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BACKGROUND AND PURPOSE

The peroxisome proliferator-activated receptor (PPAR)S has been considered a therapeutic target for diabetes and obesity
through enhancement of fatty acid oxidation. The present study aimed to characterize the effects of PPARS agonists during
insulin resistance of the whole body, muscle and liver.

EXPERIMENTAL APPROACH

Wistar rats and C57BL/J6 mice were fed a high fat diet (HF) and then treated with PPARS agonists NNC61-5920 and
GW501516. The effects on insulin resistance were evaluated by hyperinsulinaemic clamp or glucose tolerance tests combined
with glucose tracers.

KEY RESULTS

In HF rats, 3 weeks of treatment with NNC61-5920 reduced the glucose infusion rate (by 14%, P < 0.05) and glucose
disposal into muscle (by 20-30%, P < 0.01) during hyperinsulinaemic clamp. Despite increased mRNA expression of carnitine
palmitoyltransferase-1, pyruvate dehydrogenase kinase 4 and uncoupling protein 3 in muscle, plasma and muscle triglyceride
levels were raised (P < 0.01). Similar metabolic effects were observed after extended treatment with NNC61-5920 and
GW501516 to 6 weeks. However, HF mice treated with NNC61-5920 improved their plasma lipid profile, glucose tolerance
and insulin action in muscle. In both HF rats and mice, NNC61-5920 treatment attenuated hepatic insulin resistance and
decreased expression of stearoyl-CoA desaturase 1, fatty acid translocase protein CD36 and lipoprotein lipase in liver.

CONCLUSIONS AND IMPLICATIONS

PPARS agonists exacerbated insulin resistance in HF rats in contrast to their beneficial effects on metabolic syndrome in HF
mice. These opposing metabolic consequences result from their different effects on lipid metabolism and insulin sensitivity in
skeletal muscle of these two species.

556 British Journal of Pharmacology (2011) 163 556-566 © 2011 The Authors
British Journal of Pharmacology © 2011 The British Pharmacological Society



Heterogenous effects of PPARS agonists in rodents

Abbreviations

B-HAD, B-hydroxyacyl-CoA dehydrogenase.; 2DG, 2-deoxy-D-[2,6-*H] glucose; AUC, area under the curve (for blood
glucose); CD36, fatty acid translocase protein CD36; Ch, chow diet; CPT-1, carnitine palmitoyltransferase-1; CS,

citrate synthase; FA, fatty acid; FAS, fatty acid synthase; GIR, glucose infusion rate; GTT, glucose tolerance test; GW,
GWS501516; HF, high fat diet; HGO, rate of hepatic glucose output; HOMA-IR, insulin resistance index; LPL, lipoprotein
lipase; NNC, NNC61-2950; PDK4, pyruvate dehydrogenase kinase 4; PGClo, peroxisome proliferator-activated receptor
v coactivator-1a; PPAR, peroxisome proliferator-activated receptor; Road, rate of glucose disposal; Rg’, rate of glucose
uptake; RSG, rosiglitazone; SCD-1, stearoyl-CoA desaturase 1; TG, triglyceride; UCP3, uncoupling protein 3

Introduction

Insulin resistance is a major metabolic feature of type 2
diabetes and it is closely associated with dyslipidaemia and
obesity. Although the mechanisms of insulin resistance are
complex and may involve many factors, an excess accumu-
lation of lipids in muscle and liver is an important and
commonly observed contributing factor. As such elimination
of this ectopic lipid accumulation often improves insulin
sensitivity and glycaemia control. One such approach is to
enhance fatty acid (FA) oxidation and catabolism in muscle,
the largest organ for FA oxidation, which eventually reduces
ectopic lipid accumulation to improve insulin sensitivity.

The peroxisome proliferator-activated receptor & (PPARS;
receptor nomenclature follows Alexander et al., 2009) is a
transcription factor ubiquitously expressed in the whole body
and it is thought to mediate the expression of a number of
genes to increase FA oxidation and mitochondrial biogenesis
in muscle. Activation of PPARS up-regulates carnitine
palmitoyltransferase-1 (CPT1), uncoupling protein 3 (UCP3),
pyruvate dehydrogenase kinase 4 (PDK4) and peroxisome
proliferator-activated receptor y coactivator -1o. (PGClo) and
increases palmitate oxidation in muscle cells (Tanaka et al.,
2003; Wang et al., 2003; Dimopoulos et al., 2007). Several
studies in mice have shown improved glucose tolerance and
muscle insulin sensitivity in both genetic and dietary models
of insulin resistance after treatment with PPARS agonists
(Tanaka et al., 2003; Wang etal., 2003; Lee etal.,, 2006).
Recently, the PPARS agonist GW501516 has also been shown
to reverse multiple metabolic abnormalities including reduc-
tion in plasma triglyceride, liver triglyceride content and
insulin resistance (HOMA-IR) in moderately obese monkeys
and men (Oliver et al., 2001; Riserus et al., 2008). These find-
ings suggest that PPARS may be a potential target for the
treatment of insulin resistance, obesity and dyslipidaemia.
However, the in vivo effects of PPARS agonists on insulin
resistance, particularly in muscle and liver, have not been
well characterized.

Therefore, the initial aim of this study was to evaluate
the therapeutic efficacy of NNC61-5920, a novel selective
PPARS agonist, on insulin resistance and lipid metabolism in
the high fat-fed (HF) rats and to characterize its effects on
insulin sensitivity and associated lipid metabolism in muscle
and liver. Our findings show an unexpected worsening of
muscle insulin resistance and triglyceride accumulation in
HF rats after treatment with PPARS agonists. Intriguingly,
insulin resistance in HF mice was ameliorated in both muscle
and liver along with correction of dyslipidaemia following
NNC61-5920 administration, as previously reported for
GWS501516 (Tanaka et al., 2003; Wang et al., 2003; Lee et al.,

2006). Our findings reveal distinct metabolic responses to
PPARS agonists between tissues and species and indicate a
need for careful selection of preclinical species for character-
ization of the endpoint metabolic effects of PPARS agonists
intended for treatment of patients with the metabolic
syndrome.

Methods

All animal care and experimental procedures were carried out
with the approval of the Garvan Institute/St. Vincent’s Hos-
pital Animal Experimentation Ethics Committee, following
guidelines issued by the National Health and Medical
Research Council of Australia. Male Wistar rats and C57BL6/]
mice were purchased from the Animal Resources Centre
(Perth, Australia). The animals were kept in a temperature-
controlled room (22 = 1°C) on a 12 h light/dark cycle with
free access to water. Mice and rats were fed ad libitum for 1
week on a standard chow diet (8% calories from fat, 21%
calories from protein, 71% calories from carbohydrate, Gor-
don’s Specialty Stock Feeds, Yanderra, New South Wales, Aus-
tralia) and were then randomly allocated to remain on the
chow (Ch) or to receive a HF diet. The HF diet consisted of
~60% of fat as calories, as previously reported in detail
(Kraegen et al., 1991).

Assessment of the metabolic effects of PPARS activation in
rats on a HF diet (HF rats).

Earlier studies in our laboratory showed a development
of insulin resistance in liver and muscle in rats after 1 week
of high-fat feeding (Kraegen et al., 1991). In the first study,
the novel PPARS agonist NNC61-5920 (Winzell et al., 2010)
was administered as a food additive at 30 mg-kg'-day' for 3
weeks starting 1 week after the rats (8 week of age, ~200-
220 g) were placed on the HF diet. One group of HF rats were
treated with rosiglitazone (15 mg-kg'-day') for 2 weeks
based on our previous studies (Ye etal., 2003) as positive
controls. In the second study, rats were fed a HF diet for 10
weeks and NNC61-5920 (15 mg-kg'-day ') was orally gavaged
in 0.2 mL of 0.5% methylcellulose for the last 6 weeks of
fat-feeding. In this extended study, rats were started on the
HF diet from 4 weeks of age (approx 50 g) to minimize the
influence of ageing or overweight on insulin sensitivity. One
group of rats were administered GW501516 at 5 mg-kg'-day™*
based on earlier studies in mice (Tanaka et al., 2003; Lee et al.,
2006).

Food intake and body weight gain were monitored daily
in the first 3 days of treatment and then twice a week. The
effect of chronic PPARS activation on insulin sensitivity was
assessed in the conscious state 5-7 h after the removal of food
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and 15 h after the last oral gavage. The hyperinsulinaemic
clamp was performed at an insulin infusion rate of
0.25 U-kg-h™ to elevate circulating insulin levels to a half-
maximal physiological concentration (Kraegen et al., 1991; Ye
et al., 2003; Ye et al., 2006) with glucose infused at variable
rates (GIR) to maintain euglycaemia. After plasma glucose
levels reached the designated steady state, a bolus of 2-deoxy-
D-[2,6-*H] glucose (2DG) and D-[U-"C] glucose was injected
(i.v.) to determine glucose disappearance rate (Road) and
hepatic glucose output rate (HGO). Under the euglycaemic
conditions, HGO was calculated as Road — GIR where Road
was determined by counting ["*C] of the plasma collected at
2, 5, 10, 15, 20, 30 and 45 min after the tracer injection, as
validated by this laboratory (James et al., 1986). The insulin
sensitivity in muscle and adipose tissues was assessed by
measuring glucose uptake (Rg’) from these tissues freeze-
clamped at the end of the hyperinsulinaemic clamp. Repre-
sentative subcutaneous (in the right lower abdomen) and
epididymal fat depot and liver were weighed before being
frozen in liquid nitrogen. Tissues were also collected at the
basal state for the measurement of metabolites and expres-
sion of genes regulated by PPARS.

Assessment of the metabolic effects of PPARS
activation in mice

Male C57BL/6 mice aged 10 weeks were fed a HF diet for 6
weeks. After 2 weeks of high-fat feeding, mice were assigned
to receive the PPARS agonist NNC61-5920 (30 mg-kg'-day™")
or the PPARy agonist RSG (16 mg-kg'-day™') as an additive in
the diet. An oral administration of NNC61-5920 at 30 mg-kg™
has been shown to produce a maximal plasma concentration
of ~130 ug-ml™" in db/db mice, ~40 times of that (~3 ug-ml™")
in rats produced at a dose of 2.27 mg-kg"' (Winzell et al.,
2010). We estimated that plasma concentrations of NNC61-
5920 in mice at 30 mg-kg"' would be within the range
achieved in rats at the doses between 15 and 30 mg-kg-day.
The effect on insulin action was assessed using a glucose
tolerance test (GTT) after 5-7 h of fasting. Briefly, after basal
blood samples, a 50% glucose solution was injected (i.p.) at a
dose of 2 g-kg™' body weight. Blood samples were obtained
from the tail tip at the indicated times and glucose levels
were measured using a glucometer (Accu-Check, Roche, New
South Wales, Australia). During the GTT, [*H]-2DG and [**C]-
glucose tracers were included in the glucose injection to allow
the determination of glucose uptake and incorporation into
lipids in tissues of interest based on previous studies from our
laboratory (Cooney et al., 2004). Blood samples were taken at
0, 30, 60 and 90 min and diluted in 20 uL of 0.9% normal
saline to determine plasma insulin levels and plasma radio-
activity during the GTT. At the end of experiments, epididy-
mal fat was dissected and weighed to assess the visceral
adiposity.

Metabolite measurements

As described in our previous publications (Turner et al., 2009),
glucose concentrations during the hyperinsulinaemic clamp
in rats were determined using a glucose analyser (YSI 2300,
YSI Inc., Yellow Springs, OH, USA). Plasma free FAs were
determined using enzymatic colorimetric methods by com-
mercial kits (Sigma-Aldrich, Sydney, Australia). Plasma,
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muscle and liver triglyceride contents were determined using
a colorimetric assay kit (Triglycerides GPO-PAP; Roche Diag-
nostics, Indianapolis, IN, USA). Plasma insulin was deter-
mined by radioimmunoassay using a rat-specific kit (Linco
Research, Inc., St. Charles, MO, USA).

qPCR determination of mRNA expression
influenced by PPARS

Total RNA was extracted from the red quadriceps muscle and
liver of HF rats and HF mice, treated with NNC61-5920, using
TRI-reagent (Sigma, St. Louis, MO, USA) followed by phenol-
chloroform extraction, as described (Li et al., 2008). Briefly,
RNA was purified with an RNeasy Mini Kit (Qiagen, GmbH,
Germany) and digested with RNase-free DNase I (Ambion,
Austin, TX, USA) during RNA purification. RNA was quanti-
fied using SYBR II by a spectrophotometer and the integrity
was verified by agarose gel electrophoresis and by ODyg0/
OD2s nm absorption ratio >1.90. cDNA was synthesized
using Omniscript RT kit (QIAGEN, GmbH, Germany) accord-
ing to the manufacturer’s instruction. qPCR was performed
using ABI Sequence Detection System (ABI 7900HT; ABI
Prism, Foster City, CA, USA) or Rotor-Gene (RG-3000; Corbett
Research, San Francisco, CA, USA). The species and tissue
specific primers for CPT1, PDK4, UCP3, FA synthase (FAS),
stearoyl-CoA desaturase-1 (SCD1), CD36 and lipoprotein
lipase (LPL) were used to measure expression levels in the
liver and muscle from rats and mice (Supporting Information
Table S1). RNA samples were normalized for comparison by
determining the ribosomal protein 36B4 as housekeeping
gene as recommended for gene expression analysis across
different tissues and animal species including rats and mice
(Akamine et al., 2007).

Western blotting and determination of
oxidative enzyme activity

As described previously (Turner etal.,, 2009), powdered
muscle samples were suspended in a Western blotting buffer
and solubilised for 2 h at 4°C. Equal amounts of tissue lysates
(10-20 ug protein) were resolved by SDS-PAGE and mito-
chondrial metabolic capacity was assessed by specific anti-
bodies against PGC-1o. (Chemicon International, Temecula,
CA, USA); muscle CPT-1 (Alpha Diagnostic International,
San Antonio, TX, USA); UCP3 (Affinity Bioreagents, Golden,
CO, USA) and an antibody cocktail that recognises several
subunits of the mitochondrial respiratory chain (MS601)
(Mitosciences, Eugene, OR, USA). Immunolabeled bands were
quantitated by densitometry. Citrate synthase (CS) and
B-hydroxyacyl-CoA dehydrogenase (B-HAD) were determined
in muscle homogenates by spectrophotometric methods.

Statistical analyses

All results are presented as means = SE. A one-way analysis of
variance (ANOVA) was used to assess the statistical significance
across all groups. When tested as significant, a post hoc
(Fisher-paired least significant difference) test was used to
establish differences between groups. All data were processed
in Excel 5.0, and statistical analyses were performed using
the Statview SE + Graphic Program (Abacus Concepts-Brain
Power, Farmington Hills, MI, USA).
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Materials

NNC61-5920, rosiglitazone and GWS501516 were from
Novo Nordisk, Denmark. 2-Deoxy-D-[2,6-3H] glucose; 8.5-
13.7 GBg-mmol™ (230-370 mCi-mmol™) and D-[U-14C]
glucose: 370-740 GBq-mmol™ (10-20 Ci-mmol™) were from
Amersham, Buckinghamshire, UK.

Results

Effects of 3 weeks of administration of
NNC61-5920 in HF rats
As PPARS agonists have been reported to reduce obesity and
fat mass (Tanaka et al., 2003), we first examined the changes
in body weight, fat mass and basal plasma parameters. Com-
pared with chow-fed rats (Ch-Con), HF rats (HF-Con) dis-
played significantly (P < 0.05) greater body weight gain
(24%), more central (80%) and subcutaneous fat mass (38%),
higher plasma glucose (14%) and insulin (2.7-fold), and accu-
mulation of triglyceride in the liver (threefold) and muscle
(~80%) (Table 1). Consistent with our previous studies (Ye
et al., 2003), treatment of HF rats with rosiglitazone (HF-RSG)
led to further increases in body weight gain and subcutane-
ous fat mass and decreased plasma insulin and liver triglyc-
eride content. However, compared with the HF-Con group,
treatment of HF rats with NNC61-5920 (HF-NNC) did not
have any significant effects on food intake (data not shown),
body weight gain, fat mass or plasma levels of glucose and
insulin. Unexpectedly, triglyceride levels were significantly
further elevated from HF-Con rats in both plasma (27%, P <
0.05) and particularly in muscle (70%, P < 0.01) in the
HE-NNC group.

Figure 1 shows insulin sensitivity as assessed by the
hyperinsulinaemic-clamp after the treatment of NNC and

Table 1

RSG. Untreated HF rats (HF-Con) displayed typical insulin
resistance at in the whole-body [reduced requirement for
glucose infusion rate (GIR) to maintain euglycaemia, P < 0.01
vs. Ch-Con], peripheral tissues (decreased Road) and the liver
(elevated HGO). Glucose uptake (Rg’) in muscle and adipose
tissue were also reduced following HF feeding. Rosiglitazone
treatment significantly attenuated whole body insulin resis-
tance (50% increase GIR vs. HF-Con, P < 0.01) by improving
Road (via increased muscle Rg’) and the suppression of HGO.
In contrast, whole-body insulin resistance was exacerbated in
HF rats treated with NNC61-5920 (GIR reduced by 14% vs.
HEF-Con, P < 0.05) due to a substantial decrease in Road (by
28%, P < 0.01) despite an improvement in insulin action by
suppressing HGO (P < 0.01). The exacerbated insulin resis-
tance in peripheral tissues was due to a worsening of insulin
action in muscle (Rg' reduced by 30%, P < 0.01) whereas
glucose uptake in fat tissue was not affected in HF rats (P >
0.05 vs. HF-Con).

Effects of extended administration of PPARS
agonists NNC61-5920 and GW501516 in
HF rats

To investigate whether the duration of treatment with
NNC61-5920 was not long enough to show beneficial effects
as reported in mice (Wang et al., 2003; Lee et al., 2006), we
extended the administration of NNC61-5920 by oral gavage
for 6 weeks. In this extended study, we also included the
well-known PPARS agonist GW501516 to compare its effects
with NNC61-5920. Consistent with the results obtained from
HF rats after 3 weeks of treatment with NNC61-5920, neither
NNC61-5920 nor GW501516 was able to attenuate body
weight gain, adiposity and triglyceride content in muscle
and liver (Supporting Information Table S2). Compared with
HF rats gavaged with vehicle, plasma triglyceride level in

Basal metabolic variables after 3 weeks of treatment with NNC61-5920 in high fat-fed (HF) rats

Ch-Con HF-Con HF-RSG HF-NNC
Body weight gain (g) 66 + 2 82 + 6* 104 = 7**ff 70 = 8
Epi fat mass (% BW) 1.0 £ 0.1 1.8 = 0.1** 2.2 = 0.1** 1.8 £ 0.2*
Sub fat mass (% BW) 1.6 £ 0.1 2.2 £ 0.2** 3.5 £ 0.2**}7 2.4 = 0.3*
Liver weight (% BW) 3.5 0.1 3.9 = 0.1 3.4 £ 0.1 5.8 = 0.1**ft
Plasma glucose (mM) 7.2 +0.2 8.2 + 0.3* 7.3 *+0.2 8.7 = 0.3**
Plasma insulin (mU/I) 24 = 2 64 = 6** 30 + 8ff 53 = 11*
Plasma TG (mM) 0.8 = 0.1 1.1 = 0.1 0.9 = 0.1 1.4 £ 0.2%*
Plasma FAs (mM) 0.5 £ 0.1 0.5 £ 0.0 0.4 £ 0.0 0.4 = 0.1
Liver TG (umol/g) 4.8 = 0.2 14.8 = 1.3** 6.8 = 0.8*F 13.4 = 0.2**
Muscle TG (umol/g) 1.9 = 0.1 3.4 £ 0.2** 2.7 =0.2 5.8 = 0.4**F

*P < 0.05, **P < 0.01 versus Ch-Con, TP < 0.05, 1P < 0.01 versus HF-Con.

Male Wistar rats (200-220 g) were fed a high-fat diet for 4 weeks. After 1 week of the high-fat feeding, the PPARS agonist NNC61-5920
(30 mg-kg"-day™") was added in the diet. As a positive control, the PPARy agonist rosiglitazone (RSG, 16 mg-kg™'-day™") was added in the diet
for the last 2 weeks. Before the induction of NNC61-5920, body weight was similar among groups [normal chow control (Ch-Con) 243 *+
3 g; untreated HF rats (HF-Con) 236 + 4 g, HF rats + rosiglitazone (HF-RSG) 245 + 2 g and HF rats + NNC61-5920 (HF-NNC) 243 + 2 g,
P> 0.05, n=9-12/group]. Fat mass was measured from epididymal (Epi) or subcutaneous (Sub) samples.

TG, triglyceride; FA, fatty acid.
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Figure 1

Effects of 3 weeks of treatment with the peroxisome proliferator-activated receptor & (PPARS) agonist NNC61-5920 on insulin action in high fat-fed
(HF) rats. Hyperinsulinaemic clamp was performed at an insulin infusion rate of 0.25 U-kg™'-h™" in the conscious state after 5-7 h of fasting. Plasma
euglycaemia and hyperinsulinaemia were similar among all four groups during the clamp (data not shown). *P < 0.05, **P < 0.01 versus Ch-Con,
TP < 0.05, TP < 0.01 vs. HF-Con (n = 6-9). CH-Con, chow-fed rats; HF-Con, untreated HF rats; HF-RSG, HF-rats treated with rosiglitazone
(16 mg-kg™'-day™" in diet); HF-NNC, HF rats treated with NNC61-5920 (30 mg-kg™'-day™' in diet).

GWS501516-treated rats was 30% higher (P < 0.05). During the
hyperinsulinaemic-clamp, the GIRs, Rds and muscle Rg’ were
all significantly (P < 0.05) decreased (by 20-26%) in rats
treated with NNC61-5920 and GW501516. Insulin-mediated
suppression of HGO was significantly improved in NNC61-
5920-treated rats (P < 0.05 vs. HF-Con) and a similar trend
was also observed after treatment with GW501516 (P =0.12).

Changes in markers indicative of

PPARG activation

It has been recently reported that activation of PPARS in vivo
can lead to hepatomegaly (Lee et al., 2006; Faiola et al., 2008).
Consistent with these earlier reports, we observed a signifi-
cant increase in liver weight following 3 or 6 weeks of the
treatment with NNC61-5920 (40-60%, P < 0.01 vs. HF-Con)
(Table 1) and after 6 weeks of administration of GW501516
(~16%, P < 0.01) (Table S2). We further examined expression
of the genes responsive to the stimulation of the PPARS
agonist NNC61-5920 in muscle (Wang et al., 2003; Lee et al.,
2006) and the liver (Qin et al., 2008). As shown in Figure 2,
the mRNA from the PPARS target genes, CPT1, PDK4 and
UCP3, were elevated by 40, 90 and 30%, respectively (P < 0.05
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for all) in muscle following 3 weeks of treatment with
NNC61-5920, whereas mRNA from genes regulating lipid
metabolism, such as SCD1, CD36 and LPL were significantly
down-regulated in the liver. These findings were similar to
the effects of other PPARS agonists in the liver as previously
reported (Wang et al., 2003; Lee et al., 2006; Qin et al., 2008)
whereas the mRNA from the housekeeping gene 34B4 was
not altered by NNC61-5920 in either HF rats (0.166 + 0.033
vs. 0.121 *= 0.004 unit in HF rats, P = 0.211) or HF mice
(0.174 = 0.012 vs. 0.178 = 0.010 unit in HF mice, P = 0.803).
These data together suggest that PPARS was activated in the
target tissue of rats by the administration of NNC61-5920.

Effects of the PPARS agonist NNC61-5920

in HF mice

As our findings in rats were opposite from the reported effects
of the PPARS agonist GW501516 in various mouse models
(Tanaka et al., 2003; Wang etal., 2003; Lee etal.,, 2006),
we decided to investigate whether or not there is species
difference in their metabolic response to the PPARS agonist
NNC61-5920. In this study, C57BL/J6 mice at age of 8 weeks
were fed a HF diet for 2 weeks to generate insulin resistance
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Figure 2
Expression of mRNA from peroxisome proliferator-activated receptor & (PPARS) responsive genes in rats as compared with mice after chronic

administration of NNC61-5920. Muscle (A) and liver (B) were collected from high fat-fed rat after chronic administration of the PPARS agonist
NNC61-5920 as described in Figure 1. Muscle (C) and liver (D) were collected from high fat-fed (HF) mice after chronic administration of the

PPARS agonist NNC61-5920 as described in Figure 3. P < 0.05, 1P < 0.01 (n = 5-6).

followed by the treatment of NNC61-5920 for 4 weeks. Body
weight was matched before commencement of the treatment
with NNC61-5920 and rosiglitazone (HF-Con, 23.8 + 0.4 g;
HF-RSG, 23.7 £ 0.5 g and HF-NNC, 23.8 = 0.8 g, P > 0.05,
n = 7-9/group). Food intake was not altered by NNC61-5920
(data not shown). Treatment with NNC61-5920 did not show
any significant effect on the expression of CPT1, PDK4 and
UCP3 in muscle (Figure 2C) whereas mRNA from the PPARS
target genes SCD1, CD36 and LPL, in the liver were signifi-
cantly down-regulated (Figure 2D).

Interestingly, as illustrated in Figure 3 treatment with
NNC61-5920 significantly decreased body weight gain (52%
P <0.01), epididymal fat mass (by 48%, P < 0.05) and plasma
levels of triglyceride and FAs (50-60%, P < 0.01 vs. HE-Con).
Consistent with earlier reports in obese and insulin resistant
mice treated with GWS501516 (Tanaka etal.,, 2003; Wang
et al., 2003; Lee et al., 2006), treatment with NNC61-5920
significantly improved glucose tolerance without elevating
plasma insulin levels (average of 30, 60 and 90 min during
the GTT) (Figure 4A-C). When expressed as blood glucose
AUC x plasma insulin (30-90 min average), whole body
insulin resistance was abolished (Figure 4D) and this was
attributed to the substantial reversal of insulin sensitivity in
muscle (improved Rg’ per unit plasma insulin) and the liver
(glucose incorporation into lipids per unit plasma insulin
(Figure 4E, F). The overall efficacy of NNC61-5920 in improv-
ing insulin action was comparable with that of rosiglitazone.

Changes in key proteins and enzyme

activity in muscle

As PPARS agonists have been suggested to attenuate insulin
resistance via increased muscle oxidative capacity in mice
(Tanaka et al., 2003), we compared key mitochondrial pro-
teins and enzyme activity in rats and mice. As shown in
Figure 5, NNC61-5920 significantly increased UCP3 protein
(by threefold, P < 0.01) and, unexpectedly, reduced CTP1
protein content (by 47%, P < 0.01). In HF mice, NNC61-5920
significantly increased the protein levels of Complex III (by
44%, P < 0.05) and UCP3 (by 2.1-fold, P < 0.01) with a similar
effect on CTP1 (by 49%, P = 0.07). Although CS activity was
not affected by the treatment of NNC61-2950, B-HAD activity
was significantly increased in both rat (by 23%, P < 0.05) and
mice (by 30%, P < 0.05).

Discussion

Muscle and liver are the two most important sites for insulin-
mediated glucose homeostasis in the whole body and an
excess lipid accumulation in these tissues has been causally
linked to insulin resistance (Ruderman and Shulman, 2006).
PPARS is highly expressed in muscle and activation of this
transcription factor has been suggested to up-regulate genes
catalysing lipid metabolism to increase FA oxidation. Studies
in both genetic and diet induced obese mice showed that
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PPARS agonists such as GW501516 (Tanaka et al., 2003; Wang
et al., 2003; Lee et al., 2006) exert beneficial efficacy in cor-
recting insulin resistance and dyslipidaemia. Recently, phar-
macological activation of PPARS has been demonstrated to
enhance running endurance in mice (Narkar et al., 2008).
These findings suggest a therapeutic potential of PPARS ago-
nists for treatment of diabetes and obesity. However, treat-
ment of rats with PPARS agonists has been reported to inhibit
glucose uptake and oxidation during contraction (Constantin
et al., 2007; Constantin-Teodosiu et al., 2009). Therefore, we
sought to characterize the effects of chronic administration
of PPARS agonists on insulin sensitivity in insulin resistant
HF rats.

We first examined the efficacy of the novel PPARS agonist
NNC61-5920 (Sauerberg et al., 2007) using the hyperinsuli-
naemic clamp technique in HF rats following 3 weeks of
administration, using a protocol reported previously for
rosiglitazone (Ye et al., 2003), and the AMP-activated protein
kinase (AMPK) activators, 5-aminoimidazole-4-carboxamide-
1-B-D-ribofuranoside (Iglesias et al., 2002) and dihydrober-
berine (Turner et al., 2008). While rosiglitazone demonstrated
a clear insulin-sensitizing efficacy as expected in this rat
model (Ye et al., 2003), we were unable to detect an improve-
ment of the whole-body insulin sensitivity after treatment
with NNC61-5920. Instead, we found the whole-body insulin
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sensitivity was worsened due to exacerbated insulin resis-
tance in muscle. These findings were opposite to our initial
expectation based on previous studies in mice (Tanaka et al.,
2003; Wang et al., 2003; Lee et al., 2006). However, several
recent in vitro studies also failed to demonstrate beneficial
effects of PPARS agonists on glucose metabolism or insulin
sensitivity in muscle from rats. For example, GW501516 has
been shown to have no effect on glucose uptake with and
without the presence of insulin in L6 myotubes derived from
rats (Dimopoulos et al., 2007) or isolated epitrochlearis and
soleus muscles from rats (Terada et al., 2006). To our knowl-
edge, this is the first study showing a worsening of muscle
insulin resistance in HF rats in vivo after treatment with PPARS
agonists. A recent study also showed impaired insulin action
in muscle, when assessed ex vivo, from both normal diet and
HF rats administered with GW501516 (Cresser et al., 2010).
This suggests that the deleterious effect of PPARS on insulin
sensitivity in the muscle of rats observed in our study is
unlikely to be due to the influence of high-fat feeding.

One argument for the lack of the beneficial effects might
be that NNC61-5920 failed to activate PPARS in the present
study and the exacerbated muscle insulin resistance resulted
from the off-target effects of this compound. However, rats
treated with NNC61-5920 showed a significant enlargement
of liver as has been noted in mice after administration of
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Figure 4

Effects of the peroxisome proliferator-activated receptor & (PPARS) agonist NNC61-5920 on insulin action in high fat-fed (HF) mice. Glucose
tolerance test was carried out with i.p. injection of glucose solution (2 g glucose/kg BW) containing *[H]-2DG and "“[C]-glucose tracers. (A) blood
glucose during GTT; (B) increment area under the curve (AUC) of blood glucose; (C) plasma insulin levels during GTT (average of 30, 60 and
90 min); (D) whole body insulin resistance index; (E) Rg’ index in quadriceps muscle during GTT [expressed as Rg’ (mg-g~"-min~") per mM blood
glucose per ng/ml of plasma insulin]; (F) glucose incorporation into lipids in the liver during GTT (expressed in the same unit as for the Rg’ index).
**P < 0.01 vs. Ch-Con, 1P < 0.01 vs. HF-Con (n = 7).

GWS501516 (Lee etal., 2006) and GWO0742 (Faiola et al., models including ob/ob (Wang et al., 2003), db/db (Lee et al.,
2008). Importantly, NNC61-5920 significantly altered expres- 2006; Winzell et al., 2010) and HF mice (Tanaka et al., 2003),
sion of PPARS target genes including up-regulation of the we wondered whether NNC61-5920 was able to exert ben-
mRNA from CPT1, UCP3 and PDK4 in muscle and down- eficial effects in mice as reported for other PPARS agonists.
regulation of that from FAS and SCD1 in the liver as reported Indeed, in HF mice treatment with NNC61-5920 signifi-
for other PPARS agonists (Wang ef al., 2003; Lee et al., 2006; cantly improved glucose tolerance, muscle insulin sensitivity
Qin et al., 2008). These data suggest that the exacerbation of and reduced body weight gain, visceral fat and plasma lipids
insulin resistance in HF rats after treatment with NNC61- as reported in various mouse models treated with PPARS
5920 was closely associated with changes in PPARS responsive agonists. As observed in HF rats, NNC61-5920 also improved
genes. To exclude the possibility of off-target effects of hepatic insulin action in HF mice (indicated by increased
NNC61-5920, we included the well-known PPARS agonist glucose incorporation into lipids during the GTT). Impor-
GWS501516 and extended the treatment to 6 weeks and com- tantly, the pattern of inhibited expression of the PPARS
pared their effects. The results showed that GW501516 also target genes, FAS, SCD1, CD36 and LPL, were almost iden-
worsened insulin resistance and elevated plasma triglycerides tical in both species. PPARS is known to inhibit expression
with enlarged liver similarly to NNC61-5920, indicating that of hepatic lipogenic genes FAS and SCD1 via insulin-induced
exacerbation of insulin resistance is a common effect of gene-1 (Qin et al., 2008) and inhibition of hepatic lipogen-
PPARS agonists in HF rats. esis has been shown to reverse insulin resistance (Dentin

Because most reported beneficial effects of PPARS ago- et al., 2006; Savage et al., 2006). These data together suggest
nists on the metabolic syndrome were obtained in mouse that PPARS agonists attenuated hepatic insulin resistance
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Effects of NNC61-2950 on mitochondrial markers and oxidative enzyme activity in muscle. Muscle samples were collected from HF rats (A, B) as
described in Figure 1 or from HF mice (C,D) as described in Figure 3 after administration of NNC61-5920. Key mitochondrial protein levels were
analysed by Western blot using specific antibodies (A, C) and the activity of citrate synthase (CS) and B-hydroxylacyl-CoA dehydrogenase (B-HAD)
was determined by spectrophotometric methods (B, D). 1P < 0.05, 1P < 0.01 (n = 5-6).

in HF rats and HF mice by suppressing lipogenic genes in
the liver.

While it is currently puzzling to us as to why rats and
mice showed different metabolic consequence following
treatment of PPARS agonists, our data appear to point to
muscle as a major site for this difference. Although muscle
CPT1, PDK4 and UCP3 have been reported to be not regu-
lated by other PPARS agonists (Tanaka ef al., 2003; Wang
et al., 2003; Lee et al., 2006; Jucker et al., 2007; Narkar et al.,
2008), in the present study NNC61-5920 significantly
up-regulated CPT1, PDK4 and UCP3 in HF rats. As PPARS
agonists have been suggested to attenuate insulin resistance
via increased muscle oxidative capacity in mice (Tanaka et al.,
2003), we examined key mitochondrial proteins and the
activity of CS and B-HAD to assess the changes in muscle
oxidative capacity. Surprisingly, we observed a 47% reduction
in CPT1 protein levels after treatment with NNC61-2950
despite increased UCP3 protein and B-HAD activity. As CPT1
is the major rate-limiting step for the B-oxidation of FAs in
mitochondria, its reduced protein level alone could restrict
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muscle oxidative capacity for FAs. Interestingly, several recent
studies have shown that PPARS-induced expression of these
FA oxidative genes is not coupled with enhanced mitochon-
drial function in rats (Constantin et al., 2007; Jucker et al.,
2007; Constantin-Teodosiu et al., 2009). It is possible that in
the absence of increased mitochondrial function, PPARS-
induced FA oxidation does not result in enhanced fuel utili-
zation. Indeed, the unaltered body weight in HF rats treated
with NNC61-5920 and GWS501516 is suggestive of a lack of
increase in fuel utilization. The lack of increased fuel utiliza-
tion in HF rats treated with either NNC61-5920 or GW501516
is indicated by unaltered body weight gain, adiposity and
food. Further studies are required to investigate whether
the disparity between the mRNA and protein levels of CPT1
observed in HF rats results from PPARS-mediated changes in
post-transcription or protein degradation.

By comparison, administration of NNC61-5920 in HF
mice appeared to increase metabolic rate (suggested by reduc-
tions in body weight gain and fat mass with unaltered food
intake), as previously reported for GW501516 (Tanaka et al.,
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2003). In fact, NNC61-5920 induced increases in key oxida-
tive proteins regulating FA oxidation such as mitochondrial
CTP1, Complex III, UCP3 and the activity of B-HAD in a
much more synchronised manner in mice, compared with
rats. This may explain the findings of attenuated insulin
resistance in HF mice after treatment with NNC61-5920.
Interestingly, a recent study indicates the importance of
physical activity for PPARS-induced beneficial effects (Narkar
etal.,, 2008). Further studies are required to investigate
whether the beneficial effects of PPARS agonists in mice are
related to their higher physical activity than that of rats.

In summary, the present study investigated the proposed
therapeutic effects of a novel and an established PPARS
agonist in two insulin-resistant rodent models induced by
chronic high-fat feeding. Our data show a worsening of
muscle insulin resistance in rats but improved insulin action
in mice. While there is some evidence that PPARS agonists
may be of benefit in humans (Riserus et al., 2008), the present
study along with other recent studies with the use of
the PPARS agonist GW610742X (Constantin-Teodosiu et al.,
2009) indicates a need for careful selection of the species for
preclinical characterization of the endpoint metabolic effects
of PPARS agonists intended for treatment of patients with
the metabolic syndrome. Given the heterogenous effects of
PPARS agonists on insulin sensitivity in different rodent
species, it will be necessary to characterize the effect of PPARS
agonists on insulin sensitivity in heterogenous populations
of humans to determine their therapeutic efficacy.
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