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Abstract

Recent studies show that the non-opioid peptides, galanin (GAL) and orexin (OX), are similar to
the opioid enkephalin (ENK) in being stimulated by dietary fat and also in enhancing the
consumption of a high-fat diet (HFD). This suggests that, when a HFD is provided, these non-
opioids may stimulate the opioid system to promote excess consumption of this diet. Using single-
and double-labeling immunohistochemistry, the present study sought to identify possible
neuroanatomical substrates for this close relationship. Focusing on the hypothalamic
paraventricular nucleus (PVN), and particularly its anterior (aPVN), middle (mPVN) and posterior
(pPVN) parts, the experiments examined whether GAL itself or the receptors for GAL and OX are
stimulated by a HFD in the same areas and possibly the same neurons as ENK. Compared to
animals fed a standard chow diet, rats consuming a HFD exhibited an increased density of medial
parvocellular neurons immunoreactive (IR) for GAL in the mPVN and aPVN and for ENK in the
mPVN and pPVN, distinguishing the mPVN as an area where both peptides were affected. While
showing little evidence for GAL and ENK colocalization with a chow diet, double-labeling studies
in HFD-fed rats revealed significant colocalization specifically in medial parvocellular neurons of
the mPVN. Immediately posterior to this site, further analyses revealed a similar relationship
between the OX 2 receptor (OX,R) and ENK in HFD-treated animals. While increasing the
density of neurons immunoreactive for OX5R as well as for the GAL 1 receptor but not OX 1
receptor, HFD consumption increased the colocalization only of OX5R and ENK, specifically in
the medial parvocellular neurons of the pPVN. These changes in HFD-fed rats, showing GAL and
OX3R to colocalize with ENK exclusively in neurons of the medial parvocellular mPVN and
pPVN, respectively, suggest possible neural substrates through which the non-opioid peptides may
functionally interact with ENK when exposed to a HFD.
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Consumption of a high fat diet (HFD) is known to induce cellular changes within neurons of
the brain. Many of these changes have been detected specifically in the feeding-related
nuclei of the hypothalamus, including the paraventricular nucleus (PVN) and perifornical
lateral hypothalamus (PFLH) (Akabayashi et al., 1994; Wortley et al., 2003). These nuclei,
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in turn, act through different orexigenic peptides, including the opioid enkephalin (ENK)
and the non-opioids, galanin (GAL) and orexin (OX), to control neurons in their projection
areas and ultimately affect behavior (Leibowitz et al., 1998; Taslimi et al., 2011).

Neurons expressing the ENK peptides, met- and leu-ENK, are dense in the PVN, and are
more concentrated in the medial parvocellular area than the lateral magnocellular area of this
nucleus (Ceccatelli et al., 1989; Meister et al., 1990b). This opioid is known to have an
important role in feeding behavior, most notably in relation to dietary fat. Hypothalamic
injection of ENK agonists increase food consumption (McLean and Hoebel, 1983; Naleid et
al., 2007) while preferentially stimulating the ingestion of a HFD (Naleid et al., 2007), and
the endogenous expression of ENK in the PVN is significantly stimulated by intake of a
HFD (Chang et al., 2004; Chang et al., 2007b). The non-opioid peptides, GAL and OX, are
found to be very similar to ENK in their relation to fat consumption. As with ENK,
hypothalamic as well as ventricular injections of GAL and OX are effective in stimulating
feeding (Kyrkouli et al., 1986; Crawley et al., 1990; Dube et al., 1999; Edwards et al., 1999),
specifically increasing HFD consumption (Tempel et al., 1988; Clegg et al., 2002; Nagase et
al., 2002), and the endogenous expression of GAL in the PVN and OX in the PFLH is, in
turn, stimulated by a HFD (Odorizzi et al., 1999; Wortley et al., 2003; Chang et al., 2004).
Thus, all three orexigenic peptides, both opioid and non-opioid, appear to function within a
positive feedback circuit to promote excess consumption of a fat-rich diet.

With these similarities, the question arises as to whether these non-opioid and opioid peptide
systems function closely and possibly interact in this process of controlling intake of a fat-
rich diet. This relationship is suggested by the finding that opioid receptor antagonists can
block the feeding-stimulatory effects of GAL and OX (Barton et al., 1996; Sweet et al.,
2004), in addition to those of ENK itself (Arjune et al., 1991), indicating that these non-
opioid peptides act in part through their effects on the opioid system. This conclusion is
further supported by the recent finding that central injection of GAL or OX can stimulate
endogenous expression of ENK in the PVN (Karatayev et al., 2009). In addition, one study
using microarray technology has identified preproENK as one of only three molecules
specifically down-regulated in the brain by a mutation of the OX 2 receptor (OX2R) in
narcoleptic dogs (Lindberg et al., 2007). Together, these results indicate that the non-opioid
peptides in the PVN, both GAL-expressing neurons and OX innervation to the nucleus, may
be important regulators of local ENK, functioning through this opioid to stimulate feeding
and mediating upstream the stimulatory effect of a HFD on endogenous ENK.

With a dense population of both GAL- and ENK-expressing neurons in the PVN, it is
possible that these two peptides may coexist and interact through a local circuit within this
nucleus. Whereas there is little evidence for the colocalization of GAL and ENK in the PVN
under basal conditions (Meister et al., 1990b), these peptides are found to coexist in
magnocellular neurons after hypophysectomy (Meister et al., 1990b) or an osmotic
challenge (Meister et al., 1990a). Thus, under certain conditions, these two peptides could
function closely in a local circuit involving effects of GAL on the synthesis or release of
ENK. There is evidence that GAL in the PVN, due to its dense concentration in dendrites as
well as axons and perinuclear area, may act in this manner to affect other neurotransmitters
(Landry and Hokfelt, 1998; Palkovits, 2002). Specifically, GAL may affect ENK through its
receptors, GalR1 or GalR2, which are found to exist in the P\VN (Gustafson et al., 1996;
Nichol et al., 1999). Whereas both receptors have been implicated in high-fat feeding
(Gorbatyuk and Hokfelt, 1998; Erhuma et al., 2007; Zorrilla et al., 2007), the GalR1 is more
highly concentrated than GalR2 in the PVN (O’Donnell et al., 1999) and may have a more
significant role, with deletion of the GalR1 gene found to reduce HFD intake over several
weeks (Zorrilla et al., 2007) and its expression in the PVN stimulated by an antagonist of fat
metabolism (Gorbatyuk and Hokfelt, 1998). Analyses of how GAL or its receptors in the
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PVN relate to ENK at the neuronal level, particularly under HFD conditions, may elucidate
how these peptide systems interact to cause their behavioral effects.

The non-opioid peptide OX in the PFLH may also interact with ENK, perhaps through its
receptors that may exist on ENK-expressing neurons in the PVN. The OX neurons in the
PFLH are known to project to the PVN (Peyron et al., 1998), where OX receptors have been
identified (Marcus et al., 2001; Backberg et al., 2002). Behavioral studies suggest that the
OX3R has a more direct role in controlling food intake and arousal, whereas the orexin 1
receptor (OX;R) is more involved in reward (Kodadek and Cai, 2010). Also, anatomical
studies have shown OX,R to be localized more in parvocellular neurons (Marcus et al.,
2001) similar to ENK, whereas OX4R is more on magnocellular neurons (Backberg et al.,
2002). Together, this evidence suggests that it may be specifically the OX5R that, in
response to OX stimulation, interacts more closely with the PVN enkephalinergic system to
stimulate high-fat feeding.

Given the similarities between GAL, OX and ENK as they relate to dietary fat and their
close anatomical association within the PN, this study sought to characterize, at the
neuronal level, how the non-opioid systems may relate to and interact with the opioid ENK
in response to a HFD. Single- and double-labeling immunohistochemistry was used to
determine whether the stimulatory effect of dietary fat on GAL and ENK occurs in the same
location within the PVVN, possibly involving neurons that colocalize these two peptides, and
also whether GAL and OX receptors in the PVN are stimulated by a HFD and show
evidence of colocalization with ENK in neurons of this nucleus.

2. EXPERIMENTAL PROCEDURES
2.1. Subjects

2.2. Diets

Adult, male Sprague-Dawley rats (N=48; Charles River Breeding Labs, Kingston, NY),
weighing approximately 300 g at the onset of experiments, were individually housed (22°C,
with lights off at 1:00 p.m. for 12 hr) in a fully accredited American Association for the
Accreditation of Laboratory Animal Care facility. All animals were given one week to
acclimate to lab conditions, during which time they were maintained ad libitum on
laboratory chow (LabDiet Rodent Chow 5001, St. Louis, MO) and water. All procedures
were approved by the Rockefeller University Animal Care and Use Committee and were in
compliance with the National Institutes of Health Guide for Care and Use of Laboratory
Animals. All efforts were made to minimize the number of animals used and their suffering.

The control diet used in this report (4.1 kcal/g gross energy) was standard laboratory chow
(LabDiet Rodent Chow 5001, St. Louis, MO), which consisted of 13% fat, 58%
carbohydrate, and 29% protein. The high-fat diet has been described in detail in previous
publications (Dourmashkin et al., 2006; Leibowitz et al., 2006). This diet (5.2 kcal/g) had
50% fat composed of 75% lard (Armour Star, Peoria, IL) and 25% soybean oil (Crisco,
Orrville, OH), 25% carbohydrate from 30% dextrin (ICN Pharmaceuticals, Costa Mesa,
CA), 30% cornstarch (ICN Pharmaceuticals), and 40% sucrose (Domino Foods Inc.,
Yonkers, NY), and 25% protein from casein (Bio-Serv, Frenchtown, NJ) and 0.03% L-
cysteine hydrochloride (ICN Pharmaceuticals). It was supplemented with minerals (USP
X1V Salt Mixture Briggs; ICN Pharmaceuticals) and vitamins (Vitamin Diet Fortification
Mixture; ICN Pharmaceuticals). Both diets were presented in round glass jars in the home
cage.
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2.3. Test procedures

After the rats were acclimated for 3 days to their respective diets (N=24/group) with a daily
30-kcal meal for 2 hours starting at dark onset, they were then given ad libitum access for 5
days to either chow or HFD. Daily measurements of body weight revealed no significant
difference between the diet groups at the beginning or end of this 5-day period, with the
chow rats weighing 323+8 g prior to ad libitum diet access and 344+10 g following the 5-
day access and the HFD rats weighing 323+4 g prior to ad libitum access and 3586 ¢
following 5-day access (not significant (ns) vs chow at both time points). Also, while diet
intake was significantly greater for HFD compared to chow rats on the first day of access
(13348 vs 9216 kcal, p<0.01), intake was no longer different by the fifth day (97+4 vs
104+6 kcal, ns). Thus, despite consumption of different diets for several days, the two
groups of animals were similar in body weight and caloric intake by the time of surgery.

At the end of this 5-day period, the animals early in the dark cycle were anesthetized with 20
mg/kg xylazine and 100 mg/kg ketamine (i.p.) and injected bilaterally in the lateral
ventricles (—0.92 mm anterior to bregma, £1.4 mm lateral to midsagittal sinus, and 3.3 mm
ventral to the surface of the level skull) with the mitosis inhibitor, colchicine (280 pg in 14
ul NaCl; Sigma, St. Louis, MO), in order to improve peptide and receptor visualization.
Following surgery, they were placed on a heating pad until fully awake. Once awake, rats
were returned to their home cages and allowed to consume their respective diets for an
additional 2 days prior to sacrifice. During this time, although not quantified, visual
inspection confirmed that diet intake was greatly reduced in both groups. Rats that did not
survive for these 2 additional days were removed from the experiment. At sacrifice, rats
were deeply anesthetized with Nembutal (50 mg/kg i.p.) and perfused transcardially with
200 ml of 0.9% NaCl followed by 400 ml of 4% paraformaldehyde in 0.1 M phosphate
buffer, pH 7.4. Brains were then immediately removed, post-fixed in 4% phosphate-buffered
solution overnight at 4°C, and then transferred to a 20% sucrose solution where they were
stored at 4°C for 5 days.

2.4. Immunofluorescence histochemistry

Brains were processed in 30 um free-floating coronal sections for immunofluorescence
histochemistry to label GAL, ENK, GalR1, OX1R or OX2R. The GalR2 was not examined
due to the lack of available antisera specific to this receptor subtype (Hawes et al., 2005; Lu
and Bartfai, 2009). Five to seven brains were used per antibody or combination of
antibodies, with sections from each brain separated and reacted in different antibody
solutions. Thus, every third section was used for a single reaction. Briefly, sections were
blocked in 5% normal serum containing 0.5% tritonX-100 phosphate-buffered saline (PBS)
for one hour, then incubated in primary antiserum overnight. After a 30 minute rinse in PBS,
the sections were incubated in the properly conjugated secondary antibody for 2 hours.
Double-labeled sections were incubated in the 2 primary or secondary antibodies
simultaneously. For example, sections processed for double-labeling of GAL and ENK were
first incubated in guinea-pig anti-GAL and mouse anti-ENK and then in Cy3-conjugated
donkey anti-guinea pig and FITC-conjugated donkey anti-mouse antibodies. Sections
labeled for GalR1 received two additional incubations, described below. Between each step,
sections were washed three times, for 10 min each, in PBS. Finally, sections were mounted
and coverslipped with Vectashield mounting medium (Vector Inc., Burlingame, CA). The
immunofluorescent image was examined using a Zeiss fluorescence microscope with Meta
Vue software (Molecular Devices, Downington, PA) and, when necessary, followed-up by
an LSM 510 laser confocal microscope (Zeiss, Oberkocken, Germany) with LSM 510 v. 3.2
software (Zeiss, Oberkocken, Germany).
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The primary antibodies used were: guinea-pig anti-GAL 1:500 (Peninsula Laboratories,
Torrance, CA); monoclonal mouse anti-ENK 1:200 (Millipore, Temecula, CA), polyclonal
rabbit anti-GalR1 1:100 (Novus Biologicals, St. Charles, MO), rabbit anti-OX;R 1:500
(Imgenex, San Diego, CA) and rabbit anti-OX,R 1:200 (Enzo Life Sciences, Plymouth
Meeting, PA). The specificity of these antibodies has been thoroughly demonstrated in
previous publications (Cuello et al., 1984; Meister et al., 1990b; Sakurai et al., 1998;
Hervieu et al., 2001; Pham et al., 2002). The secondary antibodies used were: GAL: Cy3-
conjugated donkey anti-guinea pig 1:200 (Jackson ImmunoResearch Laboratories, West
Grove, PA); ENK: FITC-conjugated donkey anti-mouse 1:100 (Jackson); OX4R and OX;R:
Cy3-conjugated donkey anti-rabbit 1:200 (Millipore). For GalR1, the secondary antibody
was biotinylated goat anti-rabbit 1:200 (Vector Laboratories, Burlingame, CA), which was
followed by a 1 hour incubation in streptavidin-horseradish peroxidase 1:100 (PerkinElmer,
Waltham, MA), then a 5 minute incubation in Cy3-conjugated tyramine (PerkinElmer) and
finished by four 5 minute washes in TNT buffer prior to mounting.

Control sections processed with the supernatant of denatured antisera, which had been
boiled for 10 min, cooled on ice and then centrifuged for 5 min, showed no
immunofluorescence. To minimize variations in staining between the chow and HFD
groups, all conditions including the number of sections reacted in a certain concentration
and volume of antibody were kept the same during processing. To optimize staining, pilot
experiments were run to determine antibody concentrations and incubation times that would
lead the immunoreactivity of each peptide and receptor to be at the top of the linear area,
close to the plateau.

2.5. Data analysis

Sections containing the PVN were defined as anterior (aPVN, —0.84 to —1.32 mm), middle
(mPVN, —1.44 to —1.92 mm), or posterior (pPVN, —2.04 to —2.28 mm), depending on their
relative position from bregma, as defined by Paxinos and Watson (2005). Parvocellular and
magnocellular cells were determined by their relative positions within the PVN as defined
by Paxinos and Watson (2005), with the parvocellular region existing medially and
magnocellular region laterally. A total of 13-15 sections from each brain were analyzed for
each antibody or combination of antibodies. Immunofluorescence was quantified by an
evaluator blind to the experimental conditions using Image-Pro Plus software (Version 4.5,
Media Cybernetics Inc., Silver Spring, MD), as described in detail in our previous
publication (Chang et al., 2008), and was reported as density (objects/um?). Each area of
interest was outlined and analyzed. The population density was used to determine the
density of cells expressing the protein or proteins of interest in each area. Since control
sections revealed no immunofluorescence, all cells with visible fluorescence and a diameter
of at least 4 um were counted as immunostained. Cells with non-neuronal morphology were
excluded from analysis. Before measurements, a threshold for each area was established.
Using the selected sections, this threshold was set by matching the number of objects
counted by the software in a defined area with the number of objects counted manually in
that same area. The average value for each area in each animal was then used for statistical
analysis. For soma size analysis, the diameter of 100-106 sample neurons immunostained
for ENK, GAL, OX>R or their combination was measured across various areas within the
PVN by tracing the neurons using Image-Pro Plus software (Version 4.5, Media Cybernetics
Inc., Silver Spring, MD).

Data are expressed as mean £ SEM. In each experiment, a direct comparison between the
values for a pair of groups was made using an unpaired Student’s t-test. The criterion for
statistical significance was p<0.05.
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3. RESULTS

3.1. Experiment 1: Effect of HFD on single-labeling of GAL and ENK neurons in the PVN

Building on prior studies showing HFD consumption to stimulate the expression of both
GAL and ENK expression in the PVN (see Section 1), this experiment used single-labeling
immunohistochemistry, to provide a more precise anatomical analysis of this effect and
determine the extent of overlap and type of specific GAL and ENK neurons that are
responsive to fat. As previously described (Ceccatelli et al., 1989), the GAL-
immunoreactive (IR) neurons in the chow-fed rats (n=6) were dense in the medial region of
the aPVN (—0.84 to —1.32 mm) and mPVN (—1.44 to —1.92 mm), where the neurons were
invariably small in size (4-10 pm) and surrounded by a heavy GAL fiber innervation, but
they were also seen in the lateral area of the mPVN and pPVN (—2.04 to —2.28 mm), where
GAL immunoreactivity was evident in large, magnocellular neurons (18-35 um). This
contrasts with the ENK-IR neurons in the chow-fed rats (n=6), which while sparse in the
aPVN were concentrated in the medial part of the mPVN and pPVN, where they were
predominantly of the parvocellular type that were both small (4-10 um, 65%) and medium
(10-18 um, 35%) in size. Compared to chow-fed rats, the rats consuming the HFD exhibited
a significant increase in the density of these GAL- and ENK-IR neurons, in a site- and cell-
specific manner (Fig. 1), with the strongest effect observed in the medial parvocellular
region of the PVN as illustrated in the photomicrographs (Fig. 2). For GAL (n=6), this
change induced by the HFD occurred in the aPVN (+29) and mPVN (+24%), where it was
seen only in small neurons (4-10 um), and it was not evident in the magnocellular neurons
of the lateral PVN (+9%). For ENK (n=6), the HFD-induced increase in labeled neurons was
strongest in the medial region of the mPVN (+20%) and pPVN (+19%), while not evident in
the aPVN (+7%), and it occurred in both small and medium-size parvocellular neurons.
These results provide further information on the GAL- and ENK-IR neurons sensitive to a
HFD, showing them to be most concentrated and to anatomically overlap in the medial area
of the mPVN and to be parvocellular in nature, small in size for GAL but both small and
medium in size for ENK.

3.2. Experiment 2: Effect of HFD on double-labeling of GAL and ENK in the PVN

With the evidence of Experiment 1 showing the HFD to stimulate both GAL and ENK in the
same type of neurons and same site of the medial mPVN, this experiment examined the
possibility that this diet can stimulate these two peptides in the same neurons, causing
significant colocalization. In the chow-fed rats (n=5), double-labeling
immunohistochemistry revealed little colocalization of GAL and ENK throughout the PVN,
whether in the parvocellular neurons of the medial PVN or the magnocellular neurons of the
lateral PVN. Whereas the lateral magnocellular neurons also showed no colocalization in
HFD-fed rats (n=5), exposure to this diet caused a significant increase in the density of
GAL/ENK co-labeled neurons in the medial parvocellular region, whether expressed as
percent of total ENK neurons (from 2% to 17%) or of total GAL neurons (from 4% to 16%)
(Fig. 3 and Table 1). These co-labeled neurons, as illustrated in Fig. 4, were concentrated
specifically at the level of the mPVN, not seen in the aPVN or pPVN, and they were
invariably small in nature (4-10 um, 88%) typical of the GAL neurons, with the medium-
size ENK neurons exhibiting very little colocalization (12%) (Table 2). Thus, the
stimulatory effect of dietary fat on GAL and ENK in parvocellular neurons, shown with
single labeling to overlap specifically in the medial area of the mPVN, actually occurs in
some of the same small neurons within this region.

3.3. Experiment 3: Effect of a HFD on GAL and OX receptors in the PVN

In addition to this HFD-induced colocalization of GAL peptide with ENK in medial
parvocellular neurons of the mPVN, exposure to a HFD may also affect the receptors for
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GAL and OX, which could then contribute to the activation of ENK neurons in the PVN.
Using single-labeling immunohistochemistry, this experiment tested whether GalR1 or the
two OX receptors, OX1R and OX3R, are stimulated in the PVN by consumption of a HFD
and whether this effect occurs in the same area where ENK is also stimulated by this diet. In
both chow- and HFD-fed rats, examination of the GalR1-IR and OX;R-IR neurons revealed
anatomical patterns that were somewhat different from that described for ENK-IR neurons
(see Experiment 1, Section 3.1). In chow-fed rats (n=6), the GalR1-IR neurons were
detected in both the parvocellular and magnocellular areas of the PVN as previously
reported (Mitchell et al., 1997), and in HFD-fed rats (n=6), their density was increased in
both the aPVN (+25%) and mPVN (+72%), but not the pPVN (+18%) (Fig. 5). The OX4R-
IR neurons, which in chow-fed rats (n=5) were more highly concentrated in the
magnocellular area of the lateral PVN as described (Backberg et al., 2002), exhibited no
change in HFD-fed rats (n=5) in any area of the PVN where it was detected. In contrast to
these two receptors, analyses of the OX,R-IR neurons revealed patterns that were similar to
ENK. In chow-fed rats (n=7) as previously described (Marcus et al., 2001), this receptor was
most highly concentrated in the medial parvocellular region of the PVN (Fig. 6), existing
somewhat laterally on parvocellular neurons that were both small (4-10 um, 46%) and
medium (10-18 pm, 54%) in size, as seen for the ENK (Fig. 2). In contrast to OX4R, the
density of these medial OX,R-IR soma was significantly stimulated by consumption of the
HFD (n=7) (Fig. 5), as illustrated in the photomicrographs (Fig. 6). This effect occurred to
an equal extent in the mPVN and pPVN (+22%), while not in the aPVN (+11%), and it was
evident predominantly in parvocellular neurons that were medium in size. These results
distinguish these medium-size parvocellular neurons in the mPVN and pPVN as primary
sites where OX5R is similar to ENK in being stimulated by a HFD.

3.4. Experiment 4: Effect of HFD on double-labeling of GAL and OX receptors with ENK in

the PVN

With some anatomical overlap of the HFD-induced changes in GalR1-IR and OX5R-IR cells
and those in ENK-IR neurons, this double-labeling experiment examined the possibility that,
when exposed to a HFD, these specific receptors, possibly in contrast to OX4R, colocalize
and perhaps interact with ENK in the medial parvocellular region of the PVN. In HFD- as
well as chow-fed rats, this experiment failed to reveal any colocalization of GalR1 (n=6/
group) or OX4 R (n=7/group) with ENK in PVN neurons, suggesting that these receptor
subtypes have little direct role in regulating levels of ENK in this nucleus. However, as
compared to the chow-fed rats (n=6) which showed a low level of OX5R colocalization with
ENK, the rats consuming a HFD (n=6) exhibited a significant increase in the density of
OX,R/ENK co-labeled neurons in the PVN, whether expressed as percent of total ENK
neurons (from 5% to 10%) or of total OX,R-labeled neurons (from 5% to 15%), and this
change was detected specifically at the level of the pPVN (Fig. 7 and Table 3), but not the
aPVN or mPVN. This increase in co-staining for OX5R and ENK in the pPVN occurred
predominantly in medium-size neurons (81%), rather than small (7%) or large (12%)
neurons (Fig. 8 and Table 4). These findings show the colocalization of OX receptors and
ENK to be both receptor- and region-specific, suggesting that OX projections from the
PFLH may act through OX5R in the pPVN to modulate ENK levels.

4. DISCUSSION

Building on other studies describing the stimulatory effect of a HFD on the expression of
GAL, OX and ENK in the hypothalamus, our experiments with peptide
immunohistochemistry provide more detailed, anatomical information that help us to
understand how these peptide systems, in response to a HFD, may interact at the neuronal
level, possibly to further stimulate feeding behavior. These neuronal changes in distinct

Neuroscience. Author manuscript; available in PMC 2012 October 13.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Barson et al.

Page 8

areas of the PVN suggest possible mechanisms of cellular regulation, with 1) GAL and ENK
colocalizing for possible neurotransmitter co-release from the mPVN, 2) GAL increasing
ENK levels by acting presynaptically in the mPVN, and 3) OX acting via the OX,R to
increase ENK levels in the pPVN.

4.1. Anatomical distribution of GAL, ENK and the GAL and OX receptors as affected by a

HFD

With single-labeling immunohistochemistry in rats injected with colchicine, the results of
the present study show that, within the PVN, neurons expressing the peptides or peptide
receptors exhibit a fair degree of regional overlap, giving hints as to their possible
relationship in this nucleus. In the chow-fed rats, the results generally confirmed published
reports on their expression and levels throughout the PVN. Specifically, immunoreactivity
for the ENK peptides, met- and leu-ENK, was most concentrated in the medial parvocellular
neurons of the mPVN and pPVN, as previously shown (Ceccatelli et al., 1989; Meister et al.,
1990b), whereas immunoreactivity for the GAL peptide was dense in both the medial
parvocellular neurons of the aPVVN and mPVN and the lateral magnocellular neurons of the
mPVN and pPVN, as described (Ch’ng et al., 1985; Ceccatelli et al., 1989; Merchenthaler et
al., 1993). Further, as reported (Mitchell et al., 1997; Marcus et al., 2001), the OX,R and
GALRL1 were also fairly dense in the PVN, with the former restricted more to the medial
parvocellular part of this nucleus and the latter distributed throughout the medial and lateral
parts, while the OX1R was fairly sparse and seen only in the lateral part of the mPVN,
apparently on magnocellular neurons as described (Backberg et al., 2002).

In the HFD-fed rats, the present analyses of these peptides and receptors provide new
insights into their possible relationship to dietary fat, with rats exposed to this diet exhibiting
stimulatory effects that were region-, neuron- and receptor-specific. With no change in
immunoreactivity for OX;R, they showed an increased density of neurons immunoreactive
for ENK, GAL, GalR1 and OX>R, in areas where they are normally expressed under chow
conditions. For GAL-IR neurons, this change was evident in small neurons of the medial
aPVN and mPVN, where previous studies have shown GAL gene expression and peptide
levels to be increased by a chronic HFD (Leibowitz et al., 1998; Dourmashkin et al., 2005),
and for ENK-IR neurons, it was detected in both small and medium-size neurons in the
medial area of the mPVN and pPVN, where preproENK gene expression is increased by
injection of a lipid emulsion or voluntary consumption of a HFD (Chang et al., 2004; Chang
et al., 2007b). As for the receptors, the HFD effect on GalR1-IR neurons was evident in
parvocellular neurons of the aPVN and mPVN, consistent with evidence showing PVN
GalR1 mRNA to be affected by a fatty acid anti-metabolite (Gorbatyuk and Hokfelt, 1998),
and the effect on OX,R-IR neurons was observed in a subset of medial parvocellular
neurons in both the pPVN and mPVN, the first evidence for a stimulatory effect of a HFD
on this specific receptor. These findings, showing a HFD to stimulate the peptides and their
receptors in the same area where ENK is affected and in different size neurons in discrete
areas, suggest that they may interact closely with ENK, even within the same neurons, but
that these effects have separate downstream targets.

Since colchicine is not only a mitosis inhibitor but also a neurotoxin, it is possible that this
treatment induced peptide or receptor expression in regions where it does not normally exist.
For example, GAL is known to be upregulated in neuronal tissue after nerve injury (Hobson
et al., 2010), and GAL-immunoreactive neurons are visualized predominantly in the
magnocellular PVVN of colchicine-untreated animals (Okere and Waterhouse, 2003) while
evident in the parvocellular as well as magnocellular PVN of colchicine-treated animals
(Ceccatelli et al., 1989). It should be noted, however, that neurons expressing GAL mRNA
can be seen in the parvocellular PVN using in situ hybridization without colchicine
(Leibowitz et al., 1998), demonstrating that GAL-containing soma do exist in this region
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under basal conditions. Further, colchicine treatment is also necessary to reveal the presence
of ENK soma in the parvocellular PVN (Meister et al., 1990b) and this peptide has not been
linked to neuronal damage. Thus, while necessary to reveal the soma and terminals of both
GAL and ENK, colchicine was unlikely to induce their localization in regions where they
did not already exist and function.

4.2. Colocalization of GAL and ENK in rats on a HFD

The evidence of the present study, consistent with published reports (Meister et al., 1990b),
indicates that GAL and ENK in the PVN under standard lab chow conditions do not
normally co-exist or that they colocalize at very low levels below the threshold of detection.
After exposure to a HFD, however, these peptides are found to exhibit significant
colocalization, in a specific subset of neurons in a distinct area of the PVN. This
colocalization is evident predominantly in parvocellular neurons of the smallest type, rather
than in medium-size parvocellular neurons where ENK alone is stimulated or in large
magnocellular neurons where GAL but not ENK is normally detected. Moreover, it is
evident only in the medial area at the mPVN level, rather than in the aPVN where only
GAL-IR neurons are stimulated by the HFD or in the pPVN where only ENK-IR neurons
are affected. This stimulation of GAL and ENK in the same subpopulation of neurons
signifies a cellular change that may have functional consequences. The coexistence of
peptides in PVN neurons, while common (Ceccatelli et al., 1989), does not necessarily
reflect similar actions for the peptides, as some stimuli through different signal transduction
pathways may produce differential changes in gene expression (Meister, 1993; De Mota et
al., 2004; Jiang et al., 2004). Also, even if similarly affected by a specific stimulus, the co-
expression of two peptides may (Cox et al., 1994) or may not (De Mota et al., 2004) lead to
increased co-release of both together. In the specific case of GAL and ENK in the PVN,
these peptides are found to respond and function very similarly, participating in a number of
the same effects and behaviors. For example, both peptides are stimulated by, and they
themselves stimulate, the consumption of fat (Tempel et al., 1988; Akabayashi et al., 1994;
Chang et al., 2007b; Naleid et al., 2007) or ethanol (Leibowitz et al., 2003; Rada et al., 2004;
Chang et al., 2007a; Barson et al., 2010), and they also play similar roles in stress (Ceccatelli
etal., 1989) and inflammation (Ait-Ali et al., 2004). Thus, the colocalization of GAL and
ENK in the PVN, induced by a HFD in a specific subset of small parvocellular neurons,
suggests that they may co-exist and be co-released, possibly from the same secretory
vesicles, to affect the same targets and potentiate each other’s actions.

The cause of this increased colocalization of GAL and ENK induced by a HFD may result,
in part, from the ability of GAL to act presynaptically to directly stimulate ENK levels. With
PVN injection of GAL found to stimulate ENK expression specifically in the medial part of
this nucleus (Karatayev et al., 2009), it is noteworthy that GAL is highly concentrated in
dendrites of the medial parvocellular neurons (Okere and Waterhouse, 2003), and its release
in this area may function through GAL receptors to activate local somato-dendritic circuitry
(Landry et al., 2005). Our immunohistochemical studies confirm that GAL is concentrated
in fibers more than soma, while the reverse is true for ENK (Fig. 2), and thus HFD-induced
stimulation of GAL levels in neurons of the medial PVN may increase GAL release onto its
somato-dendritic receptors that possibly exist on ENK-containing neurons. Alternatively,
GAL could be released from afferents arising from other hypothalamic or extra-
hypothalamic nuclei, including the arcuate nucleus, dorsomedial nucleus, central nucleus of
the amygdala or locus coeruleus, which also contain GAL neurons (Melander et al., 1986)
and project to the parvocellular PVVN (Sawchenko and Swanson, 1983; Cunningham and
Sawchenko, 1988). Whereas GalR1, the most abundant GAL receptor in the PVN, is
coupled to inhibitory G; proteins (Lang et al., 2007), this receptor subtype was not found
here to colocalize with ENK, in either chow- or HFD-fed rats. Thus, in stimulating ENK
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expression, GAL via GalR1 may act indirectly, perhaps through inhibition of the dense
network of y-aminobutyric acid-containing neurons that are present (Meister et al., 1988;
Sakaue et al., 1988) and tonically active (Tasker and Dudek, 1993; Han et al., 2002)
throughout the PVN. Alternatively, it may act via GalR2, which is coupled to stimulatory G-
proteins (Mitchell et al., 1997; Lang et al., 2007) and expresses mRNA in a select
subpopulation of parvocellular neurons in the PVN (O’Donnell et al., 1999) that may also
express ENK. Examination of this possibility must await the availability of antisera specific
to this receptor subtype (Hawes et al., 2005; Lu and Bartfai, 2009). Together, these analyses
provide evidence for possible substrates in the mPVN that, in response to a HFD, mediate
direct as well as indirect effects of the non-opioid GAL on the opioid peptide ENK and
suggest that GAL itself may play a role in mediating the stimulatory effect of HFD
consumption on PVN ENK.

4.3. Colocalization of OX,R and ENK in rats on HFD

Many studies of OX and its receptors have implicated this peptide system in the
consumption of a fat-rich diet (see Section 1). Whereas the double-labeling experiments in
chow-fed rats revealed little colocalization of the OX receptors with ENK in neurons of the
PVN, exposure to the HFD significantly increased the density of neurons double-labeled for
OX5R-IR and ENK-IR, which were predominantly medium in size and located specifically
in the medial parvocellular region of the pPVN. This coexistence of OX5R and ENK in a
subset of neurons suggests a possible role for this receptor subtype in stimulating the
expression or synthesis of ENK. The consumption of a HFD is found to stimulate the gene
expression and peptide levels of OX in the PFLH, which sends neuronal projections to the
PVN (Peyron et al., 1998; Chang et al., 2004; Qi et al., 2009), and direct injection of OX-A
or OX-B into the PVN increases feeding behavior through activation of the OX receptors
(Dube et al., 1999; Zhu et al., 2002). Similarly, PVN injection of OX-A, which binds to the
OX3R as well as OX4R (Sakurai et al., 1998), increases ENK mRNA in the medial PVN
(Karatayev et al., 2009). It is noteworthy that OX5R is an excitatory receptor coupled to
PKC and cAMP activation (Sakurai et al., 1998), the very same factors involved in
stimulating ENK expression (Borsook and Hyman, 1995; Hook et al., 2008). This supports
the idea that HFD-induced activation of OX and its OX3R can directly enhance the
expression and levels of ENK. Our studies identify a specific subset of neurons, specifically
medium size cells in the pPVN, which colocalize OX,R and ENK and possibly mediate this
close relationship between OX and the opioid peptide.

4.4. Consequences of colocalization of GAL or OX5R with ENK in PVN

With the peptides GAL and OX, similar to ENK, each strongly implicated in consummatory
behavior, the question that arises from these studies is the function that their HFD-induced
co-expression has in controlling the ingestion of this diet. A role for PVN ENK in
stimulating intake of fat is supported by evidence that rats prone to overconsuming a fat-rich
diet have higher expression of ENK in this nucleus, even when a HFD is not present (Chang
et al., 2010), and PVN injection of the p-opioid agonist and ENK analogue DAMGO
preferentially increases intake of a fat-rich diet (Naleid et al., 2007). The possibility that
both GAL and OX exert their effects, in part, by activating ENK in the PVN is supported by
evidence that pretreatment with an opioid receptor antagonist attenuates the feeding-
stimulatory effects of these non-opioid peptides (Dube et al., 1999; Sweet et al., 2004) and
that hypothalamically injected GAL and OX both stimulate the expression of ENK in the
medial PVN (Karatayev et al., 2009). The evidence of the present study suggests that OX
and GAL may directly increase ENK levels in medial parvocellular neurons of the PVN,
with this effect occurring in a subset of small GAL-IR neurons in the mPVN and of
medium-size OX,R-IR neurons in the pPVN. While the precise projections of these specific
PVN areas have not been fully elucidated, there is evidence that parvocellular cells in these
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regions do, in fact, have distinct projections sites in the brain (Kirchgessner et al., 1988;
Hallbeck and Blomgvist, 1999). Thus, whereas GAL and OX do not exert their effects solely
through ENK, the increased ENK produced by these non-opioid peptides, in response to
HFD intake, may affect different downstream nuclei and functions.

5. CONCLUSIONS

The present study addressed the question of how non-opioid peptides might interact with the
opioid ENK in the PVN, given the similarities between these peptides as they relate to
dietary fat. The results show that consumption of a diet rich in fat stimulates levels of GAL
and OX5R along with ENK in the same subset of neurons, and even within the same
neurons, in the medial parvocellular regions of mPVN and pPVN. We hypothesize that this
colocalization on a HFD is due, in part, to the activation of the opioid system by the non-
opioid peptides and also that ENK may mediate the functional effects of OX and GAL. This
expands the positive feedback circuits, described separately for GAL, OX and ENK as they
relate directly to dietary fat, and it incorporates ENK as an important downstream target of
the non-opioid peptides that further stimulates fat intake. With this sequence of events in the
positive feedback cycle, ENK as it induces the overconsumption of fatty foods may
contribute to addictive-like behaviors.
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Abbreviations

aPVN anterior paraventricular nucleus
ENK enkephalin

GAL galanin

GalR1 galanin 1 receptor

GalR2 galanin 2 receptor

HFD high-fat diet

immunoreactive

mPVN middle paraventricular nucleus

not significant

OX orexin

OX1R orexin 1 receptor

OX2oR orexin 2 receptor

PBS phosphate-buffered saline

PFLH perifornical lateral hypothalamus

pPVN posterior paraventricular nucleus

PVN paraventricular nucleus of the hypothalamus
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Fig. 1.

Galanin and enkephalin immunoreactivity is differentially enhanced after high-fat diet
intake in parvocellular neurons of the anterior paraventricular nucleus (aPVN), middle
paraventricular nucleus (mPVN) and posterior paraventricular nucleus (pPVN). Data are
mean + S.E.M., *p<0.05 vs. chow.
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Galanin
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Fig. 2.

Photomicrographs show increased immunoreactivity in parvocellular galanin and enkephalin
neurons of the paraventricular nucleus after high-fat diet intake. V: third ventricle. 10X
magnification. Scale bar in bottom right panel = 50 um. Dashed line represents border
between parvocellular paraventricular nucleus and medial preoptic area (galanin images) or
parvocellular paraventricular nucleus and magnocellular paraventricular nucleus (enkephalin
images).
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Fig. 3.

Galanin and enkephalin colocalization is increased in parvocellular neurons of the middle
paraventricular nucleus (mPVN) after high-fat diet intake. Data are mean + S.E.M., *p<0.05
vs. chow.
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Chow
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Fig. 4.

Photomicrographs show increased colocalization of galanin and enkephalin in the middle
paraventricular nucleus after high-fat diet intake. Red neurons contain galanin, green
neurons contain enkephalin, and yellow neurons contain both galanin and enkephalin. Right
panel illustrates individual and merged immunofluorescent images taken after high-fat diet
intake. White arrows indicate examples of neurons with colocalization, which can be seen in
both the main image and right panel. Main images: 20X magnification; right panel: 40X
magnification. Scale bar in main image = 50 pum.
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Fig. 5.

Galanin and orexin receptor immunoreactivity is differentially enhanced after high-fat diet
intake in parvocellular neurons of the anterior paraventricular nucleus (aPVN), middle
paraventricular nucleus (mPVN) and posterior paraventricular nucleus (pPVN). Data are
mean + S.E.M., *p<0.05 vs. chow.
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Fig. 6.

Photomicrographs show increased immunoreactivity in parvocellular galanin receptor 1 and
orexin receptor 2 neurons of the paraventricular nucleus after high-fat diet intake. V: third
ventricle. Scale bar in bottom right panel = 50 um. Dashed line represents border between
parvocellular paraventricular nucleus and magnocellular paraventricular nucleus (galanin
receptor 1 images) or parvocellular paraventricular nucleus and subparaventricular zone
(orexin receptor 2 images). 10X magnification.

Neuroscience. Author manuscript; available in PMC 2012 October 13.



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Barson et al.

25 - 25 -

OChow
m High-Fat Diet

20 20

15 1 15 -

10 - 10 A

Page 24

OChow
m High-Fat Diet

*

Percent of OX,R+ENK vs ENK Density
*
Percent of OX,;R+ENK vs OX,R Density

pPVN

Fig. 7.

pPVN

Orexin receptor 2 and enkephalin colocalization is increased in parvocellular neurons of the
posterior paraventricular nucleus (pPVN) after high-fat diet intake. Data are mean + S.E.M.,

*p<0.05 vs. chow.
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High-Fat Diet

Fig. 8.

Photomicrographs show increased colocalization of orexin receptor 2 and enkephalin in the
posterior paraventricular nucleus after high-fat diet intake. Red neurons contain orexin
receptor 2, green neurons contain enkephalin, and yellow neurons contain both orexin
receptor 2 and enkephalin. Right panel illustrates individual and merged immunofluorescent
images taken after high-fat diet intake. White arrow indicates the neuron with colocalization
that is seen in both the main image and right panel. Main images: 20X magnification; right
panel: 40X magnification. Scale bar in main image = 50 um.
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Table 1

In Experiment 2, the density of galanin (GAL) and enkephalin (ENK) single-labeled as well as double-labeled
neurons was increased in the parvocellular region of the middle paraventricular nucleus after high-fat diet
intake.

Peptide(s)  Chow High-Fat Diet
(cells/um? x 1074 (cells/[um? x 1074

GAL 118+0.18 3.88+0.28"

ENK 3.13+0.19 374+017"

GAL+ENK  0.05£0.03 0.62 +0.04™

Data are mean + S.E.M.

*
p<0.05 vs. chow.
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Table 2

In Experiment 2, colocalization of galanin (GAL) and enkephalin (ENK) after high-fat diet intake occurred
predominantly in small neurons within the middle paraventricular nucleus.

Soma Size  Diameter (um) % of Total

GAL+ENK

Neurons
Small 4-10 87.7%
Medium 10-18 12.3%
Large 18- 35 0.0%

Neuroscience. Author manuscript; available in PMC 2012 October 13.



1duasnuey Joyiny vd-HIN 1duasnue Joyiny vd-HIN

wduosnue Joyiny vd-HIN

Barson et al. Page 28

Table 3

In Experiment 4, the density of orexin 2 receptor (OX,R) and enkephalin (ENK) single-labeled as well as

double-labeled neurons was increased in the parvocellular region of the posterior paraventricular nucleus after
high-fat diet intake.

Peptide(s) Chow High-Fat Diet
(cells/um? x 107™4)  (cells/um?2 x 1074

OX,R 1.85+0.10 215+ 0.06*

ENK 2.20+0.16 3.33+ 0_20*

OX,R+ENK  0.10 +£0.01 0.33+0.03°

Data are mean+S.E.M.

*
p<0.05 vs. chow.
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Table 4

In Experiment 4, colocalization of the orexin 2 receptor (OX,R) and enkephalin (ENK) after high-fat diet
intake occurred predominantly in medium-size neurons within the posterior paraventricular nucleus.

Soma Size  Diameter (um) % of Total

OX,R+ENK
Neurons
Small 4-10 6.6%
Medium 10-18 81.1%
Large 18- 35 12.3%
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