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Adipose Overexpression of Phosphoenolpyruvate
Carboxykinase Leads to High Susceptibility to
Diet-Induced Insulin Resistance and Obesity
Sylvie Franckhauser, Sergio Muñoz, Ivet Elias, Tura Ferre, and Fatima Bosch

Obesity and insulin resistance are associated with in-
creased serum free fatty acids (FFAs). Thus, a reduction in
circulating FFAs may increase insulin sensitivity. This
could be achieved by increasing FFA reesterification in
adipose tissue. Transgenic mice with increased adipose
tissue glyceroneogenesis, caused by overexpression of
phosphoenolpyruvate carboxykinase (PEPCK), show in-
creased FFA reesterification and develop obesity but are
insulin sensitive. Here, we examined whether these trans-
genic mice were protected from diet-induced insulin resis-
tance. Surprisingly, when fed a high-fat diet for a short
period (6 weeks), transgenic mice developed severe obe-
sity and were more hyperinsulinemic, glucose intolerant,
and insulin resistant than controls. The high triglyceride
accumulation prevented white adipose tissue from buffer-
ing the flux of lipids in circulation and led to increased
serum triglyceride levels and fat deposition in liver. Fur-
thermore, circulating leptin and FFA concentrations in-
creased to similar levels in transgenic and control mice,
while adiponectin levels decreased in transgenic mice com-
pared with controls. In addition, transgenic mice showed
fat accumulation in brown adipose tissue, which decreased
uncoupling protein-1 expression, suggesting that these
mice had impaired diet-induced thermogenesis. These re-
sults indicate that increased PEPCK expression in the
presence of high-fat feeding may have deleterious effects
and lead to severe insulin resistance and type 2 diabetes.
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O
besity is a major health problem in Western
societies. This alteration of the metabolic and
endocrine functions of adipose tissue is fre-
quently associated with insulin resistance and

type 2 diabetes. How enlarged adipose tissue mass leads to
liver and muscle insulin resistance and to pancreas insulin
hypersecretion is unclear. Adipose tissue secretes several
proteins named adipocytokines that may influence glucose

metabolism and insulin sensitivity and link increased
adiposity and insulin resistance (1,2). However, the excess
of free fatty acids (FFAs) released by adipose tissue in
obesity may also be responsible for the development of
insulin resistance (3–7). Increases in plasma FFA levels
diminish the extraction of insulin by the liver and enhance
hepatic gluconeogenesis (4,7). In muscle, the increased
rate of fat oxidation impairs insulin-mediated glucose
disposal by inhibiting glucose oxidation and glycogen
synthesis (3). Moreover, insulin resistance is matched by
stimulation of �-cell proliferation and insulin secretion (6).

Fatty acids released to the bloodstream result from the
difference between hydrolysis of triglycerides in adipo-
cytes during lipolysis and reutilization of the FFAs by fat
cells through a futile cycle termed reesterification (8,9).
Adipose tissue buffers lipid fluxes by suppressing the
release of FFAs and increasing triglyceride clearance (10).
However, in obesity, the impairment of this buffering
action may contribute to triglyceride accumulation in
liver, skeletal muscle, and pancreatic �-cells, which in turn
may lead to insulin resistance (10).

The thiazolidinediones (TZDs), specific activators of
peroxisome proliferator–activated receptor (PPAR)-�, im-
prove insulin sensitivity in type 2 diabetic patients (11).
TZDs have a direct antidiabetic effect on glucose metabo-
lism in skeletal muscle and liver (12). In addition, TZDs
increase insulin sensitivity by increasing lipid storage
capacity of adipose tissue and reducing circulating FFA
and triglyceride levels (13). TZDs decrease fatty acid
release from adipose tissue by increasing FFA reesterifi-
cation via the induction of both phosphoenolpyruvate
carboxykinase (PEPCK), a regulatory enzyme of glycero-
neogenesis, and glycerol kinase (14,15).

The increase in glyceroneogenesis in transgenic mice
overexpressing PEPCK in adipose tissue leads to in-
creased FFA reesterification; higher adipocyte size, fat
mass, and body weight; and decreased circulating FFAs
(16). Moreover, despite obesity, glucose tolerance and
whole-body insulin sensitivity are preserved (16). This
suggests that obesity without increased circulating FFAs
does not lead to insulin resistance or type 2 diabetes. Thus,
we examined these transgenic mice to determine whether
increased FFA reesterification counteracts the insulin
resistance induced by a high-fat diet. After 6 weeks on this
diet, transgenic mice gained more body weight and dis-
played more pronounced glucose intolerance and insulin
resistance than control mice. Thus, paradoxically, PEPCK
overexpression causes insulin sensitivity on a normal diet
but insulin resistance on a high-fat diet.
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RESEARCH DESIGN AND METHODS

Treatment of mice. Transgenic mice expressing the PEPCK gene in white
adipose tissue (WAT) and brown adipose tissue (BAT) under the control of
the aP2 promoter in a C57Bl6XSJL mixed genetic background were used (16).
We used littermates as controls. Mice were fed ad libitum with a standard diet
(Panlab, Barcelona, Spain) and maintained under a light-dark cycle of 12 h
(lights on at 8:00 A.M.). Control and homozygous transgenic male mice aged 3
months were kept in individual cages and fed a high-fat diet (TD 88137;
Teklad, Madison, WI) or a standard diet for up to 6 weeks. Where stated, mice
were fasted for 16 h. Animals were anesthetized and killed between 9:00 and
11:00 A.M. Blood and tissue samples were immediately frozen. Energy expen-
diture was measured using an indirect open-circuit calorimeter (Oxylet;
Panlab, Cornella, Spain), which allowed us to monitor oxygen consumption
(VO2), carbon dioxide production (VCO2), food intake, and locomotor activity
in four metabolic chambers simultaneously. Mice were acclimated to the
metabolic chambers for 24 h, and data were collected every 15 min for 3 min
in each cage. Data for energy expenditure were taken from the dark
photoperiod and adjusted for body weight. All experimental procedures
involving mice were approved by the Ethics and Experimental Animal
Committee of the Universitat Autònoma de Barcelona.
RNA analysis. Total RNA was obtained from WAT and BAT by using Qiazol
Isolation Reagent (Qiagen, Hilden, Germany). RNAs were separated by
electrophoresis on a 1% agarose gel containing 2.2 mol/l formaldehyde.
Northern blots were hybridized to 32P-labeled PEPCK, PGC-1�, PPAR-�, 18S

rRNA, and UCP-1 cDNA probes (17–20).
Protein detection by Western blot. Western blot analysis was performed
by standard procedures from total cellular homogenates of WAT and BAT
(21). Tissues were homogenized in a buffer containing 20 mmol/l HEPES pH
7.9, 25% (vol/vol) glycerol, 420 mmol/l NaCl, 10 mmol/l KCl, 0.5 mmol/l
dithiothreitol, 1.5 mmol/l MgCl2, 0.2 mmol/l EDTA, 0.5 mmol/l phenylmethyl-
sulfonyl fluoride, 20 �mol/l leupeptin, 20 �mol/l pepstatin, 20 �mol/l aprotinin,
50 mmol/l NaF, and 2 mmol/l Na vanadate. Samples were centrifuged
(15,000g), and an aliquot of the supernatant was assayed for protein concen-
tration by the Bradford method as described by the manufacturer (Bio-Rad
protein assay; Bio-Rad, Hercules, CA). Twenty-five micrograms of protein was
analyzed by 10% SDS-PAGE and transferred to nitrocellulose membranes.
Proteins were detected using rabbit polyclonal anti–PPAR-� coactivator
(PGC)-1 (Chemicon International, Temecula, CA) antibody diluted 1:2,000,
rabbit polyclonal anti–uncoupling protein (UCP)-1 (Abcam, Cambridge, U.K.)
antibody diluted 1:1,000, and rabbit polyclonal anti–pyruvate carboxykinase
(PCK)-1 (Abgent, San Diego, CA) diluted 1:500.
Enzyme, metabolite, and hormone assays. Tissue triglyceride content was
determined by extracting total lipids from liver and BAT samples with
chloroform-methanol (2:1 vol/vol) as described previously (22), separating the
chloroform and methanol-water phases. Triglycerides were then quantified
spectrophotometrically using an enzymatic assay kit (GPO-PAP; Roche Diag-
nostics, Basel, Switzerland). Glucose was measured enzymatically (Glu-
coquant; Roche Diagnostics) in serum. Glucose was also determined in 5 �l
blood by using a Glucometer Elite analyzer (Bayer, Leverkusen, Germany).
Serum triglycerides were determined enzymatically (GPO-PAP). FFAs were
measured in serum by the acyl-CoA synthase and acyl-CoA oxidase methods
(Wako Chemicals, Neuss, Germany). Serum insulin levels were measured by
radioimmunoassay (CIS Biointernational, Gif-Sur-Yvette, France). Leptin con-
centration was determined in 5 �l serum using an enzyme-linked immunoab-
sorbent assay kit (Crystal Chemical, Chicago, IL) following the manufacturer’s
instructions. Serum adiponectin levels were measured by radioimmunoassay
(Linco, St. Charles, MO).
Glucose and insulin tolerance tests. For glucose tolerance tests, awake
control and transgenic mice fasted overnight (16 h) with free access to water
and were given an intraperitoneal injection of glucose (1 g/kg body wt). Blood
samples were obtained from the tail vein before the glucose injection and at
the indicated time points after the glucose load, and the glucose concentration
was measured. For insulin tolerance tests, insulin (0.75 IU/kg body wt;
Humulin Regular; Eli Lilly, Indianapolis, IN) was injected intraperitoneally
into awake fed control and transgenic mice. Glucose concentration was
determined in blood samples obtained from the tail vein at the indicated time
points after the insulin injection.
Histological analysis. The epididymal fat pad, interscapular BAT, and liver
from control and transgenic mice were fixed for 12–24 h in formalin,
embedded in paraffin, and sectioned. Sections were stained with hematoxylin/
eosin. For adipocyte size quantification, sections were viewed with a Nikon
Eclipse E800 microscope (Nikon, Tokyo, Japan) at 10� magnification. Images
were obtained with a video camera connected to a color monitor and to an
image analyzer (analySIS 3.0; Soft Imaging System, Lakewood, CO). Surface
areas of adipocytes were measured using the analySIS software. The mean

surface area and the frequency distribution were calculated from �500 cells
for each mouse.
Statistical analysis. Enzyme activities, serum parameters, and metabolite
concentrations are expressed as means � SEM. The significance of differ-
ences between data were analyzed using the Student-Newmann-Keuls test.
Differences were considered significant at P � 0.05.

RESULTS

Transgenic mice overexpressing PEPCK developed severe
obesity after being fed a high-fat diet. Three-month-old
male mice were fed a high-fat diet for 6 weeks. During this
period, control mice gained �20% of their initial body
weight, whereas transgenic mice gained �40% (Fig. 1A),
although food intake was similar in both groups (Fig. 1B).
Epididymal fat pad weight was greatly increased in trans-
genic compared with control mice fed a standard diet (Fig.
1C). When fed a high-fat diet, fat pad weight increased in
both groups and was higher in transgenic mice (Fig. 1C).
Histological analysis of fat tissue showed larger white
adipocytes in transgenic mice than in control mice (Fig.
2A). Furthermore, after a high-fat diet, adipocyte size
increased in both groups, especially in the transgenic mice
(Fig. 2A). WAT hypertrophy was quantified by measuring
mean surface adipocyte area. Transgenic white adipocytes
had larger (�2.5-fold) mean surface area than control
adipocytes in mice fed a standard diet (controls fed
standard diet 408 � 20 �m2 vs. transgenics fed standard
diet 948 � 52 �m2). After a high-fat diet, adipocyte surface
area was increased about 2.5-fold in control mice and
�3.2-fold in transgenic mice compared with controls on
standard diet (controls fed high-fat diet 1,006 � 66 �m2 vs.
transgenics fed high-fat diet 1,301 � 182 �m2). High
fat–fed transgenic mice also showed a higher number of
small cells than controls, as well as the presence of very
large adipocytes (Fig. 2B). PEPCK mRNA expression was
also analyzed in WAT. A sixfold increase in PEPCK gene
expression was observed in WAT from transgenic mice fed
a standard diet (Fig. 2C). A similar increase was observed
when these transgenic mice were fed a high-fat diet (Fig.
2C). Moreover, higher protein levels of PEPCK were
measured in WAT and BAT of transgenic mice (Fig. 2D).
This indicates that PEPCK overexpression in adipose
tissue was not altered by the high-fat diet.
PEPCK overexpression in adipose tissue aggravates
hyperinsulinemia and insulin resistance induced by a

FIG. 1. Fat mass gain of high-fat diet–fed mice. A: Changes in body
weight of control (Con std) and transgenic (Tg std) mice fed a standard
diet and control (Con hfd) and transgenic (Tg hfd) mice fed a high-fat
diet for 6 weeks. Data are means � SEM of at least 12 mice for each
group. B: Food consumption during the high-fat diet. Data are means �
SEM of 10 mice for each group. C: Epididymal fat pad weight from
control and transgenic mice before and after a high-fat diet. *P < 0.01 vs.
standard diet–fed control mice; §P < 0.01 vs. high fat–fed control mice.
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high-fat diet. When transgenic mice were fed a standard
diet, circulating glucose levels were unchanged in either
fed or fasted conditions (Fig. 3A). After 6 weeks on a
high-fat diet, blood glucose concentrations increased in
both conditions in both control and transgenic mice (Fig.
3A). Transgenic mice fed a standard diet showed similar
insulin levels to controls (Fig. 3B). However, after feeding
a high-fat diet, control mice were mildly hyperinsulinemic
(�1.5-fold increase), whereas transgenic mice showed a
strong increase (�14-fold) in insulinemia (Fig. 3B). After 6
weeks on a high-fat diet, transgenic mice had higher blood
glucose levels and did not recover basal glucose at 180
min, indicating that they had become more glucose intol-
erant than controls (Fig. 3C). Whole-body insulin sensitiv-
ity of transgenic mice was also measured. In fat-fed
transgenic mice, the hypoglycemic effect of insulin was
abolished, while the insulin response of fat-fed control
mice was slightly lower than that of control mice fed a
standard diet (Fig. 3D). This indicated that transgenic mice
had developed higher insulin resistance than controls
when fed a high-fat diet.

Transgenic mice presented lipid accumulation in

liver and increased triglyceridemia. Mice fed a high-fat
diet for 6 weeks showed higher hepatic fat deposition than
mice fed a standard diet (Fig. 4A). Although control mice
showed mild lipid accumulation, transgenic mice devel-
oped high liver steatosis. Consistent with this morpholog-
ical alteration, hepatic triglyceride content was increased
about sevenfold in transgenic mice fed a high-fat diet
compared with control mice fed a standard diet and
twofold compared with controls fed a high-fat diet (Fig.
4B). Transgenic mice fed a standard diet had unchanged
serum triglyceride concentrations compared with controls
(Fig. 4C). However, after 6 weeks on a high-fat diet,
transgenic mice presented hypertriglyceridemia, whereas
circulating triglycerides in control mice remained unal-
tered (Fig. 4C). These results indicate that increased
reesterification in adipose tissue associated with a high-fat
diet leads to lipid deposition in liver and increased circu-
lating triglyceride levels, which may also have contributed
to the development of insulin resistance in transgenic mice.

FIG. 2. Histological analysis of adipose tissue and PEPCK overexpression in adipose tissue from high-fat diet–fed transgenic mice. A:
Representative sections stained with hematoxylin/eosin of epididymal WAT from control (Con) and transgenic (Tg) mice before and after a
high-fat diet. B: Frequency distribution of adipocyte cell surface area from control and transgenic mice fed a high-fat diet. C: Expression of
PEPCK in WAT. Representative Northern blots of RNA from epididymal WAT from control and transgenic mice fed either a standard (Std) or a
high-fat (Hfd) diet hybridized with a PEPCK or a 18S probe are shown. D: Protein levels of PEPCK were detected by Western blot in WAT and
BAT from control and transgenic mice fed a high-fat diet. Representative Western blots are shown.

FIG. 3. Circulating glucose and insulin levels
and intraperitoneal glucose and insulin toler-
ance tests. A: Glucose was measured in control
and transgenic mice in fed and fasted condi-
tions before and after a high-fat diet (hfd).
Data are means � SEM of 12 animals for each
group. B: Insulin was measured in control and
transgenic mice before and after a high-fat diet
in fed conditions. Data are means � SEM of 12
animals for each group. C: Awake overnight-
fasted control mice fed a standard diet (Con
std) and control (Con hfd) and transgenic (Tg
hfd) mice after 6 weeks on a high-fat diet were
given an intraperitoneal injection of glucose
(1 mg/g body wt). Blood samples were taken
from the tail vein of the same animal at the
times indicated. Results are means � SEM of
six animals for each group. D: Insulin was
injected intraperitoneally into awake control
mice fed a standard diet (Con std) and control
(Con hfd) and transgenic (Tg hfd) mice fed a
high-fat diet. Blood samples were taken from
the tail vein of the same animals at the time
indicated, and glucose levels were determined.
Results are means � SEM of six animals for
each group. *P < 0.01 vs. standard diet–fed
control mice; §P < 0.05 vs. high fat–fed control
mice.

S. FRANCKHAUSER AND ASSOCIATES

DIABETES, VOL. 55, FEBRUARY 2006 275

D
ow

nloaded from
 http://diabetes.diabetesjournals.org/diabetes/article-pdf/55/2/273/651970/zdb00206000273.pdf by guest on 25 April 2024



Circulating FFA levels were similar in high fat–fed
transgenic and control mice. In fed animals, most of the
circulating FFAs came from food because adipose tissue
lipolysis is inhibited by insulin. Fat-fed control and trans-
genic mice showed a similar circulating FFA increase to
mice fed a standard diet, probably due to the high-fat diet
and to adipose tissue insulin resistance (Fig. 5A). In fasted
control mice, FFA release was increased (approximately
fourfold), as compared with fed control mice, due to
increased lipolysis. In contrast, fasted transgenic mice on
a standard diet only showed a twofold increase in FFA
levels, resulting from the higher reesterification rate. How-
ever, after 6 weeks on a high-fat diet, fasted transgenic
mice showed a similar increase in circulating FFAs to
controls (Fig. 5A). Thus, although transgenic mice were
more obese than control mice, they did not show higher
circulating FFA levels. This suggested that the higher
insulin resistance observed in transgenic mice did not
result from increased circulating FFA levels.
Adiponectin levels were decreased in transgenic
mice. Interleukin (IL)-6, tumor necrosis factor (TNF)-	,
leptin, and adiponectin levels have been described to be
altered during obesity and may contribute to insulin
resistance. The concentration of these hormones was also
determined in serum from transgenic and control mice

before and after a 6-week high-fat diet. Circulating IL-6 and
TNF-	 concentration were not detected (data not shown),
indicating that in our transgenic mice, insulin resistance
was probably not the result of alterations of these hor-
mones. Leptin levels were the same in both groups feeding
on a standard diet and were increased to a similar extent
in both groups by a high-fat diet (Fig. 5B). In contrast,
adiponectin levels under standard diet were higher in
transgenic mice (Fig. 5C). Under high-fat diet, adiponectin
levels increased (�300%) in control mice, while they were
only slightly increased (�30%) in transgenic mice and
were 30% lower than in high-fat fed controls (Fig. 5C). This
lower adiponectin concentration, together with the in-
creased leptinemia, may also have contributed to the
development of insulin resistance in high fat–fed trans-
genic mice.
Transgenic mice showed alterations in BAT. Brown
adipocytes from transgenic mice accumulated more lipid
than control mice when both groups were fed a standard
diet (Fig. 6A). Moreover, a high-fat diet increased fat
deposition in both groups, resulting from increased FFA
reesterification (16). However, the multilocular lipid drop-
let size was higher in transgenic mice, and in some
adipocytes, lipid deposition appeared unilocular (Fig. 6A).
Lipid content of BAT was increased �16-fold in transgenic

FIG. 4. Lipid accumulation in the liver of transgenic mice. A: Representative sections stained with hematoxylin/eosin of liver from control (Con)
and transgenic (Tg) mice fed either a standard (Std) or a high-fat (Hfd) diet for 6 weeks. B: Triglyceride content in the liver of control and
transgenic mice before and after 6 weeks on a high-fat diet. C: Triglyceride levels in serum from control and transgenic mice before and after 6
weeks on a high-fat diet. Data are means � SEM of six mice for each group. *P < 0.01 vs. control mice fed a standard diet; §P < 0.01 vs. high fat–fed
control mice.

FIG. 5. Serum FFA, leptin, and adiponectin levels. A: FFA levels were measured in serum from control (Con) and transgenic mice (Tg) in fed and
fasted conditions before and after a high-fat diet (hfd). Results are means � SEM of 12 animals for each group. *P < 0.01 vs. standard diet–fed
control mice; §P < 0.01 vs. standard diet–fasted control mice. Leptin (A) and adiponectin (B) levels in serum from control and transgenic mice
before and after a high-fat diet. Data are means � SEM of 12 mice for each group. *P < 0.01 vs. standard diet–fed control mice; §P < 0.01 vs. high
fat–fed control mice.

PEPCK OVEREXPRESSION IN ADIPOSE TISSUE

276 DIABETES, VOL. 55, FEBRUARY 2006

D
ow

nloaded from
 http://diabetes.diabetesjournals.org/diabetes/article-pdf/55/2/273/651970/zdb00206000273.pdf by guest on 25 April 2024



mice compared with control mice fed a high-fat diet
(controls fed high-fat diet 0.225 � 0.024 mg triglyceride/mg
protein vs. transgenics fed high-fat diet 3.637 � 1.770 mg
triglyceride/mg protein; n 
 8). The expression of key
genes in energy expenditure was next analyzed in these
mice. UCP-1 mRNA levels decreased 40% in transgenic
mice (Fig. 6B). Moreover, protein levels of UCP-1 were
strongly decreased in BAT from transgenic mice (Fig. 6C).
To further assess the molecular mechanisms leading to
downregulation of UCP-1, the expression of two positive
regulators of UCP-1, PGC-1	 and PPAR-�, was deter-
mined. Transgenic mice showed a decrease of PGC-1	
mRNA (�30%) and protein, which may be responsible for
decreased UCP-1 (Fig. 6B and C). Moreover, Northern blot
analysis showed a decrease in PPAR-� mRNA (�40%) in
transgenic BAT (Fig. 6B). These results suggest that the fat
deposition in BAT may have led to decreased UCP-1 and
impaired diet-induced thermogenesis, as well as contrib-
uted to the development of insulin resistance in transgenic
mice.
Energy expenditure but not physical activity is de-
creased in transgenic mice. Energy expenditure was
measured by indirect calorimetry in mice fed either a
standard or a high-fat diet (dark cycle). Whereas food
intake was similar in transgenic and control mice during
the experiment, energy expenditure was lower in trans-
genic mice than in controls fed either a standard or a
high-fat diet (Fig. 7A). Moreover, high fat–fed control and
transgenic mice showed lower energy expenditure than

control mice fed a standard diet (Fig. 7A). However, no
difference in physical activity was observed between
groups (Fig. 7B). This indicates that the decreased energy
expenditure was not due to lower activity. It also suggests
that increased body fat gain was due to decreased meta-
bolic rate and thermogenesis.

DISCUSSION

These results show that transgenic mice overexpressing
PEPCK in adipose tissue gain twice as much body weight
as control mice when fed a high-fat diet. However, food
intake was similar in transgenic and control mice, which
was consistent with similar leptin levels in both groups.
Transgenic mice also accumulated more fat in WAT and
BAT. These mice presented strong hyperinsulinemia and
were more insulin resistant and glucose intolerant than
control mice fed a high-fat diet. Moreover, they displayed
higher levels of circulating triglycerides associated with a
higher degree of liver steatosis. This steatosis may be
responsible for the alterations in glucose homeostasis
observed in transgenic mice. The lipid accumulation in the
liver inhibits glucose metabolism, thus contributing to
hyperglycemia, and decreases hepatic insulin extraction
contributing to hyperinsulinemia (23,24). Excess triglycer-
ide deposition in liver, referred to as nonalcoholic fatty
liver disease, is a common disorder predominantly found
in individuals with type 2 diabetes, obesity, and other
components of the metabolic syndrome (23). In humans,

FIG. 6. BAT alterations in transgenic mice. A: Representative sections stained with hematoxylin/eosin of interscapular BAT from control (Con)
and transgenic (Tg) mice fed either a standard (Std) or a high-fat (Hfd) diet. B: Expression of key genes in BAT. Northern blots of RNA from
interscapular BAT from control and transgenic mice fed a high-fat diet were hybridized with UCP-1, PPAR-�, PGC-1�, and 18S cDNA probes. The
signals obtained were quantified and normalized for loading inequalities with 18S and expressed as a percentage of control mice fed a high-fat
diet (100%). Data are means � SEM of at least eight mice for each group. *P < 0.05 vs. high fat–fed control mice. C: Protein levels of UCP-1 and
PGC-1� were detected by Western blot in BAT from control and transgenic mice fed a high-fat diet. Representative Western blots are shown.

FIG. 7. Energy expenditure and physical activity. A:
Energy expenditure was calculated from oxygen con-
sumption and CO2 production, measured by indirect
calorimetry during the dark photoperiod, as indicated in
RESEARCH DESIGN AND METHODS. B: Spontaneous locomotor
activity was recorded during a 24-h period. Data were
collected from control (Con) and transgenic (Tg) mice
before and after a high-fat diet (hfd) and are reported as
means � SEM of four mice for each group. *P < 0.05 vs.
standard diet–fed control mice; §P < 0.05 vs. high fat–fed
control mice.
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fat accumulation in the liver is associated with hepatic
insulin resistance, fasting hyperinsulinemia, and hypertri-
glyceridemia (25). This suggests that insulin resistance is a
consequence of lipid deposition in the liver, thus contrib-
uting to hyperglycemia and impaired glucose tolerance.
Consistent with this, the increase of the glycolytic flux by
long-term glucokinase overexpression in the liver of trans-
genic mice leads to increased hepatic triglyceride content
and circulating lipid levels, which cause insulin resistance
(22). Hepatic steatosis, elevated circulating lipids, and
insulin resistance are also associated with adipose tissue
deficiency in lipodystrophy (26,27). Insulin sensitivity can
be restored in a mouse lipodystrophic model by fat trans-
plantation, probably by recovering the capacity of adipose
tissue to buffer lipids and reducing hepatic fat (28). Thus,
probably because of the lack of nonadipose tissue fat
deposition, transgenic mice fed a standard diet were obese
without insulin resistance (16). In contrast, more severe
obesity induced by a high-fat diet led to a saturation of the
storage capacity of adipose tissue, which led to fat depo-
sition in the liver and then to insulin resistance, glucose
intolerance, and hyperinsulinemia. Therefore, this sug-
gests a threshold in the increase of adipose tissue mass,
which is probably crucial for the appearance of fat depo-
sition in nonadipose tissues.

In addition, the development of insulin resistance in
obesity may be caused by the excess of FFAs released by
adipose tissue (3–7). As expected, circulating FFA levels
were decreased in fasted transgenic mice when fed a
standard diet because of the increased reesterification rate
in adipose tissue (16). However, in transgenic mice fed a
high-fat diet, FFA levels increased to similar levels to
controls. This increase in FFA levels induced by high-fat
diet in transgenic mice compared with standard diet–fed
transgenic mice may be the result of either increased
adiposity or increased insulin resistance in adipose tissue
of these mice. However, the absence of higher circulating
FFA levels in transgenic compared with high fat–fed
controls suggests that PEPCK overexpression in adipose
tissue leads to fatty liver and insulin resistance through
another mechanism. Adipose tissue also secretes factors
that may affect insulin sensitivity and link obesity with
type 2 diabetes (1,2). For instance, adiponectin increases

insulin sensitivity and is lower in obese patients (29–32).
However, in the present study, 6 weeks of high-fat feeding
increased adiponectin in controls. Similarly, previous stud-
ies demonstrated that adiponectin is upregulated in rats
fed a high-fat diet for a short period (33,34). Thus, this
increase may be a response to diet-induced insulin resis-
tance and obesity. Furthermore, adiponectin levels in
transgenic mice fed a standard diet were higher than in
control mice, which may account for the absence of
insulin resistance, despite the obesity of these mice when
fed a standard diet. This is also consistent with a sugges-
tion that adiponectin decrease is more closely related to
insulin resistance than obesity (35). However, when fed a
high-fat diet, circulating adiponectin levels were reduced
in transgenic compared with control mice, and this de-
crease may contribute to the development of insulin
resistance in transgenic mice. This is consistent with
reports that adiponectin levels lower in later stages of
obesity (30). Moreover, adiponectin treatment decreases
liver fat content in obese mice (31). This suggests that
decreased expression of adiponectin in high fat–fed trans-
genic mice may be partly responsible for their higher
hepatic steatosis, thus contributing to insulin resistance
and glucose intolerance.

Our results indicate that PEPCK is involved in adipose
tissue triglyceride storage and may play a crucial role in
lipid storage regulation. PEPCK activity is controlled at
transcriptional level, and PPAR-� is one of the transcrip-
tion factors involved in PEPCK promoter activation (36–
38). Consistent with this, a deletion of a critical PPAR-�
binding site in the PEPCK gene promoter ablated PEPCK
expression in WAT and led to lipodystrophy (39). Activa-
tion of PPAR-� by TZD improves glucose tolerance in
diabetic patients and diabetic animal models (11–13).
However, these drugs, probably by increasing FFA rees-
terification through PEPCK and glycerol kinase activation
(14,15), induce weight gain. TZD treatment leads to a
redistribution of adipose tissue from visceral to subcuta-
neous depots (40–43). This shift may improve insulin
sensitivity. However, our results indicate that an increase
in FFA reesterification associated with a high-fat diet may
have deleterious effects

The PEPCK overexpression also led to higher fat accu-

FIG. 8. High-fat feeding in the presence of
increased PEPCK expression impairs adi-
pose tissue lipid buffering and leads to
obesity and insulin resistance. TG, triglyc-
erides.
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mulation in BAT of transgenic mice (16). Transgenic
brown adipocytes showed increased lipid droplet size, and
some cells had a white adipocyte appearance. Fat accu-
mulation in BAT may impair thermogenesis through alter-
ation of UCP-1. UCP-1 is a mitochondrial inner-membrane
protein that uncouples proton entry from ATP synthesis
leading to heat production (44,45). This protein is the main
factor responsible for thermogenesis in BAT (46). While
the expression of UCP-1 was not altered in standard-fed
transgenic mice (data not shown), the high lipid deposi-
tion in BAT was accompanied by a downregulation of
UCP-1 expression in fat-fed transgenic mice. Its expres-
sion is controlled by PPAR-� and PGC-1	 (18,47). How-
ever, a recent report demonstrates that PPAR-�2 is not
required for BAT development or UCP-1 gene expression
(48). Thus, the decreased UCP-1 mRNA levels observed in
high fat–fed transgenic mice may have been due to the
reduced expression of PGC-1	 gene. Moreover, this UCP-1
reduction may have decreased energy expenditure and
increased diet-induced obesity. Consistent with this, mice
lacking all three subtypes of � adrenergic receptors (�1,
�2, and �3) showed decreased UCP-1 expression, which
led to impaired thermogenesis and increased susceptibility
to diet-induced insulin obesity (49). Moreover, these mice
presented increased lipid deposition in BAT (49). Simi-
larly, chronic-intense PPAR-� activation by TZD treatment
increased the size of lipid vacuoles and suppressed UCP-1
mRNA and protein expression in BAT (50). These results
suggest that the decreased energy expenditure and the
higher susceptibility to diet-induced obesity and insulin
resistance of our transgenic mice are due in part to BAT
alterations.

In summary, our results indicate that PEPCK overex-
pression in adipose tissue and the consequent increased
reesterification in transgenic mice under a standard diet
lead to obesity without higher circulating FFAs or insulin
resistance (Fig. 8). Paradoxically, under a high-fat diet,
these mice were insulin resistant. High-fat feeding in the
presence of PEPCK overexpression leads to triglyceride
accumulation in WAT and BAT and to fat storage satura-
tion. This impairs the role of WAT in buffering the flux of
lipids in circulation, leading to fat deposition in liver,
hypertriglyceridemia, and insulin resistance (Fig. 8). Fur-
thermore, fat accumulation in BAT probably reduced
diet-induced thermogenesis. Thus, all these results suggest
that the regulation of the lipid storage capacity of adipose
tissue is crucial to the maintenance of insulin sensitivity.
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Direcció General d’Universitats, Generalitat de Catalunya.
This study was supported by grants from the European
Community (FP6 EUGENE2 [LSHM-CT-2004-512013]),
from Instituto de Salud Carlos III (FIS 01/0,427, Red de
Centros C03/08 and Red de Grupos G03/212), and from
Plan Nacional de I�D�I (GEN2001-4758-C07-02).

We thank R.W. Hanson for the PEPCK gene; B.M.
Spiegelman for the aP2 promoter, PPAR-�, and PGC-1	
cDNAs; D. Ricquier for UCP-1 cDNA; J.E. Feliu for helpful
discussions; and C.H. Ros, M. Moya, and A. Vilalta for
technical assistance.

REFERENCES

1. Fasshauer M, Paschke R: Regulation of adipocytokines and insulin resis-
tance. Diabetologia 46:1594–1603, 2003

2. Dandona P, Aljada A, Bandyopadhyay A: Inflammation: the link between
insulin resistance, obesity and diabetes. Trends Immunol 25:4–7, 2004

3. Boden G, Chen X, Ruiz J, White JV, Rossetti L: Mechanisms of fatty
acid-induced inhibition of glucose uptake. J Clin Invest 93:2438–2446, 1994

4. Hennes MM, Shrago E, Kissebah AH: Receptor and postreceptor effects of
free fatty acids (FFA) on hepatocyte insulin dynamics. Int J Obes

14:831–841, 1990
5. Jensen MD: Lipolysis: contribution from regional fat. Annu Rev Nutr

17:127–139, 1997
6. McGarry JD, Dobbins RL: Fatty acids, lipotoxicity and insulin secretion.

Diabetologia 42:128–138, 1999
7. Saloranta C, Franssila-Kallunki A, Ekstrand A, Taskinen MR, Groop L:

Modulation of hepatic glucose production by non-esterified fatty acids in
type 2 (non-insulin-dependent) diabetes mellitus. Diabetologia 34:409–
415, 1991

8. Vaughan M: The production and release of glycerol by adipose tissue
incubated in vitro. J Biol Chem 237:3354–3358, 1962

9. Van H, V, Reynisdottir S, Cianflone K, Degerman E, Hoffstedt J, Nilsell K,
Sniderman A, Arner P: Mechanisms involved in the regulation of free fatty
acid release from isolated human fat cells by acylation-stimulating protein
and insulin. J Biol Chem 274:18243–18251, 1999

10. Frayn KN: Adipose tissue as a buffer for daily lipid flux. Diabetologia

45:1201–1210, 2002
11. Olefsky JM: Treatment of insulin resistance with peroxisome proliferator-

activated receptor gamma agonists. J Clin Invest 106:467–472, 2000
12. Saltiel AR, Olefsky JM: Thiazolidinediones in the treatment of insulin

resistance and type II diabetes. Diabetes 45:1661–1669, 1996
13. Hauner H: The mode of action of thiazolidinediones. Diabete Metab Res

Rev 18 (Suppl. 2):S10–S15, 2002
14. Tordjman J, Chauvet G, Quette J, Beale EG, Forest C, Antoine B:

Thiazolidinediones block fatty acid release by inducing glyceroneogenesis
in fat cells. J Biol Chem 278:18785–18790, 2003

15. Guan HP, Li Y, Jensen MV, Newgard CB, Steppan CM, Lazar MA: A futile
metabolic cycle activated in adipocytes by antidiabetic agents. Nat Med

8:1122–1128, 2002
16. Franckhauser S, Munoz S, Pujol A, Casellas A, Riu E, Otaegui P, Su B,

Bosch F: Increased fatty acid reesterification by PEPCK overexpression in
adipose tissue leads to obesity without insulin resistance. Diabetes 51:624–
630, 2002

17. Bouillaud F, Ricquier D, Thibault J, Weissenbach J: Molecular approach to
thermogenesis in brown adipose tissue: cDNA cloning of the mitochon-
drial uncoupling protein. Proc Natl Acad Sci U S A 82:445–448, 1985

18. Puigserver P, Wu Z, Park CW, Graves R, Wright M, Spiegelman BM: A
cold-inducible coactivator of nuclear receptors linked to adaptive thermo-
genesis. Cell 92:829–839, 1998

19. Tontonoz P, Hu E, Graves RA, Budavari AI, Spiegelman BM: mPPAR
gamma 2: tissue-specific regulator of an adipocyte enhancer. Genes Dev

8:1224–1234, 1994
20. Yoo-Warren H, Monahan JE, Short J, Short H, Bruzel A, Wynshaw-Boris A,

Meisner HM, Samols D, Hanson RW: Isolation and characterization of the
gene coding for cytosolic phosphoenolpyruvate carboxykinase (GTP) from
the rat. Proc Natl Acad Sci U S A 80:3656–3660, 1983

21. Otaegui PJ, Ferre T, Pujol A, Riu E, Jimenez R, Bosch F: Expression of
glucokinase in skeletal muscle: a new approach to counteract diabetic
hyperglycemia. Human Gene Ther 11:1543–1552, 2000

22. Ferre T, Riu E, Franckhauser S, Agudo J, Bosch F: Long-term overexpres-
sion of glucokinase in the liver of transgenic mice leads to insulin
resistance. Diabetologia 46:1662–1668, 2003

23. Browning JD, Horton JD: Molecular mediators of hepatic steatosis and
liver injury. J Clin Invest 114:147–152, 2004

24. Goto T, Onuma T, Takebe K, Kral JG: The influence of fatty liver on insulin
clearance and insulin resistance in non-diabetic Japanese subjects. Int J

Obes Relat Metab Disord 19:841–845, 1995
25. Seppala-Lindroos A, Vehkavaara S, Hakkinen AM, Goto T, Westerbacka J,

Sovijarvi A, Halavaara J, Yki-Jarvinen H: Fat accumulation in the liver is
associated with defects in insulin suppression of glucose production and
serum free fatty acids independent of obesity in normal men. J Clin

Endocrinol Metab 87:3023–3028, 2002
26. Seip M, Trygstad O: Generalized lipodystrophy, congenital and acquired

(lipoatrophy). Acta Paediatr Suppl 413:2–28, 1996
27. Moitra J, Mason MM, Olive M, Krylov D, Gavrilova O, Marcus-Samuels B,

Feigenbaum L, Lee E, Aoyama T, Eckhaus M, Reitman ML, Vinson C: Life
without white fat: a transgenic mouse. Genes Dev 12:3168–3181, 1998

28. Gavrilova O, Marcus-Samuels B, Graham D, Kim JK, Shulman GI, Castle
AL, Vinson C, Eckhaus M, Reitman ML: Surgical implantation of adipose
tissue reverses diabetes in lipoatrophic mice. J Clin Invest 105:271–278,
2000

S. FRANCKHAUSER AND ASSOCIATES

DIABETES, VOL. 55, FEBRUARY 2006 279

D
ow

nloaded from
 http://diabetes.diabetesjournals.org/diabetes/article-pdf/55/2/273/651970/zdb00206000273.pdf by guest on 25 April 2024



29. Fruebis J, Tsao TS, Javorschi S, Ebbets-Reed D, Erickson MR, Yen FT,
Bihain BE, Lodish HF: Proteolytic cleavage product of 30-kDa adipocyte
complement-related protein increases fatty acid oxidation in muscle and
causes weight loss in mice. Proc Natl Acad Sci U S A 98:2005–2010, 2001

30. Hotta K, Funahashi T, Arita Y, Takahashi M, Matsuda M, Okamoto Y,
Iwahashi H, Kuriyama H, Ouchi N, Maeda K, Nishida M, Kihara S, Sakai N,
Nakajima T, Hasegawa K, Muraguchi M, Ohmoto Y, Nakamura T, Ya-
mashita S, Hanafusa T, Matsuzawa Y: Plasma concentrations of a novel,
adipose-specific protein, adiponectin, in type 2 diabetic patients. Arterio-

scler Thromb Vasc Biol 20:1595–1599, 2000
31. Yamauchi T, Kamon J, Waki H, Terauchi Y, Kubota N, Hara K, Mori Y, Ide

T, Murakami K, Tsuboyama-Kasaoka N, Ezaki O, Akanuma Y, Gavrilova O,
Vinson C, Reitman ML, Kagechika H, Shudo K, Yoda M, Nakano Y, Tobe K,
Nagai R, Kimura S, Tomita M, Froguel P, Kadowaki T: The fat-derived
hormone adiponectin reverses insulin resistance associated with both
lipoatrophy and obesity. Nat Med 7:941–946, 2001

32. Yamauchi T, Kamon J, Minokoshi Y, Ito Y, Waki H, Uchida S, Yamashita S,
Noda M, Kita S, Ueki K, Eto K, Akanuma Y, Froguel P, Foufelle F, Ferre P,
Carling D, Kimura S, Nagai R, Kahn BB, Kadowaki T: Adiponectin
stimulates glucose utilization and fatty-acid oxidation by activating AMP-
activated protein kinase. Nat Med 8:1288–1295, 2002

33. Li J, Yu X, Pan W, Unger RH: Gene expression profile of rat adipose tissue
at the onset of high-fat-diet obesity. Am J Physiol Endocrinol Metab

282:E1334–E1341, 2002
34. Lopez IP, Milagro FI, Marti A, Moreno-Aliaga MJ, Martinez JA, De Miguel

C: Gene expression changes in rat white adipose tissue after a high-fat diet
determined by differential display. Biochem Biophys Res Commun 318:
234–239, 2004

35. Abbasi F, Chu JW, Lamendola C, McLaughlin T, Hayden J, Reaven GM,
Reaven PD: Discrimination between obesity and insulin resistance in the
relationship with adiponectin. Diabetes 53:585–590, 2004

36. Tontonoz P, Hu E, Devine J, Beale EG, Spiegelman BM: PPAR gamma 2
regulates adipose expression of the phosphoenolpyruvate carboxykinase
gene. Mol Cell Biol 15:351–357, 1995

37. Devine JH, Eubank DW, Clouthier DE, Tontonoz P, Spiegelman BM,
Hammer RE, Beale EG: Adipose expression of the phosphoenolpyruvate
carboxykinase promoter requires peroxisome proliferator-activated recep-
tor gamma and 9-cis-retinoic acid receptor binding to an adipocyte-specific
enhancer in vivo. J Biol Chem 274:13604–13612, 1999

38. Glorian M, Duplus E, Beale EG, Scott DK, Granner DK, Forest C: A single
element in the phosphoenolpyruvate carboxykinase gene mediates thiazo-
lidinedione action specifically in adipocytes. Biochimie 83:933–943, 2001

39. Olswang Y, Cohen H, Papo O, Cassuto H, Croniger CM, Hakimi P, Tilghman
SM, Hanson RW, Reshef L: A mutation in the peroxisome proliferator-

activated receptor gamma-binding site in the gene for the cytosolic form of
phosphoenolpyruvate carboxykinase reduces adipose tissue size and fat
content in mice. Proc Natl Acad Sci U S A 99:625–630, 2002

40. Akazawa S, Sun F, Ito M, Kawasaki E, Eguchi K: Efficacy of troglitazone on
body fat distribution in type 2 diabetes. Diabetes Care 23:1067–1071, 2000

41. Kawai T, Takei I, Oguma Y, Ohashi N, Tokui M, Oguchi S, Katsukawa F,
Hirose H, Shimada A, Watanabe K, Saruta T: Effects of troglitazone on fat
distribution in the treatment of male type 2 diabetes. Metabolism 48:1102–
1107, 1999

42. Kelly IE, Han TS, Walsh K, Lean ME: Effects of a thiazolidinedione
compound on body fat and fat distribution of patients with type 2 diabetes.
Diabetes Care 22:288–293, 1999

43. Mori Y, Murakawa Y, Okada K, Horikoshi H, Yokoyama J, Tajima N, Ikeda
Y: Effect of troglitazone on body fat distribution in type 2 diabetic patients.
Diabetes Care 22:908–912, 1999

44. Nicholls D, Cunningham S, Wiesinger H: Mechanisms of thermogenesis in
brown adipose tissue. Biochem Soc Trans 14:223–225, 1986

45. Ricquier D, Bouillaud F, Toumelin P, Mory G, Bazin R, Arch J, Penicaud L:
Expression of uncoupling protein mRNA in thermogenic or weakly ther-
mogenic brown adipose tissue: evidence for a rapid beta-adrenoreceptor-
mediated and transcriptionally regulated step during activation of
thermogenesis. J Biol Chem 261:13905–13910, 1986

46. Ricquier D, Miroux B, Larose M, Cassard-Doulcier AM, Bouillaud F:
Endocrine regulation of uncoupling proteins and energy expenditure. Int J

Obes Relat Metab Disord 24 (Suppl. 2):S86–S88, 2000
47. Sears IB, MacGinnitie MA, Kovacs LG, Graves RA: Differentiation-depen-

dent expression of the brown adipocyte uncoupling protein gene: regula-
tion by peroxisome proliferator-activated receptor gamma. Mol Cell Biol

16:3410–3419, 1996
48. Medina-Gomez G, Virtue S, Lelliott C, Boiani R, Campbell M, Christodou-

lides C, Perrin C, Jimenez-Linan M, Blount M, Dixon J, Zahn D, Thresher
RR, Aparicio S, Carlton M, Colledge WH, Kettunen MI, Seppanen-Laakso T,
Sethi JK, O’Rahilly S, Brindle K, Cinti S, Oresic M, Burcelin R, Vidal-Puig A:
The link between nutritional status and insulin sensitivity is dependent on
the adipocyte-specific peroxisome proliferator-activated receptor-gamma2
isoform. Diabetes 54:1706–1716, 2005

49. Bachman ES, Dhillon H, Zhang CY, Cinti S, Bianco AC, Kobilka BK, Lowell
BB: betaAR signaling required for diet-induced thermogenesis and obesity
resistance. Science 297:843–845, 2002

50. Kelly LJ, Vicario PP, Thompson GM, Candelore MR, Doebber TW, Ventre
J, Wu MS, Meurer R, Forrest MJ, Conner MW, Cascieri MA, Moller DE:
Peroxisome proliferator-activated receptors gamma and alpha mediate in
vivo regulation of uncoupling protein (UCP-1, UCP-2, UCP-3) gene expres-
sion. Endocrinology 139:4920–4927, 1998

PEPCK OVEREXPRESSION IN ADIPOSE TISSUE

280 DIABETES, VOL. 55, FEBRUARY 2006

D
ow

nloaded from
 http://diabetes.diabetesjournals.org/diabetes/article-pdf/55/2/273/651970/zdb00206000273.pdf by guest on 25 April 2024


