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Abstract: Gymnodinium catenatum has been the main species responsible for paralytic shellfish
poisoning events along the Portuguese coast (Iberian Peninsula), causing bans on bivalve harvesting
that result in huge economic losses. This work presents the characterization of two novel isolates of
G. catenatum regarding their growth and toxin profiles. Laboratory growth experiments revealed that,
although low growth rates were obtained during cultivation, the cell yields were high compared to
those reported in the literature. Evaluation of the toxin profiles, by HPLC-FLD, essentially confirmed
the typical composition of toxins of this regional population (Iberian Peninsula), namely, the absence
or low representation of the toxins dcNEO, GTX1,4 and NEO and a higher ratio of the toxins C1,2,
GTX6 and GTX5. However, the percentage of the identified toxins varied among the strains of this
study (under the same isolation, growth, and analysis conditions), and also differed from that of
other strains described in the literature. Interestingly, we found a comparatively high abundance of
dcSTX in both strains, relative to the other toxins, and an unquantifiable amount of C3,4 toxins. In
addition to the geographic relationship between toxin profiles, chemical conversions among toxins
may explain some differences encountered in the toxin profiles of G. catenatum strains.

Keywords: bioprospection; toxic microalgae; Gymnodinium catenatum; paralytic shellfish toxins;
PST bioconversion

Key Contribution: This study revealed a higher percentage of dcSTX and a lower amount of C3,4
comparatively to the other strains from the same region. Bioconversion reactions may promote
different toxin profiles.

1. Introduction

Dinoflagellates are a group of unicellular eukaryotes known as an important source
of marine toxins [1]. Several marine toxins are harmful to human health through the
ingestion of food containing these toxins (e.g., bivalves). This group of microalgae is
gaining increasing relevance for different biotechnological applications, particularly in
drug discovery, due to the high diversity of toxins with important biological activities [2].
In this context, bioprospection of novel strains is key to increasing the current portfolio
because different isolates of the same species are known to display distinct levels and toxin
profiles [3-9].

Among the dinoflagellate species associated with human poisoning syndromes, those
producing paralytic shellfish toxins (PST) stand out because of their significant contribution
to the number of harmful algae bloom (HAB) events reported worldwide (35% of the
events associated with seafood toxins between 1985 and 2018) [10,11]. The effects of
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PST on human health are a cause for concern. Some of the typical symptoms are facial
numbness, paralysis, and respiratory arrest, but in acute situations poisoning may lead to
death [12-15]. According to European regulation 853/2004, the maximum regulatory limit
for PST is 800 micrograms of STX (saxitoxin) equivalents per kilogram of shellfish meat. [16].

PST represent a group of compounds consisting of more than 50 analogues [17]. Struc-
turally, PST are highly polar and hydrophilic molecules comprising a 3,4-propinoperhydropurine
tricyclic system and two guanidine groups. Structural diversity arises from the pres-
ence of chemically diverse substituents at different positions in the molecule that affect
the toxicity of each analogue. In general, PST are classified into four main subgroups
based on the substituent group in R4 (Figure 1): carbamoyl- (STX; NEO; GTX1,4; GTX2,3),
N-sulfocarbamoyl- (GTX5; GTX6; C1,2; C3,4), benzoyl- (GC1-6) and decarbamoyl-PST (dc-
STX; dcNEO; dcGTX1,4; dcGTX2,3) [18-20]. Regarding their relative toxicity, it is consensu-
ally accepted that the carbamoyl subgroup is the most potent followed by the decarbamoyl
and N-sulfocarbamoyl subgroups. The toxicity potential of the benzoyl subgroup has not
been clearly defined so far; yet, some studies point to a high potency [21,22].
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Figure 1. Representation of the molecular structure of PST. Substituents and subgroups: R; =-H
or -OH; Ry and Rz = -H or -OH or -OSO3~; Ry = -CONH, (carbamoyl) or -CONHSO;~
(N-sulfocarbamoyl) or -CO(C¢H4)OH (benzoyl) or -H.

In marine ecosystems, PST are produced by species belonging to three different
dinoflagellate genera: Gymnodinium, Alexandrium and Pyrodinium [23]. Among them,
Gymmnodinium catenatum is a species associated with major outbreaks that lead to shellfish
toxification by PST in different parts of the world [24] (and references therein).
Gymmnodinium catenatum from the Gulf of California was first identified and described
in 1939 [25], and since the 1980s it has been held responsible for PST outbreaks in Portu-
gal [5,26-28]. Regarding the toxin profile of G. catenatum, variations among strains and
populations from different geographical regions have been observed [3,4,6,9], although,
some toxins appear to be common to most reports with C1,2 toxins usually featuring as
some of the most abundant [24].

In this context, the present work provides a characterization of two new isolates of
G. catenatum from the Portuguese coast (NE Atlantic), regarding their growth performance
and toxin profiles. The results are discussed in the context of the available knowledge
concerning the biogeographical variability of the toxin profile of G. catenatum, mainly in
the Iberian Peninsula. Reference is made to the possible evidence for interconversion
relationships among toxins that may account for differences in the toxicological profiles of
G. catenatum strains.

2. Results
2.1. Growth Characterization of G. catenatum Cultures

The growth curves followed over 13 days for both strains of G. catenatum are shown in
Figure 2. Triplicate cultures of both strains were inoculated with an initial cell concentration
of approximately 1.69 x 10* cells mL~!. The growth curves of both strains were charac-
terised by a long lag phase until day seven followed by a short exponential phase lasting
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until day 11, when they entered stationary phase. The growth curves demonstrate that
G. catenatum 1013-26-02 displayed a higher growth performance registering statistically
higher cellular concentrations after the third day of cultivation (p < 0.05) than those recorded
for G. catenatum 1013-25-02. Average maximum cell yields of (9.24 4- 0.39) x 10* cells mL~!
and (13.90 £ 0.91) x 10* cells mL~! were registered on the final day of the trial for
G. catenatum 10-13-25-02 and 10-13-26-02, respectively (Figure 2).

16
e - —@— L110-13-25-02
|_| 14 4 L1 10-13-26-02
c B
L 424
o) i
vo
o 10
- i
5 o
“— _
©
< 6
(] -
e
S 4
(_) -
T 2
(@] i
0 T T T T T T T T T T

T T T
0o 1 2 3 4 5 6 7 8 9 10 11 12 13 14

Time (days)

Figure 2. Growth curves of G. catenatum strains 1013-25-02 and 1013-26-02 for 13 days in L1 culture
medium (n = 3).

The growth rate of G. catenatum 1013-26-02 (0.162 + 0.005 d~!) was significantly
higher (p < 0.05) than that of G. catenatum 1013-25-02 (0.130 £ 0.003 d~'). In turn, the
duplication time (number of days) was longer for 1013-25-02 (5.32 £ 0.13) than for I013-26-02
(4.29 £+ 0.13).

2.2. Determination of PST Profile

The PST profile was evaluated using the high-performance liquid chromatography
with fluorescence detection (HPLC-FLD) method. LOQs (limits of quantification) ranged
between 0.02 and 0.42 uM and all R? (determination coefficient) > 0.9990 (Table S1, in the
supporting information---SI). In all sample extracts, toxins eluted between 4 and 10 min.
The blank, oxidized with peroxide or periodate, did not reveal peaks in this time interval.
Similarly, the unoxidized sample extracts did not reveal naturally fluorescent co-extractives
corroborating that, under these analysis conditions, these toxins are only detected by a
pre-oxidation reaction.

With respect to toxin profiles, analysis of both strains revealed undetectable amounts
of the toxins GTX2,3, dcNEO and NEO. The toxins C3,4, GTX1,4 and STX were detected
but their amounts were below the corresponding LOQs. The toxins dcGTX2,3, C1,2, dcSTX,
GTX5 (or B1) and GTX6 (or B2) were quantified, revealing concentrations ranging from
0.07 to 1.36 uM. To determine the toxin concentration (femtomole, fmol) per cell, the cell
concentration of each replicate and each strain was considered. Then, the average values
(£standard deviation, SD) were calculated considering the biological replicates for each
strain. The results are shown in Table 1. The molar fraction was estimated only based on
quantifiable toxins. To calculate the molar fraction (%), the ratio between the concentration
of each toxin (uM) and the sum of the concentration (uM) of all toxins, for each replica of
each strain, was determined and then multiplied by 100. The toxin content differed between
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the strains (Table 1 and Figure S1, in the SI). The concentrations of dcGTX2,3 and C1,2 were
higher in strain I013-25-02 than in 1013-26-02. Inversely, dcSTX concentration was higher
in strain 1013-26-02 than in 1013-25-02. The GTX5 content was similar in both strains.
The GTX6 content was not significant in 1013-25-02; whereas, in 1013-26-02 it reached
4.2 £ 0.6 fmol cell ! corresponding to the second most abundant toxin of this strain. In
both strains, dcSTX was the most abundant analogue.

Table 1. PST profile of G. catenatum cultures used in this study. The values correspond to the
average + SD. TEFs presented were proposed by the EFSA.

Strain 1013-25-02 1013-26-02
. Concentration Molar Concentration Molar
Toxin TEF(EFSA) ¢ ol Cell 1 Fraction (%)  fmol Cell-?  Fraction (%)
dcGTX2,3 0.4 1.0+0.2 6+1 0.57 +0.02 3.0+0.1
C1,2 0.1 56+1.2 31+4 2.8+05 15+1
dcSTX 1.0 6.8 £t1.0 40 + 8 95+0.2 49 +3
GTX5 (or B1) 0.1 25+04 14+2 1.84+0.2 9.8+ 04
GTX6 (or B2) 0.1 3.4+47 9+16 42 +0.6 23 +2

Concerning the toxicity levels, the average global toxicity of the I013-26-02 strain
(10.6 fmol cell~!) was higher than that of 1013-25-02 (8.3 fmol cell™!). These results
were determined by the sum of the average concentrations of each quantified toxin (i),
considering the correspondent toxicity equivalence factors (TEFs), according to Equation (1).
The TEFs used are those proposed by the European Food Safety Authority (EFSA) [29] and
presented in Table 1. For the epimeric pairs (dcGTX2,3 and C1,2), the TEF values presented
in the table correspond to the highest value of the pair.

Global toxicity =Y _ toxin; X TEFyyip, 1)

3. Discussion

Microalgae and their associated bioactive metabolites have great environmental rele-
vance and enormous potential for applications both in the biotechnological and medicinal
fields. Therefore, a deeper understanding of the biological and chemical processes, includ-
ing the chemical composition and properties of metabolites, will translate into research
developments that are better suited to the benefit of society. For instance, in the case of
PST produced by G. catenatum, earlier studies uncovered the anaesthetic properties of some
of the molecules (analogues), namely, STX and NEO [30-32]. In this work we observed a
greater abundance of dcSTX and C1,2 or GTX6 on the strains of G. catenatum analysed. C1,2
and GTX6 toxins have a low toxicity potential but, according to EFSA, dcSTX has a similar
toxicity potential to STX and NEO [29], which present the highest toxicity potential (1.0).
Thus, although dcSTX toxicity has been revised downwards more recently [33], it remains
a potential anaesthetic candidate.

Despite the high sensitivity of G. catenatum to environmental and cultivation con-
ditions (e.g., light, temperature, culture container), high cell density of both strains was
obtained in this work, compared to the results previously reported in literature. For ex-
ample, G. catenatum MEL11, from the East China Sea, reached a maximum cell density
of (1.14 4 0.15) x 10* cells mL~! at 20 °C [34]. The high cell yields are probably related
to the high starting cell concentrations used for the inoculation of cultures in the present
work. On the other hand, both G. catenatum strains reported here displayed a low growth
rate compared to G. catenatum MEL11, which attained 0.66 £ 0.19 dlanda duplication
time of 1 day [34], and when compared to G. catenatum BAPAZ-10 from Mexico, which
had a duplication time of 2.53 days [35]. The former work highlighted the significantly
faster growth of G. catenatum BAPAZ-10 when compared to Iberian strains. However,
G. catenatum LIMS-PS-2604 from the Korean coast showed a comparable growth rate of
0.21 d1 [36].
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Regarding the profile of toxins produced by the G. catenatum strains, there are many
factors that may account for intra-specific differences. The life-cycle stage of the original
isolation (e.g., vegetative stage vs. resting cyst), growth conditions (e.g., light, temperature,
salinity, microbiome), sample preparation and analysis methods (e.g., HPLC-FLD vs. LC-
MS), as well as the genetic signature are examples of factors that may influence the toxin
profile [3,7,24,37,38]. In our study, two strains isolated from the same bloom, which had
the same age in culture, were grown under the same abiotic culturing conditions. Care
was taken so that the collection of extracts containing the toxins and sample preparation
before analysis were performed simultaneously. Pre-oxidation and analysis by HPLC-
FLD were performed sequentially in a few days, adopting the same conditions for both
strains. Even so, significant differences were observed in the toxin profiles of the studied
strains thus highlighting the existence of other possible factors that may affect the observed
intra-strain variability.

One aspect that should be considered is a set of bioconversions at the molecular level
that may also influence the toxin profile. In fact, previous studies have already demon-
strated that metabolic transformations occur in dinoflagellates, namely, in G. catenatum.
In our previous work [20], an extensive review of the bioconversions of PST that occur
in different species (dinoflagellates, bivalves, and humans) was carried out. Based on
that information, Figure 3 presents a summary of the bioconversion reactions reported in
the literature for G. catenatum [19,39,40] involving the toxins that were quantified in this
study. The main reactions reported by those authors are sulfonylations (GTX2,3 to C1,2;
STX to GTX5; M2 to GTX2,3). They are mediated by specific sulfotransferase (ST) enzymes
(N---ST or O---ST) and use the sulfate group from 3’-phosphoadenosine 5'-phophosulfate
(PAPS) as the sole source [39,40]. The activity of these enzymes is species specific, and
their substrate affinity appears to be affected by the presence of some substituent groups
(e.g.,—OH) [20,39,41]. Additionally, oxidation (GTX2,3 to GTX1,4) and hydroxylation
(STX to M2) reactions are also possible. Although the kinetics of all these reactions are
not known, the different reaction rates and the competition for specific substrates could
be a hypothesis to justify the different toxin profiles. This has been reported for clams
(bivalves), for instance, where the bioconversion into decarbamoyl toxins (e.g., dcSTX)
from N-sulfocarbamoyl toxins (e.g., GTX5) seems to be faster than from carbamate toxins
(e.g., STX) [42—44]. The impossibility of quantifying, in this work, all the toxins eventually
involved in these reactions does not allow us to confirm this hypothesis with certainty, but
the issue should be kept in mind for future studies.

B

Figure 3. Bioconversion reactions reported in the literature for G. catenatum. The darker coloured
boxes identify the toxins quantified in this work, while the boxes with dashed boundaries represent
the toxins detected but with concentrations below the LOQ.

G. catenatum seems to have a relatively conservative genetic profile [3], but the relative
abundance of each PST produced by this dinoflagellate differ between strains of different
geographic origins [3-9,27,45]. In this work, a comparison (Table 2) of our results with the
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toxin profiles presented by other authors [3,5,7-9,27,46] was made, considering regional
strains from Iberian Peninsula. The data in this table, in mol%, were normalized to allow
direct comparison of ratios for the same toxins. The values show that our results are
mostly within the range disclosed in the literature. Considering the strains from the Iberian
Peninsula, the toxin profile seems to be characterized by the absence or low representation
of the toxins dcNEO, GTX1,4 and NEO, unlike other strains from Mexico, where NEO is
more representative [6]. Although with low representation, the toxins GTX2,3 (<5%) and
STX (<13%) were also quantified in some samples, mostly those associated with strains
from the Atlantic and Mediterranean areas collected before 2007. Additionally, the toxin
profile of these regional strains seems to be characterized mainly by the presence of C-toxins
(C1,2 and C3,4), GTX5, GTX6, dcSTX and dcGTX2,3 (in lower amounts). However, the
relative percentage of each (pair of) toxin(s) is variable, which may be attributed to the
different factors referred above. In fact, some studies have associated the variation of some
physicochemical parameters with the variation of the toxins profile. For example, Band-
Schmidt and co-authors (2014) observed the decrease and increase in the molar percentage
of C1,2 and GTX5,6, respectively, when they increased the temperature from 16 to 33 °C [37].
However, a narrower temperature range (20-26 °C) does not seem to be enough to change
the toxin profile, as suggested by other authors [34].

In the specific case of C3,4 toxins, the methods of preparation and analysis may have
even more impact on their quantification. For the first time, we tried to directly quantify
the C3,4 toxins, with calibration curves prepared from a CRM, but these toxins were not
present in the samples in quantifiable amounts. Note that indirect quantification, by acidic
hydrolysis, has been the preferred method for quantification of these toxins in AOAC
Official method 2005.06 as the existence of a CRM for C3,4 is very recent. This is an issue
that may eventually contribute to the differences in abundance of C3,4 in relation to other
studies focused on the Iberian Peninsula, because different toxin profiles could result from
differences in the sample preparation and analysis methods, as mentioned above.

Another relevant finding of this work is the higher percentage of dcSTX (average
values between 40 and 50%) compared to previous studies, in which most values are
below 15% (Table 2). Only two strains (I013-17 and 1013-06) presented values closer
to the values found in this work. Chemically, dcSTX may originate from the hydrolysis
of STX or GTX5 (B1) at R4 substituent group (Figure 1). From the analysis of Table 2
there seems to be an inverse trend between dcSTX and GTX5 for most of the studies
presented, that is, higher molar percentages of dcSTX seem to be associated with lower
percentages of GTX5, and vice versa. Considering these data, it is hypothesized that part
of the amount of dcSTX quantified in this work results from the molecular conversion
from GTX5 by hydrolysis. Although it cannot be extrapolated, this trend appears to agree
with observations previously reported for other species, namely, clams, which revealed a
faster bioconversion to decarbamoyl toxins (e.g., dcSTX) from N-sulfocarbamoyl toxins
(e.g., GTX5) than from carbamoyl toxins (e.g., STX) [42,43].
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Table 2. Toxin profiles (mol%) of G. catenatum strains from Iberian Peninsula.

Region, Date Strain dcGTX2,3 C1,2 dcSTX GTX5 GTX2,3 STX GTX6 C34 dcNEO GTX14 NEO Ref.
Lisbon bay, 2018 1013-25-02 6+1 31+4 40 + 8 14+2 nd <LOQ 9+16 <LOQ nd <LOQ  <LOQ This study
Lisbon bay, 2018~ 1013-26-02 3.0 + 0.1 1541 49+3 98404 nd <LOQ 2342 <LOQ nd <LOQ  <LOQ This study
Lisbon bay, 2007 2 43 15 22 nd nd 8 3 7 [5]
Lisbon bay, 2007 C37/07 3.2 34.3 41 23.6 16.2 17.1 1.5 [46]

Espinho, 2005 1013-04 3% 67 * 3 2 5 nd 2 14 * 2 2% nd [27]*

Algarve,
_ 2003 1013-01 22.1 14 414 15.5 19.6 Gl
§D 2008 [013-17 +* 44.8 35.4 19.8 :
B Lisbon bay,
~ 2003 1013-02 13.0 22 23.1 27.4 343 [3]
2005 1013-06 +* 414 35.1 235
Aveiro,
2010 1013-22 9.0 1.5 24.0 30.8 347 [3]
2011 1013-24 14.6 0.9 13.0 39.0 325
Aguda, 1989 PT02 8.5 30.8 53 27.4 2.1 0.7 125 12.7 nd [7]*
Portugal, 8.1 318 55 26.9 18 0.6 15.1 104 8]
unknown
Ria de Vigo, 1985 5 strains 1.0-7.7 135-26.3  3.3-4.6 18.5-37.1 0.3-3.3 nd 15.3-34.8  8.0-14.8 nd [7]1*
Galicia, 5 strains nd-18  99-66.0* 03-147  184-27.1 nd-0.09* 2.0-13.0  29-484 nd-21.2* i nd-18 nd-174 [o] +++
5 1985-1993 4 ®) ®) ®) 1 (5) () 3) 2 D
= 09-77  125-97.4 nd-3.7 nd-32.5 nd-4.9 * nd-37.6  nd-34.6* nd-57.8
¥ Andalucia, 1999 11 strains nd nd 9] ***
1) - (1) ©) ©) ) ®) ©) ) Pl
Spain, unknown 45 22.7 35 29.2 2,0 nd 22.8 15.3 -—- -—- - [8]

* Sum of epimeric pair. * Percentages recalculated by us from the authors’ data, excluding GC toxins. ** Percentages recalculated by us from the authors’ data, excluding dcGTX1+2.
*** Values normalized by exclusion of doSTX. (n)—number of strains in which the toxin was identified. LOQ—Limit of quantification; nd—not detected.
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4. Conclusions

Among regional populations (Iberian Peninsula), there are differences in toxin profiles
between strains. This study revealed that the studied strains differ from other strains from
the same region by having a higher percentage of dcSTX and a lower amount of C3,4. It
also reinforces the absence or low representation of the toxins dcNEO, GTX1,4 and NEO
as a typical feature of regional Iberian strains. Differences in content between the two
strains studied were also observed: the concentrations of dcGTX2,3 and C1,2 were higher
in 1013-25-02 than in 1013-26-02, while the dcSTX concentration was higher in 1013-26-02
than in I013-25-02. Also, in this work, some bioconversion reactions are disclosed and con-
sidered as a possible promoter of the different toxin profiles. An apparently reverse trend
between dcSTX and GTX5 (molar percentage) suggests that dcSTX results from the molecu-
lar conversion from GTX5 by hydrolysis. These studies are relevant to better characterize
the toxin profile of G. catenatum and consolidate the existence of a biogeographic profile. In
addition, the combined data may allow the anticipation of the global toxicity of a strain,
which may be higher or lower, depending on its toxin profile in each geographic region.

5. Materials and Methods
5.1. Sampling and Isolation Procedures

The clonal strains of G. catenatum used in the present study (I1013-25-02 and 1013-26-02)
were obtained upon reisolation of single chains from non-clonal cultures. These were origi-
nally established from the isolation of wild cysts, putative planozygotes and motile chains
from phytoplankton net samples collected in Lisbon Bay (38°41'37” N 9°24’52.5” W), in
September 2018 during a bloom of G. catenatum. Once established, cultures were main-
tained in L1 medium [47] salinity 33 ppt, at 19.0 £ 1.0 °C, under 12 h:12 h light: dark cycle
and photosynthetic photon flux density (PPFD) of ca. 40 umol photons m~2s~!. Cultures
were maintained in the algae culture collection at Lisbon University (ALISU).

5.2. Culture Growth Conditions

Cultures for strain growth characterisation were previously acclimated for at least
two passings to the experimental conditions (PPFD of 80 pmol s~ 'm~2? with a 14 h:10 h
light:dark cycle, at a constant temperature of 19.0 & 1.0 °C). A laboratory-scale growth
experiment was performed in triplicate for 13 days. Each replicate of 400 mL fresh L1
medium [47] was inoculated to an initial concentration of 1.69 x 10* cells mL .

Cell concentration (CC) was followed by cell count, every two days for 13 days, until
the early stationary phase was reached [48]. Cell counts were performed in quadruplicate
(83 mL per replicate) using an Utermohl sedimentation chamber in an inverted microscope
(Motic AE30 LED Digital, Motic, Kowloon Bay, Kowloon, Hong Kong). Samples were fixed
with Lugol’s iodine solution before analysis.

Growth rates (r) were calculated as described by Equation (2) [49]:

r=1In(N¢/Np)/(T; — Tp) @)

where N; is the total cells at the end of the curve, Ny is the total cells at the start of the curve,
T} is the end point time and T} is the initial point time.
The doubling time (T,) was calculated by applying Equation (3) [49]:

T, = 0.6931/r 3)

5.3. Determination of PST
5.3.1. Harvest and Extraction

Both cultures were harvested at the end of the exponential phase, on the 13th day,
by filtration, using GF/C fiberglass filters 0.7 um (Whatman™, Maidstone, UK). Three
biological replicates of each strain and a blank (only L1 medium) were considered for the
experiments. The biotoxins were extracted from G. catenatum cultures using the AOAC
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Official Method 2005.06 [50,51] with some adaptations. Briefly, 3 mL of acetic acid 1%
(prepared from glacial acetic acid, HPLC grade > 99.8%, from Carlo Erba) was added to
each falcon tube containing the fiberglass filter with biomass. Each filter was crushed with
a metal lancet to enhance the extraction yield. The samples were mixed using a vortex
(Labbox, Barcelona, Spain), sonicated (Transsonic 660/H Elma) for 10 min, and heated for 5
min over a bath at 100 °C. After that, they were mixed again and placed in a beaker with
ice for 5 min. Thereafter, samples were centrifuged at 7000 g for 10 min, at low temperature
(10 °C), using a high-speed centrifuge 5430 R, Eppendorf. The supernatant was filtered
into graduated glass tubes using PVDF filters 0.22 um, 13 mm (Teknokroma). Afterwards,
3 mL of acetic acid 1% were added again to each falcon tube and mixed, using a vortex.
The centrifugation and filtration processes were performed three times. At the end, the
volume of all samples was adjusted to 10 mL with ultrapure water (Simplicity® Water
Purification System, Merck, Germany, 18.2 MQ).cm). All samples were subjected to the
solid phase extraction procedure shortly after extraction. The blank was subjected to the
same experimental procedures as the samples.

5.3.2. Solid-Phase Extraction (SPE) Procedure

The procedures for cleaning and fractioning the samples were based on the AOAC
Official Method 2005.06 proposed for analysis of PST in shellfish but with some adaptations
to our conditions. To clean-up, SPE-C18 cartridges (500 mg/3 mL, Finisterre, London,
UK) were conditioned with 6 mL of methanol (>99.9%, LC-MS Chromasolv™), followed
by 6 mL of ultrapure water. A total of 2.5 mL of each homogenized sample (or blank)
was added to each cartridge. The flow was maintained at 2-3 mL/min and the effluent
was collected in graduated tubes. A total of 2.0 mL of ultrapure water was added to the
cartridges for washing and the resulting effluents were collected in the same tubes. Before
final adjustment to 5.0 mL with ultrapure water, the pH of the samples was adjusted to ca.
6.5 with 1 M NaOH (p.a. from Chem-Lab) using a pH indicator paper.

For fractioning, SPE-COOH cartridges (500 mg/3 mL, Speed ™ Applied Separations,
Allentown, PA, USA) were conditioned with 10 mL of 0.01 M ammonium acetate (>98%,
Pronalab®). Then, 2.0 mL of each sample extract from SPE-C18 was added to ion exchange
cartridges and the effluents were collected in graduated tubes. A total of 4.0 mL of ultrapure
water was added to each cartridge and collected in the same tubes. The tubes containing the
effluent were removed and their final volume was adjusted to 6.0 mL. These correspond to
the first fractions of each sample, which contain the C-toxins. Then, 4.0 mL of 0.05 M NaCl
(p.a., 299.8%, Chem-Lab, Zedelgem, BELGIUM) was added to the same cartridges and the
effluent was collected in other graduated tubes. These tubes were removed, and their final
volume was adjusted to 4.0 mL; these extracts correspond to the second fractions (GTX1-6
and dcGTX2,3). Finally, 5.0 mL of 0.3 M NaCl was added to the same cartridges and
the corresponding effluents (third fractions) were collected in other graduated tubes. All
samples and the blank, after extraction (Section 5.3.1) and after cleaning and fractionation
procedures by SPE, were stored in dark glass vials in the refrigerator until oxidation for
subsequent analysis by HPLC-FLD.

5.3.3. Analysis by HPLC-FLD with Pre-Column Oxidation

The samples were analysed by HPLC-FLD (Shimadzu, Prominence-i LC-2030C Plus),
according to an adaptation of Lawrence’s method (AOAC Official Method 2005.06). The
detailed features of this adapted method and the equipment used are described in the
SI and in a previous publication [52]. All solvents were previously filtered, using PVDF
membrane filters (0.22 pm, 47 mm) from Teknokroma. The injection volumes were 30 pL or
100 pL, for solutions oxidized with peroxide or periodate, respectively. Three replicates of
the injection were carried out for each sample extract.

Before analysis, all samples were oxidized to allow the detection of toxins. Sample
extracts from SPE-C18 were separately preoxidized with periodate and peroxide. Sample
extracts from SPE-COOH were oxidized only with periodate. The periodate reagent allows
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the detection of both hydroxylated and non-hydroxylated toxins; whereas the peroxide
reagent is specific for non-hydroxylated toxins (dcGTX2,3; C1,2; dcSTX; GTX2,3; GTX5;
STX). Additionally, the blank was subjected to both oxidation procedures to evaluate
possible matrix effects.

The periodate oxidant was freshly prepared each day of the analysis by mixing equal
volumes of 0.03 M of periodic acid (H5104 > 99.5%, Riedel-deHaén), 0.3 M of ammonium
formate (NH4HCO,, LC-MS grade from Carlo Erba), 0.3 M of disodium hydrogen phos-
phate (NapHPOy, 99.5%, Riedel-deHaén) and adjusting the pH of the mixture to 8.2 with
NaOH 0.2 M, using a pH meter (Hanna). For periodate oxidation, we adopted a procedure
previously reported [53]. Briefly, 100 puL of sample extract (or standard solution) was mixed
with 100 pL of ultrapure water, followed by the addition of 500 pL of periodate reagent.
The mixture was stirred (using a vortex) and let to react at room temperature at least 1 min.
After that, 5 uL of glacial acetic acid was added, the mixture was again stirred and let to
react for 10 min at room temperature.

For peroxide oxidation, 375 pL of 1 M NaOH and 37.6 pL of H,O, 10% (w/v), obtained
from H,O; 50% (w/w) (Scharlau), were firstly mixed in an autosampler vial (a vortex was
used for the mixes). Then, 150 pL of sample extract (or standard solution) was added, and
the final mixture was stirred and allowed to react for 10 min at room temperature. Then,
30 puL of glacial acetic acid was added to stop the reaction.

5.3.4. Toxins Identification and Quantification

To identify and quantify PST, calibration curves with 4-6 concentration levels of each
toxin or mixtures of toxins were performed in aqueous solution. For that, the eleven cer-
tified reference materials (CRM) available on the market were considered: dcSTX (from
National Research Council Canada, Halifax, Canada); STX; dcGTX2,3; C1,2; C3,4; GTX1,4;
GTX2,3; GTX5, GTX6, NEO and dcNEO (from CIFGA laboratory S.A., Lugo, Spain). Identi-
fication of the toxins in the sample extracts was made in correspondence with the retention
times (R¢) of the CRM and their quantification through the calibration curve for the corre-
sponding toxin.

5.4. Statistical Analysis

Data were calculated as the mean of three independent replicates & standard deviation
(SD). Normality and homogeneity of variance were tested using the Shapiro and Levene
tests, respectively. When found, outliers were removed according to the interquartile range
(IQR). An independent samples t-test was used to assess differences between the means of
the two tested strains. Only results with p < 0.05 were considered statistically different. In
addition, analysis of variance (ANOVA) was performed to test differences in toxin content.
Statistical treatment was performed using R software (version 4.1.0) and Microsoft® Excel®
(version 2209).

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/toxins14110762/s1, Figure S1: Toxin concentration for both
strains of G. catenatum; Table S1: Limits of quantification (LOQ), limits of detection (LOD) (in umol/L)
and determination coefficients for each toxin (lower values); details about HPLC-FLD method.
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