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Blouin K, Nadeau M, Mailloux J, Daris M, Lebel S, Luu-The V,
Tchernof A. Pathways of adipose tissue androgen metabolism in
women: depot differences and modulation by adipogenesis. Am J
Physiol Endocrinol Metab 296: E244-E255, 2009. First published
November 4, 2008; doi:10.1152/ajpendo.00039.2008.—The objective
was to examine pathways of androgen metabolism in abdominal
adipose tissue in women. Abdominal subcutaneous (SC) and omental
(OM) adipose tissue samples were surgically obtained in women.
Total RNA was isolated from whole adipose tissue samples and from
primary preadipocyte cultures before and after induction of differen-
tiation. Expression levels of several steroid-converting enzyme tran-
scripts were examined by real-time RT-PCR. Androgen conversion
rates were also measured. We found higher expression levels in SC
compared with OM adipose tissue for type 1 33-hydroxysteroid dehydro-
genase (3B-HSD-1; P < 0.05), for aldo-keto reductase 1C3
(AKR1C3; P < 0.0001), for AKRIC2 (P < 0.0001), and for the
androgen receptor (P < 0.0001). 173-HSD-2 mRNA levels were
lower in SC adipose tissue (P < 0.05). Induction of adipocyte
differentiation led to significantly increased expression levels in SC
cultures for AKR1C3 (4.7-fold, P < 0.01), 11-cis-retinol dehydroge-
nase (6.9-fold, P < 0.02), AKRIC2 (5.6-fold, P < 0.004), P-450
aromatase (5.7-fold, P < 0.02), steroid sulfatase (3.1-fold, P < 0.02),
estrogen receptor-f3 (11.8-fold, P < 0.01), and the androgen receptor
(4.0-fold, P < 0.0005). Generally similar but nonsignificant trends
were obtained in OM cultures. DHT inactivation rates increased with
differentiation, this effect being mediated by dexamethasone alone,
through a glucocorticoid receptor-dependent mechanism. In conclu-
sion, higher mRNA levels of enzymes synthesizing and inactivating
androgens are found in differentiated adipocytes, consistent with
higher androgen-processing rates in these cells. Glucocorticoid-
induced androgen inactivation may locally modulate the exposure of
adipose cells to active androgens.

aldo-keto reductases; short-chain dehydrogenases; adipocyte differen-
tiation; omental visceral fat; estrogen

A SURVEY OF THE LITERATURE on adipose tissue steroid conver-
sions indicated that several isoforms of steroidogenic and
steroid-inactivating enzymes can be detected in adipose tissue
(3). Specifically, as many as 15 steroidogenic and steroid-
inactivating enzyme mRNAs/activities have been detected to
date in human adipose tissue, including aromatase, 33-hydroxy-
steroid dehydrogenase (HSD) type 1, 3a-HSD type 3 [aldo-keto
reductase 1C2 (AKR1C2)], 113-HSD type 1 and type 2, 173-
HSD types 2, 3, and 5 (AKRI1C3), 20a-HSD (AKRIC1), 7a-
hydroxylase, 17a-hydroxylase, So-reductase, steroid sulfatase,
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and UDP-glucuronosyltransferase 2B15 (3-7, 11, 38). The capac-
ity of peripheral tissues to synthesize and inactivate androgens/
estrogens has been termed intracrinology (21, 22). Thus, in addi-
tion to its widely recognized endocrine chracteristics (20), adipose
tissue also functions as an intracrine organ with respect to steroid
hormones.

One of the steroidogenic enzymes expressed in adipose
tissue, 113-HSD-1, has attracted much scientific attention in
recent years. Expression and activity of 113-HSD-1 was dem-
onstrated in fat cells from breast, omental, and subcutaneous
adipose tissue (8, 42). Studies have found that the predominant
activity in adipose tissue was the reduction of inactive corti-
sone to active cortisol (8, 19). Using cell cultures and trans-
genic mouse model studies by Bujalska et al. (9) and Masuzaki
et al. (24) led to the demonstration that increased local cortisol
production by 113-HSD-1 may be one of the causal factors in
the etiology of visceral obesity. These studies on local cortisol
metabolism in fat have dramatically emphasized the impor-
tance of steroidogenic enzyme expression in the etiology of
visceral obesity and related metabolic complications (9, 24).
The impact of other steroidogenic enzymes that could modu-
late in a similar manner the exposure of abdominal adipocytes
to active steroids, namely androgens and estrogens, remains to
be established. In addition, regional adipose tissue depot dif-
ferences in steroid-converting enzymes have not been exam-
ined for most of the enzymes identified in adipose tissue.

In the present study, we quantitatively examined the expres-
sion of a large number of steroidogenic and steroid-inactivating
enzymes detected in fat biopsies of subcutaneous (SC) and
omental (OM) adipose tissue obtained from a sample of
women. To test the hypothesis that potential depot differences
in the expression of steroid-converting enzymes may be the
result of differential preadipocyte/mature adipocyte content in
SC vs. OM adipose tissue, we also investigated the effects of
adipocyte differentiation on the expression of steroid-convert-
ing enzymes and androgen metabolism.

SUBJECTS AND METHODS
Subjects

Women in this study were recruited through the elective surgery
schedule of the Gynecology Unit of the Laval University Medical
Center. Study I included 14 women aged 41.5-58.8 yr [body mass
index (BMI) 26.2 * 2.6 kg/m?, range 22.5-30.1 kg/m?] undergoing
abdominal gynecological surgery. These women elected for total (n =

The costs of publication of this article were defrayed in part by the payment
of page charges. The article must therefore be hereby marked “advertisement”
in accordance with 18 U.S.C. Section 1734 solely to indicate this fact.

http://www.ajpendo.org

TT0Z ‘8T Ae|N uo Bio'ABojoisAyd-opuadle woly papeojumoq



http://ajpendo.physiology.org/

ANDROGEN METABOLISM IN ABDOMINAL ADIPOSE TISSUE E245

13) or subtotal (n = 1) abdominal hysterectomies, some with salpingo- Y]
oophorectomy of one (n = 4) or two (n = 7) ovaries. Reasons for o o e g
. Lo . _ < ) < © S =
surgery included one or more of the following: menorrhagia (n = 6), s 8 L ¢ g s E =g
myoma/fibroids (n = 6), pelvic pain (n = 3), ovarian cysts (n = 1), 5.25.382 8 BZ 22 g2, é) 2
endometriosis (n = 3), uterine cervix elongation (n = 1), uterine EES3S0bE0E ¥ B8ou8s 888 | 4 &E
1 d postmenstrual bleedi = 1), d h =1 SECE2EES 3 SBEBEBRER|BR
polyp and postmenstrual bleeding (n = 1), ysmenorhea (n = ), TRELIL0E g Qo0U0uoERo 88
severe premenstrual syndrome (n = 1), and menometrorrhagia (n = BEEBEESTE 2 ESOZEREED |wag
. &) &) &) —
1). Study 2 included 12 women aged 41.1-49.0 yr (BMI 25.2 = 2.7 EDOEEZEE 2 88ESE3R8S a5
2 2 . . CEHOBHODG<C< (554 DO<CVOUOUHEBEOLY ~
kg/m?, range 19.1-37.6 kg/m?) also undergoing abdominal gyneco- SESP0SS8 I SE29EEECRE|lEw
logical surgery. These women elected for total (n = 11) or subtotal 52095852 & 222238283 |8s
. . . . OHOLOOH<< << [SHOROROE HOCRONGRO] Q
(n = 1) abdominal hysterectomies, some with salpingo-oophorectomy ECODIE<0 O O0I0B0IT00 | »8
. [SRGRORSRONGRORE Y &) OOHH<CHOHOU ma
of one ovary (n = 3) or both (n = 2). Reasons for surgery included T E8338%38 § 386380828 € o
one or more of the following: menorrhagia (n = 5), myoma/fibroids TIIISBILBE 2 SSEZESIBR| s
_ . _ . . _ L. _ S| PESDEHOOS < OEHOOUNHIG<IO e
(n = 10), cervix cyst (n = 1), pelvic pain (n = 1), endometriosis (n = SEESEZOOS 5 Eugney=sy ?JE
3), postmenstrual bleeding (n = 1), dysmenorhea (n = 2), uterine poly B8dbbgse O £oSfdo0%o |5
_ . _ . TOLCOHEDO © BHOOLOOIILIOI | TG
(n = 1), and menometrorrhagia (n = 1). Preadipocytes were also SEUSEQRY B EI9IEgdIsg| oS
. . . . oye =]
isolated from fat samples obtained in women undergoing biliopancre- SO28888s 8 SEERS288R|E£E
E T : : : COEHELOOEH O O0ODLOLOU<EOC| B3
atic diversion for the treatment of obesity and were used only in the IE<OLI00 O TODOOEUIO | =
. . OLODOUHOE < OOEHIOHIEHO| &
experiments on dexamethasone alone (BMI ranging from 37 to 74 DS3E9L2E H EZXZSofsS0E|TA
kg/m?). These studies were approved by the medical ethics commit- i EESSE8ER B BE82383EE |z 5@
. . . . . Z COOH<COOH O <CEH<COOOHULO e
tees of Laval University and Laval University Medical Center as well 5 S29088EE 8 ZS0BoInOu Ml
. . . . . . . p=} o
as Laval Hospital fo.r bariatric patients. All subjects provided written z 28332658 & 3333880388
informed consent prior to their inclusion in the studies. 3 BIEBVILER 5 SSS3ERIEL|~E
=1 VOOV CHOH O <BHOUICS<<BHB<<O g%
Q
. . . Q
Adipose Tissue Sampling z 58
T £3
. . . . . ~ o e
Paired OM (epiploic) and SC adipose tissue samples were collected o) o3
. . . . . o =
during the surgical procedure and immediately carried to the labora- g 55
. . . . =
tory in 0.9% saline preheated at 37°C. A portion of the biopsy was E) g <
used for preadipocyte isolation, and the remaining tissue was imme- @ AR
. o 0
diately frozen at —80°C for subsequent analyses. § 2 5=
3 < v So = %
Preadipocyte Isolation and Primary Cultures E e % E § ;2 E § & L@
5| |gEEsE EEsiE s|L8
. . . . =) 3 @
Fresh_ tissue samplf:s were digested with _collageilase type I in o) B 22898 ) o =
Krebs—.nger—HenseIelt (KRH) buffer for 45 min at 37°C accordlqg to § é é é é § g ; % E % E o5
a modified version of the Rodbell method (31). Adipocyte suspensions OESED 33823 S e 2 =
- : &
were filtered t.hrough nylon m_esh and wa_shed three times with KRH SEQES 25382 g | = &
buffer. Preadipocytes were isolated using a modification of the E53E2 53953 8 22 <
. . . OO H < H <€ O << H < O
method previously described by Van Harmelen et al. (40). Briefly, the oeEgo SHESS g o5&
residual KRH buffey of the adipocyte isolation was ce_:ntrifuged and '§ -1 88 5 83 ISQESY S 2 §° §
the pellet washed in DMEM-F-12 supplemented with 10% fetal & < % 2 £ § & ‘:‘E’E § Eg 2 o E, g
. .. .. 3 = ~ [$) &) ~ o
bovine serum, 2.5 Mg/ml amphotencm.B, and 50 pg/ml gentamicin. & A|108253Y S9588 3 ©l 88
Cells were treated with erythrocyte lysis buffer (154 mM NH4CI, 10 2 § ggé E E E gé E) E % 2 §D
mM K,;HPO,, and 0.1 mM EDTA, pH 7.5), and DMEM-F-12 was § SRSRERERT geeok & < 5 _g
H v
added. Preadipocytes were then subsequent!y filtered through 140 and S CE8E2 Z8828 e S| &8
30 wm of nylon mesh to remove endothelial cells, placed in culture 6 % § § E % % % % 5 é § § Eu
plates, and cultured at 37°C under a 5% CO, atmosphere. Medium & $=22¢8 EocEg g ol 2<
was changed every 2-3 days. E SRS RCRS ©ES2Y £ gl
, ‘ T x EE383 238838 8 3123
Induction of Adipocyte Differentiation S Z25ES HEERRE 3 S8
= 8860 % SESB3 B|"3
7
Cells were seeded in DMEM-F-12 at a density of 4 X 10 cells/cm? é 8SIE8S 88383 S 2128
. ci1e . . O] &) &)
to obtain full confluence within 48 h. Cells were differentiated and ¥ ce= Foso= < N 5
maintained for 19-21 days according to a standard protocol (Zen-Bio, = Oes
. . o . . . [
Research Triangle Park, NC). Differentiation medium consisted of ~ 2 §0 g
. . . . v <
DMEM-F-12 supplemented with a peroxisome proliferator-activated < 8 2 i
receptor-y (PPARY) agonist, insulin, dexamethasone, and 3-isobutyl- “ 265
. . . . oY) = O
1-methylxanthine. Nondifferentiated preadipocytes were also grown =3 P S
. . . o~ -~ -
to confluence and used for comparison. Cells were cultured in six-well S L8 E
. . . . - 1 o
plates in duplicates for mRNA quantification, and 96-well plates were % E 2 : 2
grown in parallel to quantify adipogenesis and steroid conversions S ] SR fm
into metabolites. S . e 2 3 S
= g 298 £ 2 |22 g
) Q o o 44 £ < SEm 8
Glycerol-3-Phosphate Dehydrogenase Activity Measurements aen TAA SSEn3 £ NS
= ovg22.,5558z £y 7E|9g®
Glycerol-3-phosphate dehydrogenase (G3PDH) activity was used o g ix'm',_% z D; ﬂ; 5 5522~ <@gps é g E
. . .. . —_ ~ ~ 2 1
as a marker of adipocyte differentiation and measured according to 2 CLo——EEANAPALNON AL <O | 22 &
. . . . . . <
Sottile and Seuwen (34), with some modifications. Differentiated cells I 50

AJP-Endocrinol Metab « VOL 296 « FEBRUARY 2009 « www.ajpendo.org

TT0Z ‘8T A\ U0 Bi0°ABojoisAyd-opuadle woi papeojumoq



http://ajpendo.physiology.org/

E246

from three separate wells of 96-well plates were washed with PBS.
Cold homogenization solution (100 pl/well; 20 mM Tris, 1 mM
EDTA, 1 mM B-mercaptoethanol, pH 7.3) was added to harvest cells,
and samples were kept at —80°C until analysis. After thawing,
samples were assayed for G3PDH activity in 96-well plates. To 100
wl of the sample, 90 .l of reaction mix (100 mM triethanolamine, 2.5
mM EDTA, 0.1 mM B-mercaptoethanol, 353 wuM NADH, pH 7.7)
was added and incubated for 10 min at 37°C. The assay was initiated
by the addition of dihydroxyacetone phosphate (10 wl/well of an
8-mM stock solution), and a Thermomax microplate reader (Molec-
ular Devices, Sunnyvale, CA) was used to measure optical density at
340 nm at repeated intervals for 5 min. Purified G3PDH enzyme was
used to generate a standard curve and calculate G3PDH activity in
milliunits of purified enzyme. Proteins were quantified in duplicate by
the BCA method in two separate wells and used to normalize for the
amount of biological material. G3PDH activity was expressed as
milliunits per microgram protein.

Lipid Accumulation

Oil red O staining followed by spectrophotometric analysis was
performed to measure lipid accumulation, as described previously
(30). Cells from three different wells of a 96-well plate were washed
with PBS and fixed with formalin for 1 h. An oil red O solution in
isopropanol was added to the wells and incubated for 2 h. After
washing three times with dH»O, oil red O retained by lipid droplets
was eluted with isopropanol containing 4% Igepal CA-630. Optical
density was measured at 490 nm.
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Fig. 1. Expression levels of enzymes in-
volved in local androgen synthesis (A and B)
and inactivation (C and E) of the steroid
sulfatase (D) and androgen receptor (AR; F)
in subcutaneous (SC) and omental (OM)
adipose tissue of the 14 women in study 1.
Means * SE are shown. HSD, hydroxy-
steroid dehydrogenase; AKR1C2 and -3,
aldo-keto reductase 1C2 and -3.
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Real-Time PCR Measurements of Enzyme mRNA Abundance

Study 1. Total RNA was isolated from whole tissue samples using
Trizol (Invitrogen Life Technologies). First-strand cDNA synthesis
was accomplished using 5 g of the isolated RNA in a reaction
containing 200 units of Superscript II Rnase H-reverse transcriptase
(Invitrogen Life Technologies), 300 ng of oligo dT;g, 500 uM dNTP,
10 mM DTT, and 34 units of porcine RNase inhibitor (Amersham
Biosciences) in a final volume of 50 pl.

Study 2. Total RNA was isolated from primary differentiated and
nondifferentiated cultures using Rneasy Lipid Tissue Mini Kit (Qia-
gen), following the manufacturer’s recommendations. RNA quality
was assessed with a bioanalyzer (Agilent Technologies), and RNA
from two separate culture wells was pooled for real-time RT-PCR
quantifications performed in duplicate. First-strand cDNA synthesis
was accomplished using 0.5-5 wg of the isolated RNA in a reaction
containing 200 units of Superscript III Rnase H-reverse transcriptase
(Invitrogen Life Technologies), 300 ng of oligo dTg, 500 uM dNTP,
5 mM DTT, and 40 units of Protector RNase inhibitor (Roche
Diagnostics) in a final volume of 50 pl.

For both studies, resulting cDNA was then treated with 1 pg of
Rnase A for 30 min at 37°C and purified thereafter with Qiaquick
PCR purification kits (Qiagen). For quantitative PCR analyses, a Light
Cycler PCR (Roche Diagnostics) was used to measure the mRNA
abundance of steroid-converting enzymes and nuclear receptors. The
sets of primers used are listed in Table 1. The FastStart DNA Master
Plus SYBR Green I kit (Roche Diagnostics) was used in a final
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reaction volume of 20 wl containing 3 mM MgCl,, 20 ng of each
primer, and 20-200 ng of the cDNA template. The PCR was carried
out according to the following conditions: 50 cycles of 95°C/10 s,
59-66°C/5 s, and 72°C/11 s and reading at 75°C/3 s, and temperature
transition was 3°C/s for all reactions. PCR results were normalized
according to subunit O of ATP synthase and glucose-6-phosphate
dehydrogenase expression levels. A universal standard curve was
generated with ATPase from an amplification with perfect efficiency
(i.e., efficiency coefficient E = 2.00) using cDNA amounts of 0, 102,
103, 10%, 10°, and 10° copies. The crossing points (Cp) to calculate the
amount of copies in initial cDNA specimens were determined using
the double derivative method (23). For each sample, the Cp value was
divided by that of the housekeeping gene. To further minimize
interassay variability, this Cp ratio was then multiplied by the average
Cp generated for housekeeping gene amplifications of all samples
examined in the present experiment. PCR data were expressed in
normalized number of copies per microgram total RNA.

N Subcutaneous cultures
[ Omental cultures

>
w
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3a/B-Ketosteroid Reductase Activity

The conversion of DHT into the inactive metabolites Sa-androstan-
3a,17B-diol (3a-diol) and Sa-androstan-3[3,17p3-diol (33-diol) was
measured in primary cultures before and after differentiation and in
dexamethasone-treated preadipocytes with or without RU-486. Sim-
ilar experiments were also performed using testosterone and andro-
stenedione (D4-dione) as radioactive substrates. Cells were cultured in
96-well culture plates. Culture medium was changed for fresh medium
containing the radiolabeled steroid (0.32 pM ['*C]DHT, American
Radiolabeled Chemicals; 0.47 uM ['*C]testosterone and 0.42 uM
['*C] D4-dione, PerkinElmer Life Sciences), and cells were incubated
for 24 h. Steroids from culture medium were extracted twice with 1
volume ether, as described previously (16). The organic phases were
pooled and evaporated to dryness. The steroids were solubilized in 50
wl of dichloromethane (reference standards were diluted in ethanol)
and applied to Silica Gel 60 TLC plates (Merck, Darmstadt, Germany)
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using 10-pl calibrated micropipets. The separation was done by
migration in ether-ethyl acetate (1:1) to separate DHT, 3a-diol, and
3B3-diol. The migration was performed in toluene-acetone (4:1) for
other steroids. The radioactivity was detected using a Storm 860
Phosphorlmager (Amersham Biosciences), and quantification was
performed using the ImageQuant software version 5.1 (Amersham
Biosciences). Total proteins were used in the calculation of activity
values.

Statistical Analyses

Paired -tests were used to compare expression levels between SC
and OM adipose tissue and before vs. after adipocyte differentiation.
The unpaired #-test was used to compare SC vs. OM in nondifferen-
tiated preadipocyte cultures. Log;o transformation was used to nor-
malize nonnormal variables. Statistical analyses were performed with
the JMP software (SAS Institute, Cary, NC).

RESULTS

Study 1: Expression Levels in Whole SC vs. OM
Adipose Tissue

Comparative expression levels of steroid-converting en-
zymes and the androgen receptor in whole adipose tissue
samples are shown in Fig. 1. AKRIC2 and AKRIC3 were
expressed at remarkably high levels and showed important
depot differences. There was no significant depot difference in
the expression of 173-HSD-3 (not shown). Androgen-synthe-
sizing enzyme expression including 33-HSD-1 and AKR1C3
was significantly higher in SC adipose tissue (Fig. 1, A and B).
Messenger RNA abundance of AKRIC2 and of the steroid
sulfatase was also significantly higher in SC compared with
OM fat (Fig. 1, C and D). 173-HSD-2 mRNA levels were
significantly higher in OM adipose tissue. The expression
levels of P-450 aromatase, Sult 2B1b, and Sa-reductase-1 and

ANDROGEN METABOLISM IN ABDOMINAL ADIPOSE TISSUE

-2, as well as UGT2B15, also tended to be higher in the SC
compartment (not shown).

Study 2: Expression Levels Before and After
Adipocyte Differentiation

To test the hypothesis that the observed SC vs. OM differ-
ences in steroid-converting enzyme expression may be the
result of differential cellular composition in each depot, we
examined depot differences in the expression of steroid-con-
verting enzymes in nondifferentiated preadipocytes and the
effects of adipocyte differentiation on the expression of these
enzymes. In nondifferentiated preadipocytes, significant differ-
ences were observed only for steroid sulfatase and estrogen
receptor-f3 (ER3), which were expressed at significantly higher
levels in OM vs. SC preadipocytes (180.2 = 38.4 vs. 115.2 =
47.3 10° copies/pmg RNA, P < 0.05 for steroid sulfatase, and
0.6 = 0.4 vs. 0.1 = 0.1 103 copies/pg RNA, P < 0.02 for
ERP). The expression of AKR1C2 and AKR1C3 also tended to
be higher in OM preadipocytes (not shown).

Figure 2 shows measurements of adipogenesis, including
early markers (PPARvy expression) and late markers [fatty
acid-binding protein 4 (FABP4) and lipoprotein lipase (LPL)
expression, lipid accumulation, and G3PDH activity] of adi-
pocyte differentiation. As observed in other studies (36), SC
preadipocytes had higher differentiation rates compared with
OM cells. As expected, the expression of PPARy, FABP4, and
LPL was significantly induced in SC differentiated cultures.
Lipid accumulation and G3PDH activity were also signifi-
cantly increased following adipogenesis in the SC depot.
PPAR expression and G3PDH activity increased significantly
after differentiation in OM cultures, but less so than in SC
cultures. OM FABP4 and LPL expression as well as lipid
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accumulation tended to be increased after adipocyte differen-
tiation, but the increase did not reach significance.

Figure 3 shows expression levels of enzymes involved in
androgen synthesis in nondifferentiated preadipocytes and in
differentiated cultures. The expression of 173-HSD-3 tended
to increase after differentiation in SC cells (Fig. 3A), whereas
the mRNA abundance of Sa-reductase-1 tended to decrease
with adipogenesis in both the SC and OM cultures (Fig. 3B).
AKRIC3 mRNA expression strongly and significantly in-
creased after adipocyte differentiation in the two fat depots
(Fig. 3C). The expression of RDHS (which synthesizes DHT
from 3a-diol) also significantly increased after adipogenesis,
but only in the SC cultures (Fig. 3D).

Figure 4 shows expression levels of enzymes involved in
androgen inactivation in nondifferentiated preadipocytes and in
differentiated cultures. The expression of AKRIC2 increased
significantly following adipogenesis in the SC depot (Fig. 4A).
A similar trend was observed in OM cells, but it did not reach
statistical significance (Fig. 4A). P-450 aromatase mRNA lev-
els also increased significantly after adipocyte differentiation in
SC cultures only (Fig. 4B). Expression levels of 3(a—f)-
hydroxysteroid epimerase (RoDH) (which synthesizes 33-diol
from 3a-diol) expression levels tended to decrease following
adipogenesis in the SC depot (Fig. 4C).

Expression levels of steroid sulfatase and nuclear receptors
involved in estrogen and androgen action measured before and
after adipocyte differentiation are shown in Fig. 5. The expres-
sion of steroid sulfatase, ER[3, and the androgen receptor was
significantly increased after adipocyte differentiation in SC
cultures (Fig. 5, A—C). A nonsignificant trend for increased
mRNA levels after adipogenesis in OM cells was observed for
steroid sulfatase, ER[3, and ERa (Fig. 5, A, B, and D, respec-
tively).

DHT inactivation into 3a-diol and 3B-diol was measured
before and after adipogenesis. Figure 6 shows that, consistent
with the enzyme expression pattern, 3a-diol formation was
strongly and significantly increased following adipocyte dif-
ferentiation in both the SC and OM cultures (Fig. 6A). A slight,
nonsignificant trend for decreased 33-diol formation was ob-
served in OM cells (Fig. 6B). There was no significant depot
difference in the formation of 3a- and 3B-diol in nondifferen-
tiated or differentiated cultures, but in nondifferentiated pre-
adipocytes 3a-diol formation tended to be higher in the OM
depot (P < 0.08). When cell cultures were incubated with
radiolabeled testosterone, no significant DHT formation was
observed (data not shown). The conversion of D4-dione into
testosterone and DHT is shown in Fig. 7. Adipogenesis led to
increased testosterone formation (statistically significant for
SC cultures; Fig. 7C) and significantly decreased DHT synthe-
sis (Fig. 7D). Cells also produced a small amounts of andro-
stanedione from D4-dione (data not shown). Additional exper-
iments indicated that dexamethasone alone was the adipogenic
factor responsible for increasing DHT inactivation rates. The
effects of dexamethasone on the conversion of DHT into the
inactive metabolites 3a/pB-diol in SC and OM preadipocytes
are shown in Fig. 8. Dexamethasone at 100 nM and 1 pM
significantly increased DHT inactivation in preadipocytes (Fig.
8A). The half-maximal effective concentration (ECsp) was 5.4
nM (Fig. 8B). The stimulatory effects of dexamethasone were
completely blocked by the glucocorticoid receptor antagonist
RU-486 (Fig. 8B).
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Fig. 6. Conversion of 5a-dihydrotestosterone (DHT) into the inactive metab-
olites Sa-androstan-3a,17B-diol (3a-diol) and Sa-androstan-3[3,173-diol (33-
diol) before and after adipocyte differentiation in SC (n = 6) and OM cultures
(n = 4). A: 3a-diol formation; B: 3B-diol formation. Experiment performed in
triplicate. Black bars, SC cultures; open bars, OM cultures. Means = SE are
shown.

Figure 9 shows pathways of androgen synthesis and inacti-
vation in SC and OM adipose tissue. Large black arrows
highlight enzymes for which expression levels were higher in
an adipose tissue depot compared with the other. With the
exception of 173-HSD-2 that was more highly expressed in the
OM depot, Fig. 9 emphasizes that expression levels of most
enzymes involved in androgen synthesis and inactivation as
well as the androgen receptor were higher in SC compared with
OM adipose tissue.

DISCUSSION

The objectives of the present study were to investigate the
expression of several steroidogenic and steroid-inactivating
enzymes in abdominal SC and OM adipose tissue and preadi-
pocytes obtained from women and to examine changes in the
expression of these enzymes through adipocyte differentiation.
In whole adipose tissue samples, the expression of aldo-keto
reductases 1C (AKR1C2 and AKR1C3) was particularly high
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compared with other steroid-metabolizing enzymes, with
marked depot differences. We found higher expression levels
in SC compared with OM fat for AKR1C2, AKRI1C3, and
3B-HSD-1, for the steroid sulfatase, and for the androgen
receptor. Expression levels of aromatase, Sa-reductase-1 and
-2, 173-HSD-3, Sult 2B1b, and UGT2B15 were not signifi-
cantly different between SC and OM fat. The expression of
17B3-HSD-2 was lower in SC adipose tissue. In agreement with
our hypothesis, the majority of steroid-converting enzymes and
steroid receptors were significantly increased (AKR1C3, RDHS,
AKRI1C2, P-450 aromatase, steroid sulfatase, ER[3, and the
androgen receptor) or tended to increase (173-HSD-3, ERa)
following adipocyte differentiation. Our results suggest that
specific expression patterns of steroid-related transcripts found
in SC and OM adipose tissue actually reflect the relative
proportion of mature adipocytes vs. preadipocytes in each
adipose tissue depot.

We (4-7) and others (41) have previously emphasized the
potential importance of AKRIC enzymes in the pathophysiol-
ogy of visceral obesity. We have demonstrated that the expres-
sion (AKRI1CI1, -2, and -3) and activity (AKRIC1 and -2) of
these enzymes were positively associated with visceral fat
accumulation and OM adipocyte size in women (4-7). Wake
et al. (41) also found a positive association between waist-to-
hip ratio and the expression of AKR1C2 and AKR1C3 in men
and women. Moreover, DHT inactivation was significantly
higher in the omentum of women with visceral obesity (5, 6).
Corbould et al. (10) demonstrated previously that the ratio of
173-HSD-3 to P-450 aromatase mRNA was positively associ-
ated with BMI and waist circumference in OM adipose tissue,

AJP-Endocrinol Metab « VOL 296

whereas the reverse was found for SC fat, suggesting that OM
fat may be more androgenic. Quinkler et al. (29) also observed
that the expression of AKRIC3 decreased significantly after
weight loss in SC fat from buttocks in women. Thus, data from
several studies accumulate and increasingly suggest that sex
hormone-converting enzymes, particularly AKR1C enzymes,
may be involved in the modulation of body fat distribution.
In the present study, we demonstrated that the expression of
AKRI1C2 and AKRIC3 increased significantly (between 2.8-
and 6.1-fold stimulation) after adipocyte differentiation in SC
cultures. In microarray experiments, Tchkonia et al. (37) ob-
served similar increases in the expression of AKR1C1, -2, and
-3 after adipogenesis in clones derived from SC, mesenteric,
and OM adipose tissue. In the present study, despite a lower
differentiation rate in OM cells (Fig. 2), the expression of
AKRIC2 showed a strong trend to increase with adipocyte
differentiation, and AKR1C3 mRNA levels were even signif-
icantly increased. This trend was also observed for the steroid
sulfatase and estrogen receptors. This suggests that some
factors present in the differentiation medium may stimulate the
expression of these enzymes independently of adipogenesis.
We hereby demonstrate that dexamethasone is probably the
effector responsible for the increase in the expression of
AKRIC enzymes. We showed that DHT inactivation in pre-
adipocytes was significantly increased by dexamethasone
alone, in a dose-dependent manner, and that this effect was
likely mediated by the glucocorticoid receptor. These results
suggest a cross-talk between local glucocorticoid generation
and local androgen metabolism in adipose tissue. The steroid
sulfatase was studied recently by Valle et al. (38). In that study,
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mRNA of this enzyme was present in SC adipose tissue from
men and women, and no significant difference was observed in
the conversion rate of dehydroepiandrosterone (DHEA)-S to
DHEA between preadipocytes and mature adipocytes (38).
We observed that the expression of enzymes involved in
opposite reactions was also increased following adipogenesis.
This raises the question of what the net effect is on local
androgen metabolism. For example, RDHS5 catalyzes the back
reaction of AKR1C2, i.e., the production of DHT using 3a-diol
as substrate. The expression of both AKR1C2 and RDHS5 was
significantly increased after adipocyte differentiation. AKRI1C2
mRNA levels increased 10-fold, whereas RHDS expression
levels increased fivefold. In agreement, the observed net effect
on local androgen metabolism was that DHT inactivation
significantly increased after adipogenesis. It should be kept in
mind, however, that differences in the conversion of DHT into
3a/B-diol before and after differentiation may have been un-
derestimated because radiolabeled DHT concentrations used
were below the K;,,. Quinkler et al. (29) previously performed
extensive studies on AKRI1C3. In that study, the quantitative
expression of AKRIC3 was increased after adipocyte differ-
entiation in both SC and OM cultures (29). The conversion of
D4-dione to testosterone (173-HSD activity) significantly in-

ANDROGEN METABOLISM IN ABDOMINAL ADIPOSE TISSUE

creased after adipogenesis in both depots, but in OM cells, the
back reaction increased to a greater extent (29). In the present
study, we confirmed that testosterone synthesis was signifi-
cantly increased after adipocyte differentiation, at least in SC
cultures. However, we did not detect the back reaction when
cells were incubated with testosterone. In addition, we ob-
served significant DHT synthesis after incubation in the pres-
ence of D4-dione. It is possible that depot differences in
conversion rates for several other reactions may exist. Another
concern is that AKRIC2 and AKRI1C3 possess different ke-
tosteroid reductase activities, namely 3a-HSD (DHT inactiva-
tion into 3a-diol), 20a-HSD (progesterone inactivation), 17(3-
HSD (testosterone synthesis from D4-dione), and possibly
33-HSD (DHT inactivation into 3(3-diol), but in different
proportions (35, 43). This emphasizes the importance to study
enzyme activities in addition to mRNA expression. Caution
must be observed in the present study because enzyme activity
was studied only for AKR1C2, AKR1C3, and Sa-reductase.
Increased mRNA expression does not necessarily mean in-
creased activity, and this prevents us from concluding for other
enzymes on the basis of mRNA only.

Androgens inhibit adipocyte differentiation in murine cell
lines (32, 33) and in human primary cultures (16a). At least one
of the postulated limiting steps in the androgen pathway was
increased at the mRINA level after adipocyte differentiation,
namely P-450 aromatase. This is consistent with increased
androgen processing after adipogenesis. No Sa-reduction of
testosterone into DHT was observed. This finding was rather
surprising because mRNA expression of Sa-reductase-1 was
detected in both adipose tissue and primary cultures. Adipo-
genesis led to increased conversion of D4-dione into testoster-
one and to decreased DHT formation. We speculate that the
significant increase in testosterone formation after adipocyte
differentiation is likely due to higher AKR1C3 and 173-HSD-3
mRNA expression. This increase would in turn reduce DHT
formation by decreasing substrate availability for the following
reaction sequence: D4-dione—androstanedione—DHT. These
findings also suggest that marked changes in steroid-converting
enzymes through adipogenesis may modulate the DHT/testos-
terone ratio in various cell types. The importance of the
adipogenesis-induced increase in androgen receptor expression
needs to be further examined in this light. The androgen
receptor has been examined previously in human adipose tissue
(14, 17, 28). Studies have demonstrated that androgen binding
was significantly greater in visceral (OM and mesenteric)
compared with SC preadipocytes (14, 17). In the present study,
no significant depot difference was observed regarding the
expression of the androgen receptor in nondifferentiated pre-
adipocytes. In whole adipose tissue samples, the expression of
the androgen receptor was significantly higher in SC vs. OM
fat. Moreover, androgen receptor expression levels signifi-
cantly increased after adipocyte differentiation in SC cultures.
Dieudonné et al. (14) also observed that androgen receptor
mRNA levels increased significantly after adipogenesis, whereas
the protein was rather significantly decreased. Thus, it is not
possible to conclude on the basis of androgen receptor mRNA
data in the present study.

In whole adipose tissue samples, expression data suggest
that SC adipose tissue is a more active steroidogenic tissue than
OM fat, with indirect evidence for higher rates of both andro-
gen synthesis from adrenal precursors and androgen inactiva-
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tion (Fig. 9). Accordingly, we demonstrated previously that
DHT and testosterone levels were higher in OM vs. SC adipose
tissue (2). Van Schothorst et al. (39) also observed that weight
gain through a high-fat diet in mice was associated with a
downregulation in visceral fat of the expression of several
enzymes (including 33-HSD-1) involved in androgen synthe-
sis. In our study, some regional differences found in whole
adipose tissue were not maintained in differentiated cultures.
This is not surprising, because primary cultures of differenti-
ated adipocytes never reach differentiation stages comparable
with whole tissue-derived mature cells and, in this sense, do
not fully reflect the in vivo situation. Rather, they provide
information on the impact of adipogenesis.

Estradiol increases preadipocyte proliferation in SC and OM
fat in both men and women (1). In SC mature adipocytes, Palin
et al. (26) have shown that 1077 M estradiol significantly
decreased LPL and increased HSL protein, whereas lower
concentrations had the opposite effects. In the present study,
we observed that P-450 aromatase expression levels increased
significantly with adipogenesis in SC cultures. However, pre-
vious reports have shown that P-450 aromatase expression and
activity were significantly lower in mature adipocytes com-
pared with preadipocytes (15, 25). Methodological consider-
ations such as RNA isolation in the presence of large amount
of lipids from mature adipocytes may have been responsible
for such discrepancies. In agreement with Dieudonné et al.
(13), the expression of ERa in adipose cells was higher than

that of ER, possibly explaining why it was impossible in
other studies to detect ER[3 in preadipocytes (13, 18, 28). With
the exception of one study (27), several groups observed
results similar to the present study, i.e., higher expression
levels in differentiated cultures vs. preadipocytes or higher
expression levels in mature adipocytes vs. preadipocytes (12,
13, 28).

In conclusion, the expression of several steroid-converting
enzymes and sex hormone nuclear receptors was significantly
higher in SC vs. OM adipose tissue. This was generally
reflected by mRNA levels of these enzymes increasing with
adipocyte differentiation. This change in the expression profile
with adipogenesis suggests that lipid-storing adipocytes have
higher androgen-processing rates. Dexamethasone stimulated
DHT inactivation in preadipocytes, suggesting the existence of
a potential cross-talk between local glucocorticoid and andro-
gen metabolism in adipose cells.
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