) in an LKB1-
dependent manner. Circulation. 2007; 116:

1585–95.
43. Schulze PC, Liu H, Choe E, et al. Nitric

oxide-dependent suppression of thioredox-

in-interacting protein expression enhances

thioredoxin activity. Arterioscler Thromb

Vasc Biol. 2006; 26: 2666–72.
44. Hui ST, Andres AM, Miller AK, et al. Txnip

balances metabolic and growth signaling via

PTEN disulfide reduction. Proc Natl Acad Sci

USA. 2008; 105: 3921–6.
45. Hernandez G, Lal H, Fidalgo M, et al.

A novel cardioprotective p38-MAPK/mTOR

pathway. Exp Cell Res. 2011; 317: 2938–49.
46. Jin HO, Seo SK, Kim YS, et al. TXNIP pot-

entiates Redd1-induced mTOR suppression

through stabilization of Redd1. Oncogene.

2011; 30: 3792–801.

ª 2012 The Authors. Published by Foundation for Cellular and Molecular Medicine/Blackwell Publishing Ltd. 191

J. Cell. Mol. Med. Vol 17, No 1, 2013


