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Summary

The crustacean stomatogastric ganglion, which is
situated in the ophthalmic artery, can be modulated by
both intrinsically released molecules and hormones. In the
crab Cancer borealis, over a dozen neuroactive compounds
have been identified in theinput axonsthat project into the
stomatogastric neuropil. However, littleisknown about the
modulator content of the two major neurohemal organs,
the sinus glands and the pericardial organs, in this crab.
We now report the results of a series of
immunocytochemical experiments designed to identify
putative neurohormones in these tissues. We find that the
majority of modulators present in the input axons of the
stomatogastric ganglion are also present in at least one of
the neurohemal organs. Specifically, allatostatin-like,
buccalin-like,  cholecystokinin-like, FLRFamide-like,
GABA-like, locustatachykinin-like, myomodulin-like,
proctolin-like, red pigment concentrating hormone-like
and serotonin-like immunoreactivities are all present in
both the stomatogastric neuropil and at least one of the

neurohemal organs. Thus, these substances are likely to
serveadual roleasboth local and hormonal modulator s of
the stomatogastric network. Two other substances, g-
pigment dispersing hormone and crustacean cardioactive
peptide, are not present in the stomatogastric neuropil, but
B-pigment dispersing hormone immunoreactivity is
present in the sinus glands and crustacean cardioactive
peptide immunoreactivity is present in the pericardial
organs. It is likely that crustacean cardioactive peptide
exertsitsinfluence on the stomatogastric neural circuit via
hormonal pathways. Double-labeling experiments show
that the patter nsof modulator co-localization present in the
stomatogastric neuropil are different from those in the
neurosecretory organs, suggesting that few rules of co-
localization hold across these tissues.

Key words. neurohormone, immunoreactivity, neuropeptides,
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Introduction

Recent work on the stomatogastric ganglion (STG) has shown
that this portion of the crustacean nervous system is an excellent
preparation for studying the neuromodulatory control of a small
neural circuit (HarrisWarrick et al. 1992). The STG is situated
in the ophthalmic artery and controls the rhythmic movements
of the gastric mill and pyloric regions of the foregut. Like most
neurd circuits, the STG is modulated by avariety of neuroactive
agentsthat are delivered to the ganglion by both input axons and
the hemolymph (Marder, 1987; HarrisWarrick et al. 1992,
Skiebe and Schneider, 1994; Blitz et al. 1995). In one of the
most well-studied crustacean species, the crab Cancer borealis,
over 12 digtinct neuroactive molecules have been identified in
the input axons that project to the STG (Marder et al. 1994).
Among these substances are y-aminobutyric acid (GABA;
Nusbaum et al. 1989), serotonin (5-HT; Beltz et al. 1984; Katz

et al. 1989), histamine (Christie, 1995) and dopamine (Marder,
1987) as well as neuropeptides identicd to or related to
alatostatin (Skiebe and Schneider, 1994), buccalin (Christie et
al. 1994a), cholecystokinin (CCK; Chrigtie et al. 1995),
SDRNFLRFamide and TNRNFLRFamide (FLRFamide;
Marder et al. 1987; Weimann et al. 1993), locustatachykinin
(Goldberg et al. 1988; Blitz et al. 1995), myomodulin (Chritie
et al. 1994a), proctolin (Marder et al. 1986) and red pigment
concentrating hormone (RPCH; Nusbaum and Marder, 1988).
Several studies have shown that the modulatory inputs that
project to the STG often contain more than one neuroactive
substance (Katz et al. 1989; Nusbaum and Marder, 1989;
Christie et al. 1993, 1995; Skiebe and Schneider, 1994; A. E.
Christie, B. J. Norris, M. J. Coleman, |. Cournil, M. P. Nusbaum
and E. Marder, in preparation).
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Like locally released modulators, hormones delivered to the
ganglion via the hemolymph are capable of exerting a
modulatory influence on the STG (Turrigiano and Selverston,
1990). In decapod crustaceans, neurohormones are known to
be released into the hemolymph from the pericardial organ
(PO), located in the pericardial cavity surrounding the heart,
and from the sinus gland (SG), located in the eyestalks (Cooke
and Sullivan, 1982). While a variety of neuromodulatory
agents have been identified in the POs and SGs of other
crustacean species (Cooke and Sullivan, 1982; Stangier et al.
1988; Dircksen et al. 1987, 1988; Dircksen, 1992, 1994,
Keller, 1992), little is known about the hormone complement
of these structuresin C. borealis. In this paper, we demonstrate
that many of the neuromodulatory substances found in the
input axons of the STG are also present in the POs and/or SGs.
Additionally, crustacean cardioactive peptide (CCAP), which
is found in neurosecretory structures of other crustacean
species (Stangier et al. 1988), isfound in the POs of C. borealis
and B-pigment dispersing hormone (8-PDH) is present in the
sinus gland of C. borealis. We find that few of the patterns of
co-localization present in the STG input axons are preserved
in the neurosecretory organs. Taken collectively, our data
suggest that many neuroactive substances may serve a dual
function as both an intrinsically released modulator and a
hormonal modulator in the C. borealis STG. Moreover, few
rules of co-localization apply across these tissues. Some of
these data have appeared previously in abstract form (Christie
et al. 1994b).

Materials and methods
Animals

Rock crabs, Cancer borealis Stimpson (N=91), were
obtained from Neptune Lobster and Seafood Company,
Boston, MA, USA, and maintained without food in artificial
seawater aguaria at 10-12°C.

Peptides
CCK8S04 and substance P were purchased from Sigma.
RPCH was obtained from Peninsula Laboratories.
TNRNFLRFamide was synthesized by James Weimann,
Brandeis University.

Antibodies

All of the antibodies used in this study have been previously
used in studies of the crustacean stomatogastric nervous system
and/or other crustacean tissues. The references that follow the
description of each antibody describe the development of the
antibody and the specificity of its staining in crustacean
nervous tissue. The anti-buccalin used was a rabbit polyclonal
antiserum raised against buccain A (Miller et al. 1992;
Christie et al. 1994a). This antibody was employed at a final
dilution of 1:300. The anti-myomodulin was a rabbit
polyclonal antiserum raised against myomodulin C (Miller et
al. 1991; Christieet al. 1994a), used at afinal dilution of 1:300.
For the localization of proctolin immunoreactivity, a rabbit

anti-proctolin polyclonal antibody (Daviset al. 1989) was used
at a concentration of 1:300. This antibody stains identical
structures seen with other proctolin antibodies in the
stomatogastric nervous system (Marder et al. 1986).
FLRFamide-like immunoreactivity was examined using a
rabbit anti-FM RFamide polyclonal antibody (671M; Marder et
al. 1987) at a dilution of 1:200. While this antibody was
generated against FMRFamide, it shows equal or greater
recognition for extended FL RFamide-like peptides (Marder et
al. 1987), which have been purified from C. borealis and make
up the largest component of the RFamide-related peptides in
C. borealis (Weimann et al. 1993). Biochemical studies failed
to find any FMRFamide in these animals (Marder et al. 1987;
Weimann et al. 1993). Additionaly, in other crustacean
species, al of the peptides thus far characterized in this family
have been extended FLRFamide peptides (Trimmer et al.
1987; Mercier et al. 1993; Keller, 1992). Together these data
indicate that the staining obtained with this antiserum is due to
the presence of one or more of the family of FLRFamide
peptides, and we hereafter will refer to this antibody as an anti-
FLRFamide antibody. The anti-RPCH was a rabbit polyclonal
antibody (Madsen et al. 1985; Nusbaum and Marder, 1988).
This antibody was used at a concentration of 1:200.
L ocustatachykinin-like immunoreactivity was examined using
a rat anti-substance-P monoclonal antibody (Accurate) at a
final dilution of 1:300 (Goldberg et al. 1988). This antibody
has broad specificity for a wide range of tachykinin-like
peptides. We now believe that the anti-substance P antibody
labels peptides more closely related to the insect tachykinins
than to vertebrate tachykinins for reasons discussed in detail in
Blitz et al. (1995), and therefore call this immunoreactivity
locustatachykinin-like immunoreactivity (Blitz et al. 1995). 5-
HT-like immunoreactivity was studied using a rat anti-5-HT
monoclonal antibody (Accurate) at 1:200 (Beltz et al. 1984;
Katz et al. 1989). CCK-like immunoreactivity was studied
using two mouse monoclona antibodies, anti-CCKczs-9n and
anti-CCK 374, and one rabbit polyclonal antibody, anti-
CCK243-4, al generated against mammalian CCK8 (Turrigiano
and Selverston, 1991; Christie et al. 1995; P. Sithigorngul, C.
Cowden and A. O. W. Stretton, in preparation). Previous work
has shown that each of these antibodies recognizes a different
set of CCK-like moleculesin C. borealis (Christie et al. 1995).
All of the CCK antibodies were used at final concentrations of
1:300. The anti-B-pigment dispersing hormone (B-PDH)
antibody used in this study was a rabbit polyclonal antibody
(Dircksen et al. 1987; Mortin and Marder, 1991), used at afinal
dilution of 1:500. The anti-crustacean cardioactive peptide
(CCAP) antibody used was a rabbit polyclona antibody
(Stangier et al. 1988) and was used at afinal dilution of 1:500.
The anti-GABA antibody was a rabbit polyclonal antibody
(Sigma) and was used at 1:500 (A. E. Christie and M. P.
Nusbaum, unpublished results). The anti-allatostatin was a
rabbit polyclona antibody (Skiebe and Schneider, 1994) and
was used at afina dilution of 1:500.

Our prior experience with the stomatogastric nervous system
of C. borealis failed to indicate any cross-reactivity of these



reagents and suggested that, although some of these antibodies
label classes of molecules (e.g. anti-FLRFamide, etc.), each
appears to be labeling a unique set of antigens. However,
because there is always the possibility that different peptides
may be present in the sinus gland or pericardial organ and in
the stomatogastric nervous system, we did an additional series
of preabsorption controls in the pericardial organ for those
antibodies used in double-labeling experiments that are known
to label families of molecules. In these experiments, the
antiserum was preincubated with the peptide for 2h at room
temperature prior to application to the pericardial organs.
FLRFamide-like staining was not blocked by 10=5mol -1
CCK8S04 (N=3) or RPCH (N=3). RPCH-like staining was not
blocked by 107°>moll~1 TNRNFLRFamide (N=3) or
CCK8S04 (N=3). Proctolin-like staining was not blocked by
10~5mol |1 substance P (N=3). CCK-like (C-36) staining was
not blocked by preincubation with TNRNFLRFamide or
RPCH. The staining in the pericardial organs generated by
each of the above-mentioned antisera was abolished by
preabsorption with 10~7 mol | ~1 of the peptide used to generate
the antiserum (N=2 preparations for each antibody;
TNRNFLRFamide was used to block anti-FL RFamide).

The secondary antisera were goat anti-mouse, goat anti-
rabbit and goat anti-rat affinity-purified 1gGs labeled with
either fluorescein or rhodamine. All secondary antisera were
purchased from Boehringer-Mannheim and used at fina
dilutions of 1:25.

Whole-mount immunocytochemistry

Pericardia organs (POs) and eyestalks were processed for
immunocytochemistry as whole mounts using indirect
immunofluorescence methods modified from Beltz and Kravitz
(1983). Animals were cold-anesthetized by packing in ice for
15-30min prior to dissection. All tissue was dissected in chilled
(approximately 4°C) physiological saline (440 mmol |~1 NaCl;
11mmol =1 KCI; 26mmol -1 MgCly. 13mmol =1 CaCly;
11mmol I =1 Trizma base; 5mmol | =1 maleic acid; pH 7.4-7.6),
fixed overnight in 0.1moll~1 sodium phosphate buffer
(pH 7.3—7.4) containing either 4% paraformaldehyde (for anti-
5-HT, anti-GABA, anti-CCKcss-gH, anti-CCKc37-48, anti-
CCKo2434, anti-RPCH, anti-FLRFamide, anti-proctolin, anti-
substance P, anti-B-PDH, anti-myomodulin and anti-buccalin)
or 4% paraformadehyde and 1% 1-ethyl 3(3
dimethylaminopropyl)-carbodiimide (EDAC; for anti-CCAP),
and subsequently rinsed six times over approximately 6h in a
solution of 0.1mol =1 sodium phosphate (pH 7.2) containing
0.3% Triton X-100 (P-Triton). Fixation, and all subsequent
processing, was carried out at a temperature of approximately
4°C. The incubation in primary antibody (or antibodies in the
case of double-labeling experiments) was performed in P-Triton
for 18-72h (10% goat normal serum was added to all reactions
to reduce nonspecific binding). Tissues were again rinsed six
times in P-Triton over approximately 6h. Secondary antibody
incubations were also carried out in P-Triton. For double-
labeling experiments, a cocktail of goat anti-mouse and goat
anti-rabbit or goat anti-rat and goat anti-rabbit 1gG was
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employed. After incubation with secondary antibody (12-24 h),
each preparation was rinsed six times at 1h intervals in
0.1mol =1 sodium phosphate buffer (pH7.2). Following the
final rinse, tissues were mounted between glass coverdipsusing
a solution of 80% glycerin, 20% 20mmol =1 sodium
carbonate, pH 9.5.

Data collection

All preparations were viewed with a BioRad MRC 600 |aser
scanning confocal microscope equipped with a krypton/argon
mixed gas laser and the standard YHS [for rhodamine (excitor
filter, 568 nm DF10; dichroic reflector, 585nm DRLP;
emission filter, 585 nm EFLP)] or BHS[for fluorescein (excitor
filter, 488nm DF10; dichroic reflector, 510nm LP; emission
filter, 515nm LP)] filter blocks provided by the manufacturer.
For double-1abeled preparations, the manufacturer-supplied K1
(488 and 568nm dual excitation, dual dichroic reflector)/K2
(dichroic, DR 560 hm LP; green emission filter, 522 nm DF35;
red emission filter, 585 nm EFLP) filter set was employed. All
micrographs were printed using a Sony Mavigraph color video
printer.

Results
Neurohormones in the sinus gland

In decapod crustaceans, hormones released from severa
peripheral neurosecretory sites (Fig. 1) have been shown to
modulate the output of more centrally located neurons,
including neurons contained within the stomatogastric
ganglion (STG; Turrigiano and Selverston, 1990). Primary
among these peripheral neurosecretory tissues are the sinus
glands (SGs), located in the eyestalks, and the pericardia
organs (POs), located on the walls of the pericardial cavity. As
is schematically illustrated in Fig. 1, hormones released from
both the SGs and the POs are delivered to the STG through a
semi-closed hemolymph system. Specifically, hormone-
containing hemolymph is delivered to the STG via the
ophthalmic artery, in which the STG is located.

In brachyuran crabs, such as C. borealis, the SG is
recognizable as an iridescent white structure located just below
the connective tissue sheath of the optic ganglia (Cooke and
Sullivan, 1982). In size, the SG is approximately 500 um long,
300 um wide and 100 um thick (Fig. 2A). The majority of
neurons that project to the SG are located in the X-organ (XO),
a loosely associated group of several hundred somata present
in the medulla terminalis ganglion of the eyestalk (Cooke and
Sullivan, 1982). The X O somata project to the SG via the sinus
gland nerve. While it is postulated that 90% of the inputs to
the crustacean SG are from the XO somata, several additional
input axons project to the SG from somata located in the
supraoesophageal ganglion, commonly referred to as ‘the
brain’, and other more posteriorly located ganglia (Cooke and
Sullivan, 1982).

Of the 14 antibodies used in this study, only anti-allatostatin
(N=8), anti-B-PDH (N=8), anti-proctolin (N=8) and anti-RPCH
(N=8) give rise to labeling in the C. borealis SG (Fig. 2). In
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of neurohormonal pathways to
the stomatogastric  ganglion
(STG). The X-organ/sinus gland
complex (XOSG) and the

Fig. 1. Schematic representation ’

Brain CG
O

pericardial organs (PO) are the
major neurohemal structures in
the crab. Hormones released into
the hemolymph by both the ‘
XOSGs, located in the eyestalk

STG
) E——— 7 - @:@ :
Ophthalmic artery

(ES), and the POs, located in the

pericardial chamber, are pumped by the heart through the ophthalmic artery to the stomatogastric ganglion. Neurohormones and modulator-
containing axons [which project to the STG from the more anteriorly located commissural ganglia (CG), oesophageal ganglion (OG) and
supraoesophageal ganglion (brain)], have been shown to influence the motor output of the STG neural circuit.

Fig. 2. Modulator immunolabeling in the sinus gland of
the crab Cancer borealis. (A) Low-magnification view
of red pigment concentrating hormone-like
immunoreactivity in the sinus gland. This image, a
maximum projection of 40 optical sections taken at
2.0 um intervals, shows the entire sinus gland, which is
composed of input fibers and their associated
neurosecretory varicosities. (B) A high-magnification
view of dlatostatin-like immunoreactive profiles in the
sinus gland. This image is a maximum projection of 15
optical sections taken at 1.0 um intervals. (C) A high-
magnification view of proctolin-like immunoreactive
profiles in the sinus gland. This image is a maximum
projection of five optical sections taken at 1.0 um
intervals. (D) A high-magnification view of B-pigment
dispersing hormone-like immunoreactive profiles in the
sinus gland. This image is a maximum projection of 20
optical sectionstaken at 1.0 um intervals. Scalebar in A,
100 um. B, C and D are presented at the same scale.
Scale bar in D, 50 um.

each case, these antibodies label both fibers and varicosities
within the SG. Fiberslabeled by anti-allatostatin, anti-proctolin
and anti-RPCH are generally only faintly stained and average
less than 1.0 um in diameter. In contrast, the fibers stained by
anti-B-PDH are more intensely labeled and are much larger,
often exceeding 10um in diameter. The varicosities are

brightly stained by all four labels, dightly ovoid and, on
average, 15 um in mgjor cross-sectional diameter.

The source of most of the allatostatin-like, proctolin-like and
RPCH-like immunoreactivity appears to be the XO. In these
preparations, fiber bundles can be seen to project from labeled
somata in the XO to the SG. Anti-B-PDH does not label any



Fig. 3. Modulator immunolabeling in nerve
trunks of the pericardial organ of the crab
Cancer borealis.  Immunocytochemical
experiments show that (A) alatostatin-like,
(B) buccdin-like, (C) crustacean
cardioactive peptide-like, (D) CCK2434-
like, (E) CCKczs-9H-like, (F) FLRFamide-
like, (G) GABA-like, (H) myomodulin-like
and (I) 5-HT-likelabdling are present in the
POs. Images are maximum projections of
(A) 33, (B) 16, (C) 28, (D) 10, (E) 20,
(F) 20, (G) 10, (H) 15 and (1) 10 optica
sections taken a 1.0um intervals. All
images are presented at the same scae.
Scale bar, 50 um.

somata in the region of XO. In anti-B3-PDH-labeled eyestalks,
it is a fascicle of intensely immunoreactive fibers projecting
from the optic nerve that is the source of the staining seen in
the SG.

While not the focus of this paper, it is important to note that
other structures in the eyestalk may aso serve a neurohemal
function (Cooke and Sullivan, 1982). Although not in the SG,
buccalin-like (N=8), CCK243.4-like (N=8), CCKcazs-.oH-like
(N=8), CCK c37-4e-like (N=8), GABA-like (N=8), FLRFamide-
like (N=8), locustatachykinin-like (N=8), myomodulin-like
(N=8) and 5-HT-like (N=8) immunoreactivities are present in
the eyestalk. Anti-CCAP (N=8) does not label any profilesin
the eyestalk.

Neurohormones in the pericardial organs

In brachyurans, the paired POs are located in the latera
pericardial cavity and consist of two or morelongitudinal nerve
trunks that are connected to one another by vertical nerve bars
(Maynard, 1961a,b). The nerve trunks and bars that form the
POs are elaborations of the segmental nerves, often referred to
as the second roots, which project from the thoracic ganglionic
mass to the pericardia cavity (Maynard, 1961a). Somata that
giveriseto the neurosecretory terminalsin brachyuran POs are
distributed throughout the nervous system of these species
(Cooke and Sullivan, 1982). In C. borealis, the nerve trunks of
the POs commonly exceed 1cm in length.

In the nerve trunks of the POs, anti-allatostatin (N=8), anti-
proctolin (N=8), anti-RPCH (N=8), anti-buccalin (N=8), anti-
CCK243-4 (N=8), anti-CCKcazson (N=8), anti-substance P
(N=8), anti-GABA (N=8), anti-FLRFamide (N=8), anti-
myomodulin (N=8), anti-5-HT (N=8) and anti-CCAP (N=8) all
giveriseto staining in avariety of profiles (Fig. 3). Only anti-
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B-PDH (N=8) and anti-CCKca7-4e (N=8) failed to label
structures in the POs of C. borealis.

As was seen in the SGs, PO profiles labeled by all of the
antibodies include both fibers and varicosities. The labeled
fibers are generally 0.5-6.0 um in diameter, although fibersin
excess of 10 um were occasionally seenin preparations labeled
with anti-buccalin. The varicosities labeled by each of the
antibodies ranged from less than 5 to over 20 um in major
cross-sectional diameter. Generally, the smaller varicosities,
those less than 10 um in major cross-sectional diameter, are
present in the sheath region of the nerve trunks while the larger
varicosities stud the immunoreactive fibers in such a way that
they appear like ‘beads on a string’.

While we made no attempt to document the source(s) of
immunolabeling seeninthe POs, it islikely that somata present
in the thoraci ¢ ganglionic mass and/or the commissural ganglia
(CGs) contribute to the labeling, as neurons present in both
areas are known to project to the POs (Cooke and Sullivan,
1982; Dircksen, 1994; Keller, 1992). Likewise, some of the
immunoreactivity we report may originate from somatalocated
in the segmental nerves (Cooke and Sullivan, 1982).

Patterns of co-localization in the pericardial organs

Because many of the modulators present in the STG are also
present in the POs, we conducted a series of double-labeling
experiments (Fig. 4) to determine whether the patterns of
modulator co-localization present in the STG were preserved
in the POs.

The gastropyloric receptor (GPR; Katz et al. 1989) neurons
co-localize 5-HT and allatostatin (Skiebe and Schneider,
1994). Processes of the GPR neurons showing co-localization
of alatostatin and 5-HT ramify within the STG neuropil. To
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Fig. 4. Co-locaization of modulator
immunoreactivities in the pericardia
organ. (A-D) This series of micrographs
are merged pseudocolor composites of
simultaneously collected fluorescein and
rhodamine images from single focal
planes. (A,B) In this set of micrographs,
taken from the same pericardia organ,
green codes for profiles showing only
RPCH-like immunoreactivity, red codes
for profiles exhibiting only CCKc36-9H-
like immunoreactivity and yellow codes
for structures showing immunoreactivity
for both antibodies. Asisevident in these
images, this antibody combination gives
rise to both uniquely labeled and co-
labeled profiles. (C,D) In these
micrographs, taken from the same
pericardial organ, green codes for
profiles showing only substance P-like
immunoreactivity, red codes for profiles
exhibiting only proctolin-like
immunoreactivity and yellow codes for
structures showing both substance P-like
and proctolin-like immunoreactivity.

Again, this antibody combination gives rise to both uniquely labeled (proctolin-like single-labeled profiles, not shown) and co-labeled profiles.

All images are presented at the same scale. Scale bar, 25 um.

determine whether any of the 5-HT-like immunoreactive
profiles in the POs adso contain allatostatin-like
immunoreactivity, we subjected eight pericardial organs to
simultaneous immunoprocessing for both 5-HT-like and
alatostatin-like labeling. None of the eight POs showed co-
localization of allatostatin-like immunoreactivity and 5-HT-
like immunoreactivity.

Another pair of projection neurons that contribute to the
STG neuropil are the large varicosity fibers (LVFs), a pair of
axons that projects to the STG from somata located in the
commissural ganglia (CGs; Christie, 1995; Christie et al. 1995;
A. E. Christie, D. Baldwin, E. Marder and K. Graubard, in
preparation). In the C. borealis STG, the LVF arborization has
been shown to contain CCKcseson-like, CCKo434-like,
FLRFamide-like and RPCH-like immunoreactivities (Christie
et al. 1995; A. E. Christie, D. Baldwin, E. Marder and K.
Graubard, in preparation). To determine whether any PO
processes contained this cotransmitter complement, we paired
anti-CCKcss-9n With antibodies specific for each of the
remaining LVF cotransmitters (N=8 for each combination of
antibodies). None of the antibody pairings gave rise to a
complete overlap of labeled profiles, but each of the anti-
CCKc36-91/anti-FLRFamide and anti-CCK c36-gn/anti-RPCH
immunoprocessed POs showed some profiles that were co-
labeled (Fig. 4A,B). No overlap in immunoreactive structures
was seen in the POs immunoprocessed for CCK c3s-91-like and
CCK243-4-like immunoreactivities. Thus, while it is possible
that some PO processes could contain CCKcazs.gn-like,
FLRFamide-like and RPCH-like immunoreactivities, these
processes do not contain CCK 243-4-like labeling and therefore

do not have a cotransmitter complement identical to that of the
LVFs.

The modulatory commissural neuron 1 (MCN1) contains
locustatachykinin-like peptide, GABA and proctolin (Christie
et al. 1993; Blitz et al. 1995; A. E. Christie, B. J. Norris, M.
J. Coleman, I. Cournil, M. P. Nusbaum and E. Marder, in
preparation). To determine whether the locustatachykinin-like
peptide-containing profiles of the POs also contain GABA
and/or proctolin, double-labeling experiments pairing anti-
substance P, which recognizes |ocustatachykinin-like peptides
in the crab (Blitz et al. 1995), with either anti-proctolin (N=8
POs) or anti-GABA (N=8 POs) were conducted. In anti-
substance P/anti-proctolin labeling experiments, although no
preparation gave rise to complete overlap of stained profiles,
all preparations showed some profiles that clearly contained
both immunoreactivities (Fig. 4C,D). In none of the POs
|abeled with both anti-substance P and anti-GABA was any co-
localization of immunostai ning seen. On the basis of the results
of our anti-substance Planti-proctolin and anti-substance
P/anti-GABA double-labeling experiments, it is clear that the
combination of locustatachykinin-like peptide, proctolin and
GABA seenin the STG is not present in the POs.

One pair of neurons that is known to project to the POs in
several brachyuran species are the L-cells of the CGs (Cooke
and Sullivan, 1982). The L-cell somata are the largest somata
found in the CGs. In C. borealis, these neurons commonly
exhibit soma diameters greater than 150 um (A. E. Chrigtie, V.
L. Kilman and E. Marder, unpublished results). As the L-cell
somata are readily identifiable by their size, it is easy to
document the modulators contained within them using



immunocytochemical  techniques.  Immunocytochemical
studies performed on C. borealis indicate that the L-cells
contain at least 5-HT, an extended FLRFamide-like peptide
and proctolin (HarrisWarrick et al. 1992). Anti-5-HT/anti-
proctolin and anti-5-HT/anti-FLRFamide double-labeling of
the POs in C. borealis show that each antibody pair gives rise
to both singly labeled and co-labeled profiles (N=8 POs for
each pairing). Although we have not directly shown that 5-
HT/proctolin and 5-HT/FLRFamide co-labeled profiles are
projections from the L-cells and anti-proctolin/anti-
FLRFamide double-labels have not been undertaken, it is
likely that some of the co-localized processes originate from
the L-cell.

Discussion

The stomatogastric ganglion (STG) is located within the
ophthalmic artery and is therefore likely to be modulated by
neuroactive substances released into the hemolymph. There is
an extensive literature characterizing the substances found in
the pericardial organs (POs) and sinus glands (SGs) of many
crustacean species and describing many important hormonal
actions of these substances (Cooke and Sullivan, 1982;
Stangier et al. 1988; Dircksen et al. 1987, 1988; Dircksen,
1992, 1994; Keller, 1992). However, little is known about the
substances present in the POs and SGs of C. borealis, the
species of crab on which many studies of STG
neuromodulation have focused. In the present paper, we have
shown that many neuromodulatory substances found in the
input axons that project to the C. borealis STG are also present
in the POs and/or SGs, as is summarized in Fig. 5.

We did not attempt to locate the somata that give rise to the
immunoreactivities seen in the POs in Cancer borealis,
although much elegant anatomical work in other species has
identified the positions of some of these somata (Dircksen,
1994; Keller, 1992). Until recordings from the neurons that
give rise to the PO terminals are made, it will be difficult to
determine the physiological pathways that control release from
these terminals. It is interesting that we found GABA-like
immunoreactivity in preparations of the POs, although GABA
is usualy not thought to function as a hormone. This suggests
the intriguing possibility that there might be local control by
GABAergic terminals of peptide release in the PO.

The localization of a neuroactive substance to both local and
hormonal release sites suggests that the substance in question
may serve a dual function as both an intrinsic modulator and
a neurohormone (Keller, 1992). This dual function is
significant physiologically as the effects of many modulators
are highly concentration-dependent, and the concentration of
intrinsic versus hormonally released modulator is likely to be
quite different at a given target. As we have shown, in C.
borealis, proctolin-like immunoreactivity is present in both the
STG neuropil and the neurohemal organs. In this animal, the
effects of proctolin show concentration-dependence. The
threshold for proctolin action on the STG is quite low (Marder
et al. 1986), well within the concentrations that could result
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Fig. 5. Venn diagram showing the differential distribution of
neuromodulatory substances in the stomatogastric ganglion, the
pericardial organs and the sinus glands of Cancer borealis. AST,
allatostatin (Skiebe and Schneider, 1994); BUC, buccalin (Christie et
al. 1994a); CCAP, crustacean cardioactive peptide; CCK,
cholecystokinin (243-4, C36-9H and C37-4E refer to three different
antibodies, each of which recognizes a different set of CCK-like
peptides in C. borealis; Christie et al. 1995); FLRF, FLRFamide
(Marder et al. 1987; Weimann et al. 1993); GABA, y-aminobutyric
acid (Nusbaum et al. 1989); LomTK, locustatachykinin (Blitz et al.
1995); MY O, myomodulin (Christie et al. 1994a); PDH, B-pigment
dispersing hormone (Mortin and Marder, 1991); PROC, proctolin
(Marder et al. 1986); RPCH, red pigment concentrating hormone
(Nusbaum and Marder, 1988); 5-HT, serotonin (Beltz et al. 1984;
Katz et al. 1989).

from hormonal release. However, higher concentrations, that
almost certainly would require local release within the STG
neuropil, produce different effects. At 10~7"mol I~1 proctolin
or less, the pyloric motor pattern is activated or enhanced
(Marder et al. 1986). Asthe concentration of proctolinisraised
to 10-5mol -1, the gastric rhythm is also enhanced. At
concentrations of proctolin greater than 10~>mol I-1, a novel
rhythm, resulting from afusion of the pyloric and gastric motor
outputs, is elicited (M. P. Nusbaum, personal communication).
It islikely therefore that hormonally delivered proctolin might
produce qualitatively different effects from those that occur
when proctolin is released from individual modulatory
projection neurons.

Only alatostatin-like, proctolin-like and RPCH-like
peptides are present in the STG, POs and SGs (Fig. 5). All but
one of theimmunoreactivitiesfound in the STG was a so found
in the POs, indicating that almost all of the neuromodulatory
substances found in input fibers to the STG may also be
circulating hormones and may reach the STG by two different
routes. Only two substances were found in the neurosecretory
structures that are not also present in input fibers to the STG.
B-PDH is found in the sinus gland only, does not have any
known actions on the networks of the STG, and may therefore
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play no role in the modulation of the STG networks. However,
the identification of CCAP-like immunoreactivities in the POs
of C. borealis helpsto explain the modulatory effects of CCAP
on the STG neural circuit. CCAP has strong excitatory actions
onthe STG (Weimann et al.1992; Marder and Weimann, 1992;
J. M. Weimann, P. Skiebe, H. G. Heinzel and E. Marder,
unpublished observations) but is not found in terminals in the
STG, suggesting that the actions of CCAP are hormonally
mediated. Likewise, many muscles of the gastric mill and
pylorus are modulated by a variety of bioactive agents that are
not present in the fibers that innervate them (Jorge-Rivera and
Marder, 1995), suggesting that hormona modulation may
account for these actions as well.

Recent work on the intrinsic inputs to the STG has shown
that many of these projection neurons contain unique
constellations of cotransmitters (Katz et al. 1989; Nusbaum
and Marder, 1989; Christie, 1995; Christie et al. 1993, 1995;
Skiebe and Schneider, 1994; A. E. Christie, B. J. Norris, M. J.
Coleman, |. Cournil, M. P. Nusbhaum and E. Marder, in
preparation; A. E. Christie, D. Baldwin, E. Marder and K.
Graubard, in preparation). These unique cotransmitter
complements have been postulated as one mechanism for
segregating the modulatory actions of inputs sharing acommon
modulator (Marder et al. 1995). From our double-labeling
experiments in the POs, it appears that none of the
cotransmitter complements thus far identified in the STG are
preserved in the neurohemal tissues. For example, in the STG,
all locustatachykinin-like immunoreactivity is found co-
localized with both proctolin-like and GABA-like
immunoreactivity (Christie et al. 1993; A. E. Christie,
unpublished results). In the PO, however, while some profiles
show a co-localization of both locustatachykinin-like and
proctolin-like immunoreactivity, additional profiles containing
only locustatachykinin-like peptide are also present. Moreover,
in the POs, no locustatachykinin-like profiles contain GABA-
like immunolabeling. Thus, the patterns of cotransmitters
found with locustatachykinin-like peptides in the POs are
different from those in the STG. Thisreinforces the conclusion
of Siwicki et al. (1987), who found different patterns of co-
localization of small-molecule transmitters in the proctolin-
containing neurons in Homarus americanus. As more
knowledge of the co-localization patterns of neurotransmitters
in these animals becomes available, it will be interesting to
determine whether each identified neuron displays a unique
complement of cotransmitters.
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