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Abstract

Myxozoans evoke important economic losses in aquaculture production,
but there is almost a total lack of disease control methods as no vaccines or
commercial treatments are currently available. Knowledge of the immune
responses that lead to myxozoan elimination and subsequent disease
resistance is vital for shaping the future development of disease control
measures. Different fish immune factors triggered by myxozoan parasites
are reviewed in this chapter. Detailed information on the phenotypic and
underlying molecular aspects of innate and adaptive responses, at both
cellular and humoral levels, is provided for some well-studied fish-
myxozoan systems. The importance of the local immune response, mainly
at mucosal sites, is also highlighted. Myxozoan tactics to disable or avoid
immune responses, such as modulation of immune gene transcription and
immune evasion, are also reviewed. The existence of innate and acquired
resistance to some myxozoan species suggest promising possibilities for
controlling myxozooses through immune-based strategies, such as genetic
selection for host resistance, vaccination, immune therapies and admin-
istration of immunostimulants.
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14.1 Introduction

It is generally agreed that the teleost and mam-
malian immune systems share a similar repertoire
of molecules and cells involved in innate and
adaptive immune responses. In recent years, our
knowledge of the immune system of fish (Zhang
et al. 2010a; Fillatreau et al. 2013; Fischer et al.
2013) and immune responses against some para-
sites (e.g. flagellates (Woo and Ardelli 2014) and
microsporidia (Rodríguez-Tovar et al. 2011)) has
greatly increased. Nevertheless, information is
only available for particular fish species and many
questions regarding parasite infections remain.
This chapter reviews the immune responses of
fish, the secondary hosts in the complex life cycle
of myxozoans (see Chaps. 2, 3, and 10), by
focussing on innate and adaptive immune pro-
cesses evoked by myxozoan infection. We also
review how myxozoans may deal with immune
responses, including modulation of immune gene
transcription and immune evasion.

The different immune factors of fish and their
interactions with parasite stages are schemati-
cally presented in Fig. 14.1. When infectious
stages of myxozoans contact fish mucosal sur-
faces, they may be rejected by immune mole-
cules present in fish mucous. If not eliminated,
myxozoan stages will encounter a formidable
array of cell-mediated and humoral immune
responses that arise in the hosts’ mucosal or
epithelial tissues. These must, in some way, be
subverted by myxozoan parasites in order to
reach target tissues. After passing through
mucosal or epithelial barriers, parasitic stages
reach target tissues, including immunoprivileged
sites (see Sect. 14.6.1), via the blood where they
display different immune evasion strategies.
Some myxozoans are eliminated in the blood
owing to the expression of an array of cellular
and humoral immune factors. Once in the target
host tissues, myxozoan parasites evoke the acti-
vation of host immune mechanisms that are
regulated by the interplay of both immunoacti-
vating and immunosuppressive cytokine mole-
cules. Acute or chronic disease pathology then
develops, depending on the host-myxozoan
model. Eventually myxozoan parasites may be

encapsulated or finally cleared from the host.
Some parasites, however, may survive within
granulomatous tissue, leading to chronic disease
pathology and even death of the host with the
subsequent release of the parasite to the
environment.

14.2 Innate Immune Response
and Histopathology

The innate or non-specific immune response is the
first line of defence of fish against parasites and is
based on cellular and humoral factors. Many
myxozoan species cause little or no host cellular
response, especially coelozoic forms (Lom and
Dyková 1992). In some cases, the absence of a
cellular reaction is due to development in immu-
noprivileged sites of the organism (see Sect. 14.6).
On the other hand, some myxozoans trigger an
excessive immune response leading to an immu-
nopathological condition. Below we review
insights about innate immune responses and the
associated histopathology based on several well-
studied fish-myxozoan systems.

14.2.1 Formation of Granulomata
and Melanomacrophage Centres

The most common histopathological reaction to
myxozoan infections is the formation of granu-
lomata, which encapsulate parasitic stages by
connective and epithelioid tissue layers, with the
aim of isolating the parasite and preventing its
dispersal to surrounding tissues (Fig. 14.2f). This
occurs in Ceratomyxa shasta-resistant hosts, in
which parasites captured in granulomatous
lesions are lysed (Hallett and Bartholomew
2012). The efficacy of encapsulation is often
limited. For instance, in Myxobolus pendula gill
infections, the capsule formed around the com-
plex cysts does not sufficiently inhibit diffusion
of oxygen and nutrients to the parasite (Koehler
et al. 2004). In Sphaerospora testicularis-infec-
ted European sea bass (Dicentrarchus labrax),
large granulomata reduce germinal tissue of the
testis in the following spawning season
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(Fig. 14.2g) (Sitjà-Bobadilla and Álvarez-Pelli-
tero 1993).

The principal leucocyte types involved in
granuloma formation are macrophages and lym-
phocytes. Other cell types can also be involved,
including neutrophils, eosinophilic granule cells,
multinucleated giant cells and fibroblasts. Gran-
ulomata are often accompanied by focal devel-
opment of melanomacrophage centres (MMC)
(Fig. 14.2h) (e.g. in lymphohaemopoietic organs
of the head kidney and spleen). An increase in
the number of MMCs was reported in the spleen
of Enteromyxum leei-infected gilthead sea bream
(Sparus aurata) (henceforth referred to as GSB)
(Fleurance et al. 2008) and Enteromyxum scop-
hthalmi-infected turbot (Sitjà-Bobadilla et al.
2006; Ronza et al. 2013). However, a significant
increase in the percentage of splenic surface
occupied by MMCs was observed only in GSB
exposed to but not infected by E. leei (Fig. 14.2i)
(Estensoro et al. 2014). These increases are
associated with the inflammatory response onset
and in some cases with the presence of engulfed
parasites in MMCs. It is possible that rapid
MMC proliferation in the spleen may help to
combat the parasite. MMCs have been suggested
to be the primitive analogues of the germinal
centres of lymph nodes in mammals (Tort et al.
2003; Vigliano et al. 2006). Their role in the fish
immune response involves antigen retention and
processing and thus in the maintainience of
humoral memory (Agius and Roberts 2003).

Macrophages are not only involved with forming
MMCs, but also engulf parasites directly
(Fig. 14.2j–m).

14.2.2 Other Cellular Responses

In Tetracapsuloides bryosalmonae-infected
rainbow trout (Oncorhynchus mykiss), the pro-
liferation of leucocytes (mainly macrophages and
lymphocytes) invokes a more diffuse granulom-
atous-like reaction (Fig. 14.2a, b), leading to
renal tissue hyperplasia (Proliferative Kidney
Disease, PKD) (Chilmonczyk et al. 2002;
Schmidt-Posthaus et al. 2012). Similarly, in C.
shasta-infected salmonids, a vigorous host
response consisting of lymphocytes and eosino-
philic granular leucocytes is mounted
(Fig. 14.2c) (Bartholomew et al. 1989). The
pronounced inflammatory response of channel
catfish (Ictalurus punctatus) against Henneguya
ictaluri in Proliferative Gill Disease contributes
to the breakdown of the gill filament cartilage
(Lovy et al. 2011). The chronic cartilaginous
inflammation induced by Myxobolus cerebralis
trophozoites in susceptible salmonids is respon-
sible for cartilage degeneration (Fig. 14.2d)
(MacConnell and Vicent 2002). A massive
hyperplasia of the submucosa occurs in the
intestine of E. leei-infected sparids due to the
proliferation of heterogeneous leucocytes
(Fig. 14.2e). Some authors have pointed out that

Fig. 14.1 Diagrammatic representation of parasite strat-
egies and host immune factors activated in myxozoan
infections. Infective stages of myxozoans (from actinosp-
ores or myxosporean proliferative stages) get in contact
with the host through mucosal surfaces at the gills, skin
and the gastrointestinal tract. At this first contact, the
parasite can be rejected by the many molecules present in
the mucous, which is made of a mesh of mucins in which
commensal microbiota, lysozyme, lectins, and immuno-
globulins can interact. If the parasite survives this first
barrier, it encounters different cell types (macrophages,
granulocytes including mast cells, B cells, T cells) and
immunoglobulins at the subsequent mucosal layer (com-
posed of epithelium and dermis/lamina-propria-submu-
cosa). After passing the mucosal barrier, parasitic stages
can proliferate and travel through the blood to the final
target tissue or arrive at immunoproviledged sites such as
eyes, gonads or brain, or, otherwise, display different

immune evasion strategies such as intracellular disguise
(a), antigen masking (b) or fast proliferation (c). Some
myxozoans can be eliminated during their blood passage
thanks to different cellular (granulocytes/mast cells) and
humoral factors (lysozyme, complement, antiproteases,
immunoglobulins), whereas others survive. Once in the
target tissues, the host engages again different cellular
factors and Th1- Th2, Th17 and Treg cytokines play an
important role in activating or suppressing them and the
molecules they produce. This interplay induces acute and
chronic inflammation that, depending on the host-myxo-
zoan model, may end up with encapsulation and final
clearance of the parasite. However, some parasites may
survive within the granuloma or the inflammation can
lead to immunopathological consequences and even
death of the host, with the subsequent release of the
parasite to the environment

b
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such severe inflammatory reactions are found in
unusual hosts for such myxozoans (Kent and
Hedrick 1985). Furthermore, reactions against a
myxozoan, even within a given host, can vary
considerably depending on the infected tissue.
For example, Parvicapsula minibicornis induces
inflammatory cells to infiltrate the gills of sock-
eye salmon (Oncorhynchus nerka), whereas no
cellular host response is noticed in the meso-
nephros around or within infected glomeruli
(Bradford et al. 2010).

The types of leucocytes involved in local
responses against myxozoans vary depending on
the myxozoan-fish model and site of infection.
For example, when T. bryosalmonae first enters
the fish gills a granulomatous reaction, dominated
by infiltration with macrophages, is induced in the
filaments (Schmidt-Posthaus et al. 2013). Once in
the kidney, macrophages surround the parasites in
the vessels and proliferating lymphocytes account
for the lymphoid hyperplasia and gross kidney
swelling response that is characteristic of PKD.
Finally, granulomatous-like reactions are estab-
lished in the renal interstitium during the
advanced stages of this disease (Hedrick et al.
1993; Bettge et al. 2009).

In general, phagocytes and granulocytes are the
most abundant immune cells inmucosal infections
(skin, gills and intestine). Neutrophils and other
granulocytes (mast cells and eosinophil-like cells)

dominate in the gill inflammatory infiltrate found
in Proliferative Gill Disease (Lovy et al. 2011).
Polymorphonuclear leucocytes, fibroblasts and
macrophages are abundant in C. shasta-infected
intestines (Bartholomew et al. 1989). A succes-
sion of granulocytes and lymphocytes is described
in the oedemata surroundingM. pendula branchial
cysts in creek chub (Semotilus atromaculatus)
(Martyn et al. 2002). Some granulocyte subsets
increase during enteromyxosis in sharpsnout sea
bream (Diplodus puntazzo) (Fig. 14.3a) (Álvarez-
Pellitero et al. 2008), whereas acidophils decrease
at both local and systemic levels in GSB
(Estensoro et al. 2014). Acidophilic granulocytes
act as professional phagocytes in the latter. Con-
sidered the functional equivalents of mammalian
neutrophils, acidophilic granulocytes can be rap-
idly recruited from head kidney and are the most
abundant circulating granulocytes (Sepulcre et al.
2002; Chaves-Pozo et al. 2005; Estensoro et al.
2014). Mast cells are massively recruited to the
intestine in E. leei infections (Fig. 14.3d, e)
(Katharios et al. 2011; Estensoro et al. 2014), and
are often associated with chronic inflammation.
When activated, mast cells degranulate releasing
hormonal mediators and histamine analogues in
the extracellular environment, where they act as
pro-inflammatory moderators of the inflammation
reaction. Importantly, however, only fish belong-
ing to the order Perciformes show typical mast

Fig. 14.2 Photomicrographs showing a variety of
immune responses in fish tissues infected by different
myxozoan parasites. a, bRainbow trout kidney infected by
Tetracapsuloides bryosalmonae, showing the typical
granulomatous reaction; arrows in a point to parasite
stages and arrows in b points to a thrombus in a vessel.
c Rainbow trout intestine showing a massive leucocyte
proliferation in the submucosa (arrowed line with *) due to
Ceratomyxa shasta. d Granulomatous reaction in the
rainbow trout cartilage infected by Myxobolus cerebralis,
showing infiltration with mainly macrophages (*) and
partly degenerated myxozoan parasites (arrows). eHyper-
plasic submucosa (arrowed line with *) of gilthead sea
bream infected by Enteromyxum leei; arrow points to the
parasites located in the epithelium. f Fibrotic encapsulation
of Sphaerospora (formerlyPolysporoplasma) sparis in the
glomerulus of gilthead sea bream, spores appear necrotic
(arrow). g Fibrotic encapsulation of Sphaerospora testic-
ularis in the tesis of European sea bass; the parasite is
completely destroyed (*). h Accumulation of

melanomacrophage centres (MMC) around a S. sparis-
infected glomerulus in the trunk kidney of gilthead sea
bream. Spores are still visible in the glomerulus (arrow).
i Spleen of gilthead sea bream exposed to E. leei showing a
high number of MMC (dark spots). jMMC interspersed in
the kidney of a Myxidum giardi-infected eel (arrows:
myxospores). k Macrophages engulfing Kudoa thrysites
spores (arrows) free in the muscle of Atlantic salmon.
l Engulfment of a Ceratomyxa sparusaurati trophozoite
(arrow) by a gilthead sea bream head kidney macrophage
after 24 h of in vitro incubation. m Transmission electron
micrograph of a European sea bass macrophage with an
engulfed and partially destroyed spore (*) of Sphaerospora
dicentrarchi. Stainings: Hematoxylin and eosin (a–e, i, j),
toluidine blue (f–h, k), May-Grunwäld Giemsa (i). Scale
bars: 100 µm (i), 50 µm (d) 25 µm (a, b), 20 µm (j, h),
10 µm (f, g, k, l), 0.35 µm (m). Images courtesy of: Dr.
J. Bartholomew (Oregon State University, USA) (c), Dr.
K. Molnár (Hungarian Academy of Sciences) (j). Images
original from the authors: A S-B (e–i, k–m), H S-P (a, b, d)
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cells containing histamine (Mulero et al. 2007).
Large numbers of degranulated cells are also
observed within the gill lesions produced by
H. ictaluri (Lovy et al. 2011). Immune cell
degranulation acts selectively against the parasite,
but, when excessive, can have deleterious immu-
nopathological consequences for the host, even
causing death.

Phagocytes play important roles in the host’s
fight against parasites but their activity can be
modulated by myxozoan infections. Some enter-
omyxoses induce an increase in the respiratory
burst of circulating phagocytes (Sitjà-Bobadilla
et al. 2006, 2008), but a decrease in the activity of
head kidney phagocytes (Cuesta et al. 2006b).
Furthermore, in vitro studies demonstrated that
some myxozoans induce the production of reac-
tive oxygen species (ROS) (Muñoz et al. 2000a).
Reactive nitrogen species are also produced by
activated phagocytes and are used as cytotoxic
effector molecules against fish pathogens. The
production of reactive nitrogen species is con-
trolled by the inducible nitric oxide synthase
(iNOS) enzyme. The number of putative iNOS
immunoreactive cells in the intestine and lym-
phohaematopoietic organs of E. scophthalmi-
infected turbot was significantly higher and
increased as infection progressed (Fig. 14.3e).
The high presence of iNOS+ cells in the gut
lamina propria in severe enteromyxosis might

contribute to epithelial injury and desquamation
(Losada et al. 2012). In E. leei-infected sharpsn-
out sea bream, serum nitric oxide values gradu-
ally increased after exposure to the parasite
(Golomazou et al. 2006), whereas in GSB they
were reduced or unchanged in fish fed a fish oil or
vegetable diet, respectively (Estensoro et al.
2011). Species more susceptible to enteromyxosis
may exhibit increased levels of nitric oxide (NO)
and iNOS+ cells.

Another leucocyte type involved in innate
immunity in mammals is the natural killer (NK)
cell. Two types of NK cell homologues have
been described in fish: nonspecific cytotoxic cells
(NCC) and NK-like cells. Cell-mediated cyto-
toxicity is known to increase in E. leei-exposed
GSB (Cuesta et al. 2006b).

Rodlet cells (RC) generally increase in infec-
ted tissues or are observed in close vicinity to
myxozoans, sometimes even discharging their
rods (Leino 1996; Palenzuela et al. 1999; Muñoz
et al. 2000b; Gorgoglione and Sommerville
2010). RCs are, however, very scarce in
sharpsnout sea bream, even when infected by E.
leei (Álvarez-Pellitero et al. 2008). RCs are
thought to be connected with inflammatory cells
and host defence against parasites (Reite 2005),
but their function is still controversial and their
specific role in myxozoan infections requires
clarification.

Fig. 14.3 Photomicrographs of fish tissues infected by
different myxozoan parasites. a Eosinophilic granular
cells (encircled) in the intestinal epithelium of sharpsnout
sea bream infected by Enteromyxum leei. Arrows:
parasitic stages. b Intestine of E. leei-infected gilthead
sea bream showing acidophilic granulocytes immuno-
stained (brown cells) in the submucosa with the G7
antibody. c Detail of the G7-immunostained cells.
d Intestine of E. leei-infected gilthead sea bream showing
mast cells immunostained (brown cells) in the submuco-
sae with an anti-histamine antibody. e Detail of mast cells
(arrows) at the base of the epithelium. f Intestine of E.
scophthalmi-infected turbot with abundant iNOs+ cells in
the submucosae (brown cells). g Intestine of E. leei-
infected gilthead sea bream showing scarce goblets cells
(in blue, arrows); parasite stages appear fuchsia-coloured.
h Intestine of Ceratomyxa shasta-infected rainbow trout
showing Ig+ cells in the epithelium and the submucosae
(brown cells). i Intestine of E. leei-infected gilthead sea
bream showing IgM+ cells (brown cells) in the

submucosae and epithelium. j Detail of IgM+ cells in
the epithelium, surrounding parasite stages (*). k Intestine
of E. scophthlami-infected turbot showing IgM+ cells
(brown cells) in the epithelium, surrounding parasite
stages (*). l IgT+ intraepithelial lymphocyte (arrow) in the
intestine of a naïve rainbow trout. m Sphaerospora
testicularismyxospores (*) in the lumen of a seminiferous
tubule of European sea bass. n Intracellular Kudoa
thyrsites spores in the muscle of Atlantic salmon.
Stainings (when not immunostained): Hematoxylin and
eosin (a), alcian-blue PAS (g), toluidine blue (m, n). Scale
bars: 100 µm (g), 50 µm (f, n), 20 µm (b, d, e, h, j), 10 µm
(a, c, k, l, m), 5 µm (i). Illustrations courtesy of:
Dr. J. Bartholomew (Oregon State University, USA) (h),
Dr. M.I. Quiroga (University of Santiago de Compostela,
Spain) (f, k), Dr. C. Tafalla (INIA, Spain) (l). Illustrations
original from the authors: A S-B (a–e, g, i, j,m, n). n was
photographed from material provided by Dr. W. Marshall
(Centre for Aquatic Health, Canada)

b
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14.2.3 Humoral Responses

Some humoral innate factors, such as peroxi-
dases, lysozyme or complement, are variably
involved in myxozoan infections. Upon E. leei
exposure, serum peroxidase increases in sharp-
snout sea bream (Muñoz et al. 2007), whereas
serum and leucocyte peroxidases are depleted in
GSB (Cuesta et al. 2006a, b; Sitjà-Bobadilla et al.
2008). Lysozyme activity is significantly deple-
ted in GSB naturally infected with Sphaerospora
(formerly Polysporoplasma) sparis (Karagouni
et al. 2005) and in E. leei-exposed GSB (Sitjà-
Bobadilla et al. 2008). In contrast, in other my-
xozoan infections or after immunisation, lyso-
zyme levels are increased (Muñoz et al. 2000b;
Sitjà-Bobadilla et al. 2006; Foott et al. 2004).

Fish serum complement is also variably
involved in myxozoan infections. Plasma com-
plement activity of infected salmon is not altered
until advanced ceratomyxosis (Foott et al. 2004).
In Enteromyxum spp. infections, the activity of
the complement alternative pathway is initially
increased (or unaltered) in response to parasite
exposure, and generally decreases at later stages
of infection (Cuesta et al. 2006a; Sitjà-Bobadilla
et al. 2006). Some parasite-specific glycans or
surface-associated carbohydrate moieties may
activate the complement system through the
lectin pathway (Kaltner et al. 2007; Redondo
et al. 2008; Redondo and Álvarez-Pellitero 2009;
Estensoro et al. 2013a). The lowered serum
in vitro activity following heat inactivation and
withdrawal of bivalent metal ions (Kallert et al.
2012) suggests that complement or complement
induced factors are responsible for cellular dis-
integration of some myxozoans (M. cerebralis,
Henneguya nuesslini and Myxobolus pseudodis-
par). The exhaustion of complement can have
immunopathological consequences, due to the
accumulation of immune complexes that are not
lysed by complement. For instance, the immune
deposits found at the basement membrane of the
glomeruli of Myxobolus-infected barbels (Barbus
graellsii) seem to be the cause of membranous
glomerulonephritis (Peribáñez et al. 1993).

Several myxozoan parasites are known to
produce proteases. For example, the early stages

of H. ictaluri release proteases that degrade col-
lagen and support trophozoite growth within the
gill filament (Lovy et al. 2011). Serine proteases
of M. cerebralis digest and cause lysis of rain-
bow trout cartilage (Kelley et al. 2004), and
Kudoa thyrsites proteases are reponsible for
histolysis characteristic of the invoked disease
(Langdon 1991; Funk et al. 2008). Host anti-
proteases counteract the action of parasitic pro-
teases. Examples include the increase in serum α-
2 Macroglobulin (α-2 M), (one of the most ver-
satile anti-proteases) in E. scophthalmi-parasit-
ized turbot (Sitjà-Bobadilla et al. 2006) and of
total serum antiproteases in E. leei-parasitized
sharpsnout sea bream (Muñoz et al. 2007).

Themucosal surface is relevant for the outcome
of the disease, not only because it is a complex
organisation of epithelium, immune cells and
resident microbiota (Rombout et al. 2011; Gómez
et al. 2013), but also because themucous layermay
favour or impede pathogen entrance. Mucins are
the main structural component of the mucous and
are secreted by goblet cells, forming a mesh-like
structure. Turbot (Bermúdez et al. 2009) and GSB
(Fleurance et al. 2008; Estensoro et al. 2012a) with
advanced enteromyxoses had decreased numbers
of goblet cells. In heavily parasitized intestinal
areas goblet cells were even absent in GSB. The
mucous of infected GSB had higher glycosylation
levels and terminal glycosylation of mucous pro-
teins, depending on the intestinal segment affected
(Estensoro et al. 2013b).

14.3 Adaptive Immune Response

The very first attempts to detect specific anti-
bodies against myxozoans failed (Pauley 1974;
Halliday 1976; Siau 1980; Bartholomew et al.
1989). This led to the suggestion that fish were
unable to mount an adaptive or specific immune
response against myxozoans. The presence of
specific antibodies has, however, been unam-
biguously reported in fish infected by M. cereb-
ralis (Hedrick et al. 1998), Myxobolus artus
(Furuta et al. 1993), T. bryosalmonae (Saulnier
and de Kinkelin 1996), C. shasta (Bartholomew
2001), E. scophthalmi (Sitjà-Bobadilla et al.
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2004) and E. leei (Estensoro et al. 2010a). The
speed of antibody production is relatively low in
comparison with available data for fish immu-
nized or vaccinated with other parasites. Specific
antibodies were not present until 12 weeks after
exposure of rainbow trout to M. cerebralis (Ryce
2003), whereas anti-T. bryosalmonae antibodies
were detected as early as 6 weeks post exposure
(p.e.) (Hedrick et al. 1991). Specific antibodies
were detected as soon as 48 days p.e. in turbot
exposed to E. scophthalmi if fish belonged to
previously exposed stocks. If fish belonged to
naïve stocks, they developed the disease and died
without producing antibodies at 40–49 days p.e.
(Sitjà-Bobadilla et al. 2006, 2007b). Further
information on gene expression of immuno-
globulins (Ig) is provided in Sect. 14.4.

Myxozoan infections evoke changes in num-
bers and distributions of B cells and plasma cells.
For instance, there is a significant decrease in the
number of B cells positive for IgM (the main
serum immunoglobulin in fish) (IgM+ B cells) in
the head kidney and spleen of turbot (Bermúdez
et al. 2006), but an increase in number in the head
kidney of GSB in well-established infections
(Estensoro et al. 2014). Both fish species dem-
onstrate a very high recruitment of IgM+ B cells
and plasma cells at the intestine (Fig. 14.3i–k)
(Bermúdez et al. 2006; Estensoro et al. 2014),
particularly in the lamina propia-submucosa and
epithelium, where they can be observed sur-
rounding parasite stages. These observations
challenge the paradigm that teleost intraepithelial
lymphocytes (IEL) are exclusively T cells, and
confirm recent observations in rainbow trout
(Ballesteros et al. 2013) (Fig. 14.3l).

The speed of the recruitment of IgM+ B cells
depends on the route of infection in GSB, being
higher in fish infected by anal intubation than by
exposure to parasite-contaminated effluent
(Estensoro et al. 2012b, 2014). Interestingly, in
C. shasta-infected rainbow trout a large accu-
mulation of IgT+ cells (but not IgM+ B cells) in
the lamina propria was coincident with an
increase in the total amount of IgT (specialised
mucosal immunoglobulin) and specific IgT

antibodies in the intestinal mucous, whereas IgM
could not be found at this site (Zhang et al.
2010b). These findings show once more the
importance of mucosal immunity and in partic-
ular the role of a specialized IgT in fish (Salinas
et al. 2011; Gómez et al. 2013).

14.4 Changes in Immune Gene
Expression in Response
to Myxozoan Infection

An important prerequisite for understanding the
nature of parasite-mediated modulation of
immune processes is to know the immune
mechanisms and molecules that result in chronic
disease or resistance to infection. The majority of
immune genes examined in studies on myxozo-
ans encode innate immune molecules. Unlike
bacterial infections, myxozoan-mediated changes
in gene expression have often been reported to be
weak, transient or down-regulated in infected
fish. Data from fish genomes and transcriptomes
have tremendously increased in our understand-
ing of fish immune genes, providing new
opportunities to explore, in detail, the impact of
myxozoans on fish adaptive immunity (Laing
and Hansen 2011, Secombes and Wang 2012).
However, it is important to keep in mind that
changes in gene transcription may not necessar-
ily reflect changes in functional proteins.
Moreover, the multiple isoforms of immune
molecules in some fish genomes may differ
functionally (Husain et al. 2012; Hong et al.
2013; Wang et al. 2014). Nevertheless, tran-
scriptional profiling during myxozoan infection
(RNA-seq) is a powerful tool providing insights
into the immune mechanisms shaping chronic
disease or protective immunity. Knowledge
gained by such studies may identify means of
rebalancing immune processes to affect parasite
clearance (Álvarez-Pellitero 2008; Sitjà-Boba-
dilla 2008; Gorgoglione et al. 2013). Below we
review evidence for transcriptional modulation of
immune genes in several well-studied myxozoan
infections.
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14.4.1 Transcriptional Modulation
During T. bryosalmonae
Infections

Expression of tumour necrosis factor (TNF)-α,
interleukin (IL)-1β, and cyclooxygenase (COX)-
2 isoforms in rainbow trout is refractory towards
T. bryosalmonae infection, potentially reflecting
the unresponsiveness of immune cells expressing
these molecules due to a skewing of pro-
inflammatory mechanisms towards an anti-
inflammatory phenotype (Gorgoglione et al.
2013). Evidence for this is provided by the over-
expression of putative anti-inflammatory mole-
cules, including IL-6, IL-10a/b, IL-11, nIL-1F,
(the IL-1β antagonist), and suppressors of cyto-
kine signalling (SOCS) 1/3 (Costa et al. 2011;
Wang et al. 2011; Gorgoglione et al. 2013).
Importantly, the severe PKD pathology in rain-
bow trout (in Europe), provoked by extrasp-
orogonic stages, does not occur to the same
extent in brown trout (Salmo trutta) (Morris and
Adams 2008). Fish IL-10 has been shown to
suppress pro-inflammatory cytokines, phagocy-
tosis and respiratory burst activity, all of which
are refractory or suppressed by PKD (Chil-
monczyk et al. 2002; Grayfer et al. 2011). The
antimicrobial proteins, cathelicidin isoforms 1
and 2 and hepcidin are highly up-regulated dur-
ing PKD. The former has been ascribed cytokine
modulating activities in fish and so may con-
tribute to the apparent anti-inflammatory pheno-
type in PKD (Bridle et al. 2011; Gorgoglione
et al. 2013). A dominant anti-inflammatory
phenotype could be attributed to the proliferation
of lymphocytes characteristic of PKD. Although
fish macrophage marker genes are refractory to
or suppressed by PKD, trout macrophages
remain abundant in granulomatous lesions
(Hedrick et al. 1993; Gorgoglione et al. 2013).
Furthermore, the up-regulation of molecules
indicative of macrophage activity (e.g. IL-6, IL-
12, and IL-34) suggests macrophages to be
important in PKD pathogenesis (Gorgoglione
et al. 2013; Wang et al. 2013, 2014).

PKD studies suggest a link between disease
pathology and dysregulated over-expression of T
helper (TH) cell-like genes (Gorgoglione et al.

2013). For instance, aberrant T cell activity has
been linked to pathogen-mediated chronic
pathology and over-expression of antibodies in
mammals (Taylor et al. 2012). Unregulated TH17

and Treg responses are linked to granulomatous
lesion formation and reduced vaccine respon-
siveness both of which are observed during PKD,
thus, implicating TH17 and Treg-like activities in
PKDpathogenesis (Chilmonczyk et al. 2002;Wen
et al. 2011; Taylor et al. 2012). TH1-like activities
in PKD are exemplified by up-regulation of the
master TH1 transcription factor, T-bet, and TH1

cytokines (Wang et al. 2010). TH2 and Treg-like
activities in PKDwere evidenced by up-regulation
of the master transcription factors, GATA3 and
FOXP3, and their associated cytokines, respec-
tively (Gorgoglione et al. 2013). Rainbow trout
homologues of mammalian TH17 cytokines were
up-regulated during PKD despite the refractori-
ness of the master TH17 transcription factor, ROR-
γ (Gorgoglione et al. 2013). Functional studies in
rainbow trout have demonstrated pro-inflamma-
tory activities of IL-17A/F2a and confirmed IL-21
as a key regulator of B and T cell-like activities
upregulating IL-10, IL-22, interferon (IFN)-γ,
CD4, T-bet and GATA3, whilst maintaining CD8
and IgM transcripts in head kidney leucocytes
(Wang et al. 2011; Monte et al. 2013).

14.4.2 Transcriptional Modulation
During E. leei Infections

Pro-inflammatory cytokines were down-regulated
and refractory in infected and non-infected
E. leei-challenged GSB, respectively (Sitjà-
Bobadilla et al. 2008). Expression of α-2 M was
up-regulated in the intestine of E. leei-infected
GSB (Sitjà-Bobadilla et al. 2008). α-2 M silences
pathogen proteases and inhibits pro-inflammatory
cytokines in higher vertebrates (James 1990;
Armstrong and Quigley 1999). Up-regulation of
this molecule could account for the concurrent
down-regulation of pro-inflammatory cytokines
during enteromyxosis. cDNA microarray
expression analysis of E. leei-challenged resistant
and susceptible GSB signified a global down-
regulation of innate immune and acute phase
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response genes in infected GSB relative to non-
infected fish (Davey et al. 2011). Interplay
between host and parasite proteases, protease
inhibitors, apoptotic mechanisms, cell prolifera-
tion, and antioxidant defense genes was evident
in both E. leei challenged groups. Down-regula-
tion of innate immune or acute phase genes was
associated with the complement system and nor-
mal homeostatic mechanisms in infected and non-
infected fish, respectively. Mannose binding lec-
tin (MBL)2, a known pathogen resistance marker
in other fish species and an activator of the lectin-
mediated complement pathway (Holmskov et al.
2003), was down-regulated in E. leei infected
GSB (Davey et al. 2011). Conversely, MBL2
expression along with other genes, such as LPS-
binding protein and MHC class II, could signify a
global antiparasitic response.

Endocrine factors have important immune
modulatory activities in fish (Yada 2007).
Growth hormone receptor (GHR)-1 and insulin-
like growth factor (IGF)-1 were down-regulated
in the kidney of E. leei-infected fish and up-
regulated in non-infected fish (Sitjà-Bobadilla
et al. 2008). Other immune-related genes exam-
ined in the intestine of E. leei-infected GSB
include mortalin (a heat-shock protein) and glu-
tathione peroxidase (an anti-oxidant enzyme), the
former being up-regulated and the latter down-
regulated (Sitjà-Bobadilla et al. 2008). Modula-
tion of endocrine and other immune-related
genes was also observed in a recent transcrip-
tomic study in order to assess changes associated
with a vegetable oil replacement (66VO) diet
compared to a fish oil diet in E. leei infected GSB
(Calduch-Giner et al. 2012). Disease outcome
was more pronounced in fish fed 66VO (see
other effects in Sect. 14.5), consistent with the
number and magnitude of differentially expres-
sed genes. Four expression clusters reflected
disease progression. Clusters 1 and 2 contained
strongly and moderately up-regulated genes,
respectively, with the first including a marker of
alternative macrophage activation (arginase-1)
and the second, genes encoding Ig chains, IL-6,
and IFN-related genes. Strongly and moderately
down-regulated genes were included in cluster 3
(with complement components and lectins

among other immune genes) and 4 (grow factors,
e.g. GHR1 and IGF-binding protein 4), respec-
tively. The pro-inflammatory molecule, metallo-
thionein was strongly down-regulated by
infection, especially in 66VO fish, suggesting a
potential role in parasite resistance.

Recent studies have linked mucin expression
to E. leei susceptibility in GSB, with the mole-
cule I-Muc being down-regulated in parasitized
fish (Pérez-Sánchez et al. 2013). Such changes in
mucins could be responsible for changes in
bacterial adherence to the host intestinal epithe-
lium (Estensoro et al. 2013b). Mucins are
directly antiparasitic and involved in immune
regulation during parasite infection with tran-
scriptional up- and down-regulation being linked
to parasite expulsion and chronic infection,
respectively (Hasnain et al. 2013).

14.4.3 Transcriptional Modulation
During M. cerebralis Infections

M. cerebralis infection of rainbow trout is
apparently characterized by a transient up-regu-
lation of pro-inflammatory genes, including IL-
1β 1/2 and COX-2 (Severin and El-Matbouli
2007). Thus, in whirling disease, pro-inflamma-
tory mechanisms may remain intact at the early
stages of infection. In support of this, the anti-
inflammatory molecule, transforming growth
factor (TGF)-β, was initially down-regulated in
susceptible fish and up-regulated at later stages.
Intriguingly, a cDNA microarray study revealed
the prominence of the interferon system in both
TL and GR infected fish (Baerwald et al. 2008).
The putative antiviral molecules ubiquitin-like
protein 1, interferon regulatory factor (IRF)1,
IRF7, and GCHV-induced gene 2 (Gig2) were
up-regulated in both resistant and susceptible
fish. Metallothionein isoform B was specifically
up-regulated in parasite exposed resistant
fish (Baerwald et al. 2008), whereas a trout
metallothionein homologue was up-regulated
during T. bryosalmonae infection (Burki et al.
2013). Thus, the potential roles of metallothio-
neins in myxozoan infection require further
clarification.
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Recent M. cerebralis studies have focused on
known upstream immune regulators of metallo-
thioneins, including IL-1β, the signal transducer
and activator of transcription (STAT)3 and innate
immune effector molecules (including IFN-γ,
IRF1, and iNOS) (Baerwald 2013). Trout
metallothionein isoforms A and B were up-reg-
ulated in parasite-challenged resistant fish, fur-
ther implicating metallothionein isoforms in
parasite resistance mechanisms. IL-1β exhibited
a biphasic up-regulated expression profile in
challenged susceptible and resistant fish, STAT3
exhibited a biphasic profile in resistant fish
implicating STAT3 as an additional biomarker of
M. cerebralis resistance (Baerwald 2013). IFN-γ
and IRF1 were up-regulated in both susceptible
and resistant trout 24 h post challenge, albeit to a
greater extent in susceptible fish, whereas iNOS
was only up-regulated in challenged susceptible
fish. Trout homologues of the macrophage mar-
ker gene (e.g. natural resistance–associated
macrophage protein (NRAMP α/β)) are impli-
cated in pathogen killing by macrophages,
phagocytosis, and regulation of pro-inflamma-
tory genes (Lang et al. 1997). Both isoforms of
NRAMP were down-regulated in susceptible
relative to resistant fish, implicating these genes
in M. cerebralis resistance. iNOS was confirmed
to be up-regulated in M. cerebralis challenged
susceptible fish, whilst arginase-2, was up-regu-
lated in both susceptible and resistant challenged
fish (Rucker and El-Matbouli 2007).

14.4.4 Comparing and Contrasting
Transcriptional Modulation

The prominent involvement of macrophages
suggests that innate immune responses play a key
role in whirling disease susceptibility and resis-
tance. In contrast, PKD pathology is linked to
lymphoid tissue proliferation, specifically in
relation to IgM-negative lymphocytes (Chil-
monczyk et al. 2002). Both IgM and IgT tran-
scripts were up-regulated during PKD, with IgT
strongly correlating with both parasite burden
and disease progression (Gorgoglione et al.
2013). IgT transcripts are also highly up-

regulated (correlating with accumulation of IgT+

B cells) in the intestines of trout surviving
infection with C. shasta (Zhang et al. 2010b).
The same laboratory has also described the ele-
vation of the anti-inflammatory cytokine, IL-10
in IgM+ and IgT+ B cells that could signify the
presence of regulatory B cells in fish (Takizawa
et al. 2013). In E. leei-infected GSB intestine,
IgM up-regulation correlated closely with the
accumulation of IgM+ B cells, particularly in fish
fed the 66VO diet (Estensoro et al. 2012b). As
indicated in Sect. 14.3, an important role of IgT
in mucosal immunity has been proposed (Zhang
et al. 2010b), although its role in non-mucosal
immunity needs to be clarified. Interestingly,
only IgM and IgT transcripts corresponding to
the secretory forms were up-regulated during
PKD (Gorgoglione et al. 2013). Whether the
proliferating lymphocytes are IgT+ B cells or T
cells is currently unknown. In C. shasta infected
intestine, IgM+ and IgT+ B cells express CCR7, a
chemokine receptor binding the mammalian
homeostatic chemokines CCL19 and CCL21
(Ordás et al. 2012). Interestingly, upregulation of
a trout CCL19-like chemokine (CK10) during
PKD was closely correlated to disease progres-
sion, thus indicating a link between over-
expressed homeostatic activity and lymphocyte
proliferative responses (Gorgoglione et al. 2013).

The transcriptional profiling of myxozoan
infections will continue to prove highly valuable
in assessing the underlying immune mechanisms
shaping susceptibility and resistance in the con-
text of disease pathogenesis and parasite clear-
ance, respectively. However, there is a growing
need to develop new functional tools, in order to
fully elucidate fish-myxozoan interactions and
fish diseases in general.

14.5 Host and Environmental
Factors Affecting Fish Immune
Response

Environmental factors affecting the immune
response of fish are well known (Bowden 2008),
and myxozoan infections are typically influenced
by environmental conditions (for more details see
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also Chap. 15). The effects of these environ-
mental factors can involve changes in disease
severity and disease.

14.5.1 Water Temperature

Water temperature can modulate the immune
system efficiency due to the poikilothermic nature
of fish. Temperatures below or above the thermal
limit can influence both innate and adaptive
immune responses (Ainsworth et al. 1991; Le
Morvan et al. 1998; Martins et al. 2011). It is still
unclear if these changes are directly driven by
temperature or if they are due to changes in
oxygen supply. Furthermore, it is still unclear
whether temperature-dependent differences in
myxozoan infections, such as those due to T.
bryosalmonae (Bettge et al. 2009; Schmidt-
Posthaus et al. 2013), M. cerebralis (Vincent
1998), C. shasta (Ray et al. 2012) and Enter-
omyxum spp. (Redondo et al. 2002; Yanagida
et al. 2006; Estensoro et al. 2010b), are driven
exclusively by changes in the immune response
or also by effects on myxozoan proliferation.

14.5.2 Altitude

Increasing altitude involves changes in water
temperature and ultraviolet B irradiation (UVB).
UVB radiation is known to have various effects
on the immune system of fish. Some authors have
demonstrated reduced resistance to bacteria and
parasites in irradiated fish (Markkula et al. 2007).
To date no experimental data are available on the
effects of UVB in myxozoan infections. Indirect
evidence comes exclusively from epidemiologi-
cal data. For instance, brown trout infected with
T. bryosalmonae were almost exclusively below
an altitude of 800 m above sea level (Wahli et al.
2008) (see also Chap. 15).

14.5.3 Stress

Stress, induced by different external or internal
factors, is known to modulate the immune
system of fish. This may occur through the

interaction of corticosteroid receptors and pro-
inflammatory cytokines (Stolte et al. 2008; Ver-
bug-Van Kemenade et al. 2011). The direct effect
of steroids on myxozoan infections is poorly
known, but the little evidence available indicates
that steroids increase fish susceptibility. High
mortality of sharpsnout sea bream heavily
infected with Ceratomyxa diplodae was sus-
tained under a long term treatment with repro-
ductive steroids (Katharios et al. 2007). Rainbow
trout treated with cortisol implants had 20 times
the density of T. bryosalmonae interstitial stages
compared with non-treated fish, but showed less
interstitial inflammation (Kent and Hedrick
1987). Exposure of T. bryosalmonae-infected
rainbow trout to low or high levels of dietary
estradiol had no influence on disease prevalence,
parasite load or cumulative fish mortality (Burki
et al. 2013).

14.5.4 Pollution

Pollution can affect myxozoan infections. For
example, PKD prevalence increased at polluted
sites in comparison to sites with lower levels of
organic compounds (El-Matbouli and Hoffmann
2002). An increase in the prevalence of different
myxozoans in relation to eutrophication
(Marcogliese and Cone 2001), sewage effluents
(Bucher and et al. 1992) or polluted waters
(Cone et al. 1997) has also been reported.
However, it is unclear whether these effects are
due to increased invertebrate host populations,
increased host stress, impaired immune response,
respiratory impairment (e.g. gills irritation) or
less oxygen.

14.5.5 Nutrition

Nutrition acts directly on the fish immune system
(Oliva-Teles 2012), and the complex relationship
between nutrition, immune status and parasitic
infections is well recognized (Fekete and Kel-
lems 2007). The only well documented case for
the effect of host nutrition on myxozoan infec-
tions is for E. leei. Replacement of fish oils by
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vegetable oils in a plant protein based diet
(66VO) increased disease progression in GSB
(Estensoro et al. 2011) (see also Chap. 15). The
main difference between the two diets tested was
the fatty acid profile (the 66VO diet had lower
levels of n-3 long-chain polyunsaturated fatty
acids). Dietary fatty acids are capable of modu-
lating the immune system in mammals (De Pablo
and De Cienfuegos 2000) and n-3 long-chain
polyunsaturated fatty acids have well recognized
anti-inflammatory properties (Calder 2007).
Nevertheless, other factors (such as an effect of
nutrition on mucosal immunity or the integrity of
the intestinal tract) may have contributed to dis-
ease progression.

14.5.6 Host Factors

Aspects of hosts clearly affect the disease out-
come in different myxozoan infections, the most
studied being host age and host size. There is a
minimum size or age for the development of a
specific immune response. Young fish are gen-
erally more susceptible to diseases and vaccina-
tion has no effect in very early stages
(Ellis 1988). However, the situation may be
more complex, additional interacting factors
may intervene (see also Chap. 15). For
example, brown trout (>1 year) infected with
T. bryosalmonae showed lower infection preva-
lence and less severe pathology compared to
young-of-the-year brown trout. The inflamma-
tory responses of both age classes were, how-
ever, comparable (Schmidt-Posthaus et al. 2013).

14.6 Immune Evasion Strategies

Parasites have evolved a range of mechanisms to
evade the immune response and host immune
systems have, in turn, evolved means of coun-
teracting them. Such coevolutionary dynamics
are characteristic of host-parasite interactions.
Myxozoans, like many other parasites (Sitjà-
Bobadilla 2008), can evade host responses by
masking their presence or developing strategies
to combat them.

14.6.1 Exploiting Immunologically
Privileged Sites

One form of immune evasion is to occupy
immunologically privileged sites (IPS) within the
host body, where the immune system has either
highly specific or reduced surveillance capability.
The most common IPS in fish are: the central
nervous system (CNS), the eyes, and the testes.
The immune privilege of the CNS is indispens-
able in view of damage limitation to a sensitive
organ with poor regenerative capacity. A number
of Myxobolus species show tropism for the brain
and spinal cord (see Chap. 15) and others multi-
ply exclusively in nervous tissue before reaching
the target tissue for sporogony. The penetrating
triactinomyxon-sporoplasms of M. cerebralis
reach the cartilage via peripheral nerves and the
CNS (El-Matbouli et al. 1995). It is likely that this
route is chosen to avoid immune responses whilst
allowing proliferation in large numbers before
reaching other tissues with greater immune sur-
veillance. Neurotropic myxobolids, such as M.
neurophilus in Perca flavescens (Khoo et al.
2010) or M. hendricksoni in fathead minnows
(Mitchell et al. 1985), induce minimal or no
inflammation, even when large portions of the
brain (optic lobes, cerebellum, ventricles and
meninges) are replaced by the parasite.

Eyes constitute another IPS because portions
of the eyes are isolated during embryonic
development and thus are recognized as non-self
(Koevary 2000). Several myxospores can be
found in the eyes (either exclusively or in addi-
tion to the brain) and most of them belong to the
genus Myxobolus (see Chap. 15). Extrasporog-
onic stages of Sphaerospora elegans have been
found in the rete mirabile of the eye (Lom and
Dyková 1992).

The immuneprivileged nature of testis is not
only due to the blood-testis barrier, but also to
differential immunological factors (Fijak and
Meinhardt 2006). The main function of this IPS
is to avoid any autoimmune reaction against
gametes, which have undergone recombination
during meiosis and are thus allogenic for the
host. Damage to gametes would pose a threat to
the survival of offspring. S. testicularis efficiently
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exploits the IPS condition of the seminiferous
tubules of European sea bass, proliferating within
their lumen without invoking any cellular reac-
tion (Fig. 14.3m). Only when the testicular cysts
are disrupted does the infection spread to the
interstitial tissue and the immune cellular effec-
tors appear (Sitjà-Bobadilla and Álvarez-Pellitero
1993). The route of entry of this myxosporean
into the seminiferous tubules and the immune
evasion strategy that enables it to reach the target
site are unknown.

14.6.2 Intracellular and Antigen
Disguises

Another evasion strategy used by myxozoans is
intracellular disguise. This enables them to hide
from the immune system within a host cell.
Myxozoans that develop inside oocytes not only
avoid the immune response, but also find a
highly suitable habitat rich in nutrients. Plasmo-
dia and spores of Kudoa ovivora proliferate
within the internal oocyte layer and vitelline
granules. The latter are gradually reduced until
oocytes are fully occupied by parasitic stages and
exceed the dimensions of healthy oocytes
(Swearer and Robertson 1999). The cnidarian,
Polypodium hydriforme, demonstrates a similar
strategy, being an intracellular parasite of eggs of
acipenseriform fish (Raikova 1994). Other Ku-
doa species are intracellular in myocytes
(Fig. 14.3n), and do not elicit any cellular
response as long as the host cell remains intact
(Morado and Sparks 1986).

Antigen-based strategies include antigen
mimicry or masking, antigen sequence diversity
and polymorphism, and sharing and shedding of
parasite antigens. Such strategies have been
extensively documented for several mammalian
parasites. Limited evidence also suggests that
myxozoans exhibit such strategies. An example
may be the modified antigen expression, espe-
cially involving the glycoproteinMcgp33, that has
been reported in different developmental stages of
M. cerebralis (Knaus and El-Matbouli 2005a).

14.6.3 Dealing with Host Immune
Responses

Some myxozoans induce immunosuppression to
avoid host reactions. For instance, M. cerebralis-
infected rainbow trout challenged with the bac-
terium Yersinia ruckeri exhibit lower survival, a
more rapid onset of mortality, or both, compared
to non-parasitized fish (Densmore et al. 2004).
Immunosuppression can be a consequence of
parasite-induced anorexia. Reduced food intake
in infected hosts, which can end in cachexia, has
been described for several myxozoans (Wang
et al. 2005; Palenzuela 2006). Immunosuppres-
sion can also be caused by reducing the prolif-
erative capacity of lymphocytes or the
phagocytic ability of macrophages, by inducing
apoptosis of host leucocytes, or by exhausting
innate humoral factors. The phagocytic and/or
the respiratory burst activities were decreased in
GSB infected by S. (ex Polysporoplasma) sparis
(Karagouni et al. 2005). Other myxozoan infec-
tions selectively depress phagocytic activity
(Chilmonczyk et al. 2002), lymphocyte prolifer-
ative capacity (Densmore et al. 2004), or the
number of some types of leucocytes in lympho-
haematopoietic organs (Cuesta et al. 2006b;
Álvarez-Pellitero et al. 2008) or in blood (Sitjà-
Bobadilla et al. 2006).

Innate immune humoral factors can be signifi-
cantly decreased in parasitized fish as indicated in
Sect. 14.2. Transcriptional studies may provide us
with important clues to the immune mechanisms
exploited by myxozoan parasites to evade host
immunity. The refractoriness of myxozoan resis-
tance marker genes (such as STAT3 and metallo-
thionein in M. cerebralis and E. leei susceptible
fish) may suggest that myxozoan parasites exploit
immune pathways involving these molecules to
evade host immunity (Baerwald et al. 2008; Cal-
duch-Giner et al. 2012; Baerwald 2013). Simi-
larly, the modulation of genes encoding innate,
pro-inflammatory and immunosuppressive mole-
cules (SOCS-1 and -3) may also illustrate immune
evasion strategies of myxozoans (Wang et al.
2011; Gorgoglione et al. 2013). Host SOCS
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molecules may have been targeted by pathogens
ranging fromviruses to eukaryotic parasites owing
to the cytokine modulating activities of these
molecules (Delgado-Ortega et al. 2013). Simi-
larly, the suppression of MBL-2 during enter-
omyxosis may be indicative of parasite immune
evasion, as has been demonstrated for fungal
pathogens (Koneti et al. 2008; Davey et al. 2011).

14.7 Immune-Based Strategies
for the Control of Myxozoans

As inferred from the above sections, we are far
from a comprehensive understanding of fish
immune responses elicited against myxozoans.
However, the information gathered to date
enables us to identify promising opportunities for
controlling these organisms.

14.7.1 Genetic Selection for Host
Resistance

One possibility for disease control is to exploit
the innate or natural resistance against Myxozoa
observed in some fish species and strains, by
means of genetic selection. The presence of
natural resistance is implied by both interspecific
and intraspecific differences in susceptibility in
several systems (Table 14.1). In only a few cases
have particular immune factors involved in such
differences been suggested. For example, brown
trout, Atlantic (Salmo salar) and coho (On-
corhynchus kisutch) salmon showed a consider-
ably higher number of eosinophilic granule cells
in M. cerebralis-affected areas compared to
rainbow trout (Hedrick et al. 1999). In sharpsn-
out sea bream no lysozyme was detected in either
E. leei-infected or healthy animals (Golomazou
et al. 2006; Álvarez-Pellitero et al. 2008). The
absence of lysozyme could therefore contribute
to the high pathogenicity of E. leei in sharpsnout
sea bream (Álvarez-Pellitero et al. 2008).

It is important to appreciate the potential
complexity of resistance and its heritable basis.
For example, rainbow trout strains resistant to C.
shasta are susceptible to M. cerebralis,

suggesting that different mechanisms might be
specifically involved in the resistance to each
myxozoan (Hedrick et al. 2001). Quantitative
genetic studies and genome-wide mapping
(Baerwald et al. 2011; Fetherman et al. 2012)
provide evidence that resistance to M. cerebralis
is heritable; and is based on a single quantitative
trait locus (QTL) which explains a large per-
centage of the phenotypic variance contributing
to whirling disease resistance in rainbow trout
(Dionne et al. 2009) found that different MHC
alleles were associated with different levels of
susceptibility and resistance to M. cerebralis. In
contrast, resistance to C. shasta is linked to
multiple loci in rainbow trout (Nichols et al.
2003), however, protection can be overwhelmed
by high and continuous exposure to C. shasta
(Bjork and Bartholomew 2010).

14.7.2 Vaccination

A second strategy for controlling myxozoan dis-
ease is the development of vaccines to promote
acquired resistance in fish upon re-exposure. For
M. cerebralis, acquired immunity was found only
among previously exposed fish that developed
active infections (Hedrick et al. 1998). Similarly,
trout that had recovered from clinical PKD were
found to be resistant to reinfection if an active
infection was previously induced (Foott and
Hedrick 1987). Sharpsnout sea bream that
recovered from E. leei infection were refractive to
the disease in a second exposure (Golomazou
et al. 2006). E. leei-infected red sea bream (Pag-
rus major) surviving mortalities in Japanese farms
do not seem to have recurrent infections (Yanag-
ida et al. 2008). The association between this
acquired immunity and the production of specific
antibodies has been demonstrated for turbot sur-
viving E. scophthalmi epizootic outbreaks (Sitjà-
Bobadilla et al. 2007b). It is speculated that these
protective responses reflect a repertoire of non-
specific immune factors that limit ceratomyxosis
(Bartholomew 1998) and contribute to M. cereb-
ralis resistance (Ryce 2003). In turbot enter-
omyxosis, antibody responses are slow in onset
(50–100 days p.e.) compared to cellular and
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humoral effectors (20 days p.e.) (Sitjà-Bobadilla
et al. 2006, 2007b). If innate immune responses to
myxozoans can be activated more rapidly and to a
greater extent this may accelerate the production
of specific antibodies.

There is an empirical basis to search for
suitable parasite antigens capable of triggering a
protective immune response for several myx-
ozooses. This is a complex task since myxozoans
have several parasitic stages possibly with dif-
ferent antigenic profiles owing to adaptation to
different hosts and environments in their life
cycle. As an example, monoclonal antibodies
raised against mature K. thyrsites spores do not
react with stages found in exposed fish, sug-
gesting they are antigenically distinct stages

(Young and Jones 2005). Antigenic profiles have
been obtained using classical approaches, such as
enzyme-linked immunosorbent assay (ELISA),
dot-blot, western-blot, lectin-blot, indirect fluo-
rescent antibody technique (IFAT) and immu-
nohistochemistry for a number of myxozoans,
including S. dicentrarchi (Muñoz et al. 2000c),
E. leei (Estensoro et al. 2013a), M. cerebralis
(Kaltner et al. 2007; Knaus and El-Matbouli
2005b), K. thyrsites (Chase et al. 2001), H. sal-
minicola (Clouthier et al. 1997), M. rotundus (Lu
et al. 2002; Zhang et al. 2006) and T. bryosal-
monae (Saulnier et al. 1996; Saulnier and de
Kinkelin 1996).

More recently, other molecular approaches
have become available such as Expression

Table 14.1 Host fish species and strains for which innate resistance against different myxozoan parasites has been
described

Innate
resistance

Myxozoan
species

Host species Reference

Inter-specific
differences

Ceratomyxa
shasta

Salmonids Bartholomew 1998

Enteromyxum leei Sharpsnout sea bream, European sea bass,
gilthead sea bream & many others

Sitjà-Bobadilla and Palenzuela
2012

Enteromyxum
scopththalmi

Turbot, sole Sitjà-Bobadilla and Palenzuela
2012

Henneguya
ictaluri

Cat fishes Griffin et al. 2010

Kudoa
amamiensis

Amberjacks Sugiyama et al. 1999

Myxobolus
cerebralis

Salmonids Hedrick et al. 1998; Vincent
2002; Blazer et al. 2004

Thelohanellus
nikolskii

Cyprinids Molnár 2002

Tetracapsuloides
bryosalmonae

Salmonids Arkush and Hedrick 1990;
Grabner and El-Matbouli 2009

Intra-specific
differences

Ceratomyxa
shasta

Salmonids Bartholomew 1998; Bjork et al.
2014

Enteromyxum leei Gilthead sea bream Jublanc et al. 2006; Sitjà-
Bobadilla et al. 2007a

Enteromyxum
scopththalmi

Turbot Quiroga et al. 2006; Sitjà-
Bobadilla et al 2006

Myxobolus
cerebralis

Rainbow trout Hedrick et al. 2003; Wagner
et al. 2006

Myxobolus wulli Allogynogenetic gibel carp Zhang et al. 2010a

Tetracapsuloides
bryosalmonae

Atlantic salmon Quigley and McArdle 1998

Rainbow trout Grabner and El-Matbouli 2009

Cutthroat trout Wagner et al. 2002

Steelhead Densmore et al. 2001
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Library Immunization (ELI). One such study,
integrating cDNA-based ELI (cDELI) with next
generation sequencing approaches, is currently
underway in the search for protective T. bryo-
salmonae antigens (Secombes and Holland, per-
sonal communication). ELI or cDELI consists of
the systemic screening of any given genome or
transcriptome to identify potential vaccine can-
didates. The essential concept is to employ the
host immune system to select the best vaccine
candidates against a particular disease. The entire
genome or transcriptome of a pathogen is cloned
into genetic vectors optimized for eukaryotic
expression under the control of a powerful
cytomegalovirus (CMV) promoter to create a
library that would express all the open reading
frames (ORFs) of a pathogen. Purified plasmid
DNA from this library is inoculated into animals,
usually in subgenomic pools of clones, to induce
immune responses against the cloned antigens.
The immunized animals are then challenged with
the pathogenic organism to see which clones
induced protective immunity and therefore which
pool of antigens should be further deconvoluted
to individual protective antigens (Talaat and
Stemke-Hale 2005).

Another antigen screening option is the Serial
Analysis of Gene Expression (SAGE) of the
pathogen (Ye et al. 2002). This is also promising
for myxozoans, since the transcriptome and
genome of several species is already engaged.
This will offer a comprehensive catalogue of
genes encoding all the potential proteins of the
pathogen, with the potential to rationally select
vaccine candidates rather than empirically test
them one at a time. Furthermore, the strategy of
antigen prediction is independent of the need to
culture the pathogen in vitro, a bottleneck for
myxozoan research. A complete genome
sequence can be screened using bioinformatic
algorithms to select ORFs encoding putative
surface-exposed or secreted proteins, to select
proteins with homology to known virulence
factors or protective antigens from other patho-
gens, and to filter for proteins with no similarity
to proteins of the host. After candidate antigens

are identified in silico, they are produced as
recombinant proteins or DNA vaccines and their
immunogenicity is assayed to measure their
potential as vaccine candidates.

14.7.3 Immune Therapies

An alternative strategy to vaccination for disease
control is the development of specific immune
therapies, designed to rebalance immune
responses. This approach aims to alleviate the
chronicity and intensity of myxozoan-mediated
immunopathology in fish hosts. This has been
demonstrated recently in mammals through the
development of small peptide antagonists of
SOCS proteins, by SOCS gene knockdown
(Delgado-Ortega et al. 2013). Antibody-based
neutralization of over-expressed IL-17 (one of the
causative factors of chronic immunopathology
and granuloma formation in helminth infections)
has been shown to enhance parasite-specific
antibodies and to reduce disease pathology and
parasite prevalence (Wen et al. 2011). Mamma-
lian MBL has some benefits towards relieving the
intensity of chronic infections through the use of
recombinant protein (Casanova and Abel 2004).
Trout SOCS and IL-17 homologues up-regulated
during PKD and E. leei-mediated suppression of
GSB MBL-2 could be similarly controlled to
facilitate immune protection and parasite clear-
ance. Looking further ahead, tailoring fish vac-
cines by incorporating molecular adjuvants may
enable the construction of highly efficacious
vaccines priming the immune response and pro-
viding long-lasting immunological memory. This
approach has been highly successful in mamma-
lian vaccines utilizing a variety of cytokines,
including IL-12, IL-18, and granulocyte mono-
cyte colony stimulating factor (GMCSF) (Toka
et al. 2004; Kathuria et al. 2012). Such advances,
however, will need to go hand-in-hand with the
continued functional characterization of fish
immune molecules and pathways and, ultimately,
the immune cell populations shaping disease
pathogenesis and pathogen resistance.
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14.7.4 Immunostimulants

Different commercial aquafeeds are nowadays
formulated to include immunostimulant com-
pounds, such as vitamins, nucleotides, minerals,
glucans, prebiotics, probiotics, and herbal
extracts. They are thought to enhance the fish
basal immune system, the mucosal barriers, and
the overall potential to fight against pathogens
(Dalmo and Bøgwald 2008; Merrifield et al.
2010; Kiron 2012). However, their usefulness in
myxozoan infections has not been fully deter-
mined, and it depends on the type of immune
factor enhanced and its involvement in the
immune response against each specific myxozo-
an. A diet including a glucan from yeast and the
antiparasitic drug fumagilin decreased the num-
ber of O. mykiss infected with C. shasta, but did
not improve the overall survival rate (Whipple
et al. 2002). Similarly, bioactive, natural extract-
supplemented feeds, although not preventing
infection, decreased the intensity of infection and
associated intestinal lesions of E. scophthalmi
infected turbot and significantly increased sur-
vival rate (Palenzuela et al. 2009).

14.8 Conclusions

In the current chapter we have shown the com-
plexity of the different immune factors evoked by
the challenge of aquacultured fish species with
myxozoan parasites, and the parasite strategies
that have evolved to evade host immune
responses. The importance of the local immune
response and the interplay of host and environ-
mental factors have been highlighted. Differences
in the knowledge of the many fish-myxozoan
models are outstanding, with most of the infor-
mation coming from few species, and nothing is
known about how invertebrates fight myxozoan
infections. The existence of innate and acquired
resistance to some myxozoan species opens
promising possibilities to prevent myxozooses
and therefore to alleviate the important economic
losses provoked by them worldwide. We have
come a long way in characterising the fish
immune response, but still many aspects await to

be deciphered. Only integrated and concerted
research efforts will enable the identification of
means to control diseases caused by myxozoans
and to avoid their global dispersal in farmed fish
stocks.

14.9 Key Questions for Future
Studies

• What are the key immunoregulatory molecules
associated with disease susceptibility and
intensity?

• What methods can be explored to culture
myxozoans in vitro?

• Are myxozoan strategies to deal with host
immune response similar in fish and
invertebrates?

• What are the protective mechanisms involved
in disease resistance, and hence the pathways
that need to be triggered by vaccination?

• What are the main myxozoan virulence-asso-
ciated targets for the development of drugs and
vaccines?
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