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Abstract: During the austral winter of 2017, a bloom of Prorocentrum spp. occurred, reaching
a cell density of 2.73 x 100 cells L~1, in Paracas Bay, Peru. In order to identify which, type of
species generated this event and determine its toxicity, the values of the environmental parameters
(temperature, winds and salinity) that induced the rapid growth of the dinoflagellate in this bloom
were identified. A clonal culture was established for taxonomic (SEM), phylogenetic (ITS) and
toxicological analysis via LC-MS/MS to determine the presence of tetrodotoxin (TTX) and whether
the species represents a food safety hazard. This event coincided with the coastal upwelling process,
which generated high concentrations of phytoplankton biomass (>10 mg m~23 chlorophyll-a) and
allowed the rapid growth of P. cordatum (IMP-BG 450) in Paracas Bay. However, toxicological analyses
of the IMP-BG 450 strain culture did not show the presence of TTX quantifiable through the technique
used. Due to the antecedents of the presence of TTX in mollusks from other latitudes during blooms
of this species, it is recommended that analyses of this toxin be carried out both in filter-feeding
mollusks and in this species during a new bloom.

Keywords: eutrophication; aquaculture; mixotrophic; upwelling

1. Introduction

The increase in nutrients during recent years in oceanic, continental and estuarial
waters due to human activity has favored more intense and frequent harmful algal blooms
(HABs) [1]. Together with the effects of climate change and maritime transport, many
species have increased their geographic dispersion, leading to a variety of harmful impacts
on natural aquatic ecosystems’ populations [1-9]. The rise of nutrients in the coastal waters
of Peru due to intense upwelling processes [10,11] has increased diatom growth. These
blooms have been strongly correlated with the incorporation of NOj3 [4,12-15]. Highly
productive aquatic environments are beneficial for invasive species such as those of the
genus Prorocentrum, with notable increases in their frequency, duration and magnitude in
tropical, subtropical and temperate climates alike [16-18].
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Prorocentrum cordatum (Ostenfeld) J. D. Dodge, 1975 (syn. Prorocentrum minimum
(Pavillard) Schiller) [19-21]—taxonomically accepted name according to the World Reg-
ister of Marine Species (WoRMS) [20,22]—presents a global distribution associated with
eutrophication, and particularly with nitrogen enrichment [16,18,23], being found near
wastewater areas and fish and shrimp farming tanks: all rich in nutrients [4,23,24]. This
dinoflagellate has adaptive ecological strategies, such as high intrapopulation variability
in the face of environmental stress (eutrophication or pollution) [25,26] and changing its
feeding from autotrophy to mixotrophy (phagotrophy) under conditions of low availability
of inorganic nutrients, as in the case of the 15 blooms over three decades in the coastal
waters of the Baltic Sea where most were of mixotrophic P. cordatum [27]. These strategies
for its development and maintenance allow this species to be a potential invader and
conquer a variety of ecological niches, including coastal ecosystems saturated with species
with high anthropogenic nutrient loads [22,28].

P. cordatum blooms pose a risk to aquaculture, human health and ecosystems due
to their possible link with the presence of tetrodotoxin (TTX) in shellfish [29-32]. The
neurotoxin TTX is highly potent, as it can block sodium channels and thereby inhibit the
propagation of action potential in muscle and nerve cells [33,34]. In Greece in 2012, TTX
was identified in mussels with the presence of P. minimum (syn. = P. cordatum) [29], and
Rodriguez, et al. [35] found TTX analogs in certain strains of P. minimum in symbiosis with
bacteria (Roseobacter and Vibrio sp).

P. cordatum has been reported on the Peruvian coast but always at a low density
(<500 x 103 cells L™1) [36-40]. However, between 29 August and 1 September 2017, the
HAB monitoring program carried out by the National Fisheries Health Organization (SA-
NIPES) detected a P. cordatum bloom in Paracas Bay with a density of
2.73 x 106 cells L~! (https:/ /www.sanipes.gob.pe/web/index.php/es/fitoplancton, ac-
cessed on 1 July 2022).

Paracas Bay is a highly productive area in which intense cultivation activity of Ar-
gopecten purpuratus, and therefore a bloom of a potentially toxic species such as P. cordatum
can have important consequences for human health and economic activity. The aim of this
study was to unequivocally identify the species by morphological and molecular charac-
terization, and to identify the possible presence of TTX, as well as to know if the species
represent a food safety hazard.

2. Materials and Methods
2.1. Environmental Parameters

The data analyzed in this case were temperature (°C), salinity, dissolved oxygen
(mg L), oxygen saturation (%) and phytoplankton density by species (cells L™!) from the
database of the HAB Monitoring Program in Paracas Bay run by SANIPES from August
to September 2017 (http://desarrollo.sanipes.gob.pe/monitor/grid_monitoreo_todas/,
accessed on 1 July 2022).

2.1.1. Satellite Imagery of Chlorophyll-a

Satellite images of surface chlorophyll-a concentration were used with 4 km of spatial
resolution and level L3 from the timespan of 27 to 29 August 2017, coming from the
VIIRS sensor (Visible Infrared Imaging Radiometer Suite) on board the Suomi-NPP satellite
(Suomi National Polar-Orbiting Partnership). This information was obtained from the
OceanColor web portal (https:/ /oceancolor.gsfc.nasa.gov/, accessed on 28 September 2021 )
operated by NASA (National Aeronautics and Space Administration).

2.1.2. Satellite Wind Imagery

Satellite information about surface wind and speed was used with 25 km of spatial
resolution from the following dates: 25 August, 30 August and 1 September 2017. These
data comes from the analyses of different satellite wind information sources, published
on https://www.ncei.noaa.gov/products/blended-sea-winds, (accessed on 28 September
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2021) by the National Centers for Environmental Information at NOAA (National Oceanic
and Atmospheric Administration).

2.1.3. Satellite Sea Surface Temperature

For the SST analysis, daily images of High-Resolution Sea Surface Temperature
(GHRSST) Level 4 were used. These data are produced daily on an operational basis
by the JPL OurOcean group using a multi-scale two-dimensional variational (MS-2DVAR)
blending algorithm on a global 1 km grid. We selected images of the days 25 and 30 August
and 1 September 2017 because they were free of clouds.

2.2. Strain Obtention and Culture Conditions

Phytoplankton samples were gathered in August 2017 from Ica in Paracas Bay (13°49'S,
76°17' W) (Figure 1) via vertical dragging with a conical net (10 pm). The obtained samples
were subsequently transported to the IMARPE laboratory in 250 mL polycarbonate bottles,
chilled in ice (10 °C) and protected from sunlight. in order to obtain a monoclonal culture.
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Figure 1. Map Paracas Bay, Peru (13°49’ S, 76°17' W).

P. cordatum cells were isolated under an inverted phase contrast microscope (NIKON,
eclipse TS100, Tokyo, Japan), with the technique of cell washing with micropipettes [41].
The isolated cells were transferred to multiwell culture plates with 2 mL of L1-5i culture
medium at a salinity of 32, which were incubated at 15 °C under a photosynthetically
active radiation (PAR) of 40 umol photons m~2 s~! and a 12:12 h (light:darkness) pho-
toperiod. The cultures established were transferred to borosilicate Erlenmeyer flasks
with 50 mL of L1-Si medium and grown at 15 °C with a photonic flow of 80 umol of
photons m~2 s~! and a 12:12 h photoperiod (light:darkness). Additional cultures were
grown in 1 L borosilicate flasks with an L1-Si medium in the aforementioned conditions
with the aim of characterizing the strain.

2.3. Morphological Description

Morphometric analysis of cells (1 = 50) was carried out using an inverted light micro-
scope Zeiss Axio S. Al with phase contrast, micrography was performed using a Zeiss Axio
cam, and cells were analyzed by means of Zen lite software (Zeiss, Oberkochen, Germany).



Diversity 2022, 14, 844

40f 15

For scanning electron microscopy (SEM), cells from culture samples in the exponential
phase were taken, preserved in 3% glutaraldehyde, washed in distilled water and dehy-
drated in an ascendant ethyl alcohol concentration series (20, 40, 60, 80, 95 and 100%),
followed by critical point drying (Tousimis Samdri-780A, Rockville, MA, USA). Dried cells
were mounted on a stub and coated with a layer of gold—palladium (JEOL, Tokyo, Japan).
Finally, the samples were observed with a scanning electron microscope (Hitachi SU3500,
Tokyo, Japan).

2.4. Molecular and Phylogenetic Analysis
2.4.1. DNA and PCR Extraction

To extract genomic DNA, samples were taken from cultures in the exponential growth
phase. Cells were concentrated through centrifugation until a pellet was obtained and
stored at —80 °C for at least 1 hour before DNA extraction. The DNA was extracted via
the cetyltrimethylammonium bromide method (CTAB) [42]. Genomic DNA quality and
quantification were evaluated using a NanoDrop 2000 spectrophotometer (Thermo Fisher
Scientific, Waltham, MA, USA).

The ITS region (ITS1-5.85-1TS2) was amplified via PCR using ITS1/1TS4 primers [43].
The amplification profile was as follows: initial denaturing at 95 °C for 3 min, followed by
39 cycles of 95 °C for 30 s (denaturing), 56 °C for 30 s (annealing), 72 °C for 50 s (extension)
and a final extension at 72 °C for 7 min. Amplified products were visualized in agarose gel
(1.2%), and were sent to Macrogen Inc. (Seoul, South Korea) to be purified and sequenced
for one strand.

2.4.2. Bioinformational Analysis or Phylogenetic Analysis

The sequence obtained was manually edited in BIOEDIT [44] and compared with
the public GenBank database via BLASTn to prove its identity. For phylogenetic analyses,
38 sequences were extracted from the GenBank database, including 36 sequences from the
genus Prorocentrum and 2 sequences from the genera Takayama and Karenia for the external
group (Supplementary Material Table S1). The sequences were aligned using the MUSCLE
algorithm (Edgar, 2004) in MEGA 7 v.7.0.26 [45], the alignment was visually corrected and
the distances were calculated using the uncorrected p-distance model. The final alignment
was independently analyzed via neighbor-joining (NJ), maximum likelihood (ML) and
Bayesian inference (BI).

The NJ analysis was performed in MEGA 7 using the Kimura-2-parameters model
(K2P) with 1000 bootstraps. The best evolutionary model for the phylogenetic analysis (ML
and BI) was calculated in jModelTest 2 [46] using the Akaike information criterion (AIC) for
ML and the Bayesian information criterion (BIC) for BL. The ML analysis was carried out in
RAXML software (v.8.2.X) [47] using the raxmlGUI v.1.5 graphic user interface [48] with the
GTR + G model and 1000 repetitions. The BI was conducted in MrBayes v.3.2.6 [49] with
the HKY + G model and two parallel analyses, each one with four chains (three hot chains
and one cold chain) of 10,000,000 Markov chain Monte Carlo simulations sampled every
1000 generations. The executions’ convergence was proven using Tracer v.1.6.0 [50]. The
consensus tree was built after a 25% burn-in and subsequent probabilities were estimated.

2.5. Toxin Analysis

The P. cordatum culture pellet was obtained based on a culture volume of 500 mL
by centrifuging at 3100x g for 5 minutes using an Eppendorf 810R centrifuge (Hamburg,
Germany).

Sample analyses were performed with LC-MS/MS using an Exion AD system (SCIEX,
Framingham, MA, USA) coupled with a QTRAP 6500+ triple quadrupole mass spectrometer
equipped with an Iondrive TurboV electrospray interfase (SCIEX, Framingham, MA, USA).
Positive ionization (5500 V), 650 °C of source temperature, 75 units of GS1 and GS1,
30 units of curtain gas and “medium” collision gas were used. Two MS/MS ionic transitions
were monitored for each compound (Table 1).
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Table 1. Transitions used for TTX and their analogs.

Compound Transition Collision Energy
5,6,11-TrideoxyTTX 272.1>162.1 40
5,6,11-TrideoxyTTX 272.1>254.1 31

11-nor-TTX-6-ol 290.1>162.1 40
11-nor-TTX-6-ol 290.1 >272.1 31
4,9-anhydroTTX 302.1 >162.1 40
4,9-anhydroTTX 302.101 > 256.1 31
5-deoxyTTX, 11-deoxyTTX 304.1 >176.1 40
5-deoxyTTX, 11-deoxyTTX 304.1 > 286.1 31
TTX, 4-epiTTX 320.1>162.1 40

TTX, 4-epiTTX 320.1 > 302.1 35
C9-265 * 265.1>179.1 35

C9-265* 265.1>162.1 40

C9-308 * 308.1 > 180.1 40

C9-308 * 308.1 >162.1 35

* Possible TTX analogs [35].

Chromatographic separation was conducted following the method of Boundy;, et al. [51]:
development of a sensitive and selective method for LC-MS/MS for analyzing the high
performance of paralyzing shellfish toxins using solid-phase extraction of graphite carbon.

3. Results
3.1. Environmental Parameters

The P. cordatum bloom in Paracas Bay during winter 2017 had a density of
1.11 x 103 cells L~! on 25 August, rising to 2.73 x 10° cells L~! on 1 September. Sim-
ilarly, rises were recorded in water surface temperature (>19 °C) and dissolved oxygen
saturation (119%). After 5 September, there was a decrease in the cell density of this
dinoflagellate (<100 x 103 cells L1, along with water surface temperature (16 °C) and
dissolved oxygen saturation (11%) (Figure 2a,b).
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Figure 2. (a) Cell density and temperature and (b) cell density and dissolved oxygen from

Paracas Bay.

3.1.1. Satellite Chlorophyll-a

During the P. cordatum bloom, the integrated satellite image of chlorophyll-a from 27
to 29 August 2017 shows high concentrations of this photosynthetic pigment (>10 mg m~3)
in Paracas Bay, extending for around 13 km northwards (Figure 3).
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Figure 3. Surface distribution of chlorophyll-a VIIRS-NPP (27-29 August 2017).

3.1.2. Satellite Winds

Coastal winds next to Paracas Bay came from the south and increased their intensity
from 25 August (6 m s~!) to values above 10 m s~ ! by 30 August, before falling to 5 m s !
by 1 September (Figure 4a—c).
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Figure 4. Wind speed satellite images (m s~!) (a) 25 August 2017; (b) 30 August 2017; (c)
1 September 2017.

3.1.3. Sea Surface Temperature (SST)

Surface temperatures in the southern exterior of Paracas Bay on 25 August were
around 16.5 °C, presenting colder waters (<16 °C) until 1 September. By contrast, surface
temperatures in Paracas Bay and the northern sector were 17.5 °C on 25 August, which
rose to 19.5 °C on 29 August and 1 September (Figure 5a—c).

ssT[°C] SST[°C] p SST[°C)
a) Aug 25, 2017 b) Aug 29, 2017 (c) sep 01, 2017

077°00' W 076°30' W 076°00' W 076°30'W 076°00' W 076°30'W 076°00'W

Figure 5. Sea surface temperature (SST) in Paracas Bay and environs; (a) 25 August 2017, (b) 30
August 2017 and (c) 1 September 2017 (GHRSST).



Diversity 2022, 14, 844

7 of 15

3.2. Morphology

The strain isolated from Paracas Bay was coded and morphologically identified as
Prorocentrum cordatum (Ostenfeld) J. D. Dodge, 1975. The cells of the strain IMP-BG 450
are between 13.8 and 17.2 um long and 12.7-15.6 pym wide. The cells have round-oval
shapes and a high frequency of pentagonal forms (Figure 6a,b), the posterior extreme of
the valves is rounded to angled, and the anterior end is straight with a V-shaped central
depression and an apical spine. The valves’ surfaces are covered with small, pointy spines
(250-450 nm) and they also present trichocyst pores (diameter 200 nm). The intercalary band
of cells in the growth phase presents spines on both valves; between four and six spines. By
contrast, resting phase cells show four spines per valve (Figure 6¢c). The periflagellar area
presents two pores, one smaller circular auxiliary pore (ap) and a longer, larger flagellar
pore (fp), all of them surrounded by seven small periflagellar platelets corresponding to 1,
2,3,4,5,7? and 8 according to classification [52] (Figure 6d). An apical collar measuring
1 pm emerges from the periflagellar plates, along with a robust forked tooth (Figure 6d).

] 0001 20.0kV/X6.50k

Figure 6. Images from scanning electron microscopy (SEM) of the IMP-BG 450 strain of P. cordatum;
(a) view of the left side valve showing the apical collar, (b) right side valve view, (c) intercalary band
and (d) periflagellar platelets (1: forked tooth; 2: small tooth; 3, 4, 5, 6, 7?, 8; Ap: auxiliary pore; Fp:
flagellar pore).

3.3. Phylogeny

The final alighment had a length of 693 PB and includes 39 sequences from the ITS
region (ITS1-5.85-1TS2) of 507644 pb. The bloc includes two from the genera Takayama and
Karenia as an external group and 37 sequences from the genus Prorocentrum, including the
sequence OM812998 (509 pb) from the studied strain IMP BG 450. Except for the difference
in the location of one taxon, the phylogenetic trees arising from the Bayesian inference (BI),
maximum likelihood (ML) and neighbor-joining (N]) analyses showed topological congru-
encies and well-supported grouping (IB = 1.00/ML = 99/NJ = 99) of the study sequence
(OM812998), with sequences identified as P. minimum (currently P. cordatum) showing
divergence values (p-distance) between 0 and 0.008. The P. cordatum cluster includes North
Atlantic strains from the USA (CCMP1329, New York; CCMP2233, Delaware; PmilTSC4,
North Carolina; CCMP695, CCMP2811, Florida) and Scotland (CCAP1136/16, Argyll);
North Pacific strains from Mexico (PIPV-1, Baja California Sur), South Korea (KMMCC
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*/B9/07

1181, Gyeongnam) and China (PMDHO01, Fujian; CCMP2780, Hong Kong Island); and South
Pacific strains from Australia (CAWD359, NSW) and Peru (IMP BG 450, Ica) generated in
this study (Figure 7).
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Figure 7. Prorocentrum Bayesian tree based on ITS sequences. The numbers above lines are nodal
supports that indicate Bayesian posterior probabilities (PP), and bootstrap support values from ML
and NJ. * Indicates total support values. “-” Indicates that phylogeny structure for ML or NJ analyses
are different at the node. The sequence obtained in this study is indicated in bold.

3.4. Toxin Analysis

The P. cordatum cultures did not contain tetrodotoxin (TTX) or its analogs in detectable
amounts using LC-MS/MS.

4. Discussion
4.1. Environmental Parameters

The P. cordatum bloom (2.7 x 10° cells L~!) in Paracas Bay in late winter 2017 was
accompanied by species of Pseudo-nitzschia f delicatissima (351 x 103 cells L) and Dinophysis
acuminata (11 x 103 cells L~1) (SANIPES). This event is related to increased south winds
(6 m s~ from 25 to 30 August (>10 m s~!), corresponding to the strongest coastal winds
during the local winter [53,54] and linked to surface water chilling due to upwelling, with
an increase in nutrients (>10 pg L~ of N.NO3 and >1.5 ug L1 of PPOy;) as well as primary
productivity (2000 mg cm? day ') [55]. P. cordatum during the summer of 2014 on the
central Peruvian coast presented a high correlation with high nitrate values [36].

This oceanographic process of upwelling, which presents more strongly away from
the coast, produces a system of recirculation that provides an optimal environment for a
P. cordatum bloom in the bay, where high values of surface chlorophyll-a (>10 mg m~3)
(Figure 3) with warmer waters (>18.5 °C) (Figure 5b,c) extend up to 13 km north of Paracas
Bay. A similar distribution structure was presented northwards from Paracas Bay in the
late summer of 2015, with a moderate density of P. cordatum (403 x 10° cells L~!) and low
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chlorophyll-a values (<1 pg L~!) [40]. This low chlorophyll-a concentration tends to arise
due to the fact that this species is mixotrophic and can feed on particulate matter and prey
in a phagotrophic fashion, and thus lacks chlorophyll-a [56]. The versatility displayed by
P. cordatum in obtaining nutrients—whether autotrophic or mixotrophic (phagotrophic),
grazing on various species of phytoplankton, as well as being prey for other dinoflagellates
and altering the phytoplanktonic community [57]—may be their key to being a successful
species in Paracas Bay, increasing the frequency of and prolonging bloom events according
to the reports of Glibert and Burkholder [4].

On 4 February 2011 in Paracas Bay, the reported density of P. cordatum was
<200 x 103 cells L7, Six years later, in 2017, the first bloom was reported
(2.720 x 103 cells L) [58]; a similar timeframe to that reported for the first Baltic Sea
bloom by Olenina, et al. [59].

The oceanographical characteristics of Paracas Bay with temperatures ranging from
1524 °C and salinities between 34 and 35, which are within the eurythermal
(3-28 °C) [60-62] and euryhaline (3 and 38) ranges, these are conditions for the abun-
dant growth of P. cordatum [28,60,63-67].

Furthermore, human intervention in Paracas Bay and nearby areas (5 to 13 km north)
with strong industrial fishing and fish meal processing activity, increases the total available
nutrients in this bay [68] and maintaining silt-clay sediments with strong organic loads
(5-13%) [69].

There are also large anoxic reaches of the bay, with bottom water OD concentrations
between 0.00 and 0.50 mL L~ [40].

The nutrient supplies arising from frequent coastal upwelling processes and eutrophi-
cation conditions present in Paracas Bay are an optimal environment for the growth of P.
cordatum and phytoplankton.

These high productivity conditions are favorable for sea bottom aquaculture of A.
purpuratus, an important economic activity in the area, which could be threatened by the
growth of P. cordatum. The negative effects of red tides on ocean farming, which generally
lead to interruptions due to precautionary closings after these events, would prevent the
exploitation of farming resources [61,70-72].

The first reports of P. cordatum (as Exuviaella marina) in the coastal waters of south-
central Peru were reported in 1966 [37], and later became a component of the diet of larval
Anchovetas (Engraulis ringens) and Sardines (Sardinops sagax) [38].

This dinoflagellate was presented in moderate density (400 x 10% cells L™!) in the
Paracas Bay sector during the years 2005-2015 [39,40]. Meanwhile, in Ecuador, this species
was detected on four occasions between 2003 and 2004 in the Jambeli Channel and Salado
Estuary next to the Gulf of Guayaquil [73].

In the South Atlantic, this species has been reported since 1998 on the Uruguayan
coast [74,75]. The highest densities reached in this area have been detected on the northern
coastline of the Buenos Aires Province, Argentina, with a maximum concentration of
~15 x 106 cells L~1. This event coincided with fish die-offs (Akselman, 1999 in Carreto [76]).
During this episode, plankton and bivalve samples demonstrated toxicity in bioassays with
mice; however, they were not associated with the presence of P. minimum as the cause of
the toxicity (Montoya 1998 in [76]).

4.2. Morphology

The present study reports the first detailed taxonomic SEM and phylogenetic study of
P. cordatum on both the Pacific and Atlantic coasts of South America. The morphological
examination of the IMP-BG 450 P. cordatum strain presented measurements of 13.8-17.2 um
in length and 12.7-15.6 pm in width when cultivated at 34 PSU, similar to the Chesapeake
Bay strain at 14-18 um length and 13-16 um width, cultivated at a salinity of 12 PSU. These
cell sizes were within the range described by Dodge [77]. Some authors [19,63,64] mention
that the variable cell size of this species is related to environmental salinity. However,
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Monti-Birkenmeier, et al. [78] state that salinity is not a determining factor for size variation
in P. cordatum.

Within the taxonomical characteristics of the Paracas Bay P. cordatum strain, there were
no observations of triangular cells, as described by Martin [79], frequently cited for the
Baltic, Caspian Sea, Black Sea and Bulgarian waters [19,77,80,81].

Meanwhile, the round- or oval-shaped P. cordatum cells described for this bay are
less frequently recorded along the West Coast of the USA, Japan, the Gulf of Mexico,
the Gulf of California, the English Channel, the Caspian Sea, the Black Sea and the
Mediterranean [19,77,80,82-84].

Furthermore, the pentagonal shape of this IMP-BG450 strain has been described within
the morphological variations within the Gulf of Finland [63,80,85].

The intercalary band structure of these P. cordatum cells presents four rows of spines,
similar to the descriptions by Monti, et al. [86], presenting distancing during the growth
phase and without an increase in the number of spine rows. By contrast, the P. cordatum in
Paracas Bay presented a rise in the number of threads during the growth phase, except for
the distancing between them.

The Paracas Bay P. cordatum presented eight periflagellar plates, but plate seven
was not observed in SEM images. The total number coincides with the observations by
Loeblich III [87] and Taylor [88] for this species. A series of spines can be found upon the
periflagellum plates, with the most important one being the apical collar described by P.
minimum (Pavillard) Schiller [19,82,89], and its absence in P. cordatum (Ostenfeld) Dodge.

After comparing SEM micrography images of P. cordatum from the Baltic Sea [78]
and Paracas Bay, we can visualize morphological details of the apical collar presenting a
height greater than 1 um. However, its forms are slightly different for both strains. This
taxonomical trait is what separated P. minimum from P. cordatum [77] as a distinct species.
However, greater detail is observed for the apical structure of both strains, with a long
thin forked tooth for the Baltic variety, while the one from Paracas Bay is thick and shorter.
The valvular spines on the Baltic Sea strains are thick and blunt tipped, while those from
Paracas Bay are thin and pointed. The morphological variability present in both strains is
related to different environmental conditions as well as genetics.

4.3. Phylogeny

Molecular analyses of the strain (OM812998) IMP-BG450 were carried out based on
sequences from the ITS region to confirm the presence of Prorocentrum cordatum, (Ostenfeld)
J. D. Dodge, 1975, in Paracas Bay. Previously, the ITS region has been useful in recognizing
dinoflagellate species [90,91] and P. cordatum (as P. minimum in McLenna [92]), demon-
strating cutoff values at the species level below 0.02 (p-distance) for the ITS region in
dinoflagellates [91]. The phylogeny obtained shows a well-resolved P. cordatum clade with
high support and low intra-specific divergence values (<0.02), which groups the studied
sequence with exemplars of the species P. cordatum, mainly coming from the Northern
Hemisphere of the Atlantic and Pacific Oceans, and one recently reported in the South
Pacific [92].

4.4. Toxins Analysis

P. cordatum strain IMP-BG450 from Paracas Bay did not present TTX, also no intoxica-
tions or mortalities were reported in the 2017 bloom, while Vlamis, Katikou, Rodriguez,
Rey, Alfonso, Papazachariou, Zacharaki, Botana and Botana [29] detected TTX in mollusks
in the presence of P. cordatum in Vistonikos Bay, Lagos, Rhodope (Greece).

Toxin production is related to the genetic variability of strains of this species, envi-
ronmental conditions (temperature, salinity and irradiance) [60] and culture media [16,93],
as well as symbiotic association with bacteria (Roseobacter and Vibrio sp.) [35]. Because of
this, the possibility cannot be ruled out that at some moment the conditions may arise to
generate toxicity from P. cordatum in Paracas Bay.
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We suggest that the HAB Monitoring Program should incorporate P. cordatum as a
hazardous species and carry out toxicological analyses of each event arising on the Peruvian
coast, since any harmful species could cause environmental damage and economic loss,
implying increased mortality among fish, shellfish and subsequent human poisoning
during blooms [16,23,59,61,81,94-96].

5. Conclusions

The microalgal bloom of P. cordatum in the austral winter of 2017 in Paracas Bay,
presented the highest historical density of this species, being stimulated by an intense
upwelling process which produced a recirculation towards the interior of Paracas Bay,
providing an optimal environment for the bloom.

Taxonomic and molecular analyses indicate the presence of P. cordatum in Paracas
Bay. It was found that P. cordatum during this event did not generate TTX. However, more
assays with different factors are needed to evaluate whether the toxins can be expressed in
the laboratory. It is suggested to consider the evaluation of TTX analysis in the monitoring
carried out by the control entity to avoid problems with this toxin.
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