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Abstract: Several Dinophysis species produce diarrhoetic toxins (okadaic acid and
dinophysistoxins) and pectenotoxins, and cause gastointestinal illness, Diarrhetic Shellfish
Poisoning (DSP), even at low cell densities (<103 cells·L−1). They are the main threat, in
terms of days of harvesting bans, to aquaculture in Northern Japan, Chile, and Europe.
Toxicity and toxin profiles are very variable, more between strains than species. The
distribution of DSP events mirrors that of shellfish production areas that have implemented
toxin regulations, otherwise misinterpreted as bacterial or viral contamination. Field
observations and laboratory experiments have shown that most of the toxins produced by
Dinophysis are released into the medium, raising questions about the ecological role of
extracelular toxins and their potential uptake by shellfish. Shellfish contamination results
from a complex balance between food selection, adsorption, species-specific enzymatic
transformations, and allometric processes. Highest risk areas are those combining
Dinophysis strains with high cell content of okadaates, aquaculture with predominance of
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mytilids (good accumulators of toxins), and consumers who frequently include mussels in
their diet. Regions including pectenotoxins in their regulated phycotoxins will suffer from
much longer harvesting bans and from disloyal competition with production areas where
these toxins have been deregulated.
Keywords: Dinophysis; diarrhoetic shellfish toxins; pectenotoxins; diarrhoetic shellfish
poisoning; DSP; harmful algal blooms; DSP distribution and impacts

1. Introduction
Diarrhetic Shellfish Poisoning (DSP) is a human intoxication caused by the consumption of
shellfish that contain okadaic acid (OA) and its analogs, the dinophysistoxins (DTX1, DTX2), their
diol ester precursors (DTX4 and DTX5 groups), and their acyl derivatives (DTX3 group) (okadaates,
OAs herein) [1,2]. Okadaates are heat-stable polyether compounds and can be found in various species
of shellfish, mainly bivalve molluscs. While OA and DTX2 only differ in the position of one methyl
group in the molecule, DTX1 has one additional methyl group, and DTX3 (group) includes a wide
range of derivatives of OA, DTX1, and DTX2, esterified with saturated and unsaturated fatty acids,
products of metabolic transformations that occur in the shellfish (Figure 1A) [3,4]. The acyl
derivatives of OA analogs show increased liposolubility compared with the parent (unesterified)
compounds, and possess toxic activity following hydrolysis in the human gastrointestinal tract [5].
DSP is characterized by symptoms such as diarrhoea, nausea, vomiting, and abdominal pain [6]. These
symptoms may occur in humans shortly after consumption of contaminated bivalve molluscs.
Inhibition of serine/threonine phosphoprotein phosphatases is assumed to constitute the mode of action
of okadaates [7]. These compounds are also involved in tumor promotion [8]. Pectenotoxins (PTXs)
are non-diarrhoegenic cyclic polyether lactones, which differ structurally from each other, mainly due
to: (i) the different degrees of oxidation at C43, which is attached to C18, from methyl to carboxylic
acid; (ii) the arrangement or epimerisation of the spiroketal ring system in rings A and B; and (iii) the
opening of the large lactone ring in C1–C33 [9,10] (Figure 1B). A detailed description of all reported
OAs and PTXs analogs can be found in Domínguez et al. [1,2].
Three groups of polyether toxins—OAs, yessotoxins (YTXs) and PTXs—with different molecular
structures were initially included in the ―Diarrhetic Shellfish Poisoning‖ (DSP) toxin complex as they
often co-occur in natural microplankton assemblages and in filter-feeding molluscan shellfish species
exposed to them. In addition, they are co-extracted in the lipophilic fraction from plankton and shellfish
samples and detected together (estimated as OA equivalents) by mouse bioassay (MBA) [2,11,12]. It is
now well established that the three groups of toxins have different biological effects and that only OA
and its congeners are diarrhoegenic [13–15].
Nowadays, OAs, PTXs, and YTXs can be analyzed with distinct analytical methods and, since
2002, are regulated separately according to European Directives [16]. Further, results on the non-toxic
effect of PTXs and YTXs in mice via oral administration have led a group of experts to recommend
de-regulation of these two groups of toxins [17].
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Figure 1. Chemical structure of (A) okadaic acid and its congeners (OAs) and
(B) pectenotoxins (PTXs). A dashed line in the link O–C33 indicates where hydrolysis to
produce pectenotoxin seco-acids (PTX-SA) takes place.

Until now, it has been shown that the main source of OAs, and the only known source of PTXs, are
planktonic marine dinoflagellates of the genus Dinophysis (Section 3). There are a few reports in
which the presence of OA in bivalves has been associated with epibenthic dinoflagellates of the genus
Prorocentrum spp. [18–20]. These may, at times, contribute to the accumulation of DSP toxins in
shellfish from shallow coastal embayments or in aquaculture sites with high turbulence, where benthic
microalgae are easily re-suspended in the water column and become available to filter-feeders in
significant amounts. Nevertheless, in a recent study, Foden et al. [21] demonstrated the toxicity of
P. lima populations in a coastal lagoon in Southern England, but found no toxins in nearby cultured
oysters. DSP outbreaks, caused by different species of Dinophysis, have been mainly reported in
regions with well-developed aquaculture activities in temperate seas [22], in particular, in Chile [23],
Europe [24], and Japan [25,26]. Nevertheless, implementation of DSP regulations in new aquaculture
areas in Latin America, Western Africa and SE Asia have shown that DSP is a global health risk
(see Section 4). Further, regions on the eastern and western North American coasts, and in the Gulf of
Mexico, traditionally considered as DSP-free, have witnessed contamination of shellfish resources
with DSP toxins above safe limits and even cases of gastrointestinal illness in recent years [27–30].
Physiological studies on the dynamics of toxin production by different species of Dinophysis were
hindered due to difficulties in establishing them in culture. Information on their toxin profile and
content was obtained from chromatographic analyses, either of size-fractioned net hauls of plankton
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populations rich in the suspected agent [31], or of individually isolated (picked) cells of each species of
Dinophysis [22,32]. The discovery of the three-link food chain (cryptophyte-ciliate-dinoflagellate)
necessary to maintain Dinophysis in culture [33] was a major breakthrough, and unblocked the
bottleneck to further progress in knowledge. At least eight species of Dinophysis are now established
in culture (Table 1), and unambiguous information on their toxin profiles, as well as on the dynamics
of their toxin production is being gathered (see Section 5).
Table 1. Dinophysis species established in culture around the world.
Species
Dinophysis acuminata
D. acuta
D. caudata
D. fortii
D. infundibula
D. cf ovum
D. sacculus
D. tripos

Origin and Reference
South Korea [33]; Northeast Japan [34]; Northwest Denmark [35];
Northeast US [36,37]; Northeast Spain [38].
Southwest and Northwest Spain [39,40]; Denmark [41]
South Korea [42]; Southeast Japan [43]; Northwest Spain [40]
Southeast Japan [44]
Southwest Japan [45]
South Brazil [46]
Northwest Spain [47]
Northwest Spain [48]

The toxicity observed in bivalve shellfish is not the result of a simple lineal process but of a
complex balance from a chain of processes (uptake, biotransformation, elimination, allometric
variability) that are species-specific (Section 6).
This work reviews: (i) the toxins unambiguously found in different species of Dinophysis and their
toxic potential; (ii) the global distribution of DSP toxins and their causative agents; (iii) emerging
results on the dynamics of Dinophysis toxin production (field populations and cultures); (iv) the fate of
Dinophysis toxins within bivalve shellfish species; and (v) priorities of research and technological
development leading to improved toxin detection and quantification methods and prediction of DSP
events. The term ―Dinophysis Toxins‖ (DsT) will be used throughout to indicate the sum of okadaates
(OAs) and pectenotoxins (PTXs) produced by Dinophysis species.
2. Historic Overview
The earliest clinical report of a gastrointestinal (vomiting, diarrhoea) illness associated with
consumption of cooked mussels came from the Netherlands in 1961, but the causative agent was not
identified [49]. In 1970, more than 100 people suffered severe gastrointestinal disorders after eating
mussels, Aulacomya ater, from the Reloncavi Estuary in the province of Los Lagos (X Chilean
Region). This was the first time a diarrhoetic poisoning outbreak was associated with a dense bloom of
Dinophysis (later identified as D. acuta), but the event only merited a few lines in an article in 1975
focused on PSP events in the region [50], and an abstract in a Chilean conference 10 years later [51]; it
was not reported to the international community until 1991 [23]. Back in the Netherlands, Marie Kat
tried to discover the causative agent of the diarrhoetic shellfish outbreaks reported from 1961, 1971,
and 1976, rejected the possibility of faecal contamination or allergies as a source, and made a mistake:
she associated planktonic species of Prorocentrum (P. micans and P. minimum) with the syndrome
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because these were the dominant microplanktonic dinoflagellates in field samples at the time of the
outbreaks, and their theca were found in the digestive track of mussels exposed to them [52].
Dinophysis acuminata co-occured with Prorocentrum, but in such low density that no attention was
paid to it. Kat was not able to reproduce the toxic effect of wild mussels in those fed in the laboratory
with P. micans and P. minimum cultures, and suggested that bacterial associations could enhance
toxicity in field populations of Prorocentrum. The consequences of this misdiagnosis persist today,
and it is still frequent to read reports and grey literature articles from experts who consider that
Prorocentrum micans causes DSP. Furthermore, the identification of benthic species of Prorocentrum,
such as Prorocentrum lima, as producers of OA and dinophysistoxins [32,53] has added more
confusion to this issue.
It was not until the late 1970s that a new syndrome, Diarrhoetic Shellfish Poisoning (DSP), was
described. Severe gastrointestinal outbreaks occurred, in 1976 and 1977, among mussel (Mytilus edulis)
and scallop (Patinopecten yessoensis) consumers in Miyagi and Aomori prefectures, and Tohoku,
Northeast Japan. Serendipitously, the eminent Prof. Takeshi Yasumoto was among the victims [54].
Challenged to investigate the agent of his intoxication after eating cooked shellfish, he isolated two
thermostable fat-soluble toxins, and implemented a mouse bioassay to quantify this kind of toxicity [6,55].
Two years later, Dinophysis fortii was identified as the toxic agent by analyses of size-fractionated
plankton concentrates with increasing percentages of this species [31]. Okadaic acid (OA), a polyether
previously isolated and described from the sponge Halichondria okadai [56], was finally identified as
the main bioactive compound responsible for DSP [57].
The early 1980s witnessed serious DSP outbreaks in Western Europe and with the new information
from Japan, new toxigenic species of Dinophysis were added to the list. DSP outbreaks were first
reported from the Galician Rías Altas, Northwest Spain, in 1978 and 1979, and ascribed to P. micans.
A major DSP event occurred in summer 1981, with over 5000 victims who had eaten Mediterranean
mussels (Mytilus galloprovincialis) from the Galician Rías Baixas. A bloom of D. acuminata was the
main suspected agent [58]. In June–July 1983, at least 3300 people were intoxicated in Brittany and
Normandy, France, with mussels (M. edulis) from Southern Brittany before a sanitary ban was
enforced [59]; this outbreak also was associated with D. acuminata [60]. Marie Kat amended her
earlier opinion and related the old and new (1979, 1981) Dutch DSP outbreaks with populations
(around 20 × 103 cells·L−1) of D. acuminata [61,62].
An estimate of three- to four-hundred consumers of mussels from the Skagerrak, Southern Sweden
and Norway, were affected in October, 1984 [63,64]. D. acuta and to a lesser extent D. norvegica were
associated with this outbreak [65]. DSP cases were not reported in the UK until 1997, when 49 people
became ill after eating mussels, presumably from Northeast England, in a London restaurant [66].
The lesson to learn from these events was that other dinoflagellates (i.e., Prorocentrum spp.,
Ceratium spp.) could be the dominant species at the time of toxic outbreaks, but that a few thousand or
even a few hundred cells per litre of Dinophysis species [31], co-occuring with 105 to 106 cells·L−1 of
other phytoplankton species, were enough to render shellfish toxic to consumers. Species of
Dinophysis became target organisms in all phytoplankton monitoring programs established in the
1980s. New sampling and counting protocols were recommended so as to be able to detect patchy
low-density (<102 cells·L−1) populations of Dinophysis spp in the water column, even at very low
concentrations, and implement early warning systems [67].
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In the mid-1980s, new polyether toxins associated with Dinophysis spp. blooms, the pectenotoxins
(PTXs), and the yessotoxins (YTXs) were described from lipophilic extracts of Patinopecten
yessoensis [68]. The new toxins were obtained by the same extraction procedure as that for OA, and
were detected in the standard mouse bioassay applied for control of DSP. This explains why PTXs and
YTXs, together with OAs, were all included in the old ―DSP toxin complex‖. To overcome the lack of
established cultures of Dinophysis, Lee et al. developed a highly sensitive HPLC method (at that time)
with fluorimetric detection (HPLC-FLD) that allowed chemical analyses of samples composed of
several hundreds of individually picked cells of Dinophysis [69]. These early analyses showed that OA
and/or DTX1 were the main toxins in Dinophysis spp, that only D. fortii (Japanese strains) was found
to contain PTXs, and that large differences in toxin content per cell could be found, even within the
same species and locality [70]. Early analyses of lipophilic toxins in Europe by HPLC-FLD led to the
conclusion that OA was the main or even the only toxin of concern in shellfish exposed to Dinophysis
blooms [71]. Nevertheless, discrepancies between MBA and HPLC-FLD results suggested the
presence of other toxins. A new OA derivative, dinophysistoxin 2 (DTX2) was reported in Irish
mussels [72], and later confirmed in Galician [73] and Portuguese [74] mussels and plankton hauls rich
in D. acuta [75,76], and in picked cells of D. caudata from Ireland [77] and Galicia [78]. Acyl-ester
derivatives of OA, DTX1, and DTX2, known as DTX3 and produced by enzymatic transformation
within the shellfish tissues, were further described [79]. In February 1998, a new case of 18 intoxicated
consumers of clams (Donax trunculus) in the Algarve, Southern Portugal, confirmed that the ongoing
methods in monitoring centres were not appropriate to detect the apolar acyl-derivatives predominant
in Donax clams [80]. Another important discovery was the existence of diol-esters in P. lima cells that
were converted to OA and DTX1 by hydrolysis during extraction procedures and by esterases in the
shellfish digestive glands [81].
In November 1995, eight people in the Netherlands became ill after consumption of mussels from
Killary Harbor (Irish west coast). Symptoms of the affected persons—nausea, vomiting, severe
diarrhea, and stomach cramps—were typical for DSP, and the mouse bioassay for DSP toxicity of
mussel flesh lipophilic extracts was strongly positive. However, OA and DTX2, the predominant
toxins during DSP outbreaks in Ireland, were present at very low concentrations and could not account
for the observed severe intoxications [82]. Later, the unknown ―K‖ (from Killary) toxin was found to
be the first member of a novel group of marine biotoxins designated as ―azaspiracids‖ (AZA), isolated
and characterized from shellfish [83]. Following confirmation of azaspiracids as the cause of human
poisoning from consumption of Irish mussels, other cases of intoxication from Ireland, France, and
Italy were unambiguously attributed to the azaspiracid shellfish poisoning (AZP) syndrome [84].
Shellfish analyses by liquid chromatography coupled to mass spectrometry (LC-MS) showed these
toxins to be widespread in European Atlantic coastal waters [85,86], but the causative organism was
not identified. James et al. [87] found azaspiracids in picked cells of the heterotrophic dinoflagellate
Protoperidinium crassipes that was subsequently considered the culprit organism. Nevertheless,
Moran et al. [88] observed no correlation between the occurrence of Protoperidinium spp. in plankton
samples and azaspiracids in shellfish in Irish waters over a four year period (2002–2006). It was not
until 2007 that detection of azaspiracids (AZA) in the analyses by LC-MS of different plankton
size-fractions led to the description of a tiny (12–16 µm) dinoflagellate species, Azadinium spinosum,
as the origin of these toxins [89,90]. Thus, AZA containing cells of P. crassipes were not

Mar. Drugs 2014, 12

400

de novo producers, but vectors of the new toxins that were also found in tintinnids and other
micro-zooplanktonic organisms.
A new step forward was the identification of two unexpected armoured gonyaulacoid
dinoflagellates, Gonyaulax grindleyi (=Protoceratium reticulatum) and Lingulodinium polyedrum
(=Gonyaulax polyedra) as producers of YTXs. Highly toxic (according to MBA results) green mussels
(Perna viridis), exposed to a bloom of D. acuta and P. reticulatum in New Zealand in 1996, revealed
only trace amounts of OA and derivates by HPLC-FLD analyses and ELISA (enzyme linked
immunosorbent assay) assays. Chemical analyses of plankton concentrates and cultures of
P. reticulatum showed that the latter were the source of YTX derivates [91,92]. The same year,
two new YTX analogs, homoYTX and 45-OH homo YTX, were described in mussels exposed to a
quasi-monoalgal bloom of Lingulodinium polyedra in the Adriatic Sea [91]. The production of YTXs
by this species in culture was demonstrated a few years later [93]. Very recently, and following
detection of YTXs from an unknown source in New Zealand shellfish, cultured isolates of
Gonyaulax spinifera were identified as the probable source of the toxins [94]. It cannot be ruled out
that the list of toxic Gonyaulax spp. will increase in the near future as new species from different parts
of the world are isolated and tested.
Until the end of the 1990s, little attention was paid to PTXs, considered then to be a toxin restricted
to D. fortii proliferations in Japan. Nevertheless, analyses of plankton hauls rich in Dinophysis spp. and
of picked cells with improved analytical methods (LC-MS/MS), confirmed a widespread presence of
PTXs in Dinophysis species [95,96].
The preceding historic review shows that it was not until recent years that experts were conscious of
the complexity of co-extracted toxin groups that give a single response in mouse bioassays, although
experienced workers were able to report ―atypical DSP symptoms‖ in the experimental animals,
including the effect of ―fast-acting toxins‖ [97] that are not discussed here.
3. Toxin-Containing Species of Dinophysis/Phalacroma: Toxin Profile and Contribution
to DSP Events
At present, more than 120 species are accepted taxonomically in the genus Dinophysis and more
than 50 in the genus Phalacroma [98,99]. Nevertheless, OAs and PTXs (DsT) have, to date, been
found unambiguously in only ten species of Dinophysis and two species of Phalacroma that occur in
coastal waters, and most reported DSP outbreaks in the world are caused by only six species of
Dinophysis [100]. Until the establishment of Dinophysis cultures in 2006 [33], all toxin results were
obtained from HPLC-FLD or LC-MS analyses, either of individually isolated (picked) cells or of
plankton concentrates (net hauls, pumps, filtered water samples) where the suspected species was the
overwhelmingly dominant component of the microplankton size fraction. It is important not to confuse
the capacity of producing the toxin de novo with that of carrying it as a vector (secondary or even
tertiary producer). In Section 2, it was shown that P. crassipes, a vector of AZA toxins contained in its
prey (Azadinium) was wrongly identified as an AZA producer. Likewise, Miles et al. [15] found three
species of heterotrophic Protoperidinium (P. crassipes, P. depressum, P. divergens) in Flødevigen Bay
Norway, to contain OAs and/or PTX when they co-occurred with toxigenic species of Dinophysis they
had probably fed upon. Toxin production can be assumed only if the cells are found to produce the
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toxins in culture. If cultures are not available (and they only started in 2006, [33]), all that can be said
is that the species contains those toxins found in the analyses.
Ten species of Dinophysis—D. acuminata, D. acuta, D. caudata, D. fortii, D. infundibula, D. miles,
D. norvegica, D. ovum, D. sacculus, D. tripos—and two species of Phalacroma—P. mitra,
P. rotundatum—have been found to contain DsT, and doubts have been cast on the toxigenic nature of
P. rotundatum (=Dinophysis rotundata) (Figure 2). This heterotrophic dinoflagellate may act as a
vector of toxins taken up from ciliate prey previously fed on co-occurring toxic Dinophysis spp. [101].
Large differences in toxin content and even in toxin profile have been found when analyzing the same
Dinophysis populations. Further, early HPLC-FLD analyses did not have the sensitivity and resolution
of methods available nowadays. Therefore, comparisons between toxin profiles and contents of
different species of Dinophysis are reliable only when the same analytical procedure has been applied.
Figure 2. Micrographs of toxin-containing (reported so far) Dinophysis and Phalacroma
species. (A) D. acuta; (B) D. acuminata; (C) D. sacculus; (D) D. Fortii; (E) D. norvegica;
(F) Phalacroma mitra; (G) D. ovum; (H) P. rotundatum; (I) D. infundibula; (J) D. tripos;
(K) D. caudata; and (L) D. miles. All live/fixed specimens from the Galician Rías
(Northwest Spain) except H, which is from the Gullmar Fjord (Sweden), and F and L,
tropical specimens courtesy of J. Larsen. Scale bar = 20 µm (Note: C is reprinted with
permission from [47], copyright © 2013 Elsevier).
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3.1. Dinophysis acuminata (Figure 2B)
This species is without doubt the main agent of DSP events on European Atlantic coasts [22,24] and
a contributor to DSP events in the Adriatic Sea [102]. It is also associated with DSP in NE Japan [26],
Australia [103], and New Zealand [104], alone or combined with D. fortii in the upwelling systems in
South Africa [105], California [106], Tasmania [107], and, most recently, related to the first confirmed
DSP outbreaks in Northwest [28] and NE North America [108,109]. In South America there is
controversy over whether this species is responsible for DSP outbreaks in Southern Chile, as there
have been cases of dense blooms there that have not been associated with detection of DsT in
shellfish [110,111]. D. cf acuminata (that may include D. ovum) has been identified as the agent of DSP
in Southern Brazil [112] and, combined with D. caudata, in Uruguay [113] and Argentina [114].
D. acuminata is a coastal species with a strong negative impact on shellfisheries, because it is an
early blooming species with a very long growing season (spring to autumn). This is the most
cosmopolitan Dinophysis ―species‖ associated with DSP events. Nevertheless, D. acuminata blooms
may sometimes be misidentifications of morphologically close species belonging to the ―Dinophysis
acuminata complex‖ [115], such as Dinophysis sacculus [116] and Dinophysis ovum [117]. Reports of
this species should be interpreted with caution if they are not accompanied by micrographs and
genetic information.
Some strains appear to produce only PTXs. LC-MS analyses of picked cells of D. cf acuminata
from the Atacama and Coquimbo regions in Northern Chile (180 pg PTX2·cell−1), as well as plankton
and shellfish extracts from different bivalve species there, yielded only PTXs and no OAs were
detected. Likewise, some cultivated strains of D. acuminata from Denmark produce only PTX2
(78 ± 22 pg cell−1) [118]. In contrast, strains from Western Spain and Portugal yield only OA and the
same was observed in the Limfjord, Denmark, where LC-MS analyses of filtered field populations
showed a seasonal variability from undetected to 72 pg·OA·cell−1 [119]. Finally, some strains produce
a mixture of OAs and PTXs, but their toxic potential is determined by the contribution of OAs. For
example, Northeast US strains have a profile dominated by PTXs, but their OAs content is so low
(about three orders of magnitude lower than their European counterparts) that it is expressed in fg
(instead of pg) [36]. Strains from Norway and New Zealand have profiles dominated by moderate
(<25 pg·cell−1) amounts of PTX2, and OAs represent less than 15% [120] and 30% [121], respectively,
of their toxin content. A similar observation has been made in cultivated strains from Japan, where
DTX1 represented less than 33% of a cell toxin quota dominated by moderate amounts (15 pg) of
PTX2 [34].
3.2. Dinophysis acuta (Figure 2A)
D. acuta is a very seasonal neritic species from temperate and cold-temperate seas that blooms in
stratified waters in late summer-early autumn [122,123]. It is the main agent of DSP in Chile [23] and
Northern Europe (Norway, Sweden) [124–126], and the second, after D. acuminata, in other central
and southwestern European countries (Spain, Portugal, Ireland, Scotland) and New Zealand [104,127].
D. acuta is quite large (70–80 µm long) and may have a high cell toxin quota. Early studies
reported only OA in this species [71], but improved analytical methods soon showed more complex

Mar. Drugs 2014, 12

403

profiles. Different strains contain OAs (OA, DTX1 and/or DTX2 and minor amounts of OA diol
esters) and pectenotoxins (PTX2 and PTX11/PTX12) [15,41,121,128,129], however, strains with
a simpler profile (e.g., with only PTX2) have also been reported from Western Spain [130]. Maximum
values (85 pg OA and 77 pg·DTX2·cell−1) have been reported from LC-MS/MS analyses of Irish
strains, however, the toxin profile (dominance of OA or DTX2) was variable between years [128].
Spanish strains showed a 3:2 ratio of OA:DTX2 but strains with only PTX2 (32 pg·cell−1) were found
some years [130]. New Zealand strains had a predominance of PTXs. Recent data from cultures of a
strain isolated off the Faroe Islands confirmed a high toxin content in this species (134 pg PTX2, 34 pg
of OA, and 78 pg DTX1b·cell−1) during the stationary phase, including the description of a new DTX [41].
D. acuta events are shorter in duration than those of D. acuminata preceding them. Nevertheless in
years of intense autumn DSP events caused by D. acuta in Western Europe, toxins in mussels may
remain above regulatory levels (RL) until the next spring [131] and cause great harm to shellfish
growers, because mussel depuration rates in winter are very slow just when shellfish sales are at
their peak.
3.3. Dinophysis caudata (Figure 2K)
A neritic species found in tropical to warm temperate waters throughout the world [132],
D. caudata is usually reported in moderate densities (<103 cells·L−1) and mixed with other dominant
Dinophysis spp., with the exception of a few high cell density reports (>106 cells·L−1) from tropical
waters [133] where it probably represents the most abundant species of the genus. In warm-temperate
seas, it is a late season (summer-autumn) species that follows preceding blooms of D acuminata and/or
D. sacculus [102,123].
DsT associated with blooms of D. caudata, often accompanying other toxic species of Dinophysis,
have been reported from southern Europe (Adriatic Sea [134], Black Sea [135], Northwestern Spain [136]),
Morocco, Northwestern Africa [137], Western North America (Baja California, Mexico [138], Gulf of
Mexico [139], Atlantic coasts of South America (Uruguay [113], Argentina [114]), Southeast Asia
(Japan [140], South China Sea [141], Singapore [142]), India [143], and Southeastern Australia [9]. In
most cases it has been difficult to evaluate the contribution of D. caudata to shellfish contamination.
Some examples of this situation were the co-occurring blooms of D. caudata and D. acuminata
associated with the first DSP intoxication in Northern Argentina [114] and D. caudata co-occurring
with D. miles in the Philippines [144].
A human poisoning event in 2000, in New South Wales, Australia, during a dense bloom of
D. caudata accompanied by high levels of PTX2 and, above all, PTX2-SA in clams, was initially
associated with this species [9]. Nevertheless, later results showed the presence of OA derivatives,
from a preceding bloom of D. acuminata, in the shellfish extracts. The latter were assumed to be
the real cause of gastrointestinal illness in the consumers of the contaminated ―pipis‖ clams
(Plebidonax deltoides) [145].
HPLC-FLD analyses of D. caudata strains from the Johor Strait, Singapore, showed very low content
(0.07–0.14 pg·cell−1) of OA [142,146]. In contrast, moderate to high values of OA (7.9–56.5 pg·cell−1)
and DTX1 (7.2–53.9 pg·cell−1) where found in HPLC-FLD analyses of picked cells from the
Philippines [144]. These early studies did not search for PTXs. More recent analyses of picked cells
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with LC-MS have shown that PTX2 is the dominant or even the only toxin present in strains from
Northwest Spain. A considerable inter-annual variability was observed in the toxin content of this
species from the same location, ranging from high levels of PTX2 (100–120 pg·cell−1) [130] to
low-moderate levels of PTX2 (5–50 pg·cell−1), accompanied sometimes by traces of OA and/or
DTX2 [136]. Only traces of OA had been occasionally found in earlier analyses by HPLC-FLD [78].
3.4. Dinophysis fortii (Figure 2D)
This was the first species of Dinophysis identified as the causative agent of DSP intoxications [31].
D. fortii is considered the most noxious agent of DSP outbreaks in Japan [26]. It is also reported as an
important contributor to DSP events, alone or co-occuring with D. acuminata and other Dinophysis
species in the Adriatic Sea [147] and in upwelling areas in South Africa, California, and Mexico [148–150].
Early analyses of picked cells by HPLC-FLD showed some Japanese strains contained OA (23
pg·cell−1) and others very high levels of DTX1 (13–191.5 pg·cell−1) and PTX2 (42.5 pg·cell−1) [32,151]
Very high levels of DTX1 (up to 252 pg·cell−1) were also found in HPLC-FLD analysis of natural
populations in Mutsu Bay [25]. Populations from the Adriatic Sea showed a dominance of PTX2 but
also contained OA (15 pg·cell−1) [95]. More recent analyses of picked cells from Northeast Hokkaido
by LC-MS showed cells containing more moderate amounts of DTX1 (8–11 pg·cell−1) and PTX2
(51–64 pg·cell−1) [152], however, analysis of D. fortti cultures confirmed that some strains may
contain high levels of PTX2 (around 180 pg·cell−1), moderate levels of OA (<10 pg·cell−1), and traces
of DTX1 (<0.6 pg·cell−1) [153].
3.5. Dinophysis infundibula (Figure 2I)
This is a tiny (<35 µm) species of Dinophysis, cited from different temperate regions in the Atlantic
and Pacific oceans. D. infundibula is very close morphologically to Dinophysis parva, and some
authors consider these two species as synonyms [132].
Neither blooms nor DSP outbreaks linked to the occurrence of D. infundibula have ever been
reported. LC-MS analysis of picked cells showed a cell toxin quota of 14.8 pg·cell−1 of PTX2 [152].
Cultures of a Japanese strain are now available [45].
3.6. Dinophysis miles (Figure 2L)
This is the largest species of Dinophysis (≥150 µm long), reported only from the Indo-West Pacific
region (Arabian Sea, South China Sea, Indian Ocean) and occasional records in the eastern
Mediteranean that could indicate migration through the Suez canal [132]. There is only one report of
this species associated with DSP events, together with D. caudata, in the Philippines: HPLC-FLD
analyses of picked cells of D. miles there contained OA (5.7–25 pg·cell−1) and DTX1 (10.7 pg·cell−1) [144].
3.7. Dinophysis norvegica (Figure 2E)
A common cold-temperate water species found north of the English Channel in Europe, and cited
rarely from warmer seas, e.g., Northwest India [154] and the Pacific coast of Mexico [155]. It is very
close morphologically to D. acuta and some misidentifications may take place when both species
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co-occur. In the Baltic Sea, very dense blooms of D. norvegica aggregate in the pycnocline (>14-m
depth) in summer [156]. Very dense blooms in Eastern Canada were associated with mild DSP
outbreaks [157], but the species is not considered a very important contributor to DSP events in
Sweden and Norway where it blooms following D. acuminata and preceding or co-occuring with
D. acuta [65,126].
Early HPLC-FLD analyses of picked cells of Norwegian strains showed OA (0–0.8 pg·cell−1) and
DTX1 (2.5–14 pg·cell−1) [32], and a high content of OA (32.6 ± 5 pg·cell−1) was found in net hauls
from Eastern Canada with a dominance of D. norvegica [158].
Most recent analyses by LC-MS have shown that Norwegian strains have PTX2 (0.3–2 pg·cell−1)
and PTX12 (0.1–20.4 pg·cell−1), and in some cases, traces of OA [120]. Japanese strains only
contained high levels of PTX2 (51–67 pg·cell−1) [152].
3.8. Dinophysis ovum (Figure 2G)
D. ovum, included in the ―Dinophysis acuminata complex‖, is a common species in the
Mediterranean Sea and warm-temperate Atlantic and Pacific waters in both hemispheres but often
mislabelled as D. acuminata or D. cf acuminata. D. ovum (or D. cf ovum) has been associated with
DSP outbreaks in the Thermaikos Gulf, Greece [159], with the exceptional Dinophysis 2008 bloom in
Texas waters, Gulf of Mexico [109,160,161], and only occasionally in Galicia co-occurring with
D. acuminata [136]. Strains from the three regions were well discriminated from D. acuminata on the
basis of the sequence of their mitochondrial cox 1 gene [117,159,161]. Only OA was found in LC-MS
analyses of picked cells from Galicia (7 pg·cell−1) [117] and in cultured strains from Texas (Gulf of
Mexico) [162]. Campbell et al. [161] estimated a toxin content of 5.7 ng OA·mL−1 in field
concentrates with 132 cells·mL−1, i.e., 43 pg·cell−1, but this estimate included intra and extracellular
toxins so the exact particulate cell toxin quota cannot be confirmed.
Differences of estimates before and after hydrolysis suggested the occurrence of diol-esters [161].
Only OA and OA-acyl esters were found by ultra performance liquid chromatography (UPLC),
electrospray ionization (ESI), selected reaction monitoring (SRM), and LC-MS analyses of Gulf
oysters (Crassostrea virginica) during the DSP event in Texas [109], consistent with the profile observed
in the cells. Swanson et al. [160] applied a phosphatase inhibition assay (PPIA) to analyze samples
during the same bloom, and their results ranged from undetectable to 45–73 pg OA equivalents·cell−1.
Likewise, OA and its acyl derivatives were the only toxins found in shellfish exposed to blooms of
D. ovum (D. cf acuminata) in Thermaikos, Greece [163].
3.9. Dinophysis sacculus (Figure 2C)
Although reported as a widely distributed species in cold and temperate waters [116], blooms of
D. sacculus and its association with DSP events seem to be a strictly European problem, in particular
in semi-enclosed embayments in the Mediterranean basin, including the Adriatic and Tyrrhenian Seas,
and southwestern Atlantic coasts (see Section 4). High densities of D. sacculus (>103 cells·L−1) have
been reported in locations with significant freshwater inputs, such as the Galician Northern Rí
as [164]
and the Ebro River Delta region off of Catalonia [165], and in coastal lagoons and embayments in
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Portugal [166], the Tyrrhenian Sea, Sicily [167], Northern and Central Adriatic Sea [168], and in
Morocco and Tunisia [169,170].
There are problems of misidentification with D. acuminata [116], in particular when blooms of both
species co-occur [171], in which case it is difficult to ascertain the contribution of each species to
shellfish contamination.
D. sacculus has always been considered a moderately toxic species, but there are no reports of
human intoxications caused by it. There are data of moderate OA content (traces to 19 pg·cell−1) from
HPLC-FLD analyses of picked cells and net hauls in Brittany [171] and, with a lower content (5.7 pg),
in net hauls rich in this species from the Ebro River Delta, Spain [172], and Sicily [167]. More recent
LC-MS analyses from natural populations and contaminated shellfish on the Catalonian coast and
Eastern Adriatic Sea and Tunisia have revealed more complex profiles, including DTXs and
PTX2 [165,170,173]. The only results from laboratory cultures of D. sacculus, with a profile
dominated by PTX2 (13.2 pg·cell−1), followed by OA (7.8 pg·cell−1), and traces of DTX1, showed that
the potential contribution of this species to DSP outbreaks in the Galician Rí
as Altas is far from
negligible [47].
3.10. Dinophysis tripos (Figure 2J)
D. tripos is the second largest (up to 120 µm) species of Dinophysis after D. miles. It is widely
distributed in tropical and warm-temperate waters, and occasionally found in colder areas [174]
transported by warm-water currents, such as in the Norwegian Sea [175], but has never been cited as
the causative agent of DSP events when it was the only or the overwhelmingly dominant species of
Dinophysis in the microphytoplankton. It is a very seasonal species in Southwestern Europe, where it
appears only in certain years, co-occuring with D. acuta and D. caudata in the autumn, very
infrequently exceeding concentrations of 200 cells·L−1 [48].
D. tripos was included in the list of toxic Dinophysis, based on an early HPLC-FLD analysis of one
sample of picked cells from Kesennuma Bay (NE Japan), which revealed a high cellular content
(36 pg·cell−1) of DTX1 [32]. Nevertheless, toxins were below detection limits in a more recent
LC-MS/MS analyses of picked cells from farther north (Hokkaido), analyzed by LC-MS/MS [152].
LC-MS analysis of hauls rich in D. tripos from Rí
a de Vigo showed a toxin content of 45–90 pg
−1
PTX2·cell [73]. This was the first time this species appeared in high (4.2 × 103 cells·L−1) densities
and as the overwhelmingly dominant species of Dinophysis in the Galician Rías, but no shellfish
harvesting closures were associated with this bloom [176].
Analyses of a cultured strain from Ría de Vigo revealed levels of PTX2 (179–232 pg·cell−1), much
higher than those found in field populations [73], but some cultivated Japanese strains, have shown an
extremely high total content (particulate plus dissolved) of the same toxin [177]: thus far, this is the
Dinophysis species with the highest known PTX2 cell toxin quota. Nevertheless, its toxic potential for
acute human intoxications is low.
3.11. Phalacroma mitra (Figure 2F)
This species is distributed from tropical to warm temperate regions throughout the world, and is
morphologically close to Phalacroma rapa [132]. Neither blooms nor DSP outbreaks linked to the
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occurrence of Phalacroma mitra have ever been reported. Analysis of one sample of picked cells of
Phalacroma (Dinophysis) mitra from Japan by HPLC-FLD [32] showed a cell toxin quota of 10 pg
of DTX1.
3.12. Phalacroma rotundatum (Figure 2H)
This is a cosmopolitan heterotrophic (non photosynthetic) species that feeds on ciliates [178]. Early
HPLC-FLD analysis of one sample of picked cells of D. rotundata from Japan found it to contain high
levels (101 pg·cell−1) of DTX1 [32]. In contrast, no toxins were detected in HPLC-FLD analyses of
dense blooms of P. rotundatum (=Dinophysis rotundata) in Eastern Canada [158] and Italy [179].
Likewise, no toxins were found in recent LC-MS analyses of picked cells from Japan [152].
LC-MS analyses of picked cells of P. rotundatum co-occurring with other toxic species of
Dinophysis (D. acuminata, D. acuta, D. norvegica, D. caudata) showed either small amounts of the
same toxins (OA, DTXs, PTXs) present in the co-occurring Dinophysis species or no toxins at
all [101,120]. These observations led to the hypothesis that P. rotundatum is not a toxin-producer
de novo, but a vector of DSP toxins taken from its tintinnids prey that had previously fed on toxic
Dinophysis [101].
From all the above, it can be seen that differences in toxin profiles between different geographic
strains of the same species or even between strains from the same location are as large as differences
between different species from the same area. Comparisons should preferably be made between results
obtained by LC-MS analyses to avoid false positives from old inaccurate HPLC-FLD methods or
transformations following hydrolysis of the extracts. A recent experiment with culures of
D. acuminata/D. ovum from different parts of America suggest that different profiles are genetically
determined and not due to a response to changing environmental conditions [162].
4. Worldwide Distribution of DsT Reports Associated with Dinophysis Occurrence
Symptoms of DSP are very unspecific and affected consumers may not report them except during
exceptional outbreaks requiring hospitalization. As ―Max‖ Taylor phrased it 10 years ago: ―No DSP
has been diagnosed in humans in British Columbia, but, given its resemblance to diarrhoea caused by
bacterial contamination (Vibrio haemolyticus in particular), would DSP be detected without testing
specifically for okadaic acid or dinophysistoxin?‖ [26]. DsT levels that do not cause gastrointestinal
illness but are around or even well above the regulatory limits are overlooked if monitoring of these
toxins has not been established in nearby shellfish production areas. For these reasons, any present
world distribution map of DSP toxins and related outbreaks will underestimate the magnitude of the
problem (Figure 3). It will just represent either hot spots, where an intense gastrointestinal event led to
an investigation of the causative agents, or areas with important shellfish exploitations, where
regulations for DSP toxins have been enforced. The map will change substantially in the near future as
new shellfish producing regions start exporting their products to countries requiring safe limits of
regulated toxins as a must for seafood imports. Meanwhile, consumers will continue acting as a
―human bioassay‖ to provide evidence that the risk of DSP in many areas where these toxins are not
monitored is far from negligible.
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Figure 3. Global distribution of geo-referenced locations where Dinophysis toxins have
been detected, including cases where they were below regulatory levels. Created with
references cited in the text and additional information from the ICES-IOC Harmful Algae
events Database (HAEDAT) [180].

European Union directives specify regulatory levels (RL) of 160 µg OA equiv. (total OAs + PTXs) kg−1
of shellfish meat [13]. These or similar limits (e.g., 200 µg in China and Australia) are being gradually
adopted by countries that decide to regulate DsT through routine testing of shellfish flesh, although
PTXs are not included or have been de-regulated in some cases. Some exceptional outbreaks causing
hospitalized consumers in Europe have been associated with DsT levels in shellfish between one and
two orders of magnitude above the RL (see Section 4.1.1). Nevertheless, risk assessment has to
consider gastronomic habits (amount of shellfish flesh in a normal serving), size of the shellfish
species and its capacity to accumulate the toxins, and leisure habits. For instance, human intoxications
occurred in Portugal after eating razor clams (high amount of flesh per specimen) collected from
recreational harvesting. Their toxin content was just three times the RL [181].
4.1. Europe
4.1.1. Atlantic Coasts and Adjacent Seas
Western Europe has probably the highest incidence of DsT in the world, and this syndrome is the
most harmful in terms of duration of shellfish harvesting bans. The implementation of strict regulations
to comply with European Union directives contributes to this situation, since high prevalence of
endemic occurrences of different species of Dinophysis every year leads to lengthy harvesting bans
whenever DsT in shellfish exceeds 160 µg OA equiv.·kg−1 flesh. These bans may last for more than
six months in hot spots within mussel aquaculture sites in each region, particularly the Galician Rías in
Northwest Spain [182,183] (Figure 4), Ría de Aveiro in Northern Portugal [181], the Firth of Clyde in
Western Scotland [184], Bantry Bay in Southwest Ireland [82], Vilaine and Arcachon Bays in the Bay
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of Biscay, France [60,185], the Gullmar Fjord in the Skagerrak, Sweden [186], and the outer
Sognefjord, Norway [187] (Figure 5). Shellfish producers have grown accustomed to live with the
outbreaks and intensive, in time and space, toxin monitoring ensures that shellfish harvesting is closed
the minimum time needed.
Figure 4. Duration of mussel (M. galloprovincialis) harvesting bans in different production
areas within the Galician Rías, Northwest Spain. Data are from 2000, coinciding with
persistent high densities of D. acuminata from February to November [182].

Figure 5. Distribution of geo-referenced locations where Dinophysis toxins have been
detected, including cases where they were below regulatory level, in Europe.
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Dinophysis strains with OAs toxin content two to three orders of magnitude higher than strains from
―DSP-free‖ areas, such as the Northeast US [36], are the main culprits in the region. In addition,
suspended mussel cultures (long lines and rafts) enhance the natural high toxin uptake of mytilids
compared with other shellfish species exploited on natural banks. Blooms of species of the
D. acuminata complex (D. acuminata, D. ovum, D. sacculus) start in spring, followed by those of
D. acuta in late summer in regions where appropriate thermal stratification develops in shelf waters.
Outbreaks are less frequent in higher turbulence regions such as the Southern Bight of the North Sea
and the English Channel [188]. The worst scenario is represented by long lasting blooms of D. acuta,
following previous blooms of D. acuminata complex species, leading to high accumulation of toxins in
late autumn. Low depuration rates in winter cause harvesting bans to persist throughout the winter
after toxic species are no longer present in the water column. This occurred after the autumn of 2005
bloom of D. acuta in the Galician Rías, site of an annual production of 25 × 104 t of Mediterraneam
mussel, causing accumulation of DsT above the RL until March, 2006 [189]. Despite monitoring
efforts, human intoxications still occur, caused mainly by uncontrolled recreational harvesting in years
of intense episodes. Such was the case in Northern Portugal after ingestion of wild mussels in a record
year when levels of DsT in shellfish up to 112 × RL were detected [190]. During exceptional
outbreaks, shellfish may not be the only vectors. In the summer of 2002 over 200 people reported
intoxications after eating brown crabs (Cancer pagurus) in Southern Norway. Toxicity 25 × RL had
already been found in mussels nearby. Most DsT in the crabs were in the form of fatty acid esters of
OA [191]. Intoxications after eating green crabs (Carcinus maenas) had previously occurred in
Northern Portugal [192].
4.1.2. Arctic Ocean, Baltic Sea
Low concentrations of DTX1 and lesser amounts of OA were found in the summer of 2002 in
LC-MS analyses of mussels from the Kandalaksha Gulf in the Russian White Sea associated with a
bloom (>103 cells·L−1) of D. acuminata and D. norvegica. Although toxicity in mussels was well
below the RL, DsT represent a threat to public health among coastal populations considering there is
no monitoring of DSP toxins in this region [193]. There are also reports of DsT in the northernmost
region of Norway [26]. D. acuminata and D. norvegica are common members of the summer plankton
community in the entire Baltic Sea [194]. These species can reach high densities in late summer, in
particular at the pycnocline region [156]. D. acuta only occurs in the southern parts of the Baltic where
salinities are higher. A high content of DTX1 and PTX2 per cell have been estimated from LC-MS
analyses of net hauls rich in Dinophysis. Nevertheless the impacts of Dinophysis blooms are moderate
in the Baltic Sea as there is no commercial cultivation of bivalves with the exception of the Danish
coasts in the southwestern end [195].
4.1.3. Mediterranean Sea
DSP events affecting the shellfish industry are also endemic on the Mediterranean coasts of Europe.
They are not as intense as on the Atlantic coasts, excepting Greek waters. Blooms of the D. acuminata
complex (D. sacculus, D.ovum, D. acuminata) may start earlier, in winter, and are followed by other
species (D. fortii, D. caudata) in summer.
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In the Aegean Sea (eastern Mediterranean) all the Greek aquaculture sites—the Gulf of Thermaikos
in the north, the Gulf of Maliakos in the central region, and the Gulf of Saronikos in the south—are
subject to DSP events caused mainly by D. ovum (D. cf acuminata in the papers). Harvesting bans may
start in December–January and last until April–May. Free OA and OA-acyl derivatives are the toxins
found in shellfish [163,196]. The area most affected is Thermaikos Gulf, a semi-enclosed area in the
Northwestern Aegean Sea, with an annual production of approximately 40,000 t of Mediterranean
mussels [197]. The first documented outbreak associated with a bloom of D. ovum in Thermaikos Bay
during winter 2000 caused losses worth five million euros to the shellfish industry [198]. Levels of
OAs equivalent to 110 × RL were found in LC-MS analyses of mussels from Thermaikos Gulf during
the 2007 outbreak [163]. Much higher values (280 × RL) were reported from HPLC-FLD analyses of
mussels during the same event [196].
All shellfish cultivation areas of Northern Italy, Slovenia, and Croatia in the Adriatic Sea are
affected by DSP events, in particular the Gulf of Trieste in the north [102,199,200] and the
northeastern margin [201]. The main toxic agents are D. acuminata/D. sacculus in the spring–early
summer, associated with a dominance of OA in shellfish, and D. fortii plus D. caudata in the autumn,
with OA and PTX2 [102,173].
On the Eastern Mediterranean coasts, the most common DSP events are related to blooms of
D. sacculus that may occur in any season, alone or accompanied by D. caudata. The toxin
profile—dominance of OA and lesser amounts of PTX2—of D. sacculus was described from net haul
extracts during a bloom dominated by this species [165]. OA, PTX2, and their derivatives are also the
main toxins found during DSP events affecting aquaculture sites in L’Etang de Thau and Corsica,
France [202]. Very dense blooms of D. sacculus (between January and May, with the peak in March)
with low cell toxin content are associated with moderate DSP events in brackish lagoons on the
Tyrrhenian coasts of Sicily, Italy [167]. Traces of OA, DTX1, and PTX2 were found in mussels from
Anapa, northeast Black Sea coasts, Russia, associated with blooms of D. caudata and P. rotundatum.
Although toxicity was well below the RL, this represents a potential health hazard in a region with no
official monitoring of DSP toxins [135].
4.2. Africa
Few countries on the Atlantic (Morocco, South Africa) and Mediterranean (Morocco, Tunisia)
coasts of Africa are carrying out regular monitoring of DSP toxins. On the Atlantic coasts, DsT are
common in shellfish from both the Canary Current and the Benguela upwelling systems.
No information is available from the Indian Ocean side with the exception of the south coast of
South Africa.
4.2.1. Atlantic Coasts
The coastal waters of Morocco, like the Iberian coast, are part of the Canary Current upwelling
system and share similar harmful algal events [148]. DsT, mainly OA and to a lesser extent DTX2,
have been routinely found in mussels (M. galloprovincialis) (e.g., levels of 8 × RL of OA in Oualidia
in June 2006), clams (Callista chione, Venus gallina, Ruditapes decussatus) and oyster (Crassotrea gigas)
samples from all cultivation areas on the Moroccan Atlantic littoral, from El Jadida to Dakhla [203].
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The suspected causative agents are D. acuminata/D. sacculus, D. acuta and D. caudata [204,205] but
there is no information on the potential contribution of each species.
In the Southern Benguela upwelling system, D. acuminata and D. fortii have been associated with
DSP contamination of mussels (Choromytilus meridionalis) and oysters (C. gigas) on the west and
south coasts of South Africa [105]. OA has been identified as the primary toxin although low amounts
of DTX1, PTX2 and PTX11 have been found in field samples, consistent with the presence of
D. acuminata and D. fortii [206,207]. Cell toxin quota data indicate that these species are only
moderately toxic in the Southern Benguela, but time-series data of OA concentrations in shellfish on
the West Coast during summer and autumn frequently exceed the RL [105]. Average concentration of
DsP toxins in mussels have been found to exceed that in oysters by approximately 20-fold [207,208].
D. acuminata and D. fortii are also common in the Benguela system off Namibia [209], and
probably related with DSP events but there is no toxicological information about them. Moderate
concentrations of OA, well below the RL were found by LC-MS analyses in ―little clams‖ (―ameijoinha‖,
Semele proficua f. radiate) associated with several species of Dinophysis in Luanda (Angola) in winter,
2007 [210].
4.2.2. Mediterranean Coasts
DsT have been found in clams and oysters from the Nador lagoon, on the Mediterranean coasts of
Morocco, mainly associated with D. sacculus [203,204]. In Northern Tunisia, D. sacculus and
D. acuminata are the common species associated with DSP in Bizerte Lagoon, whereas D. caudata
predominates in the Gulf of Gabès (southeast) [211]. D. sacculus is prevalent in the northern Tunisian
lagoon, an important clam (Ruditapes decussatus) cultivation site (40 t·year−1). DsT (mainly OA)
levels were below RL in LC-MS analyses during a year-long survey in 2007 [170]. Maximum
concentrations about 2 × RL had been detected by HPLC-FLD analyses the year before in the same
area [212].
4.3. West Pacific and Indian Ocean
Japan is by far the country most affected by DSP outbreaks in the western Pacific region. It was
there, in the Tohoku district, where the DSP syndrome was first described and D. fortii identified as
the causative agent [6,31]. The distribution of DSP toxins in Japan shows important spatial
heterogeneities although the causative agents, D. fortii and D. acuminata, are present everywhere.
Thus, the occurrence of DSP toxins above RL levels in scallops (Patinopecten yessoensis) constitutes a
recurrent problem in most of the coastal waters of the northernmost island of Hokkaido and in the
northern half of Honshu, in particular on the east coasts of Tohoku. Mussels and other bivalves are
affected to a lesser extent. Nevertheless DSP toxins above RL are only exceptionally found in coastal
waters of the southern half of Honshu and in the Seto Inland Sea, and have never been reported in the
southernmost island of Kyushu or in coastal waters of Shikoku [213–215]. For years, scientists and
managers were puzzled by the absence of DsT contamination in shellfish exposed to Dinophysis on the
western side of Japan. This is now well explained by regional differences in the toxin profile of the
causative Dinophysis agent and different shellfish species exploited. Thus, predominance of PTX2,
rapidly converted to the non-toxic PTX2-SA by mussels and oysters, in the profile of D. fortii and
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D. acuminata strains from the western coasts would explain why DSP events there are so mild in
contrast with those in the north and northeast, where Dinophysis spp. toxin profile is dominated by
DTX1 [152,216,217]. Further, scallops, that do not metabolize PTX2 as efficiently as mussels and
oysters, are the main commercial bivalve on the northeast coast [4].
Occurrence of DSP toxins slightly above the RL of 200 µg OA·kg−1 meat and distribution among
different species of shellfish in China have been reported since the late 1990s [217]. Later studies
revealed high levels of lipophilic toxins in Chinese shellfish, but no DSP outbreaks including human
intoxication were reported in China until 2011, when more than 200 people suffered DSP symptoms
after consumption of mussels (M. galloprovincialis) in cities from the Zhejiang and Fujian provinces,
East China Sea [218]. Analyses (LC-MS) of mussels contaminated during that event revealed
concentrations of OA and DTX1 up to 40 times the European Union RL [218]. There are no
conclusive studies about identification of the causative agents of DSP events in China. The 2011
outbreak was attributed to D. acuminata, but D. caudata has also been found associated with DSP
events in the East China Sea region [219], and DsT have been found in LC-MS analyses of picked
cells of D. acuminata and D. fortii from the Yellow Sea region [220]. These two species have been
reported from all Chinese coastal waters, from the Bohai Sea to the South China Sea [221] (Figure 6).
China has become the main world producer of mussels with an annual production of 7 × 105 t [222] for
internal consumption, including animal feed. DsT represent a serious threat for this fastgrowing production.
Figure 6. Distribution of geo-referenced locations where Dinophysis toxins have been
detected, including cases where they were below RL, in the West Pacific region.
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The contribution of D. miles and P. mitra, species common in the South China Sea [221], to the
accumulation of DsT in shellfish from Southern China is not known, but D. miles, together with
D. caudata, have been found to contain OA and DTX1 and are associated with high levels of toxins in
Asian green mussels (Perna viridis) from Sapian Bay, Philippines, on the other side of the South China
Sea [144]. In South Korea, which shares with Western Japan the influence of the warm Tsushima
current, OA, DTX1, and DTX3 have been detected in LC-MS/MS analyses of mussels (M. edulis), oysters
(C. gigas) and clams (Ruditapes philippinarum) from the southern coast (Goheung, Yeosu, Namhae,
Tongyeong, and Jinhae Bay) at concentrations below RL [223]. The same toxins and pectenotoxins
were found in analyses of plankton concentrates with D. acuminata [224]. In addition, very moderate
levels of DSP have been detected in mussels (P. viridis) in Singapore associated with D. caudata and
other species of Dinophysis [142,225], and with D. caudata in Southeast India [143,226].
D. caudata and D. miles are the most common Dinophysis species in the Arabian Sea [227],
however, so far no DSP events have been reported in the area, and there are no data available on DsT
related shellfish toxicity.
4.4. North America
The presence of DsT on the Eastern and Western coasts of North America and in the Gulf of
Mexico is not new (see Section below). Nevertheless, it was not until the occurrence of massive
blooms of Dinophysis and human intoxications in the last five years that the existence of a serious
riskof DSP outbreaks affecting public health and the need to monitor DsT in a systematic manner
was recognized.
4.4.1. Eastern North America
There was circumstantial evidence in the 80’s for the association of DSP toxicity with Dinophysis spp.
in Rhode Island [228] and Long Island [229]. Furthermore, very high levels of OA were found in
scallops (Placopecten magellanicus) in Nova Scotia, Canada, at the time of a record bloom
(0.5 × 106 cells·L−1) of D. norvegica [157], and this toxin was also found in HPLC analyses of
plankton tows from the Gulf of Saint Lawrence, Canada, rich in D. acuminata and/or D. norvegica [158].
Nevertheless, later cases of detection of DsT in the absence of Dinophysis populations in the region but
associated with the benthic species Prorocentrum lima [18,19] contributed to the myth that Dinophysis
from Northeast America was not toxic, and to the view that there was little convincing evidence that
Dinophysis populations from the Northwest Atlantic were systematically involved in DSP events [230].
Recent results from laboratory cultures revealed that D. acuminata strains from New England have
a moderate (20 pg·cell−1) concentration of PTX2 but very low amounts of OA and DTX1 (0.3 and
0.05 pg·cell−1, respectively), facts that would explain the low incidence of DSP outbreaks in the
region. Plankton tow material collected in 2002, during a very dense bloom of D. acuminata in the
Chesapeake Bay, was found to have trace levels of OA [231] and concentrations of this toxin in
oysters (Crassostrea virginica) were below the RL [232]. Nevertheless, during the densest bloom ever
reported of D. acuminata (1.3 × 106 cells·L−1) that occurred in New York waters in 2010, DsT in
mussels (Mytilus edulis) were up to eight-fold the RL [108].
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4.4.2. Northern Gulf of Mexico
OA just above the RL was found after HPLC analysis of oysters (C. virginica) in Mobile Bay,
Alabama Gulf coast, in 1991 [139], associated with blooms of D. caudata (up to 6 × 103 cells·L−1).
A very dense (2 × 105 cell·L−1) bloom of D. ovum was observed by chance in February, 2008, during
in situ automatic samplings (Imaging FlowCytoBot) aimed at Karenia mikimotoi distributions in Port
Aransas, Texas [161]; DsT concentrations in oysters reached three-fold the RL and led to the first
shellfish harvesting closure for DSP in the US [109,160].
4.4.3. Western North America
DsT have been measured occasionally in shellfish off the coast of Washington State [148] and
levels of OA and DTX1 summing more than three-fold the RL were reported from shellfish analyses
conducted between 2003 and 2005 in British Columbia [233]. The exceptional event during
D. acuminata blooms in summer of 2011 was the first official report of human illness caused by DsT
in Canada [28,29] and the US [27,30].
In Monterey Bay, California, dense blooms of D. acuminata (19 × 104 cells·L−1) were observed in
summer 1999. Protein phosphatase 2a (PPA2a) enzymatic assays of phytoplankton tow extracts showed a
strong correlation between D. acuminata abundance and PP2a activity; a moderate (1 pg OA equiv.·cell−1)
toxin content was estimated [106]. Later studies in the same area found a good correlation between OA
and DTX1 in wild mussels and densities of D. fortii [150].
For years, DSP went unacknowledged by Mexican health authorities, although a high incidence of
undiagnosed seafood-related diarrhoea events were found in the epidemiological records of the Health
Ministry [234]. DSP toxins are now regulated in Mexico, and positive results by mouse bioassays were
found in shellfish from Bahía de Manzanillo, Colima, in March-April 2008, associated with
D. caudata, and in oysters from Baja California in 2010, leading to sanitary bans [235,236]. Shellfish
harvesting closures lasted over three months in 2012 in the same area, and the presence of OA, DTX1,
and PTX2, in Todos Santos Bay, associated with blooms of D. fortii and D. acuminata was confirmed
by LC-MS/MS analysis [149].
4.5. Central America
Potentially toxic species of the genus Dinophysis, such as D. cf acuminata, D. cf ovum, and
D. caudata, are recorded from both the Pacific and Caribbean coasts of Central America and the
Caribbean archipelagos. Nevertheless, lipophilic toxins are not monitored in any country in this region,
and no information is available concerning DSP events.
4.6. South America
As in Central America, no monitoring of lipophilic shellfish toxins is carried out in South American
countries bordering the Caribbean Sea (Colombia, Venezuela, Northern Brazil), nor on the Pacific
coasts of Colombia or Ecuador. Information comes exclusively from places where phycotoxin
monitoring of commercial shellfish species has been implemented (Figure 7).
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Figure 7. Distribution of geo-referenced locations where Dinophysis toxins have been
detected, including cases where they were below RL, in South America.

4.6.1. Pacific Coast
The South American regions most affected by DSP events are the three southernmost regions
of Chile (Los Lagos, Aysén and Magallanes regions, 40–53°S), in particular Los Lagos. This region
reached a production of 289,000 t of mytilids during 2011 [237] of which 69,000 t (worth US
$182 million) were exported to the European Union, the US, and others [237,238]. A bloom of
D. acuta, in 1970, in Los Lagos, was the first case where a gastrointestinal outbreak was associated
with Dinophysis [50,239]. In 1991, OA and DTX1 (HPLC) were detected in Mytilus chilensis from
Aysén (45°S) during a human intoxication event associated with D. acuta [23,240], and the same
toxins were found later in shellfish from Melinka, Aysén (44°S) [241]. D. acuta is considered the most
noxious DSP agent in Chile, leading to contamination of mussel (Mytilus chilensis; Aulacomya ater;
Choromytilus chorus) with DTX1 and acyl-derivatives [242], and harvesting bans [23,239].
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The contribution of D. acuminata to DSP events in Southern Chile is not straightforward. Dense
blooms of D. cf acuminata in the Reloncavífjord, Los Lagos, have been associated with very low
levels of PTX2 in shellfish [111] or with no toxins at all [110]. PTX2 was first detected in two species of
mussels from Aysén (45°S) [243]. That was the only toxin found in LC-MS analyses of picked cells of
D. cf acuminata from Northern Chile (27–30°S) [244] and in cultured strains of the same species from
the Reloncavífjord [162]. However a D. acuminata bloom was associated with only DTX1 in
Mytilus chilensis from Estero Nuñez (53°S), Magellan Strait, in March 1998 [245]. DTX1 has also
been detected in phytoplankton samples collected from the Western Strait of Magellan (52°S) [246].
However, D. acuminata is not the only DTX1 producer in Chilean Patagonia. DTX1 has been found in
vegetative cells and cysts of P. lima in Magellan Strait and Beagle Channel (53–55°S) [247].
Lipophilic toxins showed a spatial heterogeneity in results from a major cruise, in March 2009,
during which toxins (LC-MS/MS) in plankton populations were determined along a latitudinal transect
from the Atacama region to the southernmost part of the country (27–53°S) [246]. PTX2 was detected
along most of the Chilean coast, including lower latitudes in Arica Bay (19°S) in a previous study
during 2007–2008 [248]. In contrast, DTX1 has only been detected in the southernmost regions of
Chile. DTX1 and PTX2 were the predominant dissolved toxins found in a study that used passive samplers
(porous synthetic resins, SPATT) in Calbuco and ChiloéIsland (41.5–43°S) in summer, 2006 [249].
There is evidence of positive MBA results for lipophilic toxins in shellfish from Peru tested
according to EU regulations. These have been related to blooms of D. caudata [250], however,
chemical analyses of the toxin profiles have not been undertaken in the country so far [251].
4.6.2. Atlantic Coast
In Southern Brazil, positive results for lipophilic toxins in MBA on the coasts of Santa Catarina
started to be reported as soon as green mussel (Perna perna) cultivation expanded and toxin
regulations were implemented. DSP toxins above the RL can be detected in the region, any time
between January and September, along 200 km of coastline [112]. Occasionally, DSP toxins are also
found in oysters. Record densities of 7 × 105 cells·L−1 of D. cf acuminata have been reported. Over
150 people were hospitalized after eating mussels during a DSP outbreak in January, 2007, associated
with this species [252]. Dinopysis events have been related to high nutrients under stratified conditions
due to local upwelling. D. cf acuminata and positive MBA results have also been recorded further
north in ParanaguáBay (25°S), Paraná[253]. The presence of OA and DTX1 has been demonstrated
by LC-MS analyses of field populations of D. cf acuminata, sometimes accompanied by D. caudata
and D. tripos, from the coasts of Santa Catarina and Paraná, and production of the toxin in cultures of
D. cf ovum [46].
Positive MBA results in summer-autumn associated with populations of D. cf acuminata and to a
lesser extent D. caudata are common in coastal waters of Uruguay, an area influenced by the La Plata
River estuary plume [113]. Positive MBA and a few hospitalized persons occurred in summer 2010 in
the province of Buenos Aires, associated with blooms of the same two species [114]. This was the first
DSP outbreak ever reported in Argentina related to Dinophysis spp. HPLC-FLD analyses confirmed
that clams (Mesodesma mactroides and Donax hanleyanus) had OA, DTX1 and acyl-derivatives [254].
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4.7. Australia and New Zealand
DSP events with human intoxications have been reported from the southeast and south coasts of
Australia after eating small Donax clams known as ―pipis‖ (Plebidonax deltoides). The largest
outbreak affected 102 people in New South Wales (NSW) in December, 1997 [255]. A second
outbreak, again in NSW, affected 20 individuals in March, 1998 [256], and a third, in March, 2000,
affected only one individual in Queensland [9]. These human poisonings were initially attributed to
PTXs associated with blooms of D. caudata, because high concentrations of PTX2 seco acid
(PTX2-SA) were detected in the shellfish [9]. PTX2-SA is a product of the metabolization of PTXs by
shellfish [4] and may also appear as a degradation product in poorly handled plankton extracts. It is
now accepted that PTX2-SA has little if any oral toxicity [15,257] and that the human intoxications
experienced during the NSW and Queensland incidents were due to acyl esters of okadaic acid
(DTX3) [145]. Low polarity acyl esters of OA/DTX2, difficult to detect with the applied MBA protocol,
had previously been established as the cause of severe human food poisoning in Southern Portugal after
ingestion of Donax trunculus [80]. Off the southwest coast of Australia, DsT above RL in oysters
(Crassostrea gigas) were detected during a bloom of D. acuminata [103].
Further south in the Derwent estuary area, Southeast Tasmania, D. acuminata and/or D. fortii have
been linked to the occurrence of OA and DTX1 in non-commercial blue mussels at concentrations
twice the RL. Oysters and other commercial shellfish species have only twice been found to contain
toxins above 160 µg equiv. OA·kg−1 associated with D. fortii [107].
In New Zealand, D. acuminata but above all D. acuta have been associated with DsT above RL in
greenshell mussels (Perna canaliculus) and other shellfish species. The toxin profile of the two species
is dominated by PTXs, their OA content is moderate, and DSP events may not the most serious
problem for aquaculture sites in the South Island [121].
5. Dynamics of Toxin Production and Accumulation in Natural Populations and in Cultures of
Dinophysis Species
Toxins are secondary metabolites. Toxin content (accumulation) per cell results from a balance
between rates of toxin production, excretion, and division (that dilutes the toxin produced by the
mother cell between two offspring). Imbalances between these processes may lead to very low
accumulation rate of toxins (if either division or toxin release rates are high), or high accumulation
rates (if division stops and toxin production continues). The balance between growth, stress, and toxin
production has been discussed for PSP toxin-producing dinoflagellates [258]. MacKenzie et al. [259]
found that during blooms of Dinophysis, a large proportion of the DsT were released in the seawater.
These could be tracked with passive samplers, known as ―Solid Phase Adsorption Toxin Tracking‖
(SPATT), consisting of microspheres of resins enclosed in mesh bags, able to adsorb the lipophilic
toxins on their surfaces. Since then, sound field studies of DsT production have included the
deployment in situ of SPATT, and culture studies may include solid phase extraction (SPE) of toxins
in the filtered medium.
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5.1. Observations on Field Populations of Dinophysis
Studies of the variability of Dinophysis cell toxicity in field populations are scarce. This is because
they require periodic sampling of species that are often present in densities below detection levels by
routine monitoring programmes. These studies have usually followed changes in cell toxin quota of
different species of Dinophysis, i.e., intracellular accumulation of toxins, but not production rates.
Later studies including deployment of SPATT resins have provided more realistic information on total
toxin (intra- and extracellular) production budgets.
5.1.1. Diurnal Variability in Toxin Content Per Cell
In a 24-h study, during late stages of a D. acuta bloom in the Galician Rías, a 3.5-fold difference
was found between maximum (95 pg of free OAs and 38 pg of PTX2), at 1:00 a.m. and minimum cell
toxin quota. Cells were not dividing at all (µ = 0.03 day−1), thus, toxin dilution was not caused by
division. The OA:DTX2 ratio (3:2) was fairly constant the whole day, but that was not the case with
the ratio between free forms of OA and PTX2, which was variable and did not show any clear pattern.
Therefore the toxin profile was influenced by the time of sampling [260].
Temporal toxin dynamics of OA and DTX1 were studied in Dinophysis populations dominated by
D. acuta during a 12-h study in the Koljö Fjord (western Sweden). Cells during the night, at the
surface, contained about half the toxin concentration of cells during the day. In the case of PTXs, there
was a spatial pattern where cells at the pycnocline contained highest amounts of toxins, regardless of
day or night [261]. Nevertheless, the same authors found that recently divided picked cells (identified
by their incomplete sulcal list regeneration [262]) had about half the amount of toxin of the cells they
originated from [261]. A constant OA:DTX2 ratio and distinct timing of maximum accumulation rate
of PTXs was found over a 14-h study during a D. acuta bloom in the Celtic Sea [162]. From this
scarce information, we cannot reach conclusions about the diurnal variability of toxin production and
accumulation. D. acuta populations were under different physiological conditions and phases of their
population growth, and there is no accompanying information on extracellular toxins. Nevertheless,
there is a common observation of differential behavior of the two different groups of toxins, PTXs and
OAs, in D. acuta, i.e., their production/release is subjected to different regulators. These results
emphasize the need to ―normalize‖ observations by providing information on the cells’ physiological
status (size, food replete/starved conditions, time of day, division rate) if comparisons between sites
are to be made.
5.1.2. Spatial and Seasonal Variability in Toxin Content Per Cell
Lindahl et al. [125] found that the toxicity of D. acuminata from the Gullmar Fjord, in the outer
archipelago, was over two orders of magnitude higher than in the semi-enclosed KoljöFjord, both, on
the west coast of Sweden, they found an inverse relation between cell density and toxicity, but the
causes were not explained. This could be a biased correlation because low densities of more toxic
Dinophysis cells were common in the Gullmar Fjord, and much higher densities of less toxic cells in
the KoljöFjord. Spatial patterns were also different in the two fjords. In the Gullmar Fjord cells were
equally toxic at all depths whereas in Koljö Fjord there was an increasing gradient in toxin per cell
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from surface to below the pycnocline. In this study, OAs (OA + DTX1) were the only toxins reported,
and PTXs were not included in the analyses. Further, the effect of extracellular toxins adsorbed in
accompanying organic aggregates (usually more abundant in deeper waters) retained on the filters was
not considered.
In Western Iberia, maximum cell toxin quota in picked cells of D. acuta was found during the early
declining phase, when division was nil and the annual density maximum formed by physical
accumulation (downwelling) had dropped [129]. This is what we expect if high accumulation of toxins
results from imbalance between growth and toxin production rates. Extracellular toxins adsorbed by
SPATT resins also exhibited a maximum at that time. A nine-fold difference in cell toxin quota was
observed throughout the D. acuta growth season. Estimates of toxin per cell from net haul samples
were usually much higher than those of picked cells, and the toxin profile was different, suggesting
contamination with accompanying material, but their temporal distribution pattern paralleled that of
the toxins in picked cells.
5.2. Observations in Dinophysis Cultures
For decades, different aspects of the biology and toxinology of Dinophysis species remained
intractable due to inability to establish them in laboratory cultures. A recent breakthrough in culture
methods [33] has opened the door for detailed studies of the physiology of toxin production. Since
then, a total of eight species have been brought into culture, in five of which (D. acuminata, D. acuta,
D. fortii, D. sacculus and D. tripos) toxin profiles and intracellular toxin production have been
characterized (Table 1).
Cultivated Dinophysis species always contain at least one of the following toxins: OA, DTX1 and
PTX2, and in many cases PTX2 is the most abundant. However, the few data available do not allow us
to describe the intraspecific variability in toxin profile and content, except for D. acuminata. This
species shows a conserved toxin profile, with OA, DTX1, and PTX2 in isolates originating from
Northwest Atlantic (US, Canada) and Pacific coasts (Japan). Some derivatives as OA-D8 are
commonly observed, and at least one study [36] also detected a PTX2-SA derivative. In addition authors
of the same found a hydroxylated PTX2 compound of which mass fragmentation was compatible with
PTX11, but with different chromatographic elution time. In contrast, Nielsen et al. [118] found a single
toxin (PTX2) in seven D. acuminata isolates from different Danish (NE Atlantic) fjords.
Knowledge about the dynamics of toxin production and excretion in Dinophysis species is still very
limited [37,41,153], and available data include only three species: D. acuminata, D. acuta, and
D. fortii. Trends in toxin production and relative proportions of intracellular and excreted toxins differ
considerably among species and studies.
Overall, most Dinophysis okadaates seem to be associated with the dissolved fraction rather than
inside the cells. For example, Nagai et al. [153] indicated that the bulk of OA and DTX1 produced by
D. acuminata (79.5% for both toxins) and D. fortii (86.6% and 80.1%, respectively) was released into
the medium. In contrast, PTX2 was mostly associated with the intracellular compartment (94.9% and
98.2% in D. acuminata and D. fortii, respectively). Smith et al. [37], also in D. acuminata, found a
major proportion toxins in the dissolved fraction in late stationary phase conditions: 92/96% OA,
92/95% DTX1, and 78/68% of PTX2, in dark and light treatments. The results of Nielsen et al. [41]

Mar. Drugs 2014, 12

421

with D. acuta also indicated that most OA and ―DTX1b‖, a new analog of DTX1 (tentative
identification awaiting for nuclear magnetic resonance confirmation) reported by these authors, were in
the dissolved fraction (up to 90%), and PTX2 to a lesser extent but often >50%.
As mentioned earlier, cell division (and probably genetic differences among strains) appears to be
the main controlling factor for toxin production and content in Dinophysis cultures, rather than light or
ingestion of the ciliate Mesodinium [118,153]. Maximum toxin production rates occur in exponential
phase cultures, whereas toxin quotas (both intra- and extracellular) may increase during the
exponential phase and remain constant or increase in stationary phase [37,41,118,153].
Smith et al. [37] found that aging cultures and cell death appear to promote the passive release of
toxins, which increases significantly the total amount of extracellular toxin. In particular, these authors
found that toxin production only occurred while cells were actively dividing, either in late exponential
or early stationary phase. Intracellular toxin quota and excretion remained constant in stationary phase
in the dark and light treatments, cells survived on reserves alone for four weeks before beginning to
decline and the higher extracellular release in declining cultures was due to cell death rather than to an
active mechanism.
Nagai et al. [153] studied the relation between toxin production and feeding on the ciliate
Mesodinium rubrum in cultures of D. acuminata. Cell-toxin quota and production rate increased during
early exponential growth phase but in the late exponential phase both variables reached a plateau and
even decreased. As cultures entered the stationary phase, they needed to ingest new M. rubrum to
continue producing toxins. Nevertheless, toxin excretion continued during the stationary phase.
Nielsen et al. [41] reported maximum toxin production of D. acuta during exponential growth and
decreased rates in stationary cultures in the absence of M. rubrum: in this study, toxins accumulated in
the cells during stationary phase and higher intracellular toxin contents were observed in comparison
with exponential conditions. Notwithstanding, a clear relationship between toxin production and
feeding on M. rubrum was not inferred from their results. The same authors determined the intracellular
production of PTX2 in D. acuminata, the only toxin detected in their Danish isolates [118]. Their
results showed that PTX2 production continued in stationary phase after prey was depleted, in
accordance with the results found with D. acuta. In consequence, PTX2 rapidly accumulated in the
cells when reaching late exponential conditions, and slightly increased in stationary and aging cultures.
Different methodological approaches were employed in these earlier studies to quantify cellular and
dissolved pools of toxins, and this should be taken into consideration before comparing the results.
Nagai et al. [153] used triplicate mixed samples, including total toxins (cells plus filtered medium),
and compared these with the culture fluid filtrate. Toxin amount was expressed as ―ng·mL−1‖ in both
total and released toxins. Smith et al. [37] harvested independent samples in each case, cells and
medium, and processed these separately to quantify intracellular and extracellular toxins. To compare
the proportion of toxins in each compartment, they normalized the toxin results to total volume.
Nielsen et al. [41] used two different methods, and compared the intracellular toxin quota in spin
filters vs. picked cells. While toxin contents followed a similar trend, absolute values were generally
lower in picked cells. They used both methods to determine extracellular toxins in particulate organic
matter (POM, >0.45 µm, retained in spin filters together with cells) and dissolved organic matter
(DOM, <0.45 µm). In the case of OA, DTX1b, and PTX2, most extracellular toxins were in the DOM
fraction. Nevertheless, after arresting cell division, PTX2 was found in similar proportions in the DOM
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and POM pools. Thus, in this study, the production and excretion of PTX2 exhibited a different
behavior from that of OA and DTX1b. While ratios of intracellular: extracellular OA and DTX1b
remained fairly constant during the growth experiment, PTX2 ratios declined in stationary cultures.
These results suggest that different groups of DsT toxins display different dynamics of production
and excretion, and these could be associated with distinct biological roles for these compounds. In any
case, given the significant (and major in most cases) fraction of DsT released into the medium in
Dinophysis cultures, the analysis of intracellular and extracellular toxin components is strongly
recommended. In addition, results should always include the cell toxin quota, because particulate
matter is the main vector of toxins to filter feeders.
6. Uptake, Accumulation, Detoxification, and Enzymatic Transformation of DST in Bivalves
6.1. Toxin Uptake
Dinophysis cells are retained by filter feeders, and therefore cleared from the water, at a rate that is
dependent on the velocity at which bivalves pump seawater through their gills. Pumping rates and
consequent clearance rates depend on many factors, but probably the main ones are seston
concentration and composition. In general, the clearance rate is low at low particle concentrations and
increases asymptotically as the concentration increases. Not all retained particles are ingested as a
proportion of them are rejected. This proportion is inversely related to the particle concentration but
also depends on the capabilities of each bivalve species to actively accept or reject each individual
particle. Ingestion, that is the balance between retention and rejection, is, therefore, maximum at
intermediate concentrations [263]. In many harmful algal blooms, the toxic species is the main
component of the seston, and consequently maximum ingestion of toxins takes place when there are
moderate rather than high concentrations of toxic cells in the water. This is not the case with most
Dinophysis blooms, as they usually represent a small proportion of the total microplankton community
and therefore make low or very limited contributions to total seston. The volume of ingested seston also
regulates the efficiency of the digestive process as it determines gut passage time (GPT) [127,264,265].
The more seston ingested, the less time it is retained in the digestive system, and the less intensely
subjected to digestive processes; this leads to lower absorption efficiency of the seston components
including toxins. Probably, the combined effect of the two processes commented on above are the
basis for the observation that toxicity in bivalves is lower when Dinophysis is a minor component of
the bloom than when accompanying species have a low relative biomass [126,266].
It seems likely that DsT (with the probable exception of those from the DTX4 and DTX5 groups)
can be taken up from the dissolved phase. Rossignoli [267] showed that OA is absorbed faster by cells
of the digestive gland of M. galloprovincialis when it is dissolved than when it is administered in an
oil emulsion. Daranas et al. [268] found that the OA molecules can pass lipid bilayers, and
consequently cell membranes, after the acid ions are partially neutralized by forming dimers with
potassium atoms. Blue mussels (M. edulis) can take up azaspiracids (AZAs), which are slightly more
apolar than OA, mainly via the gill, but the toxins may have been adsorbed on the surface of
microflagellates given as food [269]. Uptake of OA and other lipophilic toxins from a filtrate of a
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P.lima culture has also been observed [107], but the toxins were mainly adsorbed on organic particles
or included in oil droplets.
There is no evidence that dissolved DsT are a relevant source of toxicity for bivalves under natural
conditions. Fux et al. [270] did not find that mussels incorporate OA, even when dissolved levels were
high. Pizarro et al. [129,136] observed that toxins persisted in the water after a Dinophysis bloom,
even when the concentration in mussels had fallen to undetectable levels, and Jauffrais et al. [269]
stressed the fact that the anatomical distribution of AZAs, when absorbed from the dissolved phase, is
not found under natural conditions. Neverthless, the uptake of dissolved DsT is an important issue that
deserves further field studies and well-designed experiments before discarding its importance as a
toxin source for bivalves under natural conditons.
6.2. Balance between Uptake and Elimination
Following absorption, in the simplest case, toxins are accumulated in the organism and excreted to
the environment (depuration or detoxification) at a rate dependent on the concentration or amount of
accumulated toxin [271]. The degree to which toxin is accumulated depends on the balance between
absorption and elimination. Simple mathematical models, which assume a constant rate of ingestion
and a depuration rate proportional to the accumulated toxin, have been shown to fit the accumulation
kinetics very well on several occasions [75,272]. These kinetic models produce an asymptotic
accumulation of toxin, so that large amounts of toxins do not accumulate when seston toxin
concentration is low (either because Dinophysis density or its toxin content per cell is low), even if
bivalves are exposed to toxic cells for a long time. The higher the depuration rate, the faster the
asymptote is approached, and the slower the asymptotic toxin concentration reached (Figure 8).
Most observed differences in toxin accumulation between bivalve species (e.g., [273]) can be explained
by one of the mechanisms mentioned previously that regulate the ingestion-absorption/excretion
balance. Rejection of Pseudo-nitzschia cells by the oyster C. virginica, for example, has been shown to
be the key process to explain differences in domoic acid accumulation between this species and the
mussel M. edulis [274]. Large differences in selection capability and/or behavior between species have
been documented using video endoscopy [275]. There is no detailed work dealing with Dinophysis
selection in bivalve species, but examination of gut remains suggested that the mussel M. galloprovincialis
can select Dinophysis cells and ingest them preferentially over other phytoplanktonic species and even
over other dinoflagellates [276]. Nevertheless, the large difference in DsT accumulation between blue
mussels (M. edulis) and the European flat oyster (O. edulis) is unlikely to be due only to differential
ingestion of Dinophysis, as the differences in other toxins—PTXs— also present in the cells of the
experiment were much smaller, even during the early stages of intoxication [277]. The reason for the low
accumulation of DsT in oysters may therefore be partially due to a higher clearance rate of Dinophysis
cells in mussels. The same is probably true for the differences found between other mytilids—
M. galloprovincialis [224,278] and Choromytilus meridionalis [207]—and the Pacific oyster C. gigas.
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Figure 8. (A) Theoretical toxin accumulation by bivalves and (B) proportion of ingested
toxin that is accumulated, assuming a clearance rate of 3 L·h−1, an absorption efficiency of
100%, and two toxin concentrations in seston: 1000 pg·L−1 (red line) and 4000 pg·L−1
(black line). These represent, for example, the combination of a Dinophysis density of
100 cells·L−1 and a cell toxin quota of 10 pg, in the first case, and of 100 cells·L−1 and a
cell toxin quota of 40 pg or 400 cells·L−1 with 10 pg of toxin·cell−1, in the second case. The
body weight of the bivalve was assumed to be 10 g, and two depuration rates were used:
0.05 (continuous lines) and 0.10 (dashed lines) day−1.

6.3. Biotransformation of Dinophysis Toxins and Derivatives
Toxins ingested with Dinophysis cells are subjected to several digestive processes that modify
them. Digestion in bivalves has extracellular and intracellular phases. After ingestion, phytoplankton
cells together with other particles are channeled through the oesophagus to the crystalline stylus sac.
There, many cells are broken by the mechanical action of the stylus, facilitated by clay particles
ingested with the phytoplankton. The particles that leave the stylus sac are selected (post-ingestive
selection) following different criteria, one of the most important being size. The small particles are
directed towards the typhlosole and through it to the digestive tubules, and the large ones are either
sent again to the stylus sac to be reprocessed, or rejected, through the intestine [279]. During this
mechanical disaggregation, large amounts of enzymes present in the phytoplanktonic cells are released
and some digestive enzymes—mainly amylases, cellulases, and laminariases [279–281]—are secreted
by the bivalves; both types of enzymes (phytoplanktonic and from the bivalves) contribute to the digestion
of the ingested particles. Once the partially digested material is taken up by the digestive gland, it is
subjected to additional digestive processes, such as the action of some esterases, and also starts to
undergo a series of transformations that depend on the structure of the molecules. These transformations
are usually the same as those used to eliminate xenobiotics. Additionally, some membrane proteinsof
the MDR (Multidrug Resistance Proteins) or MRP (Multidrug Resistance-related Proteins)
groups, membrane transporters of the ABC family, of which activity in bivalves has already been
demonstrated [282–285], can probably excrete transformed and untransformed toxins, as suggested by
the up-regulation of the codifying genes of some of them after the exposure of mussels
(M. galloprovincialis) to a D. acuminata bloom [286,287].
Different toxins are affected in different ways by the digestive processes, mostly by hydrolysis.
The main (free) DSP toxins—OA, DTX1, and DTX2—are not affected by these processes [267]; but
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PTXs and the ester bonds of the main OAs present in Dinophysis cells (diol esters, DTX4, and DTX5
toxins) can be hydrolyzed (Figure 9).
Figure 9. Main transformations of the toxins of the okadaic acid group. Labels inside the
boxes indicate the moieties that constitute the molecule. Zigzag lines indicate the bonds
that are broken to generate other compounds. The line(s) of each box indicate whether the
compounds are found in phytoplankton or in bivalves.

In the case of the PTXs, the macrocycle is broken giving the corresponding seco-acid toxin
(Figure 1B). Okadaate diol-esters are hydrolyzed to their main toxins (OA, DTX1, and DTX2) and
―DTX4 and ―DTX5‖ are first transformed to diol-esters and then to the main toxins (Figure 9).
Windust et al. [288] showed that extracts of the diatom Thalassiossira weissflogii produce these
transformations, from DTX4-5 to diol esters very quickly and at a slower rate from diol-esters to the
main toxins. Obviously these transformations can probably take place during extracellular digestion,
when large amounts of autolytic enzymes from diatoms and other phytoplanktonic microalgae are
released into the gut lumen. Recently, MacKenzie et al. [289] found and characterized an enzyme,
present in the digestive gland of the Greenshell™ mussel, Perna canaliculus, able to hydrolyze the
ester bonds of some PTXs (other enzymes inhibit its activity), some diol esters, and at least some
7-O-acyl derivatives of the main toxins (7-O-palmytoyl DTX1). The latter although not produced by
Dinophysis, can be present in seston due to resuspension of bivalve feces or after transformation of the
main toxins by planktonic organisms that ingest Dinophysis. The enzyme was found in the digestive
gland, but neither in the stomach nor in the crystalline stylus sac, suggesting that it is inside the cells
and consequently contributes to the internal digestive process. Depending on the contribution of
esterified forms of DsT in Dinophysis cells, hydrolysis can significantly affect the kinetics of the main
toxins, usually increasing their concentration. The estimated hydrolysis rates by the mussel
M. galloprovincialis are high [290], thus, the free toxins are expected to be released quickly to produce
a maximum of free toxins shortly after the bloom’s peak (Figure 10).
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Figure 10. (A) Theoretical evolution of different esters of okadaic acid after a toxic
bloom [12]; (B,C) some examples in which the maximum of free toxins appears after the
maximum of esters during a natural bloom [273]; and (D) increase in free toxin (especially
when no food was supplied) during an depuration experiment in the laboratory [291]
(Note: B and C reprinted with permission from [273], copyright © Elsevier, 2005; and
D reprinted with permission from [291], copyright © Elsevier, 2003).

Hydrolysis of PTXs, in particular of the most abundant PTX2, to their corresponding seco-acid
(SA) is very frequent in bivalves [3,4,244,292], so it can be expected that the esterase, described by
Mackenzie et al. [289], or a similar one, is ubiquitous among bivalves. Hydrolysis is usually a fast
process, so it affects substantially the kinetics of the free form. However, it seems that PTX11 and
PTX12 are in general hydrolyzed much more slowly than PTX2 [120,293]. Only one among the
bivalve species studied, the Japanese scallop, Patinopecten yessoensis, seems to have a limited
capability of conversion of PTXs to their corresponding seco-acids [294]. This would explain why
DSP outbreaks are especially severe in northern Japan where scallops are the main commercial species
and strains of D. fortii have a high PTXs cell toxin quota.
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In addition to the digestive processes, toxins are transformed inside the cells of the digestive gland,
the organ to which they are restricted [295]. Both, OAs [296] and PTXs [297,298] are esterified with
fatty acids of different chain length (Figure 10). The presence of an enzyme capable of esterifying OA
has been demonstrated in M. galloprovincialis [299], and more recently in other species [300].
Okadaates are excreted by M. galloprovincialis nearly exclusively as fatty acid esters [299], and the
same is found with the cockle, Cerastoderma edule, and the clam, Ruditapes philippinarum [267].
Then acylation is a requirement for detoxification in many if not all bivalve species.
Detoxification should be, therefore, the balance between the rates of acylation and elimination of
the acyl-derivatives. If the acylation rate is smaller than the acyl-derivatives depuration rate, then the
elimination process is limited by acylation. In such a case, esters do not accumulate predominantly in
the cells and the proportion of the total toxin in esterified form is lower than 100%. This is the case in
M. galloprovincialis, in which the esterified forms of okadaic acid usually constitute around 40% and
those of DTX2, around 17%, indicating that depuration is faster than acylation, and suggesting that it is
the latter step that limits the depuration chain. The observed depuration rate of DTX2 is around one
half that of okadaic acid, supporting the limitation by the acylation process. In most other bivalve
species the esters tend to accumulate in the cells, soon constituting nearly 100% of the total
toxin [273,301]. In such cases depuration would only be limited by the rate of elimination of the esters.
It is not only the free toxins that are esterified. Diol-esters can be also esterified by fatty acids in the
same way as free toxins, as shown by the discovery of mixed esters (esters in which the carboxylic
acid of the free toxin esterifies a diol and a fatty acid esterifies the C7 hydroxyl of the free toxin
skeleton [302].
Most, if not all, PTXs are hydrolyzed to their corresponding seco-acids, (PTX11 and PTX12 at a
slower rate than PTX2), but these seco-acids are also esterified (in several positions but mainly at the
C37) at least in the mussel, M. edulis, and the European flat oyster, O. edulis [297]. The scallop,
P. yessoensis, that lacks the ability to hydrolyze pectenotoxins to seco-acids, has been shown to
transform PTX2 in other ways. This species mainly oxidizes PTX2 to PTX6, and to a lesser extent to
PTX1, 3, and 4 [303], probably because PTX2, not being transformed to its seco-acid, is available for
these transformations (frequent in the xenobiotic metabolism).
Changes in the toxin profile can modify the toxicity of the bivalves as different toxins or derivatives
have different toxic potential. The OAs in which the carboxylic acid esterifies one alcohol lack the
toxicity of the free forms. Consequently the hydrolytic processes that take place during digestion and,
that release the carboxylic acid, leads to increased bivalve toxicity. As shown in Figure 10, the amount
of free toxins during the intoxication or early depuration phase can increase, even when depuration is
taking place simultaneously. In those cases, it is possible to observe that toxicity increases while the
total toxin concentration in the organisms decreases. This can happen even when Dinophysis cells are
no longer present in the water.
In the case of PTXs, the opening of the lactone ring gives way to the non-toxic seco-acids, thus, leading
to a reduction in toxicity much higher than that to be expected from the depuration process alone.
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6.4. Changes in Toxin Concentration and Toxicity due to Allometric Processes
Bivalves toxicity depends on toxin concentration and on the toxic potential of each toxin. Toxin
concentration depends, not only on toxin accumulation, but also on changes of bivalve biomass. The
same amount of accumulated toxin renders a bivalve twice as toxic if it losses half its biomass.
Changes in bivalve biomass during toxic blooms are frequent. Gains, which lead to reduction of
toxicity, are usually progressive and, in the case of Dinophysis blooms, depend on the biomass of the
accompanying species as Dinophysis blooms very rarely have a large biomass. In any case, if the
bivalve growth is important during and after a bloom, the accumulated toxins are progressively diluted,
and the organisms appear to depurate faster than expected [304,305].
Losses of shellfish biomass are not frequent, but their effects on OAs and PTXs concentration in
shellfish flesh are much more striking than those of biomass gains. Several processes can produce
decreases in biomass; starvation and spawning are probably the two most important ones. Spawning
has a drastic effect on toxicity due to the two groups of Dinophysis toxins, mainly because these toxins
are accumulated in the digestive gland. This organ suffers a very limited biomass loss and
consequently does not lose its associated toxins, while the gonad, which hardly contains any toxins,
undergo a substantial biomass loss. Considering the whole bivalve body, almost no toxin is lost during
spawning but the body weight undergoes an important reduction (sometimes more than 50%), thus,
concentrating the toxin and increasing the toxicity of the bivalve (twice in the case of a biomass
reduction to 50%). This is another process by which bivalve toxicity can increase without any
additional acquisition of toxin, and that could have important practical repercussions for the
management and control of products containing OAs or PTXs below the regulatory limit. For example,
if a mature batch of bivalves with DsT just below the ban threshold are transported and put again in
water, they can spawn as a response to the stress caused by transportation, and lose weight. As a result,
their toxin concentration will increase and will exceed the ban threshold.
There is very little information on the effects of starvation on the concentration of OAs and PTXs in
shellfish. Only one study [291] has dealt with this subject (not only from the perspective of weight
loss), but it did not take into account the likely contribution of biotransformations, which seem to have
been important in view of the increase of free OA during the first days of the experiment (Figure 9).
It can be expected that toxins were not lost with biomass of the digestive gland as, in contrast with the
gonad during spawning, no loss of biomass of the hepatopancreas takes place. In such a case, both the
toxin concentration and the toxicity would increase. Nevertheless, most of the OA, and probably all the
DTXs, have been shown to be included in high-density lipoproteins in the cytosol [306], and the
consequences of the possible reduction of these molecules during starvation could not be evaluated.
The accumulation of OAs and PTX toxicity in bivalves is therefore a complex process in which
a number of factors and processes are involved. Usually, with simple toxin profiles and with nearly
stable environmental and physiological conditions, prediction of toxin accumulation can be quite
straightforward, but when toxin profiles are complex or when singular bivalve physiological events
take place, then prediction is much more difficult and should be carried out using models with
adequate complexity. Simpler models will lead to incorrect predictions and to parameter estimates that,
not having used an adequate model, cannot be correctly interpreted.
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7. Assessment of Sample Collection Procedures and Available Methods for Analyses of
Dinophysis Toxins
Data on toxin profiles and cell toxin quota of Dinophysis species and of shellfish toxicity have to be
interpreted with caution. Comparisons will be meaningful only after careful reading of the collection,
extraction and analytical procedures applied to obtain the estimates. Discussion of the advantages and
disadvantages of the most common protocols for sample collection and toxin analyses follows.
7.1. Collection Procedures
7.1.1. Individually Picked Cells
Analysis of individually picked cells was the only unambiguous way to ascribe a toxin profile and
content to a single species of Dinophysis, until 2006, when cultures of D. acuminata became available.
Cultivation of new species of Dinophysis with the same multispecies system followed (see Section 5).
An important disadvantage of this procedure is that isolation of individual cells from natural seawater
samples may be a cumbersome task when Dinophysis species are present at low densities and
embedded in a multi-specific microplankton community, as additional washing steps to clean the
isolated cells will increase the manipulation stress imposed on them. Another disadvantage is that
minority toxins, i.e., those representing a small percentage of the toxin profile, will hardly be detected
in small (<100 cells) samples, or even in samples of a few hundred cells if the toxin content per cell is
low to moderate and/or if the sensitivity of the analytical system is not very high. Another
disadvantage is that it only provides an estimate of intracellular toxin content but no information about
extracellular toxins released in the medium. In addition, large differences in cell toxin quota in picked
cells may be related to changes in cell size (biovolume), imbalance between toxin production and cell
division rate, and different stages of the population growth [129]. Therefore, a single toxin content per
cell estimated from a natural population or from a culture of a Dinophysis species will not be statistically
significant. Enzymatic transformations and methanolysis during toxin extraction reported for other
dinoflagellates [81] should also be considered in the cell toxin quota variability of Dinophysis species.
7.1.2. Net-Hauls and Plankton Concentrates
In this method, the total amount of toxins determined from a fixed volume of a Dinophysis-rich
plankton net-haul or pump concentrate is divided by the number of Dinophysis cells present in the
filtered volume. Cell densities are determined from a previously taken Lugol-fixed aliquot of the
concentrate. In both cases the sample contains a multi-species plankton population. It is important to
pre-filter the sample through 77–100 µm meshes to eliminate larger heterotrophic dinoflagellates and
microzooplankton. Analyses of the appropriate size fraction of plankton net-hauls was the early
method used for the identification of D. fortii as the causative agent of DSP in Japan [31]. The main
advantage of plankton concentrates is that a high phytoplankton biomass is collected which allows the
detection of minor toxins. Results will be particularly good when quasi mono-specific blooms occur.
Nevertheless estimates from multispecies populations introduce several sources of error. First, it is
assumed that all extracted toxins are derived exclusively from Dinophysis; but there may be a
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contribution from heterotrophic dinoflagellates of similar size that previously fed on Dinophysis or on
ciliate prey that fed on them. Thus, Miles et al. [120] found significant amounts of OA and/or PTXs in
picked cells of Protoperidinium crassipes, P. depressum, and P. divergens that co-occured with
Dinophysis blooms. Second, this method does not allow estimates of species-specific contributions to
the overall toxin content when several species of Dinophysis co-occur, a quite common situation in
most aquaculture areas subject to endemic DSP outbreaks. Third, estimates of cellular toxin content
from plankton concentrates can lead to considerable overestimates during late stages of a Dinophysis
bloom, due to increased concentrations of extracellular toxins that persist in the water column; these
may be bound to organic aggregates (detritus, macrogels, zooplankton faecal pellets, mussel faeces,
and pseudofaeces), and are retained (>0.22 µm) on the filters [129,136]. Further, okadaates dissolved
in the water or linked to micro- or nanogels (fraction size <0.22 µm) are not considered, as there is no
information to date on the role of this size fraction, in particular marine gels, nor on the permanence of
marine toxins in the water when toxic microalgae are no longer present [136].
Additional biases are introduced by using different concentration methods. For example, in seasonal
studies in the Galician Rías, large differences in toxin content between picked cells and plankton net
hauls have been found [129,260]. These can be partially explained by the presence of extracellular
toxins adsorbed by organic aggregates in the hauls. Important differences were also found between
picked cells and pump-concentrated samples and between net-hauls and pump-concentrates. In both
cases, the stress imposed on cells in the cell-picking and in the pump concentration processes may
cause cellular toxin leakage [119,307]. The result is that toxin per cell estimates are highest when
calculated from net-haul samples.
7.1.3. Toxins in Seawater
Cell-free toxins present in the water column can be monitored with a ―Solid Phase Adsorption
Toxin Tracking‖ (SPATT-resins) device [259]. SPATT is a passive sampler consisting of porous
synthetic resins able to adsorb in situ lipophilic toxins that have been continuously released by Dinophysis
and other toxin producing cells. Resins have to be replaced periodically to avoid saturation [308].
Nevertheless, toxins in the water can also come from shellfish (faeces, pseudofaeces) excretion,
zooplankton pellets, and resuspended sediments [195,309], in which the original toxin profiles of the
dinoflagellate may already be transformed.
SPATT was originally proposed as an advanced early warning system [259]. Nevertheless, in situ
data reveal that detection of toxins in SPATT by LC-MS is no earlier than their detection in shellfish
when LC-MS is the method used for toxin monitoring. In addition, toxins remain in the water column
and are adsorbed by the SPATT long after Dinophysis cells are no longer present. SPATT is without
doubt a valuable tool to study the kinetics of production and transformation of DsT, and to detect
toxins in remote areas with no aquaculture, but detection of low density populations of Dinophysis so
far remains the best and simplest tool for early warning of DSP events in aquaculture sites [136].
7.1.4. Dinophysis Cultures
Until recently, all studies on toxinology of Dinophysis species were based on analyses of field
populations or single cells picked from them [95,120,310]. Since 2006 [33], cultured strains of
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different species of Dinophysis fed on the ciliate M. rubrum have been successfully established
(see Table 1) and cleared the way to progress in physiological and toxinological studies [45,153]. It
was not until then that the production of toxins de novo by mixotrophic species of Dinophysis was
unambiguously proved [36]. Protocols for DsT production studies with laboratory cultures should
always include data on intra- and extracellular toxins. Cells must be removed from the culture by
careful filtering or by centrifugation at low rpm to prevent cellular rupture.
Toxins are extracted from the cells mainly with methanol, and different solid phase extraction
(SPE) protocols have been developed to extract DsT from the cleared medium [41,153]. A good
practice is to complement these estimates with that of total toxin content per unit of culture volume
(SPE) in samples where cells are disrupted (freezing, sonication) to release their toxins. By comparing
results from different compartments and extraction protocols, it will be possible to identify the
proportion of ―dissolved‖ toxins and those adsorbed into organic matrices, and identify the steps where
errors are more likely to occur.
7.1.5. Shellfish
Samples of live, frozen or processed molluscan shellfish species can be used for analyses. Both the
whole soft body and the hepatopancreas can be analyzed but the former might be more appropriate for
regulatory purposes, in particular when processed shellfish is analyzed.
The initial level of lipophilic toxins can be modified by different processing procedures, such as
boiling, steaming or autoclaving. In this context, water losses during processing have been identified as
the cause of increases in toxin concentration per gram of shellfish meat. In addition redistribution of
OA-group toxins from the digestive gland to the remaining tissues might occur during processing, and
degradation of OA and DTX2 may occur at high temperatures (>100 °C) [311].
7.2. DsT Determination Methods
Methods for determination of phycotoxins are classified into two types: biological assays and
analytical methods.
7.2.1. Biological Assays
Biological assays comprise bioassays, functional assays (enzymatic inhibition and cytotoxicity
assays) and structural assays (immunoassays). Bioassays and functional assays evaluate the activity of
all compounds present in the sample, i.e., their toxic potential, but do not provide information about
the toxin profile. Inmunoassay results are not necessarily related to the biological activity of the toxin.
7.2.1.1. Bioassays
Rat bioassay (RBA) and above all mouse bioassay (MBA) have been the official methods for
detection of lipophilic biotoxins (OAs, PTXs, YTXs, and AZA) in shellfish in EU countries for many
years, while analytical methods were mostly applied for research or confirmatory purposes. They are
still widely used in countries in Latin America and Asia.
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The MBA for lipophilic toxins is a method originally developed by Yasumoto et al. [6]. Its main
drawbacks include false positives that were the cause for inclusion of YTX and PTXs in the EU and
Japanese legislations. These two groups of compounds coexist with OAs in field samples, but their
toxicities are low and they have never been shown to cause human intoxication, although the long-term
effects are unknown [14,120]. The assay uses acetone extraction of the molluscs, either whole flesh or
hepatopancreas (HP), followed by evaporation and resuspension of the residue in a 1% solution of
Tween 60 surfactant. Mice are then exposed to the extract via intraperitoneal (i.p.) injection and
survival monitored over a 24-h period. In efforts to improve the specificity of the assay, several
modifications to the technique (generally involving an additional partitioning step) have been
developed [11,69,312,313].
The RBA is a qualitative and low-specificity assay that simulates human intoxication. Rats are fed
with the molluscs HP; they show symptoms similar to those in humans and faeces consistency is
evaluated. This assay determines the presence of OAs only; PTXs and YTXs are not detected.
Commission Regulation (EC) 2074/20054 allows for the use of different solvents in the
liquid/liquid (water) partition step including ethyl acetate, dichloromethane, and diethyl ether. It is
known that sensitivity and selectivity depends on the choice of solvents used for extraction and
partitioning, so in an effort to harmonize the methodology used within the EU, the Community Reference
Laboratory for marine biotoxins (CRL-MB) developed a standard operating procedure based on
acetone extraction with either diethyl ether or dichloromethane partitioning against water [314].
Growing concern related to the use of bioassays for reasons of animal welfare, as well as their
inherent variability and interference with other biotoxins which may co-exist in the samples, led a EU
group of experts to recommend the use of alternative methods [315]. As a result, bioassays during
periodic monitoring of shellfish production and relaying areas in Europe, after 31 December 2014,
shall be used only for detecting new or unknown marine toxins in Europe.
7.2.1.2. Phosphatase Inhibition Assay
The phosphoprotein phosphatases (PPs) are known to be the OAs natural targets. Several PP
inhibition assays (PPIA), using different phosphatase sources and colorimetric or fluorimetric
substrates, have been developed [316–321]. Recently, a colorimetric PPIA, OkaTest, has been
interlaboratory-validated for quantification of the OA toxin group in molluscs [322], and it could be
also applied for Dinophysis cell samples. This colorimetric PPIA, OkaTest, could be used as a
complementary (screening) assay to the reference method for determination of OAs in molluscs
according to Commision Regulations (EC) No. 2074/2005 and No. 15/2011 [322]. It is a robust and
accurate assay, but the kit expiration date, 12 months at 4 °C, must be carefully taken into account.
7.2.1.3. Cytotoxicity Assays
These assays are useful to elucidate mechanisms of action of toxic compounds, and can be used to
screen many samples at a time. Their high sensitivity and ability to distinguish among different toxins,
e.g., OA, DTX1, and PTX1, based on characteristic cell-shape modifications or cell surface
irregularities, are interesting advantages [323–327]. The main disadvantage is the difficulty to
reproduce results between laboratories.
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7.2.1.4. Inmunoassays
There are a number of immunodiagnostic methods for OAs which incorporate antibodies raised
against OA [328–330]. None of these methods has been fully validated. Inmunoassays are very
sensitive, fast, easy to use methods, and can be applied to screen many samples at a time for further
confirmatory analysis. However, antibody-based methods provide no information about the activity of
the analogues detected, and only identify chemicals with the specific structure recognized by the
antibody used in the assay. Consequently, some analogs may not be detected (false negatives) or
non-toxic compounds can be detected (false positives) [331–333].
7.2.2. Analytical Methods
Analytical methods involve separation, identification and finally individual quantification of the
toxins. This group comprises capillary electrophoresis and liquid chromatography methods with
colorimetric or fluorimetric detection which can be also coupled to a mass spectrometer [2].
At present, two LC methods have been formally validated, one of them with fluorescent detection
(LC-FLD) [334] and the other coupled with mass spectrometry (LC-MS) [335]. In relation with toxin
quantification, the fact that different OA analogues have a different toxic potential must be taken into
account. Qualitative information on the analogs detected and quantitative results for all individual OA
analogues must be reported. The toxicity equivalence factors (TEFs) are applied to evaluate the
combined acute toxicity of toxins of the OA group present in the sample analyzed. For toxicological
purposes, the final result is expressed as µg OA-equivalent·kg−1 of shellfish meat.
7.2.2.1. Liquid Chromatography-Fluorescence Detection (LC-FLD)
Liquid Chromatography with fluorimetric detection (LC-FLD) has been used for many years for the
determination of OA and DTXs. [336]. Due to the lack of chromophores exhibited by these molecules,
methods have been developed for their fluorescent detection that are based on a pre-column chemical
derivatization of the toxins using fluorescent reagents and further separation and detection of the
fluorescent ester derivatives. The 9-anthryldiazomethane (ADAM) is one of the most widely used
derivatization compounds because of its selectivity and sensitivity. This compound reacts with the
carboxyl group of OA, DTX1, DTX2, and isomers [69]. Nevertheless this method is unable to detect
acyl-derivatives. Therefore, a chemical hydrolysis of the sample is required to detect the parent forms.
Regarding the PTXs, congeners having a carboxyl group such as PTX6 and PTX7 can be determined
using the ADAM reagent [337]. For PTX1 and PTX4, the use of anthrylcarbocianide was proposed [32].
The most important critique of this methodology is the poor stability of the ADAM reagent and the
possibility of toxin losses during the silica column clean-up step required after derivatization. Another
relevant consideration is the lack of specificity of the derivatization reaction based on the binding of
the fluorescent reagent with any carboxyl- groups. Therefore, fatty acids, aminoacids, and other
compounds present in the matrix, can be derivatized, generating interference compounds responsible
for false positive results or lead to overestimates of the real concentration of toxins. Furthermore, the
fluorochromes are not always commercially available.
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7.2.2.2. Liquid Chromatography-Mass Spectrometry (LC-MS)
LC-MS is currently the most powerful analytical tool to identify and determine multiple toxins.
This technique has facilitated, for example, the detection of DTX3, as bioassay and liquid
chromatography required a previous chemical hydrolysis because they only detected parental forms.
Furthermore, tandem mass spectrometers (MS/MS) can provide valuable structural information needed
for confirmation of known toxin identities, as well as for identification of new toxins. On the other
hand, this technique does not require the complex derivatization and purification steps needed for
LC-FLD methods. However, calibration standards are required for method development and quantitation.
An advantage of LC-MS methods is the relevant information they can provide about the presence of
closely related compounds of known structure, even if the toxin standard for calibration is available
only for one relevant toxin of the group.
Several specific LC-MS methods differing in mobile phase, type of buffer, pH, ionic strength,
stationary phase, electrospray mode (positive or negative), have been developed for the detection of
OA, DTX1, DTX2 [121,338–341], DTX3 and diol esters of OA and DTX1 [79,342–344].
An important consideration when applying LC-MS is ionization efficiency of the analytes, which
may be significantly affected due to matrix components accumulated on the LC column after repeated
injections. The inclusion of cleanup stages by solid phase extraction was suggested by Suzuki and
Yasumoto [341] to remove matrix effects. Interference with ionization may also vary from matrix to
matrix, making necessary the standard addition to ensure quantification. To reduce the matrix effect,
Gerssen et al. [345] developed an LC-MS method for the detection of marine lipophilic toxins under
alkaline conditions. On the other hand, these methods also need certified standards that are not
available for many of the toxins.
Most chemical methods for determination of dinoflagellate toxins involve several extraction steps
and, frequently, more or less complex purification processes where the toxins present in the original
sample can be lost. Recently, Paz et al. [346] developed a matrix-assisted laser desorption/ionization
time-of-flight mass spectrometry (MALDI-TOFMS) method for the rapid detection of lipophilic toxins
in intact dinoflagellate cells and in plankton concentrates. Although it is a qualitative technique,
MALDI-TOFMS analysis would be an alternative to classical methods as this procedure is much
simpler and faster than those based on solvent extraction and chromatographic separation.
On 10 January, 2011, a validated LC-MS/MS technique was adopted as the reference method for
the determination of OA, PTX, AZA, and YTX [335]. Examples of possible chromatographic
conditions are indicated in the procedure (acidic or alkaline chromatographic conditions), the operator
being the one who chooses that most appropriate for his samples.
8. Conclusions
Toxin-producing species of Dinophysis are globally distributed. All coastal bloom-forming species
tested have been found to contain either okadaates or pectenotoxins or both. Nevertheless, the risk of
DSP outbreaks has only been acknowledged following human intoxications or after regulation of
lipophilic toxins has been implemented.
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Highest risk areas are those, such as the Galician Rías in Spain with extensive suspended mussel
cultures, which can accumulate high levels of DsT when exposed to Dinophysis strains with a high
content of okadaic acid derivatives. Other areas with a high risk of long harvesting bans are those with
extensive cultivation of pectinids, which depurate slowly when exposed to strains with a high content
of PTXs, at least in countries, such as Japan, where these toxins are regulated.
Much of the information available on Dinophysis toxin profiles and content is from HPLC-FLD
analyses of picked cells, or from plankton concentrates rich in the suspect species. Picked-cell samples
do not allow detection of minority toxins, and HPLC-FLD analyses often searched only for OA, DTX1
and DTX2, and missed ester precursors if prior alkaline hydrolysis had not been undertaken.
Collection procedures of plankton concentrates introduce different sources of variability, leading to
under or overestimation of the real cell toxin quota. Luckily, state of the art techniques (LC-MS/MS)
and the recent establishment of mixotrophic cultures of Dinophysis are enabling the production of
good quality and unequivocal data. However, standardization of experimental methods and cells
collection and extraction procedures is needed for comparative purposes.
Toxin profiles of Dinophysis seem to be determined genetically, and toxin content per cell is
modulated mainly by reduced growth due to prey shortage and adverse environmental conditions.
Site-specific information on the toxin profile, and content of the local strains of Dinophysis and their
expected variability is essential for sound prediction of DSP outbreaks. The use of Dinophysis cell
densities as ―trigger levels‖ to implement harvesting bans is strongly discouraged. Nevertheless,
detection of low densities of Dinophysis (<100 cell·L−1) in monitoring programs with appropriate
sampling design is the best early warning tool for DSP outbreaks. Weekly monitoring of DsT in the
microphytoplankton (>20 µm) would be of additional value to predict shellfish contamination.
Shellfish contamination results from a complex balance between food selection, adsorption,
species-specific enzymatic transformations, and allometric processes. Different shellfish species
exposed to the same bloom of Dinophysis may exhibit huge differences in toxin accumulation. Drastic
changes in shellfish toxin composition take place due to enzymatic transformations and increases of
shellfish toxin content (µg toxin·kg−1) due to allometric processes (e.g., spawning), when Dinophysis
cells are no longer present. Knowledge regarding the uptake of extracellular DsT by shellfish is scarce
and based only on laboratory observations. Their ecological role is obscure considering that maximum
release is detected during stationary phases and population decline.
Blooms of Dinophysis are shellfish ―pests‖ which are difficult to control, and their impact will grow
in parallel with mariculture expansion. Mitigation should prioritize further research on pathways of
toxin uptake, metabolization, mechanisms of elimination (including transport through membranes),
and genetic regulation of these processes. In a utopian world farmers would select filter-feeding breeds
with low affinity for the toxins, or breeds, which transform them very quickly.
Acknowledgments
We thank the Galician Monitoring Programme (INTECMAR) for weekly reports on shellfish toxin
distributions. This work was funded by project ASIMUTH (EC FP7-SPACE-2010-1, # 261860). P. A.
Díaz was supported by a student fellowship from BECAS–CHILE, CONICYT, Chile.

Mar. Drugs 2014, 12

436

Conflicts of Interest
The authors declare no conflict of interest.
References
1.
2.

3.

4.

5.

6.
7.
8.
9.
10.

11.

12.
13.

14.

Yasumoto, T.; Murata, M.; Oshima, Y.; Sano, M.; Matsumoto, G.; Clardy, J. Diarrhetic shellfish
toxins. Tetrahedron 1985, 41, 1019–1025.
Domínguez, H.J.; Paz, B.; Daranas, A.H.; Norte, M.; Franco, J.M.; Fernández, J.J. Dinoflagellate
polyether within the yessotoxin, pectenotoxin and okadaic acid toxin groups: Characterization,
analysis and human health implications. Toxicon 2010, 56, 191–217.
Suzuki, T.; Mackenzie, L.; Stirling, D.; Adamson, J. Conversion of pectenotoxin-2 to
pectenotoxin-2 seco acid in the New Zealand scallop, Pecten novaezelandiae. Fish. Sci. 2001, 67,
506–510.
Suzuki, T.; MacKenzie, L.; Stirling, D.; Adamson, J. Pectenotoxin-2 seco acid: A toxin
converted from pectenotoxin-2 by the New Zealand Greenshell mussels, Perna canaliculatus.
Toxicon 2001, 39, 507–514.
García, C.; Truan, D.; Lagos, M.; Santibáñez, A.; Díaz, J.C.; Lagos, N. Metabolic transformation
of dinophysistoxin-3 into dinophysistoxin-1 causes human intoxication by consumption of
O-acil-derivates dinophysistoxins contaminated shellfish. J. Toxicol. Sci. 2005, 30, 287–296.
Yasumoto, T.; Oshima, Y.; Yamaguchi, M. Occurrence of a new type of shellfish poisoning in
the Tohoku district. Bull. Jpn. Soc. Sci. Fish. 1978, 44, 1249–1255.
Cohen, P.; Holmes, C.F.B.; Tsukitani, Y. Okadaic acid: A new probe for the study of cellular
regulation. Trends Biochem. Sci. 1990, 15, 98–102.
Fujiki, H.; Suganuma, M. Unique features of the okadaic acid activity class of tumor promoters.
J. Carcer Res. Clin. Oncol. 1999, 125, 150–155.
Burgess, V.; Shaw, G. Pectenotoxins—An issue for public health. A review of their comparative
toxicology and metabolism. Environ. Int. 2001, 27, 275–283.
Quilliam, M.A. Chemical Method for Lipophilic Shellfish Toxins. In Manual on Harmful Marine
Microalgae; Hallegraeff, G.M., Anderson, D.M., Cembella, A.D., Eds.; UNESCO Publishing:
Paris, France, 2003; pp. 211–245.
Fernández, M.L.; Mí
guez, A.; Cacho, E.; Martinez, A.; Diogene, J.; Yasumoto, T. Bioensayos con
Mamíferos y Ensayos Bioquímicos y Celulares Para la Detección de Ficotoxinas. In Floraciones
Algales Nocivas en el Cono Sur Americano; Sar, E.A., Ferrario, M., Reguera, B., Eds.; Instituto
Español de Oceanografí
a: Madrid, Spain, 2002; pp. 79–120.
Blanco, J.; Moroño, A.; Fernández, M.L. Toxic episodes in shellfish, produced by lipophilic
phycotoxins: An overview. Revista Galega dos Recursos Mariños 2005, 1, 1–70.
Report of the Joint FAO/IOC/WHO ad hoc Expert Consultation on Biotoxins in Bivalve
Molluscs. Available online: http://unesdoc.unesco.org/images/0013/001394/139421e.pdf (accessed
on 13 January 2014).
Aune, T.; Sorby, R.; Yasumoto, T.; Ramstad, H.; Landsverk, T. Comparison of oral and
intraperitoneal toxicity of yessotoxin towards mice. Toxicon 2002, 40, 77–82.

Mar. Drugs 2014, 12
15.

16.
17.

18.

19.

20.

21.
22.

23.

24.

25.
26.

27.
28.
29.

437

Miles, C.O.; Wilkins, A.L.; Munday, R.; Dines, M.H.; Hawkes, A.D.; Briggs, L.R.; Sandvik, M.;
Jensen, D.J.; Cooney, J.M.; Holland, P.T.; et al. Isolation of pectenotoxin-2 from Dinophysis
acuta and its conversion to pectenotoxin-2 seco acid, and preliminary assessment of their acute
toxicities. Toxicon 2004, 43, 1–9.
Anonymous. Commission regulation (EC) No. 2074/2005 of the European parliament and of the
council of 5 December 2005. Off. J. Eur. Commun. 2005, L338, 27–59.
Codex Alimentarius Commission, Joint FAO/WHO Food Standards Programme. Report of the
Twenty-Eighth Session of the Codex Committee on Fish and Fishery Products, Beijing, China,
18–22 September 2006; Circular Letter CL 2006/45-FFP; FAO: Rome, Italy, 2006.
Lawrence, J.E.; Grant, J.; Quilliam, M.A.; Bauder, A.G.; Cembella, A.D. Colonization and
growth of the toxic dinoflagellate Prorocentrum lima and associated fouling macroalgae on
mussels in suspensed culture. Mar. Ecol. Prog. Ser. 2000, 201, 147–154.
Maranda, L.; Corwin, S.; Dover, S.; Morton, S.L. Prorocentrum lima (Dinophyceae) in
northeastern USA coastal waters II: Toxin load in the epibiota and in shellfish. Harmful Algae
2007, 6, 632–641.
Gayoso, A.M.; Dover, S.; Morton, S.L.; Busman, M.; Moeller, P.; Fulco, V.K.; Maranda, L.
Diarrhetic shellfish poisoning associated with Prorocentrum lima (Dinophyceae) in Patagonian
gulfs (Argentina). J. Shellfish Res. 2002, 21, 461–463.
Foden, J.; Purdie, D.A.; Morris, S.; Nascimento, S. Epiphytic abundance and toxicity of
Prorocentrum lima populations in the Fleet Lagoon, UK. Harmful Algae 2005, 4, 1063–1074.
Reguera, B.; Pizarro, G. Planktonic Dinoflagellates Which Produce Polyether Toxins of the Old
―DSP Complex‖. In Seafood and Freshwater Toxins: Pharmacology, Physiology and Detection,
2nd ed.; Botana, L.M., Ed.; Taylor & Francis: London, UK, 2008; pp. 257–284.
Lembeye, G.; Yasumoto, Y.; Zhao, J.; Fernández, R. DSP Outbreak in Chilean Fjords. In Toxic
Phytoplankton Blooms in the Sea; Smayda, T.J., Shimizu, Y., Eds.; Elsevier: Amsterdam, The
Netherlands, 1993; pp. 525–529.
Van Egmond, H.P.; Aune, T.; Lassus, P.; Speijers, G.J.A.; Waldock, M. Paralytic and diarrhoeic
shellfish poisons: Occurrence in Europe, toxicity, analysis and regulation. J. Nat. Toxins 1993, 2,
41–82.
Suzuki, T.; Mitsuya, T.; Imai, M.; Yamasaki, M. DSP toxin contents in Dinophysis fortii and
scallops collected at Mutsu Bay, Japan. J. Appl. Phycol. 1997, 8, 509–515.
Harmful Algal Blooms in the PICES Region of the North Pacific. In PICES Scientific Report
No. 23; Taylor, F.J.R., Trainer, V.L., Eds.; North Pacific Marine Science Organization: Sydney,
Canada, 2002; p. 156.
Lloyd, J.K.; Duchin, J.S.; Borchert, J.; Flores-Quintana, H.; Robertson, A. Diarrhetic Shellfsh
Poisoning, Washington, USA, 2011. Emerg. Infect. Dis. 2013, 19, 1314–1316.
Esenkulova, S.; Haigh, N. First report of Dinophysis species causing Diarrhetic Shellfish
Poisoning in British Columbia, Canada. Harmful Algae News UNESCO 2012, 45, 16–17.
Taylor, M.; McIntyre, L.; Ritson, M.; Stone, J.; Bronson, R.; Bitzikos, O.; Rourke, W.; Galanis,
E.; Team, O. Outbreak of diarrhetic shellfish poisoning associated with mussels, British
Columbia, Canada. Mar. Drugs 2013, 11, 1669–1676.

Mar. Drugs 2014, 12
30.

31.

32.
33.
34.
35.
36.

37.

38.

39.
40.
41.

42.
43.
44.

45.

438

Trainer, V.L.; Moore, L.; Bill, B.; Adams, N.; Harrington, N.; Borchert, J.; da Silva, D.;
Eberhart, B. Diarrhetic shellfish toxins and other lipophilic toxins of human health concern in
Washington State. Mar. Drugs 2013, 11, 1815–1835.
Yasumoto, T.; Sugawara, W.; Fukuyo, Y.; Oguri, H.; Igarashi, T.; Fujita, N. Identification of
Dinophysis fortii as the causative organism of diarrhetic shellfish poisoning in the Tohoku
district. Bull. Jpn. Soc. Sci. Fish. 1980, 46, 1405–1411.
Lee, J.S.; Igarashi, T.; Fraga, S.; Dahl, E.; Hovgaard, P.; Yasumoto, T. Determination of
diarrhetic shellfish toxins in various dinoflagellate species. J. Appl. Phycol. 1989, 1, 147–152.
Park, M.G.; Kim, S.; Kim, H.S.; Myung, G.; Kang, Y.G.; Yih, W. First successful culture of the
marine dinoflagellate Dinophysis acuminata. Aquat. Microb. Ecol. 2006, 45, 101–106.
Kamiyama, T.; Suzuki, T. Production of dinophysistoxin-1 and pectenotoxin-2 by a culture of
Dinophysis acuminata (Dinophyceae). Harmful Algae 2009, 8, 312–317.
Riisgaard, K.; Hansen, P.J. Role of food uptake for photosynthesis, growth and survival of the
mixotrophic dinoflagellate Dinophysis acuminata. Mar. Ecol. Prog. Ser. 2009, 381, 51–62.
Hackett, J.D.; Tong, M.M.; Kulis, D.M.; Fux, E.; Hess, P.; Bire, R.; Anderson, D.M. DSP toxin
production de novo in cultures of Dinophysis acuminata (Dinophyceae) from North America.
Harmful Algae 2009, 8, 873–879.
Smith, J.L.; Tong, M.; Fux, E.; Anderson, D.M. Toxin production, retention, and extracellular
release by Dinophysis acuminata during extended stationary phase and culture decline. Harmful
Algae 2012, 19, 125–132.
Rial, P.; Garrido, J.L.; Jaén, D.; Rodríguez, F. Pigment composition in three Dinophysis species
(Dinophyceae) and the associated cultures of Mesodinium rubrum and Teleaulax amphioxeia.
J. Plankton Res. 2013, 35, 433–437.
Jaén, D.; Mamán, L.; Domínguez, R.; Martín, E. First report of Dinophysis acuta in culture.
Harmful Algal News 2009, 39, 1–2.
Rodríguez, F. Instituto Español de Oceanografia, Centro Oceanografico de Vigo, Spain. Personal
Communication, 2013.
Nielsen, L.T.; Krock, B.; Hansen, P.J. Production and excretion of okadaic acid, pectenotoxin-2
and a novel dinophysistoxin from the DSP-causing marine dinoflagellate Dinophysis acuta—Effects
of light, food availability and growth phase. Harmful Algae 2013, 23, 34–45.
Park, M.G.; Park, J.S.; Kim, M.; Yih, W. Plastid dynamics during survival of Dinophysis
caudata without its ciliate prey. J. Phycol. 2008, 44, 1154–1163.
Nishitani, G.; Nagai, S.; Sakiyama, S.; Kamiyama, T. Successful cultivation of the toxic
dinoflagellate Dinophysis caudata (Dinophyceae). Plankton Benthos Res. 2008, 3, 78–85.
Nagai, S.; Nitshitani, G.; Tomaru, Y.; Sakiyama, S.; Kamiyama, T. Predation by the toxic
dinoflagellate Dinophysis fortii on the ciliate Myrionecta rubra and observation of sequestration
of ciliate chloroplasts. J. Phycol. 2008, 44, 909–922.
Nishitani, G.; Nagai, S.; Takano, Y.; Sakiyama, S.; Baba, K.; Kamiyama, T. Growth
characteristics and phylogenetic analysis of the marine dinoflagellate Dinophysis infundibulus
(Dinophyceae). Aquat. Microb. Ecol. 2008, 52, 209–221.

Mar. Drugs 2014, 12
46.

47.
48.

49.
50.
51.

52.

53.

54.
55.

56.

57.

58.

439

Mafra, L.L., Jr. Detecção de Toxinas e Efeitos Tóxicos em Microalgas Cultivadas ou Coletadas
na Costa sul do Brasil: Estado da Arte em 2013. In Livro de Resumos da Reunião
Latino-Americana sobre Algas Nocivas, Santa Catarina, Brasil, 7–9 de Outubro, 2013
(in Portuguese); Proença, L.A.O., Renan de Souza, K., Eds.; Laboratory of Research and
Monitoring of Harmful Algae and Phycotoxins: Santa Catarina, Brazil, 2013; p. 18.
Riobó, P.; Reguera, B.; Franco, J.M.; Rodríguez, F. First report of the toxin profile of Dinophysis
sacculus Stein from LC-MS analysis of laboratory cultures. Toxicon 2013, 76, 221–224.
Rodríguez, F.; Escalera, L.; Reguera, B.; Rial, P.; Riobó, P.; Silva, T.J. Morphological
variability, toxinology and genetics of the dinoflagellate Dinophysis tripos (Dinophysiaceae,
Dinophysiales). Harmful Algae 2012, 13, 26–33.
Korringa, P.; Roskam, R.T. An Inusual Case of Mussel Poisoning; C.M./Shellfish Committee,
International Council for the Exploration of the Sea: Copenhagen, Denmark, 1961; p. 2.
Guzmán, L.; Campodonico, I. Marea roja en la región de Magallanes. Publ. Inst. Pat. Ser. Mon.
1975, 9, 44.
Lembeye, G.; Campodonico, I.; Guzmán, L.; Kiguel, C. Intoxicaciones por Consumo de
Mariscos del Estero de Reloncavi (X Región), Chile (1970–1980). In Resumen Jornadas de
Ciencias del Mar, Montemar, 12–14 Agosto 1981 (in Spanish); Montemar: Valparaíso, Chile,
1981; p. 42.
Kat, M. The Occurrence of Prorocentrum Species and Coincidential Gastroenteritis
Illness of Mussels Consumers. In Toxic Dinoflagellate Blooms: Proceedings of the Second
International Conference on Toxic Dinoflagellate Blooms; Taylor, D.L., Seliger, H.H., Eds.;
Elsevier/North-Holland: Key Biscayne, FL, USA, 1979; pp. 215–220.
Moestrup, Ø.; Akselman, R.; Cronberg, G.; Elbraechter, M.; Fraga, S.; Halim, Y.; Hansen, G.;
Hoppenrath, M.; Larsen, J.; Lundholm, N.; et al. IOC-UNESCO Taxonomic Reference List of
Harmful MicroAlgae. Available online: http://www.marinespecies.org/HAB (accessed on
6 September 2013).
Yasumoto, Y. Japan Food Research Laboratory, Tama Laboratory, Nagayama, Tokyo, Japan.
Personal Communication, 2011.
Yasumoto, T.; Oshima, Y.; Yamaguchi, M. Occurrence of a New Type of Toxic Shellfish in
Japan and Chemical Properties of the Toxin. In Toxic Dinoflagellate Blooms; Taylor, D.L.,
Seliger, H.W., Eds.; Elsevier: New York, NY, USA, 1979; pp. 395–398.
Tachibana, K.; Scheuer, P.; Tsukitani, Y.; Kikuchi, H.; Enden, V.; Clardy, J.; Gopichand, Y.;
Schmitz, F. Okadaic acid, a cytotoxic polyether from two marine sponges of the genus
Halichondria. J. Am. Chem. Soc. 1981, 103, 2469–2471.
Murata, M.; Shimatani, M.; Sugitani, H.; Oshima, Y.; Yasumoto, T. Isolation and structural
elucidation of the causative toxin of diarrhetic shellfish poisoning. Bull. Jpn. Soc. Sci. Fish. 1982,
48, 549–552.
Campos, M.J.; Fraga, S.; Mariño, J.; Sánchez, J. Red Tide Monitoring Programme in NW Spain;
Report of 1977–1981; International Council for the Exploration of the Sea: Copenhagen,
Denmark, 1982.

Mar. Drugs 2014, 12
59.

60.

61.
62.

63.

64.

65.

66.
67.

68.

69.
70.
71.

72.

73.

440

Alzieu, C.; Lassus, P.; Maggi, P.; Poggi, R.; Ravoux, G. Contamination des coquillages des cotes
bretonnes et normandes par une algue unicelulaire toxique (Dinophysis acuminata). Evolution,
nature, consequences. Rapp. Techn. ISTPM 1983, 4, 1–30.
Lassus, P.; Bardouil, M.; Truquet, I.; le Baut, C.; Pierre, M.J. Dinophysis acuminata Distribution
and Toxicity along the Southern Brittany Coast (France): Correlation with Hydrological
Parameters. In Toxic Dinoflagellates; Anderson, D.M., White, A.W., Baden, D.G., Eds.;
Elsevier: New York, NY, USA, 1985; pp. 159–164.
Kat, M. Diarrhetic mussel poisoning in the Netherlands related to the dinoflagellate Dinophysis
acuminata. Antonie van Leeuenhoek 1983, 49, 417–427.
Kat, M. Dinophysis acuminata Blooms, the Distinct Cause of Dutch Mussel Poisoning. In Toxic
Dinoflagellates; Anderson, D.M., White, A.W., Baden, D.G., Eds.; Elsevier: New York, NY,
USA, 1985; pp. 73–78.
Underdahl, B.; Yndestad, M.; Aune, T. DSP Intoxication in Norway and Sweden, Autumn
1984–Spring 1985. In Toxic Dinoflagellates; Anderson, D.M., White, A.W., Baden, D.G., Eds.;
Elsevier: New York, NY, USA, 1985; pp. 489–494.
Krogh, P.; Edler, L.; Graneli, E.; Nyman, U. Outbreak of Diarrheic Shellfish Poisoning on the
West Coast of Sweden. In Toxic Dinoflagellates; Anderson, D.M., White, A.W., Baden, D.G.,
Eds.; Elsevier: New York, NY, USA, 1985; pp. 501–503.
Dahl, E.; Yndestad, M. Diarrhetic Shellfish Poisoning (DSP) in Norway in the Autumn 1984
Related to the Occurence of Dinophysis spp. In Toxic Dinoflagellates; Anderson, D.M., White,
A.W., Bden, D.G., Eds.; Elsevier: New York, NY, USA, 1985; pp. 495–500.
Lawley, R. Okadaic Acid Toxins. Food Safety Watch. 30 January 2013. Available online:
http://www.foodsafetywatch.org/factsheets/okadaic-acid-toxins/ (accessed on 6 January 2014).
Lindahl, O. A dividable hose for Phytoplankton Sampling. In Report of the ICES Working Group
on Exceptional Algal Blooms; International Council for the Exploration of the Sea: Copenhagen,
Denmark, 1986.
Yasumoto, T.; Murata, M.; Lee, J.S.; Torigoe, K. Polyeter Toxins Produced by Dinoflagellates.
In Mycotoxins and Phycotoxins; Natori, S., Hashimoto, K., Ueno, Y., Eds.; Elsever: Amsterdam,
The Netherlands, 1989; pp. 375–382.
Lee, J.S.; Yanagi, T.; Kenma, R.; Yasumoto, T. Fluorometric determination of diarrhetic shellfish
toxins by high-performance liquid chomatography. Agric. Biol. Chem. 1987, 51, 877–881.
Lee, J.S.; Tangen, K.; Dahl, E.; Hovgaard, P.; Yasumoto, T. Diarrhetic shellfish toxins in
Norwegian mussels. Nipppon Suisan Gakkaishi 1989, 54, 1953–1957.
Kumagai, M.; Yanagi, T.; Murata, M.; Yasumoto, T.; Kat, M.; Lassus, P.; Rodrí
guez-Vázquez,
J.A. Okadaic acid as the causative toxin of Diarrhetic Shellfish Poisoning in Europe. Agric. Biol.
Chem. 1986, 50, 2853–2857.
Hu, T.; Doyle, J.; Jackson, D.M.; Marr, J.; Nixon, E.; Pleasance, S.; Quilliam, M.A.; Walter, J.A.;
Wright, J.L.C. Isolation of a new diarrhetic shellfish poison from Irish mussels. Chem. Commun.
1992, 1992, 39–44.
Gago, A.; Rodríguez-Vázquez, J.A.; Thibault, P.; Quilliam, M.A. Simultaneus occurrence of
diarrhetic and paralytic shellfish poisoning toxins in Spanish mussels in 1993. Nat. Toxins 1996,
4, 72–79.

Mar. Drugs 2014, 12
74.

75.

76.
77.

78.

79.

80.
81.

82.
83.

84.

85.

86.
87.

441

Vale, P.; Sampayo, M.A. DTX-2 in Portuguese Bivalves. In Harmful and Toxic Algal Blooms;
Yasumoto, T., Oshima, Y., Fukuyo, Y., Eds.; IOC of UNESCO: Sendai, Japan, 1996;
pp. 539–542.
Blanco, J.; Fernández, M.L.; Mariño, J.; Reguera, B.; Miguez, A.; Maneiro, J.; Cacho, E.;
Martí
nez, A. From Dinophysis spp. Toxicity to DSP Outbreaks: A preliminary Model of Toxin
Accumulation in Mussels. In Harmful Marine Algal Blooms; Lassus, P., Arzul, G., Erard-Le
Denn, E., Gentien, P., Marcaillou-Le Baut, C., Eds.; Lavoisier: Paris, France, 1995; pp. 777–782.
Vale, P.; Sampayo, M.A. Dinophysistoxin-2: A rare diarrhoeic toxin associated with Dinophysis
acuta. Toxicon 2000, 38, 1599–1606.
James, K.J.; Bishop, A.G.; Healy, B.M.; Roden, C.; Sherlock, I.R.; Twohig, M.; Draisci, R.;
Giannetti, L.; Lucentini, L. Efficient isolation of the rare diarrhoeic shellfish toxin,
dinophysistoxin-2, from marine phytoplankton. Toxicon 1999, 37, 343–357.
Fernández, M.L.; Reguera, B.; Ramilo, I.; Martí
nez, A. Toxin Content of Dinophysis acuminata,
D. acuta and D. caudata from the Galician Rí
as Baixas. In Harmful Algal Blooms; Hallegraeff,
G.M., Blackburn, S.I., Bolch, C.J., Lewis, R.J., Eds.; Intergovernmental Oceanographic
Commission of UNESCO: Paris, France, 2001; pp. 360–363.
Marr, J.; Hu, T.; Pleasance, S.; Quilliam, M.A.; Wright, J.L.C. Detection of a new 7-O-acyl
derivates of diarrhetic shellfish poisoning toxins by liquid chromatography-mass spectometry.
Toxicon 1992, 30, 1621–1630.
Vale, P.; Sampayo, M.A. Esters of okadaic acid and Dinophysistoxin-2 Portuguese bivalves
related to human poisonings. Toxicon 1999, 37, 1109–1121.
Quilliam, M.A.; Hardstaff, W.R.; Ishida, N.; McLachlan, J.L.; Reeves, A.R.; Ross, N.W.;
Windust, A.J. Production of Diarrhetic Shellfish Poisoning (DSP) Toxins by Prorocentrum lima
in Culture and Development of Analytical Methods. In Harmful and Toxic Algal Blooms;
Yasumoto, T., Oshima, Y., Fukuyo, Y., Eds.; IOC of UNESCO: Sendai, Japan, 1996; pp. 289–292.
McMahon, T.; Silke, J. West coast of Ireland; winter toxicity of unknown aetiology in mussels.
Harmful Algae News 1996, 14, 2.
Satake, M.; Ofuji, K.; Naoki, H.; James, K.J.; Furey, A.; McMahon, T.; Silke, J.; Yasumoto, T.
Azaspiracid, a new marine toxin having unique spiro ring assemblies, isolated from Irish
mussels, Mytilus edulis. J. Am. Chem. Soc. 1998, 120, 9967–9968.
James, K.J.; Furey, A.; Satake, M.; Yasumoto, T. Azaspiracid Poisoning (AZP): A New Shellfish
Toxic Syndrome in Europe. In Harmful Algal Blooms; Hallegraeff, G., Blackburn, S., Lewis, R.,
Bolch, C., Eds.; Intergovernmental Oceanographic Commission of UNESCO: Paris, France,
2000; pp. 250–253.
James, K.J.; Furey, A.; Lehane, M.; Ramstad, H.; Aune, T.; Hovgaard, P.; Morris, S.; Higman, W.;
Satake, M.; Yasumoto, T. First evidence of an extensive northern European distribution of
azaspiracid poisoning (AZP) toxins in shellfish. Toxicon 2002, 40, 909–915.
Magdalena, A.B.; Lehane, M.; Krys, S.; Fernández, M.L.; Furey, A.; James, K.J. The first
identification of azaspiracids in shellfish from France and Spain. Toxicon 2003, 42, 105–108.
James, K.J.; Moroney, C.; Roden, C.; Satake, M.; Yasumoto, T.; Lehane, M.; Furey, A.
Ubiquitous benign alga emerges as the cause of shellfish contamination responsible for the
human toxic syndrome, azaspiracid poisoning. Toxicon 2003, 41, 145–151.

Mar. Drugs 2014, 12
88.

442

Moran, S.; Silke, J.; Cusack, C.; Hess, P. Correlations between known toxic phytoplankton
species and toxin levels in shellfish in Irish waters 2002–2006. In Proceedings of the 6th International
Conference on Molluscan Shellfish Safety, Blenheim, New Zealand, 5–7 October 2005.
89. Krock, B.; Tillmann, U.; John, U.; Cembella, A.D. Characterization of azaspiracids in plankton
size-fractions and isolation of an azaspiracid-producing dinoflagellate from the North Sea.
Harmful Algae 2009, 8, 254–263.
90. Tillmann, U.; Elbrächter, M.; Krock, B.; John, U.; Cembella, A. Azadinium spinosum gen. et sp.
nov. (Dinophyceae) identified as a primary producer of azaspiracid toxins. Eur. J. Phycol. 2009,
44, 63–79.
91. Satake, M.; MacKenzie, A.L.; Yasumoto, Y. Identification of Protoceratium reticulatum as the
biogenetic origin of yessotoxin. Nat. Toxins 1997, 5, 164–167.
92. MacKenzie, L.; Truman, P.; Satake, M.; Yasumoto, T.; Adamson, J.; Mounfort, D.; White, D.
Dinoflagellate Blooms and Associated DSP—Toxicity in Shellfish in New Zeland. In Harmful
Algae; Reguera, B., Blanco, J., Fernández, M.L., Wyatt, T., Eds.; Xunta de Galicia and IOC of
UNESCO: Santiago de Compostela, Spain, 1998; pp. 74–77.
93. Paz, B.; Riobó, P.; Fernández, M.L.; Fraga, S.; Franco, J.M. Production and release of
yessotoxins by the dinoflagellates Protoceratium reticulatum and Lingulodinium polyedrum in
culture. Toxicon 2004, 44, 251–258.
94. Rhodes, L.; McNabb, P.; de Salas, M.; Briggs, L.; Beuzenberg, V.; Gladstone, M. Yessotoxin
production by Gonyaulax spinifera. Harmful Algae 2006, 5, 148–155.
95. Draisci, R.; Lucentini, L.; Giannetti, L.; Boria, P.; Poletti, R. First report of pectenotoxin-2
(PTX-2) in algae (Dinophysis fortii) related to seafood poisoning in Europe. Toxicon 1996, 34,
923–935.
96. Daiguji, M.; Satake, M.; James, K.J.; Bishop, A.; MacKenzie, L.; Naoki, H.; Yasumoto, T.
Structures of new pectenotoxin analogs, pectenotoxin-2 seco acid and 7-epi-pectenotoxin-2 seco
acid, isolated from a dinoflagellate and greenshell mussels. Chem. Lett. 1998, 7, 653–654.
97. Cembella, A.D.; Krock, B. Cyclic Imine Toxins: Chemistry, Biogeography, Biosynthesis, and
Pharmacology. In Seafood and Freshwater Toxins: Pharmacology, Physiology and Detection,
2nd ed.; Botana, L., Ed.; Taylor & Francis: London, UK, 2008; pp. 561–580.
98. Hastrup-Jensen, M.; Daugbjerg, N. Molecular phylogeny of selected species of the order
Dinophysiales (Dinophyceae)—testing the hypothesis of a dinophysioid radiation. J. Phycol.
2009, 45, 1136–1152.
99. Gómez, F.; López-Garcí
a, P.; Moreira, D. Molecular phylogeny of dinophysoid dinoflagellates:
The systematic position of Oxyphysis oxytoxoides and the Dinophysis hastata group
(Dinophysales, Dinophyceae). J. Phycol. 2011, 47, 393–406.
100. Reguera, B.; Velo-Suárez, L.; Raine, R.; Park, M. Harmful Dinophysis species: A review.
Harmful Algae 2012, 14, 87–106.
101. González-Gil, S.; Pizarro, G.; Paz, B.; Velo-Suárez, L.; Reguera, B. Considerations on the
toxigenic nature and prey sources of Phalacroma rotundatum. Aquat. Microb. Ecol. 2011, 64,
197–203.

Mar. Drugs 2014, 12

443

102. France, J.; Mozetic, P. Ecological characterization of toxic phytoplankton species (Dinophysis spp.,
Dinophyceae) in Slovenian mariculture areas (Gulf of Trieste, Adriatic Sea) and the implications
for monitoring. Mar. Pollut. Bull. 2006, 52, 1504–1516.
103. Madigan, T.L.; Lee, K.G.; Padula, D.J.; McNabb, P.; Pointon, A.M. Diarrhetic shellfish
poisoning (DSP) toxins in South Australian shellfish. Harmful Algae 2006, 5, 119–123.
104. MacKenzie, L. Does Dinophysis (Dinophyceae) have a sexual life cycle? J. Phycol. 1992, 28,
399–406.
105. Pitcher, G.C.; Calder, D. Harmful algal blooms of the southern Benguela Current: A review and
appraisal of monitoring from 1989 to 1997. S. Afr. J. Mar. Sci. 2000, 22, 255–271.
106. Weber, R.; Silver, M. Detection of DSP toxins on the US west coast. In Harmful Algal Blooms
2000, Proceedings of the IX International Conference on Harmful Algal Blooms, Tasmania,
Australia, 7–11 February 2000; Hallegraeff, G.M., Blackburn, S.I., Bolch, C.J., Lewis, R.J., Eds.;
Intergovernmental Oceanographic Commission of UNESCO: Paris, France, 2001; p. 245.
107. Wallace, G.M. Diarrhetic shellfish toxins in Tasmanian coastal waters: Causative dinoflagellate
organisms, dissolved toxins and shellfish depuration. Ph.D. Thesis, University of Tasmania,
Hobart, Tasmania, June 2011.
108. Hattenrath-Lehmann, T.K.; Marcoval, M.A.; Berry, D.L.; Fire, S.; Wang, Z.; Morton, S.L.;
Gobler, C.J. The emergence of Dinophysis acuminata blooms and DSP toxins in shellfish in
New York waters. Harmful Algae 2013, 26, 33–44.
109. Deeds, J.R.; Wiles, K.; Heideman VI, G.B.; White, K.D.; Abraham, A. First U.S. report of
shellfish harvesting closures due to confirmed okadaic acid in Texas Gulf coast oysters. Toxicon
2010, 55, 1138–1146.
110. Clément, A.; Lembeye, G.; Lassus, P.; le Baut, C. Bloom superficial no tóxico de Dinophysis cf.
acuminata en el estero de Reloncaví(in Spanish). In Proceedings of the XIV Marine Science
Session and I Chilean Salmon Cultivation Session, Puerto Montt, Chile, 23–25 May 1994; p. 83.
111. Alves-de-Souza, C.; Varela, D.; Contreras, C.; de La Iglesia, P.; Fernández, P.; Hipp, B.;
Hernández, C.; Riobó, P.; Reguera, B.; Franco, J.M.; et al. Seasonal variability of Dinophysis spp.
and Protoceratium reticulatum associated to lipophilic shellfish toxins in a strongly stratified
Chilean fjord. Deep Sea Res. II Top. Stud. Oceanogr. 2013, doi:10.1016/j.dsr2.2013.01.014.
112. Proença, L.A.O.; Tamanaha, M.S.; Schramm, M.A.; Alves, T.P.; Fonseca, R. Recurrent DSP
outbreaks in Southern Brazil. In Harmful Algae 2008, Proceedings of the 13th International
Conference on Harmful Algae, Hong Kong, 3–7 November 2008; Ho, K.C., Zhou, M., Qi, Y.,
Eds.; International Society For the Study of Harmful Algae: Copenhagen, Denmark, 2010; p. 110.
113. Méndez, S.; Ferrari, G. Floraciones algales nocivas en Uruguay: Antecedentes, proyectos en
curso y revisión de resultados (in Spanish). In Floraciones Algales Nocivas en el Cono Sur
Americano; Sar, E.A., Ferrario, M.E., Reguera, B., Eds.; Instituto Español de Oceanografía:
Madrid, Spain, 2002; pp. 271–288.
114. Sar, E.A.; Sunesen, I.; Lavigne, A.; Goya, A. Dinophysis spp. asociadas a detección de toxinas
diarreicas (DSTs) en moluscos y a intoxicación diarreica en humanos (Provincia de Buenos
Aires, Argentina) (in Galician). Rev. Biol. Mar. Oceanogr. 2010, 45, 451–460.
115. Lassus, P.; Bardouil, M. Le complexe Dinophysis acuminata: Identification des espèces le long
des côtes Françaises (in French). Cryptogam. Algol. 1991, 12, 1–9.

Mar. Drugs 2014, 12

444

116. Zingone, A.; Montresor, M.; Marino, D. Morphological variability of the potentially toxic
dinoflagellate Dinophysis sacculus (Dinophyceae) and its taxonomic relationship with D. pavillardii
and D. acuminata. Eur. J. Phycol. 1998, 33, 259–273.
117. Raho, N.; Pizarro, G.; Escalera, L.; Reguera, B.; Marin, I. Morphology, toxin composition and
molecular analysis of Dinophysis ovum Schutt, a dinoflagellate of the ―Dinophysis acuminata
complex‖. Harmful Algae 2008, 7, 839–848.
118. Nielsen, L.T.; Krock, B.; Hansen, P.J. Effects of light and food availability on toxin production,
growth and photosynthesis in Dinophysis acuminata. Mar. Ecol. Prog. Ser. 2012, 471, 37–50.
119. Jørgensen, K.; Andersen, P. Relation between the concentration of Dinophysis acuminata and
diarrheic shellfish poisoning toxins in blue mussels (Mytilus edulis) during a toxic episode in the
Limfjord (Denmark), 2006. J. Shellfish Res. 2007, 26, 1081–1087.
120. Miles, C.O.; Wilkins, A.L.; Samdal, I.A.; Sandvik, M.; Petersen, D.; Quilliam, M.A.; Naustvoll,
L.J.; Jensen, D.J.; Cooney, J.M. A novel pectenotoxin, PTX-12, in Dinophysis spp. and shellfish
from Norway. Chem. Res. Toxicol. 2004, 17, 1423–1433.
121. MacKenzie, L.; Beuzenberg, V.; Holland, P.; McNabb, P.; Suzuki, T.; Selwood, A. Pectenotoxin
and okadaic acid-based toxin profiles in Dinophysis acuta and Dinophysis acuminata from New
Zealand. Harmful Algae 2005, 4, 75–85.
122. Palma, A.S.; Vilarinho, M.G.; Moita, M.T. Interannual Trends in the Longshore Distribution of
Dinophysis off the Portuguese Coast. In Harmful Algae; Reguera, B., Blanco, J., Fernández,
M.L., Wyatt, T., Eds.; Xunta de Galicia and Intergovernmental Oceanographic Commission of
UNESCO: Santiago de Compostela, Spain, 1998; pp. 124–127.
123. Reguera, B.; Bravo, I.; Fraga, S. Autoecology and some life history stages of Dinophysis acuta
Ehrenberg. J. Plankton Res. 1995, 17, 999–1015.
124. Aune, T.; Torgesen, T.; Arff, J.; Tangen, K. Detection of Pectenotoxin in Norwegian Blue
Mussels (Mytilus edulis). In Harmful Algae 2002; Steidinger, K.A., Landsberg, J.H., Tomas,
C.R., Vargo, G.A., Eds.; Florida Fish and Wildlife Conservation Commission, Florida Institute of
Oceanography and Intergovernmental Oceanographic Commission of UNESCO: St. Petersburg,
FL, USA, 2004; pp. 306–308.
125. Lindahl, O.; Lundve, B.; Johansen, M. Toxicity of Dinophysis spp. in relation to population
abundance and environmental condition on the Swedish west coast. Harmful Algae 2007, 6,
218–231.
126. Dahl, E.; Johannessen, T. Relationship between occurrence of Dinophysis species (Dinophyceae)
and shellfish toxicity. Phycologia 2001, 40, 223–227.
127. Bayne, B.L.; Iglesias, J.I.P.; Hawkins, A.J.S.; Navarro, E.; Heral, M.; Deslous-Paoli, J.M.
Feeding behaviour of the mussel, Mytilus edulis: Responses to variations in quantity and organic
content of the seston. J. Mar. Biol. Assoc. UK 1993, 73, 813–829.
128. Fernández-Puente, P.; Fidalgo Sáez, M.J.; Hamilton, B.; Furey, A.; James, K.J. Studies of
polyether toxins in the marine phytoplankton, Dinophysis acuta, in Ireland using multiple tandem
mass spectrometry. Toxicon 2004, 44, 919–926.
129. Pizarro, G.; Paz, B.; Gonzalez-Gil, S.; Franco, J.M.; Reguera, B. Seasonal variability of
lipophilic toxins during a Dinophysis acuta bloom in Western Iberia: Differences between picked
cells and plankton concentrates. Harmful Algae 2009, 8, 926–937.

Mar. Drugs 2014, 12

445

130. Fernández, M.L.; Reguera, B.; González-Gil, S.; Míguez, A. Pectenotoxin-2 in single-cell
isolates of Dinophysis caudata and Dinophysis acuta from the Galician Rías (NW Spain).
Toxicon 2006, 48, 477–490.
131. Aune, T.; Strand, O.; Aase, B.; Weidemann, J.; Dahl, E.; Hovgard, P. The Sognefjord in Norway,
a Possible Location for Mussel Farming? In Harmful and Toxic Algal Blooms; Yasumoto, T.,
Oshima, Y., Fukuyo, Y., Eds.; Intergovernmental Oceanographic Commission of UNESCO:
Sendai, Japan, 1996; pp. 73–75.
132. Taylor, F.J.R. Dinoflagellates from the International Indian Ocean Expedition; A Report of the
Material Collocted by the R.V. ―AntonBruun‖ 1963–1964; Bilbliotheca Botanica: Stuttgart,
Germany, 1976; p. 234.
133. Santhanam, R.; Srinivasan, A. Impact of Dinoflagellate Dinophysis caudata Bloom on the
Hydrography and Fishery Potentials of Tuticorin Bay, South India. In Harmful and Toxic Algal
Blooms; Yasumoto, Y., Oshima, Y., Fukuyo, Y., Eds.; IOC of UNESCO: Sendai, Japan, 1996;
pp. 41–44.
134. Poletti, R.; Cettul, K.; Bovo, F.; Milandri, A.; Pompei, M.; Frate, R. Distribution of Toxic
Dinoflagellates and Their Impact on Shellfish along the Northwest Adriatic Coast. In Harmful
Algae; Reguera, B., Blanco, J., Fernandez, M.L., Wyatt, T., Eds.; Xunta de Galicia and
Intergovernamental Oceanographic Commission of UNESCO: Santiago de Compostela, Spain,
1998; pp. 88–90.
135. Morton, S.T.; Vershinin, A.; Smith, L.L.; Leighﬁeld, T.A.; Pankov, S.; Quilliam, M.A.
Seasonality of Dinophysis spp. and Prorocentrum lima in Black Sea phytoplankton and
associated shellﬁsh toxicity. Harmful Algae 2009, 8, 629–639.
136. Pizarro, G.; Moroño, A.; Paz, P.; Franco, J.M.; Pazos, Y.; Reguera, B. Evaluation of passive
samplers as a monitoring tool for early warning of Dinophysis toxins in shellfish. Mar. Drugs
2013, 11, 3823–3845.
137. Tahri-Joutei, L. Gymnodinium catenatum Graham Blooms on Moroccan Waters. In Harmful
Algae; Reguera, B., Blanco, J., Fernandez, M.L., Wyatt, T., Eds.; Xunta de Galicia and
Intergovernmental Ocenographic Commission of UNESCO: Santiago de Compostela, Spain,
1998; pp. 66–67.
138. Flores, M.; Franco, J.M.; Lluch Cota, S.E.; Lluch Cota, D.B.; Cortés Altamirano, R.;
Sierra-Beltrán, A.P. Recent species shifts on the HAB occurrences in Acapulco Bay, Mexico. In
Harmful Algae 2002, Proceedings of the Xth International Conference on Harmful Algae, St.
Pete Beach, FL, USA, 21–25 October 2002; Steidinger, K.A., Landsberg, J.H., Tomas, C.R.,
Vargo, G.A., Eds.; Florida Fish and Wildlife Conservation Commission, Florida Institute of
Oceanography and Intergovernmental Oceanographic Commission of UNESCO: Paris, France,
2002; p. 96.
139. Dickey, R.; Fryxell, G.; Granade, R.; Roelke, D. Detection of the marine toxins okadaic acid and
domoic acid in shellfish and phytoplankton in the gulf of Mexico. Toxicon 1992, 30, 355–359.
140. Fukuyo, Y.; Toyoda, Y.; Miyazaki, S. Dinoflagellates found in Sanriku Coast—I. Genus
Dinophysis. Otsuchi Mar. Res. Center Rep. 1981, 7, 13–23.

Mar. Drugs 2014, 12

446

141. Tseng, C.K.; Zhou, M.J.; Zou, J.Z. Toxic Phytoplankton Studies in China. In Toxic Phytoplankton
Blooms in the Sea; Smayda, T.J., Shimizu, Y., Eds.; Elsevier: Amsterdam, The Netherlands,
1993; pp. 347–352.
142. Holmes, M.J.; Teo, S.L.M. Toxic marine dinoflagellates in Singapore waters that cause seafood
poisonings. Clin. Exp. Pharmacol. Physiol. 2002, 29, 829–836.
143. Karunasagar, I.; Segar, K.; Karunasagar, I. Potentially Toxic Dinoflagellates in Shellfish
Harvesting Areas along the Coast of Karnataka State (India). In Red Tides. Biology,
Enviromental Science and Toxicology; Okaichi, T., Anderson, D.M., Nemoto, T., Eds.; Elsevier:
New York, NY, USA, 1989; pp. 65–68.
144. Marasigan, A.N.; Sato, S.; Fukuyo, Y.; Kodama, M. Accumulation of a high level of diarrhetic
shellfish toxins in the green mussel Perna viridis during a bloom of Dinophysis caudata and
Dinophysis miles in Saipan Bay, Panay Island, the Philippines. Fish. Sci. 2001, 67, 994–996.
145. Burgess, V.; Shaw, G. Investigations into the Toxicology of Pectenotoxin-2-seco Acid and 7-epi
Pectenotoxin 2-seco Acid to Aid in a Health Risk Assessment for the Consumption of Shellfish
Contaminated with These Shellfish Toxins in Australia; Report on Project No. 2001/258;
National Research Centre for Environmental Toxicology: Archerfield, Australia, 2003.
146. Chou, R.; Lee, H.B. Commercial marine ﬁsh farming in Singapore. Aquac. Res. 1997, 28,
767–776.
147. Vilicic, D.; Djakovac, T.; Buric, Z.; Bosak, S. Composition and annual cycle of phytoplankton
assemblages in the northeastern Adriatic Sea. Bot. Mar. 2009, 52, 291–305.
148. Trainer, V.L.; Pitcher, G.C.; Reguera, B.; Smayda, T.J. The distribution and impacts of harmful
algal bloom species in eastern boundary upwelling systems. Prog. Oceanogr. 2010, 85, 33–52.
149. García-Mendoza, E.; Sánchez-Bravo, Y.A.; Blanco, J.; Turner, A.; Mancera-Flores, J.; Rivas, D.;
Pérez-Brunius, P.; Almazán-Becerril, A. Lipophilic toxins in Mediterranean Mussels from the
northwest coast of Baja California, México, Marine and Freshwater Toxins Analysis. In
Proceedings of the Fourth Joint Symposium and AOAC Task Force Meeting, Baiona,
Pontevedra, Spain, 5–9 May 2013; University of Vigo: Vigo, Spain, 2013; p. 32.
150. Southerland, C.M. Diarrhetic Shellfish Toxins Linked to Local Dinophysis Populations in the
California Coastal Waters of Monterey Bay. Master Thesis, University of California, Santa Cruz,
CA, USA, 2008.
151. Sato, S.; Koike, K.; Kodama, M. Seasonal Variation of Okadaic Acid and Dinophysistoxin-1 in
Dinophysis spp. in Association with the Toxicity of Scallop. In Harmful and Toxic Algal Blooms;
Yasumoto, T., Oshima, Y., Fukuyo, Y., Eds.; Intergovernmental Oceanographic Commission of
UNESCO: Sendai, Japan, 1996; pp. 285–288.
152. Suzuki, T.; Miyazono, A.; Baba, K.; Sugawara, R.; Kamiyama, T. LC-MS/MS analysis of
okadaic acid analogues and other lipophilic toxins in single-cell isolates of several Dinophysis
species collected in Hokkaido, Japan. Harmful Algae 2009, 8, 233–238.
153. Nagai, S.; Suzuki, T.; Nishikawa, T.; Kamiyama, T. Differences in the production and excretion
kinetics of okadaic acid, dinophysistoxin-1, and pectenotoxin-2 between cultures of Dinophysis
acuminata and Dinophysis fortii isolated from western Japan. J. Phycol. 2011, 47, 1326–1337.
154. Shahi, N.; Nayak, B.B.; Mallik, S.K. Dinophysis norvegica: First report of the toxic temperate
water Dinophysis in Manori creek of Mumbai water. Harmful Algae News 2010, 42, 14–15.

Mar. Drugs 2014, 12

447

155. Hernández-Becerril, D.U. La Diversidad del Fitoplancton Marino de México. Un Acercamiento
Actual. In Planctología Mexicana; Barreiro, M.T., Meave, M.E., Signoret, M., Figueroa, M.G.,
Eds.; Sociedad Mexicana de Planctologí
a (SOMPAC): Universidad Autónoma Metropolitana,
México, 2003; pp. 1–17.
156. Carpenter, E.J.; Janson, S.; Boje, R.; Pollehne, F.; Chang, J. The dinoflagellate Dinophysis
norvegica: biological and ecological observations in the Baltic Sea. Eur. J. Phycol. 1995, 30,
1–9.
157. Subba Rao, D.V.; Pan, Y.; Zitko, V.; Bugden, G.; Mackelgan, K. Diarrhetic shellfish poisoning
(DSP) associated with a subsurface bloom of Dinophysis norvergica in Bedford Basin, eastern
Canada. Mar. Ecol. Prog. Ser. 1993, 97, 117–126.
158. Cembella, A.D. Occurence of okadaic acid, a major diarrhetic shellfish toxin, in natural
populations of Dinophysis spp. from the eastern of North America. J. Appl. Phycol. 1989, 1,
307–310.
159. Papaefthimiou, D.; Aligizaki, K.; Nikolaidis, G. Exploring the identity of the Greek Dinophysis
cf acuminata. Harmful Algae 2010, 10, 1–8.
160. Swanson, K.M.; Flewelling, L.J.; Byrd, M.; Nunez, A.; Villareal, T.A. The 2008 Texas
Dinophysis ovum bloom: Distribution and toxicity. Harmful Algae 2010, 9, 190–199.
161. Campbell, L.; Olson, R.; Sosik, H.M.; Abraham, A.; Henrichs, D.W.; Hyatt, C.; Buskey, E.B.
First harmful Dinophysis (Dinophyceae, Dinophysiales) bloom in the U.S. is revealed by
automated imaging flow cytometry. J. Phycol. 2010, 46, 66–75.
162. Fux, E.; Smith, J.L.; Tong, M.; Guzmán, L.; Anderson, D.M. Toxin proﬁles of ﬁve geographical
isolates of Dinophysis spp. from North and South America. Toxicon 2011, 57, 275–287.
163. Louppis, A.P.; Badeka, A.V.; Katikou, P.; Paleologos, E.P.; Kontominas, M.G. Determination of
okadaic acid, dinophysistoxin-1 and related esters in Greek mussels using HPLC with
ﬂuorometric detection, LC-MS/MS and mouse bioassay. Toxicon 2010, 55, 724–733.
164. Reguera, B.; Mariño, J.; Campos, M.J.; Bravo, I.; Fraga, S.; Carbonell, A. Trends in the
Occurrence of Dinophysis spp. in Galician Coastal Waters. In Toxic Phytoplankton Blooms in the
Sea; Smayda, T.J., Shimizu, Y., Eds.; Elsevier: Amsterdam, The Netherlands, 1993;
pp. 559–564.
165. Cañete, E.; Caillaud, A.; Fernández, M.; Mallat, E.; Blanco, J.; Diogène, J. Dinophysis sacculus
from Alfacs Bay, NW Mediterranean. Toxin profiles and cytotoxic potential. In Proceedings of
the 12th International Conference on Harmful Algae, Copenhagen, Denmark, 4–8 September 2006;
Moestrup, Ø., Ed.; International Society for the Study of Harmful Algae and Intergovernmental
Oceanographic Commission of UNESCO: Copenhagen, Denmark, 2008; pp. 279–281.
166. Alvito, P.; Sousa, I.; Franca, S.; Sampayo, M.A. Diarrhetic Shellfish Toxins in Bivalve Molluscs
along the Coast of Portugal. In Toxic Marine Phytoplankton; Graneli, E., Sundström, B., Edler,
L., Anderson, D.M., Eds.; Elsevier: New York, NY, USA, 1990; pp. 443–448.
167. Giacobbe, M.G.; Penna, A.; Ceredi, A.; Milandri, A.; Poletti, R.; Yang, X. Toxicity and
ribosomal DNA of the dinoflagellate Dinophysis sacculus (Dinophyta). Phycologia 2000, 39,
177–182.
168. Marasović, I.; Nincevic, Z.; Orhanovic, S.; Pavela-Vrančič, M. A survey of shellfish toxicity in
the Central Adriatic Sea. J. Mar. Biol. Assoc. UK 1998, 78, 745–754.

Mar. Drugs 2014, 12

448

169. Tahri-Joutei, L.; Maghraoui, M.; Boutaïb, R. Toxic Phytoplankton and Phycotoxins in the
Mediterranean coast of Morocco from 1994 to 2000. In Molluscan Shellfish Safety; Villalba, A.,
Reguera, B., Romalde, J.L., Beiras, R., Eds.; Consellería de Pesca e Asuntos Marítimos da Xunta
de Galicia and Intergovernmental Oceanographic Commission of UNESCO: Santiago de
Compostela, Spain, 2003; pp. 187–195.
170. Armi, Z.; Turki, S.; Trabelsi, E.; Ceredi, A.; Riccardi, E.; Milandri, A. Occurrence of diarrhetic
shellfish poisoning (DSP) toxins in clams (Ruditapes decussatus) from Tunis north lagoon.
Environ. Monit. Assess. 2012, 184, 5085–5095.
171. Masselin, P.; Lassus, P.; Bardouil, M. High performance liquid chromatography analysis of
diarrhetic toxins in Dinophysis spp. from the French coast. J. Appl. Phycol. 1992, 4, 385–389.
172. Delgado, M.; Garcés, E.; Camp, J. Growth and behaviour of Dinophysis sacculus from NW
Mediterranean Sea. In Harmful and Toxic Algal Blooms, Proceedings of the Seventh
International Conference on Toxic Phytoplankton, Sendai, Japan, 12–16 July 1995; Yasumoto,
T., Oshima, Y., Fukuyo, Y., Eds.; Intergovernmental Oceanographic Commission of UNESCO:
Paris, France, 1996; pp. 261–264.
173. Nincevic-Gladan, Z.; Skejic, S.; Buzancic, M.; Marasovic, I.; Arapov, J.; Ujevic, I.; Bojanic, N.;
Grbec, B.; Kuspilic, G.; Vidjak, O. Seasonal variability in Dinophysis spp. abundances and
diarrhetic shellfish poisoning outbreaks along the eastern Adriatic coast. Bot. Mar. 2008, 51,
449–463.
174. Larsen, J.; Moestrup, Ø. Potentially Toxic Phytoplankton 2. Genus Dinophysis (Dinophyceae). In
ICES Identification Leaflets for Plankton 180; Lindley, J.A., Ed.; International Council for the
Exploration of the Sea: Denmark, Copenhagen, 1992; pp. 1–12.
175. Johnsen, T.M.; Lømsland, E.R. Observations of Dinophysis tripos in Norwegian coastal waters.
In Proceedings of the 14th International Conference on Harmful Algae, Creta, Greece,
1–2 November 2010; Pagou, P., Hallegraeff, G.M., Eds.; International Society for the Study of
Harmful Algae and Intergovernmental Oceanographic Commission of UNESCO: Copenhagen,
Denmark, 2012; pp. 54–56.
176. Anonymous. Report of the ICES-IOC Working Group on Harmful Algal Bloom Dynamics
(WGHABD); International Council for the Exploration of the Sea: Copenhagen, Denmark, 2010.
177. Nagai, S.; Suzuki, T.; Kamiyama, T. Successful cultivation of the toxic dinoflagellate Dinophysis
tripos (Dinophyceae). Plankton Benthos Res. 2013, 8, 171–177.
178. Hansen, P.J. Dinophysis: A planktonic dinoflagellate genus which can act both as a prey and as a
predator of a ciliate. Mar. Ecol. Prog. Ser. 1991, 69, 201–204.
179. Caroppo, C.; Congestri, R.; Bruno, M. On the presence of Phalacroma rotundatum in the
southern Adriatic Sea (Italy). Aquat. Microb. Ecol. 1999, 17, 301–310.
180. HAEDAT. ICES-IOC Harmful Algae Event Data Base. 2013. Available online:
http://www.iode.org/haedat (accessed on 20 October 2013).
181. Vale, P.; Botelho, M.J.; Rodrigues, S.M.; Gomes, S.S.; Sampayo, M.A.M. Two decades of
marine biotoxin monitoring in bivalves from Portugal (1986–2006): A review of exposure
assessment. Harmful Algae 2008, 7, 11–25.

Mar. Drugs 2014, 12

449

182. Blanco, J.; Correa, J.; Muñíz, S.; Mariño, C.; Martín, H.; Arévalo, F. Evaluación del impacto
de los métodos y niveles utilizados para el control de toxinas en el mejillón (in Spanish).
Revista Galega dos Recursos Mariños 2013, 3, 1–55.
183. Instituto Tecnolóxico Para o Control do Medio Mariño de Galicia (in Galician). Available online:
http://www.intecmar.org (accessed on 30 October 2013).
184. CEFAS. Biotoxin Monitoring Programme for Scotland; Center for Environment, Fisheries and
Aquacuture Science: London, UK, 2012. Available online: http://cefas.defra.gov.uk/ (accessed
on 8 January 2014).
185. Batifoulier, F.; Lazure, P.; Velo-Suarez, L.; Maurer, D.; Bonneton, P.; Charria, G.; Dupuy, C.;
Gentien, P. Distribution of Dinophysis species in the Bay of Biscay and possible transport
pathways to Arcachon Bay. J. Mar. Syst. 2012, 109–110, S273–S283.
186. Haamer, J.; Andersson, P.-O.; Lindahl, O.; Lange, S.; Li, X.P.; Edebo, L. Geographic and
seasonal variation of okadic acid content in farmed mussels, Mytilus edulis Linnaeus, 1758,
along the Swedish west coast. J. Shellfish Res. 1990, 9, 103–108.
187. Ramstad, H.; Hovgaard, P.; Yasumoto, T.; Larsen, S.; Aune, T. Monthly variations in diarrhetic
toxins and yessotoxin in shellfish from coast to the inner part of the Sognefjord, Norway.
Toxicon 2001, 39, 1035–1043.
188. Raine, R. A review of the biophysical interactions relevant to the promotion of HABs in stratiﬁed
systems: The case study of Ireland. Deep Sea Res. II Top. Stud. Oceanogr. 2013, in press.
189. Pazos, Y. INTECMAR, Vilagarcia de Arousa, Pontevedra, Spain. Personal Communication, 2006.
190. Vale, P.; Maia, A.J.; Correia, A.; Rodrigues, S.M.; Botelho, M.J.; Casanova, G.; Silva, A.;
Vilarinho, M.G.; Silva, A.D. An outbreak of diarrhetic shellfish poisoning after ingestion of wild
mussels at the northern coast in summer 2002. Elect. J. Environ. Agri. Food Chem. 2003, 2,
449–452.
191. Torgersen, T.; Aasen, J.; Aune, T. Diarrhetic shellﬁsh poisoning by okadaic acid esters from
Brown crabs (Cancer pagurus) in Norway. Toxicon 2005, 46, 572–578.
192. Vale, P.; Sampayo, M.A. First confirmation of human diarrhoeic poisonings by okadaic acid
esters after ingestion of razor clams (Solen marginatus) and geen crabs (Carcinus maenas) in
Aveiro lagoon, Portugal and detection of okadaic acid esters in phytoplankton. Toxicon 2002, 40,
989–996.
193. Vershinin, A.; Moruchkov, A.; Morton, S.T.; Leighﬁeld, T.A.; Quilliamc, M.A.; Ramsdell, J.S.
Phytoplankton composition of the Kandalaksha Gulf, Russian White Sea: Dinophysis and
lipophilic toxins in the blue mussel (Mytilus edulis). Harmful Algae 2006, 5, 558–564.
194. Hällfors, H.; Hajdu, S.; Kuosa, H.; Larsson, U. Vertical and temporal distribution of the
dinoflagellates Dinophysis acuminata and D. norvegica in the Baltic Sea. Boreal Environ. Res.
2011, 16, 121–135.
195. Kuuppo, P.; Uronen, P.; Petermann, A.; Tamminen, T.; Granéli, E. Pectenotoxin-2 and
dinophysistoxin-1 in suspended and sedimenting organic matter in the Baltic Sea. Limnol.
Oceanogr. 2006, 51, 2300–2307.

Mar. Drugs 2014, 12

450

196. Prassopoulou, E.; Katikou, P.; Georgantelis, D.; Kyritsakis, A. Detection of okadaic acid and
related esters in mussels during diarrhetic shellﬁsh poisoning (DSP) episodes in Greece using the
mouse bioassay, the PP2A inhibition assay and HPLC with ﬂuorimetric detection. Toxicon 2009,
53, 214–227.
197. Ciminiello, P.; Dell’Aversano, C.; Fattorusso, E.; Forino, M.; Magno, S.; Santelia, F.; Tsoukatou, M.
Investigation of the toxin proﬁle of Greek mussels Mytilus galloprovincialis by liquid
chromatography—Mass spectrometry. Toxicon 2006, 47, 174–181.
198. Koukaras, K.; Nikolaidis, G. Dinophysis blooms in Greek coastal waters (Thermaikos Gulf, NW
Aegean Sea). J. Plankton Res. 2004, 26, 445–457.
199. Boni, L.; Milandri, A.; Poletti, R.; Pompei, M. DSP Cases along the Coasts of Emilia-Romagna
(Northwestern Adriatic Sea). In Toxic Phytoplankton Blooms in the Sea; Smayda, T.J., Shimizu,
Y., Eds.; Elsevier: Amsterdam, The Netherlands, 1993; pp. 475–481.
200. Della Loggia, R.; Cabrini, M.; Delnegro, P.; Honsell, G.; Tubaro, A. Relationship between
Dinophysis spp in Seawater and DSP Toxins in Mussels in the Northern Adriatic Sea. In Toxic
Phytoplankton Blooms in the Sea; Smayda, T.J., Shimizu, Y., Eds.; Elsevier: Amsterdam, The
Netherlankds, 1993; pp. 483–488.
201. Pavela-Vrancic, M.; Mestrovic, V.; Marasovic, I.; Gillman, M.; Furey, A.; James, K.J. DSP toxin
profile in the coastal waters of the central Adriatic Sea. Toxicon 2002, 40, 1601–1607.
202. Amzil, Z.; Sibat, M.; Royer, F.; Masson, N.; Abadie, E. Report on the first detection of
pectenotoxin-2, spirolide-A and their derivatives in French shellfish. Mar. Drugs 2007, 5,
168–179.
203. Elgarch, A.; Vale, P.; Rifai, S.; Fassouane, A. Detection of diarrheic shellfish poisoning and
azaspiracid toxins in Moroccan mussels: Comparison of the LC-MS method with the commercial
immunoassay kit. Mar. Drugs 2008, 6, 587–594.
204. Tahri-Joutei, L. Gymnodinium catenatum GRAHAM: Aspects Dynamique et Toxicologique.
Ph.D. Thesis, University of Rabat, Morocco, June 2007.
205. Ennaffah, B.; Chafik, A. Distribution of Toxic Dinophysis Species and Contamination of
Shellfish along the Doukkala Coast (Moroccan Atlantic Water). In Proceedings of the 12th
International Conference on Harmful Algae, Copenhagen, Denmark, 4–8 September 2006;
International Society for the Study of Harmful Algae: Copenhagen, Denmark, 2008; p. 168.
206. Fawcett, A.; Pitcher, G.; Bernard, S.; Cembella, A.; Kudela, R. Contrasting wind patterns and
toxigenic phytoplankton in the southern Benguela upwelling system. Mar. Ecol. Prog. Ser. 2007,
348, 19–31.
207. Pitcher, G.C.; Krock, B.; Cembella, A.D. Accumulation of diarrhetic shellfish poisoning toxins
in the oyster Crassostrea gigas and the mussel Choromytilus meridionalis in the southern
Benguela ecosystem. Afr. J. Marine Sci. 2011, 33, 273–281.
208. Hubbart, B.; Pitcher, G.C.; Krock, B.; Cembella, A.D. Toxigenic phytoplankton and concomitant
toxicity in the mussel Choromytilus meridionalis off the west coast of South Africa. Harmful Algae
2012, 20, 30–41.

Mar. Drugs 2014, 12

451

209. Velikova, V.; Louw, D.; Pienaar, R.; Sym, S. Dinoflagellates in the Benguela Current Waters off
Namibia. In Harmful Algae 2004, Proceedings of the 11th International Conference on Harmful
Algal Blooms, Cape Town, South Africa, 14–19 November 2004; Pitcher, G.C., Probyn, T.A.,
Verheye, H.M., Eds.; International Society for the Study of Harmful Algae: Cape Town, South
Africa, 2006; p. 252.
210. Rangel, I.; Coelho, P.; Rodrigues, S.; Vale, P.; Wilar, A. Okadaic acid in the clam Semele
proficua in Luanda Bay, Angola. Harmful Algae News 2008, 38, 12.
211. Turki, S. Occurrence of harmful microalgae in two different ecosystems in Tunisian marine
waters: The Lagoon of Bizerte and the Gulf of Gabès. In Harmful Algae 2004, Proceedings of the
XI International Conference on Harmful Algal Blooms, Cape Town, South Africa,
14–19 November 2004; Pitcher, G.C., Probyn, T.A., Verheye, H.M., Eds.; International Society
for the Study of Harmful Algae: Cape Town, South Africa, 2006; p. 247.
212. Kacem, I.; Hajjem, B.; Bouaïcha, N. First evidence of okadaic acid in Mytilus galloprovincialis
Mussels, Collected in a Mediterranean Lagoon, Tunisia. Bull. Environ. Contam. Toxicol. 2009,
82, 660–664.
213. Fukuyo, Y.; Imai, I.; Kodama, M.; Tamai, K. Red Tides and Harmful Algal Blooms in Japan. In
PICES Scientific Report No. 23; Taylor, F.J.R., Trainer, V.L., Eds.; North Pacific Marine Science
Organization: Sydney, Canada, 2002; pp. 7–20.
214. Adachi, M.; Okamoto, N.; Matsubara, M.; Nishijima, T.; Suzuki, T. Occurrence of toxic
Dinophysis acuminata (Dinophyceae) in Uranouchi Inlet, Japan. Fish. Sci. 2008, 74, 1315–1321.
215. Suzuki, T.; Miyazono, A.; Okumura, Y.; Kamiyama, T. LC-MS/MS Analysis of Lipophilic
Toxins in Japanese Dinophysis Species. Available online: http://www.pices.int/publications/
presentations/PICES_15/Ann15_W4/W4_Suzuki.pdf (accessed on 20 October 2013).
216. Suzuki, T.; Mitsuya, T. Comparison of dinophysistoxin-1 and esterified dinophysistoxin-1
(dinophysistoxin-3) contents in the scallop Patinopecten yessoensis and the mussel Mytilus
galloprovincialis. Toxicon 2001, 39, 905–908.
217. Zhou, M.; Li, J.; Luckas, B.; Yu, R.C.; Yan, T.; Hummert, C. A recent shellfish toxin
investigation in China. Mar. Pollut. Bull. 1999, 39, 331–334.
218. Li, A.; Ma, J.; Cao, J.; McCarron, P. Toxins in mussels (Mytilis galloprovincialis) associated
with diarrhetic shellfish poisoning episodes in China. Toxicon 2012, 60, 420–425.
219. Jiang, T.; Xu, Y.; Li, Y.; Qi, Y.; Jiang, T.; Wu, F.; Zhang, F. Lipophilic shellfish toxins (LST) in
bivalves associated with the occurrence of Dinophysis caudata in Nanji Islands, East China Sea.
Chin. J. Oceanol. Limnol. 2013, in press.
220. Luo, X. Population Dynamics and Toxin Production of Dinophysis Species in the Coastal Waters
of Qingdao. Ph.D. Thesis, Chinese Academy of Sciences, Beijing, China, 2011.
221. Wang, J.; Qin, Y.; Liu, C.; Chen, X.; Xu, R. Dinophysis spp: The Abundance, Distribution and
the Toxicity of DSP in East China Sea. Available online: http://www.pices.int/publications/
presentations/PICES_15/Ann15_W4/W4_Wang.pdf (accessed on 13 January 2014).
222. FAO. The State of World Fisheries and Aquaculture; FAO Fisheries and Aquaculture
Department: Rome, Italy, 2012; p. 230.

Mar. Drugs 2014, 12

452

223. Kim, J.H.; Suzuki, T.; Lee, K.J.; Kim, P.H.; Kamiyama, T.; Lee, T.S. The ﬁrst detection of
okadaic acid and its derivatives in Korean bivalves by liquid chromatography-mass spectrometry.
Fish. Res. 2008, 74, 433–438.
224. Kim, J.H.; Lee, K.J.; Suzuki, T.; Kang, Y.S.; Ho Kim, P.; Song, K.C.; Lee, T.S. Seasonal
variability of lipophilic shellfish toxins in bivalves and waters, and abundance of Dinophysis spp.
in Jinhae Bay, Korea. J. Shellfish Res. 2010, 29, 1061–1067.
225. Holmes, M.; Teo, S.; Lee, F.; Khoo, H. Persistent low concentratrions of diarrhetic shellfish
toxins in green mussels Perna viridis from the Johor Strait, Singapure: First record of diarrhetic
shellfish toxins from South-East Asia. Mar. Ecol. Prog. Ser. 1999, 181, 257–268.
226. Karunasagar, I.; Segar, K.; Karunasagar, I. Incidence of PSP and DSP in shellfish along the coast
of Karnataka State (India). In Red Tides. Biology, Enviromental Science and Toxicology; Okaichi, T.,
Anderson, D.M., Nemoto, T., Eds.; Elsevier: New York, NY, USA, 1989; pp. 61–64.
227. Almuftah, A.R. Some Potentially Toxic Species of Dinophysis in Qatari Waters. In Harmful
Algae 2004, Proceedings of the XI International Conference on Harmful Algal Blooms, Cape
Town, South Africa, 14–19 November 2004; Pitcher, G.C., Probyn, T.A., Verheye, H.M., Eds.;
International Society For the Study of Harmful Algae: Cape Town, South Africa, 2006; p. 56.
228. Maranda, L.; Shimizu, Y. Diarrhetic shellfish poisoning on Narragansett Bay. Estuaries 1987,
10, 298–302.
229. Freudenthal, A.R.; Jijina, J. Shellfish Poisoning Involving or Coincidental with Dinoflagellates.
In Toxic Dinoflagellates; Anderson, D.M., White, A.W., Baden, D.G., Eds.; Elsevier: New York,
NY, USA, 1985; pp. 461–466.
230. Morton, S.L.; Leighﬁeld, T.A.; Haynes, B.L.; Petitpain, D.L.; Busman, M.A.; Moeller, P.D.R.;
Bean, L.; McGowan, J.; John, W.; Hurst, J.; et al. Evidence of diarrhetic shellﬁsh poisoning
along the coast of Maine. J. Shellfish Res. 1999, 18, 681–686.
231. Tango, P.; Butler, W.; Lacouture, R.; Goshorn, D.; Magnien, R.; Michael, B.; Hall, S.;
Browhawn, K.; Wittman, R.; Beatty, W. An unprecedented bloom of Dinophysis acuminata in
Chesapeake Bay. In Harmful Algae 2002, Proceedings of the Xth International Conference on
Harmful Algae, St. Pete Beach, FL, USA, 21–25 October 2002; Steidinger, K.A., Landsberg,
J.H., Tomas, C.R., Vargo, G.A., Eds.; Florida Fish and Wildlife Conservation Commission,
Florida Institute of Oceanography and Intergovernmental Oceanographic Commission of
UNESCO: Paris, France, 2002; pp. 358–361.
232. Marshall, H.; Egerton, T.; Stem, T.; Hicks, J.; Kokocinski, M. Extended Bloom Concentration of
the Toxic Dinoflagellate Dinophysis acuminata in Virginia Estuaries Late Winter through Early
Spring, 2002. In Harmful Algae 2002, Proceedings of the 10th International Conference on
Harmful Algae, St. Pete Beach, FL, USA, 21–25 October 2002; Steidinger, K.A., Landsberg,
J.H., Tomas, C.R., Vargo, G.A., Eds.; Florida Fish and Wildlife Conservation Commission,
Florida Institute of Oceanography and Intergovernmental Oceanographic Commission of
UNESCO: Paris, France, 2002; pp. 364–366.
233. Trainer, V.L.; Trick, C.G. Dinophysis and Cochlodinium spp. in North American Waters, Review
of Selected Harmful Algae in the PICES Region: II. In Proceedings of the Dinophysis and
Cochlodinium and HAB-S Meeting, Yokohama, Japan, 13–22 October 2006.

Mar. Drugs 2014, 12

453

234. Ochoa, J.L.; Sierra-Beltrán, A.P.; Alonso-Colmenara, G.; Barradas-Sánchez, H.; Cruz-Villacorta, A.;
Nuñez-Vazquez, E.; Sánchez-Paz, A. Biotoxins in the Pacific Coast of Mexico. In Mycotoxins
and Phycotoxins—Developments in Chemistry, Toxicology and Food Safety; Miraglia, M.,
van Egmond, H., Brera, C., Gilbert, J., Eds.; Alaken, Inc.: Fort Collins, CO, USA, 1998;
pp. 441–448.
235. García-Mendoza, E.; Mancera-Flores, J.; Peña-Manjarrez, J.L. Monitoring of marine biotoxins in
Baja California, Mexico: Status, problems and perspectives. In Proceedings of the Second Joint
Symposium and AOAC Task Force Meeting on Marine and Freshwater Toxins Analysis, Baiona,
Pontevedra, Spain, 1–5 May 2011; University of Vigo: Vigo, Spain, 2011; p. 63.
236. COFEPRIS, Comunicados de la Comisión Federal para la Protección Contra Riesgos Sanitarios,
en materia de Marea Roja en 2008. Available online: http://201.147.97.103/wb/cfp/emergencias_
sanitarias_estatales_por_marea_roja/_rid/319?page=2 (accessed on 13 January 2014).
237. Sernapesca. Anuario Estadistico de Pesca; Servicio Nacional de Pesca: Valparaiso, Chile, 2011.
238. Millanao, M.O.; Díaz, P.A.; Díaz, M.; Molinet, C. La mitilicultura en Chile: Evolución, estado
actual y perspectivas futuras (in Spanish). In XV Foro dos Recursos Mariños e da Acuicultura
das Rí
as Galegas; Rey, M., Fernández, J., Lodeiros, C., Guerra, A., Eds.; Libromar Ediciones y
Gestión S.L: A Coruña, Spain, 2013; pp. 285–292.
239. IOC. Second IOC Regional Science Planning Workshop on Harmful Algal Blooms in South
America, Mar del Plata, Argentina, 30 October–1 November, 1995; p. 75. Available online:
http://hab.ioc-unesco.org/index.php?option=com_oe&task=viewDocumentRecord&docID=2847
(accessed on 28 October 2013).
240. Zhao, J.; Lembeye, G.; Cenci, G.; Wall, B.; Yasumoto, T. Determination of okadaic acid and
dinophysistoxin-1 in mussels from Chile, Italy and Ireland. In Toxic Phytoplankton Blooms in the
Sea; Smayda, T.J., Shimizu, Y., Eds.; Elsevier: Amsterdam, The Netherlands, 1993; pp. 587–592.
241. Villarroel, O. Detección de toxina paralizante, diarreica y amnésica en mariscos de la XI región
por Cromatografí
a de Alta Resolución (HPLC) y bioensayo de ratón (in Spanish). Cienc. Tecnol.
Mar. 2004, 27, 33–42.
242. García, C.; Rodriguez-Unda, N.; Contreras, C.; Barriga, A.; Lagos, N. Lipophilic toxin profiles
detected in farmed and benthic mussels populations from the most relevant production zones in
Southern Chile. Food Addit. Contam. 2012, 29, 1011–1020.
243. Goto, H.; Igarashi, T.; Watai, M.; Yasumoto, T.; Villarroel, O.; Lembeye, G.; Noren, F.;
Gisselson, G.; Graneli, E. Worldwide Occurrence of Pectenotoxins and Yessotoxins in Shellfish
and Phytoplankton. In Harmful Algal Blooms 2000, Proceedings of the IX International
Conference on Harmful Alga Blooms, Hobart, Tasmania, Australia, 7–11 February 2000;
Hallegraeff, G.M., Blackburn, S.I., Bolch, C.J., Lewis, R.J., Eds.; Intergovernmental
Oceanographic Commission of UNESCO: Paris, France, 2001; p. 49.
244. Blanco, J.; Álvarez, G.; Uribe, E. Identification of pectenotoxins in plankton, filter feeders, and
isolated cells of a Dinophysis acuminata with an atypical toxin profile from Chile. Toxicon 2007,
49, 710–716.
245. Uribe, J.C.; García, C.; Rivas, M.; Lagos, N. First report of diarrhetic shellfish toxins in
Magellanic fjord, Southern Chile. J. Shellfish Res. 2001, 20, 69–74.

Mar. Drugs 2014, 12

454

246. Trefault, N.; Krock, B.; Delherbe, N.; Cembella, A.; Vásquez, M. Latitudinal transects in the
southeastern Paciﬁc Ocean reveal a diverse but patchy distribution of phycotoxins. Toxicon 2011,
58, 389–397.
247. Salgado, P.; Pizarro, G.; Franco, J.M.; Riobó, P.; Bravo, I. Perfil de toxinas de Prorocentrum
lima (Dinophyceae) aislado desde la costa de Magallanes, sur de Chile. In Proceedings of the
XXXII Congreso de Ciencias del Mar, Punta Arenas, Chile, 22–26 October 2012; p. 228.
248. Krock, B.; Seguel, C.G.; Valderrama, K.; Tillmann, U. Pectenotoxins and Yessotoxin from Arica
Bay, North Chile as determined by Tandem Mass Spectrometry. Toxicon 2009, 54, 364–367.
249. Pizarro, G.; Alarcón, C.; Franco, J.M.; Palma, M.; Escalera, L.; Reguera, B.; Vidal, G.; Guzmán, L.
Distribución espacial de Dinophysis spp. y detección de toxinas DSP en el agua mediante resinas
DIAION (verano 2006, Región de Los Lagos, Chile). Cienc. Tecnol. Mar. 2011, 34, 31–48.
250. IOC. Sixth IOC Regional Science Planning Workshop on Harmful Algal Blooms in
South America, Guayaquil, Ecuador, 22–24 October, 2003; p. 111. Available online:
http://hab.ioc-unesco.org/index.php?option=com_oe&task=viewDocumentRecord&docID=11753
(accessed on 25 October 2013).
251. Anonymous. Mesa Redonda: Demanda Regional para Capacitação e Pesquisas. In Proceedings of
the Livro de Reumos da Reunião Latino-Americana sobre Algas Nocivas, Santa Catarina, Brasil,
7–9 October 2013; Proença, L.A.O., Renan de Souza, K., Eds.; Instituto Federal de Santa
Catarina: Santa Catarina, Brazil, 2013.
252. Proença, L.A.O.; Schramm, M.A.; Tamanaha, M.S.; Alves, T.P. Diarrhoetic shellfish poisoning
(DSP) outbreak in Subtropical Southwest Atlantic. Harmful Algae News 2007, 33, 19–20.
253. Mafra, L.L., Jr.; Prokopiak, L.K.; Fernandes L.F., Proença, L.A.O. Harmful Algae and Toxins in
a Brazilian Port Area. In Proceedings of the XI International Conference on Harmful Algal
Blooms, Cape Town, South Africa, 14–19 November 2004; International Society For the Study
of Harmful Algae: Cape Town, South Africa, 2004; p. 176.
254. Sar, E.A.; Sunesen, I.; Goya, A.B.; Lavigne, A.S.; Tapia, E.; Garcia, C.; Lagos, N. First report of
diarrheic shellfish toxins in mollusks from Buenos Aires province (Argentina) associated with
Dinophysis spp.: Evidence of okadaic acid, dinophysistoxin-1 and their acyl-derivatives. Bol.
Soc. Argent. Bot. 2012, 47, 5–14.
255. Quaine, J.; Kraa, E.; Holloway, J.; White, K.; McCarthy, R.; Delpech, V.; Trent, M.; McAnulty,
J. Outbreak of gastroenteritis linked to eating pipis. Infect. Dis. NSW 1997, 8, 103–107.
256. MacKenzie, L. An Evaluation of the Risk to Consumers of Pectenotoxin 2 Seco Acid (PTX2-SA)
Contamination of Greenshell™ Mussels; Cawthron Report 750; Cawthron Institute: Nelson,
New Zealand, 2002.
257. MacKenzie, L.; Holland, P.; McNabb, P.; Beuzenberg, V.; Selwood, A.; Suzuki, T. Complex
toxin proﬁles in phytoplankton and Greenshell mussels (Perna canaliculus), revealed by LC-MS/MS
analysis. Toxicon 2002, 40, 1321–1330.
258. Flynn, K.J.; Flynn, K. Dinoflagellate Physiology: Nutrient Stress and Toxicity. In Harmful
Marine Algal Blooms; Lassus, P., Arzul, G., Erard-le Denn, E., Gentien, P., Marcaillou-le Baut, C.,
Eds.; Lavoisier Publishing: Paris, France, 1995; pp. 541–550.

Mar. Drugs 2014, 12

455

259. MacKenzie, L.; Beuzenberg, V.; Holland, P.; McNabb, P.; Selwood, A. Solid phase adsorption
toxin tracking (SPATT): A new monitoring tool that simulates the biotoxin contamination of
ﬁlter feeding bivalves. Toxicon 2004, 44, 901–918.
260. Pizarro, G.; Escalera, L.; González-Gil, S.; Franco, J.; Reguera, B. Growth, behaviour and cell
toxin quota of Dinophisis acuta during a daily cycle. Mar. Ecol. Prog. Ser. 2008, 353, 89–105.
261. Johansen, M. On Dinophysis—Occurrence and Toxin Content. Ph.D. Thesis, University of
Gothenburg, Gothenburg, Sweden, February 2008.
262. Reguera, B.; Garcés, E.; Pazos, I.; Bravo, I.; Ramillo, I.; Gonzáles-Gil, S. Cell cycle patterns and
estimates of in situ division rates of dinoflagellates of the genus Dinophysis by a postmitotic
index. Mar. Ecol. Prog. Ser. 2003, 249, 117–131.
263. Reguera, B.; Rodríguez, F.; Blanco, J. Harmful Algae Blooms and Food Safety: Physiological
and Environmental Factors Affecting Toxin Production and Their Accumulation in Shellfish. In
New Trends in Marine Freshwater Toxins: Food Safety Concerns; Cabado, A.G., Vieites, J.M.,
Eds.; Nova Science Publishers, Inc: New York, NY, USA, 2012.
264. Hawkins, A.J.S.; Navarro, E.; Iglesias, J.I.P. Comparative allometries of gut-passage time, gut
content and metabolic faecal loss in Mytilus edulis and Cerastoderma edule. Mar. Biol. 1990,
105, 197–204.
265. Navarro, E.; Iglesias, J.I.P.; Ortega, M.M.; Larretxea, X. The basis for a functional response to
variable food quantity and quality in cockles Cerastoderma edule (Bivalvia, Cardiidae). Physiol.
Zool. 1994, 67, 468–496.
266. Sampayo, M.A.; Alvito, P.; Franca, S.; Sousa, I. Dinophysis spp. Toxicity and Relation to
Accompanying Species. In Toxic Marine Phytoplankton; Granéli, E., Sundström, B., Edler, L.,
Anderson, D.M., Eds.; Elsevier: New York, NY, USA, 1990; pp. 215–220.
267. Rossignoli, A.E. Acumulación de Toxinas DSP en el Mejillón Mytilus galloprovincialis (in
Spanish). Ph.D. Thesis, University of Santiago de Compostela, Santiago de Compostela, Spain,
18 July 2011.
268. Daranas, A.H.; Cruz, P.G.; Creus, A.H.; Norte, M.; Fernández, J.J. Self-assembly of okadaic acid
as a pathway to the cell. Org. Lett. 2007, 9, 4191–4194.
269. Jauffrais, T.; Marcaillou, C.; Herrenknecht, C.; Truquet, P.; Séchet, V.; Nicolau, E.; Tillmann,
U.; Hess, P. Azaspiracid accumulation, detoxification and biotransformation in blue mussels
(Mytilus edulis) experimentally fed Azadinium spinosum. Toxicon 2012, 60, 582–595.
270. Fux, E.; Bire, R.; Hess, P. Comparative accumulation and composition of lipophilic marine
biotoxins in passive samplers and in mussels (M. edulis) on the West Coast of Ireland. Harmful
Algae 2009, 8, 523–537.
271. Blanco, J. Modelling as a Mitigation Strategy for Harmful Algal Blooms. In Shellfish Safety and
Quality; Shumway, S.E., Rodrick, G.E., Eds.; Woodhead Publishing: Cambridge, UK, 2009;
pp. 200–227.
272. Moroño, A.; Arevalo, F.; Fernandez, M.; Maneiro, J.; Pazos, Y.; Salgado, C.; Blanco, J.
Accumulation and transformation of DSP toxins in mussels Mytilus galloprovincialis during a
toxic episode caused by Dinophysis acuminata. Aquat. Toxicol. 2003, 62, 269–280.
273. Vale, P. Differential Dynamics of Dinophysistoxins and Pectenotoxins, Part II: Offshore Bivalve
Species. Toxicon 2006, 47, 163–173.

Mar. Drugs 2014, 12

456

274. Mafra, L.L.; Bricelj, V.M.; Ouellette, C.; Bates, S.S. Feeding mechanics as the basis for
differential uptake of the neurotoxin domoic acid by oysters, Crassostrea virginica, and mussels,
Mytilus edulis. Aquat. Toxicol. 2010, 97, 160–171.
275. Ward, J.E.; Shumway, S.E. Separating the grain from the chaff: Particle selection in suspensionand deposit-feeding bivalves. J. Exp. Mar. Biol. Ecol. 2004, 300, 83–130.
276. Sidari, L.; Nichetto, P.; Cok, S.; Sosa, S.; Tubaro, A.; Honsell, G.; DellaLoggia, R.
Phytoplankton selection by mussels, and diarrhetic shellfish poisoning. Mar. Biol. 1998, 131,
103–111.
277. Lindegarth, S.; Torgersen, T.; Lundve, B.; Sandvik, M. Differential retention of Okadaic Acid
(OA) group toxins and Pectenotoxins (PTX) in the blue mussel, Mytilus edulis (l.), and European
flat oyster, Ostrea edulis (l.). J. Shellfish Res. 2009, 28, 313–323.
278. Kacem, I.; Bouaïcha, N.; Hajjem, B. Comparison of okadaic acid profiles in mussels and oysters
collected in Mediterranean lagoon, Tunisia. Int. J. Biol. 2010, 2, 238–245.
279. Morton, B. Feeding and Digestion in Bivalvia. In The Mollusca. Physiology Part 2; Saleuddin,
A.S.M., Wilbur, K.M., Eds.; Academic Press: New York, NY, USA, 1983; pp. 65–147.
280. Palmer, R.E. A histological and histochemical study of digestion in the Bivalve Arctica Islandica
L. Biol. Bull. 1979, 156, 115–129.
281. Ibarrola, I.; Etxeberria, M.; Iglesias, J.I.P.; Urrutia, M.B.; Angulo, E. Acute and acclimated
digestive responses of the cockle Cerastoderma edule (L.) to changes in the food quality and
quantity: II. Enzymatic, cellular and tissular responses of the digestive gland. J. Exp. Mar. Biol.
Ecol. 2000, 252, 199–219.
282. Luedeking, A.; van Noorden, C.J.F.; Koehler, A. Identification and characterisation of a
multidrug resistance-related protein mRNA in the blue mussel Mytilus edulis. Mar. Ecol. Prog.
Ser. 2005, 286 167–175.
283. Faria, M.; Navarro, A.; Luckenbach, T.; Piña, B.; Barata, C. Characterization of the
multixenobiotic resistance (MXR) mechanism in embryos and larvae of the zebra mussel
(Dreissena polymorpha) and studies on its role in tolerance to single and mixture combinations
of toxicants. Aquat. Toxicol. 2011, 101, 78–87.
284. Luckenbach, T.; Epel, D. ABCB-and ABCC-type transporters confer multixenobiotic resistance
and form an environment-tissue barrier in bivalve gills. Am. J. Physiol. Regul. Integr. Comp.
Physiol. 2008, 294, R1919–R1929.
285. Luedeking, A.; Koehler, A. Regulation of expression of multixenobiotic resistance (MXR) genes
by environmental factors in the blue mussel Mytilus edulis. Aquat. Toxicol. 2004, 69, 1–10.
286. Lozano, V. Identificación de Genes Implicados en la Eliminación de Biotoxinas en el Mejillón
Mytilus galloprovincialis Lmk.: Clonación y Expresion de los cDNA que Codifican para tres
Proteinas Transportadoras ABC Pertenecientes a las Subfamilias C (proteínas MRP) y G. Ph.D.
Thesis, Universidade de Santiago de Compostela, Santiago de Compostela, Spain, 18 July 2013.
287. Martí
nez-Escauriaza, R. Identificación de Genes Implicados en la Eliminación de Biotoxinas en
el Mejillón Mytilus galloprovincialis Lmk.: Clonación y Expresion de los cDNA que Codifican
para dos Proteinas Transportadoras ABC de la Subfamilia B (Proteínas MDR). Ph.D. Thesis,
Universidade de Santiago de Compostela, Santiago de Compostela, Spain, 18 July 2013.

Mar. Drugs 2014, 12

457

288. Windust, A.J.; Hu, T.M.; Wright, J.L.C.; Quilliam, M.A.; McLachlan, J.L. Oxidative metabolism
by Thalassiosira weissflogii (Bacillariophyceae) of a diol-ester of okadaic acid, the diarrhetic
shellfish poisoning. J. Phycol. 2000, 36, 342–350.
289. MacKenzie, L.A.; Selwood, A.I.; Marshall, C. Isolation and characterization of an enzyme from
the Greenshell (TM) mussel Perna canaliculus that hydrolyses pectenotoxins and esters of
okadaic acid. Toxicon 2012, 60, 406–419.
290. Fernández, M.L.; Miguez, A.; Moroño, A.; Cacho, E.; Martínez, A.; Blanco, J. Detoxification of
Low Polarity Toxins (DTX3) from Mussels Mytilis galloprovincialis in Spain. In Harmful Algae;
Reguera, B., Blanco, J., Fernández, M.L., Wyatt, T., Eds.; Xunta de Galicia and Intergovernmental
Oceanographic Commission of UNESCO: Santiago de Compostela, Spain, 1998; pp. 449–452.
291. Svensson, S. Depuration of Okadaic acid (Diarrhetic Shellfish Toxin) in mussels, Mytilus edulis
(Linnaeus), feeding on different quantities of nontoxic algae. Aquaculture 2003, 218, 277–291.
292. Vale, P.; Sampayo, M.A. Pectenotoxin-2 seco acid, 7-epi-pectenotoxin-2 seco acid and
pectenotoxin-2 in shellfish and plankton from Portugal. Toxicon 2002, 40, 979–987.
293. Suzuki, T.; Walter, J.A.; LeBlanc, P.; MacKinnon, S.; Miles, C.O.; Wilkins, A.L.; Munday, R.;
Beuzenberg, V.; MacKenzie, L.; Jensen, D.J.; et al. Identification of pectenotoxin-11 as
34S-Hydroxypectenotoxin-2, a new pectenotoxin analogue in the toxic dinoflagellate Dinophysis
acuta from New Zealand. Chem. Res. Toxicol. 2006, 19, 310–318.
294. Suzuki, T.; Mitsuya, T.; Matsubara, H.; Yamasaki, M. Determination of pectenotoxin-2 after
solid-phase extraction from seawater and from the dinoflagellate Dinophysis fortii by liquid
chromatography with electrospray mass spectrometry and ultraviolet detection. Evidence of
oxidation of pectenotoxin-2 to pectenotoxin-6 in scallop. J. Chromatogr. A 1998, 815, 155–160.
295. Blanco, J.; Mariño, C.; Martí
n, H.; Acosta, C.P. Anatomical distribution of Diarrhetic Shellfish
Poisoning (DSP) toxins in the mussel Mytilus galloprovincialis. Toxicon 2007, 50, 1011–1018.
296. Suzuki, T.; Ota, H.; Yamasaki, M. Direct evidence of transformation of dinophysistoxin-1 to
7-O-acyl-dinophysistoxin-1 (Dinophysis-3) in the scallop Patinopecten yessoensis. Toxicon
1999, 37, 187–198.
297. Torgersen, T.; Sandvik, M.; Lundve, B.; Lindegarth, S. Profiles and levels of fatty acid esters of
okadaic acid group toxins and pectenotoxins during toxin depuration. Part II: Blue mussels
(Mytilus edulis) and flat oyster (Ostrea edulis). Toxicon 2008, 52, 418–427.
298. Wilkins, A.L.; Rehmann, N.; Torgersen, T.; Rundberget, T.; Keogh, M.; Petersen, D.; Hess, P.;
Rise, F.; Miles, C.O. Identification of fatty acid esters of pectenotoxin-2 seco acid in blue
mussels (Mytilus edulis) from Ireland. J. Agric. Food Chem. 2006, 54, 5672–5678.
299. Rossignoli, A.E.; Fernández, D.; Regueiro, J.; Mariño, C.; Blanco, J. Esterification of okadaic
acid in the mussel Mytilus galloprovincialis. Toxicon 2011, 57, 712–720.
300. Konoki, K.; Onoda, T.; Watanabe, R.; Cho, Y.; Kaga, S.; Suzuki, T.; Yotsu-Yamashita, M.
In Vitro acylation of okadaic acid in the presence of various bivalves’ extracts. Mar. Drugs 2013,
11, 300–315.
301. Vale, P.; Sampayo, M.A. Esterification of DSP toxins by Portuguese bivalves from the northwest
coast determined by LC-MS-a widespread phenomenon. Toxicon 2002, 40, 33–42.
302. Torgersen, T.; Miles, C.O.; Rundberget, T.; Wilkins, A.L. New esters of okadaic acid in seawater
and blue mussels (Mytilus edulis). J. Agric. Food Chem. 2008, 56, 9628–9635.

Mar. Drugs 2014, 12

458

303. Miles, C.O. Pectenotoxins. In Phycotoxins: Chemistry and Biochemistry; Botana, L.M., Ed.;
Wiley: Oxford, UK, 2008; pp. 159–186.
304. Blanco, J.; Acosta, C.P.; de la Puente, M.B.; Salgado, C. Depuration and anatomical distribution
of the amnesic shellfish poisoning (ASP) toxin domoic acid in the king scallop Pecten maximus.
Aquat. Toxicol. 2002, 60, 111–121.
305. Bricelj, V.M.; Cembella, A.D. Fate of Gonyautoxins in Surfclams, Spisula solidissima, Grazing
upon Toxigenic Alexandrium. In Harmful Marine Algal Blooms; Lassus, P., Arzul, G., Erard, E.,
Gentien, P., Marcaillou, C., Eds.; Lavoisier, Intercept Ltd.: Paris, France, 1995; pp. 413–418.
306. Rossignoli, A.E.; Blanco, J. Subcellular distribution of okadaic acid in the digestive gland of
Mytilus galloprovincialis: First evidences of lipoprotein binding to okadaic acid. Toxicon 2010,
55, 221–226.
307. Johansen, M.; Rundberget, T. The sampling technique greatly affects the toxin content in
Dinophysis spp. cells. In Proceedings of the 12th International Conference on Harmful Algae,
Copenhagen, Denmark, 4–8 September 2006; International Society for the Study of Harmful
Algae: Copenhagen, Denmark, 2008; p. 200.
308. Fux, E.; Marcaillou, C.; Mondeguer, F.; Bire, R.; Hess, P. Field and mesocosm trials on passive
sampling for the study of adsorption and desorption behaviour of lipophilic toxins with a focus
on OA and DTX1. Harmful Algae 2008, 7, 574–583.
309. Maneiro, I.; Guisande, C.; Frangópulos, M.; Riveiro, I. Importance of copepod faecal pellets to
the fate of the DSP toxins produced by Dinophysis spp. Harmful Algae 2002, 1, 333–342.
310. Setälä, O.; Riitta, A.; Harri, K.; Janne, R.; Pasi, Y. Survival and photosynthetic activity of
different Dinophysis acuminata populations in the northern Baltic Sea. Harmful Algae 2005, 4,
337–350.
311. McCarron, P.; Kilcoyne, J.; Hess, P. Effects of cooking and heat treatment on concentration and
tissue distribution of okadaic acid and dinophysistoxin-2 in mussels (Mytilus edulis). Toxicon
2008, 51, 1081–1089.
312. Yasumoto, T.; Murata, M.; Oshima, T.; Matsumoto, C.; Clardy, J. Diarrhetic Shellfish Poisoning.
In Seafood Toxins; Ragelis, E.P., Ed.; American Chemical Society: Washington, DC, USA,
1984; pp. 207–214
313. Marcaillou-Le, C.; Masselin, P. Recent data on Diarrhetic Shellfish Poisoning in France. In Toxin
Marine Phytoplankton; Graneli, E., Sundström, B., Edler, L., Andersen, D., Eds.; Elsevier-North
Holland: New York, NY, USA, 1990; pp. 485–488.
314. Anonymous. Standard Operating Procedure for Detection of Okadaic acid, Dinophysistoxins and
Pectenotoxins by Mouse Bioassay. Working group CRLMB/NRL.Version 4.0 (April 2007).
Available online: https://www.aesa.msc.es/crlmb/web/CRLMB.jsp (accessed on 15 October 2013).
315. Anonymous. Opinion of the Scientific Panel on Contaminants in the Food chain on a request
from the European Commission on marine biotoxins in shellfish okadaic acid and analogues.
EFSA J. 2008, 589, 1–62.
316. Simon, J.F.; Vemoux, J.P. Highly sensitive assay of okadaic acid using protein phosphatase and
paranitrophenyl phosphate. Nat. Toxins 1994, 2, 293–301.

Mar. Drugs 2014, 12

459

317. Honkanen, R.; Stapleton, J.D.; Bryan, D.E.; Abercrombie, J. Development of a protein
phosphatase-based assay for the detection of phosphatase inhibitors in crude whole cell and
animal extracts. Toxicon 1996, 34, 1385–1392.
318. Vieytes, M.R.; Fontal, O.I.; Leira, F.; Baptista de Sousa, J.M.V.; Botana, L.M. A fluorescent
microplate assay for diarrheic shellfish toxins. Anal. Biochem. 1997, 248, 258–264.
319. Mountfort, D.O.; Kennedy, G.; Garthwaite, I.; Quilliam, M.A.; Truman, P.; Hannah, D.J.
Evaluation of the fluorometric protein phosphatase inhibition assay in the determination of
okadaic acid in mussels. Toxicon 1999, 37, 909–922.
320. Ramstad, H.; Shen, J.L.; Larsen, S.; Aune, T. The validity of two HPLC methods and a
colorimetric PP2A assay related to the mouse bioassay in quantification of diarrhetic toxins in
blue mussels (Mytilus edulis). Toxicon 2001, 39, 1387–1391.
321. Tubaro, A.; Florio, C.; Luxich, E.; Sosa, S.; Loggia, R.D.; Yasumoto, T. A protein phosphatase
2A inhibition assay for a fast and sensitive assessment of okadaic acid contamination in mussels.
Toxicon 1996, 34, 743–752.
322. Smienk, H.; Dominguez, E.; Rodrí
guez-Velasco, M.L.; Clarke , D.; Kapp, K.; Katikou, P.;
Cabado, A.G.; Otero, A.; Vieites, J.M.; Razquin, P.; et al. Quantitative determination of the
okadaic acid toxins group by a colorimetric phosphatase inhibition assay: Interlaboratory study.
J. AOAC Int. 2013, 96, 77–85.
323. Aune, T.; Yasumoto, T.; Engeland, E. Light and scanning electron microscopic studies on effects
of marine algal toxins toward freshly prepared hepatocytes. J. Toxicol. Environ. Health 1991, 34,
1–9.
324. Amzil, Z.; Pouchus, Y.F.; le Boterff, J.; Roussakis, C.; Verbist, J.-F.; Marcaillou-Lebaut, C.;
Masselin, P. Short-time cytotoxicity of mussel extracts: A new bioassay for okadaic acid
detection. Toxicon 1992, 30, 1419–1425.
325. Diogène, J.; Fessard, V.; Ammar, M.; Dubreuil, A.; Puiseux-Dao, S. Evaluation of Cytotoxic
Responses to a Maitotoxin Extract and Okadaic Acid. In Harmful Marine Algal Blooms; Lassus,
P., Arzul, G., Erard, E., Gentien, P., Marcaillou-Le Baut, C., Eds.; Lavoisier: Paris, France, 1995;
pp. 285–290.
326. Cañete, E.; Campàs, M.; de la Iglesia, P.; Diogène, J. NG108–15 cell-based and protein
phosphatase inhibition assays as alternative semiquantitative tools for the screening of lipophilic
toxins in mussels. Okadaic acid detection. Toxicol. in Vitro 2010, 24, 611–619.
327. Tubaro, A.; Florio, C.; Luxich, E.; Vertua, R.; Della loggia, R.; Yasumoto, T. Suitability of the
MTT-based cytotoxicity assay to detect okadaic acid contamination of mussels. Toxicon 1996,
34, 965–974.
328. Levine, L.; Fujiki, H.; Yamada, K.; Ojika, M.; Gjika, H.B.; van Vunakis, H. Production of
antibodies and development of a radioimmunoassay for okadaic acid. Toxicon 1988, 26,
1123–1128.
329. Usagawa, T.; Nishimura, M.; Itoh, Y.; Uda, T.; Yasumoto, T. Preparation of monoclonal
antibodies against okadaic acid prepared from the sponge Halichondria okadai. Toxicon 1989,
27, 1323–1330.
330. Shestowsky, W.S.; Quilliam, M.A.; Sikorska, H.M. An idiotypic-anti-idiotypic competitive
immunoassay for quantitation of okadaic acid. Toxicon 1992, 30, 1441–1448.

Mar. Drugs 2014, 12

460

331. Shestowsky, W.S.; Holmes, C.F.B.; Hu, T.M.; Marr, J.; Wright, J.L.C.; Chin, J.; Sikorska, H.M.
An anti-okadaic acid-anti-idiotypic antibody bearing an internal image of okadaic acid inhibits
protein phosphatase PP1 and PP2A catalytic activity. Biochem. Biophys. Res. 1993, 192, 302–310.
332. Chin, J.D.; Quilliam, M.A.; Fremy, J.M.; Mohatrapa, S.K.; Sikorska, H.M. Screening for okadaic
acid by inmunoassay J. AOAC Int. 1995, 78, 508–513.
333. Carmody, E.P.; James, K.J.; Kelly, S.S. Diarrhetic shellfish poisoning: Evaluation of
enzyme-linked immunosorbent assay methods for dinophysistoxin-2 determination. J. AOAC Int.
1995, 78, 1408–1408.
334. Anonymous. Food stuffs Determination of Okadaic Acid and Dinophysis toxin in Mussels HPLC
Method with Solid Phase Extraction Clean-up after Derivatization and Fluorimetric Detection;
European Standardization Committee (CEN): Brussels, Belgium, 2004; p. 14524.
335. Anonymous. Commision Regulation (EU) No 15/201. Amending Regulation (EC) No 2074/2005
as regards recognised testing methods for detecting marine biotoxins in live bivalve molluscs.
Off. J. Eur. Union 2011, L6, 3–6.
336. Nogueiras, M.J.; Gago-Martinez, A.; Paniello, A.I.; Twohig, M.; James, K.; Lawrence, J.F.
Comparison of different fluorometric HPLC method for analysis of acidic polyether toxins in
marine phytoplankton. Anal. Bioanal. Chem. 2003, 377, 1202–1206.
337. Yasumoto, T.; Fukui, M.; Sasaki, K.; Sugiyama, K. Determinations of marine toxins in foods.
J. AOAC Int. 1995, 78, 574–582.
338. Draisci, R.; Giannetti, L.; Lucentini, L.; Ferretti, E.; Palleschi, L.; Marchiafava, C. Direct
identification of yessotoxin in shellfish by liquid chromatography coupled with mass spectrometry
and tandem mass spectrometry. Rapid Commun. Mass Spectrom. 1998, 12, 1291–1296.
339. Pleasance, S.; Quilliam, M.A.; de Freitas, A.S.W.; Marr, J.C.; Cembella, A.D. Ion-spray mass
spectrometry of marine toxins. II. Analysis of diarrhetic shellfish toxins in plankton by liquid
chromatrography/mass spectrometry. Rapid Commun. Mass Spectrom. 1990, 4, 206–213.
340. Quilliam, M.A. Analysis of Diarrhetic Shellfish Poisoning Toxins in shellfih tissue by LC with
fluorometric and Mass Spectrometric detection. J. AOAC Int. 1995, 78, 555–569.
341. Suzuki, T.; Yasumoto, T. Liquid chromatography electrospray ionization mass spectrometry of
the diarrhetic shellfish poisoning toxins okadaic acid, dinophysistoxin-1 and pectenotoxin-6 in
bivalves. J. Chomatogr. A 2000, 874, 199–206.
342. Hu, T.; Marr, J.; Defreitas, A.S.W.; Quilliam, M.A.; Walter, J.A.; Wright, J.L.C. New diolester
(of okadaic acid) isolated from cultures of Prorocentrum lima and Prorocentrum concavum.
J. Nat. Prod. 1992, 55, 1631–1637.
343. Suzuki, H.; Beuzenberg, V.; MacKenzie, A.L.; Quilliam, M.A. Discovery of okadaic acid esters
in the toxic dinoflagellate Dinophysis acuta from New Zealand using liquid chromatography/tandem
mass spectrometry. Rapid Commun. Mass Spectrom. 2004, 18, 1131–1138.
344. Paz, B.; Daranas, A.H.; Cruz, P.G.; Franco, J.M.; Pizarro, G.; Souto, M.L.; Norte, M.; Fernández, J.J.
Characterisation of okadaic acid related toxins by liquid chromatography coupled with mass
spectrometry. Toxicon 2007, 50, 225–235.
345. Gerssen, A.; McElhinney, M.A.; Mulder, P.; Bire, R.; Hess, P.; Boer, J. Solid phase extraction
for removal of matrix effects in lipophilic marine toxin analysis by liquid chromatography-tandem
mass spectrometry. Anal. Bioanal. Chem. 2009, 394, 1213–1226.

Mar. Drugs 2014, 12

461

346. Paz, B.; Riobó, P.; Franco, J.M. Preliminary study for rapid determination of phycotoxins in
microalgae whole cells using matrix-assisted laser desorption/ionization time-of-flight mass
spectrometry. Rapid Commun. Mass Spectrom. 2011, 25, 3627–3639.
© 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/3.0/).

