
Embryogenesis of the histaminergic system in the pond snail, Lymnaea stagnalis, was investigated by
means of immunocytochemistry and HPLC assay. From the earliest onset of the of histamine-immunore-
active (HA-IR) elements, the labelled neurons were confined to the pedal, cerebral and buccal ganglia,
whereas no IR cells within the pleural, parietal and visceral ganglia were detectable during the embryo-
genesis. Peripheral projections of the embryonic HA-IR neurons were missing. No transient HA-IR neu-
rons could be found either inside or outside the CNS. The first HA-IR elements appeared at about E55%
of embryonic development, at the beginning of metamorphosis, and were represented by three pairs of
neurons located in the cerebral ganglia. Following metamorphosis, four pairs of HA-IR neurons were
added; two of them occurred in the pedal (E65% stage of development) and two in the buccal (E90%
stage of development) ganglia. During embryogenesis, HA-IR fibers were present in the cerebro-pedal
connectives and in the cerebral, pedal and buccal commissures, whereas only little arborization could be
observed in the neuropil of the ganglia. HPLC measurements revealed a gradual increase of HA content
in the embryos during development, corresponding well to the course of the appearance of immunola-
beled elements. It is suggested that the developing HAergic system plays a specific role in the process of
gangliogenesis and CNS plasticity of embryonic Lymnaea.

Keywords: Histamine – gastropods – molluscs – Lymnaea – embryogenesis – immunocytochemistry –
HPLC

INTRODUCTION

The biogenic imidazole amine, histamine (HA), is an important chemical messenger
widely distributed within the nervous system of both vertebrates and invertebrates.
The discovery of HA, its synthesizing and degrading enzymes, and specific HA
receptors in the nervous tissue of different species suggest that HA is a neurotrans-
mitter or a neuromodulator [19, 28].

In the vertebrate brain, HA has been detected in three cellular compartments of the
central nervous system (CNS): in hypothalamic tuberomammillary neurons and their
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processes [30], perivascular mast cells [29], and isolated microvessels [10]. The
mammalian central HAergic system appears to regulate general activities and gener-
al metabolism, such as arousal state, anxiety, activation of the sympathetic nervous
system, stress related release of hormones from the pituitary gland and of central
aminergic neurotransmitters, antinociception, water-retention and supression of eat-
ing [4].

Among invertebrates, the localization and possible role of HA was investigated in
detail first of all in the insect visual system. In insect photoreceptors, its presence and
function as a neurotransmitter was demonstrated and firmly established by immuno-
cytochemistry and electrophysiology, respectively [14, 15, 16, 28]. The occurrence
of HA is, however, not restricted to the visual, or other sensory systems [1, 5, 23] of
arthropods, but it was also found in interneurons and efferent nerve cells in the
central nervous system of insects [18, 27, 31], crustaceans [26], chelicerates [33], and
molluscs [13, 37]. Investigations on Aplysia have revealed much of the physiologi-
cal and pharmacological properties of the HAergic neurons [22], and the transmitter
role of HA in the feeding system has well been established [7]. In the course of a
recent study, we have described the distribution and biochemical properties of
HAergic elements in the central and peripheral nervous system of adult Lymnaea
stagnalis and Helix pomatia [17], showing a relative high number of HA-containing
neurons in the CNS, and a rich HAergic innervation of the ganglionic neuropils and
certain peripheral tissues as well. HPLC assay, uptake-release experiments, and the
demonstration of specific membrane effects of HA also suggested a signaling role of
this monoamine in the nervous system of pulmonate snails. At the same time, there
is no data on the developmental aspects of the HAergic system either in gastropods,
or in other groups of invertebrates.

Studies on transmitter expression by developing neurons have recently been per-
formed on a variety of model animals of invertebrate neurobiology. Investigations on
gastropods, including freshwater pulmonates, such as Lymnaea, Helisoma and
Planorbis, are greatly facilited by the relative simplicity of their nervous system and
the identification of physiologically well-characterized neurons and neural networks.
In addition, detailed knowledge has been accumulated on the morpho- and organo-
genesis of these animals, making them even more suitable for studies in develop-
mental neurobiology [24, 25, 32]. The embryogenesis of neurons, which contain
serotonin [21, 39], FMRFamide [8, 40], octopamine [12], dopamine/catecholamines
[9, 42], and nitrogen monoxide [34, 35, 36], has been described, showing a differ-
ence in timing and location of appearance of the different signaling systems during
development. The adult nervous system of Lymnaea and its signal molecules have
also been the focus of numerous biochemical, anatomical, physiological and behav-
ioral studies for a long time, furnishing important information on the cellular organi-
zation of different networks underlying behavior [2, 3, 6, 11, 20, 38, 43, 44].

Based on the above-mentioned data, the aim of the present study was to analyze
the development of the HAergic system in the embryonic pond snail, Lymnaea stag-
nalis, with special attention to the spatio-temporal pattern of the distribution of
HAergic neurons. The study included the determination of the exact time of appear-



ance of HAergic neurons in the CNS using immunocytochemistry, and the measure-
ment of HA concentrations at different embryonic developmental stages applying
HPLC technique.

MATERIALS AND METHODS

Animals

Embryos used in this study originated from egg masses laid in our laboratory. Adult
specimens of the pond snail, Lymnaea stagnalis were collected from the Kis-Balaton
Reservoir, kept thereafter in aquaria supplied with aerated running lakewater, and fed
on lettuce. Egg masses were also maintained in aquaria. Stages of embryonic devel-
opment were determined on the basis of specific morphological, morphometric and
behavioral features, according to Meshcharyakov [24] and Morrill [25]. Develop-
mental stages were expressed as a percentage of total embryonic development, where
0% (E0) corresponded to the first egg cleveage and 100% (E29) to hatching.

Immunocytochemistry

Immunocytochemical experiments were performed on whole-mount embryos, apply-
ing the two-step indirect immunofluorescence technique. Embryos were removed
from their egg capsule, the shell and the visceral mass was cut and the body mass was
immersed in freshly prepared fixative solution, containing 4% 1-ethyl-3(3-dimethyl-
aminopropyl)-carbodiimide (EDAC, Sigma) diluted in 0.1 M phosphate buffer (PB)
for 1.5 hours at room temperature, followed by additional fixation for 4 hours at 4 °C.
Finally, the embryos were postfixed with 2% paraformaldehyde (PFA) diluted in 0.1
M PB for 1 hour at room temperature. Prior to fixation, partial proteolytic digestion
was performed for 1.5 min at room temperature in 0.25% protease (type XIV, Sigma)
in phosphate buffered saline (PBS), in order to ensure the better penetration of
immunocytochemical reagents into the tissue. After fixation, preparations were thor-
oughly washed in several changes of 0.1 M PB. The immunocytochemical procedure
consisted of the following steps: (i) 60 min at room temperature in PBS containing
0.25% BSA and 0.25% Triton-X 100 (PBS-TX-BSA); (ii) 24 h incubation at 4 °C
with a polyclonal anti-HA antiserum raised in rabbit against HA coupled to succiny-
lated keyhole limpet hemocyanin with EDAC (DiaSorin, Stillwater, U.S.A.), diluted
to 1 : 1000 in PBS-TX-BSA (4% Triton-X-100); (iii) incubation with tetramethyl-
rhodamine-isothyocyanate tagged swine-anti-rabbit IgG (TRITC, DAKO) diluted to
1 : 50 in PBS-TX-BSA for 5 h at room temperature. Preparations were mounted in a
3 : 1 mixture of glycerol and PBS, viewed and photographed in a Zeiss Axioplan
compound microscope equipped with the appropriate filter sets.
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HPLC

Whole embryos (4–15 embryos for each HPLC assay, 4 parallel experiments for all
stages) were homogenized in 100 μl 2% perchloric acid. The HA concentrations
were measured by HPLC, according to the method of Yamatodani et al. [45]. The
perchloric extract was centrifuged and the aliquots of the supernatant were injected
by a CMA/200 automatic sample injector (CMA/Microdialysis, Stockholm, Sweden)
onto a 60-mm-long TSK-GEL Histaminepak cation exchange column (TOSO-
HAAS) and eluted with 0.25 M KH2PO4. The column effluent was then mixed on-
line with a solution of 0.1% ortho-phthalaldehyde (OPA, Fluka Chemie) and anoth-
er solution of 2 M NaOH and 0.2 M boric acid, and derivatized in a reaction loop
held at 45 °C, and then the reaction was terminated by on-line mixing with a 3 M
solution of phosphoric acid and the fluorescent OPA-derivatives were measured in a
Merck/Hitachi F-1050 fluorescence spectrophotometer at 450 nm with excitation at
360 nm. The data were collected and analyzed on a Merck/Hitachi D-2500 chroma-
tointegrator (Hitachi). The mobile phase and the three reaction solutions were all
pumped with Pharmacia LKB 2150 HPLC pumps (Pharmacia LKB Biotechnology).

RESULTS

Appearance and distribution of the HA-IR neurons in embryos

In Lymnaea embryos before stage E50% (end of veliger stage) no immunoreactivity
could be detected. HA immunoreactivity was first expressed by neurons within the
CNS at E55% stage of embryonic development (onset of metamorphosis), a time
point which corresponds to the premetamorphic veliger stage. At this early develop-
mental stage when nerve cells just begin to proliferate within the central ganglia,
three intensely stained, bilaterally symmetric HA-IR cell pairs could be found in the
anterodorsal quadrant of the embryo, an area corresponding to the cerebral ganglia
(Figs 1, 4). The labeled cells were localized close to each other in the right and left
cerebral ganglia. The morphology and size of these neurons were similar: small size
(diameter 20–25 μm) unipolar cells sent a fine axon processes through the develop-
ing ganglia into the cerebro-pedal connectives and the pedal commissure (Fig.
1B–D). Hence the cerebro-pedal loop could already clearly be identified at this time
of development of the HAergic system (Fig. 1A, C).

By stage E65% (postmetamorphotic, adult-like form), the first HA-IR neurons
represented by one pair of cells could be visualized in the pedal ganglia (Figs 2, 4).
The morphology and size of these cells, showing also bilateral symmetry, were simi-
lar to those found in the cerebral ganglia. Hence, at this early postmetamorphic stage,
altogether 8 cells expressing HA-immunoreactivity were present in the cerebral and
pedal ganglia of the developing CNS. The cerebral- and pedal commissures, as well
as the cerebro-pedal connectives contained labeled fibers originating from these neu-
rons.
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Acta Biologica H
ungarica 55, 2004 Fig. 1. HA-IR elements in Lymnaea embryos at E55% developmental stage. Whole-mount preparations, TRITC-labeling. (A) Low magnification fron-

to-horizontal view of an embryo, showing HA-IR neurons (EC) in the cerebral ganglia, and also labeled axon processes in the cerebro-pedal connec-
tives (cpc) and pedal commissure (pc). (B, C) – Higher magnification of the HA-IR cells (EC) in the cerebral ganglia, and their processes in the
cerebro-pedal connectives (cpc). (D) – HA-IR fibers, originating from EC neurons, in the cerebro-pedal loop formed by the cpc and pc. Ventral view.

Scale bars: 40 μm in A, 80 μm in B, C and D
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Fig. 2. By E65% developmental stage, the first pair of HA-IR neurons (EP) in the pedal ganglia becomes detectable (A–C). Both the pedal (pc)
and cerebral (cc) commissures, and the cerebro-pedal connectives (cpc) contain labeled fibers originating from the cells located in the cerebral
(EC) and the pedal (EP) ganglia, respectively (A–D). A – ventral view, B, C and D – dorsal view. Whole-mount preparations, TRITC-labeling.

Scale bars: 80 μm
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Fig. 3. HA-IR cells at E85–90% developmental stage in the cerebral, pedal and buccal ganglia of Lymnaea embryos. (A) Low magnification lat-
eral view of an embryo, showing HA-IR neurons in the cerebral (EC) and pedal ganglia (EP), as well as labeled fibers in the buccal commissure
(bc), and the cerebro-buccal (cbc) and cerebro-pedal (CPC) connectives. (B) Higher magnification detail of A. Two faintly labeled cells (EB) can
be seen in the buccal ganglion, and one additional cell (EP) appear in each pedal ganglion. (C, D) Dorsal view of the anterior (head) region,
showing the exact anatomical location of HA-IR cells and the organization of their projections. Note IR varicose arborization (arrowheads) in
the pedal ganglia. Whole-mount preparation,  TRITC-labeling. A and B – lateral view, C and D – dorsal view. Scale bars: 40 μm in A, 80 μm 

in B, C and D
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At E90% stage of embryonic development, one day before hatching, an addition-
al pair of neurons exhibited HA-immunoreactivity in the pedal ganglia (Figs 3A, B
and D, 4), and two pairs of immunoreactive neurons in the buccal ganglia were added
to the already existing small population of HA-IR neurons (Figs 3A, B and D, 4).
These cells represented the last HA-IR neurons detected during the embryogenesis of
Lymnaea. HA-IR processes could also be demonstrated in the buccal commissure
(Figs 3A–C, 4).

Hence altogether 14 HAergic neurons could be found before hatching in the devel-
oping CNS of the pond snail, Lymnaea stagnalis, and these HA-IR neurons were
confined to the cerebral, pedal and buccal ganglia (Fig. 4). No IR cell bodies in the
pleural, parietal or visceral ganglia could be observed during the embryogenesis, and
only little arborization of fibers was present in the neuropil of these ganglia. No
peripheral projections and peripheral cells labeled by anti-HA antibody were
detectable either, the axon processes of the HA-IR neurons remained within the gan-
glion ring until hatching.

Fig. 4. Schematic drawing of the embryonic development of HA-IR elements in the CNS of Lymnaea
stagnalis. Frontal and lateral views depicted at E55%, E65% and E90% developmental stages. cc – cere-

bral commissure, cpc – cerebro-pedal connective, pc – pedal commissure, bc – buccal commissure



HPLC assays

Concentrations of HA were determined from the E50–55% embryonic stage to
hatching (E100%). Data are summarized in Figure 5 and Table 1. At E55% stage of
embryogenesis, when the first HA-IR elements appeared, HA could be assayed in a
low concentration (0.66 ± 0.08 pmol/mg tissue). The low concentration values did
not change significantly during the following three stages (0.57 – 0.84 pmol/mg tis-
sue), but at E90% stage a rapid increase of HA content (1.17 ± 0.14 pmol/mg tissue)
could be measured, followed by the highest HA levels assayed at E95% develop-
mental stage (1.9 ± 0.2) and in hatchlings (1.76 ± 0.1).
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Fig. 5. Changes of HA concentrations at different developmental stages in Lymnaea embryos. Note the
significant increase of HA content from the late, E80% stage of embryogenesis

Table 1
HA concentrations at different embryonic stages of Lymnaea stagnalis

Developmental stages [HA] pmol/mg tissue

E55% (n = 4 × 15) 0.66 ± 0.08
E65% (n = 4 × 12) 0.57 ± 0.07
E75% (n = 4 × 10) 0.84 ± 0.07
E80% (n = 4 × 10) 0.78 ± 0.06
E90% (n = 4 × 8) 1.17 ± 0.14
E100% (n = 4 × 5) 1.90 ± 0.20
Hatchling (n = 4 × 5) 1.76 ± 0.10
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DISCUSSION

Our immunocytochemical and HPLC data show unequivocally that a small set of
HAergic neurons is present in the developing CNS of the pond snail, Lymnaea stag-
nalis. The first HA-IR cells appeared at the beginning of the formation of the cere-
bral ganglia (E55% developmental stage), followed until hatching by five additional
pairs of labeled neurons distributed in the cerebral, pedal and buccal ganglia. The
changes of HA content measured by HPLC correlated well with gradual appearance
of the HA-IR elements at different stages after metamorphosis.

The first FMRFamide-, dopamine- and serotonin-IR neurons appear in Lymnaea
very early, during the trochophore-veliger stages (E15-30% of embryogenesis), out-
side the future CNS, when no central ganglia yet exist. However, these latter cells
cease to express their transmitter phenotype by hatching, and therefore are called
transient cells [8, 39, 41, 42]. In contrast, we have not found any transient HA-IR
neuron either in- or outside the CNS during the embryonic development of Lymnaea,
and this also was characteristic for the octopaminergic system appearing very late,
one day before hatching [12]. The embryogenesis of neurons belonging to different
signaling systems in the Lymnaea CNS shows two basic types of temporal pattern:
i) early (veliger) appearance followed by a gradual increase until hatching in cell
number and arborization pattern (serotonin, FMRFamide [21, 39, 40, 41]); ii) late
appearance of neuronal populations with chemical specificity (dopamine,
octopamine [12, 42]). These findings were also supported by the parallel biochemi-
cal detection of the different bioactive substances with HPLC or radioimmunoassay.
The embryogenesis of the HAergic system does not seem to fit into any of the two
developmental types described above, but represents a third way of the embryogen-
esis of chemical specifity of neurons in Lymnaea. At E55% of development three
pairs of HA-IR cells appear in the cerebral ganglia, to which four pairs will be added,
hence a very small set of altogether 14 neurons is present in the CNS of hatching. In
addition, the localization of the HA-IR neurons is confined to three ganglia, the cere-
bral, pedal and buccal ones, and the labeled cells display little arborization in the neu-
ropil. This suggests that the embryonic HAergic system plays a specific, anatomi-
cally (synaptically) limited, local role in gangliogenesis and events of early neuronal
plasticity.

Compared to the number of HA-IR neurons (approximately 130) in the adult
Lymnaea CNS [17], the total number (14) of embryonic HAergic cells represent only
about a tenth of the fully developed, adult system. Similarly to the embryonic distri-
bution, the vast majority of the HA-IR neurons are located in the cerebral, pedal and
buccal ganglia of the adult Lymnaea [17], but in adults the neuropil of all central gan-
glia and several peripheral nerves are densely supplied by labeled processes. In
adults, a part of the peripheral tissues, such as the lip and foot, are also innervated by
HA-IR elements, and the statocysts attached to the pedal ganglia, contain 7 to 8 HA-
immunoreactive sensory cells. This shows unequivocally that the development of the
HAergic system does not stop at hatching, but numerous HA-IR cells will be added
to the already existing cell clusters of the central ganglia. It also involves the appear-



ance of other, novel cell groups in the three ganglia of the developing CNS, and also
the peripheral HAergic system evolves during postembryogenesis. All these findings
indicate that postembryogenesis (juvenile life) is the decisive period for the matura-
tion of the HAergic system, during which it would acquire not only its final distrib-
ution and anatomical shape, but also the functional/regulatory role(s) at both central
and peripheral levels would be fixed at this time.

The establishment of the HAergic system in the embryonic nervous system of
Lymnaea is obviously an early and stereotypic ontogenetic event. The small number
and easy identification of the embryonic HA-IR neurons as well as their clear spatio-
temporal pattern of emergence shown in this study provide a solid background for
future work to determine the possible role of HA in neurogenesis and behavioral
ontogeny of Lymnaea, as well as the exact time of the anatomical and functional
onset of the HAergic system in the course of postembryogenesis, in free-living juve-
niles.
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