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Abstract

Successful reproduction in vertebrates depends upon the actions of gonadotropin-releasing hormone
(GnRH). Despite the wide presence of GnRH in Phylum Chordata, GhRH has not been isolated in
protostomes other than the common octopus. To provide information on the evolution of this critical
hormone, we isolated the full-length cDNA of a GnRH-like molecule from the central nervous system
of a gastropod mollusk, the sea hare Aplysia californica. The open reading frame of this cDNA
encodes a protein of 147 amino acids. The molecular architecture of the deduced protein is highly
homologous to that reported for the prepro-octopus GnRH (oct-GhnRH) and consists of a putative
signal peptide, a GnRH dodecapeptide, a downstream processing site, and a GnRH-associated peptide
(GAP). The deduced amino acid sequence of the Aplysia GnRH (ap-GnRH) is QNYHFSNGWYAG
and differs from oct-GnRH by only two amino acids. The transcript for ap-GnRH is widely expressed
in the central nervous system (CNS), the ovotestis, and the atrial gland, an exocrine gland.
Immunocytochemistry (ICC) using an antiserum against oct-GnRH detected immunoreactive
neurons in all CNS ganglia examined, and the staining was abolished by the preadsorption of the
antiserum with synthetic ap-GnRH. In sum, ap-GnRH sequence is the first gastropod GnRH-like
molecule to be elucidated. Further, it represents one of the only two GnRH-like molecules found
outside Phylum Chordata. These data refute the possibility that oct-GnRH arose singly in
cephalopods by convergent evolution and provide valuable support for an ancient origin of GhRH
during metazoan evolution.
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Introduction

In vertebrates, gonadotropin-releasing hormone (GnRH) is a decapeptide hormone critical for
reproduction. Its presence was once thought to be restricted to members of Phylum Chordata,
but increasing evidence suggests otherwise. A large number of studies reported the presence
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of GnRH-immunoreactivity (ir) and bioactivity in the gastropods (Goldberg etal., 1993; Young
etal., 1999; Zhang etal., 2000; Tsai etal., 2003), bivalves (Pazos and Mathieu, 1999; Nakamura
etal., 2007), polyplacophorans (Gorbman et al., 2003), cephalopods (Di Cosmo and Di Cristo,
1998; Di Cristo et al., 2002), cnidarians (Anctil, 2000; Twan et al., 2006), and platyhelminthes
(Anctil and Tekaya., 2005). Importantly, a dodecapeptide containing the structural core of
chordate GnRH was isolated from the central nervous system (CNS) of the common octopus
(Iwokoshi et al., 2002). Although the octopus GnRH (oct-GnRH) deviates from the common
chordate GnRH motif of having ten amino acids, it contains several features common to all
forms of chordate GnRH. These include an N-terminal pyroglutamyl residue and a C-terminal
amidated glycine residue, the general conservation of the N-terminal amino acids (when
Asn? and Tyr3 are removed), and the conservation of the C-terminal Prol! and Gly12 residues
(see Fig. 1). Further, the oct-GnRH prohormone contains the highly conserved dibasic cleavage
site (Lys!4-Arg!®) downstream of Gly12 (Iwakoshi et al., 2002), another universal feature of
chordate GnRH prohormones.

Until now, oct-GnRH was the only non-chordate GnRH sequence elucidated. To ensure oct-
GnRH did not arise in a single group as the result of convergent evolution, GnRH sequences
in additional groups of protostomes must be examined. Characterization of GnRH in other
protostomes will also allow us to decipher functional and structural features that are critical
enough to warrant strong conservation. As a first step towards these goals, we elucidated the
sequence of a GnRH-like molecule in a marine gastropod mollusk, Aplysia californica. Several
features make A. californica an ideal model for this study. First, GhnRH-ir is present in the CNS
and hemolymph of A. californica (Zhang et al., 2000; Tsai et al., 2003). Second, A.
californica possess a well-identified CNS and reproductive axis (Kandel, 1979) that should
greatly facilitate our understanding of neural and reproductive roles of GnRH. Lastly, the recent
publication of A. californica CNS transcriptome (Moroz et al., 2006) is a tremendous resource
that aids in the search for vertebrate neuropeptide homologues in mollusks. With the help of
the CNS transcriptome database, we cloned the first gastropod GnRH-like molecule (ap-
GnRH) in A. californica. Further, we examined the pattern of ap-GnRH transcript expression
and peptide localization to provide an initial characterization of the distribution of this
neuropeptide.

Materials and Methods

Animals and tissue collection

Sexually mature wild-caught A. californica (100-200 g in mass) were purchased from Alacrity
Marine Biological Services (Redondo Beach, CA). Animals were kept in a 400-gal tank with
circulating artificial seawater (Instant Ocean) that was continuously filtered through biological
and chemical filters. Animals were maintained between 15-18°C and fed Romaine lettuce
daily. All animals were anesthetized by an injection of 1/3 body volume of isotonic magnesium
chloride before sacrifice. For RNA preparation, CNS ganglia and peripheral tissues were
collected, snap-frozen on dry ice, and stored at —70°C until RNA isolation. For
immunocytochemistry (ICC), the CNS ganglia were dissected, pinned out on a Sylgard-lined
dish, and immersion fixed overnight in Bouin's fixative. Ganglia were stored in 70% ethanol
until ICC.

RNA isolation

RNA from pooled CNS, individual ganglia, and peripheral tissues were isolated using the
lithium chloride method previously described (Querat et al., 1991). RNA samples were
quantified based on absorbance at 260 nm. All samples were pretreated with RNase-free DNase
(Promega, Madison, WI) to eliminate genomic DNA contamination prior to reverse
transcription (RT).
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Oligonucleotide primers

Insilico searches of Aplysia CNS transcriptome was conducted with TBLASTN program using
the PAM30 matrix. Searches using oct-GnRH dodecapeptide as the query sequence revealed
two A. californica cDNA fragments (Accession# EB190103 and EB187791) containing
deduced amino acid sequences highly similar to oct-GnRH. We denoted these sequences as
ap-GnRH1 (562 bp) and ap-GnRH2 (653 bp). Both sequences contained an open reading frame
but lacked a portion of the 5'-untranlated region (UTR) and the majority of 3-UTR. The two
sequences differ from one another by only 5 nucleotides. The gene-specific oligonucleotide
primers used for 5' and 3' rapid amplification of cDNA ends (RACE) and RT-polymerase chain
reaction (PCR) were designed based on the common regions of these two sequences and listed
in Table 1. Searches using vertebrate GnRH decapeptide motif failed to produce any positive
hits. Primers for A. californica actin (ap-actin) were designed based on the corresponding
cDNA sequence (Accession# U01352).

Cloning of full-length cDNA for prepro-ap-GnRH

The full-length cDNA sequence for the prepro-ap-GnRH was obtained by 5’ and 3’ RACE.
Total RNA isolated from the CNS (5 pg) was reverse-transcribed using Superscript 11 reverse
transcriptase (Invitrogen, Carlsbad, CA) in a 20 pl reaction that contained 0.5 uM BRL-AL,
0.5 mM Smart 111 adapter primer, 0.5 mM dNTP, 1X first-strand reaction buffer, 10 mM
dithiothreitol, and 200 U reverse transcriptase. The reaction was incubated at 42°C for 60 min,
and the reverse transcriptase was heat-inactivated at 70°C for 15 min.

An initial PCR was performed to amplify the open reading frame of EB190103 and EB187791
using primers ApGS1 and ApGA3. PCR was performed in a 25-pl reaction mixture containing
1 pl of the first-strand cDNA, 1X Ex Taq Buffer, 2.0 mM MgCly, 0.2 mM dNTP, 0.4 uM of
each primer, and 0.625 U Ex Tag DNA polymerase (TaKaRa, DaLian, China). The conditions
for PCR were 0.5 min at 94°C, 0.5 min at 55°C, and 1.0 min at 72°C for 35 cycles, followed
by a final extension for 7 min at 72°C. The resulting PCR product (~600 bp) was subcloned
into pGEM-T Easy Vector (Promega) and sequenced.

For 3" RACE, two rounds of PCR were performed. For the first round, 1 ul of the first-strand
cDNA was amplified with ApGS2 and BRL-A2 primers using PCR conditions identical to
those described above. For the nested PCR, 1 pl of the first PCR product (diluted 1:30) was
amplified with ApGS3 and BRL-A2 primers. The PCR conditions were identical to the first-
round PCR except the annealing temperature was elevated to 56°C. The major amplicons
(250bp, 1000bp and 1200bp) were subcloned and sequenced.

For5'RACE, two rounds of PCR were also performed. For the first round, 1 pl of the firststrand
cDNA were amplified with ApGAL and Smart P1 primers. For the second-round PCR, 1 pl of
the first PCR product (diluted 1:30) was amplified with ApGA2 and Smart P2 primers. The
PCR conditions were identical to those in 3° RACE. The resulting PCR product (~400 bp) was
subcloned and sequenced.

Sequence analysis

The deduced amino acid sequence of the prepro-ap-GnRH was compared with those of other
species using the MegAlign feature of the DNAstar software package. Alignment of deduced
amino acid sequences of prepro-ap-GnRH and prepro-oct-GnRH was performed with
ClustalX1.8.

Phylogenetic analysis

The phylogenetic analysis was performed using the UPGMA method (Sneath and Sokal,
1973) of MEGA4 (Tamura et al., 2007). The bootstrap consensus tree inferred from 1000
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replicates is taken to represent the evolutionary history of the taxa analyzed (Felsenstein,
1985). The percentages of replicate trees in which the associated taxa clustered together in the
bootstrap test are shown next to the branches. All positions containing gaps and missing data
were eliminated from the dataset (Complete deletion option). The protein sequences of other
species were downloaded from Entrez (NCBI).

RT-PCR analysis of ap-GnRH expression in different tissues

Total RNA (1 pg) isolated from the whole CNS, ovotestis, cerebral ganglia, pleural/pedal
ganglia, atrial gland, and abdominal ganglia was reverse-transcribed with Superscript 111
reverse transcriptase (Invitrogen) using the oligo(dT) primer. Amplification of ap-GnRH and
ap-actin was carried out using 2 pl of the first-strand cDNA and the following primer sets:
ApGS4 and ApGA4 for ap-GnRH, and ActinS1 and ActinAl for ap-actin (see Table 1). Using
these primer sets, fragments of 248 bp and 400 bp were amplified for ap-GnRH and ap-actin,
respectively. All reaction mixtures consisted of 1.5 mM MgCl,, 0.2 mM dNTP, 0.2 uM of each
primer, and 2.5 U Tag DNA Polymerase (New England Biolabs, Ipswich, MA). Cycling
conditions were 0.5 min at 94°C, 0.5 min at 58°C, and 0.5 min at 72°C, followed by a final
extension for 7 min at 72°C. Cycle numbers were 35 and 30 for ap-GnRH and ap-actin,
respectively. PCR products were resolved on a 1% agarose gel and visualized by ethidium
bromide staining.

Immunocytochemistry (ICC)

Results

ICC was performed on sections of paraffin-embedded CNS ganglia using a rabbit anti-oct-
GnRH antiserum (AS9779). AS9779 was generated against a synthetic dodecapeptide
CNYHFSNGWHPGamide (BioSource, Hopkinton, MA) in which the N-terminal
pyroglutamyl residue of oct-GnRH has been replaced with a cysteine to facilitate its
conjugation to ovalbumin. This antiserum was used at 1:500 in an ICC protocol described
previously (Tsai et al., 2003). For preadsorption studies, AS9779 was pre-incubated with 10
UM of synthetic ap-GnRH (pQNYHFSNGWY AGamide; Genscript, Piscataway, NJ)
overnight at 4°C and applied to the sections. All reactions were visualized with
diaminobenzidine as the chromagen. Some sections were counterstained with hematoxylin to
facilitate visualization of nuclei. ICC was conducted on four animals, and the results were
consistent in all cases.

Cloning and sequence analysis of prepro-ap-GnRH

Although TBLASTN searches of A. californica CNS transcriptome revealed two potential
candidates for ap-GnRH, we detected only one ap-GnRH cDNA species (corresponding to ap-
GnRH1) out of 50 cDNA fragments we have cloned and sequenced. This suggests ap-GnRH2
(EB187791) in the published transcriptome may have arisen due to a sequencing error. The
cloned prepro-ap-GnRH cDNA spans 1712 bp and includes a 171-bp 5’-untranslated region
(UTR), a 441-bp open reading frame that encodes a putative preprohormone of 147 amino
acids, and a 1100-bp 3’-UTR (Fig. 2). The consensus ATTAAA polyadenylation signal is
located 15 bases upstream of the poly (A) tail. The sequence of prepro-ap-GnRH has been
deposited into Genbank (Accession# EU204144). Similar to other GnRH precursors, the
molecular architecture of prepro-ap-GnRH includes a signal peptide, the GnRH peptide, a
putative processing site, and a GnRH-associated peptide (GAP). The deduced ap-GnRH
peptide, similar to oct-GnRH, also consists of twelve amino acids. Of note, the tribasic cleavage
(KKR) site in A. californica replaces the dibasic motif in vertebrates and octopus (Fig. 3). A
high level of sequence identity exists between oct-GnRH and ap-GnRH in the dodecapeptide
region (83.3%). Outside this region, identity is reduced to 11.1% in the signal peptide region
and 37.2% in the GAP region, but considerable homology still exists between prepro-oct-
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GnRH and prepro-ap-GnRH (Fig. 3). Within the dodecapeptide region, sequence variation
exists between oct-GnRH and ap-GnRH in amino acids 10 and 11, but Gly12 remains invariant
(Fig. 3). A comparative sequence analysis reveals the ap-GnRH dodecapeptide shares 60%,
50%, and 40% homologies with the decapeptide region of chicken GnRH II, mammalian
GnRH, and salmon GnRH, respectively.

Phylogenetic analysis of ap-GnRH

Phylogenetic analysis segregates prepro-GnRHSs of vertebrates into four groups: GnRH-I
(consists of several hypothalamic/preoptic forms of GnRH), GnRH-II (consists of the
mesencephalic form of GnRH), a fish-specific GnRH-111 (consists of the terminal nerve form
of GnRH), and a lamprey-specific GhnRH-I1V (consists of two lamprey forms of GnRH; Fig.
4). The two tunicate sequences were clustered into a separate group that is not part of this
nomenclature. The analysis clusters prepro-ap-GnRH and prepro-oct-GnRH into a
monophyletic group that is segregated from all chordate prepro-GnRHs (Fig. 4). We propose
the term "GnRH-V" for this lineage (Fig. 4).

RT-PCR analysis of ap-GnRH expression in several tissues

The ap-GnRH transcript is wide spread in the central and peripheral tissues (Fig. 5). In addition
to the CNS ganglia examined (pleural/pedal, cerebral, and abdominal), ap-GnRH is also
expressed in the ovotestis and an exocrine gland (atrial gland; Fig. 5). Negative controls in
which RNA samples had not been reverse transcribed (No RT controls) did not yield positive
signals.

Distribution of ap-GnRH-ir in A. californica CNS

ICC reveals the presence of ap-GnRH-ir in all CNS ganglia. The pedal ganglia contain the
largest number of ap-GnRH immunopositive neurons (Fig. 6A), and this ir was completely
abolished by the preadsorption with synthetic ap-GnRH (Fig. 6B). The pedal ganglia also
contain abundant ap-GnRH positive fibers, and the majority of fiber staining was abolished by
preadsorption with ap-GnRH (Figs. 6A, B). Neurons positive for ap-GnRH are also observed
in the cerebral ganglia (Figs. 6C, D), abdominal ganglia (Figs. 6E, F), buccal ganglia, and
pleural ganglia (data not shown). The presence of ap-GnRH immunopositive neurons in the
latter two ganglia is relatively sparse; only 1-3 positive neurons could be found within a given
ganglion. Lastly, thick bundles of ap-GnRH immunoreactive fibers are found in the
pleurovisceral connective nerves (Fig. 6G), a pair of nerves responsible for transmitting signals
(including those for egg-laying) from the head ganglia to the neuroendocrine bag cell neurons.
However, bag cell neurons are devoid of ap-GnRH-ir (Fig. 6H).

Discussion

This study reports the first full-length cDNA sequence of a gastropod prepro-GnRH. The wide
spread presence of ap-GnRH-ir and transcript also suggests this neuropeptide may assume a
wide range of central and peripheral functions. Importantly, these data demonstrate the
existence of a gastropod peptide highly homologous to oct-GnRH. As cephalopods and
gastropods diverged ca. 520 million years ago (Lieb et al., 2000), the extraordinary
conservation of ap-GnRH dodecapeptide suggests a role so important that little structural
change could occur to it during gastropod evolution. This scenario parallels the structural
conservation of GnRH in Phylum Chordata.

Comparison between the deduced amino acid sequences of prepro-ap-GnRH and prepro-oct-
GnRH reveals several shared and divergent features within the translated region. First, they
both share the common molecular architecture of a signal peptide, a GnRH dodecapeptide,
followed by a GAP. This general architecture is also observed in chordate prepro-GnRHs
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(Seeburg and Adelman, 1984; Suzuki et al., 1992; Dunn et al., 1993; Hayes et al., 1994; Adam
etal., 2003). Second, a moderate level of similarity (37.2%) exists in the GAP regions, but the
greatest sequence similarity exists in the GnRH dodecapeptide region (83.3%; Fig. 3). The
selective conservation of the dodecapeptide region suggests this region is evolutionarily
constrained by its function, which is likely tied to its ability to bind to the cognate receptor.
Third, the highly conserved Prol! residue immediately upstream of the C-terminal Gly'2,
present universally in all chordate and oct-GnRH forms (see Fig. 1), does not exist in ap-GnRH.
Instead, it is replaced by an Alall residue. This is the first documented case of a GnRH-like
molecule with a substitution in one of the two invariant C-terminal residues. As the conserved
C-terminal of vertebrate GnRH is critical for its gonadotropin-releasing activity (Millar et al.,
1989), the Proll to Alall substitution could explain, in part, why partially purified A.
californica CNS extracts failed to stimulate gonadotropin release in a mouse pituitary bioassay
(Tsai et al., 2003).

Another notable difference between ap-GnRH and oct-GnRH preprohormones is that the
familiar dibasic GKR cleavage motif downstream of the dodecapeptide is replaced by the
tribasic KKR motif. A number of prohormone convertases target regions associated with the
KR site (Rockwell et al., 2002, von Eggelkraut-Gottanka and Beck-Sickinger, 2004), and KKR
is a common processing site for many neuropeptides (see Mori and Fujino, 2004). At present,
the functional implication of this substitution is unclear. Lastly, ap-GnRH cDNA possesses a
3'-UTR that spans 1100 bp, which is approximately three times longer than that of oct-GnRH.
The significance of this feature in relation to mRNA stability and translational efficiency
remains to be investigated.

The results of our phylogenetic analysis agree well with many other studies (see Guilgur et al.,
2006). We used an extension of the GhnRH nomenclature proposed by Fernald and White
(1999) to delineate the four prepro-GnRH lineages in vertebrates (Fig. 4). That GnRH-II
variants failed to form a monophyletic group is likely due to the great divergence of mammalian
and avian sequences from the relatively conserved fish and basal tetrapod sequences (Silver et
al, 2004; Vickers et al, 2004; Guilgur et al, 2007). Although the definition of several vertebrate
GnRH clades is still under debate (Guilgur et al., 2006), the two non-chordate prepro-GnRHs
form a tightly clustered monophyletic group. The evolutionary history of this molluscan
lineage, termed "GnRH-V", will become clearer with the elucidation of additional non-
chordate GnRH sequences.

RT-PCR and ICC analyses reveal that ap-GnRH is widely distributed in the CNS and peripheral
tissues. This type of wide spread distribution has been reported for oct-GnRH (Iwakoshi-Ukena
et al., 2004). Of interest is the absence of GnRH-ir in bag cell neurons and the presence of
prominent GnRH fibers within the pleurovisceral connective nerves. When A. californica are
ready to ovulate, stimulatory signals originating in the head ganglia are relayed to the bag cell
neurons via the pleurovisceral connective nerves (Brown et al., 1989; Ferguson et al., 1989).
Upon stimulation, bag cell neurons undergo a prolonged and highly characteristic pattern of
electrical discharge called afterdischarge (AD; Kupfermann and Kandel, 1970). AD triggers
the bag cell neurons to secrete a neurohormone, egg-laying hormone (ELH), that is required
for the release of eggs from the ovotestis and the display of stereotypical egg laying behaviors
(Kupfermann and Kandel, 1970). Our current ICC data are consistent with our previous
observations that bag cell neurons respond to vertebrate GnRH (Zhang et al., 2000) but do not
produce detectable levels of immunoreactive GnRH (Tsai et al., 2003). Overall, these
observations indicate that bag cell neurons are a target, not a source, of ap-GnRH and suggest
a functional link between ap-GnRH and A. californica reproduction.

Although we acknowledge a possible reproductive role of ap-GnRH, the function of ap-GnRH
is unlikely limited to reproduction based on its wide distribution in the CNS and peripheral
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tissues. Deuterostomes and protostomes diverged 630 million years ago. Thus, under different
selection pressures, ap-GnRH may have been recruited as a general neuropeptide to regulate
diverse functions. In other words, the considerable specialization of GnRH as a reproductive
activator may be a phenomenon specific to chordates or deuterostomes. This notion is
supported by the powerful cardioexcitatory effect of oct-GnRH in the octopus (Iwakoshi-
Ukena et al., 2004), an effect originally used in a bioassay to isolate oct-GnRH (lwakoshi et
al., 2002). Although it is important to investigate the reproductive role of ap-GnRH, one must
exercise caution when inferring the function of a protostome GnRH based on the function of
chordate GnRHs. Elucidating the non-reproductive functions of protostome GnRH is an
important next step towards understanding the functional evolution of this hormone and
represents a conceptual shift that could open the door to many avenues of investigation.

In this study, we report the full-length cDNA sequence of ap-GnRH as well as its mMRNA and
peptide distribution. The ap-GnRH sequence represents one of the only two non-chordate
GnRH sequences known to date. For an in-depth understanding of GnRH evolution, additional
studies must be conducted to 1) establish that non-chordate and chordate GnRHs share a
common ancestor, 2) examine GnRH function in protostomes to understand functional
conservation and diversification, and 3) elucidate the structure of protostome GnRH receptor
to understand how GnRH receptor co-evolved with its ligands. Based on the observation that
ap-GnRH immunoreactive fibers innervate bag cell neurons (present study) and bag cell
neurons respond to vertebrate GnRH (Zhang et al., 2000), it would be tantalizing to speculate
that ap-GnRH has been recruited to provide a neural link to the reproductive system in a fashion
analogous to its regulation of the vertebrate pituitary (Gorbman and Sower, 2003; Kah et al.,
2007). However, the wide distribution of ap-GnRH in both central and peripheral tissues also
suggests it may assume a wide range of roles far beyond just reproductive regulation.
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1 2 3 4 5 6 7 8 9 10 11 12
oct-GnRH pGlu-Asn-Tyr-His-Phe-Ser-Asn-Gly-Trp-His-Pro-Gly-NH2
mGnRH pGlu- - His-Trp-Ser-Tyr-Gly-Leu-Arg-Pro-Gly-NH2

Figure 1.
Amino acid sequences of oct-GnRH aligned with mammalian GhnRH (mGnRH) for
comparison. Amino acids highly conserved within Phylum Chordata are shaded.
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Aplysia GnRH full-length cDNA: (1712bp)

AAAGTTTGGTTGT
TTGAGAGACTCATTCATTCCAGAAACTTCACTAAAAACAGAAACTTAATCGGCCAGAACAGAAAGTAGTAGTTAGACGC
CAGGAACACTTATAACAGAARCAGAGCAACGTTTTCGGAARAGGAATCAATCGACAAAAACAAGAACCCCCACAGCATC
ATG GCC TGC CGC ATC ACC TCC GCC ACC ACC ACT CTT TTC TCC ATA CTC CTC CTC ATC GTA
M A C R I T S A T T T L F S I L L L I v
ATA GCA GAA CTC TGC TCA GCT CAG AAT TAC CAC TTC AGC AAC GGC TGG TAC GCC GGC AAA
1 A E L ) A ) ' S 3
AAG AGA TCG TCC GCC TCC CTC CTC CGC

S L

ACT TGC GTC GCT AAT GTG CCC TCA GGT CTC CGG GAA CTT CTA GAG GGC GCC GCC AGC AAA

CTG GBAA TCA GAG AAC BAA TGG TGA TTGATCGAGAGGGCGGGTCGGCCATCCTGGTCCCGGCARGAGTAAAC
AGCCTCGCAGACAACTTGGCAGAGACGACGACGACAACAACTACAACGACAACATCGACAAGAAAAAAAAGT TATCAGC
ACAACAGCACCCGGGGGTCATCGTTTGCACCATCTGCCTCARAACCCTCAAGCCTTAGCTTCTTTTCTTTCCCAGAACT
TTCGTTCCTCCCGACTAT TGCARGGGAGAGCACTCCCACTTATTTCTGCTCTARAAAGTACCACATCGCCGACAGAGAC
ARACGACAGGCGAAGTGATATTTAAACCAAACAAAACCTGTTTGCATCTAAATTCTCGATACATCGTAAGGACATACAR
AACGATCAGAAGAGAGCAATTCTTTACCCAGATCGTTT TAATACCGATAGGT TCTACCACAARAGGAATAGCTACGACCA
GAGATAAACTAAAGCACACTGCTCCGATTTTTAGACAGTCCCGTACGTAGAATGGCCACTTCCCCATGAGCTGTCTTTA
AATTCAGATTTCAGAGTTTAATAACCTGATGTAAATGCTCGTCTATATATTTATAAAACAATAATTACCTTCAAGTATT
ATCATTCTTGGTGGTTATGTCGGCARAAAGATACT TGGACGTCTARATTTTTTCTCCTTCTGAAT TTTACGAAATTCGC
CAAACAATGAAGCGATTTAAGTCTACTGAATAACTGTCAACCAGGGTTTARATATATCTACACACACACATATATATAT
TGTGTGTGTGTGTGTGTGTTATATTGTCACGTCAGTARAT CGAACAAACAGAAGAAGGAAGTAATAACAAGAARAGAAA
AGAAAAGAAAAGAAAAGARAAGARAAGAAAAGAAARAGAATTGCAAAGGGGTAAAGGAAGCCT TAAAACAAAGCGACGTT
CAACCATCACAAGACAGTTTGCAAAAGCTTTAGGTTTTCAACATCAATAGATGGAATTAAGAGAACCAGAAARARAGCT
GCAAACAAAAAAGGACAGAAAACAATTGACTARAGAGTGCTGTTTTTCACTTCGGATGARGATATTARACACCARAGAC
AACCTARARAAAARAARARRARR

Figure 2.

Nucleotide and deduced amino acid sequences of prepro-ap-GnRH (Genbank Accession#
EU204144). The nucleotides (upper row) and amino acids (lower row) are numbered
accordingly. The putative signal peptide region is underlined (solid). The putative ap-GnRH
dodecapeptide is boxed, and the KKR tribasic cleavage site is shaded. The putative GAP is
underlined (dashed). The asterisk (*) denotes the stop codon. The nucleotides corresponding
to the polyadenylation signal (ATTAAA) are double-underlined.
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ap-GnRH
Oct-GnRH

ap-GnRH

oct-GnEH

GnRH

MACRITSATI
MSATASTT:
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SAQNYHFSNGWYAGEKRS
REMAFFIFSMLLLSLCLOT-QAQNYHF SNGWHPGGKR.
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H L * w - * H * we ke A B ks T & ke * e LR .. * 3 H "
Figure 3.

Sequence alignment of deduced amino acids of prepro-ap-GnRH and prepro-oct-GnRH. Both
prepro-GnRH sequences are numbered in accordance with the prepro-ap-GnRH from the
putative N-terminal. The signal peptide, GnRH peptide, and GAP are indicated. The GhnRH
dodecapeptide is shaded. The cleavage site is in bold. The identical, highly conserved, and less
conserved amino acid residues are indicated by *, :, and ., respectively.
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37

70

97

cGnRH-II Oncorhynchus mykiss
cGnRH-11 Clarias gariepinus
cGnRH-11 Sparus aurata
cGnRH-Il Anguilla japonica
cGnRH-Il Rana catesbeiana
cGnRH-Il Fublepharis macularius
cGnRH-II Gallus gallus
cGnRH-II Tupaia belangeri
cGnRH-II Homao sapiens
cGnRH-Il Macaca mulatia
IGnRH-1 Petromyzon marinus
1GnRH-III Mordacia mordax
IGnRH-III Geotria australis
1GnRH-111 fehthyomyzon unicuspis
IGnRH-III Petromyzon marinus
IGoRH-III Lampetra appendix
IGnRH-III Lampeira tridentatus
IGnRH-III Lampeira richardsoni
IGnRH-III fchthyomyzon fossor
sGnRH Danio rerio

sGnRH Scleropages jardinii
sGnRH2 Oncorhynchus mykiss
sGnRH Ceoregonus clupeaformis
sGnRH1 Oncorhynehus mykiss
sGnRH Astarotilapia burtoni
sGnRH Oryzias latipes

sGnRH Mugil cephalus

sGnRH Sparus aurata

mGnRH Homo sapiens

mGnRH Tupaia belangeri
gpGnRH Cavia porcellus
mGnRH Rana catesheiana
cGnRH-1 Gallus gallus
cfGnRH1 Clarias gariepinus
c¢fGnRH2 Clarias gariepinus
hrGnRH Alosa sapidissima
mGnRH dnguillajaponica
wiGnRH Coregonus clupeaformis
piGnRH Oryzias latipes

sbGnRH Sparus aurata

sbGnRH Mugil cephalus
sbGnRH Astatotilapia burtoni

— ciGnRH2 Ciona intestinalis

s2— ciGnRH1 Ciona intesiinalis
— apGnRH Aplysia californica

99— octGnRH Octopus vulgaris

Figure 4.

Page 13

N\

S GnRH-11

~GnRH-TV

~GnRH-III

> GnRH-1

b GnRH-V

Phylogenetic analysis of prepro-GnRHs in Phylum Chordata and Phylum Mollusca. The
bootstrap values (in %) from 1000 replicas are given at each branch point. Prepro-GnRHs are
clustered into five groups (GnRH-1 to GnRH V). Each sequence is denoted by the name of its
GnRH peptide form followed by the species from where it was isolated (in italics). Arabic
numbers at the end of vertebrate sequences are used to indicate different precursors that encode
the same GnRH peptide. Arabic numbers at the end of ciGnRH (tunicate) indicate different
molecular forms of GnRH. The following abbreviations are used to denote the GnRH peptide
forms: cGnRH-I (chicken GnRH-1), cGnRH-II (chicken GnRH-11), cfGnRH (catfish GnRH),
ciGnRH (Ciona GnRH), gpGnRH (guinea pig GnRH), hrGnRH (herring GnRH), IGNRH-I
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(lamprey GnRH-1), IGhnRH-I1I (lamprey GnRH-I11), mGnRH (mammalian GnRH), pjGnRH

(pejerry GnRH), sGnRH (salmon GnRH), sbGnRH (sea bream GnRH), and wfGnRH
(whitefish GnRH).

Gen Comp Endocrinol. Author manuscript; available in PMC 2009 April 1.



1duasnuely Joyiny Vd-HIN 1duosnuey JoyIny vd-HIN

1duasnuely Joyiny vd-HIN

Zhang et al. Page 15

CNS OVT Ceb P/P AtG AbG -Cont

ap-GnRH — 248 bp

no RT —248 bp

ap-actin — 400 bp

Figure 5.

Expression of ap-GnRH in different A. californica tissues examined by RT-PCR (top panel).
ap-actin was used as a control to ensure the quality of RNA samples (bottom panel). No RT
negative controls used RNA samples that have not been reverse transcribed (middle panel).
PCR products were stained with ethidium bromide. The sizes of the PCR products are shown
on the right. CNS, central nervous system; OVT, ovotestis; Ceb, cerebral ganglia; P/P, pedal/
pleural ganglia; AtG, atrial gland; AbG, abdominal ganglia; -Cont, negative water control.
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fooum - 100

-

Figure 6.

Immunocytochemical localization of ap-GnRH-ir in the central ganglia of A. californica using
AS9779, an anti-oct-GnRH antiserum. A, B) Numerous immunoreactive neurons were
observed in the medial (bottom) and superior (right) quadrant of the pedal ganglia (A), and this
staining was abolished by the preadsorption of the antiserum with synthetic ap-GnRH in an
adjacent section (B). Solid arrows in A and B point to the same neurons with preadsorbed
staining. Concave arrow in A and B points to immunoreactive fibers in the neuropil region that
have been preadsorbed. C, D) Low (C) and high (D) magnification photomicrographs of the
cerbral ganglia. Box in C is magnified in D to demonstrate the presence of an immunoreactive
neuron (arrow). E, F) Low (E) and high (F) magnification photomicrographs of the abdominal
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ganglia. Box in E is magnified in F to demonstrate a cluster of immunoreactive neurons (arrow).
G) Immunoreactive fibers within the pleurovisceral connective nerve. H) Bag cell neurons are
negative for ap-GnRH-ir. Arrows point to representative bag cell neurons with no signal.
Brown staining indicates ap-GnRH-ir. Blue staining indicates hematoxylin-counterstained
nuclei.
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Table 1
Primers used to amplify ap-GnRH cDNA
Primer Sequence
BRL-AL 5'- GGCCACGCGTCGACTAGTACTTTTTTTTTTTTITTTITTT-3
Smart 111 5-AAGCAGTGGTATCAACGCAGAGTGGCCATTATGGCCGGG-3’
BRL-A2 5-GGCCACGCGTCGACTAGTAC-3’
Smart P1 5-AAGCAGTGGTATCAACGCAGAGT-3
Smart P2 5'- ATCAACGCAGAGTGGCCATTATG-3’
ApGS1 5-GTAGTAGTTAGACGCCAGGAA-3’
ApGS2 5-AGCAGTAACAGTGGCTTGGACG-3’
ApGS3 5-GAGGCAGCGAGAATACAGAGG-3’
ApGS4 5'-CCGCCACCACCACTCTTTTC-3’
ApGA1 5-CGAAACCACGCCCACTCAAGC-3’
ApGA2 5'-GCTGCTGTCGGCGTCTGTGA-3’
ApGA3 5-CCAAGTTGTCTGCGAGGCTGT-3’
ApGA4 5-CTCACCAACGCCGAAACCAC-3’
Actins1 5-GGTATTGTGTTGGACTCTGG-3’
ActinAl 5-TGATGGAGTTGAAGGTGGTC-3’
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