Yuan L et al / Acta Pharmacol Sin 2003 May; 24 (5): 429-434 . 429.

€2003, Acta Pharmacologica Sinica
Chinese Pharmacological Society
Shanghai Ingtitute of Materia Medica
Chinese Academy of Sciences
http://www.ChinaPhar.com

Rosiglitazone reverses insulin secretion altered by chronic
exposure to free fatty acid via IRS-2-associated
phosphatidylinositol 3-kinase pathway"

YUAN Li?% AN Han-Xiang®, DENG Xiu-Ling, CHEN Lu-Lu, LI Zhuo-Ya"

Department of Endocrinology, Union Hospital of Tongji Medical College, Huazhong University of Science and Technology,
Wuhan 430022, China; *Cancer Research Centre in Germany, Heidelberg 69120, Germany;
“Institute of immunology , Tongji Medical College, Huazhong University of Science and Technology, Wuhan 430022, China

KEY WORDS rosiglitazone; fatty acid; insulin; signal transduction; 1-phosphatidynositol 3-kinase

ABSTRACT

AIM: To study the effect of rosiglitazone (RSG) on insulin secretion in isolated pancreatic islets under chronic
exposure to free fatty acid (FFA) and to investigate the potential signaling mechanism of RSG action. METHODS:
Rat pancreatic isletswere cultured with or without FFA (2 mmol/L, oleate:palmitate, 2:1) in the presence or absence
of RSG (0.05-10 nmol/L). The insulin release was measured by radioimmuoassay, the expression level of insulin
receptor substrate-2 (IRS-2) protein and the association of IRS-2 with p85 subunit of phosphatidylinositol 3-kinase
(PI 3-kinase) were determined by immunoprecipitation and Western blot. RESULTS: The islets exposed to high
FFA concentration showed an increased basal and a decreased glucose-induced insulin release as compared with
control islets (P<0.01). IRS-2 protein level was decreased by 65 % (P<0.01) and the association of IRS-2 with p85
subunit of Pl 3-kinaseand was decreased by 73 % (P<0.01). When isletswere cultured with FFA in the presence of
RSG 5 mmol/L, both basal and glucose-induced insulin secretion were reversed to a pattern of control islets (P<0.01,
P<0.05). The addition of RSG in the cultured medium increased significantly the expression of IRS-2 protein by
2.6 fold (P<0.01) and the association of IRS-2 with p85 by 2.7-fold (P<0.01) as compared with islets incubated
with FFA alone. The effects of RSG on insulin secretion were blocked by a Pl 3-kinase inhibitor, wortmannin.
CONCLUSION: The effects of RSG on insulin secretion could be mediated through an IRS-2-associated Pl 3-
kinase signaling pathway.

INTRODUCTION paired insulin secretion and diminished peripheral insu-

lin sensitivity. Continuing loss of b-cell functionis the
underlying cause of deteriorating metabolic control in
people with type 2 diabetes. Fatty acids could play a

Type 2 diabetes mellitus is characteristic by im-
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roleinthe reduction of b-cell insulin secretion”. Chronic
elevation of free fatty acids (FFA) is known to inhibit
insulin secretion and these abnormalities occur fre-
quently in diabetic patients and negatively affect b-cell
function®. The prevention of lipotoxicity could repre-
sent a new therapeutic strategy to preserve insulin se-
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cretion in type 2 diabetic patients. Thiazolidinediones
(TZD) have been shown to enhance sensitivity to insu-
linin the muscle, adipose tissue, and liver by activating
anuclear receptor, peroxisome proliferator-activated re-
ceptor (PPAR)-g, resulting in an improvement of insu-
lin-mediated glucose disposal®. Rosiglitazone (RSG)
isanew antidiabetic agent of the TZD class. Whether
RSG also affects insulin secretion from pancreatic b-
cells, is still unknown. Therefore, this study was de-
signed to determine the effect of RSG on insulin secre-
tion inisolated pancreatic islets chronically exposed to
FFA and to examine the potential signaling mechanism

of RSG action.

MATERIALS AND METHODS

Chemicals RPMI-1640 medium and fetal bovine
serum (FBS) were obtained from Gibco-BRL. Reagents
for sodium dodecy! sulfate-polyacrylamide gel electro-
phoresis (SDS-PAGE) and immunoblotting were ob-
tained from Bio-Rad (Richmond, CA). Rabbit polyclonal-
anti-lRS-2, and anti-p85 antibodies used for Western
blotting were purchased from UBI (Lake Placid, NY).
HRPO-anti-rabbit antibody and ECL - reagents were ob-
tained from Amersham Pharmacia Biotech (Uppsala,
Sweden). Collagenase V, oleate and palmitate,
wortmannin, UO126, approtinin, pepstatin, and other
reagents were from Sigma.

Islets isolation Male Sprague-Dawley rats 200-
250 g (Grade 1, Certificate No 19-050, from Depart-
ment of Experimental Animal, Tongji Medical College,
Huazhong University of Science and Technology, China)
were anesthetized, and pancreatic islets were isolated
from the pancreataby the collagenase method™. Briefly,
after cannulation of the common bile duct and instilla-
tion of 10 mL chilled RPMI-1640 medium containing
collagenase V 1 g/L, the pancreas was removed and
digested at 37 “C in a shaking water bath for 30 min,
followed by dilution and washing with PRMI1-1640
medium containing 0.5 % bovine serum albumin (BSA).
Islets from pancreas digest were further purified by
centrifugation gradient, and placed into culture dishes.
By this technique, 300-400 islets were isolated from
each pancreas.

Cells culture The purified islets were first cul-
tured overnight with glucose 2.8 mmol/L in Dulbecco’ s
RPM -1640 medium containing 10 % FBS, 1 % panicillin/
transtomycine at 37 C in a5 % CO,-95 % air atmo-
sphere with 85 % relative humidity. Cells then were

cultured for 48 h in the presence or absence of long-
chain FFA (oleate:palmitate, 2:1) 2 mmol/L in aculture
medium containing 2 % bovine serum albumin (BSA).
Islets were then cultured for another 24 h in the pres-
ence or absence of concentrations of RSG (RSG'/ RSG
group). In RSG" group, cells were preincubated with
wortmannin 100 nmol/L or UO126 100 nmol/L for 30
min prior to the addition of RSG to the medium (Tab 1).

Insulin release At the end of the culture, the
idetswere washed twice in Krebs-Ringer HEPES buffer
(NaCl 115 mmol/L, KCl 5.4 mmol/L, CaCl, 2.38 mmol/
L, MgSO, 0.8 mmol/L, Na,HPO, 1 mmol/L, HEPES 10
mmol/L, 0.5 % BSA, pH 7.4). Groups of 2 purified
islets were then incubated with glucose 5.6 or 16.7
mmol/L for 1 h, and then insulin was measured in the
medium using radioimmunoassay. Results were ex-
pressed asinsulinreleaseinthe medium (nU - hper islet).

Immunoprecipitation and Western blot For
immunoprecipitation and Western blot, after the end of
the culture with RSG, cells were immediately homog-
enized with ice-cold lysis buffer (pH 7.4) 1 mL con-
taining Tris 20 mmol/L, NaCl 137 mmol/L, edetic acid
1 mmol/L, natriumfluorid 1 mmol/L, natriumvanadat 2
mmol/L, 1 % NP-40, phenylmethylsulfony! fluoride 1
mmol/L and aprotinin 2 mg/L, leupeptin 2 mg/L and
pepstatin 2 mg/L. The insoluble material was removed
by centrifugation at 12 000xg, 4 °CinaSigma 3 K18
rotor (Sigma) for 60 min, and the supernatant was used
asasample.

Determinations of IRS-2 protein expression level
and theinteraction of p85 subunit of phosphatidylinositol
(PI 3-kinase) with IRS-2 were performed by immuno-
precipitation and immunoblotting. Protein samples 500
ng were subjected to immunoprecipitation using spe-
cific anti-IRS-2 antibodies conjugate at 4 °C for 2 h.
Subsequently, the protein-antibody complexes were
precipitated with protein A-Sepharose for another hour.
Samples wererotated at 4 °C and then washed three
times with lysis buffer. The precipitates were treated
with 30 mL laemmli sample buffer and denatured at
95 °C for 10 min. The samples were then subjected to
7.5 % SDS-PAGE and proteins were analyzed.

Immunopreci pitated bl otswereincubated overnight
at 4° C with rabbit anti-1RS-2 or anti-p85 antibody 1mg/L
(1t antibody) in 2.5 % nonfat dried milk. Subsequently,
the blots were washed 3 timesin 0.05 % Tween-20,
TrissHCI 10 mmol/L, NaCl 150 mmol/L (pH 7.5) for 15
min. The blotswere then incubated with 1: 6500 HRPO-
conjugate (2nd antibody) for 1 h at room temperature
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and washed 3 times again as described above, and then
incubated with ECL -Western blotting protocol detec-
tion reagent for 1 min at room temperature and immu-
noreactive bands were visualized. Band intensities were
guantitated by Image Quant (Molecular Dynamics).

Statistical analysis The data were expressed as
meanSD. The statistically significant difference be-
tween experimental groups was assessed by Student’ s
t-test.

RESULTS

Insulin release Incontrol rat islets, basal insulin
release (glucose concentration 5.6 mmol/L) was (9.1+
2.1) mU- ht per islet and increased significantly in re-
sponse to glucose 16.7 mmol/L [(71+10) mJ- h'*per
idet]. Inislets preexposed to FFA for 48 h, as expected,
basal insulin secretion was significantly increased
(P<0.01), and glucose-stimulated insulin release was
markedly reduced (P<0.01). When these islets were
cultured for an additional 24 hin the presence of RSG 5
mmol/L, aclear reversal of theinsulin release pattern to
control conditions was observed. Basal insulin release
was reduced and glucose-stimulated insulin release was
increased compared with islets cultured with FFA alone
(Tab 1). The dose-effect experiment of RSG showed
that the effect of RSG was dose-dependent within
0.05-5 mmol/L physiological concentration and maxi-
mal at a concentration of 5 mmol/L (Fig 1). Therefore,
the following experiments were performed with RSG 5
mmol/L. In contrast, RSG (0.05-10 nmol/L) did not

Tab 1. Effect of RSG on insulin secretion. n=4. Mean=SD.
*P<0.05, °P<0.01 vs control. °P<0.05, 'P<0.01 vs FFA group.
"P<0.05 vs FFA+RSG group.

Basal insulin - Glucose-stimulated
Groups release insulin release
content/muU- h*  content/muU- h*

per idet per islet
Control 9.1+2.1 71+10
Control+RSG 8.6+2.1 75+11
FFA 25+4° 44+7°
FFA+RSG 133 63+ 8°
FFA+RSG+Wort 17.1+2.3% 46+10°
FFA+RSG+UO 12.5+2.2 64+8'

RSG : rosiglitazone 5 umol/L; FFA: free fatty acid 2 mmol/L;
Wort: wortmannin 100 nmol/L; UO: U0O126 100 pmol/L.
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Fig 1. The dose-effect experiments of RSG. n =4. Mean+
SD. A: Basal (glucose 5.6 mmol/L) insulin release; B: Glu-
cose-stimulated insulin release (glucose 16.7 mmol/L).
*P<0.05, °P<0.01 vs control .

affect either basal or glucose-induced insulin releasein
control islets (Fig 1).

Role of signaling transduction inhibitors in
RSG effect on insulin secretion To determine the pos-
sible signaling pathways leading to the effect of RSG
on insulin secretion, we examined the effect of RSG on
insulin secretion in the presence of intracellular signal-
ing transduction inhibitors. The inhibitors used were
wortmannin, which inhibits Pl 3-kinase, and UD126, a
MAPK inhibitor, which bindsto MEK 1 and MEK 2 and
inhibits both molecules. Wortmannin 100 nmol/L blocked
significantly the glucose-stimulated insulin rel eases im-
proved by RSG (P<0.05, Tab 1), and al so blocked partly
basal insulin release in the presence of RSG (P=0.0704),
indicating a possible role of Pl 3-kinase pathway in the
effect of RSG. In contrast, MAPK inhibitor UO126 had
not any influence oninsulin secretion improved by RSG.

Expression level of IRS-2 protein and the as-
sociation of IRS-2 with p85 subunit of PI 3-kinase
To confirm further whether the effect of RSG on insu-
lin secretion is mediated via | RS-2—associated Pl 3-ki-
nase pathway, the expression level of IRS-2 protein and
the association of IRS-2 with p85 subunit of Pl 3-ki-
nase were determined. The blots with immuno-
presipitates for IRS-2 were immunoblotted with anti-
IRS-2 or anti-p85 antibodies. As expected, after expo-
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sure of islets to FFA 2 mmol/L for 48 h, the expression
level of IRS-2 protein was decreased by 65 % (P<
0.01), the association of IRS-2 with p85 subunit of Pl
3-kinase was correspondingly decreased by 73 % (P
<0.01). The addition of RSG 5 nmol/L reversed signifi-
cantly the decrease of expression level of IRS-2 protein
and the association of IRS-2 with p85 subunit of Pl 3-
kinase induced by chronic exposure to FFA. The ex-
pression level of IRS-2 protein was increased by 2.6-
fold (P<0.01), and the association of IRS-2 with p85
subunit of Pl 3-kinase was increased 2.7-fold (P<0.01,
Fig 2). RSG alone did not affect the association of
IRS-2 with p85, the expression level of IRS-2 protein

was slightly increased but not significantly.
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Fig 2. The expression of IRS-2 protein and the association
of IRS-2 with p85 subunit of PI 3-kinase. A typical blot for
scanning densitometry by Image Quant (Molecular
Dynamics) is shown above (A). n=4. Mean+SD. They are
expressed as relative to control values, which were set at
100 % (B). °P<0.01 vs control. "P<0.01 vs FFA group. RSG:
rosiglitazone 5 mmol/L; FFA: free fatty acid 2 mmol/L.

DISCUSSION

Continuing loss of b-cell function is the underly-
ing cause of deteriorating metabolic control in people
with type 2 diabetes. Fatty acids could play arolein the
reduction of b-cell insulin secretion. The present study
observed the effect of elevated FFA on insulin secre-
tionin isolated rat pancreatic idets by chronic exposure
to elevated FFA. The results showed that, both basal

and glucose-stimulated insulin release were impaired,
confirming alipotoxicity on b-cells.

The failure of b-cell function is believed to be at-
tributable to the apoptosis of b-cellsin response to in-
creased FFA or to an accumulation of triglyceridesin
the b-cells*?. The FFA excessin b-cellsincreases the
novo ceramide synthesis® and nitric oxide formation®,
while reducing the antiapoptotic protection of b-cells”.
In the present study, we found that the chronic expo-
sure of islets b-cellsto elevated FFA induced a signifi-
cant decrease in the expression of IRS-2 protein and
the association of IRS-2 with Pl 3-kinase. This sug-
gests that the decrease in the b-cell insulin secretion
induced by chronic exposureto FFA could be related to
theinhibition of IRS-2-associated Pl 3-kinase activation.

The present study tested the hypothesis that RSG
could modify b-cell secretory abnormalities induced in
isolated rat pancreatic islets by chronic exposure to el-
evated FFA levels. Our results showed that, when RSG
was added to the culture medium, insulin secretory ab-
normalities were restored, both basal and glucose-in-
duced insulin release were restored to the pattern ob-
served in control ielets. This protective effect of RSG
onislet b-cellsimplies that part of the therapeutic ac-
tion of TZD in human type 2 diabetes could be the re-
sult of the prevention of b-cell function loss and the
restoration of insulin secretory capacity in addition to
its well-known effects on the peripheral insulin target
tissues.

The TZD compound troglitazone has also been
reported to improve b-cell function in the fat-laden is-
lets of Zucker diabetic fatty (ZDF)®, which relate to
prevention of intracellular lipid accumulation, protec-
tion of beta cells from lipoapoptosis, enhancement of
fatty acid oxidation, decrease in nitric oxide formation,
or protection of idets from cytokine toxicity. However,
in these studies, the effects of TZD on insulin secretion
are explained most through intracellular metabolic
alteration. The signaling mechanism of TZD effect on
insulin secretion from b-cellsis still unclear.

Toinvegtigate further the possible signaling mecha-
nism of RSG action, we observed the expression of
IRS-2 and the association of IRS-2 with p85, and tested
also the effect of wortmannin, a Pl 3-kinase inhibitor.
These resultsindicated that the improved insulin secre-
tion function by RSG was correlated with an increase
in the expression level of IRS-2 protein and the | RS-2-
associated Pl 3-kinase activation, suggesting that the
effect of RSG on insulin secretion could partly via the
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Pl 3-kinase pathway. At least, the potentiation effect of
RSG on glucose-stimulated insulin secretion may be
mediated by an IRS-2- associated Pl 3-kinase pathway.

IRS proteins are the major members mediating in-
tracellular signaling transduction, which become dock-
ing sites for Src homology 2-containing enzymes like
Pl 3-kinase after tyrosine phosphorylation. I1RS-2 plays
an important role in the mediation of b-cellsinsulin se-
cretion®*?, Indeed, in the homozygous | RS-2-deficient
mice (IRS-2-/- mice), insulin secretion is significantly
decreased™. PI 3-kinase asa critical component in the
intracellular signaling transduction, mediates the regu-
lation of abroad array of biological responses by vari-
ous hormones™?. Rosiglitazone had been reported to
increase IRS-1 and IRS-2 levels and insulin effects on
IRS-1- and IRS-2-dependent Pl 3-kinase, thereby en-
hancing glucose transport in 3T3/L1 adipocytes®,
Interestingly, a recent study also showed that the direct
stimulation of RSG on glucose-induced insulin secre-
tion might be mediated via Pl 3-kinase pathway, because
the potential effect of RSG oninsulin secretionisblocked
by an another Pl 3-kinase inhibitor, LY 2940024,
Indeed, several recent studies have indicated that b-
cells express components of insulin signaling systems as
IRS-1, IRS-2, and Pl 3-kinase™. Insulin-induced insu-
lin secretion also involved insulin receptors, IRS-1, and
PI 3-kinase activation . These investigations suggest
that insulin signaling transduction Pl 3-kinase pathway
mediates not only insulin metabolic action in peripheral
tissues, but also may play an important role in insulin
secretion of b-cells. Therefore, based on these forego-
ing facts, together with the present results, it indicates
that the IRS-2 associated Pl 3-kinase pathway may be
involved in restored effect of RSG on insulin secretion
altered by chronic exposure to FFA.

PPAR-proteins, the members of the nuclear re-
ceptor family, are expressed in the rat islet and in ab-
cell line, MING. Shimabukuro™ reported that the stimu-
lation of PPAR by RSG induced mRNA expression of
the p85 subunit of the Pl 3-kinas and of the uncoupling
protein-2 genes in the pancreatic islets of Zucker dia-
betic fatty rats. However, it is unclear whether the ac-
tivation of these proteins also mediates the effect of
RSG on the expression of IRS-2 protein and PI-3-ki-
nase activation. We did not find a direct effect of RSG
on insulin secretion, because RSG did not affect insulin
secretion in the control islets, suggesting that the ef-
fects of RSG on insulin secretion were secondarily at-
tributed to the amelioration of lipotoxicity.

In conclusion, our dataindicate that RSG may re-
verse the insulin-secretory capacity of b-cells altered
by chronic exposure to free fatty acid, supporting the
hypothesis that RSG protects islet b-cells from
lipoapoptosis. This prevention of lipotoxicity may rep-
resent a new therapeutic strategy to preserve insulin
secretion in type 2 diabetic patients. The effect of RSG
on insulin secretion may be mediated through an IRS-
2-associated Pl 3-kinase signaling pathway.

REFERENCES

1 LeeY, Hirose H, Zhou YT, Esser V, McGarry JD, Unger
RH. Increased lipogenic capacity of the idets of obeserats: a
role in the pathogenesis of NIDDM. Diabetes 1997; 46: 408-13.

2 Pick A, Clark J, Kubstrup C, Levisetti M, Pugh W, Bonner-
Weir S, et al. Role of apoptosisin failure of beta-cell mass
compensation for insulin resistance and beta-cell defectsin
the male Zucker diabetic fatty rat. Diabetes1998; 47: 358-64.

3 Cavaghan MK, Ehrmann DA, Byrne MM, Polonsky KS.
Treatment with the oral antidiabetic agent troglitazone im-
proves beta cell responses to glucose in subjects with im-
paired glucose tolerance. J Clin Invest 1997; 100: 530-7.

4 PaaneG, Piro S, Rabuazzo AM, Anello M, Vigneri R, Purrdlo
F. Metformin restores insulin secretion altered by chronic
exposure to free fatty acids or high glucose. Diabetes 2000;
49: 735-40.

5 Shimabukuro M, Zhou YT, Levi M, Unger RH. Fatty acid-
induced beta cell apoptosis: a link between obesity and
diabetes. Proc Natl Acad Sci 1998; 95: 2498-502.

6 Shimabukuro M, HigaM, Zhou YT. Lipoapoptosisin beta-
cells of obese prediabetic fa/farats. Role of serine pamitoyl-
transferase overexpression. J Biol Chem 1998; 273: 32487-
490.

7 Shimabukuro M, Wang MY, Zhou YT, Unger RH.
Protection against lipoapoptosis of beta cells through leptin-
dependent maintenance of Bcl-2 expression. Proc Natl Acad
Sci USA 1998; 95: 9558-61.

8 Shimabukuro M, Zhou YT, Lee Y, Unger RH. Troglitazone
lowersislet fat and restores beta cell function of Zucker dia-
betic fatty rats. JBiol Chem 1998; 273: 3547-50.

9 Rhodes CJ, White MF. Molecular insightsinto insulin action
and secretion. Eur J Clin Invest 2002; 32 Suppl 3: 3-13.

10 Burks DJ, White MF. IRS proteins and beta-cell function.
Diabetes 2001; 50: S140-45.

11 Withers DJ, Gutierrez JS, Towery H, Burks DJ, Ren M,
Previs S, et al. Disruption of IRS-2 causes type 2 diabetesin
mice. Nature 1998; 391: 900-4.

12 Yuan L, Ziegler R, Hamann A. Inhibition of the phospho-
enolpyruvate carboxykinase gene expression by metformin
in cultured hepatocytes. Chin Med J 2002; 115: 1843-8.

13 Standaert ML, Kanoh Y, Sagjan MP, Bandyopadhyay G,
Farese RV. Cbl, IRS-1, and IRS-2 mediate effects of
rosiglitazone on PI3K, PK C-lambda, and glucose transport
in 3T3/L1 adipocytes. Endocrinology 2002;143: 1705-16.

14 Yang C, Chang TJ, Chang JC, Liu MW, Tai TY, Hsu WH,



- 434- Yuan L et al / ActaPharmacol Sin 2003 May; 24 (5): 429-434

et al. Rosiglitazone (BRL 49653) enhancesinsulin secretory storesin insulin-stimulated insulin secretion in beta -cells.

response via phosphatidylinositol-3-kinase pathway. Dia- JBiol Chem 2000; 275: 22331-8.

betes 2002; 50: 2598-602. 16 Shimabukuro M, Zhou YT, Lee Y, Unger RH. Induction of
15 Aspinwall CA, Qian WJ, Roper MG, Kulkarni RN, Kahn uncoupling protein-2 mRNA by troglitazone in the pancre-

CR, Kennedy RT. Roles of insulin receptor substrate-1, atic islets of Zucker diabetic fatty rats. Biochem Biophys

phosphatidylinositol 3-kinase, and release of intracel lular Ca?* Res Commun 1997; 237: 3593-601.



