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Orexins have been shown to be implicated in the regulation of adrenal medulla functions. However,
there are still inconsistent investigations on the effects of orexins on catecholamine release from chro-
maffin cells in varying species. In the present study, using the carbon-fiber amperometry, we investigated
whether orexin A would stimulate catecholamine release from rat and mouse adrenal chromffin cells. Puff
application of orexin A dose-dependently induced amperometric currents in the cultured rat chromaffin
cells, which was completely blocked by the selective OX1R antagonist SB-334867 or by the removal of
extracellular calcium. Likewise, in the mouse adrenal medulla slices, orexin A also induced catecholamine
release mainly through the activation of OX1R. These results gain insight into our understanding of the
pharmacological relevance of orexin system in modulating neuroendocrine functions.

© 2008 Elsevier Ireland Ltd. All rights reserved.

Hypothalamic orexins are a pair of excitatory peptides (orexin A
and B) involved in the regulation of appetite, neuroendocrine and
autonomic functions, and arousal [10,19,22]. They act on two G-
protein-coupled receptors, orexin receptor-1 and -2 (OX1R and
OX2R), which are distributed not only in the central nervous system
but also in peripheral tissues [20,23,25]. Several lines of evidence
have recently shown that orexins may affect adrenal medullary
functions [7]. The expression of orexin receptors has been detected
in the adrenal medulla of rats, human, cattle, and pigs [8,12,14,16].
Furthermore, various effects of orexins on the synthesis and release
of catecholamine have repeatedly been reported in adrenal medulla
and in cells derived from adrenals. Orexins stimulate catecholamine
synthesis in bovine adrenal medullary cells [8] and evoke cate-
cholamine secretion from porcine chromaffin cells [16] and from
human pheochromocytomas [13]. In contrast, orexins suppress
dopamine synthesis and secretion in rat pheochromocytoma cells
[17]. In human and bovine adrenomedullary cells, orexins do not
apparently affect catecholamine release [8,14]. Therefore, these
conflicting reports prompted us to further investigate the effects
of orexins on catecholamine release from adrenals of other species
including rats and mice.
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Comparing with the biochemical assay, high performance liquid
chromatography used in the aforementioned studies [8,13,14,16,17],
amperometry provides high temporal and spatial resolution in
directly detecting catecholamine release from chromaffin cells
[6,26,28]. In the present study, using this real-time measurement,
we determined whether orexin A would affect catecholamine
release from either cultured rat chromaffin cells or mouse adrenal
medullary slices.

Cultured rat adrenal chromaffin cells were prepared as
described previously [18]. All experimental procedures were
approved by the Third Military Medical University Animal Care
Committee or by the Peking University Committee on Ethics in
the Care and Use of Laboratory Animals. Adrenal medulla slices
were prepared according to a previous report [15] with a minor
modification. In brief, adrenal glands were removed from 6 to 10-
week-old DBA/2] mice and were immediately immersed inice-cold,
low calcium bicarbonate-buffered saline (BBS) solution containing
(in mM): 125 NaCl, 2.5 KCl, 0.1 CaCl,, 5 MgCl,, 1.25 NaH,;PO4, 26
NaHCOs3, 10 glucose, pH 7.4 when gassed with 95%0,/5%CO,. After
that, single gland was glued with cyanoacrylate to the stage of a
vibratome chamber and covered with the same cold, O,-saturated
BBS solution. Slices (100-200 p.m) were cut parallel to the larger
base of the gland, with razor blade on a vibratome (Vibratome
1000, St. Louis, MO, USA). They were then incubated for 30 min
at room temperature (24-26°C) in normal BBS solution contain-
ing (in mM) 125 NaCl, 2.5 KCl, 2 CaCl,, 1 MgCl,, 1.25 NaH,POy,
26 NaHCOs, 10 glucose gassed with 95%0,/5%CO,. Slices could
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Fig. 1. Orexin A induces catecholamine release from cultured rat adrenal chromaffin cells. (A) Infrared DIC image showing a micrograph of a micro-carbon fiber electrode
(black bar) attached to a chromaffin cell. (B) Puff application of 100 nM orexin A evoked amperometric current traces (I,mp). Pretreatment of the selective OX1R antagonist,
SB-334867 (1 wM), the orexin A-induced response was almost completely blocked (n=7, p<0.001). High-K solution was repeatedly applied as a positive control. (C) The
normalized responses induced by orexin A are plotted against various concentrations (1 nM, 10 nM, 100 nM, and 1000 nM). These data are fitted to a sigmoid curve (n=4). (D)
Orexin-induced secretion was dependent on extracellular Ca?*. Application of Ca**-free ACSF containing 1 mM EGTA and 200 uM CdCl; for at least 5 min completely blocked

secretion induced by 100 nM orexin A (n=3, p<0.01).

be used for up to 8h after cutting. For amperometric measure-
ments, slices were transferred to a recording chamber attached
to the stage of an upright microscope equipped with an infrared
sensitive CCD camera and continuously superfused with normal
BBS solution at room temperature. We performed amperometry by
using an EPC9/2 amplifier and Pulse software (HEKA Elektronik,
Lambrecht/Pfalz, Germany) as described elsewhere [5,15,29]. Five-
micrometer carbon fiber electrodes (CFE) (Dagan, Minneapolis, MN,
USA) were used to measure catecholamine release from cultured
chromaffin cells or adrenal slices. The amperometric current (Iamp)
was measured at a holding potential of 780 mV. Amperometric sig-
nals were low-pass filtered at 0.3 kHz and digitized at 1kHz. The
CFE surface was positioned in contact with the membrane of a clean
cell. And the close proximity of the electrode surface to the cell sur-
face was confirmed by a slight deformation in the outline of the
cell. Eighty millimolars high-K* solution, all secretagogues used in
our experiments, were applied using a perfusion system with a fast
exchange time (PCR-2B, INBIO, Wuhan, China).

Orexin A binds to both OX1R and OX2R with a high affinity,
whereas orexin B binds only to OX2R with a similar high affin-
ity [21]. Thus we used only orexin A in this study. To characterize
the effect of orexin A on catecholamine release from chromaffin
cells, we first performed electrochemical recordings by using CFEs
on the surfaces of cultured rat adrenal chromaffin cells (Fig. 1A).
Puff application of 100nM orexin A significantly resulted in a
burst of amperometric spikes representing the fusion of exocy-
totic vesicles [6,26,28]. To our knowledge, these fast amperometric
spikes presumably reflect vesicles released close to the electrode
[9]. In the presence of the selective OX1R antagonist SB-334867
(1 wM), orexin A (100nM) failed to produce any amperometric

signals. As a positive control, high-K (80 mM) solution was repeat-
edly applied to chromaffin cells, evoking reliable amperometric
responses (Fig. 1B). Quantitative analysis of normalized integral
of amperometric signals in response to orexin A concentrations
ranging from 1 to 1000nM showed these effects to be concen-
tration dependent (Fig. 1C). In addition, orexin has been shown
to increase [Ca%*]; through extracellular Ca?* influx or intracel-
lular Ca%* release in different cells [11,24,27], prompting us to
investigate which pathway would be responsible for the orexin-
induced catecholamine release from chromaffin cells. As shown
in Fig. 1D, when we replaced the extracellular solution with CaZ*-
free solution containing 1 mM EGTA and 200 wM Cd?* for at least
5min, orexin A-induced secretion was totally blocked, confirm-
ing that extracellular CaZ* influx plays a major role. Therefore,
these results clearly demonstrate that orexin A triggers cate-
cholamine release from cultured rat adrenal chromaffin cells, which
is dependent on the activation of OX1R and the extracellular CaZ*
influx.

We next investigated whether orexin A would evoke cate-
cholamine release from mouse adrenal chromaffin cells. Since
tissue slice provide a more physiological condition as compared to
cultured cells, we used mouse adrenal slices in this section [4,15].
As shown in Fig. 2A, an electrode attached to a relative clear cell
in adrenal slice. Puff application of orexin A (100 nM) significantly
produced a slow signal accompanied by several amperometric
spikes. Comparing with the fast spikes, the slow signals arise from
the vesicles slightly further away [2,9]. In addition, the evoked
amperometric currents by orexin A was dramatically inhibited
by pretreatment with the selective OX1R antagonist SB-334867
(1 wM). However, SB-334867 itself had no effect on the cate-
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Fig. 2. Orexin A evokes catecholamine release from mouse chromaffin cells in
adrenal slices. (A) Representative image showing a carbon fiber electrode (black bar)
attached to a chromaffin cell in a mouse adrenal slice. (B) Application of 100 nM
orexin A markedly induced amperometric signals. In the presence of SB-334867
(1 M), the orexin A-induced response was significantly inhibited (n=6, p<0.001).
High-K solution was used as a positive control.

cholamine release. As a positive control, high-K solution repeatedly
induced significant secretory signals (Fig. 2B). These results demon-
strate that orexin A stimulates catecholamine secretion from
mouse adrenal chromaffin cells, which is mainly mediated by
OX1R.

In recent years evidence has accumulated that orexins affect
peripheral organs, such as adrenal gland [7]. However, conflict-
ing findings have been reported about the effects of orexins
on catecholamine secretion from human, bovine and porcine
adrenal medulla and from human and rat pheochromocytomas
[8,13,14,16,17]. In the present study, we further found that orexin
A (100nM) stimulated catecholamine release from both the cul-
tured rat chromaffin cells and the mouse adrenal slices by using
electrochemical amperometry, which provides direct evidence to
show orexins modulating adrenal medulla function in rats and
mice. These results are consistent with the observations obtained
from porcine chromaffin cells [16] and human pheochromocytomas
[13]. In contrast, our results argue against the findings that orex-
ins reduce catecholamine secretion in rat pheochromocytoma cells
[17] and do not play a role in human and bovine adrenomedullary
cells [8,14]. Actually, several possible explanations for these incon-
sistent observations should be considered. Firstly, we obtained the
results by using two different approaches, namely high perfor-
mance liquid chromatography used elsewhere [8,13,14,16,17] and
carbon-fiber amperometry in our study. Compared with the bio-
chemical assay, amperometry is a powerful tool with high temporal
and spatial resolution [6,26,28] and thus detect orexin-induced cat-
echolamine release from chromaffin cells immediately. Secondly,
species differences in the effects of orexin on catecholamine release
may exist in adrenal medulla. Hence, more studies in future should
be carried out using amperometry in other species.

OX1R and OX2R expression has been detected in rat adrenal
medulla [12]. However, there are still conflicting reports regard-
ing the relative expression of orexin receptors. Mazzocchi et al.
reported high expression of OX1R but very low expression of OX2R
in human adrenal medulla [14]. Kawada et al. observed robust
expression of OX1R in bovine adrenal medulla [8]. Contrarily, some
reports described only OX2R expression in human pheochromocy-
tomas [13] and rat adrenal medulla [17]. In parallel, the receptor
subtype involved in the effect of orexins on adrenal medulla also
remained controversial. OX1R mediates the stimulation of cate-
cholamine synthesis by orexin A in bovine adrenals [8], while OX2R
contributes to catecholamine release in human pheochromocy-
tomas [13]. In the present study, treatment with the selective OX1R

antagonist SB-334867 almost completely blocked orexin-induced
secretion in cultured rat chromaffin cells and significantly inhib-
ited the secretory response in mouse adrenal medulla slices. These
results provide strong evidence that activation of OX1R plays a
major role in the effect of orexin A on catecholamine release in rat
and mouse adrenals. On the other hand, catecholamine release has
been widely shown to be Ca2*-dependent in the adrenal chromaf-
fin cells [3,30]. Either extracellular Ca2* influx or intracellular CaZ*
release contributes to the orexin-mobilized [Ca2*]; in varying cells
[11,24,27]. The present results demonstrate that orexin A-induced
secretion is mainly dependent on extracellular Ca%* in chromaffin
cells.

Finally, this study showed that orexin A ranging from 1 to
1000nM dose-dependently induced catecholamine release from
adrenal chromaffin cells. However, the dose in this range is rel-
atively high as compared to the plasma levels of orexin (about
2 pM)in healthy humans [1]. Therefore, the present study provides
evidence showing the pharmacological effect of orexin in regulat-
ing adrenal function, while the physiological significance of serum
orexin A remains unclear.
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