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Abstract

We have previously reported that glucose metabolism mediates the effects of insulin to increase leptin gene expression and leptin
secretion by isolated adipocytes. The aim of the present study was to investigate the role of transcription and translation in the
regulation of basal and insulin-stimulated leptin production. The short-term (4 h) and long-term (24-48 h) effects of actinomycin D,
a transcriptional inhibitor, and cycloheximide, an inhibitor of protein synthesis, on leptin gene expression and leptin secretion by
isolated adipocytes were determined. Actinomycin D (5 pg/ml) increased both basal and insulin-stimulated (1.6 nM) leptin secretion
at 4 and 24h (193 £ 14.9% and 153.8 & 10.4% of respective controls at 24 h, both p < 0.001). Similar effects of actinomycin D were
observed on basal and insulin-stimulated leptin mRNA levels. 5,6-Dichlororibofuranosyl benzimidazole (DRB), another inhibitor
of transcription, also increased basal (175.4 & 18.2% of control; p < 0.01) and insulin-stimulated leptin secretion (141.0+11.1% of
insulin-treated cells; p < 0.05) at 24 h. The effect of actinomycin D and DRB to increase basal leptin secretion observed at 4 and 24 h
was not present at 48 h when actinomycin D and DRB both markedly inhibited insulin-stimulated leptin secretion (to 36 + 16%,
p < 0.05 and 21.9 &+ 5.6% of control, for actinomycin D and DRB, respectively, both p < 0.001). Neither actinomycin D nor DRB
had any effect on adipocyte glucose utilization between 24 and 48 h. The observed effects of inhibitors of transcription on leptin gene
expression and leptin secretion are consistent with a long-term transcriptional mechanism for insulin-stimulated glucose metabolism
to increase leptin production. Cycloheximide treatment (10 pg/ml) abolished the effects of insulin to stimulate leptin secretion
(29 + 11% of control, p < 0.01) during the first 4 h of treatment and at all later time points, which indicate that de novo protein
synthesis is required for insulin-mediated glucose metabolism to increase leptin secretion.
© 2003 Elsevier Inc. All rights reserved.
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Leptin, a hormone produced in adipocytes, is in- glucose. Leptin gene expression and circulating leptin

volved in the regulation of body weight via its central
actions on food intake and energy expenditure [1]. Cir-
culating leptin concentrations decrease, independently
of body adiposity, after fasting or caloric restriction in
both humans [2,3] and rodents [4] and the decreases of
leptin are proportional to changes of plasma insulin and
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concentrations are markedly decreased in insulin-defi-
cient diabetic animals [5,6]. The decreases of leptin ex-
pression and circulating leptin in insulin-deficient
diabetes are reversed by insulin administration in pro-
portion to the degree of glucose lowering [6,7]. These
data provide evidence of a role for insulin and glucose to
mediate changes of leptin production in vivo [8,9].
Several in vitro studies have also shown that insulin
potently stimulates leptin secretion in cultured adipo-
cytes [10,11]. Previously published experiments from our
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laboratory indicated that increased adipocyte glucose
metabolism mediates the effect of insulin to stimulate
leptin gene expression and leptin secretion [12]. Thus,
the effect of insulin to increase adipocyte glucose utili-
zation is likely to contribute to insulin-stimulated leptin
production. A recent study in humans also suggests that
increased leptin secretion during glucose and insulin
infusion is mediated by insulin’s actions to increase
glucose metabolism rather than to an effect of insulin
per se [13].

The biochemical and molecular mechanisms under-
lying the effects of glucose and insulin to increase leptin
production have not been identified. Several investiga-
tors have reported that leptin gene mRNA expression is
increased after insulin treatment both in vivo and in vitro
[7,14,15] or in response to glucose administration in
rodents [14]. A recent study has also shown that insulin
and glucose increase leptin mRNA expression in
abdominal subcutaneous tissue in humans [16]. These
studies suggest that the regulation of leptin production
by insulin and glucose occurs at the level of transcription.
Accordingly, it has been shown that insulin increases the
transcriptional activity of leptin promoter in isolated
adipocytes [17] and that this activation is mediated by
increased glucose metabolism [18]. Other studies, how-
ever, have suggested that post-transcriptional mecha-
nisms may also be involved in the short-term effects of
insulin to stimulate leptin secretion [19,20]. A recent
paper described a dual action of insulin on leptin secre-
tion with an early (less than 48 h) inhibitory action fol-
lowed (48-96 h) by a clear-cut stimulation. In addition, it
was reported that these effects were not mediated by
changes in leptin gene expression, suggesting that it
involved a post-transcriptional mechanism [21].

In the current study, we try to better elucidate the roles
of transcriptional and post-transcriptional mechanisms
in the actions of insulin-mediated glucose metabolism to
increase leptin gene expression and protein secretion.
Several previous experiments examining the molecular
mechanisms by which glucose and insulin increase leptin
production have employed inhibitors of transcription
and translation. However, in most experiments, the ac-
tions of these agents have been investigated over a short
period of time (2h) [19,20]. In the present studies, we
examined and compared both the short-term (4h) and
long-term (24-48 h) effects of two transcriptional inhibi-
tors, (actinomycin D and DRB) and an inhibitor of
protein synthesis (cycloheximide), on basal and insulin-
stimulated leptin secretion and leptin gene expression.

Materials and methods

Adipocyte isolation and culture. Adipocytes were isolated from
epididymal fat pads of nonfasted male Sprague-Dawley rats (3-4
months). The fat pads were minced in Krebs—Ringer Hepes buffer (pH

7.4; containing SmM bD-glucose, 2% BSA, 135mM NacCl, 2.2mM
CaCl, -2H,0, 1.25mM MgSO, - 7TH,0, 0.45mM KH,PO,, 2.17mM
Na,HPO,4, and 10 mM Hepes). Adipose tissue fragments were digested
in the same buffer with type I collagenase (1.25 mg/ml per 0.5 g tissue;
Worthington, Lakewood, NJ) at 37°C with gentle shaking at 60
cycles/min for 30min.The resulting cell suspension was diluted in
Hepes-phosphate buffer and the isolated adipocytes were then sepa-
rated from the undigested tissue by filtration through a 400-um nylon
mesh and washed three times. Isolated adipocytes were then resus-
pended in DMEM supplemented with 1% FBS and incubated for
30 min at 37°C.

The isolated adipocytes (150 ul of 2:1 ratio of packed cells to me-
dium) were then plated on 500 pl of a collagen matrix (Vitrogen 100,
Cohesion Technologies, Palo Alto, CA) in 6-well culture plates. After a
45min incubation at 37°C, culture media containing the different
treatments were added and the cells were maintained in an incubator at
37°C in 6% CO, for up to 48 h.

Aliquots (300 pl) of the media were collected at 4, 24, and 48 h, and
replaced with fresh medium containing the appropriate concentration
of insulin (1.6nM), actinomycin D, DRB, and/or cycloheximide.

Leptin and glucose assay. Leptin concentrations in the medium were
determined by a radioimmunoassay for rat leptin as previously de-
scribed [22] (Linco Research, St. Charles, MO). Glucose was measured
with a YSI glucose analyzer (Model 2300, Yellow Springs Instruments,
Yellow Springs, OH).

RNA preparation and Northern blot analysis. Leptin mRNA was
determined by Northern blotting. The leptin cDNA probe was a
388-bp fragment of mouse leptin cDNA (kindly provided by
Dr. Charles Mobbs, Mount Sinai School of Medicine, New York).
The 18S ribosomal probe was obtained from Ambion (Ambion,
Austin, TX).

RNA was extracted according to the Gibco Life Technologies
procedure using Trizol (Life Technologies, Grand Island, NY). UV
absorbance and integrity gels were used to estimate RNA. Leptin and
18S ¢cDNA probes were labeled by random priming (Rediprime kit,
Amersham, Buckinghamshire, UK) in the presence of [**P]dCTP
(3000 Ci/mmol, Amersham). Unincorporated nucleotides were
removed using NucTrap probe purification columns (Stratagene, La
Jolla, CA). For each tissue sample, 5-7 ug of total RNA was frac-
tionated by electrophoresis on a denaturing 1% agarose gel con-
taining 2.2M formaldehyde and 1x Mops running buffer. One
microliter of a 50 pg/ml ethidium bromide (Gibco BRL, Gaithers-
burg, MD) stock solution was added in order to check RNA integrity
and even loading. After electrophoresis, RNA was transferred to
nylon membrane (Duralon-UV, Stratagene, La Jolla, CA) by over-
night capillary transfer and UV cross-linked (Stratalinker 1800,
Stratagene, La Jolla, CA). Blots were then hybridized for 1h at 68 °C
in presence of the labeled cDNA probe (2 x 10 cpm/ml Express Hyb
solution, Clontech, Palo Alto, CA). After washing at high stringency,
blots were exposed to X-ray films with an intensifying screen for 1
day at —80°C. After analysis of leptin mRNA using a single-stranded
cDNA probe followed by quantification of bands from film, the blots
were re-analyzed using a probe complementary to mouse 18S ribo-
somal RNA, to allow loading of equal mass of RNA in each well.
Leptin mRNA was then normalized with respect to the 18S ribo-
somal signal.

Data analysis. Glucose utilization was determined by subtracting
the glucose concentration measured during the incubations from the
initial media glucose concentration. Glucose utilization was corrected
for the amount of glucose that was removed during each medium
sampling and the amount added by the replacement of fresh media
(15% of total volume).

The effects of the inhibitors in each adipocyte suspension prepared
from a single animal were compared to a control well from the same
suspension. Data are expressed as means + SEM. Data were analyzed
by ANOVA followed by a Bonferroni’s post hoc test (GraphPad
Prism, GraphPad Software, San Diego, CA).
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Results

Effects of actinomycin D on basal and insulin-stimulated
leptin secretion

Fig. 1A depicts both short (4h) and long-term (24—
48 h) effects of actinomycin D (5pg/ml) on basal and
insulin-stimulated leptin secretion in isolated rat
adipocytes. In the absence of insulin, leptin release from
the adipocytes (control group) increased between 4 and
48 h. The effects of actinomycin D (5pg/ml) on basal
leptin secretion were time-dependent. At 4h of incuba-
tion, actinomycin D induced a slight but nonsignificant
increase in basal leptin secretion (126% of control). This
stimulation of basal leptin secretion by actinomycin D
was very significant after 24 h of treatment (193 4 14.9%
of control, p < 0.001). After 48h of treatment, a sig-
nificant (p < 0.001) but less potent stimulatory effect
(168.7 £ 11.9%) of actinomycin D on cumulative leptin
secretion was still observed. However, the amount of
leptin secreted between the 24 and 48 h of treatment was
similar for control and actinomycin D treated adipo-
cytes (Fig. 1B). Thus, the stimulatory effect of actino-
mycin D on basal leptin secretion is not present after
24 h.

As expected, insulin (1.6nM) induced an increase in
leptin secretion from 4 to 48 h of treatment (Fig. 1A).
Treatment with insulin and actinomycin D for 4h in-
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Fig. 1. Effects of actinomycin D on basal and insulin-stimulated leptin
secretion. (A) Time-response effects from 4 to 48 h of treatment. (B)
Changes in basal and insulin-stimulated leptin secretion between 24
and 48 h of treatment. Cultured adipocytes were incubated for up to
48 h in the absence or presence of insulin (1.6 nM) with actinomycin D
(Spg/ml). N =16 in all groups at 4, 24, and 48 h. ***p < 0.001 com-
pared to basal control. ¢: p < 0.001 compared with the 1.6 nM insulin-
treated control.

duced a slight, but nonsignificant increase of leptin se-
cretion. Similar to what was observed with basal leptin
secretion, 24h of actinomycin treatment increased
insulin-stimulated leptin secretion (153.8 £10.4% of
insulin-treated cells, p < 0.001). However, during 24—
48 h of treatment this effect was reversed. As shown in
Fig. 1B, from 24 to 48h, actinomycin D completely
prevented the effect of insulin to stimulate leptin secre-
tion, and leptin production was similar to that observed
in the absence of insulin.

Effects of actinomycin D on leptin gene expression

In order to determine if the effects of actinomycin D
on leptin secretion were mediated at the transcriptional
level on leptin gene expression, we measured the ex-
pression of both leptin mRNA and 18S RNA by
Northern blot in control and actinomycin D treated
cells. Treatment with actinomycin D for 24 h increased
both basal (223.6 +65.2% of control) and insulin-stim-
ulated (128.9+6.9% of insulin-treated cells) leptin
mRNA (Fig. 2A). Treatment with actinomycin D for
48 h totally abolished the effect of insulin to increase
leptin gene expression (Fig. 2B). These findings are
consistent with the observed effects on leptin secretion.
Actinomycin D did not affect the expression of the 18S
RNA in the presence or absence of insulin.

Effects of actinomycin D on basal and insulin-stimulated
glucose utilization

Results from our previous studies indicated that in-
sulin-stimulated glucose metabolism has an important
role in the regulation of both leptin gene expression and
secretion. Treatment with actinomycin D for 24 h in-
duced a significant increase (169.4 £ 16.4%, p < 0.01) of
basal glucose utilization compared to control. Insulin
induced a significant stimulation (349.1 £33.6%, p <
0.001) in the amount of glucose utilized by the adipo-
cytes, and actinomycin D further stimulated glucose
utilization compared to insulin treatment alone during
the first 24h (124.7+4.3% of insulin-treated cells;
p < 0.01) (Fig. 3A). The amount of glucose utilized by
adipocytes between 24 and 48 h was not significantly
affected by actinomycin D in the presence or absence of
insulin (Fig. 3B).

Effects of DRB on basal and insulin-stimulated leptin
secretion

In order to determine if the early stimulatory effect of
actinomycin D on leptin expression and secretion was
due to its transcriptional inhibitory properties, we ex-
amined the effect of 100pM DRB, an inhibitor of
transcription that acts through a different mechanism
than that of actinomycin D, on leptin secretion at 24 and
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Fig. 2. Effects of actinomycin D on basal and insulin-stimulated leptin mRNA, as assessed by Northern blots (A and B) after 24 (n = 3) and 48 h
(n = 2) of treatment. The expression level of 18S ribosomal RNA was determined and used as an internal control to correct for minor variation in
total RNA amount. Densitometric scanning was used to determine the relative amount of leptin mRNA and 18 S RNA (C and D).
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Fig. 3. Effects of actinomycin D on basal and insulin-stimulated glu-
cose utilization. (A) Glucose utilization after 24 and 48 h of treatment.
(B) Glucose utilization between 24 and 48h of treatment. Isolated
adipocytes were incubated for up to 48 h in the absence or presence of
insulin (1.6nM) with actinomycin D (5pg/ml). N = 13 for 24h and
N =10 for 48 h. *p < 0.05; **p < 0.01, and ***p < 0.001 compared to
basal control. a and b: p < 0.05, p < 0.01 compared with the 1.6nM
insulin-treated control.

48 h. This concentration of DRB has been shown to
inhibit the transcription of several genes in adipocytes
during even shorter time periods [23,24].

The effect of DRB on both basal and insulin-stimu-
lated leptin secretion was similar to what was observed

for actinomycin D at both 24 and 48 h. Treatment for
24h with DRB (100 uM) significantly increased basal
(175.4+18.2% of control, p < 0.01) and insulin-stimu-
lated leptin secretion (141.0£11.1% of insulin-treated
cells, p < 0.05). Basal leptin secretion was unaffected by
DRB treatment between 24 and 48 h. Insulin-stimulated
increase of leptin secretion was completely blocked by
DRB treatment (21.9+5.6% of insulin-treated cells,
p < 0.001) (Fig. 4) and the 24-48h leptin production
was similar to that observed in the absence of insulin.

Effects of cycloheximide on basal and insulin-stimulated
leptin secretion

The effects of cycloheximide, an inhibitor of protein
synthesis, on both basal and insulin-stimulated leptin
secretion were studied at different periods of treatment
(4-48h). Cycloheximide significantly decreased both
basal (39.0+10.5% of basal, p < 0.05) and insulin-
stimulated (29.1 +11.0% of control, p < 0.001) leptin
secretion during the first 4h of treatment (Fig. 5). The
inhibition of leptin secretion by cycloheximide was even
greater during 24h and longer periods of treatment
(data not shown). These results indicate that de novo
protein synthesis is required for both basal and insulin-
stimulated leptin secretion.

Effects of cycloheximide on the actions of actinomycin D
on leptin secretion

To further investigate the mechanisms underlying the
paradoxical short-term stimulation of leptin secretion
induced by actinomycin D, we examined the effects of
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*p < 0.05, **p < 0.01, and ***p < 0.001 compared to basal control. a
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Fig. 5. Effects of cycloheximide on both basal and insulin-stimulated
leptin secretion. Isolated adipocytes were incubated for up to 24h in
the absence or presence of insulin (1.6 nM) with cycloheximide (10 pg/
ml). N =12 in all groups. *p < 0.05, **p < 0.01, and ***p < 0.001
compared to control. ¢: p < 0.001 compared with the 1.6nM insulin-
treated group, respectively.

co-treatment with cycloheximide. Cycloheximide treat-
ment completely prevented the effect of actinomycin D
to increase either basal or insulin-stimulated leptin se-
cretion at 24 h of treatment (Fig. 6). These data suggest
that the early stimulation of leptin secretion induced by
actinomycin D requires de novo protein synthesis.

Effects of cycloheximide on the actions of actinomycin D
on glucose utilization

Cycloheximide did not have any significant effect on
the amount of glucose utilized at 24 h. However, cyclo-
heximide prevented the short-term increase of glucose
utilization induced by actinomycin D (Fig. 7).
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Fig. 6. Effects of cycloheximide on the actions of actinomycin D on
basal and insulin-stimulated leptin secretion. Isolated adipocytes were
incubated for 24 h in the absence or presence of insulin (1.6 nM) with
or without actinomycin D (5 pg/ml) and/or cycloheximide (10 pg/ml).
N =12 in all groups. *p < 0.05 and ***p < 0.001 compared to basal
control. ¢: p < 0.001 compared with the 1.6 nM insulin-treated control.
7 p < 0.001 compared with the actinomycin treatment. ¢: p < 0.001
compared to the actinomycin + insulin treatment.
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Fig. 7. Effects of cycloheximide on the actions of actinomycin D on
basal and insulin-stimulated glucose utilization. Isolated adipocytes
were incubated for 24 h in the absence or presence of insulin (1.6 nM)
with or without actinomycin D (5 pg/ml) and/or cycloheximide (10 pg/
ml). N =12 in all groups. **p < 0.01 and ***p < 0.001 compared to
basal control. a: p < 0.05 compared with the 1.6nM insulin-treated
control.

Discussion

Our previous results demonstrated that increased
glucose metabolism mediates the long-term effects of
insulin to stimulate leptin secretion in rat cultured
adipocytes. This stimulation of leptin secretion was ac-
companied by a glucose-metabolism dependent increase
of leptin mRNA expression [12]. Other studies exam-
ining the effects of insulin and glucose on leptin gene
expression and secretion have reported similar results
[7,14,15,25]. Together, these data suggest that a
transcriptional mechanism mediates the effect of insulin-
stimulated glucose metabolism to increase leptin pro-
duction. This is further supported by studies showing
that the activity of the leptin promoter in transfected
cells is increased by insulin and glucose [17] and this
increase is dependent on increased glucose metabolism
[18]. However, it is possible that glucose and insulin also
induce a post-transcriptional stabilization of the leptin
mRNA which could contribute to increased leptin
production.
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To investigate the role of transcription in the regu-
lation of leptin secretion, we examined the short- and
long-term effects of actinomycin D, an inhibitor of
transcription, on leptin expression and secretion. The
concentration of actinomycin D used in this study (5 pg/
ml) has been previously employed in several studies to
determine the role of transcription in the regulation of
leptin or other adipocyte genes [26,27]. Short-term
treatments (4 and 24 h) with actinomycin D increased
both leptin expression and secretion. A similar effect of
actinomycin D on leptin has been previously reported by
Fain and Bahouth [28], and more recently by Bradley
and Cheatham [19]. Hardie et al. [10] observed a sig-
nificant decrease in leptin after actinomycin treatment
from the first hours of treatment. This result may be due
to the higher concentration of actinomycin (10 pg/ml)
employed in that study.

Actinomycin D has been previously reported to
inhibit the transcription of several adipocytes genes,
including fatty acid synthase and pref-1 [29,30]. In fact,
the studies of Fain and Bahouth [28] and Bradley and
Cheatham [19] confirmed that actinomycin D inhibited
the transcription of GAPDH and C/EBPJ, respectively,
at the same time when leptin mRNA expression was
increased. This suggests that the increase of both leptin
mRNA and secretion results from a specific effect of
actinomycin on the leptin gene.

Bradley and Cheatham [19] suggest that actinomycin
D may inhibit a short-lived regulatory protein that
either represses transcription of the leptin gene or desta-
bilizes the message. Fain and Bahouth [28] suggest that
actinomycin D stabilizes leptin mRNA and therefore
increases leptin release. Alterations of mRNA stability
have been described as a universal post-transcriptional
mechanism for modulating gene expression [31]. In
support of this idea, several studies have shown that
actinomycin D can prevent the destabilization of neu-
rofilament mRNA in primary sensory neurons [32] as
well as stabilize the urokinase mRNA in macrophages
[33]. DRB may have a similar effect. The mechanisms
underlying the alteration of mRNA stability remain yet
unclear. Regarding the possibility that actinomycin D
may interfere with a factor that represses transcription,
Wang et al. [34] have identified a negative cis-acting
element located in the mouse leptin promoter that is
repressed by insulin and glucose. It is possible that ac-
tinomycin D and DRB induce a short-term stimulation
of leptin expression by repressing the binding of a
transcription factor to this element.

Our previous studies [12] have shown that insulin-
mediated glucose metabolism plays a key role in regu-
lating both leptin gene expression and secretion in
isolated rat adipocytes. Wellhoener et al. [13] have also
provided evidence that glucose metabolism is an im-
portant determinant of insulin-mediated leptin secretion
in humans. We observed that actinomycin D induced a

significant increase in both basal and insulin-stimulated
glucose utilization after 24 h. In addition, between 24
and 48 h of treatment when the stimulatory effects of
actinomycin D on glucose utilization are no longer
present, the stimulatory effect on leptin secretion dis-
appears. In addition, treatment with cycloheximide,
which blocks the stimulatory effects of actinomycin D
on glucose utilization at 24 h, also prevents its stimula-
tory action on leptin secretion. These results suggest that
the mechanism by which actinomycin D increases leptin
secretion and expression may be mediated by glucose
metabolism. However, DRB, which also induces a
short-term stimulation of leptin secretion, did not affect
glucose uptake (data not shown). Therefore, it is unclear
whether the stimulatory effect of actinomycin involves a
mechanism related to glucose metabolism or is related to
its properties to inhibit transcription.

Between 24 and 48h of treatment, the stimulatory
effect of actinomycin D and DRB on basal leptin secretion
disappeared and leptin secretion was similar in the control
and actinomycin-treated cells. Between 24 and 48 h, ac-
tinomycin D and DRB totally prevented the increases of
leptin mRNA expression and leptin secretion induced by
insulin-mediated glucose metabolism. Neither actino-
mycin D nor DRB affected basal or insulin-stimulated
glucose utilization during this time period. These results,
along with the work of Fukuda and Iritani [17] and Mo-
reno-Aliaga et al. [18], strongly support a transcriptional
mechanism by which glucose and insulin increase long-
term leptin production. Fukuda and Iritani [17] reported
that insulin and glucose activate the leptin promoter in rat
adipocytes. Wang et al. [34] suggested that insulin and
glucose stimulate mouse leptin gene expression by
repressing the binding of a transcription factor to its
negative cis-acting element of the leptin promoter. In
addition, our previous experiments in 3T3-L1 adipocytes
[18], and our recent data in primary cultured rat adipo-
cytes [35], demonstrate that the activation of the promoter
is mediated by the effects of insulin to increase cellular
glucose utilization.

While the available data strongly support a tran-
scriptional regulatory mechanism for insulin-mediated
glucose metabolism to increase leptin production, it
remains to be determined whether activation of tran-
scription by insulin-mediated glucose metabolism is due
to stimulation of transcriptional co-activators or due to
the inhibition of transcriptional co-repressor. Further
experiments are required to more precisely define the
transcriptional mechanism underlying the stimulatory
effect of glucose and insulin on leptin expression.

With the present data, a possible post-transcriptional
mechanism by which increased leptin mRNA stability
increases leptin production during the first 24h of
treatment cannot be ruled out.

Inhibition of protein synthesis with cycloheximide
blocked leptin secretion within the first 4 h of treatment,
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indicating that de novo protein synthesis is required for
insulin and glucose to stimulate leptin production. A
previous study [19] also showed that cycloheximide in-
hibits leptin secretion. However, these authors also re-
ported that insulin could increase leptin secretion in the
presence of cycloheximide, possibly from a preexisting
intracellular pool. Another study [20] has identified a
leptin-containing intracellular compartment in rat adi-
pose cells and showed that cycloheximide did not prevent
serum-induced acute increase in leptin secretion. How-
ever, a more recent study by Levy and Stevens [36] pro-
vides additional evidence against the release of leptin from
a preformed intracellular pool in response to insulin and
glucose. These investigators examined both leptin secre-
tion and intracellular leptin and observed that cyclohex-
imide completely blocks leptin synthesis and leptin
secretion in response to the metabolic secretagogues
(glucose, insulin, and pyruvate). They concluded that the
secretagogues increased leptin secretion by increasing
leptin synthesis rather than enhancing the release of a
preexisting cytosolic pool [36]. These authors attributed
the conflicting results to differences in the method of in-
cubation with cycloheximide. For the two earlier studies
[19,20], cells were incubated with cycloheximide for only
20 min, washed, and then re-incubated with fresh media
without cycloheximide. For both the Levy and Stevens
[36] and present study, the cells were incubated continu-
ously in the presence of cycloheximide.

In summary, the results of these experiments provide
evidence that glucose metabolism regulates leptin ex-
pression and secretion at the level of transcription.
Further experiments are required to determine the
mechanisms and transcription factors underlying the
effects of insulin-stimulated glucose metabolism on lep-
tin gene expression. The possibility of a post-transla-
tional regulatory mechanism during the first 24 h cannot
be excluded. De novo protein synthesis is required for
insulin and insulin-mediated glucose metabolism to in-
crease leptin production.

Acknowledgments

This work was supported in part by NIH Grants DK-50129 and
DK-35747, the American Diabetes Association, the United States
Department of Agriculture, Linea Especial: Nutriciéon, Obesidad y
Salud (Universidad de Navarra), Departamento de Educacién y Cul-
tura (Gobierno de Navarra), and the US-Spain Science and Tech-
nology Program 2000. M.J. Moreno-Aliaga was supported (1998—
1999) by a Postdoctoral Fellowship from Ministerio de Educacion y
Cultura (Spain).

References

[1] P.J. Havel, Role of adipose tissue in body-weight regulation:
mechanisms regulating leptin production and energy balance,
Proc. Nutr. Soc. 59 (2000) 359-371.

[2] G.R. Dubuc, S.D. Phinney, J.S. Stern, P.J. Havel, Changes of
serum leptin and endocrine and metabolic parameters after 7 days
of energy restriction in men and women, Metabolism 47 (1998)
429-434.

[3] D.S. Weigle, P.B. Duell, W.E. Connor, R.A. Steiner, M. Soules,
J. Kuijper, Effect of fasting, refeeding, and dietary fat restriction
on plasma leptin levels, J. Clin. Endocrinol. Metab. 82 (1997)
561-565.

[4] B. Ahren, S. Mansson, R. Gingerich, P.J. Havel, Regulation of
plasma leptin in mice: influence of age, high-fat diet, and fasting,
Am. J. Physiol. 273 (1997) R113-R120.

[5] D.J. Becker, L.N. Ongemba, V. Brichard, J.C. Henquin, S.M.
Brichard, Diet- and diabetes-induced changes of ob gene expres-
sion in rat adipose tissue, FEBS Lett. 371 (1995) 324-328.

[6] P.J. Havel, J.Y. Uriu-Hare, T. Liu, K.L. Stanhope, J.S. Stern,
C.L. Keen, B. Ahren, Marked and rapid decreases of circulating
leptin in streptozotocin diabetic rats: reversal by insulin, Am. J.
Physiol. 274 (1998) R1482-R1491.

[7]1 R. Saladin, P. De Vos, M.M. Guerre, A. Leturque, J. Girard,
Transient increase in obese gene expression after food intake or
insulin administration, Nature 377 (1995) 527-529.

[8] P.J. Havel, Peripheral signals conveying metabolic information to
the brain: short-term and long-term regulation of food intake and
energy homeostasis, Exp. Biol. Med. 226 (2001) 963-977.

[9] P.J. Havel, Control of energy homeostasis and insulin action by
adipocyte hormones: leptin, acylation stimulating protein, and
adiponectin, Curr. Opin. Lipidol. 13 (2002) 51-59.

[10] L.J. Hardie, N. Guilhot, P. Trayhurn, Regulation of leptin
production in cultured mature white adipocytes, Horm. Metab.
Res. 28 (1996) 685-689.

[11] T. Yoshida, M. Hayashi, T. Monkawa, T. Saruta, Regulation of
obese mRNA expression by hormonal factors in primary cultures
of rat adipocytes, Eur. J. Endocrinol. 135 (1996) 619-625.

[12] W.M. Mueller, F.M. Gregoire, K.L. Stanhope, C.V. Mobbs, T.M.
Mizuno, C.H. Warden, J.S. Stern, P.J. Havel, Evidence that
glucose metabolism regulates leptin secretion from cultured rat
adipocytes, Endocrinology 139 (1998) 551-558.

[13] P. Wellhoener, B. Fruehwald-Schultes, W. Kern, D. Dantz, W.
Kerner, J. Born, H.L. Fehm, A. Peters, Glucose metabolism
rather than insulin is a main determinant of leptin secretion in
humans, J. Clin. Endocrinol. Metab. 85 (2000) 1267-1271.

[14] T. Mizuno, H. Bergen, S. Kleopoulos, W.A. Bauman, C.V.
Mobbs, Effects of nutritional status and aging on leptin gene
expression in mice: importance of glucose, Horm. Metab. Res. 28
(1996) 679-684.

[15] J.B. Kim, P. Sarraf, M. Wright, K.M. Yao, E. Mueller, G.
Solanes, B.B. Lowell, B.M. Spiegelman, Nutritional and insulin
regulation of fatty acid synthetase and leptin gene expression
through ADDI1/SREBPI, J. Clin. Invest. 101 (1998) 1-9.

[16] R.E. Pratley, K. Ren, M.R. Milner, S.M. Sell, Insulin increases
leptin mRNA expression in abdominal subcutaneous adipose
tissue in humans, Mol. Gene Metab. 70 (2000) 19-26.

[17] H. Fukuda, N. Iritani, Transcriptional regulation of leptin gene
promoter in rat, FEBS Lett. 455 (1999) 165-169.

[18] M.J. Moreno-Aliaga, K.L. Stanhope, P.J. Havel, Transcriptional
regulation of the leptin promoter by insulin-stimulated glucose
metabolism in 3T3-L1 adipocytes, Biochem. Biophys. Res. Com-
mun. 283 (2001) 544-548.

[19] R.L. Bradley, B. Cheatham, Regulation of ob gene expression and
leptin secretion by insulin and dexamethasone in rat adipocytes,
Diabetes 48 (1999) 272-278.

[20] C. Roh, G. Thoidis, S.R. Farmer, K.V. Kandror, Identification
and characterization of leptin-containing intracellular compart-
ment in rat adipose cells, Am. J. Physiol. Endocrinol. Metab. 279
(2000) E893-899.

[21] X. Casabiell, V. Pineiro, L.F. De la Cruz, O. Gualillo, L. Folgar,
C. Dieguez, F.F. Casanueva, Dual effect of insulin on in vitro



914 M.J. Moreno-Aliaga et al. | Biochemical and Biophysical Research Communications 307 (2003) 907-914

leptin secretion by adipose tissue, Biochem. Biophys. Res.
Commun. 276 (2000) 477-482.

[22] M. Landt, R.L. Gingerich, P.J. Havel, W.M. Mueller, B. Schoner,
J.E. Hale, M.L. Heiman, Radioimmunoassay of rat leptin: sexual
dimorphism reversed from humans, Clin. Chem. 44 (1998) 565—
570.

[23] R.R. Traxinger, S. Marshall, Insulin regulation of pyruvate kinase
activity in isolated adipocytes. Crucial role of glucose and the
hexosamine biosynthesis pathway in the expression of insulin
action, J. Biol. Chem. 267 (1992) 9718-9723.

[24] S. Franckhauser-Vogel, J. Antras-Ferry, D. Robin, P. Robin, C.
Forest, Transcriptional and posttranscriptional mechanisms of
glucocorticoid-mediated repression of phosphoenolpyruvate carb-
oxykinase gene expression in adipocytes, J. Cell. Biochem. 66
(1997) 386-393.

[25] J.R. Levy, J. Gyarmati, J.M. Lesko, R.A. Adler, W. Stevens, Dual
regulation of leptin secretion: intracellular energy and calcium
dependence of regulated pathway, Am. J. Physiol. 278 (2000)
E892-E901.

[26] R. Pecquery, M.N. Dieudonne, J.F. Cloix, M.C. Leneveu, J.P.
Dausse, Y. Giudicelli, Enhancement of the expression of the 02-
adrenoceptor protein and mRNA by a direct effect of androgens
in white adipocytes, Biochem. Biophys. Res. Commun. 206 (1995)
112-118.

[27] F. Machinal, M.N. Dieudonne, M.C. Leneveu, R. Pecquery, Y.
Giudicelli, In vivo and in vitro ob gene expression and leptin
secretion in rat adipocytes: evidence for a regional specific
regulation by sex steroid hormones, Endocrinology 140 (1999)
1567-1574.

[28] J.N. Fain, S.W. Bahouth, Stimulation of leptin release by
acinomycin D in rat adipocytes, Biochem. Pharmacol. 55 (1998)
1309-1314.

[29] F. Foufelle, B. Gouhot, D. Perdereau, J. Girard, P. Ferré, Glucose
stimulation of lipogenic enzyme and phosphoenolpyruvate carb-
oxykinase gene expression in cultured white adipose tissue:
glucose and insulin effects are antagonizing by cAMP, Eur. J.
Biochem. 223 (1994) 893-900.

[30] C.M. Smas, L. Chen, L. Zhao, M.J. Latasa, H.S. Sul, Transcrip-
tional repression of pref-1 by glucocorticoids promotes 3T3-L1
adipocyte differentiation, J. Biol. Chem. 274 (1999) 12632-12641.

[31] R. Canete-Soler, M.L. Schwartz, Y. Hua, W.W. Schlaepfer,
Stability determinants are localized to the 3’-untranslated region
and 3'-coding region of the neurofilament light subunit mRNA
using a tetracycline-inducible promoter, J. Biol. Chem. 273 (1998)
12650-12654.

[32] M.L. Schwart, P.S. Scheidman, J. Bruce, W.W. Schlaepfer,
Actinomycin prevents the destabilization of neurofilament mRNA
in primary sensory neurons, J. Biol. Chem. 267 (1992) 24596—
24600.

[33] K.J. Stacey, Y. Nagamine, D.A. Hume, RNA synthesis inhibition
stabilises urokinase mRNA in macrophages, FEBS Lett. 356
(1994) 311-333.

[34] F.N. Wang, C.G. Ma, Y.L. Zhang, N.X. Zhang, Y.M. Chen, Q.Q.
Tang, H.Y. Song, Identification of glucose-responsive and insulin-
responsive elements in promoter of mouse ob gene, Sheng Wu
Hua Xue Yu Sheng Wu Wu Li Xue Bao (Shanghai) 32 (2000)
541-544.

[35] M.J. Moreno-Aliaga, K.L. Stanhope, J.A. Martinez, P.J. Havel,
Transcriptional regulation of the leptin promoter by insulin-
stimulated glucose metabolism in 3T3-L1 and primary rat
adipocytes, Int. J. Obes. 26 (Suppl. 1) (2002) S137-S517 (abstract).

[36] J.R. Levy, W. Stevens, The effects of insulin, glucose, and
pyruvate on the kinetics of leptin secretion, Endocrinology 142
(2001) 3558-3562.



	Effects of inhibiting transcription and protein synthesis on basal and insulin-stimulated leptin gene expression and leptin secretion in cultured rat adipocytes
	Materials and methods
	Results
	Effects of actinomycin D on basal and insulin-stimulated leptin secretion
	Effects of actinomycin D on leptin gene expression
	Effects of actinomycin D on basal and insulin-stimulated glucose utilization
	Effects of DRB on basal and insulin-stimulated leptin secretion
	Effects of cycloheximide on basal and insulin-stimulated leptin secretion
	Effects of cycloheximide on the actions of actinomycin D on leptin secretion
	Effects of cycloheximide on the actions of actinomycin D on glucose utilization

	Discussion
	Acknowledgements
	References




