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course of adipocyte hypertrophy in vitro and in obese adi-
pose tissue in vivo. However, how the inflammatory path-
ways are activated in adipocytes at the early stage of obesity
is still poorly understood.

Mitogen-activated protein kinases (MAPKs) including extra-
cellular signal-regulated kinase (ERK), p38 MAPK, and c-Jun
NH,-terminal kinase (JNK) are activated in a variety of cellular
processes (13). Once activated by the upstream kinases, e.g.
MAPK/ERK kinase (MEK), MAPKSs are rapidly inactivated by a
family of protein phosphatases such as MAPK phosphatase-1
(MKP-1), an inducible dual specificity phosphatase (14, 15).
Sakaue et al. showed previously that MKP-1 plays an essential
role in 3T3-L1 adipocyte differentiation through ERK down-
regulation (16). On the other hand, Bost et al. (17) reported that
mice lacking ERK1 (ERK1~’~ mice) are protected from high fat
diet-induced obesity and insulin resistance. These findings,
taken together, suggest that the MAPK pathways play an
important role in the adipocyte proliferation and differentia-
tion in vitro and in vivo (18).

Here we show that MCP-1 mRNA expression is increased,
which is followed by ERK activation and MKP-1 down-regula-
tion in the adipose tissue from mice rendered mildly obese by a
short term high fat diet, when macrophages are not infiltrated.
We also demonstrate that ERK activation through MKP-1
down-regulation is involved in increased production of MCP-1
in 3T3-L1 adipocytes during the course of adipocyte hypertro-
phy. This study provides evidence that MKP-1 down-regula-
tion is critical for the inflammatory changes in hypertrophied
adipocytes at the early stage of obesity, thereby suggesting that
MKP-1 activation may offer a novel therapeutic strategy to treat
or reduce the inflammatory changes in adipocytes during the
progression of obesity.

EXPERIMENTAL PROCEDURES

Materials—Rabbit polyclonal antibodies against ERK, phos-
pho-ERK, p38 MAPK, phospho-p38 MAPK, MEK1/2, phos-
pho-MEK1/2, MEK inhibitors PD98059 and U0126, and a
p38MAPK inhibitor SB203580 were purchased from Cell Sig-
naling (Beverly, MA). Rabbit polyclonal antibodies against JNK,
phospho-JNK, and MKP-1 and a mouse monoclonal antibody
against Lamin A/C were purchased from Santa Cruz Biotech-
nology (Santa Cruz, CA). All other reagents were purchased
from Sigma or Nacalai Tesque (Kyoto, Japan).

Animal Studies—Four-week-old male C57BL/6] mice
were purchased from Charles River Laboratories Japan
(Tokyo, Japan). The animals were housed in a temperature-,
humidity-, and light- controlled room (12-h light and 12-h
dark cycle) and allowed free access to water and chow. Five-
week-old mice were fed either the standard chow (Oriental
MF, 362 kcal/100 g, 5.4% energy as fat; Oriental Yeast,
Tokyo, Japan) or high fat diet (D12492, 524 kcal/100 g, 60%
energy as fat; Research Diets, New Brunswick, NJ) for 15
weeks. They were fasted for 1 h (12:00-13:00) and sacrificed
to harvest the epididymal adipose tissue before (n = 10) and
2 weeks (n = 10), 4 weeks (n = 12), 6 weeks (n = 11), 8 weeks
(n = 6), and 15 weeks (n = 4) after the experiments. All
animal experiments were conducted according to the guide-
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lines of Tokyo Medical and Dental University Committee on
Animal Research (No. 0060026).

Histological Analysis—The epididymal WAT was fixed with
neutral-buffered formalin and embedded in paraffin. Sections
were stained with hematoxylin and eosin and studied under
X200 magnification to measure the adipocyte area using Win
Roof software (Mitani Corporation, Tokyo, Japan) (19). Immu-
nohistochemical study was carried out using 5-um thick paraf-
fin-embedded sections for macrophage marker F4/80 as previ-
ously described (20, 21).

Cell Culture—3T3-L1 preadipocytes (American Type Cul-
ture Collection, Manassas, VA) were maintained as described
(6, 7). Differentiation of 3T3-L1 preadipocytes to adipocytes
was described elsewhere (6, 7). Cells at day 8 and day 21 after
the induction of differentiation were used as non-hypertro-
phied and hypertrophied adipocytes, respectively (6). Accu-
mulation of triglyceride in adipocytes was detected by oil red
O staining (19).

Measurement of Triglyceride Content—Triglyceride content
in 3T3-L1adipocytes was measured as previously reported (22).
In brief, 3T3-L1 adipocytes in 35-mm dish were harvested, and
cellular lipid was extracted by chloroform-methanol (2:1). After
evaporation, precipitation was dissolved in isopropyl alcohol.
Triglyceride content was measured using a colorimetric assay
kit (triglyceride E-test Wako, Wako Pure Chemicals, Osaka,
Japan) according to the manufacturer’s instructions.

Quantitative Real-time PCR—Quantitative real-time PCR
was performed with an ABI Prism 7000 Sequence Detection
System using PCR Master Mix reagent kit (Applied Biosystems,
Foster City, CA) as described (6, 19). Primers used were
described in supplemental Table S1. Levels of mRNAs were
normalized to those of housekeeping gene 36B4 mRNA.

ELISA—The MCP-1, IL-6, and adiponectin levels in culture
supernatants were determined by the commercially available
ELISA kits (MCP-1 and IL-6, R&D systems, Minneapolis, MN;
adiponectin, Otsuka Pharmaceutical, Tokyo, Japan).

Immunoblot Assay—Nuclear and cytosolic extracts were
prepared by using the Nuclear/Cytosol fractionation kit (Bio-
Vision, Mountain View, CA). Separation of nuclear and cytoso-
lic proteins was confirmed by immunoblots with a-tubulin and
lamin A/Cantibodies, respectively. Whole cell lysates were pre-
pared using buffer containing 50 mmol/liter HEPES (pH7.5),
150 mmol/liter NaCl, 100 mmol/liter sodium fluoride, 1 mmol/
liter EGTA, 1 mmol/liter EDTA, 1% Triton X-100, 2 mmol/liter
sodium vanadate, 2 mmol/liter phenylmethylsulfonyl fluoride,
and protease inhibitor mixture (Sigma). Inmunoblot assay was
performed as described (6). Samples (10-20 pug protein/lane)
were separated by 12.5% SDS-PAGE and electrophoretically
transferred onto polyvinylidene difluoride filter membrane
(PolyScreen; PerkinElmer, Wellesley, MA). After membranes
were incubated with primary antibodies for 1 h at room tem-
perature, immunoblots were developed with horseradish per-
oxidase-conjugated secondary antibodies (GE Healthcare Bio-
Sciences, Piscataway, NJ) and a chemiluminescence kit (GE
Healthcare Bio-Sciences). The signals were detected with
LAS3000 (Fuji Photo Film, Tokyo, Japan).
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Generation of 3T3-L1 Adipocytes Stably Expressing Cox-
sackie-Adenovirus Receptor (CAR)—A mouse CAR-expressing
plasmid pcDNA3-CAR (23) was kindly provided by Dr.
Hiroyuki Mizuguchi (National Institute of Biomedical Innova-
tion, Osaka, Japan). The CAR retroviral expression vector
(PMRX-CAR) was constructed by ligating the full-length CAR
cDNA into the EcoR1 site of pMRX vector (24) and transfected
into Plat-E packaging cells (25) using Lipofectamine2000
(Invitrogen) according to the manufacturer’s instructions. Viral
supernatants were harvested from 24 to 48 h after transfection
and applied to 3T3-L1 adipocytes in Dulbecco’s modified
Eagle’s medium containing 10% fetal bovine serum and 5 pg/ml
of polybrene (Nacalai Tesque) in a final volume of 5 ml. The
stable CAR-expressing 3T3-L1 adipocytes (CAR-3T3-L1 adi-
pocytes) were obtained by 2 pg/ml of puromycin (Nacalai
Tesque) selection.

Adenovirus-mediated Expression of MKP-1—The adenoviral
vector expressing mouse MKP-1 (Ad-MKP-1) (26), kindly pro-
vided by Dr. Jeffery D. Molkentin (University of Cincinnati,
Cincinnati, OH), was prepared using HEK293 cells and purified
by VIRAPREP adenovirus purification kit (Virapur, LLC, San
Diego, CA) as previously described (27). The GFP adenovirus
(Ad-GFP; Clontech Laboratories, Palo Alto, CA) was used as a
control. The CAR-3T3-L1 adipocytes at day 5 and day 18 after
the induction of differentiation were transfected with
Ad-MKP-1, incubated for 3 days, and harvested to be used for
quantitative real-time PCR and immunoblot assay.

Statistical Analysis—Data are shown as means = S.E. Statis-
tical analysis was performed using the Student’s ¢ test and anal-
ysis of variance followed by Scheffe’s test. p < 0.05 was consid-
ered statistically significant.

RESULTS

MCP-1 mRNA Expression in the Adipose Tissue from Mice
with Diet-induced Obesity—Body weight was increased signif-
icantly in mice fed high fat diet for 2 weeks relative to those fed
standard diet (p < 0.01) (Fig. 14). The mice fed high fat diet
weighed ~20% more than those fed standard diet for 15 weeks
(29.7 £ 0.3 g versus 34.8 = 1.9 g, p < 0.05). The weight of
epididymal white adipose tissue (WAT) was significantly
increased in mice fed high-fat diet for 2 weeks relative to those
fed standard diet (0.26 *+ 0.01 g versus 0.49 * 0.04 g, p < 0.01).
Histological examination revealed appreciable increase in adi-
pocyte cell size in mice fed a high fat diet during the initial 2
weeks, which reached up to ~4-fold larger than that in mice fed
standard diet after 15 weeks (Fig. 1B). There were no apprecia-
ble infiltration of macrophages in the adipose tissue up to 8
weeks after the experiment, after which interstitial cells stained
with F4/80, a marker of activated macrophages, appeared in
mice fed high fat diet (Fig. 1C). Correspondingly, F4/80 mRNA
expression was also increased in the epididymal WAT in mice
fed high fat diet for 15 weeks relative to those fed standard diet
(Fig. 1D, left). In mice fed high fat diet, MCP-1 mRNA expres-
sion was increased as early as 4 weeks and gradually increased
up to 15 weeks after the experiment (Fig. 1D, right). These
observations indicate that MCP-1 mRNA expression is
increased prior to macrophage infiltration at the early stage of
obesity.
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FIGURE 1. Time course of adipocyte hypertrophy and macrophage infil-
tration in mice with diet-induced obesity. Five-week-old male C57BL/6J
mice were fed either SD or HFD for 15 weeks. A, time course of body weight.
Open circle, SD; closed circle, HFD. B, time course of adipocyte area. C, macro-
phage marker F4/80 immunostaining of the epididymal WAT in diet-induced
obese mice. Original magnification, X 200. Scale bars, 100 um. D, time courses
of F4/80 and MCP-1 mRNA expression. Data in B and D are expressed as the
ratio of changes in mice fed HFD to those in mice fed SD. *, p < 0.05; **,p <
0.01 versus SD, n = 4-12 at each time point.

Dysregulation of Adipocytokine Production during the Course
of Adipocyte Hypertrophy—To explore the molecular mecha-
nisms underlying adipocyte hypertrophy, we cultured 3T3-L1
adipocytes up to 21 days after the induction of differentiation;
they exhibited a gradual increase in lipid accumulation from
day 8 to day 21 during the course of adipocyte hypertrophy as
revealed by oil-red O staining (Fig. 24) and triglyceride content
(Fig. 2B). In this study, insulin-induced glucose uptake was pre-
served up to day 21 (supplemental Fig. S1).

Quantitative real-time PCR analysis revealed that MCP-1
mRNA expression was significantly increased up to day 21,
~6-fold higher than that in 3T3-L1 adipocytes (day 8) (» <
0.01), in parallel with increased cell size and lipid accumulation
(Fig. 2C). Expression of IL-6 mRNA was also increased during
the course of adipocyte hypertrophy. The IL-6 mRNA levels in
3T3-L1 adipocytes (day 21) were ~5-fold higher than those in
3T3-L1 adipocytes (day 8) (p < 0.01). By contrast, adiponectin
mRNA expression showed significant reduction (up to 30%)
during the course of adipocyte hypertrophy (p < 0.01). The
MCP-1, IL-6, and adiponectin concentrations in the culture
media were roughly parallel to their respective mRNA levels
(Fig. 2D). The expression patterns of adipocytokines in hyper-
trophied 3T3-L1 adipocytes (day 21) were similar to those
found in obese adipose tissue. We also confirmed that mRNA
expression patterns of adipogenesis-related markers such as
peroxisome proliferator-activated receptor y2 (PPARY2), adi-
pocyte fatty acid-binding protein (aP2), fatty-acid transport
protein 1 (FATP1), and CCAAT/enhancer-binding protein «
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FIGURE 2. Changes in adipocytokine expression during the course of adi-
pocyte hypertrophy in vitro. A, morphological changes of 373-L1 adipo-
cytes during the course of adipocyte hypertrophy (day 8-day 21} as revealed
by oil-red O staining. Original magnification, X200. Scale bars, 100 pm.
B, triglyceride accumulation in 3T3-L1 adipocytes during the course of adipo-
cyte hypertrophy. C and D, changes in adipocytokine mRNA expression (C)
and secretion (D) in 3T3-L1 adipocytes during the course of adipocyte hyper-
trophy. **, p < 0.01 versus day 8.n = 4.

(C/EBPa) in hypertrophied 3T3-L1 adipocytes were consistent
with those in obese adipose tissue (supplemental Fig. $2). In this
study, we used 3T3-L1 adipocytes cultured for 8 and 21 days
after differentiation as non-hypertrophied (day 8) and hyper-
trophied (day 21) adipocytes, respectively.

Activation of MAPK Pathways during the Course of Adipocyte
Hypertrophy—To explore the role of MAPK activation in the
dysregulation of MCP-1 production during the course of adi-
pocyte hypertrophy, we examined phosphorylation of ERK, p38
MAPK, and JNK in 3T3-L1 adipocytes during the course of
adipocyte hypertrophy. Immunoblot analysis revealed that
phosphorylation of ERK and p38 MAPK s increased in hyper-
trophied adipocytes relative to non-hypertrophied adipocytes
(Fig. 34). In this study, there was no significant induction of
phosphorylation of JNK during the course of adipocyte hyper-
trophy (Fig. 3A4). Treatment of hypertrophied adipocytes with
MEK inhibitors, PD98059 and U0126, for 24 h significantly
reduced MCP-1 mRNA levels (Fig. 3B left, p < 0.01) and secre-
tionin the culture media (Fig. 3B right, p <0.01). Moreover, the
effect of the MEK inhibitors on MCP-1 mRNA expression was
observed as early as 6 h after the treatment (Fig. 3C). Further-
more, phosphorylation of ERK was increased in the nuclear
fraction rather than in the cytosolic fraction from hypertro-
phied adipocytes (Fig. 3D, p < 0.01). We also confirmed that
phosphorylation of MEK is increased in hypertrophied adipo-
cytes (Fig. 3E, p < 0.01). On the other hand, no such inhibitory
effect was observed when treated with a p38 MAPK inhibitor,
SB203580 (Fig. 3, B and C). These observations suggest that
increased mRNA expression and secretion of MCP-1 in
hypertrophied adipocytes are due at least in part to MEK-
ERK activation.

MKP-1 Down-regulation during the Course of Adipocyte
Hypertrophy—We next examined expression of members of
the MKP family during the course of adipocyte hypertrophy.
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FIGURE 3. Role of MAP kinases in MCP-1 mRNA expression in hypertro-
phied adipocytes. 4, phosphorylation of MAP kinases during the course of
adipocyte hypertrophy. Representative immunoblots of ERK, p38 MAPK and
INK quantification of phosphorylation levels. *, p < 0.05; **, p < 0.01 versus
day 8.n = 4. B, effect of 24-h-treatment with MAP kinase inhibitors on MCP-1
mRNA expression {left) and secretion (right) in hypertrophied 3T3-L1 adipo-
cytes (day 21). PD, PD98059, 20 umol/liter; U, U0126, 10 umol/liter; SB,
$B203580, 10 pmol/liter. **, p < 0.01 versus vehicle treated day 21.n = 6.N.S.,
not significant. C, effect of 6-h-treatment with MAPK inhibitors on MCP-1
mRNA expression in hypertrophied 3T3-L1 adipocytes (day 21). D, phospho-
rylation of ERK in the cytosolic and nuclear fractions from non-hypertrophied
(day 8) and hypertrophied (day 21) 3T3-L1 adipocytes. Representative immu-
noblots of ERK and quantification of phosphorylation levels. £, phosphoryla-
tion of MEK during the course of adipocyte hypertrophy. Representative
immunoblots of MEK and quantification of phosphorylation levels. **, p <
0.01 versusday 8.n = 4-6.

Interestingly, we detected substantial amounts of MKP-1
mRNA and protein in non-hypertrophied adipocytes, which
are markedly down-regulated in hypertrophied adipocytes (Fig.
4, A and B, p < 0.05). There were no obvious changes in MKP-2
and MKP-3 mRNA levels during the course of adipocyte hyper-
trophy (Fig. 44). We also observed that MKP-1 mRNA expres-
sion is significantly down-regulated in the adipose tissue from
mice fed high fat diet for 2- and 4-weeks relative to those fed
standard diet (Fig. 4C, p < 0.05). In addition, phosphorylation
of ERK was significantly increased in the adipose tissue from
mice that received 4-, 6-, 8-, and 15-week high fat diet relative to
those fed standard diet (Fig. 4D, p < 0.05). These observations,
taken together, suggest that MKP-1 is down-regulated in
hypertrophied adipocytes, which is accompanied by ERK acti-
vation in vivo.

Generation of CAR-3T3-L1 Adipocytes—Because MKP-1
down-regulation may be responsible for the induction of
MCP-1 during the course of adipocyte hypertrophy, we next
examined the effect of MKP-1 restoration on ERK activity and
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FIGURE 4. Changes in MKP-1 expression during the course of adipocyte hypertrophy in vitro and in vivo.
A, changes in mRNA expression of MKP family during the course of adipocyte hypertrophy. n = 6.8, changesin
MKP-1 protein levels in 3T3-L1 adipocytes during the course of adipocyte hypertrophy. Representative immu-
noblots of MKP-1 and quantification of protein levels.n = 4.*,p < 0.05; **, p < 0.01 versus day 8. Cand D, time
course of MKP-1 mRNA expression (C) and ERK phosphorylation (D) levels in mice with diet-induced obesity.
Representative immunoblots of ERK and quantification of phosphorylation levels. Data in C and D are
expressed as the ratio of changes in mice fed HFD to those in mice fed SD. *, p < 0.05;**, p < 0.01 versus SD.n =

4-12 at each time point.
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FIGURE 5.Generation of 3T3-L1 adipocytes stably expressing CAR (CAR-3T3-L1 adipocytes). Aand 8, lipid
accumulation of CAR-3T3-L1 adipocytes and control 3T3-L1 adipocytes (ct) during the course of adipocyte
differentiation and hypertrophy as revealed by oil-red O staining (4) and triglyceride content (B). C, changes in
MCP-1 mRNA expression in CAR-3T3-L1 adipocytes. D, efficiency of adenovirus-mediated gene transfer in
CAR-3T3-L1 adipocytes using Ad-GFP. PC, phase contrast view; GFP, GFP fluorescence view. Original magnifi-

cation, X200. Scale bars, 100 um. **, p < 0.01 versus day 8.n = 4.

MCP-1 mRNA expression in hypertrophied adipocytes.
Because hypertrophied 3T3-L1 adipocytes are difficult to trans-
fect with plasmid- or even virally encoded genes, we generated
CAR-3T3-L1 adipocytes as described under “Experimental
Procedures.” There was no obvious difference in lipid accumu-
lation between CAR-3T3-L1 and 3T3-L1 adipocytes without
retroviral infection (control 3T3-L1 adipocytes) (Fig. 5, 4 and
B) during the course of adipocyte differentiation and hypertro-
phy. We also confirmed no appreciable difference in mRNA
expression of adipogenesis-related markers and adipocytokines
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between the cells (supplemental Fig.
$3). Similar to control 3T3-L1 adi-
pocytes, CAR-3T3-L1 adipocytes
exhibited the up-regulation of
MCP-1 during the course of adipo-
cyte hypertrophy (Fig. 5C). The
transfection efficiency was mark-

15 21

MKP-1 = o -

- -

8 152 edly increased in CAR-3T3-L1 adi-
day pocytes relative to control 3T3-L1
adipocytes as judged by Ad-GFP
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E . Effect of MKP-1 Restoration in
T 300 - - Hypertrophied Adipocytes—Infec-
§100 tion with Ad-MKP-1 significantly
] 0 02468 15 increased MKP-1 mRNA expres-
2 woek sion in hypertrophied CAR-3T3-

L1 adipocytes (Fig. 64, left). We
confirmed that MKP-1 protein
levels in hypertrophied CAR-
3T3-L1 adipocytes infected with
Ad-MKP-1 are roughly compara-
ble to those found in non-hyper-
trophied CAR-3T3-L1 adipocytes
(Fig. 64, right). In this setting,
MKP-1 restoration in hypertro-
phied CAR-3T3-L1 adipocytes
resulted in a marked reduction of
ERK phosphorylation (Fig. 6B, p <
0.05) and MCP-1 mRNA expres-
sion (Fig. 6C, p < 0.01), which is
roughly comparable to those
found in non-hypertrophied CAR-
3T3-L1 adipocytes. Interestingly,
adiponectin mRNA expression
was significantly increased and
IL-6 mRNA expression tended to
be reduced in hypertrophied
CAR-3T3-L1 adipocytes with Ad-
MKP-1 infection (supplemental
Fig. S4), suggesting the anti-in-
flammatory effect of MKP-1
in hypertrophied adipocytes. Of
note, there was no obvious differ-
ence in mRNA expression of adi-
pogenesis-related markers by Ad-
MKP-1 infection (supplemental
Fig. S4). We also confirmed that
Ad-MKP-1 infection does not
affect lipid accumulation and insulin-induced glucose
uptake in hypertrophied CAR-3T3-L1 (supplemental Fig.
$5). These observations, taken together, indicate that resto-
ration of MKP-1 does not affect adipocyte differentiation
and hypertrophy but improves the overall inflammatory
changes in hypertrophied adipocytes.

MCP-1

8 15 21 (day)

DISCUSSION

Recent studies showed that obese adipose tissue is character-
ized by increased infiltration of macrophages, suggesting that
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FIGURE 6. Effect of MKP-1 restoration on ERK phosphorylation and MCP-1 mRNA expression in hyper-
trophied adipocytes. A, adenovirus-mediated restoration of MKP-1 in hypertrophied CAR-3T3-L1 adipocytes
{day 21). Changes in MKP-1 mRNA (feft) and protein (right) expression. Representative immunoblots of MKP-1
and quantification of protein levels. 8 and C, effect of MKP-1 restoration on ERK phosphorylation (8) and MCP-1

mRNA expression {C). *, p < 0.05; **, p < 0.01 versus Ad-GFP, (day 21}.n = 6.

the inflammatory changes induced by the cross-talk between
adipocytes and macrophages are critical for the pathophysiol-
ogy of obesity and thus the metabolic syndrome (4, 5). The
molecular mechanisms underlying the recruitment of macro-
phages into obese adipose tissue have not fully been elucidated,
but there is considerable evidence suggesting the involvement
of MCP-1, which is increased during the course of obesity (8,9).
1t is, therefore, important to know how MCP-1 is increased in
hypertrophied adipocytes at the early stage of obesity, when
macrophages are not infiltrated. This study was designed to
elucidate the signaling pathway that mediates increased pro-
duction of MCP-1 at the early stage of obesity.

In this study, we found that expression of MCP-1 mRNA is
increased in the adipose tissue from mice rendered mildly obese
by a short term high fat diet. Histologically, there is marked
increase in adipocyte cell size with no obvious macrophage
infiltration, suggesting that MCP-1 mRNA expression is
increased in the adipose tissue prior to macrophage accumula-
tion in vivo. Two recent studies with transgenic mice overex-
pressing MCP-1 in the adipose tissue and/or MCP-1-deficient
mice showed that MCP-1 plays a role in the recruitment of
macrophages into obese adipose tissue (11, 12). Furthermore,
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adipose tissue from mice lacking
C-C motif chemokine receptor-2, a
major receptor for MCP-1, during a
long term high fat diet. Together
with recent evidence that MCP-1
mRNA expression and secretion in
primary cultured adipocytes from
obese subjects are positively corre-
lated with their cell size (29), our
data herein support the concept
that increased production of
MCP-1 in hypertrophied adipocytes
at the early stage of obesity contrib-
utes to increased infiltration of mac-
rophages into the adipose tissue at
the late stage of obesity.

There are multiple intracellular
signaling pathways activated in adi-
pocytes during the course of adipo-
cyte hypertrophy. The data of this
study demonstrate that 3T3-L1 adi-
pocytes, when cultured alone up to
21 days after differentiation, is capa-
ble of up-regulating MCP-1 and
IL-6 and down-regulating adi-
ponectin in parallel with increased
cell size and lipid accumulation,
which are comparable to those in
obese adipose tissue. Moreover,
mRNA expression patterns of some
adipogenesis-related markers are
also roughly parallel to those in
obese adipose tissue, suggesting
that 3T3-L1 adipocytes cultured from day 8 to day 21 serve as
the useful in vitro experimental model system to investigate the
molecular mechanism for the dysregulation of adipocytokine
production during the course of adipocyte hypertrophy.

In this study, we observed that ERK and p38 MAPK are
activated in hypertrophied 3T3-L1 adipocytes. Moreover,
increased production of MCP-1 is significantly suppressed by
MEK inhibitors as early as 6 h after the treatment, but not by a
p38 MAPK inhibitor. We also demonstrated that ERK phos-
phorylation is significantly increased in the nuclear fraction but
notin cytosolic fraction obtained from non-hypertrophied (day

*ek *

21 (day)

deke *k

21 (day)

- 8) and hypertrophied (day 21) 3T3-L1 adipocytes, suggesting

that ERK activation occurs mostly in the nucleus rather than in
the cytoplasm of adipocytes during the course of adipocyte
hypertrophy. These observations are consistent with the con-
cept that MKP-1 acts as a negative regulator of MAPKs within
the nucleus (30). Furthermore, we observed that phosphoryla-
tion of MEK is increased in hypertrophied adipocytes. Together
with a recent report that MAPKs are involved in the regulation
of MCP-1 in human adipose tissue (31), these observations sug-
gest thatincreased production of MCP-1 in hypertrophied adi-
pocytes is mediated at least in part thorough MEK-ERK activa-
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tion. In this regard, using the TRANSFAC (6.0) data base, we
also searched for transcriptional factor binding sites in the
mouse, rat, and human MCP-1 promoter and found a consen-
sus AP-1 binding site 3—4-kb upstream of the transcriptional
start site. Moreover, there are previous reports showing that
cytokine-induced MCP-1 is mediated at least in part through
the activation of ERK and AP-1 (32, 33). It is, therefore, con-
ceivable that decrease in MKP-1 leads to the activation of ERK
and AP-1 transcriptional activity within the nucleus, thereby
increasing MCP-1 production during the course of adipocyte
hypertrophy.

In this study, we demonstrate for the first time that both
MKP-1 mRNA and protein levels are significantly down-regu-
lated during the course of adipocyte hypertrophy in vitro.
Moreover, restoration of MKP-1 in hypertrophied adipocytes
reduces the otherwise increased ERK phosphorylation and thus
MCP-1 mRNA expression. These observations, taken together,
suggest that ERK activation through MKP-1 down-regulation is
involved in increased production of MCP-1 in 3T3-L1 adipo-
cytes during the course of adipocyte hypertrophy. The above
discussion is consistent with the in vivo observation that ERK is
activated, which is followed by MKP-1 down-regulation in the
adipose tissue at the early stage of obesity, when there is no
appreciable macrophage infiltration. Thus, reduced MKP-1
expression may be one of the early events during the progres-
sion of obesity in vivo, thereby leading to increased production
of MCP-1 through the activation of ERK. In this regard, consti-
tutive activation of ERK as a result of low induction of MKP-1
confers stronger resistance of immortalized cells than that of
normal human fibroblasts to a cancer therapy called photody-
namic therapy (34, 35). It is also noteworthy that MKP-1
expression is down-regulated in human ovarian cancer cell
lines, where its forced re-expression reduces their malignant
potential, suggesting the role of MKP-1 in the progression of
human ovarian cancer (36). Thus, imbalance between MKP-1
and MEK activities as a result of MKP-1 down-regulation may
cause ERK activation, thereby leading to increased production
of MCP-1 in hypertrophied adipocytes.

Itis also important to know the upstream signaling pathways
responsible for MKP-1 down-regulation during the course of
adipocyte hypertrophy. Recent studies have suggested the
involvement of multiple intracellular signaling pathways in the
inflammatory changes in adipocytes in vitro and in obese adi-
pose tissue in vivo. For instance, Ozcan et al. (37) reported that
obesity is associated with the induction of ER stress predomi-
nantly in the adipose tissue and liver and demonstrated that ER
stress is a central feature of obesity-related insulin resistance
and type 2 diabetes. On the other hand, Furukawa et al. showed
that ROS production is increased in parallel with lipid accumu-
lation in 3T3-L1 adipocytes and that oxidative stress induces
the dysregulation of adipocytokine production (38). It is, there-
fore, interesting to investigate the relationship among ER stress
induction, ROS production, and MKP-1 activation during the
course of adipocyte hypertrophy and/or at the early stage of
obesity. Lin et al. (39, 40) demonstrated previously that MKP-1
degradation via the ubiquitin-proteasome pathway is stimu-
lated by ERK, thereby leading to the sustained activation of
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ERK. Whether MKP-1 is thus down-regulated in hypertrophied
adipocytes or not must await further investigations.

During the course of this study, Wu et al (41) have reported
that mice deficient in MKP-1 (MKP-17/~ mice) exhibit
enhanced MAPK activity in the adipose tissue, reduced adipo-
cyte cell size relative to wild-type littermates, and resistance to
diet-induced obesity as a result of increased lipid metabolism in
the liver and oxygen consumption in the skeletal muscle. Using
mice with congenital deficiency of MKP-1, however, the
authors did not address the role of MKP-1 in adipocytes during
the course of adipocyte hypertrophy or at the early stage of
obesity. In this regard, Bost et al (17) reported that ERK17/~
mice have decreased adiposity and fewer adipocytes than wild-
type littermates, and are resistant to high fat diet-induced obe-
sity and insulin resistance. In this study, we demonstrated that
ERK activation through the down-regulation of MKP-1 plays a
role in increased production of MCP-1 in hypertrophied adipo-
cytes during the course of obesity. It is, therefore, tempting to
speculate that ERK activation through the down-regulation of
MKP-1 plays an important role in the regulation of adipocyte
differentiation, adiposity, and high fat diet-induced obesity in
vivo. In this study, we also found that restoration of MKP-1
improves the dysregulation of adipocytokine production in
hypertrophied adipocytes, which may improve obesity-related
insulin resistance via adipocytokine mechanism in vivo. The
pathophysiologic role of MKP-1 down-regulation in hypertro-
phied adipocytes at the early stage of obesity in vivo must await
further investigation.

To obtain hypertrophied 3T3-L1 adipocytes whose MKP-1
levels are restored to those of non-hypertrophied 3T3-L1, we
tried to produce 3T3-L1 adipocytes stably expressing MKP-1
using the retrovirus vector and observed that they are unable to
differentiate into lipid-laden mature adipocytes.* This is con-
sistent with the concept that ERK should be on and off properly
during adipogenesis in vitro (16, 42). Although the adenoviral
vector has been widely used for the introduction of exogenous
genes in non-proliferating cells, 3T3-L1 adipocytes, particu-
larly when hypertrophied, are transfected with less efficiency
because of the scarcity of CAR (43-45). In this study, we gen-
erated 3T3-L1 adipocytes stably expressing CAR (or CAR-
3T3-L1 adipocytes), which is infected with the adenoviral
expression vector with ease, even after being hypertrophied.
Importantly, there are no appreciable differences in adipogen-
esis, lipid accumulation, and adipocytokine expression during
the course of adipocyte differentiation and hypertrophy
between CAR-3T3-L1 adipocytes and control 3T3-L1 adipo-
cytes. This study has verified the usefulness of CAR-3T3-L1
adipocytes as the unique experimental tool to investigate the
molecular basis for adipocyte differentiation and hypertrophy.

In conclusion, this study represents the first demonstration
that ERK activation through MKP-1 down-regulation is
involved in increased production of MCP-1 in adipocytes at the
early stage of obesity. The data of this study suggest that MKP-1
activation may offer a novel therapeutic strategy to reduce the
otherwise increased production of MCP-1 in hypertrophied

4 A. Ito, T. Suganami, and Y. Ogawa, unpublished data.

JOURNAL OF BIOLOGICAL CHEMISTRY 25451

8002 ‘02 AJenigad UO 181U3D JeINISBAOIPIBD [BUOHEN 1B 610°0g] MMM WOI) papeojumoq



The Journal of Biological Chemistry

MKP-1 and Adipocyte Hypertrophy

adipocytes at the early stage of obesity and thus macrophage
infiltration into the adipose tissue at the late stage of obesity.
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Evidence has emerged that undernutrition in utero is a risk
factor for cardiovascular disorders in adulthood, along with
genetic and environmental factors. Recently, the local expres-
sion of angiotensinogen and related bioactive substances has
been demonstrated to play a pivotal role in cardiac remodel-
ing, i.e. fibrosis and hypertrophy. The aim of the present study
was to clarify the possible involvement of the local cardiac
angiotensin system in fetal undernutrition-induced cardio-
vascular disorders. We developed a mouse model of undernu-
trition in utero by maternal food restriction, in which off-
spring (UN offspring) showed an increase in systolic blood
pressure (8 wk of age, P < 0.05; and 16 wk, P < 0.01), perivas-

cular fibrosis of the coronary artery (16 wk, P < 0.05) and
cardiac cardiomegaly (16 wk, P < 0.01), and cardiomyocyte
enlargement, concomitant with a significant augmentation of
angiotensinogen (P < 0.05) and endothelin-1 (P < 0.01) mRNA
expression and a tendency to increase in immunostaining for
both angiotensin II and endothelin-1 in the left ventricles (16
wk). These findings suggest that fetal undernutrition acti-
vated the local cardiac angiotensin system-associated bioac-
tive substances, which contributed, at least partly, to the de-
velopment of cardiac remodeling in later life, in concert with
the effects of increase in blood pressure. (Endocrinology 148:
1218-1225, 2007)

N THE EARLY 1990s, a novel hypothesis was advanced by
Barker et al. (1) to link nutritional insults during embry-
onic and fetal periods not only to impaired maturation of
physiological functions, but also to cardiovascular diseases
in adulthood. Alterations in nutrition and endocrine status
during the embryonic, fetal, and neonatal periods can trigger
developmental predictive adaptive responses (2), causing
permanent structural, physiological, and metabolic changes,
thereby predisposing an individual to cardiovascular, met-
abolic, and endocrine diseases in adult life.
The renin-angiotensin system (RAS) plays an important
role in primary as well as secondary forms of hypertension
in both animals and humans (3). More recently, components
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Abbreviations: ACE, Angiotensin-converting enzyme; Ang, an-
giotensinogen; ANP, atrial natriuretic peptide; ARC, arcuate nucleus
of the hypothalamus; AT1R, angiotensin II type 1 receptor; AT2R,
angiotensin II type 2 receptor; BNP, brain natriuretic peptide; dpc, d
postcoitum; ET-1, endothelin-1; GAPDH, glyceraldehyde-3-phos-
phate dehydrogenase; NN offspring, normally nourished offspring;
NOx, nitrite/nitrate; PAS, periodic-acid Schiff; RAS, renin-angioten-
sin system; SBP, systolic blood pressure; UN offspring, offspring of
undernutrition in utero.
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of the RAS, such as angiotensin-converting enzyme (ACE)
and angiotensin II, were revealed to be produced locally in
the cardiac tissues, and termed the local cardiac RAS (4),
being primary candidates for the factors promoting cardiac
remodeling, mainly cardiac myocyte hypertrophy and in-
creased extracellular matrix fibrosis, thereby deteriorating
cardiac function (5). Various experimental animal models
have been developed to investigate the associations between
fetal undernutrition and cardiovascular disease later in life
(6, 7), and a possible commitment of a systemic RAS in the
developmental origins of hypertension was reported (8).
Therefore, the aim of the present study was to investigate
whether the local cardiac RAS is associated with the devel-
opmental origins of cardiac remodeling in offspring exposed
to undernutrition in utero.

Recently, we developed a mouse model of undernutrition
in utero using maternal food restriction, in which the off-
spring (UN offspring) developed pronounced obesity when
fed a high-fat diet, accompanied by impaired hypothalamic
leptin sensitivity, as compared with normally nourished off-
spring (NN offspring) (9). Using this model, we investigated
whether fetal undernutrition affects systolic blood pressure
(SBP), cardiac remodeling, and expression of local cardiac
RAS-associated bioactive substances. We found that under-
nutrition in utero caused a significant increase in SBP as well
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as cardiac remodeling, concomitant with a significant ele-
vation in mRNA expression in angiotensinogen (Ang) and
endothelin-1 (ET-1) in the left ventricle.

Materials and Methods
Development of a mouse model of undernutrition in utero

Undernutrition in utero by maternal food restriction was carried out
as described previously (9). In brief, pregnant C57Bl/6 mice were pur-
chased at 8.5 d postcoitum (dpc) from Japan Central Laboratories for
Experimental Animals (Tokyo, Japan) and were divided into two groups
at 10.5 dpc. Dams were housed individually with free access to water
during 14-h light, 10-h dark cycles. The daily food supply of one group
was restricted to 70% of the food consumed by the other group, fed ad
libitum, based on the data of the previous day, from 10.5 dpc to the day
of delivery of the pups. Dams of the food restriction group weresupplied
2.5 g of extra food in the evening of 18.5 dpc, just before the night of
parturition, to prevent mothers from eating their own pups. Pups were
nursed by mothers fed ad libitum (eight pups per mother) and were
weaned on to regular chow diet (RCD; Oriental Yeast Co., Tokyo, Japan)
at 21.5 d of age. RCD includes 20.8% protein and 4.8% fat, with contents
of sodium (0.19 g/100 g) and potassium (0.75 g/100 g). Only male pups
were used for the following experiments, except for the study of fetal
heart tissues. Each group in all experiments consists of offspring from
at least four litters. All experimental procedures were approved by the
Animal Research Committee, Kyoto University Graduate School of
Medicine (Med Kyo 64116).

Measurement of SBP

At 4, 8, and 16 wk of age, SBP was measured at least five times in
conscious mice (n = 8-10 for each group) using an indirect tail-cuff
method (MK-2000; Muromachi Kikai Co. Ltd., Tokyo, Japan).

Neonatal leptin or monosodium glutamate treatment

Leptin (2.5 ug/g body weight-d) (PeproTech Inc., Rocky Hill, NJ) or
vehicle saline was sc administered to NN offspring daily from 5.5 to
10.5 d of age, as a model of premature leptin surge (9), then SBP was
measured at 8 wk. Monosodium glutamate (2 mg/g body weight-d) was
sc administered to NN and UN offspring from 1.5 to 5.5 d of age, as
previously described (9), for the purpose of permanent chemical injury
of the arcuate nucleus of the hypothalamus (ARC) (10), then SBP was
measured at 16 wk.

Morphological analysis of the kidney

For morphological analysis, whole kidneys were sampled at 8 and 16
wk, weighed and fixed in 10% formalin, and embedded in paraffin. The
kidneys were cut into sections 2-pum thick and stained with hematoxylin
and eosin, periodic-acid Schiff (PAS), or Masson trichrome. The stained
sections were analyzed light microscopically.

Serum nitrite/ nitrate (NOx) and plasma angiotensin II
concentration

NOx concentration was determined by the Griess reaction using a
commercial colorimetric assay kit (Cayman Chemical, Ann Arbor, MI).

The angiotensin II concentration was determined with an ELISA kit
(Peninsula Laboratories, Belmont, CA), after extraction through Cq
Sep-Pak columns (Waters Co., Milford, MA).

Urine microalbumin concentration

Urine was collected for 24 h using metabolic cages, and microalbu-
minuria was determined by the competitive ELISA method (Albuwell
M assay kit; Exocell, Philadelphia, PA) at 16 wk of age. Urine creatinine
values were assessed simultaneously by enzyme assay (MIZUHO
MEDY Co., Ltd., Saga, Japan) and were used to calculate the albumin to
creatinine ratio.
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Morphometric analysis of the heart

The whole hearts were sampled, fixed in 10% formalin, and embed-
ded in paraffin at 8 and 16 wk. The heart was cut into two subserial
cross-sections 6-pm thick at intervals of 1 mm and stained with Sirius
Red to evaluate the perivascular fibrosis of coronary arteries 100-200 um
in diameter. The perivascular fibrosis was assessed by analyses of digital
images, calculating the ratio of the area of Sirius Red-stained fibrosis to
the total vessel area using a KS400 image system (Zeiss, Oberkochen,
Germany). To evaluate perivascular fibrosis in renal small arteries 100-
200 um in diameter, the kidneys were also sampled in the offspring at
16 wk and evaluated in the same manner as the coronary arteries.

To determine the interstitial fibrosis of the heart at 16 wk of age, we
randomly selected 20 fields in two different sections and calculated the
ratio of the areas of Sirius'Red-stained interstitial fibrosis to the total
cross-sectional areas.

Cardiomegaly was assessed by whole-heart weight to body weight
ratio at 8 and 16 wk. Cardiomyocyte enlargement was estimated by
measuring shortest transverse diameter in nucleated transverse sections
of the myocytes. In each sample at 16 wk, 8 fields were randomly
selected, and 80 cells were measured.

Quantitative RT-PCR analysis

Total RNA was extracted from whole hearts of fetal mice at 18.5 dpc
and from left ventricles of the mice at 3, 8, and 16 wk, as well as from
kidneys at 16 wk. The mRNA expression was measured by real-time
quantitative RT-PCR using Tagman technology (Model 7000 sequence
detector; Applied Biosystems, Foster City, CA). The forward and reverse
primers and Fam/Tamra or Fam/MGB probes used for the targeted
amplification of part of the cDNAs of murine Ang, angiotensin II type
1 receptor (AT1R), angiotensin II type 2 receptor (AT2R), ACE, renin,
ET-1, atrial natriuretic peptide (ANP), and brain natriuretic peptide
(BNP) are summarized in Table 1. The forward and reverse primers and
Joe/Tamra probes for the murine glyceraldehyde-3-phosphate dehy-
drogenase (GAPDH) and ribosomal RNA coding region were purchased
from Applied Biosystems. Serial dilutions of total RNA sample, isolated
from mouse left ventricles or kidneys, were used to construct the stan-
dard curve for each substance. The standard curves were calculated by
linear regression analysis, and threshold cycle values were used to read
off relative RNA amounts. An mRNA expression value was then ob-
tained by dividing the value for the gene of interest by the value for the
ribosomal RNA or GAPDH.

At first, we assessed expression of ribosomal RNA and GAPDH
mRNA based on total RNA concentration assessed by optic densitom-
etry. The fetal undernutrition significantly decreased ribosomal RNA
expression, but not GAPDH mRNA expression, in the fetal heart (data
not shown). By contrast, fetal undernutrition significantly decreased
GAPDH mRNA expression, but not ribosomal RNA expression, in the
left ventricle after birth (data not shown). Therefore, we used GAPDH
and ribosomal RNA data for analyses in the fetal heart (18.5 dpc) and
in the left ventricle after birth (3, 8, and 16 wk), respectively, to com-
pensate the variation. Because fetal undernutrition did not change
GAPDH mRNA expression in the adult kidney (data not shown),
GAPDH data were used for analyses in the adult kidney.

Immunohistochemistry of angiotensin II, ET-1, and renin

Six-micrometer-thick sections of the paraffin-embedded whole heart
were incubated for overnight at 4 C with rabbit antiserum against
angiotensin-II (1:500) (T-4007; Peninsula Laboratories), ET-1 (1:500) (T-
4050; Peninsula Laboratories), or goat antiserum against renin (1:1600)
(kindly donated by Professor Tadashi Inagami, Vanderbilt University
School of Medicine, Nashville, TN} (11). Normal goat or rabbit serum
(Dako Co., Carpinteria, CA) was used as negative controls. Staining was
detected using an avidin-biotin-peroxidase method kit (ELITE ABC;
Vector Laboratories, Burlingame, CA) with 3,3'-diaminobenzidine as
previously described (12).

Statistical analysis

Values were expressed as means = seM. The significance of differ-
ences was assessed with Student’s  test. P values < 0.05 were regarded
as significant.
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TABLE 1. Forward/reverse primers and FAM/Tamra or FAM/
MGB probes used in the quantitive PCR analysis

Primers (5'-3')

Ang
Forward CAGCACCCTACTTTTCAACACCTA
Reverse TGTTGTCCACCCAGAATTCATG
FAM/MGB probe TCCAAGGAACGATGAGAG

ACE
Forward AATCGGCCTACTGGACCATGT
Reverse GGCCATCTTTAGCAGGTAATTGAT
FAM/MGB probe ACCAATGACATAGAGAGTG

ATIR
Forward GATCGCTACCTGGCCATTGT
Reverse GTGACTTTGGCCACCAGCAT
FAM/MGB probe CCGATGAAGTCTCGC

AT2R
Forward TGCTGGGATTGCCTTAATGAA
Reverse TCAGGACTTGGTCACGGGTAAT
FAM/MGB probe AGCAACGTGTTACTTTG

Renin

Forward CACTACGGATCAGGGAGAGTCAA
Reverse CAGCTCGGTGACCTCTCCAA
FAM/MGB probe CAGGACTCGGTGACTGT

ET-1

Forward CTTCTGCCACCTGGACATCAT
Reverse TGGTGAGCGCACTGACATCTA
FAM/MGB probe AGCGCGTCGTACCGTA
ANP
Forward GCCATATTGGAGCAAATCCT
Reverse GCAGGTTCTTGAAATCCATCA
FAM/Tamra probe TGTACAGTGCGGTGTCCAACACAGAT
BNP ’
Forward CCAGTCTCCAGAGCAATTCAA
Reverse GCCATTTCCTCCGACTTTT

FAM/Tamra probe TGCAGAAGCTGCTGGAGCTGATAAGA

Ang, GenBank accession no. BC019496; Strausberg et al., 2002.
ACE, BC083109; Strausberg et al., 2002. AT1R, BC036175; Straus-
berg et al., 2002. AT2R, AK086334; Carninci et al., 1999. Renin,
NM_031192; Wilson et al., 1977. ET-1, BC029547; Strausberg et al.,
2002. ANP, D70837; Tamura et al., 1996. BNP, D82049; Ogawaet al.,
1994.

Results
SBP at 4, 8, and 16 wk

There was no significant difference in SBP between UN
and NN offspring at 4 wk. However, the SBP of UN offspring
was significantly higher than that of NN offspring at 8 wk
(P < 0.05), and the elevation of SBP in UN offspring con-
tinued at least until 16 wk (P < 0.01) (Fig. 1A).

SBP after neonatal leptin or monosodium
glutamate treatment

There was no significant difference in SBP between NN
offspring with neonatal leptin treatment (90.5 = 1.4 mm Hg,
n = 10) and those with neonatal vehicle treatment (86.3 + 1.6
mm Hg, n = 10) at 8 wk. The significant elevation of SBP in
UN offspring, as compared with NN offspring, at 16 wk was
not blocked by chemical injury of the ARC by neonatal
monosodium glutamate treatment (108.1 = 5.2 mm Hg, n =
9 vs. 88.8 = 5.0 mm Hg, n = §; P < 0.05).

Serum NOx concentration and plasma angiotensin II
concentration

The serum NOx concentration of UN offspring was sig-
nificantly lower than that of NN offspring at 8 wk (P < 0.05)
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Fi1c. 1. SBP (A), PAS (Ba), and Masson trichrome (Bb) staining of
kidney in NN offspring and UN offspring. Columns and error bars
represent the mean and SEM of SBP. *, P < 0.05; ** P < 0.01 vs. NN
offspring. Original magnification was X400 (Ba) or X200 (Bb). wks,
Weeks of age.

(Table 2). Such a tendency was also observed at 16 wk, but
the difference was not statistically significant (Table 2).

The plasma angiotensin II concentration of UN offspring
was similar to that of NN offspring at 8 wk (Table 2). At 16
wk, the plasma angiotensin II concentration of UN offspring
was higher than that of NN offspring, but the difference was
not significant (Table 2).

Urine microalbuminuria

There was no significant difference in urine microalbumin
concentration between UN and NN offspring at 16 wk
(25.03 * 2.06 ng/mg creatinine, n = 7 vs. 22.52 = 1.65 pug/mg
creatinine, n = 8).

Morphological analysis of the kidney

At 16 wk of age, the ratio of renal weight to body weight
(mg/g) in UN offspring (5.58 * 0.32, n = 20) was similar to
that of in NN offspring (5.69 + 0.27, n = 20).

Microscopic observation of hematoxylin and eosin (data
not shown), PAS (Fig. 1Ba), and Masson trichrome (Fig. 1Bb)
staining of kidneys from UN offspring at 8 and 16 wk showed
no histological abnormalities as compared with NN off-
spring including nephron numbers.
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TABLE 2. Serum NOx concentrations and plasma angiotensin II concentrations

8 wk 16 wk
NN UN NN UN
NOx (uM) 291*31(n=9 19.0 £ 2.5 (n = 10) 19.0 = 2.8 (n = 10) 142 +22(n=10)
Angiotensin II (pg/ml) 433 *35(n=14) 434 +49(n=11) 1189+ 14.0(n=8)

Values are the mean * SEM.
¢ P < 0.05 vs. NN.

Perivascular fibrosis of the coronary artery and renal
small artery

At 8 wk of age, the ratio of coronary perivascular fibrosis
to total vessel area in UN offspring had tended to increase as
compared with that in NN offspring; however, the difference
was not significant (Fig. 2B). At 16 wk of age, the ratio of
coronary perivascular fibrosis to total vessel area was sig-
nificantly higher in the UN offspring than NN offspring (P <

0.05) (Fig. 2, A and B). By contrast, the ratio of perivascular

fibrosis to total vessel area in renal small arteries of UN
offspring was similar to that in NN offspring at 16 wk of age
(Fig. 2C).

Interstitial fibrosis of the heart

Interstitial fibrosis of the heart in UN offspring at 16 wk

was similar to that in NN offspring (Table 3A).

A
NN 160 4 m - UN 160 g m
o~ *
B %E’i‘ "
=2 <
3
g% 10
-
£ 3
.: 0
g NN UN NN UN
(n) @ @) {18y (D
B wks 16 wkx
cge o
Es 30
=5
843
gg 10
22 0
T3 NN UN
@3
[-"

n) {19y (8

16 wks

F1G. 2. Perivascular fibrosis in coronary and renal small arteries of
NN and UN offspring. Representative cross-sections of coronary
perivascular fibrosis at 16 wk of age (A). Collagen fibril was stained
red with Sirius Red stain. Original magnification was X400. Digital
image analysis of perivascular fibrosis of coronary (B) and renal small
arteries (C) as described in Materials and Methods. Columns and
error bars represent the mean and SEM of the ratio of the area of Sirius
Red-stained fibrosis to total vessel area (%). *, P < 0.05 vs. NN
offspring. wks, Weeks of age.

179.1 £ 38.7(n = 8)

Cardiomegaly and cardiomyocyte enlargement

The ratio of heart weight to body weight and transverse
diameter of the cardiomyocytes were significantly higher in
the UN offspring than NN offspring at 16 wk (P < 0.01)
(Table 3B), in parallel with the increased perivascular fibrosis
of coronary artery (Fig. 2B). However, cardiomegaly was not
detected in UN offspring at 8 wk (Table 3B).

The mRNA expression of local cardiac RAS-associated
bioactive substances in the left ventricles at 3, 8, and 16 wk

There were no significant changes in Ang, ACE, ATIR,
AT2R, ET-1, ANP, or BNP mRNA expression between NN
and UN offspring at 3 wk (Figs. 3 and 4).

At 8 wk, a significant decrease was observed in Ang
mRNA expression in UN offspring (P < 0.01) (Fig. 3). By
contrast, a significant increase was detected in AT2R (P <
0.01), ET-1 (P < 0.01), and BNP (P < 0.01) (Figs. 3 and 4) at
8 wk; whereas ANP mRNA expression had a tendency to
increase, but not significantly (Fig. 4).

At 16 wk, asignificant increase was observed in the mRNA
expression of Ang (P < 0.05), AT2R (P < 0.05), and ET-1 (P <
0.01), but not in that of other substances (Figs. 3 and 4).

The renin mRNA expression in the left ventricles at 3, 8,
and 16 wk was less than detection sensitivity of quantitative
RT-PCR analysis (<0.00024-fold, compared with the whole
kidney as a positive control).

Immunohistochemistry of angiotensin II, ET-1, and renin in
the left ventricle

Immunostaining of both angiotensin II and ET-1 were
mainly observed in cardiomyocytes of the left ventricle at 16
wk (Fig. 5, A and B). There occurred a tendency to increase
in immunostaining for angiotensin II as well as ET-1 in UN
offspring, as compared with NN offspring (Fig. 5, A and B).

Immunohistochemistry detected a few renin positive cells
(one to two cells per slide) in the perivascular interstitial area
(Fig. 5C). There was no apparent difference in the renin
staining between NN and UN offspring at 16 wk (Fig. 5C).

The mRNA expression of local cardiac RAS-associated
bioactive substances in the whole fetal heart at 18.5 dpc

A significant increase was observed in the mRNA expres-
sion of Ang (P < 0.05), ACE (P < 0.01), and ET-1 (P < 0.05)
in the whole fetal heart at 18.5 dpc, but not in that of other
substances (Table 4).

Discussion

In the present study, maternal food restriction caused a
significant increase in SBP. However, neither the plasma
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TABLE 3. Interstitial fibrosis of the heart (A) and cardiomegaly and cardiomyocyte enlargement (B)

8 wk 16 wk
NN UN NN UN
A. Interstitial fibrosis of the heart (%)* 0.782 £ 0.041(n=15) 0.751 = 0.065(n=17)
B. Cardiomegaly and cardiomyocyte
enlargement

HW (mg) 127.1 + 3.8 120.0 = 3.0 1589 + 5.6 177.3 + 6.2°

BW (g) 239 +0.2 232 +03 31405 30.6 0.5

HW/BW (mg/g) 5.31 +0.13(n = 24) 5.20*0.14(n=19) 5.05 = 0.12 (n = 14) 5.79 + 0.18° (n = 16)

Cardiomyocyte diameter (um)

143 £ 0.3(n =10) 16.6 £ 0.3° (n = 10)

Values are the mean * seM. HW, Heart weight; BW, body weight.
¢ No significant difference.

b P < 0.05 vs. NN.

°P < 0.01 us. NN.

angiotensin II concentration (Table 2) nor the microalbumin
concentration in UN offspring produced significant changes,
although basal plasma angiotensin II concentration at 16 wk
was higher than other reports (13). A significant decrease in
the plasma NOx concentration of UN offspring was observed
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FiGc. 3. The mRNA expression of Ang (A), ACE (B), AT1R (C), and
AT2R (D) in the murine left ventricle at 3, 8, and 16 wk. Columns and
error bars represent the mean and SEM of the mRNA expression in NN
and UN offspring, measured by quantitative RT-PCR with real time
TagMan technology as described in Materials and Methods. *, P <
0.01; **, P < 0.05 vs. NN offspring. wks, Weeks of age.

at 8 wk, as compared with that of NN offspring (Table 2). The
decrease in the plasma NOx concentration of UN offspring
was also observed at 16 wk, although it was not significant
(Table 2). These observations suggested a possible involve-
ment of endothelial dysfunction in the elevation of blood
pressure in UN offspring, which is relevant to previous re-
ports (14, 15). Histological examinations detected no abnor-
mal findings in the renal tissues of UN offspring at 8 and 16
wk, although some investigators have demonstrated a pos-
sible involvement of small nephron numbers and /or a small
number and size of glomeruli in increases in blood pressure
during adulthood (16, 17).
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FiG. 4. The mRNA expression of ET-1 (A), ANP (B), and BNP (C) in
the murine left ventricle at 3, 8, and 16 wk. Columns and error bars
represent the mean and SEM of the mRNA expression in NN and UN
offspring measured by quantitative RT-PCR with real time TagMan
technology as described in Materials and Methods. **, P < 0.01vs. NN
offspring. wks, Weeks of age.
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A

F1c. 5. Immunohistochemistry for angiotensin II
(A), ET-1 (B), and renin (C) in the left ventricles
of NN offspring (left panels) and UN offspring
(middle panels) at 16 wk. Negative controls of NN
offspring using normal rabbit serum (for angio-
tensin II and ET-1) or goat serum for renin are
shown in right panels. Original magnification was
X400.

Using the same animal model, we recently reported pro-
nounced obesity in UN offspring on a high-fat diet compared
with NN offspring (9). We found premature onset of the
neonatal leptin surge, i.e. a transient increase in serum leptin
levels during the neonatal period, in UN offspring. We also
demonstrated that the premature leptin surge programs hy-
pothalamic low sensitivity to circulating leptin, a potent anti-
obesity hormone, causatively contributing to pronounced
obesity on a high-fat diet in adulthood, by showing that an
artificial premature leptin surge model produced hypotha-
lamic low sensitivity to circulating leptin and pronounced
obesity on a high-fat diet (9). However, in the present study,
an artificial premature leptin surge did not increase SBP in
NN offspring. Moreover, artificial premature leptin surge
did not augment cardiac remodeling (Kawamura, M., and H.
Itoh, unpublished observations). We also revealed that chem-
ical injury of the ARC by neonatal monosodium glutamate
treatment during the neonatal period cancelled the acceler-
ation of obesity on the high-fat diet in UN offspring (9).

TABLE 4. The mRNA expression of Ang, AT1R, AT2R, ACE, ET-
1, ANP, and BNP in the murine fetal whole heart at 18.5 dpc

NN (n = 10) UN (n = 10)
Ang/GAPDH 0.38 = 0.05 0.74 = 0.17°
AT1R/GAPDH 0.25 *+ 0.02 0.31 = 0.03
AT2R/GAPDH 4.88 + 0.55 6.53 = 1.11
ACE/GAPDH 0.10 = 0.01 0.18 + 0.03°
ET-1/GAPDH 2.13 * 0.22 3.22 = 0.44°
ANP/GAPDH 17.32 + 1.93 22.58 + 2.63
BNP/GAPDH 0.811 = 0.07 0.70 = 0.04

Values are the mean * SEM (arbitrary units).
%P < 0.05;°* P < 0.01 vs. NN offspring.
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However, a significant increase in SBP was not blocked by
monosodium glutamate treatment in the present study. The
mechanisms leading to increased blood pressure in adult UN
offspring with undernutrition in ufero are currently not en-
tirely clear.

There were no significant changes in the mRNA expres-
sion of cardiac RAS-associated bioactive substances at 3 wk
(Figs. 3 and 4). On the other hand, at 8 wk, the mRNA
expression of ET-1, a factor promoting cardiac remodeling
(18, 19), was significantly elevated in the left ventricles of UN
offspring (Fig. 4A). However, several anticardiac remodeling
phenomena were observed at the same time in the left ven-
tricles as follows. The Ang mRNA expression was signifi-
cantly decreased (Fig. 3A), concomitantly with the significant
increase of AT2R (Fig. 3D), which suppresses cardiac re-
modeling (20). ANP and BNP are secreted from the heart and
antagonize RAS through a decrease in blood pressure, di-
uresis, anticardiac hypertrophy, and anticardiac fibrosis, etc.
(21, 22). The significant elevation of BNP mRNA expression
in the left ventricles of UN offspring at 8 wk, in parallel with
a tendency for an increase in ANP mRNA expression, sug-
gested protective effects on cardiac tissues against the ac-
celeration of cardiac remodeling. Therefore, changes that
both promote and suppress cardiac remodeling are simul-
taneously observed in the left ventricles of UN offspring at
8 wk. These findings lead us to speculate that a kind of
compensatory mechanism might be operating, thereby pro-
tecting the heart from ominous cardiac transformation at 8
wk, which was relevant to the finding that neither cardiac
hypertrophy (Table 3B) nor augmentation of perivascular
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fibrosis (Fig. 2) was observed with a significant increase in .

SBP (Fig. 1).

At 16 wk, a significant augmentation of cardiac remodel-
ing, i.e. cardiac hypertrophy (Table 3B) and perivascular
fibrosis (Fig. 2), was observed in UN offspring. It is a further
aim of the study to assess the movement and/or thickness of
the ventricular wall by ultrasound examination.

In the present study, we first demonstrated that under-
nutrition in utero significantly increased the mRNA expres-
sion of both Ang (Fig. 3A) and ET-1 (Fig. 4A) in the left
ventricles of UN offspring at 16 wk, concomitantly with the
augmentation of cardiac hypertrophy and perivascular fi-
brosis. Angiotensin Il is derived from Ang and plays a central
role in the local cardiac RAS in the augmentation of cardiac
remodeling (4, 5). ET-1 has been found to induce hypertro-
phy of cardiomyocytes (18), as well as cardiac fibrosis (19).
ET-1 has a close association with the local cardiac RAS in the
process of cardiac remodeling (23, 24). In the present study,
the significant elevation of both Ang and ET-1 mRNA levels
in the left ventricle of UN offspring was observed at 16 wk.
The immunostaining of both angiotensin IT and ET-1 showed
a tendency to increase in UN offspring compared with NN
offspring at 16 wk. These findings suggested a possible de-
compensation of cardiac homeostasis in response to various
portentous factors, as a result of fetal undernutrition, includ-
ing an increase in blood pressure. A significant elevation in
the AT2R mRNA expression, which suppresses cardiac re-
modeling by antagonizing the effects of signaling through
the ATIR (20), was observed in UN offspring at 8 and 16 wk,
but the increase relative to NN offspring was much lower at
16 wk than at 8 wk (Fig. 3D). Long-term observations are
necessary to prove that 16 wk is the beginning of decom-
pensation of cardiac homeostasis in this animal model. Nev-
ertheless, these findings suggested a possible involvement of
local cardiac RAS activation in the developmental origins of
cardiac remodeling.

Rather stable expression was observed in ACE and AT1R
after birth in UN offspring. Ang mRNA expression de-
creased at 8 wk and increased at 16 wk. More detailed mo-
lecular investigation is necessary to clarify the regulatory
mechanism of each substance.

A few renin positive cells were detected in the left ventricle
at 16 wk (Fig. 5C), although mRNA expression was below
detection sensitivity of quantitative RT-PCR. This discrep-
ancy was relevant to the recent observation that cardiac renin
was predominantly derived from circulation (25). There was
no apparent difference in cardiac renin immunostaining be-
tween NN and UN offspring at 16 wk. It is an interesting
study to investigate whether cardiac renin uptake is involved
in developmental origins of cardiac remodeling.

A significant augmentation of mRNA expression of Ang,
ACE, and ET-1 was observed in the whole fetal heart at 18.5
dpc (Table 4). A possible association of these changes with
local cardiac RAS activation in adulthood is a future aim of
the study.

In summary, using a mouse model of fetal undernutrition,
we here demonstrated the possible involvement of the local
cardiac RAS in the developmental origins of cardiac disor-
ders, represented by cardiac remodeling, by a longitudinal
assessment of the expression of local cardiac RAS-associated
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bioactive substances from the fetal to adult periods. This
study also highlighted the local cardiac RAS as a promising
target for prophylactic intervention in the developmental
origins of cardiovascular disease.
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Abstract

Endothelial dysfunction is regarded as an early stage of atherosclerosis, and plays a role in the development of
atherosclerotic diseases. Insulin resistance is related to the atherosclerotic process. In this study, we examined the association
between endothelial function and insulin resistance in 48 subjects with type 2 diabetes. In addition, the effects of pioglitazone
treatment on endothelial function and insulin resistance were investigated in a subgroup of subjects. Endothelial function of the
brachial artery was non-invasively assessed using ultrasound technique. We measured flow-mediated endothelium-dependent
vasodilation (FMD) and glycery! trinitrate-induced endothelium-independent vasodilation (GTN). Insulin sensitivity was
measured by the steady-state plasma glucose (SSPG) method. High SSPG levels indicate insulin resistance. There was a
significant inverse correlation (r=~0.462, p < 0.001) between SSPG and FMD. Systolic blood pressure was inversely
correlated with FMD (r = —0.360, p < 0.013). By multiple regression analysis, insulin resistance was the sole predictor of
FMD. The effects of chronic treatment with pioglitazone were assessed in 10 subjects with type 2 diabetes. The increase in
FMD significantly correlated with the decrease in SSPG. There is a significant association between vascular endothelial
dysfunction and insulin resistance in type 2 diabetes. This result was supported by the effects of the insulin sensitizer,
pioglitazone.
© 2006 Elsevier Ireland Ltd. All rights reserved.

Keywords: Endothelial dysfunction; Insulin resistance; Pioglitazone

1. Introduction

Endothelial dysfunction is thought to be an important
early feature in the development of atherosclerosis and
occurs in subjects with type 2 diabetes mellitus [1-4].
Insulin resistance is also associated with atherosclerosis
and is observed in subjects with type 2 diabetes [5,6].

* Corresponding author. Tel.: +81 6 6692 1201;
fax: +81 6 6606 7000.
E-mail address: masuzuki@gh.pref.osaka.jp (M. Suzuki).

We previously reported the association between
endothelial dysfunction and insulin resistance in
patients with essential hypertension [7]. However, the
mechanisms responsible for endothelial dysfunction
and insulin resistance in hypertension might be different
from those of type 2 diabetes. Therefore, we evaluated
the relationship between endothelial dysfunction and
insulin resistance in patients with type 2 diabetes.
Thiazolidinediones, an agonist for the peroxisome
proliferator-activated receptor y (PPARYy), improve
insulin resistance. If there is a significant relationship
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between endothelial dysfunction and insulin resistance,
thiazolidinediones might influence endothelial func-
tion. Therefore, we examined the effects of pioglitazone
on endothelial dysfunction and insulin resistance in a
subgroup of subjects with type 2 diabetes to verify the
relationship between endothelial dysfunction and
insulin resistance.

The main purpose of this study was to investigate
the relation between vascular endothelial dysfunc-
tion and insulin resistance in type 2 diabetes. In
addition, the influence of pioglitazone treatment was
examined.

2. Subjects and methods
2.1. Subjects

Forty-eight (30 males and 18 females) patients with type
2 diabetes were recruited in the Department of Diabetes and
Atherosclerosis of the National Cardiovascular Center. The
subjects did not have diabetic retinopathy or nephropathy.
Subjects were included on the basis of the following
criteria: age between 40 and 79 years, body mass index
(BMI) between 17 and 35 kg/m?, type 2 diabetes confirmed
by American Diabetes Association criteria [8]. Subjects
were excluded from participation if they had coronary
heart, peripheral vascular, renal, hepatic or other endocrine
diseases. Subjects were excluded if they had a resting
seated blood pressure greater than 150 mmHg systolic or
greater than 90 mmHg diastolic, or were taking anti-hyper-
tensive drugs. Diabetes duration was 5.3 + 1.9 years (3-7
years). Diabetes treatment regimens included diet alone
(27 subjects), sulfonylures (18 subjects) and metformin
(3 subjects).

The 48 subjects had an average age of 64 £ 1 years, witha
mean BMI of 24.6 + 0.3 kg/m?, HbA . of 8.6 £ 0.2%, total
cholesterol of 199 + 5 mg/dl, HDL-cholesterol of 43 + 2 mg/
dl and triglycerides of 137 £ 14 mg/dl. Mean systolic and
diastolic blood pressures were 131 +3 and 74 + 2 mmHg,
respectively.

Of the 48 diabetic subjects, 10 subjects were started on a
single 15 or 30 mg-tablet of pioglitazone (Actos, Takeda
Pharmaceuticals, Tokyo, Japan) by mouth each day. Inclusion
criteria of the pioglitazone treatment were male, non-smoker,
diet alone treatment and mild to severe insulin resistance
(SSPG > 160 mg/dl). They received a mean dose of
25.5 £ 2.3 mg/day (30 mg/day: seven subjects and 15 mg/
day: three subjects) of pioglitazone for 16.3 & 1.6 weeks
(10-20 weeks). The secondary assessments of endothelial
function and insulin sensitivity were performed after the
pioglitazone treatments.

The study protocol was approved by the ethics committee
of the National Cardiovascular Center. The experiments were
conducted with the understanding and the consent of each
participant.

2.2. Methods

2.2.1. Assessment of endothelial function

Using the ultrasound method, arterial endothelium and
smooth muscle function were measured by examining bra-
chial artery responses to endothelium-dependent and endothe-
lium-independent stimuli. Ultrasound measurements were
carried out based on the method described by Celermajer
et al. [9] and our method was reported previously [7]. The
assessments were performed after an overnight fast in a quiet
air-conditioned room (22-23 °C). The diameter of the brachial
artery was measured on B-mode ultrasound images, with the
use of a 10-MHz linear array transducer (ProSound SSD-
5500, ALOKA, Tokyo, Japan). The right brachial artery was
scanned in longitudinal sections 1-10 cm above the elbow,
after at least 15 min of rest in the supine position. After the
detection of the right transducer position, the skin surface was
marked and the arm was kept in the same position during the
study. All scans were recorded using a super-VHS videocas-
sette recorder (SONY, SV0-9500MD), and analyzed later.

At first, baseline measurements of the diameter were
carried out. Endothelium-dependent vasodilation (flow-
mediated dilation) was determined by the scans during reac-
tive hyperemia. Because flow-mediated vasodilation was
mainly blocked by N-monomethyl-L-arginine (an inhibitor
of endothelial nitric oxide synthase) this dilation was regarded
as endothelium dependent [10]. A pneumatic cuff placed
around the forearm was inflated to 220 mmHg and was
deflated after 4.5 min. The diameter of the brachial artery
was scanned and recorded after deflation. After 10-15 min
rest, the second control scan of the diameter and the flow
velocity was recorded. Then, sublingual glyceryl trinitrate
spray (300 pg) was administered and 3.5—4 min later a final
scan of the diameter was recorded.

Measurements of the vessel diameter were taken from the
anterior to the posterior ‘m’ line (interface between the media
and adventitia) at endo-diastole, coincident with the R wave
on a continuously recorded electrocardiogram. The diameters
at four cardiac cycles were measured for each scan, and these
results were averaged. Determinations of the flow-mediated
dilation were carried out 45-60 s after the cuff release to
measure a maximum diameter. Vasodilation by reactive hyper-
emia (flow-mediated dilation, FMD) or glyceryl trinitrate
(GTN) was expressed as the percent change in diameter
compared to the baseline values.

2.2.2. Insulin sensitivity test

Glucose utilization in response to insulin was evaluated by
a modified steady state plasma glucose (SSPG) method
[6,7,11] using Sandostatin (octreotide acetate; Novartis,
Basel, Switzerland) after an overnight fasting for at least
12 h. Sandostatin (9.8 pmol in bolus followed by a constant
infusion of 73.5 pmol/h) and Novolin R insulin (Novo Nordisk
S/A, Tokyo, Japan, 45 pmol/kg (7.5 mU/kg] in a bolus fol-
lowed by a constant infusion at a rate of 4.62 pmol/kg/min
[0.77 mU/kg/min]) were infused intravenously for 120 min.
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Glucose in a final 12% solution containing KC1 (0.5 pmol/kg/
min) were infused at a rate of 0.033 mmol/kg/min (6 mg/kg/
min] through an antecubital vein via a constant infusion pump.
Blood samples were drawn routinely at 0 and 120 min (9:00
and 11:00 a.m.) for determination of glucose and insulin.
Value of glucose at 120 min (SSPG) was used as a marker of
insulin sensitivity to glucose utilization. High SSPG levels
indicate peripheral insulin resistance. At 120 min SSPG was
rapidly measured using a Glucometer (Bayer Corporation,
Osaka, Japan) separate from the usual measurement of glucose
and insulin. When rapidly measured, if SSPG was found to be
lower than 250 mg/dl, oral glucose intake was necessary to
prevent hypoglycemia after the insulin sensitivity test. The
subjects should have lunch within 30 min after the insulin
sensitivity test to prevent hypoglycemia. Homeostasis model
assessment (HOMA-IR) was calculated from fasting glucose
and insulin concentrations during insulin sensitivity test as
fotlows: HOMA-IR = fasting glucose (mg/dl) X fasting insu-
lin (LU/ml1)/405.

2.3. Statistical analysis

Values are expressed as mean £ S.E. A probability value
of <0.05 was considered to indicate statistical significance.
The strength of the correlation between FMD and GTN with
respect to risk factors was assessed by Pearson’s linear
correlation and multiple regression analysis. The effects of
pioglitazone on each clinical parameter were assessed by
paired #-test and Pearson’s linear correlation.

3. Results

3.1. Association between endothelial dysfunction
and each parameter in 48 subjects

A significant inverse correlation was observed
between FMD and SSPG (r=-0.462, p <0.001;
Fig. 1). There was no relation between FMD and

SSPG (mg/dl)
500

o+——-———
0 2 4 6 8 10 12 14 16

FMD (%)

Fig. 1. Relationship between FMD and SSPG in subjects with type 2
diabetes. FMD, flow-mediated vasodilation; SSPG, steady state
plasma glucose.

HbA,. (p=0.856). We also observed a significant
inverse correlation between FMD and systolic blood
pressure (r = —0.360, p < 0.013). No significant corre-
lation was found between FMD and diabetic duration,
diastolic blood pressure, total cholesterol, HDL
cholesterol, triglyceride, age or BMI. There was no
relationship between FMD and HOMA-IR (p = 0.097).

We performed multiple regression analysis to evaluate
the independent influence of risk factors including SSPG,
systolic blood pressure, HbA,,, total cholesterol, BMI
and age on FMD. FMD was independently related to
SSPG (regression coefficient:8 = —0.419, p = 0.0086)
but not to systolic blood pressure (8= —-0.254, p=
0.0782), HbA . (8= —0.090, p = 0.5616), total choles-
terol (8=-0.067, p=0.6336), BMI (8= —0.258,
p =0.0863) or age (8= —0.085, p=0.5650).

With respect to GTN, no significant correlation was
observed between GTN and SSPG or other parameters,
including HbA,., diabetic duration, systolic blood
pressure, diastolic blood pressure, total cholesterol,
HDL cholesterol, triglyceride, age or BMI.

3.2. Effects of pioglitazone treatment on
endothelial function and insulin resistance

The effects of treatment with pioglitazone were
assessed in 10 male subjects with type 2 diabetes (a
subgroup of 48 subjects). Table 1 shows the clinical
parameters of the 10 subjects before and after
pioglitazone treatment. SSPG, HbA,. and fasting
plasma glucose decreased and FMD increased sig-
nificantly due to pioglitazone treatment. However, BMI,
total cholesterol, HDL-cholesterol, triglyceride, systo-
lic blood pressure and diastolic blood pressure did not

Table 1
Clinical characteristics of the subjects with type 2 diabetes treated
with pioglitazone

Before Tx After Tx
Number 10
Age (years) 652
SSPG (mg/dl) 230+ 13 185+ 177
FMD (%) 45+ 1.1 8.1+15™"
Body mass index (kg/m?) 244 +£04 247+ 04
Fasting plasma glucose (mg/dl) 162 & 11 133£8"
HbA . (%) 8.4+04 7.0+03™
Total cholesterol (mg/dl) 199 £ 8 2067
HDL cholesterol (mg/dl) 47+ 4 50+ 4
Triglyceride (mg/dl) 120+ 15 129 £ 13
Systolic blood pressure (mmHg) 137+£5 137+ 2
Diastolic blood pressure (mmHg) 78+5 79+ 1

Values are mean + S.E."p < 0.05, "p < 0.01, "p < 0.001 vs. before
Tx. Tx, Treatments with pioglytazone.
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significantly change. GTN was also not significantly
altered.

The change in FMD before and after administration of
pioglitazone was not significantly correlated with the
change in HbA . (p = 0.314) or fasting plasma glucose
(p =0.717). The increase in FMD, that is, the improve-
ment in endothelial function, was significantly correlated
with the decrease in SSPG (r = —0.649, p < 0.05).

4. Discussion

In this study we found that vascular endothelial
dysfunction was associated with insulin resistance in
type 2 diabetes. This result was supported by the effects
of the insulin sensitizer, pioglitazone, which improved
both endothelial dysfunction and insulin resistance in
patients with type 2 diabetes.

The close association between insulin resistance and
endothelial dysfunction is our main interest. In a study by
Hogikyan et al. [3], insulin resistance as measured by the
insulin sensitivity index (minimal model: §;), was not
found to be correlated with endothelial dysfunction in
subjects with type 2 diabetes. They measured the forearm
blood flow (FABF) using venous occlusion plethysmo-
graphy and used the FABF response to acetylcholine as
an index of endothelial function. The narrow range of S§;
values among the subjects might have led to the lack
of a relationship between Sy and endothelial dysfunction.
In addition, the sensitivity of the techniques using
plethysmography might have been low.

Balletshofer et al. [12] reported a significant
association between endothelial dysfunction and insulin
resistance, as measured by the glucose clamp method, in
young normotensive and normoglycemic first-degree
relatives of patients with type 2 diabetes. Therefore, this
association was observed in a non-diabetic population
at future risk of type 2 diabetes.

Insulin causes endothelium-derived nitric oxide
(NO)-dependent vasodilation [13]. It is suggested that
this insulin action occurs via the phosphatidylinositol 3-
kinase and Akt pathway [14,15]. As for insulin action,
phosphatidylinositol 3-kinase activation is critical for
insulin-mediated glucose uptake into skeletal muscle
[16]. Therefore, insulin resistance due to a systemic
defect in the phosphatidylinositol 3-kinase pathway
might cause a combined defect in insulin-mediated
glucose uptake and insulin-mediated endothelial vaso-
dilation.

Among the risk factors for atherosclerosis, insulin
resistance was found to be the sole predictor of
endothelium dependent vasodilation by multiple regres-
sion analysis in the present study. We observed no

relationship between FMD and HbA,.. Bagg et al.
found that a short-term reduction of HbA,. levels did
not appear to affect endothelial function in patients with
type 2 diabetes [17]. Furthermore, Mather et al. reported
that insulin resistance was the sole predictor of
endothelial dysfunction following metformin treatment
in type 2 diabetes in stepwise multivariate analysis, and
HbA,. and glucose levels were not significant
predictors of endothelial dysfunction [18].

Treatment with HMG-CoA inhibitors (statins) has
been shown to improve endothelial dysfunction {19-21].
Therefore, statin treatment may have affected the
relationship between FMD and risk factors in the present
study. In 48 diabetic subjects, 5 were treated with
pravastatin and one with simvastatin. We performed
statistical analysis in 42 subjects without statin treatment.
There was a significant inverse correlation between
SSPG and FMD (= —0.538, p < 0.001). A significant
inverse correlation was observed between FMD and
systolic blood pressure (r=-0.330, p < 0.05). No
significant correlation was found between FMD and
HbA,,, diabetic duration, diastolic blood pressure, total
cholesterol, HDL cholesterol, triglyceride, age or BMI.
On multiple regression analysis, FMD was indepen-
dently related to SSPG (regression coefficient:g=
—0.500, p = 0.0032) but not to systolic blood pressure,
HbA ., total cholesterol, BMI or age.

Smoking is associated with endothelial dysfunction
[22,23]. Smoking might interfere in the relationship
between FMD and risk factors. In 48 diabetic subjects, 13
were smokers in the present study. Statistical analysis
was performed in 35 non-smokers. A significant
correlation was found between SSPG and FMD
(r=-0.582, p < 0.001). There was a significant inverse
correlation between FMD and systolic blood pressure
(r=-0.357, p < 0.05). No significant correlation was
observed between FMD and HbA ., diabetic duration,
diastolic blood pressure, total cholesterol, HDL choles-
terol, triglyceride, age or BMI. On multiple regression
analysis, FMD was independently related to SSPG
(regression coefficient:8 = —0.591, p = 0.0019) but not
to systolic blood pressure, HbA,, total cholesterol, BMI
or age. In the present study, FMD did not correlate with
HOMA-IR. SSPG is a more sensitive marker to measure
insulin sensitivity than HOMA-IR.

Endothelial dysfunction and insulin resistance were
improved by pioglitazone treatment in the present study.
SSPG, HbA,. and fasting plasma glucose were
decreased and other risk factors were not changed by
the treatment. It was reported that hyperglycemia itself
inhibits endothelial NO synthase activity [24] and
causes endothelial dysfunction [25]. On the other hand,
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insulin resistance was also associated with endothelial
dysfunction in 48 subjects with type 2 diabetes in this
study. The change in FMD before and after treatment
with pioglitazone was not significantly correlated with
the change in HbA . or fasting plasma glucose, and the
increase in FMD was significantly correlated with the
decrease in SSPG in this study. Because of the small
number of subjects (n=10), we cannot exclude the
possibility that the decreased plasma glucose level
improved endothelial dysfunction. The decrease in
plasma glucose level might be associated with improved
endothelial function if the pioglitazone study was
performed with more cases. It can at least be said that
insulin resistance is an important factor affecting
endothelial function. As previously described, a similar
study [18] found that treatment with metformin
improved both endothelial function and insulin resis-
tance, and the glucose level and HbA,. were not
significant predictors of endothelial dysfunction. Con-
sidering generally than the above-mentioned points, it is
suggested that increased insulin sensitivity plays an
important role in the improvement of endothelial
function by pioglitazone treatment.

Pistrosch et al. [26] demonstrated that treatment with
rosiglitazone, another PPAR<y activator, ameliorated
insulin resistance measured by glucose clamp method,
and improved endothelial function determined by
venous occlusion plethysmography in patients with
recently diagnosed type 2 diabetes. They performed a
double-blind cross-over trial and treated with rosigli-
tazone and nateglinide in random order. Glycemic
control was comparable under rosiglitazone and
nateglinide. Only rosiglitazone improved insulin resis-
tance and endothelial function in the study. Thus, they
also showed the relation between insulin sensitivity and
endothelial function independent of glucose level in
type 2 diabetes.

In conclusion, in the present study we demonstrated
significant association between vascular endothelial
dysfunction and insulin resistance in type 2 diabetes,
and pioglitazone treatment improved both endothelial
dysfunction and insulin resistance with a statistical link.
These data support the concept of the important role of
insulin resistance in the pathogenesis of endothelial
dysfunction in type 2 diabetes mellitus.
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