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Context: Polycystic ovary syndrome (PCOS) is frequently associated with insulin resistance.

Objective: The aim of the study was to investigate a putative role of the adipokines retinol-binding
protein 4 (RBP4), adiponectin, and visfatin in a cohort of patients with PCOS and their response to
treatment with pioglitazone.

Design and Setting: We conducted a randomized, controlled, double-blind study at a tertiary
referral center.

Patients and Interventions: Forty premenopausal women with PCOS were allocated to receive
treatment with either pioglitazone (30 mg/d) or a placebo for a period of 3 months.

Main Outcome Measures: Serum concentrations of RBP4, adiponectin, and visfatin were deter-
mined along with metabolic and hormonal parameters before and after treatment.

Results: Serum adiponectin concentrations were higher after treatment with pioglitazone (P � 0.003),
whereas RBP4 levels tended to decrease (P � 0.06), and visfatin concentrations remained unchanged.
We found RBP4 serum concentrations at baseline to be positively correlated with serum levels of
testosterone (R � 0.446; P � 0.005), 17-OH progesterone (R � 0.345, P � 0.037), and dehydroepi-
androsterone sulfate (R � 0.347; P � 0.041). However, these correlations were abolished after
treatment with pioglitazone. Patients with high RBP4 levels had significantly higher hirsutism
scores (P � 0.038 before and P � 0.034 after treatment). In contrast, serum adiponectin concen-
trations were related to parameters of impaired glucose metabolism, and no significant associa-
tions were detected for visfatin.

Conclusions: Our results suggest that RBP4 may contribute to endocrine changes and to the phe-
notypic manifestation of patients with PCOS because higher RBP4 concentrations are associated
with higher androgen levels and higher clinical hirsutism scores independently of pioglitazone
treatment. The molecular involvement of RBP4 in human steroid metabolism requires further
clarification. (J Clin Endocrinol Metab 94: 1229–1235, 2009)

It is well acknowledged that both excessive leanness and obesity
adversely affect female reproductive function (1). Over-

weight has become increasingly common and is associated with
the polycystic ovary syndrome (PCOS) affecting approximately

6% of women at a reproductive age (2, 3). PCOS is a heteroge-
neous condition characterized mainly by hyperandrogenism,
chronic anovulation, and infertility (4, 5). Although the precise
pathogenesis of PCOS remains uncertain, a close link to insulin
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resistance (IR) and consecutive hyperinsulinemia, impaired glu-
cose tolerance, type 2 diabetes mellitus, atherogenic dyslipide-
mia, and visceral obesity has been well established (6). Like
PCOS, IR is also associated with both obesity and lipodystrophy
(7, 8). PCOS and obesity have a synergistic deleterious effect on
glucose tolerance, but IR is found in nonobese PCOS patients as
well, thereby contributing to the high cardiovascular risk known
to occur in these women (9, 10).

More recently, several studies have demonstrated that effec-
tive reduction of IR induces regular menstrual cycles and im-
proves fertility in patients with PCOS (11). This has been shown
for administration of diazoxide (12), metformin (13, 14), and
more recently also thiazolidinediones (15, 16). Pioglitazone is a
thiazolidinedione derivative that has been approved for the treat-
ment of type 2 diabetes and appears to have both antiinflam-
matory and antiatherosclerotic properties (17).

Excess visceral adipose tissue is thought to play a key role in
mediating metabolic disturbances characteristic of IR (18). Sev-
eral adipose tissue-derived hormones, named adipokines, such as
leptin, adiponectin, visfatin, retinol-binding protein 4 (RBP4), or
resistin, have been shown to facilitate changes in carbohydrate
and lipid metabolism, thereby being involved in the pathogenesis
of IR (19, 20). Serum concentrations of leptin, RBP4, and resistin
are increased in insulin-resistant states, whereas inadequately
low concentrations of adiponectin are characteristic of IR. The
relationship of visfatin to IR remains controversial (20). It was
therefore hypothesized that RBP4, adiponectin, and visfatin may
be involved in the pathogenesis of PCOS. Hence, we aimed to
investigate the effect of thiazolidinedione treatment on serum
RBP4, adiponectin, and visfatin levels and potential relation-
ships between these adipokines and parameters of glucose me-
tabolism as well as endocrine changes in patients with PCOS. At
present, no study dealing with PCOS was performed in which the
role of those novel factors has been studied in a prospective
randomized setting.

Subjects and Methods

Subjects and study protocol
Forty patients were included in the study, and the diagnosis of PCOS

was established as described (15). Statistical power analysis was per-
formed for the initial study assessing the metabolic and hormonal ther-
apeutic properties of pioglitazone in patients with the PCOS, and there-
fore no additional statistical power calculation was performed. The
present study was a follow-up investigation on that study. PCOS was
diagnosed by the presence of 1) long-standing ovulatory dysfunction
(oligo- or amenorrhea); 2) hirsutism (Ferriman-Gallwey score �7)
and/or circulating serum total testosterone greater than 2.5 nmol/liter
and SHBG concentrations less than 50 nmol/liter; and 3) exclusion of
other endocrine disorders, such as thyroidal dysfunction, adrenal dis-
eases, and hyperprolactinemia. Other exclusion criteria were desire for
pregnancy or existing pregnancy, basal FSH concentration greater than
20 IU/liter, diabetes mellitus, past hysterectomy, intake of medication
known or suspected to affect reproductive or metabolic function, history
of liver disease and/or alcohol abuse, elevated liver enzymes, or severe
uncontrolled illness. All subjects showed a polycystic appearance of the
ovaries on transvaginal sonography. All potentially fertile patients were
asked to use barrier methods of contraception during the entire study
period. After having signed written informed consent, patients were re-

quested to adhere to a written list of recommendations concerning a
healthy diet and physical activity for weight maintenance during a period
of 4 wk while knowingly receiving placebo (run-in phase). Thereafter,
randomization was performed, and treatment with either 30 mg piogli-
tazone or placebo (identical tablets, taken once daily) was begun. Pa-
tients and physicians were blinded to the applied treatment. Every other
week, each patient had an appointment with the treating physician;
vital signs and body measurements [body mass index (BMI)] were
determined, and serum was taken for the determination of proges-
terone concentrations. At each visit, compliance with the medication
was checked by pill count. The study protocol was approved by the
regional ethics committee.

Hormonal parameters
Venous blood samples were obtained after an overnight fast in cyclic

women in the follicular phase (d 3–8) of the cycle, at the end of the run-in
phase, and at the end of the treatment phase for measurement of serum
concentration of total testosterone, SHBG, dehydroepiandrosterone sul-
fate (DHEAS), FSH, LH, progesterone, low-density lipoprotein, high-
density lipoprotein, cholesterol, triglycerides, and liver enzymes. LHRH
test with measurement of concentrations of LH and FSH after iv injection
of 100 �g LHRH (Ferring, Wallisellen, Switzerland) was performed to
assess pituitary function, and an oral glucose tolerance test (OGTT) was
conducted to assess glucose tolerance, insulin sensitivity, and �-cell func-
tion [homeostasis model assessment-insulin resistance (HOMA-IR)].
Whole body insulin sensitivity was defined by the Matsuda index cal-
culated as: 10,000/square root of [fasting glucose � fasting insulin] �
[mean glucose � mean insulin during OGTT]. In addition, insulin re-
sistance was calculated using HOMA-IR: fasting insulin (�mol/
liter)�fasting glucose (mmol/dl)/22.5. The area under the curve (AUC) of
insulin was calculated by integrating insulin levels obtained during
OGGT. Serum samples were immediately stored at �70 C, and all mea-
surements were performed after completion of the study (Laboratories
Schönenbuch, Allschwil, Switzerland); serum 17-OH progesterone (ref-
erence range, follicular phase, 0.6–4.7 nmol/liter), LH (reference range,
follicular phase, 0.4–12.6 IU/liter; Second NIBSC 80/552), FSH [refer-
ence range, follicular phase, 3.5–12.5 IU/liter; Second International Ref-
erence Preparation (World Health Organization) 78/549], testosterone
(reference range, 2.7–2.9 nmol/liter), DHEAS (reference range, 2.7–9.2
�mol/liter), and insulin [reference range, 21–118 pmol/liter; First Inter-
national Reference Preparation (World Health Organization) 66/304]
were measured by electrochemiluminescence immunoassays (Roche,
Rotkreuz, Switzerland). Liver enzymes, glucose, and lipids were mea-
sured using enzymatic methods (Roche Hitachi). The free androgen in-
dex (FAI) was calculated as: testosterone (nmol/liter) � 100/SHBG
(nmol/liter). The occurrence of ovulation was assessed for each patient
by serial measurement of serum progesterone in combination with self-
reported menstruation. Ovulation was defined as progesterone levels
exceeding 9 nmol/liter with consecutive menstruation after 2 wk as an
indicator of ovulation. The inaccuracy of the test systems (interassay
coefficient of variation) was on average less than 5%.

Adipokine measurement
Sera of women with PCOS treated according to the study protocol

were analyzed. Serum RBP4 was measured by an ELISA (Immundiag-
nostic, Bensheim, Germany) that was used in groups 1 and 3 of the
original studies showing an association of RBP4 with IR (21). The con-
centrations of adiponectin and visfatin in the serum were measured using
the Human Adiponectin/Acrp30 immunoassay (R&D Systems GmbH,
Wiesbaden- Nordenstadt, Germany) and Human Visfatin Elisa Kit
(AdipoGen, Brisbane, Australia), respectively. Intra- and interassay co-
efficients of variation of immunoassays were less than 8%. All measure-
ments were performed before and after treatment with pioglitazone.

Statistical methods
The Gaussian distribution of all parameters was confirmed by

Kolmogorov-Smirnov tests. The efficacy of treatment (placebo vs. pio-
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glitazone; within-subject effects before vs. after treatment) was com-
pared between the two study groups by ANOVA with repeated mea-
surements; ovulation rates were compared by �2 tests. Multivariate
regression analysis was performed to calculate independent associations
between variables. Paired t test was performed to compare adiponectin,
visfatin, and RBP4 concentrations before and after pioglitazone treat-
ment. Data are the mean � SEM. Data analysis was performed using the
statistical software package SPSS for Windows (SPSS, Inc., Chicago, IL).

Results

Clinical, metabolic, and hormonal characteristics of the
study cohort

The characteristics of the study cohort and the effect of pio-
glitazone treatment on hormonal and metabolic parameters have
been published previously (15), and these results are summarized
in Table 1.

Thirty-five (87.5%) of the initially enrolled 40 patients com-
pleted the trial, and data were available for analyses. Treatment
with pioglitazone resulted in a decrease in both fasting serum
insulin concentrations and AUCs of serum insulin during the
OGTT (P � 0.02). Consistent with these results, we observed an
increase in calculated insulin sensitivity (P � 0.05) and a decrease
in estimated insulin secretion (P � 0.02) compared with placebo.
Thus, the expected metabolic effects of pioglitazone treatment
were confirmed. Waist/hip ratio, hirsutism, and BMI remained
unchanged during the course of the study in both groups. In the
pioglitazone treatment group, 41.2% of the patients presented
with the laboratory and clinical signs of ovulatory menstrual
cycles (i.e. three ovulations during the study period) as compared
with 5.6% of subjects treated with placebo (P � 0.02).

Adiponectin
We found that serum adiponectin concentrations increased in

response to pioglitazone treatment (P � 0.003; Fig. 1A), whereas

they remained unchanged in the placebo group (P � 0.985; Fig.
1B). We found correlations between baseline adiponectin con-
centrations and serum triglycerides (R � �0.338; P � 0.05),
high-density lipoprotein cholesterol (R � 0.571; P � 0.001),
response to oral glucose tolerance testing (AUC; negative corre-
lation; P � 0.05 at 30, 60, 90, and 120 min), and insulin sensi-
tivity index (R � 0.445; P � 0.009). Serum insulin concentra-
tions (AUC) during OGTT at the end of the treatment period
correlated negatively with serum adiponectin levels at 60, 90,
and 120 min (P � 0.05). Serum baseline and end of treatment
glucose and insulin concentrations were found to be inversely
linked to baseline adiponectin levels (P � 0.05). IR, as calculated
by HOMA-IR, was not statistically correlated with adiponectin
concentrations at baseline, but was after treatment (R � �0.362;
P � 0.038).

We did not observe associations between adiponectin and
steroid hormone parameters at baseline. However, although
FSH serum concentrations in response to LHRH stimulation
were not related to adiponectin levels at baseline, the response
after treatment was significantly negatively associated with adi-
ponectin levels (R � �0.45; P � 0.02 at 0, 20, 30, and 60 min,
respectively), reflecting the simultaneous increase of serum adi-
ponectin concentration and the improvement in LHRH reactiv-
ity in the treated group. Moreover, the increase of adiponectin
serum concentrations in response to treatment correlated with
ovulation rates (R � 0.468; P � 0.011).

Visfatin
We found that in both treatment groups the serum visfatin

concentrations underwent no significant changes (Fig. 1, C and
D). Although visfatin is considered to be involved in the patho-
physiology of IR, we did not observe any statistically significant
association between serum visfatin concentration and metabolic
parameters. Furthermore, we did not detect correlations be-

TABLE 1. Clinical, metabolic, and hormonal parameters of the study cohort before and after pioglitazone treatment

Parameter

Pioglitazone (n � 17) Placebo (n � 18)

Before After Before After

Age (yr) 30.2 � 1.4 30.6 � 1.1
BMI (kg/m2) 29.4 � 1.7 30.1 � 1.7 27.5 � 1.2 27.7 � 1.2
Waist/hip ratio 0.9 � 0.1 0.8 � 0.0 0.9 � 0.0 0.8 � 0.0
Hirsutism (Ferriman-Gallwey score) 15.5 � 1.2 15.6 � 1.3 15.6 � 2.0 15.8 � 2.8
Fasting plasma glucose (mmol/liter) 4.8 � 0.1 4.8 � 0.1 4.8 � 0.1 5.0 � 0.1
Glucose AUC (mmol/liter � min) 789.9 � 53.3 694.2 � 42.9a 804.3 � 52.6 788.8 � 40.6
Fasting serum insulin (pmol/liter) 68.3 � 9.7 53.2 � 5.3b 47.8 � 4.6 62.0 � 8.4a

Insulin AUC (pmol/liter � min) 51,615.3 � 6,910.5 33,506 � 3,732a,b 37,731 � 4,380 40,050 � 4,680
HOMA index (mIU/liter/mg/dl) 16.1 � 2.1 12.6 � 1.1a,b 11.6 � 1.1 14.1 � 1.7
Insulin sensitivity index (mmol�1/pmol�1/liter) 16.3 � 3.5 19.6 � 2.7c 16.9 � 2.0 15.2 � 1.8
Serum triglycerides (mmol/liter) 1.2 � 0.1 1.08 � 0.1 1.2 � 0.1 1.3 � 0.1
Serum cholesterol (mmol/liter) 4.8 � 0.2 4.6 � 0.1 4.8 � 0.2 4.7 � 0.2
DHEAS (�mol/liter) 5.4 � 0.6 5.8 � 0.7 6.3 � 0.6 6.8 � 0.5
Testosterone (nmol/liter) 2.4 � 0.3 2.1 � 0.2 2.8 � 0.2 2.5 � 0.2a

SHBG (nmol/liter) 36.8 � 4.3 40.8 � 3.3b 40.9 � 3.5 35.8 � 4.0a

FAI (U) 9.3 � 2.2 6.4 � 1.2b 8.5 � 1.6 9.8 � 2.0

a P � 0.05 vs. baseline (by ANOVA).
b P � 0.02 pioglitazone vs. placebo (by ANOVA).
c P � 0.05 pioglitazone vs. placebo (by ANOVA).
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tween serum visfatin concentration and any of the hormonal
parameters associated with PCOS.

RBP4
We found that serum RBP4 levels tended to decrease in re-

sponse to treatment with pioglitazone (P � 0.06), whereas no
change was found in the placebo group (P � 0.381; Fig. 1, E and
F). The change of RBP4 serum concentration did not reach sta-
tistical significance, perhaps due to the limited number of pa-
tients in our analysis. At baseline (all patients combined), RBP4
serum concentrations were positively associated with serum con-
centrations of 17-OH progesterone (R � 0.354; P � 0.037),
DHEAS (R � 0.347; P � 0.041), and testosterone (R � 0.466;
P � 0.005). Because insulin is related to both RBP4 and steroid
hormones, potentially confounding effects of insulin were ad-
dressed by multivariate regression analysis. However, significant
associations of RBP4 with testosterone (P � 0.001), DHEAS
(P � 0.008), and 17-OH progesterone (P � 0.042) were main-
tained after adjustment for insulin. None of these parameters
correlated with the concentration of RBP4 after pioglitazone

treatment. The FAI correlated with serum RBP4 concentrations
(R � 0.406; P � 0.016), and this correlation remained present
after pioglitazone treatment (R � 0.438; P � 0.009). As dem-
onstrated previously, no changes in serum DHEAS and testos-
terone concentrations were found in response to pioglitazone
treatment in this cohort; however, treatment was associated with
an increase in SHBG, resulting in a decrease in the FAI (P � 0.05).
We therefore examined whether patients with low and high se-
rum RBP4 concentrations differed with regard to the phenotyp-
ical expression of PCOS. The study population was divided into
two groups using the median level of 22 mg/dl as cutoff value. We
found that 17 patients with serum RBP4 concentrations ranging
from 15.2 – 21.6 mg/dl had lower hirsutism scores than 18 pa-
tients with serum RBP4 concentrations ranging from 22.1–31.6
mg/dl (P � 0.038 before treatment; P � 0.034 after treatment;
Fig. 2, A and B). Moreover, the patients with higher initial hir-
sutism scores had a more pronounced reduction in serum RBP4
concentrations in response to pioglitazone treatment (R�0.629;
P � 0.009). Baseline serum FSH concentrations were negatively
correlated with RBP4 (R � �0.334; P � 0.050). However, the

FIG. 1. Adipokine serum concentrations before and after pioglitazone treatment. Diagrams depict the serum concentrations of the adipokines adiponectin (A and B),
visfatin (C and D), and RBP4 (E and F) in the treatment group and in patients receiving placebo. Paired t test was performed to compare adiponectin, visfatin, and RBP4
concentrations before and after pioglitazone treatment.
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response to the LHRH stimulation test was not related to serum
RBP4 concentrations at 20, 40, or 60 min. No correlation was
found between serum RBP4 and SHBG concentrations. Al-
though serum RBP4 levels tended to decrease in response to
pioglitazone treatment, we did not observe significant associa-
tions with parameters of impaired glucose metabolism such as
fasting glucose, response to oral glucose tolerance testing, and
baseline and end-of-treatment insulin. After adjustment for BMI
and high-density lipoprotein cholesterol, HOMA-IR as an indi-
cator of IR was weakly correlated to RBP4 (R � 0.342; P �

0.049). End-of-treatment RBP4 was weakly linked to ovulation
rates (R � �0.331; P � 0.063).

Discussion

As conditions linked to IR like PCOS become increasingly com-
mon, it is an important agenda of research to elucidate the com-
plex pathophysiological interplay between excess adipose tissue,
IR, and endocrine changes. Furthermore, overweight and hir-
sutism along with impaired reproductive function may substan-
tially affect the quality of life (22). Over the past few years,
adipokines have emerged as an intensively studied group of se-
rum proteins and have been identified as key players in mediating
changes between adipocytes and organs affected in IR (20, 23).
A close relationship between IR and the PCOS has been firmly
established (24, 25). Moreover, distinct changes in steroid hor-
mone metabolism such as increased androgen and decreased
SHBG concentrations are typical of PCOS. It is therefore relevant
to investigate the contribution of various adipokines in facilitat-
ing such diverse pathophysiological alterations.

In our double-blind, randomized, placebo-controlled study,
we aimed at elucidating the potential roles of the recently iden-
tified adipokine RBP4 together with adiponectin and visfatin in
PCOS. Various studies have been performed investigating the
potential contribution of adipokines to the pathogenesis of
PCOS. Particularly the key adipokine leptin has been shown to
be involved in the pathogenesis of PCOS (26). Adiponectin has
been extensively investigated recently, and a role in mediating
insulin sensitivity in PCOS patients has been well defined as is the
case for other conditions associated with IR or obesity (27–32).
Adiponectin affects glucose and lipid metabolism and displays

antiinflammatory properties (33). In line with previous investi-
gations (34), we found that the serum concentrations of adi-
ponectin rose in response to treatment with the peroxisome pro-
liferator-activated receptor (PPAR)-� agonist pioglitazone.
Similarly, serum adiponectin concentrations correlated with sev-
eral markers of glucose metabolism in our patients, and an ame-
lioration of insulin sensitivity was observed along with higher
adiponectin concentrations after treatment with pioglitazone. In
our patients, HOMA-IR correlated with adiponectin only after
treatment with pioglitazone, but not at baseline. Our study co-
hort consisted of young PCOS patients with a relatively homog-
enous metabolic profile, including a low level of IR. We suggest
that small differences within the cohort at baseline account for
the fact that no association was detected between adiponectin
and HOMA-IR. After pioglitazone treatment, however, adi-
ponectin increased in the treatment group and remained un-
changed in the placebo group, which might explain why high
adiponectin was then linked to lower IR in the correlation anal-
ysis. A close relationship of adiponectin with markers of IR has
been conclusively demonstrated in several previous reports.
Thus, our results are in line with observations in similar patient
groups. Earlier studies identified adiponectin as a potential con-
tributor to IR in PCOS patients but did not find associations with
endocrine characteristics of PCOS. Likewise, we did not observe
associations between adiponectin and parameters of endocrine
abnormalities in our PCOS patients, except for a striking corre-
lation with the response to LHRH after pioglitazone treatment.
Romualdi et al. (35) treated PCOS women with pioglitazone 45
mg/d and obtained similar results. It has been demonstrated that
treatment of obese women with insulin-sensitizing agents results in
a decrease of serum LH concentrations (36–38). Lowering of in-
sulin levels reduces pituitary LH secretion as evidenced by in vitro
studies in cultured rat pituitary cells (39, 40). Interestingly, we ob-
served a decrease of LH levels in the placebo group along with a
slight reduction of serum insulin levels, further supporting a link
between insulin and pituitary LH biosynthesis. Hence, our results
confirm that adiponectin is involved in IR in PCOS patients.

Previous studies demonstrated the presence of higher visfatin
serum levels in PCOS compared with healthy controls (41, 42).
In our design, we investigated changes in visfatin levels in the
serum of women with PCOS treated with pioglitazone. How-
ever, we did not detect any change of visfatin serum levels after

FIG. 2. Hirsutism scores at baseline (A) and after treatment (B) in patients with high vs. low RBP4 serum concentrations. Low, Patients with low RBP4 serum
concentrations (n � 17); high, patients with high serum RBP4 concentrations (n � 18). Values are depicted as means (horizontal lines), 25th and 75th percentiles
(boxes), and minimum/maximum ranges. Calculations for statistically significant differences between the groups were performed by ANOVA.
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treatment. Therefore, the role of visfatin in PCOS remains
unclear.

In contrast, our results suggest that the adipokine RBP4 may
be involved in endocrine perturbations characteristic of PCOS,
whereas few correlations of RBP4 were found with the indices of
IR. The few relationships between RBP4 and IR have been as-
sessed differently in PCOS patients. Although some investigators
found an association of RBP4 with IR or obesity (43), this was
not confirmed in another well-designed study (44). In addition,
in a study by Hahn et al. (45), RBP4 serum concentrations were
related to BMI or fat mass in PCOS patients and controls but
were not significantly elevated in PCOS per se. In contrast to our
investigation, study subjects were recruited according to less
stringent criteria (45), which would likely result in a broader
spectrum of PCOS and would therefore also include subjects
who could be regarded “closer to normal.” Moreover, the fact
that only a minority of our patients was diagnosed as insulin
resistant may explain the lack of an association between RBP4
and parameters of IR.

Tan et al. (46) showed that steroid hormones, particularly
17-OH-estradiol, were capable of inducing adipose tissue RBP4
biosynthesis, thereby demonstrating that altered expression of
steroid hormones may contribute to metabolic perturbations in
PCOS patients. In that study, RBP4 and 17-OH-estradiol serum
concentrations were compared between controls and PCOS pa-
tients. Although the number of patients in our cohort was small,
we similarly found a link between steroid hormone levels and
RBP4 among the group of patients with PCOS that remained
significant even after adjustment for insulin. This finding high-
lights that the relationship between RBP4 and steroid hormones
is not only different between controls and PCOS subjects, but can
also be found across the spectrum of PCOS manifestations. This
makes RBP4 an attractive target for further research with regard
to the pathophysiological mechanisms linking PCOS steroid per-
turbations and obesity/IR. It is noteworthy that treatment with
the PPAR-� agonist pioglitazone appeared to lower RBP4 serum
concentrations (P � 0.06) and to improve IR but left testosterone
and DHEAS levels unchanged.

Pioglitazone treatment abolished this relationship between
RBP4 and steroid hormones both in the treatment group and in
all patients combined. Thus, we demonstrate that high RBP4
levels are present in patients with high androgen serum concen-
trations. Pioglitazone treatment leaves androgen concentrations
unchanged but decreases RBP4. Several indirect lines of evidence
may explain why the close relationship between RBP4 and ste-
roid hormones was no longer observed after pioglitazone treat-
ment. In cultured ovarian cells, pioglitazone influences ovarian
steroid hormone metabolism by up-regulation of progesterone
biosynthesis and inhibition of testosterone and estradiol pro-
duction via insulin-dependent and -independent pathways (47).
Glitazones contribute to ovarian insulin sensitization by up-reg-
ulation of insulin receptor and insulin receptor substrate-1. In-
sulin-independent effects of PPAR-� agonists may be mediated
by influencing steroidogenic acute regulatory protein expression
(48). Additionally, pioglitazone is capable of inhibiting aro-
matase-mediated estrogen biosynthesis from testosterone, which
would increase serum testosterone concentrations (49). Thus,

the multifaceted and partially opposing actions of glitazones on
steroid metabolism may explain why no change in androgen
concentrations was observed after the treatment period.

Moreover, we found that RBP4 levels were linked to hirsut-
ism scores in our patient cohort and that patients with low RBP4
levels also had lower hirsutism scores, but that hirsutism scores
did not change after treatment with pioglitazone. Thus, our find-
ings reflect the potential of glitazones to reduce IR in PCOS
patients but questions the ability of glitazones to target some
clinical manifestations of steroid abnormalities in PCOS. Piogli-
tazone treatment enhanced ovulatory rates and resulted in an
increase of SHBG levels along with a decrease of the FAI, whereas
no effect on androgens and Ferriman-Gallwey hirsutism scores
was noted in our patients. It is well established that current
treatment modalities are unlikely to show beneficial effects on
androgen levels and hirsutism within 3 months of treatment.
Thus, the observation time of our study group comprising
patients with pronounced endocrine abnormalities may have
been too short for assessing the effects of glitazones on all
endocrine abnormalities.

In summary, we confirm the potential benefit of pioglitazone
treatment in improving serum concentrations of adiponectin and
RBP4 leading to a more insulin-sensitive profile in young women
with PCOS. We describe an intriguing relationship of the re-
cently identified adipokine RBP4 with several androgens and
progesterone. The response to treatment with pioglitazone sug-
gests that steroid hormones have the potential to influence IR
through a modification of RBP4 expression. Molecular mecha-
nisms and clinical relevance of this relationship still need to be
elucidated.

Acknowledgments

Address all correspondence and requests for reprints to: Christian Datz,
M.D., Department of Internal Medicine, General Hospital Oberndorf/
Salzburg; Paracelsusstrasse 37, 5110 Oberndorf, Austria. E-mail: c.datz@
kh-obdf.salzburg.at.

Support for this study from Land Salzburg (to W.P.) and Spar Austria
(to C.D.) is gratefully acknowledged.

Disclosure Summary: The authors have nothing to declare.

References

1. Pasquali R, Gambineri A, Pagotto U 2006 The impact of obesity on repro-
duction in women with polycystic ovary syndrome. BJOG 113:1148–1159

2. Essah PA, Nestler JE 2006 Metabolic syndrome in women with polycystic
ovary syndrome. Fertil Steril 86(Suppl 1):S18–S19

3. Asuncion M, Calvo RM, San Millan JL, Sancho J, Avila S, Escobar-Morreale
HF 2000 A prospective study of the prevalence of the polycystic ovary syn-
drome in unselected Caucasian women from Spain. J Clin Endocrinol Metab
85:2434–2438

4. Lobo RA, Carmina E 2000 The importance of diagnosing the polycystic ovary
syndrome. Ann Intern Med 132:989–993

5. ChangRJ2007The reproductivephenotype inpolycysticovary syndrome.Nat
Clin Pract Endocrinol Metab 3:688–695

6. Essah PA, Wickham EP, Nestler JE 2007 The metabolic syndrome in polycystic
ovary syndrome. Clin Obstet Gynecol 50:205–225

7. Taksali SE, Caprio S, Dziura J, Dufour S, Cali AM, Goodman TR, Papademetris
X, Burgert TS, Pierpont BM, Savoye M, Shaw M, Seyal AA, Weiss R 2008 High

1234 Aigner et al. RBP4 in Polycystic Ovary Syndrome J Clin Endocrinol Metab, April 2009, 94(4):1229–1235

The Endocrine Society. Downloaded from press.endocrine.org by [${individualUser.displayName}] on 04 February 2014. at 06:59 For personal use only. No other uses without permission. . All rights reserved.



visceral and low abdominal subcutaneous fat stores in the obese adolescent: a
determinant of an adverse metabolic phenotype. Diabetes 57:367–371

8. Vantyghem MC, Vincent-Desplanques D, Defrance-Faivre F, Capeau J,
Fermon C, Valat AS, Lascols O, Hecart AC, Pigny P, Delemer B, Vigouroux C,
Wemeau JL 2008 Fertility and obstetrical complications in women with LMNA-
related familial partial lipodystrophy. J Clin Endocrinol Metab 93:2223–2229

9. Hoffman LK, Ehrmann DA 2008 Cardiometabolic features of polycystic ovary
syndrome. Nat Clin Pract Endocrinol Metab 4:215–222

10. Christian RC, Dumesic DA, Behrenbeck T, Oberg AL, Sheedy 2nd PF,
Fitzpatrick LA 2003 Prevalence and predictors of coronary artery calcification
in women with polycystic ovary syndrome. J Clin Endocrinol Metab 88:2562–
2568

11. Pasquali R, Gambineri A 2006 Insulin-sensitizing agents in polycystic ovary
syndrome. Eur J Endocrinol 154:763–775

12. Iuorno MJ, Nestler JE 2001 Insulin-lowering drugs in polycystic ovary syn-
drome. Obstet Gynecol Clin North Am 28:153–164

13. Hoeger K, Davidson K, Kochman L, Cherry T, Kopin L, Guzick DS 2008 The
impact of metformin, oral contraceptives, and lifestyle modification on poly-
cystic ovary syndrome in obese adolescent women in two randomized, place-
bo-controlled clinical trials. J Clin Endocrinol Metab 93:4299–4306

14. Nestler JE, Jakubowicz DJ, Evans WS, Pasquali R 1998 Effects of metformin
on spontaneous and clomiphene-induced ovulation in the polycystic ovary
syndrome. N Engl J Med 338:1876–1880

15. Brettenthaler N, De Geyter C, Huber PR, Keller U 2004 Effect of the insulin
sensitizer pioglitazone on insulin resistance, hyperandrogenism, and ovulatory
dysfunction in women with polycystic ovary syndrome. J Clin Endocrinol
Metab 89:3835–3840

16. Ortega-Gonzalez C, Luna S, Hernandez L, Crespo G, Aguayo P, Arteaga-
Troncoso G, Parra A 2005 Responses of serum androgen and insulin resistance
to metformin and pioglitazone in obese, insulin-resistant women with poly-
cystic ovary syndrome. J Clin Endocrinol Metab 90:1360–1365

17. Rizos CV, Liberopoulos EN, Mikhailidis DP, Elisaf MS 2008 Pleiotropic ef-
fects of thiazolidinediones. Expert Opin Pharmacother 9:1087–1108

18. Phillips LK, Prins JB 2008 The link between abdominal obesity and the met-
abolic syndrome. Curr Hypertens Rep 10:156–164

19. Bulcao C, Ferreira SR, Giuffrida FM, Ribeiro-Filho FF 2006 The new adipose
tissue and adipocytokines. Curr Diabetes Rev 2:19–28

20. Antuna-Puente B, Feve B, Fellahi S, Bastard JP 2008 Adipokines: the missing
link between insulin resistance and obesity. Diabetes Metab 34:2–11

21. Graham TE, Yang Q, Bluher M, Hammarstedt A, Ciaraldi TP, Henry RR,
Wason CJ, Oberbach A, Jansson PA, Smith U, Kahn BB 2006 Retinol-binding
protein 4 and insulin resistance in lean, obese, and diabetic subjects. N Engl
J Med 354:2552–2563

22. Hahn S, Janssen OE, Tan S, Pleger K, Mann K, Schedlowski M, Kimmig R,
Benson S, Balamitsa E, Elsenbruch S 2005 Clinical and psychological corre-
lates of quality-of-life in polycystic ovary syndrome. Eur J Endocrinol 153:
853–860

23. Tilg H, Moschen AR 2006 Adipocytokines: mediators linking adipose tissue,
inflammation and immunity. Nat Rev Immunol 6:772–783

24. Amato MC, Galluzzo A, Finocchiaro S, Criscimanna A, Giordano C 2008 The
evaluation of metabolic parameters and insulin sensitivity for a more robust
diagnosis of the polycystic ovary syndrome. Clin Endocrinol (Oxf) 69:52–60

25. Galluzzo A, Amato MC, Giordano C 2008 Insulin resistance and polycystic
ovary syndrome. Nutr Metab Cardiovasc Dis 18:511–518

26. Cervero A, Dominguez F, Horcajadas JA, Quinonero A, Pellicer A, Simon C
2006 The role of the leptin in reproduction. Curr Opin Obstet Gynecol 18:
297–303

27. Orio Jr F, Palomba S, Cascella T, Milan G, Mioni R, Pagano C, Zullo F, Colao
A, Lombardi G, Vettor R 2003 Adiponectin levels in women with polycystic
ovary syndrome. J Clin Endocrinol Metab 88:2619–2623

28. Ducluzeau PH, Cousin P, Malvoisin E, Bornet H, Vidal H, Laville M, Pugeat
M 2003 Glucose-to-insulin ratio rather than sex hormone-binding globulin
and adiponectin levels is the best predictor of insulin resistance in nonobese
women with polycystic ovary syndrome. J Clin Endocrinol Metab 88:3626–
3631

29. Sieminska L, Marek B, Kos-Kudla B, Niedziolka D, Kajdaniuk D, Nowak M,
Glogowska-Szelag J 2004 Serum adiponectin in women with polycystic ovar-
ian syndrome and its relation to clinical, metabolic and endocrine parameters.
J Endocrinol Invest 27:528–534

30. Spranger J, Mohlig M, Wegewitz U, Ristow M, Pfeiffer AF, Schill T, Schlosser
HW, Brabant G, Schofl C 2004 Adiponectin is independently associated with
insulin sensitivity in women with polycystic ovary syndrome. Clin Endocrinol
(Oxf) 61:738–746

31. Gulcelik NE, Aral Y, Serter R, Demir Y, Culha C 2006 Adiponectin is an

independent determinant of insulin resistance in women with polycystic ovary
syndrome. Gynecol Endocrinol 22:511–515

32. Glintborg D, Andersen M, Hagen C, Frystyk J, Hulstrom V, Flyvbjerg A,
Hermann AP 2006 Evaluation of metabolic risk markers in polycystic ovary
syndrome (PCOS). Adiponectin, ghrelin, leptin and body composition in hir-
sute PCOS patients and controls. Eur J Endocrinol 155:337–345

33. Tilg H, Moschen AR 2008 Role of adiponectin and PBEF/visfatin as regulators
of inflammation: involvement in obesity-associated diseases. Clin Sci (Lond)
114:275–288

34. Glintborg D, Frystyk J, Hojlund K, Andersen KK, Henriksen JE, Hermann AP,
Hagen C, Flyvbjerg A, Andersen M 2008 Total and high molecular weight
(HMW) adiponectin levels and measures of glucose and lipid metabolism fol-
lowing pioglitazone treatment in a randomized placebo-controlled study in
polycystic ovary syndrome. Clin Endocrinol (Oxf) 68:165–174

35. Romualdi D, Guido M, Ciampelli M, Giuliani M, Leoni F, Perri C, Lanzone
A 2003 Selective effects of pioglitazone on insulin and androgen abnormalities
in normo- and hyperinsulinaemic obese patients with polycystic ovary syn-
drome. Hum Reprod 18:1210–1218

36. Velazquez EM, Mendoza S, Hamer T, Sosa F, Glueck CJ 1994 Metformin
therapy in polycystic ovary syndrome reduces hyperinsulinemia, insulin resis-
tance, hyperandrogenemia, and systolic blood pressure, while facilitating nor-
mal menses and pregnancy. Metabolism 43:647–654

37. Hasegawa I, Murakawa H, Suzuki M, Yamamoto Y, Kurabayashi T, Tanaka
K 1999 Effect of troglitazone on endocrine and ovulatory performance in
women with insulin resistance-related polycystic ovary syndrome. Fertil Steril
71:323–327

38. Kowalska I, Kinalski M, Straczkowski M, Wolczyski S, Kinalska I 2001 In-
sulin, leptin, IGF-I and insulin-dependent protein concentrations after insulin-
sensitizing therapy in obese women with polycystic ovary syndrome. Eur J
Endocrinol 144:509–515

39. Soldani R, Cagnacci A, Paoletti AM, Yen SS, Melis GB 1995 Modulation of
anterior pituitary luteinizing hormone response to gonadotropin-releasing
hormone by insulin-like growth factor I in vitro. Fertil Steril 64:634–637

40. Soldani R, Cagnacci A, Yen SS 1994 Insulin, insulin-like growth factor I (IGF-I)
and IGF-II enhance basal and gonadotrophin-releasing hormone-stimulated
luteinizing hormone release from rat anterior pituitary cells in vitro. Eur J
Endocrinol 131:641–645

41. Kowalska I, Straczkowski M, Nikolajuk A, Adamska A, Karczewska-Kupczewska
M, Otziomek E, Wolczynski S, Gorska M 2007 Serum visfatin in relation to
insulin resistance and markers of hyperandrogenism in lean and obese women
with polycystic ovary syndrome. Hum Reprod 22:1824–1829

42. Tan BK, Chen J, Digby JE, Keay SD, Kennedy CR, Randeva HS 2006 Increased
visfatin messenger ribonucleic acid and protein levels in adipose tissue and
adipocytes in women with polycystic ovary syndrome: parallel increase in
plasma visfatin. J Clin Endocrinol Metab 91:5022–5028

43. Mohlig M, Weickert MO, Ghadamgahi E, Arafat AM, Spranger J, Pfeiffer AF,
Schofl C 2008 Retinol-binding protein 4 is associated with insulin resistance,
but appears unsuited for metabolic screening in women with polycystic ovary
syndrome. Eur J Endocrinol 158:517–523

44. Hutchison SK, Harrison C, Stepto N, Meyer C, Teede HJ 2008 Retinol-bind-
ing protein 4 and insulin resistance in polycystic ovary syndrome. Diabetes
Care 31:1427–1432

45. Hahn S, Backhaus M, Broecker-Preuss M, Tan S, Dietz T, Kimmig R, Schmidt
M, Mann K, Janssen OE 2007 Retinol-binding protein 4 levels are elevated in
polycystic ovary syndrome women with obesity and impaired glucose metab-
olism. Eur J Endocrinol 157:201–207

46. Tan BK, Chen J, Lehnert H, Kennedy R, Randeva HS 2007 Raised serum,
adipocyte, and adipose tissue retinol-binding protein 4 in overweight women
with polycystic ovary syndrome: effects of gonadal and adrenal steroids. J Clin
Endocrinol Metab 92:2764–2772

47. Seto-Young D, Paliou M, Schlosser J, Avtanski D, Park A, Patel P, Holcomb
K, Chang P, Poretsky L 2005 Direct thiazolidinedione action in the human
ovary: insulin-independent and insulin-sensitizing effects on steroidogenesis
and insulin-like growth factor binding protein-1 production. J Clin Endocrinol
Metab 90:6099–6105

48. Seto-Young D, Avtanski D, Strizhevsky M, Parikh G, Patel P, Kaplun J, Holcomb
K, Rosenwaks Z, Poretsky L 2007 Interactions among peroxisome proliferator
activated receptor-�, insulin signaling pathways, and steroidogenic acute regula-
tory protein in human ovarian cells. J Clin Endocrinol Metab 92:2232–2239

49. Avtanski DB PG, Strizhevsky M, Feng Y, Pareek A, Singh J, Singh N, Polskaya
M, Rosenwaks Z, Seto-Young D, Poretsky L, Thiazolidinediones inhibit es-
trogen synthesis by interfering with androgen binding to aromatase. Program
of the 90th Annual Meeting of The Endocrine Society, San Francisco, CA, 2008
(Abstract P2-44)

J Clin Endocrinol Metab, April 2009, 94(4):1229–1235 jcem.endojournals.org 1235

The Endocrine Society. Downloaded from press.endocrine.org by [${individualUser.displayName}] on 04 February 2014. at 06:59 For personal use only. No other uses without permission. . All rights reserved.


