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Abstract Phalloidin fluorescence technique, enzyme cyto-
chemistry and immunocytochemistry, in conjunction with
confocal scanning laser microscopy, were used to describe
the neuromusculature of the monogenean skin parasite
Macrogyrodactylus congolensis from the Nile catfish
Clarias gariepinus. The body wall muscles are composed
of an outer layer of compactly arranged circular fibres, an
intermediate layer of paired longitudinal fibres and an inner
layer of well-spaced bands of diagonal fibres arranged in
two crossed directions. The central nervous system consists
of paired cerebral ganglia from which three pairs of
longitudinal ventral, lateral and dorsal nerve cords arise.
The nerve cords are connected at intervals by many
transverse connectives. Both central and peripheral nervous
systems are bilaterally symmetrical and better developed
ventrally than laterally and dorsally. Structural and func-
tional correlates of the neuromusculature of the pharynx,
haptor and reproductive tracts were examined. Results
implicate acetylcholine, FMRFamide-related peptides and
serotonin in sensory and motor function. The results were
compared with those of Macrogyrodactylus clarii, a gill
parasite of the same host fish C. gariepinus.
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Introduction

Many authors have used the activity of cholinesterase
(ChE) as indirect histochemical evidence of the presence of
acetylcholine (ACh) in the nervous system of monogeneans
(Halton and Jennings 1964; Halton and Morris 1969; Cable
et al. 1996b; Zurawski et al. 2001) using an indoxyl acetate
as substrate for carboxylic esterases. Other studies have
employed acetylthiocholine iodide (AcThI) as substrate
(Rahemo and Gorgees 1987; Buchmann and Mellergaard
1988; Buchmann and Prente 1989; Reda and Arafa 2002)
to provide a more specific demonstration of ChE itself.

In the past 10 years, many immunocytochemical studies
using confocal imaging combined with the use of the
phalloidin-fluorescence technique for F-actin were carried
out to demonstrate aminergic and peptidergic elements in
the nervous systems of oviparous monogeneans, such as
Diclidophora merlangi (see Maule et al. 1990a,b),
Discocotyle sagittata (see Cable et al. 1996b), Fudiplozoon
nipponicum (see Zurawski et al. 2001) and Macrogyrodac-
tylus clarii (see El-Naggar et al. 2004). These studies have
considerably added to the understanding of nerve-muscle
relationships in flatworm parasites (Halton et al. 1998;
Halton 2004).

Like all gyrodactylids, monogeneans of the genus
Macrogyrodactylus are viviparous; their uterus contains
up to four embryos, one inside the other reminiscent of
‘Russian dolls” (Cable et al. 1998). Consequently, the
reproductive organs of gyrodactylids are modified by the
twin pressures of viviparity (Llewellyn 1981; Tinsley 1983)
and progenesis (Harris 1983). Macrogyrodactylus congo-
lensis (Prudhoe 1957) Yamaguti 1963 is a skin parasite of
the freshwater catfish, Clarias gariepinus (Syn: Clarias
lazera) from the river Nile in Egypt (Arafa 1999; El-Naggar
et al. 1999; Arafa et al. 2003). M. clarii Gussev 1961
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infects the gills of the same host fish (El-Naggar and Serag
1987; El-Naggar 1993). El-Naggar et al. (2001a) studied
the comparison between the chaetotaxy of these two
parasites, mapping the argentophilic elements of their
nervous systems. The neuromusculature of M. clarii was
studied in detail using enzyme cytochemistry and immu-
nocytochemistry in conjunction with confocal microscopy
(El-Naggar et al. 2004). The present work involved a
similar approach to explore the neuromusculature of M.
congolensis. 1t is hoped that such a study will throw some
light on the similarities and differences in the muscle and
nervous systems of M. congolensis and M. clarii. It may
also help researchers to find an anthelminthic drug that may
specifically target neural elements of the parasite without
substantial side effects on the host.

Materials and methods

Specimens of the Nile catfish C. gariepinus were caught
from the Damietta branch of the River Nile near Mansoura
City, Dakahlia Province, Egypt. Fish were kept alive in an
aquarium containing aerated river water. Individual fish
were transferred to a dissecting dish and quickly de-
capitated with a sharp knife. The skin covering the head,
body and fins was searched for M. congolensis. The
parasites were collected with the aid of a fine needle and
Pasteur pipette. Identification of M. congolensis was carried
out according to Prudhoe (1957).

To reveal cholinergic components of the nervous system,
specimens (n=20) of M. congolensis were flattened between
a microscope slide and coverslip and fixed in 10% neutral
(phosphate-buffered) formalin for 30 min. They were then
washed in distilled water, incubated in a solution of AcThl
according to Rahemo and Gorgees (1987) and examined
using a stereomicroscope. As soon as details of the nervous
system became visible, the specimens were washed in
distilled water. Some of the treated specimens were counter-
stained with aqueous solutions of toluidine blue (1%),
alcian blue (1%), light green (0.2%), fast green (0.2%) or
methyl green (2%). They were then de-hydrated through
ethanol, cleared in terpiniol, mounted in Canada balsam and
viewed using a Leitz Laborlux S light microscope under oil
immersion. Control specimens (n=5) were treated as above
but incubated without the AcThI substrate. Serotonin
(5-hydroxytryptamine, 5-HT) and FaRP neuropeptide-
immunoreactivities were visualised by the indirect immu-
nofluorescence technique of Coons et al. (1955). Worms
(n=20) were flat-fixed between slides in 4% (w/v) parafor-
maldehyde in 0.1 M phosphate-buffered saline (PBS:
0.145 M NaCl, 0.025 M NaH,P0O,4.2H,0 and 0.075 M
Na,HPO,4 at pH 7.4) for 1 h then transferred to fresh
fixative for further 3 h. Specimens were subsequently
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placed in 0.1 M antibody diluent [AbD: PBS containing
0.35% (v/v) Triton X-100, 0.1% (w/v) sodium azide and
0.1% (w/v) bovine serum albumin] and immediately air-
mailed to Belfast. The specimens treated were then
incubated with the following primary anti-sera for 72 h at
4°C: neuropeptide anti-serum raised in a guinea pig to the
flatworm FaRP, GYIRFamide (working dilution of 1:400)
or serotonin anti-serum raised in a rabbit and used at a
working dilution of 1/300. After washing overnight in
AbD, specimens were incubated for 48 h in rabbit anti-
guinea pig IgG (1:100) for GYIRFamide or swine anti-
rabbit IgG immunoserum for 5-HT. Secondary anti-sera
were conjugated to either fluorescein iso-thiocyanate
(FITC) or tetramethyl rhodamine iso-thiocyanate (TRITC)
as fluorophores for visualisation of binding sites. After an
overnight wash, FITC- or TRITC-labelled phalloidin was
employed as a counter-stain for demonstration of filamentous
F-actin of muscle. For this, immunostained specimens were
incubated in 200 mg/ml phalloidin-FITC or -TRITC for
24 h, washed overnight in AbD and finally mounted in
PBS/glycerol (1:9 v/v) and viewed using a Leica TCS-NT
confocal scanning laser microscope (Leica Microsystems,
Milton Keynes, UK). The controls (n=6) used were those
with (1) omission of primary anti-serum, (2) replacement of
primary anti-serum with non-immune serum from the donor
species, and (3) pre-adsorption of primary anti-serum with
200 mg of appropriate antigen.

Results
Musculature

The body wall or sub-tegumental musculature of M.
congolensis consists of three layers of muscle fibres: outer
circular (cm), intermediate longitudinal (Im) and inner
diagonal myofibres (dm), which form a well-organised,
lattice-like arrangement encompassing the whole body
(Figs. 1 and 7a,b). Additional dorsoventral muscle fibres
extend between the dorsal and ventral borders of the body
wall through the parasite. The circular muscle fibres form a
thin layer of close and evenly spaced fibres running
perpendicular to the longitudinal body axis, whilst the
longitudinal fibres are more widely spaced than the circular
fibres and run parallel to the longitudinal body axis. The
longitudinal muscle fibres appear to be laterally concen-
trated. Some of the diagonal fibres are orientated singly but
others are arranged in pairs (Fig. 7a,b). The diagonal fibres
of the dorsal body wall (Fig. 7a) are more extensive and
uniformly orientated than those found on the ventral surface
(Fig. 7b). The two crossing sets of ventral diagonal somatic
muscle fibres run at angles of approximately 30 and 120°,
respectively, with respect to the longitudinal fibres, whilst
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Fig. 1 Diagram showing the musculature of the anterior region of M.
congolensis. as Adhesive sac (area), aem anterior extrinsic muscle
fibres, aph anterior region of the pharynx, cm circular muscle fibres,
dm diagonal muscle fibres, il head lobe, it intestine, /m longitudinal
muscle fibres, lem lateral extrinsic muscle fibres, mdf meridional
fibres, mo mouth opening, oes oesophagus, p/ pharyngeal lumen, pp
pharyngeal papillae, pph posterior region of the pharynx, rm radial
muscle fibres, ui unbranched region of the intestine and vmb ventral
muscle band

those of the dorsal surface are aligned at approximately 60
and 150°, respectively. The anterior extremity of M.
congolensis has two head lobes, each lobe bears an
adhesive area (Figs. 1 and 7b,f). There are two pairs of
ventral extrinsic muscle bands (vmb), each comprising a
group of fibres lying beneath the sub-tegumental muscle
(Figs. 1 and 7b). They cross each other at the median line of
the head region before attaching to the adhesive sacs of the
head lobes. A single orientated diagonal muscle fibre (dm),
which is perceived ventrally, accompanies each of these
ventral extrinsic muscle bands (Figs. 1 and 7b).

The mouth opens into a spacious buccal cavity accom-
modating the pharynx (Figs. 1, 7c and 8c). The musculature

of the mouth opening is partly derived from the sub-
tegumental musculature (Fig. 7c). Two bundles of retractor
muscle (rt) were observed attaching the anterior extremity
of the mouth to the sub-tegumental muscles. Each retractor
muscle band consists of at least four prominent muscle
fibres (Fig. 7¢). The pharynx is divided into anterior and
posterior portions by a superficial constriction (Figs. 1, 6a
and 8c,e,f). There are six conical papillae projecting from
the lips of the pharynx, each one of them is associated with
prominent longitudinal muscle fibres (Figs. 1 and 8c,e,f).
The anterior portion of the pharynx comprises an extremely
dense arrangement of five bands of meridional fibres,
the most posterior of which appears as considerably
larger bands of muscle (Figs. 1 and 8f). In contrast, the
posterior portion of the pharynx is in the form of a
relatively large, globular and mainly glandular body. It
possesses well-developed radial fibres that run from the
tegumental lining of the pharyngeal lumen to the outer
periphery of the pharynx (Figs. 1 and 8b,d,f). Moreover,
there are four pairs of lateral extrinsic muscle (lem), two on
each side, attached to the wall of the anterior region of the
pharynx and run to the lateral margin of the body (Fig. 1).
Another pair of anterior extrinsic muscle fibres (aem)
appears to be attached to the anterior region of the pharynx
and is directed to the anterior body margin (Fig. 1).

The pharyngeal lumen opens into the oesophagus
through a sphincter composed of circular muscle fibres
(Fig. 8d). Inner longitudinal muscle, wrapped with outer
circular fibres, characterises the oesophagus. This pattern of
muscle continues in a more loosely arranged fashion in the
intestine (Fig. 7d), which divides into two blind caecal
limbs that run posteriorly along the margins of the worm,
ending a short distance from the haptor.

The single testis contains a diffuse array of muscle fibres
and leads to a vas deferens, which dilates to form a highly
muscular organ namely, vesicula seminalis (Fig. 7d). A
short muscular ejaculatory duct arises from vesicula semi-
nalis and opens into the copulatory organ. A highly
muscular duct extends from the male accessory reservoir
and joins the ejaculatory duct before opening into the male
copulatory organ (Fig. 7d). In contrast, the two male
accessory glands were not positively stained with phallo-
idin staining. The copulatory organ was seen to strongly
fluoresce after staining with phalloidin, illustrating its
highly muscular nature (Figs. 6a, 7d and 8b). The
musculature of the female reproductive tract is less well
defined in comparison with the male reproductive tract. The
wall of egg cell-forming region (ECFR) is mainly com-
posed of circular muscle fibres whilst the uterine wall
contains both outer circular and inner longitudinal fibres
(Fig. 7e). Embryos within the uterus displayed a well-
developed musculature associated with tegument, pharynx,
intestine, reproductive organs and haptor (Fig. 9d).
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The haptor of M. congolensis is cup-shaped and
delineated from the body proper by a prominent con-
striction. The present study is concentrating only on the
most prominent haptoral muscles of M. congolensis
using light microscopy and confocal scanning laser micros-
copy (Fig. 9a—c). The ventral side of the haptor accom-
modates two pairs of ventral extrinsic muscle fibres.
The median pair (mem) is comparatively thicker than the
lateral pair (lem, Fig. 9¢). Both pairs of median and lateral
ventral extrinsic muscles (mem and lem, respectively)
extend from the anterior extremity of the haptor to the
level of the testis.

Each lateral flap of the haptor is provided with a bundle
of thick, transverse muscle (tm, Fig. 9¢). The two hamuli
are provided with a variety of muscle fibres. The hamulus
roots are connected with each other by means of two
transverse muscle bundles (rtm), one of them is thicker than
the other. The shaft is provided with four groups of muscle,
anterior (asm), median (msm), posterior (psm) and lateral
(Ism). The anterior, median and posterior muscle groups are
attached to the outer surface of the shaft whereas the lateral
group attaches to the inner surface of the shaft (Fig. 9c¢).

There are numerous bundles of dorsal extrinsic muscles
(dem) running in the pre-haptoral region and collected into
two main thick groups as they pass from the anterior region
into the posterior region of the haptor (Fig. 9a). At this site,
i.e. at the level of the posterior flap of the haptor, each
group of extrinsic muscle branches into numerous fine
bundles of muscle fibres, which run nearly parallel to each
other and enter the lobes bearing the marginal hooklets
(Fig. 9b,c). Moreover, there two groups of median,
transverse and crossing muscles (mtc) connecting between
the lateral margins of the dorsal aspect of the haptor
(Fig. 9b). The posterior flap of the haptor is also provided
with at least five circular muscles (cm, Fig. 9a).

Neuroanatomy and neurochemistry

The central nervous system (CNS) of M. congolensis
consists of paired cerebral ganglia (cg) from which anterior
and posterior neuronal pathways arise and inter-linked by
cross-connectives and commissures. The peripheral nervous
system (PNS) includes innervation of the alimentary tract,
reproductive organs, attachment organs (anterior adhesive
areas and haptor) and sub-tegumental muscles. Both CNS
and PNS are bi-laterally symmetrical and better developed
ventrally than laterally and dorsally. They display strong
staining for ChE activity and extensive immunoreactivity
for FaRP. No staining was observed in the absence of ChE
substrate or primary anti-serum or after substitution of
primary anti-serum with non-immune serum; the addition
of antigen in liquid phase before immunostaining abolished
any reactivity.
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Cholinergic enzyme histochemical staining

The CNS of M. congolensis (Figs. 2 and 6e) possesses a
curved thick mass of paired cerebral ganglia (cg) located
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Fig. 2 Diagram showing the nervous system of M. congolensis as
revealed by AcThl staining. ah Anterolateral marginal hooklet, ap
anterior projection, avc anterior ventral commissure, cg cerebral
ganglia, db dorsal bar, dcl—dc3 dorsal connectives, dhn dorsolateral
haptoral nerve, dlc/—dlc3 dorsolateral connectives, dnc dorsal nerve
cord, dt dorsal testicular nerve, dvel and dvc2 dorsoventral con-
nectives, gc ganglionic connectives, £ hamulus, 4a haptor, 4/ head
lobe, ihn inner haptoral nerve, Inc lateral nerve cord, ohn outer
haptoral nerve, ph pharynx, phgl-phg2 pre-haptoral ganglia, phn
posterior hook nerves, pmh posterior marginal hooklets, pn pharyngeal
nerve, ¢ testis, ut uterus, vb ventral bars, vel—vc5 ventral connective,
vilc1-vic4 ventrolateral connectives and vnc ventral nerve cord
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ventrally just anterior to the pharynx (Figs. 2, 3 and 6¢—e¢).
A single anterior ventral commissure (avc) originates from
the posterolateral region of the cerebral ganglia and runs in
a semi-circular manner in the region of the head just
posterior to the head lobes (Figs. 3 and 6c—e). Two
considerably thick projections extend from the anterior
median region of the cerebral ganglia in a butterfly-like
appearance (Figs. 3 and 6¢,d). Each projection gives rise to
three cerebral nerves (cn) that extend anteriorly where they
innervate the anterior adhesive areas (Figs. 3 and 6c¢).

Two thick and prominent ventral nerve cords (vnc)
originate from the cerebral ganglia and run posteriorly, one
on each side of the body where each one joins a pre-
haptoral ganglion (phgl, Figs. 2 and 6e). Another pair of
pre-haptoral ganglia (phg2) lies one on each side of the
body, a short distance posterior to the phgl (Figs. 2, 5d and
6¢e). Both phgl and phg2 on each side of the body are
connected via two ganglionic connectives (Figs. 2, 4 and
5d). In the region posterior to the pharynx, two consider-
ably thin branches arise, one from each ventral nerve cord,
and re-connect to it at the level of the anterior part of the
uterus (Fig. 2). Another thin branch originates from the
posterior region of each ventral nerve cord and re-connects
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Fig. 3 Diagram showing the anterior region of the body of M.
congolensis as revealed by AcThl staining technique. cn Cerebral
nerves and pr pharyngeal ring. Other abbreviations as in Fig. 2

100 pm

Fig. 4 Diagram showing cholinergic innervation of the haptor of M.
congolensis. al Antero-lateral lobe and /pa haptoral papillae. Other
abbreviations as in Fig. 2

the pre-haptoral ganglion phgl (Fig. 2). Five ventral
transverse connectives were detected, three between the
two ventral nerve cords and two between the pre-haptoral
ganglia phgl and phg2 (Figs. 2 and 6d,e).

Two considerably thin lateral nerve cords (Inc) arise
from the posterolateral region of the cerebral ganglia and
run posteriorly, one adjacent to each lateral margin of the
body where they join the pre-haptoral ganglia phgl (Figs. 2
and 6e). At regular intervals, the ventral nerve cords
communicate with the lateral nerve cords by means of four
pairs of ventrolateral connectives (vlcl—vlc4, Figs. 2 and
6e). Two thin dorsal nerve cords (dnc) arise from the
posterior median region of the cerebral ganglia and extend
posteriorly between the ventral nerve cords where they
connect with the anterior pre-haptoral ganglia (phgl). The
dorsal nerve cords are cross-linked by three dorsal
transverse connectives (dcl—dc3, Figs. 2 and 6e). The
dorsal nerve cords are also connected to the lateral nerve
cords via three dorsolateral connectives (dlc1—dlc3) whilst
they are linked to the ventral nerve cords via two
dorsoventral connectives (dvcl and dvc2, Figs. 2 and 6e).
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«Fig. 5 Light micrographs of M. congolensis treated with AcThl.
a Middle region of the body showing innervation of the testis (¢) with
dorsal testicular nerve (dtn). Other abbreviations as in Fig. 2. b Middle
region of the body showing innervation of the funnel-shaped birth
duct (fs), temporary opening of birth (¢0), copulatory organ (c), vas
deferens (vd), uterus (uf), mouth opening (mo), lateral nerve cord (/nc)
and ventral nerve cord (vac). ¢ Anterior body proper of M. congolensis
showing the nervous system of the embryo (e), which resembles that
of the adult. ecg Cerebral ganglia of the embryo. d, e Posterior region
of the body showing innervation of the haptor. Abbreviations as in
Figs. 2 and 4

The haptor of M. congolensis is extensively innervated
by two outer (ohn) and four inner (ihn) relatively thick
haptoral nerves originating from the pre-haptoral ganglia
(phg2) and ventral connective (vcS), respectively. Another
two dorsolateral haptoral nerve (dhn), arising one from each
pre-haptoral ganglia (phg2), run posteriorly where they
eventually branch into seven pairs of posterior hook nerves
(phn) and one pair of anterior hook nerve (ahn). The hook
nerves innervate the muscles associated with the marginal
hooklets (Figs. 4 and 5d,e).

The AcThl method revealed peripheral innervations
of the mouth opening (mo, Figs. 5b and 6e), pharynx
(Fig. 6¢,d), ECFR (Fig. 6¢), funnel-shaped birth duct (fs)
and temporary birth opening (to, Figs. 5b and 6e). The
pharynx is innervated by two pairs of pharyngeal nerves
(pn) originating from the ventral connective (vcl). They
direct anteriorly and unite to form one pair before con-
necting with the pharyngeal rings (Figs. 3 and 6d). The
testis is innervated by two dorsal testicular nerves (dtn)
arising from the dorsal nerve cord (Figs. 2, 5a and 6e).
Application of the AcThl method has revealed that the CNS
and PNS of the first embryo are well developed and dis-

played a pattern similar to that obtained for adults (Fig. 5c).

FaRP immunostaining

FaRPergic components were observed throughout the CNS
and PNS of M. congolensis. They are distributed in the
same manner as the cholinergic components but they are
comparatively less extensive. GYIRFamide immunoreac-
tivity was evident in the head region including the cerebral
ganglia (cg), anterior thick projections (ap), anterior ventral
commissure (avc) and nerves supplying head lobes (hl) and
the terminal adhesive areas (as; Figs. 6a, 7f and 8a—c,e). Of
the three pairs of posteriorly directed nerve cords, the
ventral nerve cords (vnc) were those developed best
(Fig. 7f). The pharynx is innervated by two pharyngeal
nerves (pn) originating from the first ventral connective
(vcl) and direct anteriorly amongst the radial muscle fibres
in the posterior region (Fig. 8d,f). FaRPergic cell bodies

were observed in both sides of the anterior and posterior
regions of the pharynx (Fig. 8a,d). The musculature of each
pharyngeal papilla is innervated with FaRPergic nerve
fibres (Fig. 8c). Extensive immunoreactivity was observed
in the pre-haptoral ganglia (Fig. 9b). Fine nerves extend
from these ganglia to innervate the dorsal and ventral
extrinsic muscles that enter the haptor and the crossing
over of muscles inside the haptor (Fig. 9b,c). Moreover,
the immunoreactivity was observed in close association
with muscle fibres operating the marginal hooklets
(Fig. 9c¢).

FaRPergic nerve tracts (nt) branch from the two ventral
nerve cords and direct transversely to innervate the male
accessory reservoir and vesicula seminalis (Fig. 7d). FaR-
Pergic immunostaining of the uterine muscles was more
developed than that of the ECFR, vas deferens and testis
(Fig. 7e).

A strong immunoreactivity for GYIRFamide was
revealed in the cerebral ganglia of the first embryo
(Figs. 6b and 9d). No FaRP immunostaining was observed
in the second embryo.

5-HT immunostaining

In general, staining for 5-HT was considerably less
extensive in the brain and CNS compared with to FaRP,
although it followed a similar distribution pattern and its
description will not be repeated. Moreover, immunostaining
for 5-HT revealed the presence of many cell bodies in the
cerebral ganglia from which tracts of nerves proceeded in
pairs, both anteriorly and posteriorly. Those running
anteriorly sub-divided and anastomosed throughout the
anterior lobes where staining was expressed as a carpet of
immunoreactivity along the entire anteroventral margin of
the worm. Circular patterns of staining were also observed
in the anterior lobes, corresponding to the region at the base
of each sensory organ. A grid-like pattern of serotoninergic
fibres, derived from projections originating in the cerebral
ganglia, innervate the anterior portion of the pharynx.
Peripheral 5-HT-immunoreactive (IR) fibres surround the
male copulatory organ and seminal vesicle and immuno-
staining was also evident around the testis and close to
the posterolateral regions of the ECFR. Posteriorly, a
peripheral nerve ring of 5-HT-IR fibres runs around the
lateral margins of the haptor forming a neural circuit from
which fine fibres extend to innervate the terminal region of
the haptor and musculature of the marginal hooklets.
Staining was also observed in the tegumental papillae that
are distributed on the three margins of the ventral surface of
the haptor. First-born, and to a lesser extent, second-born
daughter embryos within the uterus exhibited immuno-
staining in both CNS and PNS, mirroring that displayed by
the adult.
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Fig. 6 a, b Confocal scanning laser micrograph of M. congolensis
showing immunoreactivity to GYIRFamide (red); muscles stained
with FITC-phalloidin (green). c¢—e Light micrographs of M. congo-
lensis treated with AcThl showing cholinergic components of CNS
and PNS. In subpanel e, toluidine blue was used as counter stain.
a Anterior region of the worm showing the anterior region of the
pharynx (aph), posterior region of the pharynx (pph), copulatory

@ Springer

organ (c) and cerebral ganglia (cg). b Inset shows GYIRFamide
immunoreactive in the cerebral ganglia of the embryo (ecg) and the
pharynx of the embryo (eph). ¢, d Anterior head region of the body.
Abbreviations as in Fig. 3. e Whole worm. ECFR Egg cell-forming
region, fs funnel-shaped region, and fo temporary birth opening. Other
abbreviations as in Fig. 2
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Fig. 7 Confocal scanning laser micrographs of whole-mount prepa-
rations of M. congolensis stained by indirect immunofluorescence
using anti-serum to the FaRP neuropeptide GYIRFamide and TRITC-
coupled secondary antibody (red) muscles stained with FITC-
phalloidin (green). a Body wall muscle. Note the outer thin layer of
circular muscle (cm), an intermediate thicker layer of longitudinal
fibres (/m) and a well-developed inner group of diagonal fibres (dm).
b Anterior region showing crossing over of the ventral muscle bands
(vmb) running into the head lobes. as Adhesive sac, ¢m circular
muscle fibres, dm diagonal muscle fibres and /m longitudinal muscle
fibres. ¢ Retractor muscle (77) attaches to the mouth (mo), which opens
into the buccal cavity (bc). Note the longitudinal muscles (/m) and the

40 pm

100 um

/hl

as

circular muscles (cm) surrounding the mouth opening. d Branches
from the ventral nerve cord (vac) innervate the male copulatory organ
(c), male accessory reservoir (mr), vesicula seminalis (vs) and
ejaculatory duct (ej). it Intestine. € Weak immunostaining (unlabelled
arrows) in association with the proximal region of the uterus (uf), egg
cell-forming region (ECFR), vas deferens (vd) and testis (¢). it,
Intestine. f The anterior region of the body showing the anterior
ventral commissure (avc) and anterior projection (ap), which extend
anteriorly from the cerebral ganglia (cg) into the head lobes (4/) to
innervate the adhesive sacs (as). cb Cell bodies, ph pharynx and vnc
ventral nerve cord
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Fig. 8 a—f Confocal scanning laser micrographs of the anterior region
of M. congolensis showing immunoreactivity to GYIRFamide (green
fluorescence of FITC in subpanel a and red fluorescence of TRITC in
subpanels b—d). a Forebody showing immunostaining in the cerebral
ganglia (cg). ¢b Cell bodies and ph pharynx. b Forebody showing
anterior region of the pharynx (aph), posterior region of the pharynx
(pph), copulatory organ (c), cell bodies (cb) and cerebral ganglia (cg).
¢ High powered confocal micrograph of the anterior region. Note the
innervation of the pharyngeal papillae (pp) with FaRPergic nerve fibre
(np). cb Cell body and mo mouth opening. d High-powered part of the

Discussion

The use of phalloidin staining in conjunction with confocal
microscopy revealed the body wall of M. congolensis to be
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anterior region of the pharynx (aph) and the posterior region (pph)
innervated with FaRPergic pharyngeal nerve (pn), which extend from
the ventral commissure (vel). cb Cell body, rm radial muscles and oes
oesophagus. e Forebody showing immunostaining for FaRP (red
fluorescence of TRITC). Note the protrusible pharyngeal papillae (pp)
(green fluorescence of FITC). cg Cerebral ganglia. f Immunoreactivity
in the pharyngeal nerve (pn) in close association with the pharynx.
aph Anterior region of the pharynx, pp pharyngeal papillac and rm
radial muscles. Other abbreviations as in Fig. 7a

largely composed of an outer layer of compactly arranged
circular fibres, an intermediate layer of paired longitudinal
fibres and an inner layer of well-spaced bands of diagonal
fibres arranged in two crossed directions. This arrangement
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Fig. 9 Confocal scanning laser micrographs of whole-mount prepa-
rations of M. congolensis stained by indirect immunofluorescence
using anti-serum to the FaRP neuropeptide NPF and TRITC-coupled
secondary antibody (red) muscles stained with FITC-phalloidin
(green). a Posterior region showing dorsal extrinsic muscle fibres
(dem) running into the haptor (a) and the circular muscle (c¢m) in the
posterior flap. b Posterior region showing immunoreactivity to NPF
(unlabelled arrows) anterior to the haptor and in association with the
marginal hooklets. Note the muscle fibres entering the haptor and the
crossing over of median transverse muscle fibres (mtc) in the haptor.

resembles that described in M. clarii by El-Naggar et al.
(2004) for free-living (Rieger et al. 1994) and parasitic
flatworms (Halton et al. 1998; Mair et al. 1998; Stewart et
al. 2002). El-Naggar et al. (2001b) studied the patterns of
movement for three gyrodactylid monogeneans M. clarii,
M. congolensis and Gyrodactylus rysavyi. The authors
recorded elongation and shortening movement, rotation
movement, self-cleaning movement, pendulum-like move-
ment, ordinary upside down leech-like locomotion and
swimming movement. They reported that each of the
examined gyrodactylid species was found to have a char-
acteristic movement. M. clarii performs scanning (search-
ing) movement, M. congolensis exercises pendulum-like
movement and the swimming behaviour was restricted to
G. rysavyi. It seems likely that elongation and shortening
are brought about by effective contraction of the circular
and longitudinal muscles, respectively. Also, it seems most
likely that rotation and self-cleaning movement, during
which the body is twisted, could be attributed to contraction
and relaxation of the diagonal muscle fibres, which are

100 um

100 pm

¢ A deeper plane of focus of the posterior region. Note that NPF
immunoreactivity (unlabelled arrow) closely associated with the
muscle fibres entering the haptor (ha). Note that the shaft of the
hamulus (%) is provided with anterior (asm), median (msm), posterior
(psm) and lateral (Ism) muscle fibres. lem lateral ventral extrinsic
muscles, mem median ventral extrinsic muscles, mh marginal hooklet
and rtm root transverse muscles. d Middle region of the worm
showing the developing embryo in the uterus. Immunoreactivity to
NPF can be seen in the cerebral ganglia of the embryo (ecg) and
pharynx (eph) of the embryo

located mainly in the anterior region of the body. The pen-
dulum-like movement in M. congolensis might be achieved
by contraction of longitudinal muscle fibres in one side and
relaxation of the corresponding muscles in the other side.
Two pairs of ventral muscle bands were revealed beneath
the sub-tegumental muscle in the region anterior to the
pharynx. Another pronounced, anterior extrinsic muscle bands
extend from the pharynx to the anterior body margin.
Characteristic features of the ventral muscle bands of
M. congolensis, which differentiate them from their cor-
responding M. clarii (see El-Naggar et al. 2004), are that these
muscle bands cross each other at the median line of the head
region and that a single orientated diagonal muscle fibre
accompanies each of these muscle bands. Moreover, the two
anterior extrinsic muscle bands extending from the anterior
region of the pharynx attach the anterior body margin in
M. congolensis, but they are directed to the adhesive areas in
M. clarii. In the leech-like locomotion, the adhesive sacs evert
during attachment and retract during detachment. El-Naggar
et al. (2004) suggested that the retraction of the adhesive sacs
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into the head lobes of M. clarii is brought about by
contraction of the ventral muscle bands extending from the
anterior region of the pharynx. In M. congolensis, retraction of
the adhesive sacs into the head lobes seems to be carried out
by contraction of the two crossed ventral extrinsic muscle
bands. A similar contribution of the ventral muscle bands to
the retraction of adhesive sacs was suggested by El-Naggar
and Kearn (1980) in the monogenean gill parasites, Dactylo-
gyrus amphibothrium and Dactylogyrus hemiamphibothrium.

Application of the phalloidin staining technique in the
present study has revealed that the pharynx of M.
congolensis consists of an anterior highly muscular region
and posterior mainly glandular region, which accommo-
dates radial muscle fibres. Five pairs of extrinsic muscles
were observed to be attached to the anterior region of the
pharynx. In M. clarii, six pairs of these muscles were
observed (El-Naggar et al. 2004). The anterior portion of
the pharynx of the gyrodactylid monogeneans was reported
to protrude during feeding (El-Naggar and Serag 1987;
Arafa 1999; El-Naggar and El-Abbassy 2003) as well as
other monogeneans, namely, Entobdella soleae and Acan-
thocotyle sp. (Kearn 1963), Macrogyrodactylus polypteri
(see Khalil 1970), D. hemiamphibothrium, D. amphiboth-
rium (see El-Naggar and Kearn 1980) and Quadriacanthus
aegypticus (see El-Naggar and Serag 1986). Protrusion of
the anterior region of the pharynx of M. congolensis may be
controlled by the extrinsic muscles attached to this region.
The anterior pharyngeal region accommodates six pharyn-
geal papillae in both M. congolensis and M. clarii and eight
pharyngeal papillae in G. rysavyi. The tips of the
pharyngeal papillae protrude during feeding in gyrodactyl-
ids (Khalil 1970; El-Naggar and Serag 1987; El-Naggar et
al. 1999; El-Naggar and El-Abbassy 2003). This protrusion
may be initiated by contraction of the muscle bands in the
anterior part of the pharynx, whilst contraction of the radial
muscle of the posterior portion may drive secretion into the
pharyngeal papillae.

The present study has revealed that the copulatory organ
of M. congolensis fluoresces strongly with phalloidin
staining, illustrating its highly muscular nature. A similar
observation was recorded in M. clarii by El-Naggar et al.
(2004). The muscle fibres in the copulatory organ could
have an important role in the operation of the copulatory
bulb and associated large and small spines. El-Naggar et al.
(1999) suggested that a plug of co-copulant tissue may be
drawn into the copulatory bulb of M. congolensis through
suction generated by contraction of the radial muscle in this
organ. This may then be secured by the combined action of
contraction of equatorial muscle around the rim of the bulb
and insertion of the small copulatory spines into the neck of
the plug.

The haptor of M. Congolensis was revealed by using
confocal scanning laser microscopy to be supplied with
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dense bands of well-developed ventral and dorsal extrinsic
muscles. Although it was difficult to trace the way of the
ventral extrinsic muscles in the haptor, it is possible that
they attach to the roots of the hamuli. Another two groups
of muscles, namely, transverse muscle bands (rtm) are
found connecting between the roots of the hamuli. It seems
possible that contraction of these transverse muscle bands
helps in the protrusion of the hooked regions of the hamuli
from their openings. This is followed by contraction of the
ventral extrinsic muscles (lem and mem), which pull the
hamuli roots in an anterior direction leading to a firm
insertion of the hooked regions of the hamuli into the tissue
of the host. Moreover, the hamuli of M. congolensis are
provided with other groups of muscles, namely, anterior
(asm), median (msm), posterior (psm) and lateral (Ism)
muscles. It seems probable that these muscles serve in
preventing the lateral rotation of the hamuli during
attachment, thereby creating a firm insertion of the hamuli.
Withdrawal of the pointed hooked region of the hamuli may
be achieved by relaxation of both ventral extrinsic muscles
and transverse bundles. For a complete understanding of
the operating mechanism of the hamuli and marginal
hooklets, more investigations are needed using phase-
contrast microscopy, different stains for the haptoral
muscles and more observations using phalloidin stain.

Regarding the dorsal aspect of the haptor of M.
congolensis, there are numerous bundles of dorsal extrinsic
muscles (dem) running in the pre-haptoral region and
collected into two main thick groups as they pass from
the anterior region into the posterior region of the haptor.
The precise function of these muscles is not clearly known.
However, because these muscles are branched into numer-
ous fibres in the posterior haptoral flap bearing the marginal
hooklets, it seems possible that these muscles play a role in
operating the posterior flap.

The present study has revealed that CNS of M.
congolensis consists mainly of a mass of cerebral ganglia
and three pairs of ventral, lateral and dorsal longitudinal
nerve cords connected by transverse connectives and
commissures; it is better developed ventrally than dorsally
and laterally. The CNS of M. congolensis resembles in
basic structure that of all previously studied flatworms,
including monogeneans, digeneans and cestodes (Reuter
1987; Halton and Gustafsson 1996; Reuter et al. 1998;
Arafa and Reda 2002; Reda and Arafa 2002; Arafa et al.
2002; El-Naggar et al. 2004). Typically, the PNS innervates
the alimentary system, reproductive organs, attachment
organs and sub-tegumental muscles. These neural pathways
and their organization were previously described in 11 other
monogeneans: Diplozoon paradoxum (see Halton and
Jennings 1964), Polystoma integerrimum (see Rahemo
and Gorgees 1987), Gyrodactylus salaris (see Reuter
1987), Pseudodactylogyrus anguillae (see Buchmann and
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Mellergaard 1988; Reda and Arafa 2002), E. nipponicum
(see Lyukshina and Shishov 1988; Zurawski et al. 2001), D.
merlangi (see Maule et al. 1990a,b), Pseudodactylogyrus
bini, P. anguillae (see Reda and Arafa 2002), E. soleae (see
Marks et al. 1994), D. sagittata (see Cable et al. 1996a),
Protopolystoma xenopodis (see McKay et al. 1991) and
M. clarii (see El-Naggar et al. 2004).

Application of silver nitrate staining technique by
El-Naggar et al. (2001a) has revealed the presence of eight
pairs of large, probably nerve cells, in M. clarii and ten pairs
in and M. congolensis. These cells were found distributed bi-
laterally on the dorsal and ventral side of the body proper of
the warms. The AcThl method (El-Naggar et al. 2004) has
also revealed the presence of six pairs of large cholinergic
neurons distributed bi-laterally on the dorsal and ventral side
of the body proper of M. clarii. However, application of the
AcThI method on many specimens of M. congolensis in the
present study did not reveal these cells. The nature of these
neuronal cell bodies may be understood using transmission
electron microscopy. At TEM level, Shaw (1982) described
two types of neuronal cell body within the brain of
Gastrocotyle trachuri; Rohde (1972) revealed large, ovoid
and membrane-bound secretory granules in the large nerves
and axons of Polystomoides asiaticus and concluded these to
be neurosecretory grana; and Bahatanger et al. (1980)
reported two types of nerve cells in Ceylonocotyle scolio-
coelium, distinguishing them on the basis of their fine
structure as neurosecretory (A-type) and non-neurosecretory
(B-type). FaRPergic and serotoninergic staining of M.
congolensis revealed numerous pairs of neuronal cell bodies
associated with the cerebral ganglia, pharynx and pre-
haptoral nerve. In a related monogenean, G. salaris,
FaRPergic-IR cell bodies were also detected in the brain,
nerve cords, pre-haptoral plexuses and in the middle region
of the body (Reuter 1987). In E. soleae, serotoninergic-IR
cell bodies and associated innervation dominate the cerebral
ganglia, pharynx and ootype and ovovitelline duct
(Marks et al. 1994).

The cholinergic and peptidergic components of the nervous
system of the studied M. congolensis are partially overlapped.
The same phenomenon was recorded in the nervous system
of M. clarii by El-Naggar et al. (2004), of D. merlangi by
Maule et al. (1990a) and of D. sagittata by Cable et al.
(1996b). Halton and Gustafsson (1996) reported that the
peptidergic pathways in platyhelminths more follow closely
those of the cholinergic system, whilst those of the
serotoninergic system are often quite separate and distinctive
in construction with the staining localised to a different sub-
set of neurons. The present study has revealed that cho-
linergic and peptidergic components of the nervous system
of M. congolensis are more extensive than the aminergic
components. ACh is considered as an inhibitory neurotrans-
mitter in a number of parasitic flatworms (Sukhdeo et al.

1984; Thompson and Mettrick 1989; Ward et al. 1986),
whereas the function of FaRP neuropeptides in flatworms is
yet unclear, although their ubiquitous occurrence throughout
the flatworm nervous system implies a fundamental role in
nerve muscle physiology (Halton and Gustafsson 1996).
When experimentally examined, FaRPs were found to be
potently myoactive (Day and Maule 1999).

The nerves supplying the head lobes of M. congolensis
may play a role in temporary attachment of the adhesive
sacs during locomotion and feeding and/or coordinating
muscular movements involved in the release of secretory
bodies from the gland cells of the anterior adhesive
apparatus. Extensive innervation of the head lobes, partic-
ularly the adhesive sacs with FaRPergic-IR nerves, resem-
bles that of M. clarii and is consistent with the presence in
these areas of numerous sensilla (El-Naggar et al. 2001a,
2004; Arafa et al. 2003), which may be sensitive to contact
stimulation. Contact perception (and possibly contact
chemoreception) by this region is likely to be important
during temporary leech-like locomotion. Cholinergic and
FaRPergic fibres in the posterior region of the pharynx may
interact to modulate contraction of the radial muscles,
which drive the secretion into the pharyngeal papillae,
whilst those fibres supplying the anterior portion of the
pharynx may regulate the protrusion of the pharyngeal
papillae themselves during feeding. A ring commissure was
detected around the mouth of M. congolensis in the present
study. A similar commissure was not observed by El-Naggar
et al. (2004) in M. clarii. However, in all monogeneans
studied hitherto, an oral ring commissure was found (for
example, see Rohde 1968; Reuter 1987). Rohde (1968)
suggested that the oral commissure is a character, which
distinguishes the nervous system of the Monogenea from that
of Digenea.

In M. congolensis, FaRPergic staining was evident in
nerve fibres that branch from the ventral nerve cord to
innervate muscle around the ejaculatory duct, the vesicula
seminalis and accessory reservoir, whilst 5-HT-IR traced
the muscular ducts of this complex. These findings imply
that whilst FaRPs may modulate release of sperm/male
accessory secretions, 5-HT may function in their motility
through control of the circular muscle fibres of these ducts.
The copulatory bulb itself was surrounded by fibres
immunoreactive for both 5-HT and FaRPs, suggesting that
these neuroactive substances may be involved in bringing
about the muscle action responsible for insertion of the
small and large spines into the co-copulant.

In the monogenean parasite M. clarii, El-Naggar et al.
(2004) suggested that cholinergic and FaRPergic nerves
supplying the anterior region of the uterus help coordinate
events involved in the delivery of fully formed embryo,
whilst the FaRPergic nerves innervating the junction
between the ECFR and uterus may play a role in controlling
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movement of the mature oocyte by their directive effect on
the muscles found in this region. Cholinergic and FaRPer-
gic innervation of the reproductive organs of M. congo-
lensis may perform a similar role. However, Cable and
Harris (2002) suggested that the large oocyte proceeds into
the uterus through the physical pressure of the oocyte on
the adjacent empty uterus. Cable et al. (1996a) suggested
that the neuropeptide secretions may influence movement
of ova and vitelline cells, release of spermatozoa and
Mehlis’ gland secretions and peristaltic contractions of the
ootype, which shape the egg, and regulate the release of egg
from the ECFR into the uterus.

The neuromusculature of the haptor of M. congolensis is
richly innervated with cholinergic, FaRPergic and seroto-
ninergic elements, suggesting a major role in motor func-
tion for the haptoral nerves. Similarly, in D. merlangi, all
three neuroactive substances were detected in motor ele-
ments innervating the buccal suckers, pharynx and haptoral
clamps (Halton and Morris 1969; Maule et al. 1990a), and
their action was investigated on the motility of worms in
vitro (Maule et al. 1989). Some evidence for a sensory role
for those nerves connected to the tegumental papillae was
recorded by Rahemo and Gorgees (1987) on P. integer-
rimum, but this is yet to be experimentally confirmed.

El-Naggar et al. (2001a) recorded many differences
between the surface sensilla pattern (number and distribu-
tion) of M. clarii and M. congolensis. The authors
suggested that these differences in number and distribution
of surface sensilla could be used in addition to anatomical
and morphological differences (El-Naggar and Serag 1987,
El-Naggar 1993; El-Naggar et al. 1999; Arafa et al. 2003)
to discriminate between M. clarii and M. congolensis. In
the present study, some differences were recorded between
the muscular systems of M. clarii and M. congolensis,
mainly in the anterior ventral extrinsic muscle band, the
ventral muscle bands extending anteriorly form the anterior
region of the pharynx and the musculature of the haptor.
These differences could be attributed to the differences in
the mode of feeding and attachment due to the difference in
the micro-habitat (gills for M. clarii and skin for M.
congolensis). These differences could also be used to
discriminate between these two parasites. However, the
minor differences recorded between the organization of the
nervous system of M. congolensis and M. clarii are not
considered to be sufficiently reliable for use in discriminat-
ing between these two species.

References

Arafa SZ (1999) Biological studies on some monogenean parasites of
the teleost Clarias gariepinus in Dakahlia province. Ph.D. thesis,
Faculty of Sciences, Mansoura University, Egypt

@ Springer

Arafa SZ, Reda ES (2002) Cholinergic components of the nervous
system of the digeneans Astiotrema reniferum, Orientocreadium
batrachoides and Eumasenia aegypticus from the catfish Clarias
gariepinus in Egypt. J Egypt Ger Soc Zool 38:75-91

Arafa SZ, Reda ES, El-Naggar MM (2002) Cholinergic components
of the nervous system of the digenean parasites, Haplorchoides
cahirinus and Acanthostomum absconditum from catfish Bagrus
bayad in Egypt. Acta Parasitol 47:272-279

Arafa SZ, El-Naggar MM, Kearn GC (2003) Scanning electron
microscope observations on the monogenean skin parasite
Macrogyrodactylus congolensis (Prudhoe, 1957) Yamaguti,
1963. Acta Parasitol 48:272-279

Bahatanger A, Gupta A, Srivastava R (1980) Histological and
histochemistry of the neuroendocrine components of Ceylonocotyle
scoliocoelium (Digenea: Trematoda). Z Parasitenkd 64:  77-84

Buchmann K, Mellergaard S (1988) Histochemical demonstration of
the inhibitory effect of Nuvan and Neguvon on cholinesterase
activity in Pseudodactylogyrus anguillae (Monogenea). Acta Vet
Scand 29:51-55

Buchmann K, Prente P (1989) Cholinergic and aminergic elements in
the nervous system of Pseudodactylogyrus bini (Monogenea).
Dis Aquat Org 6:89-92

Cable J, Harris PD (2002) Gyrodactylid developmental biology:
historical review, current status and future trends. Int J Parasitol
32:255-280

Cable J, Harris PD, Tinsley RC (1996a) Ultrastructural adaptations for
viviparity in the female reproductive system of gyrodactylid
monogeneans. Tissue Cell 28:515-526

Cable J, Marks NJ, Halton DW, Shaw C, Johnston CF, Tinsley RC,
Gannicott AM (1996b) Cholinergic, serotoninergic and pepti-
dergic components of the nervous system of Discocotyle
sagittata (Monogenea: Polyopisthocotylea). Int J Parasitol
26:1357-1367

Cable J, Harris PD, Tinsley RC (1998) Life history specializations of
monogenean flatworms: a review of experimental and micro-
scopical studies. Microsc Res Tech 42:186—199

Coons AH, Leduc EH, Connelly JM (1955) Studies on antibody
production. I. A method for histochemical demonstration of
specific antibody and its application to a study of the hyper-
immune rabbit. J Exp Med 102:42—-60

Day TA, Maule AG (1999) Parasitic peptides! The structure and
function of neuropeptides in parasitic worms. Peptides 20:
999-1019

El-Naggar MM (1993) Scanning electron microscope observations on
the head lobes and haptor of the monogenean Macrogyrodactylus
clarii Gussev, 1961. J Egypt Ger Soc Zool 10:143-155

El-Naggar MM, El-Abbassy SA (2003) Anatomical observations on
the viviparous monogenean Gyrodactylus rysavyi Ergens, 1973
from the Nile catfish Clarias gariepinus in Egypt. Egypt J Zool
40:225-249

El-Naggar MM, Kearn GC (1980) Ultrastructural observations on the
anterior adhesive apparatus in the monogeneans Dactylogyru-
samphibothrium Wagener, 1857 and D.hemiamphibothrium
Ergens 1956. Z Parasitenkd 61:223-241

El-Naggar MM, Serag HM (1986) Quadriacanthus aegypticus n sp., a
monogenean gill parasite from the Egypt teleost Clarias lazera.
Syst Parasitol 8:129-140

El-Naggar MM, Serag HM (1987) Redescription of Macrogyrodactyl-
us clarii Gussev 1961, a monogenean gill parasite of Clarias
lazera in Egypt. Arab Gulf J Sci Res Agric Biol Sci 5:257-271

El-Naggar MM, Kearn, GC, Hagras AE, Arafa SZ (1999) On some
anatomical features of Macrogyrodactylus congolensis, a vivip-
arous monogenean ectoparasite of the catfish Clarias gariepinus
from Nile water. ] Egypt Ger Soc Zool 29:1-24

El-Naggar MM, Arafa SZ, El-Abbassy SA, Kearn GC (2001a)
Chaetotaxy of the monogeneans Macrogyrodactylus clarii and



Parasitol Res (2007) 100:265-279

279

M. congolensis from the gills and skin of the catfish Clarias
gariepinus in Egypt, with a note on argentophilic elements in the
nervous system. Folia Parasitol 48:201-208

El-Naggar, MM, EL-Naggar AM, El-Abbassy SA (2001b) Microhab-
itat and movement of the viviparous monogeneans Gyrodactylus
alberti, Macrogyrodactylus clarii and M. congolensis from the
Nile catfish Clarias gariepinus. J Egypt Ger Soc Zool 35:
169-187

El-Naggar MM, Arafa SZ, Stewart MT, El-Abbassy SA, Halton DW
(2004) Neuromusculature of Macrogyrodactylus clarii, a mono-
genean gill parasite of the Nile catfish Clarias gariepinus in
Egypt. Parasitol Res 94(3):163-175

Gussev AV (1961) A viviparous monogenetic trematode from
freshwater basins of Africa. Doklady Akademii Nauk Armanskoj
SSR 136:490-493

Halton DW (2004) Microscopy and the helminth parasite. Micron
35:361-390

Halton DW, Gustafsson MKS (1996) Functional morphology of the
platyhelminth nervous system. Parasitology 113:S57-S72

Halton DW, Jennings JB (1964) Demonstration of the nervous system
of the monogenetic trematode Diplozoon paradoxum Nordmann
by the indoxyl acetate method for esterases. Nature, London
202:510-511

Halton DW, Morris GP (1969) Occurrence of cholinesterase and
ciliated sensory structures in a fish gill fluke, Diclidophora
merlangi (Trematoda: Monogenea). Z Parasitenkd 33:21-30

Halton DW, Maule AG, Mair GR, Shaw C (1998) Monogenean
neuromusculature: some structural and functional correlates. Int J
Parasitol 28:1609-1623

Harris PD (1983) The morphology and life-cycle of the oviparous
Gyrodactylus farlowellae gen. et sp. nov. (Monogenea Gyrodac-
tyidae). Parasitology 87:405-420

Kearn GC (1963) Feeding in some monogenean skin parasites:
Entobdella solea on Solae solae and Acanthocotyle sp. on Raia
clavata. ] Biol Assoc UK 43:749-766

Khalil LF (1970) Further studies on Macrogyrodactylus polypteri, a
monogenean on the African freshwater fish Polypterus sene-
galus. J Helminthol 44:329-348

Llewellyn J (1981) Evolution of viviparity and invasion by adults.
Parasitology 82:64—66

Lyukshina LM, Shishov BH (1988) Biogenic amines in the nervous
system of Eudiplozoonnipponicum (Monogenea). In: Sakharov
DA (ed) Simple nervous systems (in Russian). Nauka, Moscow,
pp 173-176

Mair GR, Maule AG, Shaw C, Johnston CF, Halton DW (1998) Gross
anatomy of the muscle systems of Fasciola hepatica as
visualized by phalloidin-fluorescence and confocal microscopy.
Parasitology 117:75-82

Marks NJ, Halton DW, Kearn GC, Shaw C, Johnston CF (1994) 5-
Hydroxytryptamine-immunoreactivity in the monogenean para-
site Entobdella soleae. Int J Parasitol 24:1011-1018

Maule AG, Halton DW, Allen JM, Fairweather 1 (1989) Studies on
motility in vitro of the ectoparasitic monogenean, Diclidophora
merlangi. Parasitology 98:85-93

Maule AG, Halton DW, Johnston CF, Shaw C, Fairweather I (1990a)
The serotoninergic, cholinergic and peptidergic components of
the nervous system in the monogenean parasite Diclidophora
merlangi. Parasitology 100:255-274

Maule AG, Halton DW, Johnston CF, Shaw C, Fairweather I (1990b)
A cytochemical study of the serotoninergic, cholinergic and
peptidergic components of the reproductive system of the
monogenean parasite Diclidophora merlangi. Parasitol Res
76:409-419

McKay DM, Halton DW, Maule AG, Johnston CF, Shaw C,
Fairweather 1 (1991) Putative neurotransmitters in two mono-
geneans. Helminthologia 28:75-81

Prudhoe S (1957) Trematoda. In Exploration du Prac National de
I’Upemba. 1. Mission G. F. et R. Witte en collaboration avec W.
Adam, A. Janssens, L. Van Meet et R. Verheyen (1946-1949),
vol. 48, pp 1-28

Rahemo ZIF, Gorgees NS (1987) Studies on the nervous system of
Polystoma integerrimum as revealed by acetylthiocholine activity.
Parasitol Res 73:234-239

Reda ES, Arafa SZ (2002) Cholinergic components of the nervous
system of the monogenean gill parasites, Pseudodactylogyrus
bini and P. anguillae from the eel Anguilla anguilla in Nile Delta
waters. Egypt J Zool 38:41-54

Reuter M (1987) Immunocytochemical demonstration of serotonin
and neuropeptides in the nervous system of Gyrodactylus salaris
(Monogenea). Acta Zool 68:187-193

Reuter M, Mintyld K, Gustafsson MKS (1998) Organization of the
orthogon—main and minor cords. Hydrobiologia 383:175—182

Rieger RM, Salvenmoser W, Legneti A, Tyler S (1994) Phalloidin-
rhodamine preparations of Macrostomum hystricinum marinum
(Platyhelminthes): morphology and postembryonic development
of the musculature. Zoomorphology 114:133—-147

Rohde K (1968) Das Nervensystem der Gattung Polystomoides Ward,
1977 (Monogenea). Z Morphol Tiere 62:58-76

Rohde K (1972) Fine structure of the Monogenea, especially
Polystomoides Ward. Adv Parasitol 10:1-33

Shaw MK (1982) The fine structure of the brain of Gastrocotyle
trachuri (Monogenea: Platyhelminthes). Cell Tissue Res
226:449-460

Stewart MT, Mousley A, Koubkova B, Sebelova S, Marks NJ, Halton
DW (2002) Gross anatomy of the muscle systems and associated
innervation of Apatemon cobitidis proterorhini metacercaria
(Trematoda: Strigeidea), as visualised by confocal microscopy.
Parasitology 126:273-282

Sukhdeo MVK, HSU SC, Thompson CS, Mettrick DF (1984)
Hymenolepis diminuta: behavioural effects of 5-hydroxytrypt-
amine, acetylcholine, histamine and somatostatin. J Parasitol
70:682—688

Thompson CS, Mettrick DF (1989) The effects of 5-hydrxytryptamine
and glutamate on muscle contraction in Hymenolepis diminuta
(Cestoda). Can J Zool 67:1257-1262

Tinsley RC (1983) Ovoviviparity in platyhelminth life-cycles.
Parasitology 86:161-196

Ward SM, Allen JM, McKerr G (1986) Neuromusculature physiology
of Grillotia erinaceus metacestodes (Cestoda: Trypanorhyncha)
in vitro. Parasitology 93:587-597

Yamaguti S (1963) Systema helminthum, vol. IV: Monogenea and
Aspidocotylea. Interscience, New York

Zurawski TH, Mousley A, Mair GR, Brennan GP, Maule AG, Gelnar,
M, Halton DW (2001) Immunomicroscopical observations on the
nervous system of adult Eudiplozoon nipponicum (Monogenea:
Diplozoidae). Int J Parasitol 31:779—783

@ Springer



	Neuromusculature of Macrogyrodactylus congolensis, a monogenean skin parasite of the Nile catfish Clarias gariepinus
	Abstract
	Introduction
	Materials and methods
	Results
	Musculature
	Neuroanatomy and neurochemistry
	Cholinergic enzyme histochemical staining
	FaRP immunostaining
	5-HT immunostaining


	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /Gautami
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kartika
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /Latha
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Mangal-Regular
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MVBoli
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Raavi
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SpsFont4Medium
    /SPSFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Sylfaen
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Tunga-Regular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /Vrinda
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


