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Abstract

Phytoplankton constitute the basis of food webs and are responsible for almost all
photosynthesis in the open sea. Occasionally, given suitable conditions, one
phytoplankton species can increase in abundance and form a mass occurrence
known as a bloom. Harmful Algal Blooms (HABs), in turn, can have adverse effects
on the ecosystem, for example causing oxygen depletion, clogging of fish gills, or
toxicity. HABs are common in shallow and stratified coastal waters and the number,
frequency and coverage of areas affected by HABs are increasing globally mainly due
to eutrophication, changes in nutrient ratios and global climate change. One of the
main phytoplankton groups forming HABs are dinoflagellates. Among
dinoflagellates the genus Alexandrium is particularly notorious with many species
in this genus producing a variety of potent neurotoxins. Dinoflagellates are the only
known photosynthetic organisms that can produce bioluminescence and the
majority of bioluminescence in marine surface waters is produced by
dinoflagellates. Bioluminescence in dinoflagellates is considered a defensive
mechanism against grazing and many harmful dinoflagellate taxa produce
bioluminescence.

The dinoflagellate Alexandrium ostenfeldii forms dense bioluminescent blooms
in shallow and sheltered areas of the Baltic Sea during the late summer. These
blooms pose a potential threat to humans and ecosystems in the region due to
observed production of toxins. The distribution and abundance of A. ostenfeldii is
poorly known in the coastal waters of the Baltic Sea. The aim of this thesis was to
study the variability of A. ostenfeldii bioluminescence production to evaluate
whether bioluminescence can be used as an early warning signal of harmful
dinoflagellate blooms in the Baltic Sea. More precisely, the aim was to study the
expression of A. ostenfeldii bioluminescence to learn how much genetic, phenotypic
and environmentally induced variability there is in bioluminescence production in
the species. Studies conducted on luciferase genes and bioluminescence emission
showed that bioluminescence is a prominent feature in Baltic A. ostenfeldii.
Measurements on individual cell cultures and natural populations revealed large
daily and seasonal variation in bioluminescence emission relating to the circadian
rhythm in bioluminescence expression and seasonal changes in A. ostenfeldii
abundance. Large intraspecific variation in bioluminescence production was
observed in response to changes in temperature and salinity. A. ostenfeldii
abundance, toxin concentrations and bioluminescence intensity were positively
correlated in our field data. All tested A. ostenfeldii strains produced both
bioluminescence and toxins and it can be assumed that concurrent production of
both is a predominant property in Baltic A. ostenfeldii.

The obtained results show that it is possible to relate bioluminescence to A.
ostenfeldii bloom succession using automated measurements. However, the highly-
localized distribution of blooms may require advance knowledge of potential bloom
locations to be able to target the monitoring efforts. Species distribution modelling
showed promise to address this problem by identifying potentially suitable habitats
for A. ostenfeldii.



Tiivistelma

Kasviplankton muodostaa ravintoketjun perustan ja on vastuussa ldhes kaikesta
perustuotannosta avoimilla merialueilla. Toisinaan suotuisissa olosuhteissa yksi
kasviplanktonlaji saattaa runsastua huomattavasti ja muodostaa massaesiintyméan
eli kukinnan. Haitallisiksi levakukinnoiksi kutsutaan sellaisia kukintoja, jotka
aiheuttavat haittaa ympaéristolle, muille vesieliille tai ihmisille esimerkiksi
vahentamalla hapen maaraa vedessa, tukkimalla kalojen kiduksia tai erittamalla
myrkkyja. Haitallisia levidkukintoja esiintyy yleisesti matalissa ja suojaisissa
rannikkovesissd ja niiden maarat ovat lisdantyneet maailmanlaajuisesti
rehevoitymisen, ravinteiden suhteiden muuttumisen ja ilmastonmuutoksen
seurauksena. Yksi tarkeimmistd haitallisia kukintoja muodostavista ryhmista on
panssarisiimalevat. Erityisesti monet  Alexandrium-sukuun  kuuluvat
panssarisiimalevialajit  tuottavat useita erilaisia hermomyrkkyja. Monet
panssarisiimalevilajit tuottavat lisdksi bioluminesenssia eli sinistd valoa, joka on
parhaiten ndhtdvissd veden pinnalla yoaikaan. Ilmi0 tunnetaan my6s nimella
merituli.

Alexandrium ostenfeldii —panssarisiimalevd muodostaa tiheitd valoa tuottavia
kukintoja Itdmeren rannikkoalueilla erityisesti loppukesisti. A. ostenfeldiin
tuottamien myrkkyjen on osoitettu kertyvan simpukoihin ja kaloihin, ja lisdksi
myrkyilld on haitallisia vaikutuksia kasvi- ja eldinplanktoniin. Lajin levinneisyys ja
sithen vaikuttavat ymparistotekijat Itameren rannikkoalueilla tunnetaan huonosti.
Taman vaitoskirjan tavoitteena oli tutkia kuinka paljon geneettistd, phenotyyppista
ja ympdriston aiheuttamaa vaihtelua A. ostenfeldii -lajin bioluminesenssin
tuotannossa on ja voitaisiinko bioluminesenssin havainnointia kayttda
ennakkovaroituksena  myrkyllisestd = panssarisiimalevikukinnasta. = Tulokset
osoittavat, ettd kaikki Itdmeren A. ostenfeldii -populaatiot tuottavat
bioluminesenssia ja, ettd bioluminesenssin tuotossa on selvd vuorokausirytmi.
Lisaksi tuotetun valon maara vaihtelee populaation koon ja kehitysvaiheen mukaan.
Lajin sisdlld havaittiin suurta vaihtelua tuotetun bioluminesenssin maarassa
suhteessa muutoksiin ldmpotilassa ja suolapitoisuudessa. Luonnosta keratyssa
aineistossa havaittiin selvd positiivinen yhteys A. ostenfeldiin runsauden,
tuotettujen myrkkyjen ja bioluminesenssin valilla. Kaikki testatut A. ostenfeldii -
kannat tuottivat seki bioluminesenssia ettd myrkkyja, mika viittaa siihen, ettd nama
kaksi ominaisuutta esiintyvit rinnakkain Itameren populaatioissa.

Saadut tulokset osoittavat, ettd on mahdollista yhdistda tuotetun valon maara A.
ostenfeldii -populaation kehittymiseen kayttden automaattisia mittausmenetelmia.
Kukintojen hyvin paikallinen esiintyminen hankaloittaa kuitenkin niiden
havaitsemista, minka takia etukiteistieto mahdollisista kukintapaikoista olisi
tarkeda. Habitaattimallien avulla voidaan kartoittaa ne alueet, jotka ovat erityisen
alttiita A. ostenfeldii -kukinnoille. Lisdksi habitaattimalleja voidaan kayttaa apuna
ennustettaessa, miten etenevia ilmastonmuutos vaikuttaa A. ostenfeldii -kukintoihin
Itamerella.



1 Introduction

1.1 Harmful algal blooms

The term harmful algal bloom (HAB) is used in a broad sense in this thesis to refer
to blooms formed by phytoplankton that can cause adverse effects. These include
negative aesthetic effects such as beach fouling, overgrowth and shading of seaweed
and seagrass, oxygen depletion due to algal respiration or decay of algal biomass,
suffocation of fish from stimulation of gill mucus production, mechanical
interference with filter feeding by fish and bivalve molluscs, negative effects on
other benthic species and direct toxic effects for example on fish, shellfish, seabirds,
marine mammals and humans (Landsberg 2002; Granéli and Turner 2006; Glibert
and Burford 2017). Various potent algal toxins can be produced during HABs, which
can cause poisoning in humans who consume contaminated seafood. The best
known and widespread examples are paralytic shellfish poisoning (PSP), diarrhetic
shellfish poisoning (DSP), amnesic shellfish poisoning (ASP) and ciguatera fish
poisoning (CFP) (Granéli and Turner 2006). The number, frequency and coverage
of areas affected by HABs have been increasing globally mainly due to
eutrophication, global climate change and changes in nutrient ratios (Anderson et
al. 2002; Heisler et al. 2008; Glibert and Burford 2017; Gobler et al. 2017).
Commonly, HABs occur in shallow and stratified waters in estuaries and coastal
marine areas, although some blooms are initiated offshore before being transported
into near-shore waters (Granéli and Turner 2006; Hallegraeff 2010; Anderson et al.
2012; Berdalet et al. 2017). HABs are also encountered in upwelling systems,
generally when upwelling relaxes (Pitcher et al. 2017), and offshore areas
(Townsend et al. 2001; Granéli and Turner 2006).

The term harmful algae (HA) refers to a phytoplankton species that cause HABs.
Of the approximately 5000 known phytoplankton species only around 300 species
form HABs that are deleterious to aquatic ecosystems, and of these approximately
80 species produce toxins (Smayda 1997; Granéli and Turner 2006). The main
groups forming HABs include cyanobacteria, diatoms, haptophytes, raphidophytes,
and dinoflagellates (Granéli and Turner 2006). Dinoflagellates account for an
estimated 75% of species that form HABs (Smayda 1997). Dinoflagellates have many
unique properties that have been suggested to provide an advantage when forming
blooms (Smayda 1997; Jeong et al. 2015; Murray et al. 2015). As a nutrient-retrieval
strategy, dinoflagellates migrate through the water column. During the day, they are
at the surface layer to capture photosynthetic irradiation and during the night they
migrate into nutrient rich bottom waters to replenish their nutrient storages
(Smayda 1997). Dinoflagellates utilise a variety of feeding strategies, including
photoautotrophy, mixotrophy and obligate heterotrophy (Burkholder et al. 2008;
Jeong et al. 2010; Hansen 2011; Stoecker et al. 2017). It has been shown that many
harmful dinoflagellates previously thought to be photosynthetic are actually
mixotrophic, using a combination of phototrophy and phagotrophy (Jacobson and



Anderson 1996; Jeong et al. 2005, 2010; Hansen 2011). For most species, the
relative importance of photosynthesis, dissolved organic nutrients and feeding is not
known (Burkholder et al. 2008; Hansen 2011; Stoecker et al. 2017). In general,
mixotrophic species have higher growth rates when prey is available than without
prey (Jeong et al. 2005, 2010; Adolf et al. 2006). Obligate heterotrophic harmful
dinoflagellate species also exist (Granéli and Turner 2006; Jeong et al. 2010).
Several dinoflagellate species produce allelochemicals to enhance interspecific
competition and to serve as antipredatory survival mechanisms (Tillmann et al.
2008; John et al. 2015; Kim et al. 2016; Schwartz et al. 2016; Xu et al. 2017). As
another survival mechanism, various dinoflagellates can rapidly form thin-walled
pellicle cysts in response to sudden stress conditions e.g. allelopathic compounds,
parasitic- or viral attacks, or an unfavourable environment, which can help them to
survive in unfavourable situations (Fistarol et al. 2004; Bravo et al. 2010; Kremp
2013). Thick-walled dormant resting cysts are produced by some species either as
part of sexual reproduction in the dinoflagellate lifecycle or asexually (Anderson et
al. 2012; Kremp 2013; Dhib et al. 2016). For some cyst-forming species in shallow
areas, the location of cyst beds is closely coupled with bloom areas and cyst beds are
suggested to provide an inoculum for blooms (Anderson et al. 2012; Hakanen et al.
2012).

The dinoflagellate genus Alexandrium is one of the major HAB genera in terms
of diversity, severity and distribution of bloom impacts (Anderson et al. 2012).
Species in this genus produce a variety of different types of toxins including
paralytic shellfish toxins (PSTs, see Lim & Ogata 2005; Stiiken et al. 2011; Savela et
al. 2016), spirolides (Gribble et al. 2005; Ciminiello et al. 2007; Tillmann et al.
2014), gymnodimines (Van Wagoner et al. 2011; Van de Waal et al. 2015; Harju et
al. 2016; Martens et al. 2017), goniodomins (Murakami et al. 1988; Hsia et al.
2006; Triki et al. 2016) and in addition allelochemicals (Tillmann et al. 2008; John
et al. 2015). Of these toxins, PSTs, to which saxitoxins belong, are responsible for
PSP, which is the most widespread of the HAB-related shellfish poisoning
syndromes and can cause human intoxication or death through contaminated
shellfish or fish (Anderson et al. 2012; Cusick and Sayler 2013). Associated impacts
include losses to aquaculture, accumulation of toxins into benthic and littoral food
webs, mortalities of fish, seabirds and marine mammals and losses to
environmental and recreational value of affected areas (Jester et al. 2009; Anderson
et al. 2012; Cusick and Sayler 2013). Both spirolides and gymnodimine are fast-
acting macrocyclic imines with high toxicity to laboratory mice when injected
intraperitoneally (Munday et al. 2004, 2012). There are no reported negative
human health effects related to spirolides but they are known to accumulate in
shellfish (Aasen et al. 2005; Gonzalez et al. 2006; Rundberget et al. 2011; Ciminiello
et al. 2014). Gymnodimines also accumulate in shellfish (Stirling 2001; Biré et al.
2002) but are regarded as low risk to humans because of low oral toxicity (Munday
et al. 2004). The goniodomins cause paralysis and mortality in finfish, shellfish and
gastropods but are not linked to human illness (Gates and Wilson 1960; Harding et
al. 2009; May et al. 2010; Anderson et al. 2012).



1.2 The Baltic Sea

The Baltic Sea is situated in northern Europe between latitudes 54 °N and 66 °N. It
is a geologically young sea that evolved into its current form after the withdrawal of
ice at the end of the last glaciation approximately 10 000 years ago (Bjorck 1995). It
is a semi-enclosed brackish water estuary with saline water input from the
Skagerrak and Kattegat area and freshwater input from rivers (Feistel et al. 2009).
The Baltic Sea has a naturally low biological diversity (Johannesson and André
2006), and flora and fauna in the area are a mixture of marine, brackish water and
fresh water species (Leppakoski and Olenin 2001; Leppakoski et al. 2002). Many
species have a foreign origin (Leppdkoski et al. 2002). Strong salinity and
temperature gradients shape the environment and affect species diversity
(Leppikoski et al. 2002). Surface salinity ranges from 20 - 25 practical salinity unit
(PSU) in the Kattegat area to 2 - 3 PSU in the innermost parts of the Bothnian Bay
and Gulf of Finland (Feistel et al. 2009). Surface water temperature varies from
approximately 14 — 22 °C in late summer to close to freezing in winter (Leppakoski
et al. 2002). Northern areas normally have ice cover during winter months. The
coastline is highly complex and Finland alone has 39 000 km of coastline
(Leppikoski et al. 2002). Areas belonging to the Baltic Sea are defined according to
ICES where the Kattegat and Skagerrak are defined as part of the North Sea and the
border between the Baltic Sea and the North Sea is on the Baltic Sea side of the
Kattegat (ICES 2004, see Figure 3).

1.2.1 Harmful dinoflagellate blooms in the Baltic Sea

Approximately 60 potentially harmful species are encountered in the Baltic Sea,
according to the ICES checklist in 2007 (ICES 2007). Extensive cyanobacteria
blooms formed during summer by Nodularia spumigena, Aphanizomenon flos-
aquae and different Anabaena and Microcystis species are currently the biggest
problem (Luckas et al. 2005; Lilover and Stips 2008; Svedén et al. 2016). The ICES
checklist also lists 26 potentially harmful dinoflagellates. Most species occur in the
Kattegat and Belt Sea area, but Akashiwo sanguinea, Alexandrium ostenfeldii,
Dinophysis acuminata, Dinophysis acuta, Dinophysis norvegica, Dinophysis
rotundata, Gonyaulax spinifera, Heterocapsa triquetra, Lingulodinium
polyedrum, Peridiniopsis polonicum, Protoceratium reticulatum, Prorocentrum
minimum and Scrippsiella trochoidea are encountered in the central and/or
northern Baltic Sea (ICES 2007). Dinophysis spp. commonly occurs in the area and
toxins produced by Dinophysis spp. have been detected in small concentrations in
plankton communities, blue mussels (Mytilus edulis) and common flounder
(Platichthys flesus, see Pimia et al. 1997; Sipia et al. 2000; Kuuppo et al. 2006;
Hallfors et al. 2011; Setila et al. 2011). Yessotoxin, likely produced by P. reticulatum
or G. spinifera, has also been detected from the central and northern Baltic Sea
plankton communities (Setila et al. 2011). The potentially toxic invasive species P.
minimum has become a regular component of the phytoplankton community in the
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central and northern Baltic Sea, but has not been reported to produce toxins in this
region (Hajdu et al. 2005; Pertola et al. 2005).

A relatively new phenomenon in the central and northern Baltic Sea is the yearly
occurrence of toxin-producing A. ostenfeldii blooms (Figure 2 A, see Larsson et al.
1997; Hajdu et al. 2006; Kremp et al. 2009). PSTs produced by these blooms are
shown to accumulate in natural bivalve communities and perch (Perca fluviatilis,
see Setila et al. 2014). There are no reported negative effects to humans caused by
harmful dinoflagellate species in the region, likely because there is no commercial
shellfish industry in the Baltic Sea and the naturally occurring shellfish are not
generally eaten by humans in this region. However, systematic large-scale studies
on the distribution and bioaccumulation of algal toxins should be performed to be
better able to assess the threat caused by these toxins to humans and ecosystems in
the Baltic Sea.

1.3 Bioluminescence in dinoflagellates

Bioluminescence is the emission of visible light produced in a chemical reaction by
an organism (reviewed by Wilson & Hastings 1998; Haddock et al. 2010; Widder
2010). The majority of bioluminescent organisms occur in oceans in a range of
different habitats from tropical to polar waters and from the deep sea to surface
waters (Haddock et al. 2010; Widder 2010; Berge et al. 2012; Cronin et al. 2016). A
wide range of marine organisms, from bacteria, unicellular algae and zooplankton to
squids and fish, are able to produce light in this manner (Wilson and Hastings 1998;
Haddock et al. 2010; Widder 2010; Johnsen et al. 2014). In oceans,
bioluminescence is mainly of blue colour, corresponding to the waveband with
lowest light attenuation by water (Widder 2010). Bioluminescence serves a range of
functions from self-defence and camouflage to reproduction and intra-species
communication (Haddock et al. 2010; Widder 2010). Bioluminescence has
independently evolved at least 40 times and genes responsible for bioluminescence
are unrelated between different types of organisms (Wilson and Hastings 1998;
Haddock et al. 2010). However, production of bioluminescence always involves the
reaction of molecular oxygen with a light-emitting molecule (luciferin) together with
a catalysing enzyme (luciferase or photoprotein) and results in photons of visible
light (Wilson and Hastings 1998; Haddock et al. 2010).

The majority of bioluminescence in the surface waters of oceans is produced by
dinoflagellates (Swift et al. 1995; Marcinko et al. 2013; Cronin et al. 2016).
Dinoflagellates are responsible for sparkling lights that can be seen in the surface of
the sea during the night (Figure 1.) and bright blue glow as e.g. seen in the famous
bioluminescent bays of Puerto Rico (Phlips et al. 2006; Reidhaar et al. 2016).
Dinoflagellates are the only known photosynthetic organisms that can produce
bioluminescence (Sweeney 1987). Bioluminescence in dinoflagellates is considered a
defensive mechanism against grazing, possibly attracting the predators of predators
(Buskey et al. 1983; Abrahams and Townsend 1993; Fleisher and Case 1995) or
functioning as an aposematic signal (Cusick and Widder 2014). Bioluminescence
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expression in dinoflagellates exhibits a clear circadian rhythm with the brightest
signal during the night and a barely discernible signal during the day (Hastings
1989; Knaust et al. 1998; Marcinko et al. 2013). Of 117 described dinoflagellates
genera 17 have bioluminescent members (Valiadi and Iglesias-Rodriguez 2013) and
many of the harmful dinoflagellate taxa produce bioluminescence (Valiadi et al.
2012; Cusick and Widder 2014).

Figure 1. Bioluminescence produced by Alexandrium ostenfeldii in response to a net
being moved through the water. Photo: Stefan Simis.

Dinoflagellates produce bioluminescence in specific cellular organelles named
scintillons (DeSa and Hastings 1968), which contain a light-emitting luciferin
substrate, a luciferase enzyme (LCF) and, in some species, a luciferin-binding
protein (LBP, see Knaust et al. 1998; Akimoto et al. 2004; Valiadi and Iglesias-
Rodriguez 2014). Bioluminescence is produced in response to mechanical
stimulation creating pressure on the cell wall due to water movement, for example
by breaking waves or contact with grazers (Sweeney 1987). This results in an action
potential across the vacuole membrane of the cell, leading to a proton influx from
the acidic vacuole into the scintillons decreasing the pH from 8 to 6 and causing the
LCF to take on its active form. In species that have LBP, it binds the luciferin
protein, protecting it from autoxidation at physiological pH and releasing it at pH
below 7, when LCF also takes it active form. Luciferin is oxidised by LCF, which
results in the emission of photons as a brief flash of blue light at a wavelength of
approximately 475 nm (Wilson and Hastings 1998; Haddock et al. 2010). All
dinoflagellate species are assumed to have the same luciferin, since luciferin
characterised from Pyrocystis lunula has been shown to cross- react with the LCF of
other bioluminescent dinoflagellate species (Schmitter et al. 1976; Knaust et al.
1998). The luciferase gene (Ilcf) that controls the production of LCF is the most
studied compound in the bioluminescence system of dinoflagellates. It has been
fully sequenced from eight dinoflagellate species (Li and Hastings 1998; Liu et al.
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2004; Liu and Hastings 2007; Valiadi and Iglesias-Rodriguez 2013) and partial
sequences are available from a wider range of species (Baker et al. 2008; Valiadi et
al. 2012, 2014). In photosynthetic dinoflagellate species, Icf consists of three
tandemly repeated domains, with a highly conserved central region that is bordered
by more variable N- and C- terminal regions (Li et al. 1997; Li and Hastings 1998;
Okamoto et al. 2001; Liu et al. 2004). In general, within-species differences
between lcf domains are larger than between-species differences of the same
domain (Okamoto et al. 2001; Liu et al. 2004). There are also differences in the
untranslated region sequences and in the length of these regions between species
(Okamoto et al. 2001; Liu et al. 2004). In dinoflagellates the bioluminescence
system using LBP is likely to be more common than the system that does not use
LBP (Valiadi and Iglesias-Rodriguez 2014). The LBP gene (Ibp) has been found in
three different dinoflagellate genera and in several bioluminescent species in the
genus Alexandrium (Fogel and Hastings 1971; Liu and Hastings 2007; Valiadi and
Iglesias-Rodriguez 2014). Pyrocystis is the only genus known to lack the LBP
(Knaust et al. 1998).

Dinoflagellate bioluminescence can be stimulated in several ways. Laboratory
studies have used, for example, bubbling, stirring and flow to mechanically
stimulate bioluminescence in dinoflagellates (Biggley et al. 1969; von Dassow et al.
2005; Cussatlegras and Le Gal 2007; Deane et al. 2016). Chemicals can be also used
to stimulate bioluminescence. These include chemicals that decrease the pH e.g.
acids and different ions e.g. Ca2+, K+, H+ (Hamman and Seliger 1972; Widder and
Case 1982). Experiments have shown that circadian inhibition of bioluminescence
during the day can be by-passed using chemical stimulation (Hamman and Seliger
1972; Widder and Case 1982). In the open ocean and coastal zone, bioluminescence
intensities have been studied using bathyphotometers, which generally include a
measuring chamber with photometer and a pump or impeller to keep water flow
constant and excite the organism (Aiken and Kelly 1984; Marra 1995; Herren et al.
2005; Latz and Rohr 2013; Cronin et al. 2016).

1.3.1 Bioluminescent dinoflagellates in the Baltic Sea

Many bioluminescent dinoflagellate species occur in the Kattegat and Belt Sea area,
but only three bioluminescent species are known to occur in the central and
northern Baltic Sea (Hillfors 2004). P. reticulatum is generally found in low
abundances throughout the open Baltic Sea (Hallfors 2004; Mertens et al. 2012)
and L. polyedrum is encountered in the Southern Baltic Sea (Hallfors 2004). During
the last decade, A. ostenfeldii has been increasingly observed in shallow waters and
bays of the Baltic Sea up to the Archipelago Sea, with reports from Aland, the Gulf of
Gdansk, Gotland and Kalmar (Larsson et al. 1998; Hajdu et al. 2006; Kremp et al.
2009). A. ostenfeldii is currently the only bioluminescent dinoflagellate known to
form dense blooms in the coastal areas of the central and northern Baltic Sea
(Kremp et al. 2009; Hakanen et al. 2012).
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1.4 Alexandrium ostenfeldii

A. ostenfeldii is encountered in low abundances in the oceans from temperate to
arctic waters (Moestrup and Hansen 1988; Mackenzie et al. 1996; John et al. 2003;
Gribble et al. 2005; Tillmann et al. 2014). As a relatively new phenomenon, dense
blooms of the species are increasingly observed from coastal areas worldwide,
including the east coast of the USA (Borkman et al. 2012; Tomas et al. 2012), South
America (Almandoz et al. 2014), Italy (Ciminiello et al. 2006), the Netherlands
(Burson et al. 2014) and the Baltic Sea (Kremp et al. 2009). These blooms pose a
risk to aquatic organisms and humans in the affected areas as A. ostenfeldii are
known to produce three different types of neurotoxins (Suikkanen et al. 2013;
Salgado et al. 2015). Strains from the Atlantic Ocean and Mediterranean Sea are
reported to produce spirolides (Gribble et al. 2005; Touzet et al. 2008; Ciminiello et
al. 2010). Strains from Malaysia and the Baltic Sea are known to produce PSTs, and
Baltic Sea strains also produce gymnodimines (Lim et al. 2005; Suikkanen et al.
2013; Harju et al. 2016; Savela et al. 2016), whereas strains from the USA and the
Netherlands produce all three types of toxins (Van Wagoner et al. 2011; Borkman et
al. 2012; Van de Waal et al. 2015; Martens et al. 2017). It is not known why strains
from different areas have different toxins profiles. It has been shown that toxin
profiles are genetically determined and that salinity affects the concentration and
type of toxin analogs produced, while it does not change the main toxin profile
(Suikkanen et al. 2013). A. ostenfeldii produces allelochemicals with negative effects
on heterotrophic and autotrophic phytoplankton (Tillmann et al. 2007). The species
is mixotrophic and has been shown to feed on ciliates and other dinoflagellates
(Jacobson and Anderson 1996; Gribble et al. 2005). As many other species in the
genus, A. ostenfeldii produces bioluminescence (Kremp et al. 2009).

A. ostenfeldii and A. peruvianum have been recently combined into the A.
ostenfeldii species complex (Kremp et al. 2014). This consists of six distinct genetics
groups with differences in morphology, toxin composition, ecophysiological
properties and geographic distribution patterns (Kremp et al. 2014). Baltic Sea A.
ostenfeldii belongs to group 1 together with strains from the USA east coast
estuaries and the Netherlands (Kremp et al. 2014; Van de Waal et al. 2015).
Typically, strains in this group occur in shallow productive coastal embayments or
river estuaries with brackish water (Kremp et al. 2014). All strains in group 1
produce PSTs, including saxitoxin analog (Kremp et al. 2014) and strains from the
USA and the Netherlands also produce spirolides (Tomas et al. 2012; Van de Waal
et al. 2015). It has recently been show that strains from all locations in group 1
produce gymnodimines (Van de Waal et al. 2015; Harju et al. 2016; Martens et al.
2017).

A. ostenfeldii is regularly encountered in low abundance in the Kattegat and Belt
Sea (ICES 2007), but its distribution in general in the Baltic Sea is not well known.
In the main Baltic Sea A. ostenfeldii is known to form blooms in the Puck Bay, Gulf
of Dansk, Poland in Kalmar, East coast of Sweden, Valleviken in Gotland and in
Foglo and Kokar in the Aland archipelago (Figure 3; Tahvanainen et al. 2012). In
the northern Baltic Sea, bioluminescent blooms of A. ostenfeldii occur regularly
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during July and August in the Aland archipelago in shallow sheltered areas with
salinities around 6 - 7 PSU (Figure 2; Kremp et al. 2009; Hakanen et al. 2012). The
magnitude of the bloom changes from year to year with a maximum observed
abundance of 6.3 x 10° cells Li* in 2014 (Savela et al. 2016). The blooms are not
monospecific, but A. ostenfeldii occurs as a part of a diverse phytoplankton commu-
nity (Hakanen et al. 2012). A. ostenfeldii blooms generally start to form at water
temperatures around 20 °C (Hakanen et al. 2012). Baltic A. ostenfeldii strains
produce PSTs and gymnodimines (Suikkanen et al. 2013; Harju et al. 2016) in
which PSTs have been shown to accumulate in natural bivalve communities and fish
(Setdla et al. 2014). Laboratory experiments have shown allelopathic effects on co-
occurring dinoflagellates (Hakanen et al. 2014) and copepods (Sopanen et al. 2011).
Baltic A. ostenfeldii forms both thin-walled pellicle cysts, in response to
unfavourable conditions, and thick walled resting cyst (Figure 2 C), and blooms
occurring during summer are closely coupled to benthic cyst beds (Hakanen et al.
2012).

© Paivi Hakanen

Figure 2 A) Dense Alexandrium ostenfeldii bloom in Féglé, Aland during the summer 2014,
Photo: Elin Lindehoff. B) Vegetative cell of A. ostenfeldii. Photo: Paivi Hakanen. C) Cyst of A.
ostenfeldii. Photo: Anke Kremp. D) Vegetative cell of A. ostenfeldii stained with fluorescence
brightener. Photo: Paivi Hakanen
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1.5 Monitoring harmful algal blooms

Phytoplankton monitoring in the Baltic Sea relies on the systematic collection of
water samples from a pre-determined network of stations at certain times of the
year. This system has produced long time-series revealing phytoplankton
composition in monitored areas and changes in phytoplankton dynamics
throughout the years (Kononen and Niemi 1984; Suikkanen et al. 2007).
Unfortunately, the spatial and temporal coverage of such monitoring efforts remains
limited and has been found insufficient in providing representative details of
phytoplankton short term variability (Rantajarvi et al. 1998). The Alg@line —project
was started in 1993 to improve the coverage and resolution of the existing
monitoring network. The ship-of-opportunity platform (SOOP) is an automated
sampling method that can be placed on board a passenger ferry or a merchant ship.
This technique has provided a cost-effective way to observe the dynamics in
physical-, chemical and biological properties in the upper water layer with high
spatial and temporal coverage (Leppidnen et al. 1995; Rantajiarvi et al. 1998;
Rantajarvi 2003). One of the main objectives of the Alg@line network was to
monitor the phytoplankton community and harmful algal blooms (Leppénen et al.
1995). Currently the near real-time chlorophyll-a (Chl-a) and phycocyanin
fluorescence data combined with automatically collected water samples from the
Alg@line system together with satellite images, and observations from the Finnish
Environment Institute and regional environmental centres are used to report the
cyanobacteria bloom situation a near-daily intervals, during the intensive
phytoplankton growth period (Rantajarvi 2003; SYKE 2017). Water samples
collected in the Alg@line network have also been used to study the harmful algal
species present in the Baltic Sea and the long-term and seasonal distribution of
dinoflagellates in the open waters of the Baltic Sea (Leppanen et al. 1995; Hallfors et
al. 2013). The relevance of using the Alg@line system to study the temporal and
spatial distribution of A. ostenfeldii is not known since based on current
observations A. ostenfeldii blooms occur in the shallow coastal areas and the
Alg@line samples are collected along shipping routes. The Alg@line ferry Silja
Serenade travels regularly past a prominent A. ostenfeldii bloom site in Foglo in the
Aland archipelago. One option to decrease the sampling costs and reduce the
sampling effort is to perform targeted sampling in high-risk areas. Unfortunately,
most areas that have a high risk for A. ostenfeldii blooms in the Baltic Sea are not
currently known, but different modelling methods such as species distribution
modelling could be used to define potential risk areas.

A specific problem in using the routine monitoring data is that many
dinoflagellate species, particularly in genus Alexandrium, cannot be identified to
species level by routine methods such as light microscopy of lugol-preserved
samples, even by a skilled taxonomist. The discrimination of thecate dinoflagellates
to the species level is difficult since many species are morphologically uniform and
small details such as the size and shape of individual thecal plates need to be
examined to ensure identification (Murray et al. 2015). Study of thecal plates
typically requires staining of cells (with Calcofluor white or other staining
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techniques, see Figure 2 D) and subsequent fluorescence microscopy (Fritz and
Triemer 1985). This is not generally done as part of routine monitoring, which is
why A. ostenfeldii cells found in routine monitoring would likely be grouped at a
higher taxonomic level than the species. Microscopy is also time consuming and can
rarely be done at the temporal resolution necessary for early detection of HAB. New
automated sampling devises like FlowCAM and flow cytometers have been
developed to help with phytoplankton enumeration and characterisation (Alvarez et
al. 2014). These methods could be useful in detecting harmful dinoflagellates but
are often limited to taxonomic level of genus or above (Alvarez et al. 2014).
Molecular methods, for example species-specific DNA-based molecular probes,
DNA barcoding or microarrays (McCoy et al. 2013; Taylor et al. 2014; Comtet et al.
2015) have been used with good results in recognition of harmful dinoflagellate
species and provide an effective tool for relatively cheap and precise monitoring.
Many toxin-producing dinoflagellates produce bioluminescence (Valiadi et al. 2012;
Cusick and Widder 2014), and it has been suggested that bioluminescence could be
used as an indicator of HABs (Kim et al. 2006; Haddock et al. 2010).

In summary, a clear need for an early warning system of A. ostenfeldii presence
exists in the coastal areas of the Baltic Sea during summer. Due to the complex
coastline with many isolated and remote bays, this demand cannot be met with
traditional sampling and analysis of water samples. Therefore, new methods are
needed to assess the distribution and abundance of A. ostenfeldii in the Baltic Sea.
When exploring new methods, it should be taken into account that suitable
monitoring methods should be easy to deploy, be well targeted and cost-efficient, as
accurate but expensive methods are less likely to be used.

2 Aims of the thesis

The overall aim of this thesis is to study Alexandrium ostenfeldii bioluminescence to
evaluate whether bioluminescence can be used as an early warning signal of harmful
dinoflagellate blooms in the Baltic Sea. More precisely, I aim to study the expression
of A. ostenfeldii bioluminescence to learn how much genetic, phenotypic and
environmentally induced variability there is in bioluminescence production in the
species.

More specific aims are:

1)  To study the distribution and consistency of bioluminescence expression in
different bloom populations of Baltic A. ostenfeldii to determine if
bioluminescence can be reliably used in monitoring.

2) To study daily and seasonal variation in bioluminescence emission of A.
ostenfeldii to evaluate how bioluminescence can be optimally detected
throughout bloom development.

3) To determine if there is a relationship between bioluminescence, cell numbers
and toxicity, to establish which combinations of observation methods can be
used effectively in routine HAB risk monitoring.
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4) To find out how different environmental variables affect bioluminescence
expression to predict how their variability will affect the monitoring of
bioluminescence.

5)  Toincrease the knowledge of the poorly known distribution of A. ostenfeldii in
the Baltic Sea by using species distribution modelling.

6) To evaluate how any of the novel methods based on bioluminescence could
help in early detection of potentially toxic A. ostenfeldii blooms in the Baltic
Sea.

In paper I I study the distribution and consistency of the luciferase gene (lcf) in
different bloom populations of Baltic A. ostenfeldii, and determine if the presence of
lef is consistently paired with bioluminescence production. This is of interest to
evaluate usefulness of applications for early detection of toxic blooms based on
bioluminescence. Information from paper I is used to evaluate the results from
paper II where I investigate the spatiotemporal patterns of bioluminescence
produced during different stages of an A. ostenfeldii bloom and relate this to Chl-a
concentrations, cell numbers and toxin concentrations. This information is used to
develop an autonomous monitoring and early warning strategy based on
bioluminescence. In paper III, effects of different salinities and temperatures on
growth, bioluminescence emission and toxin production are studied to gather
information on genetic diversity and phenotypic variation in A. ostenfeldii seed
banks, in order to estimate the adaptive potential of A. ostenfeldii to projected
climate change. In paper IV, data on A. ostenfeldii distribution collected during
previous studies and based on literature searches are used to model the potential
distribution of A. ostenfeldii in the coastal waters of Finland under current and
future climate conditions.

3 Material and methods

3.1 Sample collection

Clonal cultures of Baltic A. ostenfeldii used in laboratory experiments were
established from sediment samples containing resting cysts. Sediments were
collected from six bloom sites in different areas of the Baltic Sea: Foglo, Sandviken
and Kokar in Aland (Finland), Valleviken (Gotland, Sweden), Kalmar Sound
(Sweden) and Puck Bay (Gulf of Gdansk, Poland). The locations of these sites are
shown in Figure 3. The sampling procedure is described in detail in Tahvanainen et
al. (2012). The A. ostenfeldii strains from the North Sea, Canada, China and Spain
obtained from culture collections were grown from cells collected from the water
column (Paper I). A detailed list of A. ostenfeldii strains used in experiments is
given in Table 1 (Papers I and III).
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The Foglo study area (Figure 4), where semi-continuous bioluminescence, Chl-a
and temperature measurements, and collection of phytoplankton, toxin and lcf
samples took place (Papers I and II), is situated in the Aland archipelago between
Finland and Sweden (Figure 3). Phytoplankton and toxin samples were collected
and processed every second week between mid-July and the end of September 2011
according to protocols described in Paper II and Hakanen et al. (2012).
Phytoplankton samples and seawater samples for Icf detection were collected at 10
locations along a 7 km transect through a known A. ostenfeldii bloom site (Figure 3).
Stimulated bioluminescence was recorded from the same locations during the night
prior to water sampling by lowering the submersible light sensor to a depth of 0.5-
1.0 m at each location for approximately 2 min. Additionally, lcf samples were
collected around the Foglo and Kokar island group in the Aland archipelago, around
islands close to the Tvarminne Zoological Station (University of Helsinki, in Gulf of
Finland), on-board R/V Aranda and with the Alg@line ferry Silja Serenade, which
travels regularly through the Archipelago Sea. The protocol for collecting the Icf
samples is described in Paper 1.
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Figure 3. A) Map of the Baltic Sea, showing different sea areas and the location of the
Alexandrium ostenfeldii populations used in articles | and Il (grey stars). Black lines show the
border between the Baltic Sea and North Sea. B) Detailed map of the Aland islands showing
the location of three A. ostenfeldii bloom populations. C) Details of the islands around the Foglo
study site showing station numbers along the sampled transect used in articles | and Il and
location of the F6glo high-frequency measurement station in a known bloom area (grey star),
where field sampling took place for article II.
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3.2 DNA extraction, PCR and sequencing

DNA was extracted from clonal cultures in their exponential growth stage using a
Plant Mini Kit (Qiagen). The procedure is described in detail in Paper I. Extracted
DNA was purified with a PCR Template Purification Kit (Roche) according to
manufacturer instructions. DNA samples were amplified using previously developed
primers LcfUniCHF3 and LefUniCHR4 for dinoflagellate Icf (Baker et al. 2008).
PCR was performed according to protocol described in Baker et al. (2008). The
expected size of the PCR product was between 500—550 base pairs. Strains that
produced a clear PCR product on the gel were sequenced to confirm that the correct
product had been amplified and to allow further phylogenetic analysis. For the Icf
detection from seawater samples, DNA was extracted from filters using a Chelex
procedure described in Paper I. PCR was carried out as described above. PCR
products from field samples were not sequenced.

Figure 4. A photo of the F6gl6 study site where regular Alexandrium ostenfeldii
blooms are encountered.

Table 1. Information on Alexandrium ostenfeldii isolates used in papers | and Ill, indicating strain
identification, origin, information on luciferase gene presence, bioluminescence production and
known toxin production. Information on toxin production is also based on article Kremp et al.
(2014). The symbol — indicates that the information is not known.

Strain Origin Presence of Biolum. Toxin Used in
thelef | roduction |production | papers

AOF0901 Foglo, Aland, Finland - Yes PSP I
AOF0905 Fogls, Aland, Finland KT732837 | Yes PSP land Il
AOF0909 Foglo, Aland, Finland KT732838 | Yes - |
AOF0915 Fogls, Aland, Finland KT732839 | Yes - |
AOF0919 Foglo, Aland, Finland KT732840 | Yes PSP Iand Il
AOF0922 Foglo, Aland, Finland - Yes PSP "
AOF0923 Foglo, Aland, Finland - Yes - |
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Strain Origin Presence of Biolum. Toxin Used in
thelef | hroduction |production | papers

AOF0926 Foglo, Aland, Finland - Yes PSP 11
AOF0927 Foglo, Aland, Finland - Yes PSP 11
AOF0930 Foglo, Aland, Finland KT732841 | Yes - |
AOF0935 Foglo, Aland, Finland - Yes PSP Il
AOF0936 Foglo, Aland, Finland - Yes PSP 11
AOF0938 Foglo, Aland, Finland KT732842 | Yes - |
AOF0939 Foglo, Aland, Finland - Yes PSP 11
AOF0940 Foglo, Aland, Finland - Yes PSP land 111
AOF0957 Fogls, Aland, Finland KT732843 | Yes - |
AOTVA4 Foglo, Aland, Finland KT732881 | Yes - |
AOK1006 Kokar, Aland, Finland KT732844 | Yes - |
AOK1007 Kokar, Aland, Finland KT732845 | Yes - |
AOK1009 Kokar, Aland, Finland KT732846 | Yes - |
AOK1013 Kokar, Aland, Finland KT732847 | Yes - |
AOK1014 Kokar, Aland, Finland KT732848 | Yes - |
AOK1020 Kokar, Aland, Finland KT732849 | Yes - I
AOK1028 Kokar, Aland, Finland KT732850 | Yes - |
AOK1032 Kokar, Aland, Finland KT732851 | Yes - |
AOK1037 Kokar, Aland, Finland KT732852 | Yes - |
AOK1038 Kokar, Aland, Finland - Yes - I
AOK1045 Kokar, Aland, Finland KT732853 | Yes - |
A0S1001 Sandviken, Aland, Finland | KT732874 | Yes - I
A0S1002 Sandviken, Aland, Finland | KT732875 | Yes - |
A0S1004 Sandviken, Aland, Finland | KT732876 | Yes - I
AO0S1006 Sandviken, Aland, Finland | KT732877 | Yes - |
A0S1011 Sandviken, Aland, Finland | - Yes - I
A0S1013 Sandviken, Aland, Finland | KT732878 | Yes - I
AO0S1014 Sandviken, Aland, Finland | KT732879 | Yes - |
A0S1017 Sandviken, Aland, Finland | - Yes - I
A0S1020 Sandviken, Aland, Finland | KT732880 | Yes - |
AOPL0902 Hel, Poland KT732864 | Yes PSP land Il
AOPL0906 Hel, Poland KT732865 | Yes PSP land 11
AOPL0909 Hel, Poland KT732866 | Yes - |
AOPL0913 Hel, Poland - Yes PSP 11
AOPL0914 Hel, Poland KT732867 | Yes - |
AOPL0917 Hel, Poland - Yes PSP 11
AOPL0918 Hel, Poland KT732868 | Yes - |
AOPL0924 Hel, Poland KT732869 | Yes - |
AOPL0925 Hel, Poland - Yes PSP 11
AOPL0930 Hel, Poland KT732870 | Yes PSP land 11
AOPL0945 Hel, Poland KT732871 | Yes - |
AOPL0961 Hel, Poland KT732872 | Yes - |
AOPL0967 Hel, Poland KT732873 | Yes - |
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Strain Origin Presence of Biolum. Toxin Used in
thelef |5 oduction |production | papers

AOVA0901 Gotland, Sweden KT732882 | Yes - |
AOVAQ0903 Gotland, Sweden KT732883 | Yes PSP I and 111
AOVAQ0904 Gotland, Sweden KT732884 | Yes - |
AOVAQ0905 Gotland, Sweden - Yes PSP I
AOVAQ0906 Gotland, Sweden KT732885 | Yes PSP land Ill
AOVAQ907 Gotland, Sweden - Yes PSP I and 111
AOVA0910 Gotland, Sweden KT732886 | Yes - |
AOVAQ0915 Gotland, Sweden - Yes PSP I
AOVAQ0917 Gotland, Sweden - Yes PSP 1]
AOVA0923 Gotland, Sweden KT732887 | Yes - |
AOVA0924 Gotland, Sweden KT732888 | No PSP land Ill
AOVA0928 Gotland, Sweden - Yes PSP i
AOVA0929 Gotland, Sweden KT732889 | Yes - |
AOVA0930 Gotland, Sweden - Yes PSP, GYM | Il
AOVAQ0931 Gotland, Sweden KT732890 | Yes PSP land Ill
AOKAL0902 | Kalmar, Sweden KT732854 | Yes - |
AOKALO0909 | Kalmar, Sweden KT732855 | Yes PSP land I11
AOKAL0913 | Kalmar, Sweden KT732856 | Yes PSP land I11
AOKAL0916 | Kalmar, Sweden KT732857 | Yes - |
AOKAL0918 | Kalmar, Sweden - Yes PSP land I11
AOKAL0919 | Kalmar, Sweden KT732858 | Yes PSP land I11
AOKAL0923 | Kalmar, Sweden KT732859 | Yes - |
AOKAL0924 | Kalmar, Sweden - Yes PSP Il
AOKAL0925 | Kalmar, Sweden - Yes PSP land Il
AOKAL0927 | Kalmar, Sweden KT732860 | Yes PSP land I11
AOKAL0928 | Kalmar, Sweden KT732861 | Yes PSP land I1I
AOKAL0933 | Kalmar, Sweden - Yes PSP Il
K1354 Oresund, Denmark KT732892 | Yes PSP I
CCAP1119/45 | North Sea, Scotland KT732835 | Yes Spirolides | |
CCAP1119/47 | North Sea, Scotland KT732836 | Yes Spirolides | |
S6 P12 El11 North Sea, Scotland KT732863 | Yes Spirolides | |
NCH85 North Sea, Norway KT732893 | Yes Spirolides | |
AONOR4 Oslofjord, Norway KT732862 | Yes Spirolides | |
LSA06 Lough Swilly, Ireland No No Spirolides | |
LSEO05 Lough Swilly, Ireland No No Spirolides | |
WW516 Fal River, UK No No Spirolides | |
WWw517 Fal River, UK No No Spirolides | |
IEO- Palamos, Spain KT732891 | No Spirolides | |
VGOAMD12
IOE- Palamos, Spain Yes No Spirolides | |
VGOAMI10C
ASBHO1 Bohai Sea, China Yes Yes PSP |
AOPC1 Saanich, Canada Yes Yes - |
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3.3 Bioluminescence measurements

For paper I, dense A. ostenfeldii cultures in their late exponential to early
stationary phase were visually tested for bioluminescence emission by shaking the
culture bottles in a dark room during the scotophase. If no visual bioluminescence
occurred the culture was chemically stimulated by adding acid and recording the
bioluminescence signal with a Varian Cary Eclipse spectrofluorometer. Biolumi-
nescence in Paper III was recorded using the same spectrofluorometer while
bioluminescence was stimulated by the addition of acid. The detailed procedure for
these bioluminescence measurements is described in Papers I and III. For Paper
II1, the bioluminescence measurements were zeroed using the signal recorded at the
start of the measurements, before acid addition. The onset of bioluminescence was
detected as the first peak in the second derivative of the recorded signal. The
duration of bioluminescence following the acid addition was up to 18 s in the
majority of samples. Bioluminescence intensity (BL, in instrument units) was
therefore normalised to the cell number and period of bioluminescence in seconds.

Daily rhythms of A. ostenfeldii bioluminescence were studied experimentally
with strain AOF-0930 from Fo6glo, Aland, which based on previous studies was
known to produce bioluminescence. Experiments were conducted with cultures in
their exponential growth phase and growth dynamics were monitored by in vivo
Chl-a fluorescence measurements. At the beginning of each experiment, the cell
density was approximately 500 cells mL-. For bioluminescence measurements 150
mL of culture was transferred to a 250 mL plastic measurement bottle containing a
30 mm wide stirring cross (Figure 5A). The bottle was placed inside a dark
measuring chamber containing a stirring platform, a sensitive light sensor
(GlowTracka, Chelsea Technologies Group, UK) and a lamp to illuminate the culture
during its day phase (Figure 5A). Stimulated bioluminescence was induced for 1
minute every 30 minutes by stirring (225 rpm) during the 24 hour study period.
During the day phase the light was switched off during the 1-min measurement
period. The bioluminescence data were averaged over each recorded 1-min period.

The results from the bioluminescence rhythm experiments in the laboratory
were used to plan the field measurement strategy. The same light sensor
(GlowTracka) was used to measure bioluminescence in situ but it was attached to a
pump to let water flow through the sensor chamber at a constant rate of 6 L min-.
The bioluminescence meter was mounted on a submerged frame together with a
temperature logger and a Chl-a fluoroprobe (Figure 5B). Daily patterns of
stimulated bioluminescence and Chl-a fluorescence were recorded continuously
from 27 July to 7 September 2011, covering the start, peak and decline of an A.
ostenfeldii bloom. The sensor frame was moored circa 10 m from the shore at 0.5 —
1.0 m depth (Figure 3). Water depth at the site varied between 1.5 - 2 m. The sensors
were connected to a data logger on the shore and powered from a solar panel. The
exact description of the measurement procedure is given in Paper II. Data was
recorded for 1 min every 10 minutes. The raw bioluminescence and fluorescence
data were averaged over each recorded 1-min period. Chl-a fluorescence values were
converted to pigment concentrations using a laboratory calibration.
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Figure 5 A) Measurement setup to study the daily rhythm of stimulated bioluminescence
emission in the laboratory. B) Setup of instruments to measure bioluminescence, temperature
and Chl-a fluorescence underwater at the Foglo field site.

3.4 Experiments

For experiments in Paper III, six to ten strains from clonal cultures originating
from each of the four Baltic Sea bloom sites (AOF, AOKAL, AOVA, AOPL, Figure 3)
were individually exposed to seven different temperature and salinity combinations
in 4-week batch culture experiments (Table 2). Altogether, 34 clonal strains were
used. The growth conditions were selected to represent the natural range in the
native Baltic Sea habitats and under predicted future climate change. Temperature
effects were tested at salinity 6 PSU and salinity effects at temperature 20 °C. The
20 °C and 6 PSU treatment was defined as the baseline treatment as it represents
typical bloom conditions at most bloom sites. During the 4-week experiment,
growth dynamics were monitored by in vivo fluorescence measurements. At the end
of the experiment, samples for cell counts and cellular toxin content were taken, and
bioluminescence was measured from each culture.

Table 2. Experimental treatments for studying salinity and temperature effects on growth,
bioluminescence emission and toxin production.

Temperature & | 2 PSU 4 PSU 6 PSU | 8PSU
Salinity
16 °C

20 °C Control

24 °C
28 °C
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3.5 Species distribution modelling

Observations of A. ostenfeldii were collected from around the Baltic Sea by
contacting the local authorities responsible for phytoplankton monitoring in each
country. ICES and Hertta databases for phytoplankton, as well as reports in
scientific literature, were searched for A. ostenfeldii observations. In addition, in
Finnish territorial waters data from field campaigns documenting A. ostenfeldii cells
and cysts, the presence of the luciferase gene (lcf), presence of the paralytic shellfish
poisoning toxins (PSTs), bioluminescence measurements, and reports of
bioluminescence by citizens were used.

A. ostenfeldii observations from Finnish marine waters were used to build a
species distribution model (SDM) for A. ostenfeldii in the coastal waters of Finland
(Paper IV). The principle of SDMs is to relate known species occurrences to
environmental predictors like landscape, climate and habitat variables to explain
and predict species distribution (Elith et al. 2006; Phillips et al. 2006). In this
study, high resolution environmental information layers developed by the Finnish
underwater inventory program (Velmu) were used to train the SDM with
environmental parameters. Presence-only modelling was conducted with MaxEnt
(version 3.4.1), available from https://biodiversityinformatics.amnh.org/
open_source/maxent/. The detailed modelling procedure is described in Paper IV.
The predictive performance of the model was evaluated using the area under the
curve (AUC) of the receiver-operating characteristic plot (Phillips et al. 2006). AUC
provides a measure of the predictive capability ranging between 0.5 (no predictive
power) and 1 (a perfect model) (Hanley and McNeil 1982). Jackknife cross-
evaluation was used to determine the relative contribution of each environmental
variable to predicting A. ostenfeldii distribution.

3.6 Statistical analyses

Linear least-squares regression analysis in SAS software was used to assess the
relations between bioluminescence intensity and Chl-a concentration, A. ostenfeldii
cell density, and toxicity in the semi-continuous monitoring study in Paper II. The
same method was used to relate cell density to bioluminescence intensity in the
transect study. The linear mixed effects models used in Paper III were fitted
separately to each response variable (growth rate, toxin concentration and
bioluminescence), using the R package ‘nlme’ (Pinheiro et al., 2012) in R 2.15.2 (R
core team, 2012). The final model was selected based on the model’s Akaike
information criterion value. Statistical significance of the random effect for strain
was assessed by comparing a generalized least squares model without any random
effects, but with the same main and interaction effects as described above, with the
final LME model. The comparison was made using a likelihood ratio test (LRT).
Normality and homoscedasticity of residuals were checked for each response
variable. Tukey’s pairwise post-hoc comparisons (R package ‘Ismeans’; Lenth, 2013)
were used to determine which of the effects of explanatory factors and their
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interactions significantly differed from each other. Student’s t-test was used to
detect if the ‘effect size’ of the different temperatures and salinities for growth rate,
toxin concentration and bioluminescence of each strain significantly differed from
the baseline condition. In Paper IV, the covariance of the environmental layers was
checked based on 30,000 points randomly chosen from the study area using R
package ‘sp 1.2.4’ in R 3.3.1 (R core team 2017).

4 Results and discussion

4.1 Presence of the luciferase gene and bioluminescence production

The results of paper I provide the first detailed overview of the presence and
diversity of the lcf and bioluminescence production in six Baltic Sea A. ostenfeldii
bloom populations. The PCR amplification and sequencing revealed that Icf was
consistently present in all A. ostenfeldii strains isolated from the Baltic Sea.
Bioluminescence emission was observed in 60 out of 61 strains (Table 1) with
AOVA0924 from Gotland Sweden being the only Baltic strain that did not produce
bioluminescence even though it had the Icf. The close coupling between Icf presence
and bioluminescence production has been previously shown for many dinoflagellate
species (Baker et al. 2008; Valiadi et al. 2012). More variation between these
properties was observed from A. ostenfeldii strains from other locations. The lcf was
detected in all North Sea strains except two strains from Ireland (LSAo6 and
LSEo05) and the UK (WW515 and WW517), and it was present in strains from Spain
(IEO-VGOAMD12, IOE-VGOAM10C), China (ASBHO1) and Canada (AOPC1). A.
ostenfeldii strains from China, Canada, Norway and Scotland produced
bioluminescence but no bioluminescence production was observed in strains from
Ireland, the UK and Spain (Table 1). Intraspecific variation in bioluminescence
production has been found in some dinoflagellate species, e.g. C. horrida and A.
tamarense, both bioluminescent and non-bioluminescent strains co-occur but also
the non-bioluminescent strains always have Icf (Valiadi et al. 2012). According to
rDNA sequences, Baltic A. ostenfeldii strains belong to phylogenetic group 1 in the
A. ostenfeldii species complex, whereas strains from the UK and Ireland where
neither lcf nor bioluminescence was detected belong to group 2 (Kremp et al. 2014).
Strains from Spain where the Icf was found, but no bioluminescence was observed,
also belong to group 2 in the A. ostenfeldii species complex. This suggests that the
strains in group 2 have either lost the Icf or the gene has mutated so that it is no
longer functional. The primers used in Paper I targeted the most variable region of
the Icf (Baker et al. 2008). It has been shown that primers designed for this variable
region may not always give a positive signal for the lcf even if it is present, likely due
to too many nucleotide differences at the primer binding sites (Valiadi et al. 2012).
Based on this result from Paper I it is not possible to say if the lcf is modified or
truly absent in the respective strains.
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Field sampling in the Fo6glo study area (Paper I) showed that it was possible to
amplify the lcf sequences from natural water samples. Sampling along the transect
that passed through a known A. ostenfeldii bloom site showed that presence of the
lcf, A. ostenfeldii cells and bioluminescence emission were closely coupled (Table 2
in Paper I). Sensitivity of lcf detection was considered sufficient for detection of
non-bloom abundances of A. ostenfeldii as it was possible to amplify the lcf from
water sample that contained between 40 - 120 A. ostenfeldii cell L*. The water
samples collected with the Alg@line ferry Silja Serenade did not reveal any positive
signal for the lcf and therefore a different water sampling strategy closer to the coast
is needed. Other field studies have found that bioluminescence measurements
comparatively underestimated the presence of bioluminescent dinoflagellates
compared to detection of the lcf (Valiadi et al. 2014). The result by Valiadi et al.
(2014) could have been due to the presence of different dinoflagellate species with
different bioluminescent properties and co-occurrence of bioluminescent
zooplankton (Valiadi et al. 2014). In the coastal waters of the Baltic Sea where the
bioluminescent plankton community consists entirely of A. ostenfeldii,
bioluminescence detection can be considered as reliable an indicator of the presence
of A. ostenfeldii as detecting the Icf directly. The obtained results indicate that, from
the perspective of environmental monitoring, the consistent presence of Icf in the
Baltic A. ostenfeldii strains and close coupling between Icf and bioluminescence
production suggests that bioluminescence can be used to reliably monitor the
presence of A. ostenfeldii in the Baltic Sea.

4.2 Daily and seasonal variation in bioluminescence signal

This section refers to the unpublished results of Le Tortorec A., Kauko H. and Simis
S.G.H.

Experimental studies on the daily rhythm of A. ostenfeldii bioluminescence showed
that the studied culture exhibits a clear rhythm in stimulated bioluminescence
emission. Bioluminescence started to increase approximately 1 hour before the
lights went off, peaked circa 1 hour after the dark period started, stayed around the
same level for 1.5-2 hours and declined towards the morning with some
bioluminescence still visible 1 hour after the lights went on (Figure 6). This result is
in line with other laboratory studies showing a clear circadian rhythm in
bioluminescence emission of different dinoflagellate species (Widder and Case
1982; Fritz et al. 1990; Knaust et al. 1998). It has been shown that the circadian
rhythm in dinoflagellates can be controlled in two different ways. In L. polyedrum
(former Gonyaulax polyedra) the scintillons, the luciferase enzyme and the LBP are
all synthesised and broken down on daily bases (Fritz et al. 1990; Knaust et al.
1998) whereas in Pyrocystis species, which do not have the LBP, the amount of
luciferase stays the same but its location inside the cell changes (Widder and Case
1982; Knaust et al. 1998). It is not known which one of these systems controls the
circadian regulation in A. ostenfeldii. However, since [bp has been found in four
other Alexandrium species (Valiadi and Iglesias-Rodriguez 2014) it is likely that the
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circadian rhythm of A. ostenfeldii bioluminescence is controlled through daily
synthesis and breakdown of scintillons and relevant proteins. As it has been shown
that the stimulation method greatly affects the amount of bioluminescence
produced by dinoflagellates, the exact bioluminescence values measured in different
studies cannot be compared but bioluminescence patterns are still comparable
(Cussatlegras and Le Gal, 2007; Kauko, 2013; Latz and Rohr, 2013).
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Figure 6. Stimulated bioluminescence of Alexandrium ostenfeldii under 16:8 light dark
rhythm. Grey bars represent dark periods.

Studies at the Foglo field site (Figure 3) showed that it is possible to measure
bioluminescence in situ in optically attenuating Baltic Sea waters. In Paper II
stimulated bioluminescence produced by A. ostenfeldii was recorded in the field
between 27 July and 7 September 2011 (Figure 7). During this period, intense
(>2nW cm-2) bioluminescence, indicating the bloom of A. ostenfeldii, started from
mid-August and lasted until the beginning of September (circa 15 days). The
maximum intensity of bioluminescence (1-min average) was 14.46nW cm-2
recorded on 26 August 2011 (Paper II). Compared to laboratory experiments the
field measurements showed more variation in the daily pattern of bioluminescence
production, but large day-to-night variation in the intensity of bioluminescence was
still observed during the bloom period, with bioluminescence starting to rise shortly
after sunset, peaking around midnight and declining towards the morning (Figure 3
in Paper II). During the peak bloom period, some bioluminescence could be
recorded even during the day. The results of Paper II show that bioluminescence is
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already detectable when A. ostenfeldii is present at low cell concentrations in the
water column (Figure 8). The primary source of variation in the recorded signal
both in laboratory studies and in the field measurements was the circadian rhythm
of bioluminescence. The diurnal variation in bioluminescence emission has been
repeatedly observed in nature (Utyushev et al. 1999; Geistdoerfer and Cussatlegras
2001; Marcinko et al. 2013) as well as in dinoflagellate cultures as shown above. The
observed maximum ratio in bioluminescence intensity between night and day was
32.90 + 22.20 during the period of high bioluminescence (Paper II), which is
similar to ratios found in other natural populations e.g. maximum ratio of 23 in
Marcinko et al. (2013).
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Figure 7. Intensity of Alexandrium ostenfeldii bioluminescence, measured at 10-min
intervals. (Paper ).

The second source of variation in the bioluminescence signal found in paper II
was the seasonal change in the bioluminescence intensity likely caused by
fluctuations in A. ostenfeldii abundance. Studies conducted in previous years show
that A. ostenfeldii abundance peaked after mid-July and declined at the end of
August. Outside the peak period, the species persisted in the water column at
moderate to low abundance (Hakanen et al. 2012). In Paper II A. ostenfeldii cells
were present in the water column throughout the study period, but high abundances
were only observed in late August simultaneously with high bioluminescence
intensities (Figure 8). A positive relation between night-time bioluminescence and
cell numbers was observed. Night-time bioluminescence intensity was also
positively correlated with night-time Chl-a concentration, although there was
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variability in this correlation depending on the state of the bloom (initiation, peak,
termination) (Figure 5 in Paper II). During the bloom period from mid-August to
end of August 60% of the variability in mean night-time bioluminescence could be
attributed to changes in mean night-time Chl-a (Paper II). Seasonal changes in
bioluminescence intensity related to the abundance of Pyrodinium bahamense has
also been reported by Soler-Figueroa and Otero (2016). Studies conducted in the
open ocean have also related changes in bioluminescence intensities to changes in
total dinoflagellate abundance (Lapota et al. 1989; Marra 1995).

The bioluminescence measurements conducted in Paper II along a ~7km
transect showed that bioluminescence was highly localized prior to the bloom peak
(Figure 6 in Paper II). The strongest signal was measured in the inner areas of the
sound and it decreased towards the open sea. This observation suggests that the
bloom spread out from a single location, supporting the earlier findings showing
that the distribution of A. ostenfeldii is highly localized in the Baltic Sea (Larsson et
al. 1998; Hajdu et al. 2006; Hakanen et al. 2012). It also supports the previous
finding showing that the A. ostenfeldii blooms in Foglo area are closely coupled with
benthic cystbeds (Hakanen et al. 2012). These results confirm that it is possible to
use bioluminescence as an early indicator of toxin-producing dinoflagellate blooms
in the Baltic Sea. The measurement system used in Paper II was sensitive enough
for the early detection of A. ostenfeldii blooms, since induced bioluminescence could
be measured during periods when A. ostenfeldii was not yet abundant.

4.3 Bioluminescence as a proxy of toxicity

Many bioluminescent dinoflagellates produce toxins (Valiadi et al. 2012; Cusick
and Widder 2014) but the relationship between bioluminescence intensity and
cellular toxin concentration has not been studied before. The experiments in Paper
III revealed a high phenotypic diversity in genetically diverse seed banks of A.
ostenfeldii. Results showed that the examined 34 clonal A. ostenfeldii isolates had
varying growth, toxin and bioluminescence properties and responded differently to
temperature and salinity changes (Figure 9). At baseline conditions (temperature
20°C and salinity 6 PSU) high growth rates were associated with high cellular
toxicity in strains from Foglo (AOF) and Poland (AOPL), but this was not the case
with strains from Kalmar (AOKAL) and Valleviken (AOVA) (Figure 2 in paper III).
An increase in temperature to 24 °C and 28 °C affected toxin production, but
responses were strain specific and both negative and positive changes occurred
(Figure 9). A decrease in temperature to 16 °C rarely affected toxin production.
Changes in salinity only affected the toxin production in approximately half of the
strains, and most of the observed significant changes (positive or negative) occurred
at salinity 2 PSU (Figure 9). No clear trend was observed between growth rate or
toxicity and intensity of bioluminescence emission in A. ostenfeldii, and strains that
produced high amounts of toxins or bioluminescence were generally different
(Paper III).
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Figure 8. Dynamics of A) night-time bioluminescence (nightly mean, standard deviation as
error bars), B) night-time chlorophyll-a (nightly mean, standard deviation as error bars), C)
water temperature, D) A. ostenfeldii cell abundance (one replicate per sampling) and E) total
cellular PSP toxin concentration (mean of two replicates) (* = traces of GTX toxins found on
29 September) at station A from 11 July to 29 September. (Paper II).

High variability in toxin content of A. ostenfeldii strains in response to elevated
temperatures has previously been observed by Kremp et al. (2012). The latter study
additionally showed that an increase in temperature to 24 °C alters the toxin
composition of A. ostenfeldii, resulting in higher saxitoxin production, which was
also observed in Paper III among the strains growing best at 24 °C. Strain-specific
responses of increased salinity to total cellular toxin concentration and toxin
composition have also been previously observed in A. ostenfeldii (Suikkanen et al.
2013). These results highlight that there is likely no uniform response in toxin
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production of A. ostenfeldii to different salinities and temperatures, except for the
increased proportion of saxitoxin produced in response to elevated temperatures.
All strains that were tested produced both bioluminescence and PSTs (Table 1).
Therefore, it can be assumed that production of both bioluminescence and PST
toxins is predominant property in Baltic A. ostenfeldii.

The field measurements in Paper II showed that low concentrations of cellular
PSP toxins were detected through the sampling period, while higher toxin
concentration occurred when night-time intensity of bioluminescence was >1
nWem= and could easily be detected by eye (Figure 8). In Paper II a positive
correlation between toxicity and A. ostenfeldii cell numbers was observed. This
result is in line with studies by Hakanen et al. (2012) who showed that PST toxin
dynamics correlated with A. ostenfeldii cell numbers and that toxin peaks mirrored
A. ostenfeldii abundance peaks. More studies are needed on the relation between
bioluminescence intensity and cellular toxin concentration, both in cultures and in
natural communities.

4.4  Effects of salinity and temperature on A. ostenfeldii
bioluminescence

The physiological status of the cell and environmental factors affect the intensity of
bioluminescence in dinoflagellates (Valiadi and Iglesias-Rodriguez 2013).
Bioluminescence emission has been shown to decrease when heterotrophic
dinoflagellates are starved (Buskey et al. 1992; Li et al. 1996). In autotrophic
dinoflagellates bioluminescence may diminish when cultures become nutrient
depleted (Esaias et al. 1973). In Paper III large differences in bioluminescence
emission between strains were observed in all temperature and salinity treatments
(Figure 9). Swift et al. (1973) showed intraspecific variation in bioluminescence
emission between four to five clones of two species of Pyrocystis in response to
mechanical stimulation. However, at this magnitude intraspecific variation in
dinoflagellate bioluminescence emission has not been shown before, although it is
likely widespread since intra-population differences are common in other traits
involved in defence e.g. toxins and allelochemicals production (Tillmann et al. 2009,
2014).

The experiments in paper IIT showed that salinity and temperature clearly
affected A. ostenfeldii bioluminescence production. Low salinity (2 PSU) decreased
bioluminescence emission per cell. An increase in salinity to 8 PSU, and a decrease
to 4 PSU only affected bioluminescence emission in one third of the strains, and a
decrease in bioluminescence emission was observed more often than an increase.
High temperatures (24°C and 28°C) significantly decreased bioluminescence
emission per cell (Figure 9), whereas a slight increase in A. ostenfeldii
bioluminescence emission was observed at 16 °C. The effects of environmental
factors on dinoflagellates bioluminescence have remained poorly studied (Valiadi
and Iglesias-Rodriguez 2013). Experiments with the dinoflagellate P. lunula have
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establishment of bioluminescence, whereas an increase in salinity resulted only

in small decline (Craig et al. 2003). This finding, together with the results of Paper
III, suggests that salinity likely has a regulatory function in bioluminescence of
dinoflagellates. Regarding to temperature, Ueda et al. (1994) showed a temperature
optimum at 22.5 °C for the enzyme Kkinetics of firefly luciferase, and a sudden
decrease in bioluminescence at temperatures above was observed. There are likely
some differences in bioluminescence responses to temperature changes between
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species, as re-establishment of bioluminescence in P. lunula was positively
correlated with increasing temperature between 10 - 30 °C (Craig et al. 2003) and
the tropical bioluminescent dinoflagellate Pyrodinium bahamense regularly forms
bioluminescent blooms in water temperature above 25 °C (Phlips et al. 2006).

Field measurements from the Foglo study site (Paper II) showed that A.
ostenfeldii bloom was initiated at temperatures above 22°C (Figure 8). During the
bloom period, which was characterised by intense bioluminescence, the water
temperature remained above 19°C, and a drop in water temperatures to below 19°C
coincided with a decrease in the intensity of bioluminescence (Figure 8). This result
is in line with earlier studies showing that A. ostenfeldii blooms in Foglo formed at
water temperatures around 20 °C (Hakanen et al. 2012). The results from Paper II,
together with earlier studies, support the idea suggested by Hakanen et al. (2012)
that proliferation of A. ostenfeldii to bloom concentrations in the Baltic Sea is
connected to warm water. Brandenburg et al. (2017) showed that A. ostenfeldii
abundance in a brackish water creek in the Netherlands belonging to the same
phylogenetic group 1 as Baltic A. ostenfeldii was also positively correlated to
temperature and blooms occurred at temperatures between 15 and 25 °C. In a study
conducted in a natural plankton assemblage of the Mediterranean Sea no direct
correlation was found between bioluminescence and temperature or salinity
(Cussatlegras et al. 2001). Altogether it is likely that large variation, both between
and within species, exists in bioluminescence emission of dinoflagellates in response
to environmental parameters. However, more studies are needed regarding the
effects of environmental factors on bioluminescence of dinoflagellates to be able to
formulate a general response pattern.

45 Distributions of A. ostenfeldii in the Baltic Sea

A map of all locations where A. ostenfeldii has thus far been observed in the Baltic
Sea is presented in Figure 10. Data displayed on the Figure 10 are from the author
and research group, Hertta database, ICES database, existing literature, citizen
observations and Department of Ecology, Environment and Plant Sciences,
Stockholm University, Sweden (per. comm. Helena Hoglander), Institute of
Oceanography, University of Gdansk, Poland (per. comm. Justyna Kobos) and
Marine Systems Institute, Tallinn University of Technology, Estonia (pers. comm.
Inga Lips). Most observations are from shallow coastal areas, and observations from
the open sea are often close to a known bloom site. This is in line with previous
studies from Baltic Sea reporting A. ostenfeldii observations from shallow coastal
areas (Larsson et al. 1998; Hajdu et al. 2006; Kremp et al. 2009; Hakanen et al.
2012). Worldwide, A. ostenfeldii observations from coastal areas are increasingly
reported (Ciminiello et al. 2006; Borkman et al. 2012; Tomas et al. 2012; Almandoz
et al. 2014; Burson et al. 2014). The reasons behind this increase are not known but
could be related to eutrophication, changes in nutrient ratios or global climate
change (Heisler et al. 2008; Glibert and Burford 2017; Gobler et al. 2017).
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Figure 10. Map of locations where Alexandrium ostenfeldii has been observed in the Baltic Sea
area. Observations inside the black box were used to build the distributions model for Finnish

coastal waters. (Unpublished).

The A. ostenfeldii SDM for Finnish coastal waters presented in Paper IV showed
that the environmental variables that were most strongly associated with A.
ostenfeldii occurrence were total phosphorus divided by inorganic phosphorus,
depth, Fucus spp., depth exposure, minimum bottom temperature and total
nitrogen divided by inorganic nitrogen (Table 2 in paper IV). A. ostenfeldii
occurrence was weakly associated with distance to shore and salinity. A map of the
potentially suitable habitats for A. ostenfeldii is shown in Figure 11, with values of
relative habitat suitability ranging from o (low suitability) to 1 (high suitability). The
model indicated previously unknown but potentially suitable habitats for A.
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ostenfeldii mainly around the Aland islands, around the Hanko Peninsula in the
Gulf of Finland and, interestingly, around the islands in the Vaasa area in the
northern part of the Bothnian Sea. New potential habitats around the Aland and
Hanko peninsula were expected since A. ostenfeldii has been observed in other
locations in these areas before. This model is the first indicator that A. ostenfeldii
could potentially spread to the Bothnian Sea, which was previously thought to have
too low salinity to support the growth of A. ostenfeldii. Indeed, in Paper III we
showed that A. ostenfeldii can grow in salinities as low as 2 PSU. Other factors like
dispersal barriers such as land masses or currents may also prevent or delay
expansion of A. ostenfeldii distribution (Palumbi 1994; Casabianca et al. 2012;
Sjoqvist et al. 2015). To validate the model results further sampling from these
newly identified areas is advised.
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Figure 11. Potential distribution of Alexandrium ostenfeldii in the coastal waters of Finland. Red
colour indicates the relative habitat suitability ranging from 0 (low suitability) to 1 (high suitability).
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5 Conclusions and future perspectives

In this thesis, I have shown that bioluminescence is a prominent feature in Baltic
Sea A. ostenfeldii both in cultures and in natural communities. Lcf was present in all
studied Baltic A. ostenfeldii strains and its presence was closely coupled with
bioluminescence production. Many different factors starting from the nutritional
status of the cells to salinity, temperature and light exposure affect the
bioluminescence emission in dinoflagellates. In this thesis, large previously
unknown intraspecific variation was observed in A. ostenfeldii bioluminescence
emission in relation to salinity and temperature changes. Bioluminescence emission
of A. ostenfeldii was found to follow a circadian rhythm with bioluminescence
observable during night and barely discernible during the day. Observed
bioluminescence also showed seasonal variation related to fluctuations in A.
ostenfeldii abundance. The abundance of A. ostenfeldii and toxin concentrations
were positively correlated in our data set. All A. ostenfeldii strains tested during this
thesis produced both bioluminescence and PST toxins. Therefore, it can be assumed
that concurrent production of bioluminescence and PST toxins is a predominant
property in Baltic A. ostenfeldii.

The main aim of this thesis was to evaluate whether bioluminescence can be
used as an early warning signal of harmful dinoflagellate blooms in the Baltic Sea.
The results obtained showed a close coupling between Icf and bioluminescence
production in Baltic A. ostenfeldii, which suggests that bioluminescence could be
used to reliably monitor the presence of A. ostenfeldii in the Baltic Sea. The results
from the field studies showed that bioluminescence was already detectable when A.
ostenfeldii was present in the water column at low cell concentrations, which
indicates that the measurement system was sensitive enough for the early detection
of A. ostenfeldii blooms. Low concentrations of cellular PSP toxins were detected
throughout the sampling period while higher toxin concentration occurred when
night-time intensity of bioluminescence was >1 nWem and could easily be detected
by eye. However, more studies are needed on the relationship between
bioluminescence intensity and cellular toxin concentration, both in cultures and in
natural communities, to be able to improve the estimates of toxicity predictions
from bioluminescence measurements. The fact that bioluminescence emission
around 1 nWcem is detectable by eye further suggests a possibility to use less
sensitive and lower cost optical instruments for bioluminescence detection.

The finding that bioluminescence was observed to be highly localised prior to the
bloom peak, together with earlier findings showing that the distribution of A.
ostenfeldii is highly localized in the Baltic Sea, is problematic with respect to
monitoring as it suggests that monitoring should be conducted at a fine spatial
resolution. The diurnal rhythm of bioluminescence should be taken into account
when planning environmental monitoring of this phenomenon as it is not feasible to
detect bioluminescence during the day. One solution could be to use complementary
monitoring based on bioluminescence measurements and detection of lcf or another
molecular marker to increase the chances of detecting A. ostenfeldii. The optical
detection of bioluminescence provides an immediate answer if A. ostenfeldii is

37



present at a certain location at sufficient cell numbers. When detecting the Icf there
is always a time lag between collecting the sample in the field and analysing it in the
laboratory, but samples can be collected from wider areas also during daytime and
at low A. ostenfeldii abundances. Therefore, detecting the Icf or another molecular
marker would be useful in revealing new locations where A. ostenfeldii is present.
Citizen observations of bioluminescence detected by eye could be an effective and
cost-efficient way to monitor the long and complex coastline with adequate spatial
coverage. However, informing citizens about the phenomenon and the risk of
associated toxicity, and how and where it should be reported should be a continued
effort, aided by press releases or through local information events.

The SDM of A. ostenfeldii offers new interesting possibilities in relation to
monitoring as it can be used to target the monitoring efforts in the areas indicated
as potentially highly suitable for A. ostenfeldii. Information about A. ostenfeldii
presence in these discovered areas should be collected and used to validate or
improve the model. The SDM could be further developed by including new
observation data of A. ostenfeldii and by increasing the spatial coverage of
environmental layers to be able to extend the model to cover, for example the coasts
of Sweden and Estonia and eventually the whole Baltic Sea. This would help to
further refine and validate the model results, as well as our understanding of A.
ostenfeldii distribution in the Baltic Sea.

6 Acknowledgements

The work presented in this thesis was carried out at the Finnish Environment
Institute Marine Research Centre, which kindly provided facilities and support to
my work throughout these years. This thesis was financially supported by the
Academy of Finland and the Onni Talas foundation. Field work was conducted
mainly around Fo6glo islands in Aland, and a big thank you goes to Johan and
Helene Franzén for their invaluable help with boats, sampling, accommodation and
everything else, and for always being positive and helpful. Part of the fieldwork was
conducted in Tvarminne Zoological Station, which was a nice place to work with
helpful personnel. I am grateful to Dr. Dedmer Van de Waal and Dr. Martha Valiadi
for agreeing to pre-examine this thesis and for their positive and constructive
comments. I would like to thank my thesis advisory committee Jorma Kuparinen,
Harri Kankaanpa, Seppo Kaitala and Anssi Vahétalo for their help and advice.
Foremost I would like to thank my supervisors Stefan Simis and Anke Kremp
for their invaluable contribution to this thesis during all these years. Stefan, thank
you for giving me the opportunity to work in this interesting project with
bioluminescent dinoflagellates and teaching me a lot about bio-optics, field
experiments, data-analyses and writing scientific papers. Your door was always
open and you had time for all my questions and, most of the time, also provided
answers. Anke, thank you for guiding me into the fascinating world of
dinoflagellates, teaching me about microscopy, laboratory work and phylogenetics,

38



and for introducing me into a wonderful group of harmful algae people. It has been
great to work with you both!

I would like to thank all my co-authors for your help in preparing the papers.
I want to thank John for help with all the instrumentation set ups, Paivi for your
help and company during field work and help with microscopy, Sanna S. for helping
with toxin analysis, Pia for teaching me how to extract DNA, do PCR and analyse
sequencing data, Johanna for helping with bioluminescence measurements, Elin for
helping with last manuscript and for interesting discussions about dinoflagellates
nutrient use, Eric for helping with huge datasets and GIS and Elina for providing the
Velmu data and helping me with species distribution modelling. Helena Hoglander,
Justyna Kobos and Inga Lips are thanked for sharing their records of A. ostenfeldii.

I have been privileged to work in the SYKE Marine Research centre formerly in
Kumpula and now in Viikki with wonderful, smart and helpful people. I would like
to thank all the members in the Alex-group, old and new. Sanna S., Piivi, Pia,
Johanna, Jacqueline, Elin and also Henna and Conny, it has been great to work with
you all! I have really enjoyed your company and our discussions about both science
and life. I want to especially thank Sanna S., you have been a big help during these
years. You always had time to discuss about anything and you were willing to help
whatever the issue. I would like to thank all people in the former bio-optics group:
Jukka, Pasi, Kristian, John et al. Thank you for your help with methods and
analyses and company during cruises. Many thanks to all the people working in
Aranda and all colleagues who have participated in research cruises with me. It has
always been great and very interesting to work there. Alg@line people Seppo and
Petri kindly helped me then collecting samples with Alg@line ship Silja Serenade.
Ritva is thanked for helping with administrative matters and being always very
positive and helpful. Chats with other PhD students and postdocs have always
cheered up my day. Thank you Teresa, Tobias, Jacqueline, Anne-Mari, Eeva, Laura,
Riikka, Louise, Sanna M., Kata and all. I would also like to thank you Sirpa, Heidi,
Johanna, Tarja, Siru, Piia and Kaarina for help and nice discussions. Hanna, Mira
and Jani are thanked for their help during field and laboratory work. I would like to
thank all the people in SYKE Jyviskyld for providing me an office space and good
company during the coffee breaks during the last year of my thesis.

A big thanks to my friends from the University of Turku. Chiara, Miia, Kalle,
Palvi, Mia, Piivi and Ville, thank you for company during dinners, birding trips, dog
walks and all the fun! I want to thank all my friends outside the University and all
dog related friends as well, especially Piia, Christina, Kaisa and Marika. Thank you
for your company and taking my thoughts away from work! Hopefully we have more
time to meet once this work is over.

Huge thanks go to my parents Liisa and Olli who have always supported me
and made me believe that I can achieve whatever I want in my live, and thank you
for taking care of the kids so that I could write my thesis. Thank you for my brother
Sampsa and Anna for letting me stay at your place for countless times while visiting
Helsinki, and for good company. Our dog Meri has been a great de-stressor by
taking me out for long walks and different dog activities and introducing me to great
dog people. Finally, my deepest thanks to Eric, Kristian and Elise. Thank you for

39



making me happy and giving me a whole different world outside science. My friend
and husband Eric, it has been many crazy years with two PhD theses, two wonderful
children and moving around between different cities. I want to thank you for
helping with everything and being always supportive and encouraging. Without you
this thesis would not exist. Thank you for sharing your life with me. I love you!

7 Bibliography

Aasen J, Mackinnon SL, LeBlanc P, Walter JA, Hovgaard P, Aune T, Quilliam MA (2005)
Detection and Identification of Spirolides in Norwegian Shellfish and Plankton. Chem Res
Toxicol 18: 509-515.

Abrahams M V, Townsend LD (1993) Bioluminescence in dinoflagellates : A test of the burgular
alarm hypothesis. Ecology 74: 258-260.

Adolf JE, Stoecker DK, Harding LW (2006) The balance of autotrophy and heterotrophy during
mixotrophic growth of Karlodinium micrum (Dinophyceae). J Plankton Res 28: 737—-751.
Aiken J, Kelly J (1984) A solid state sensor for mapping and profiling stimulated bioluminescence

in the marine environment. Cont Shelf Res 3: 455-464.

Akimoto H, Wu C, Kinumi T, Ohmiya Y (2004) Biological rhythmicity in expressed proteins of the
marine dinoflagellate Lingulodinium polyedrum demonstrated by chronological proteomics.
Biochem Biophys Res Commun 315: 306—312.

Almandoz GO, Montoya NG, Hernando MP, Benavides HR, Carignan MO, Ferrario ME (2014)
Toxic strains of the Alexandrium ostenfeldii complex in southern South America (Beagle
Channel, Argentina). Harmful Algae 37: 100-109.

Alvarez E, Moyano M, Lopez-urrutia A, Nogueira E, Scharek R (2014) Routine determination of
plankton community composition and size structure : a comparison between FlowCAM and
light microscopy. J Plankton Res 36: 170-184.

Anderson DM, Glibert PM, Burkholder JM (2002) Harmful algal blooms and eutrophication:
Nutrient sources, composition, and consequences. Estuaries 25: 704—726.

Anderson DM, Alpermann TJ, Cembella AD, Collos Y, Masseret E, Montresor M (2012) The
globally distributed genus Alexandrium: Multifaceted roles in marine ecosystems and
impacts on human health. Harmful Algae 14: 10-35.

Baker A, Robbins |, Moline MA, Iglesias-Rodriguez MD (2008) Oligonucleotide primers for the
detection of bioluminescent dinoflagellates reveal novel luciferase sequences and
information on the molecular evolution of this gene. J Phycol 44: 419-428.

Berdalet E, Montresor M, Reguera B, Roy S, Yamazaki H, Cembella A, Raine R (2017) Harmful
algal blooms in fjords, coastal embayments, and stratified systems: Recent progress and
future research. Oceanography 30: 46-57.

Berge J, Batnes AS, Johnsen G, Blackwell SM, Moline MA (2012) Bioluminescence in the high
Arctic during the polar night. Mar Biol 159: 231-237.

Biggley WH, Swift E, Buchanan RJ, Seliger HH (1969) Stimulable and spontaneous
bioluminescence in the marine dinoflagellates, Pyrodinium bahamense, Gonyaulax
polyedra, and Pyrocystis lunula. J Gen Physiol 54: 96-122.

Biré R, Krys S, Frémy J-M, Dragacci S, Stirling D, Kharrat R (2002) First evidence on occurrence
of gymnodimine in clams from Tunisia. J Nat Toxins 11: 269-75.

40



Bjorck S (1995) A review of the history of the Baltic Sea, 13.0— 8.0 ka BP. Quat Int 27: 19-40.

Borkman DG, Smayda TJ, Tomas CR, York R, Strangman W, Wright JLC (2012) Toxic
Alexandrium peruvianum (Balech and de Mendiola) Balech and Tangen in Narragansett
Bay, Rhode Island (USA). Harmful Algae 19: 92-100.

Brandenburg KM, de Senerpont Domis LN, Wohlrab S, Krock B, John U, van Scheppingen Y,
van Donk E, de Waal DB Van (2017) Combined physical, chemical and biological factors
shape Alexandrium ostenfeldii blooms in the Netherlands. Harmful Algae 63: 146-153.

Bravo |, Figueroa RI, Garces E, Fraga S, Massanet A (2010) The intricacies of dinoflagellate
pellicle cysts : The example of Alexandrium minutum cysts from a bloom-recurrent area (Bay
of Baiona , NW Spain ). Deep Sea Res Part Il 57: 166-174.

Burkholder JAM, Glibert PM, Skelton HM (2008) Mixotrophy, a major mode of nutrition for
harmful algal species in eutrophic waters. Harmful Algae 8: 77-93.

Burson A, Matthijs HCP, de Bruijne W, Talens R, Hoogenboom R, Gerssen A, Visser PM, Stomp
M, Steur K, van Scheppingen Y, Huisman J (2014) Termination of a toxic Alexandrium
bloom with hydrogen peroxide. Harmful Algae 31: 125-135.

Buskey EJ, Mills L, Swift E (1983) The effects of dinoflagellate bioluminescence on the swimming
behavior of a marine copepod. Limonology Oceanogr 28: 575-579.

Buskey EJ, Strom S, Coulter C (1992) Biolumiscence of heterotrophic dinoflagellates from Texas
coastal waters. J Exp Mar Bio Ecol 159: 37-49.

Casabianca S, Penna A, Pecchioli E, Jordi A, Basterretxea G, Vernesi C (2012) Population
genetic structure and connectivity of the harmful dinoflagellate Alexandrium minutum in the
Mediterranean Sea. Proc R Soc B Biol Sci 279: 129-38.

Ciminiello P, Dell’Aversano C, Fattorusso E, Magno S, Tartaglione L, Cangini M, Pompei M,
Guerrini F, Boni L, Pistocchi R (2006) Toxin profile of Alexandrium ostenfeldii (Dinophyceae)
from the Northern Adriatic Sea revealed by liquid chromatography-mass spectrometry.
Toxicon 47: 597-604.

Ciminiello P, Dell’Aversano C, Fattorusso E, Forino M, Grauso L, Tartaglione L, Guerrini F,
Pistocchi R (2007) Spirolide toxin profile of adriatic Alexandrium ostenfeldii cultures and
structure elucidation of 27-hydroxy-13,19-didesmethyl spirolide C. J Nat Prod 70:1878—
1883.

Ciminiello P, Dell C, Dello E, Fattorusso E, Forino M, Grauso L, Tartaglione L, Guerrini F,
Pezzolesi L (2010) Toxicon Characterization of 27-hydroxy-13-desmethyl spirolide C and
27-oxo- 13 , 19-didesmethyl spirolide C . Further insights into the complex Adriatic
Alexandrium ostenfeldii toxin profile. Toxicon 56: 1327-1333.

Ciminiello P, Dell’Aversano C, Forino M, Tartaglione L (2014) Marine toxins in Italy: The more
you look, the more you find. European J Org Chem 2014: 1357-1369.

Comtet T, Sandionigi A, Viard F, Casiraghi M (2015) DNA (meta)barcoding of biological
invasions: a powerful tool to elucidate invasion processes and help managing aliens. Biol
Invasions 17: 905-922.

Craig JM, Klerks PL, Heimann K, Waits JL (2003) Effects of salinity, pH and temperature on the
re-establishment of bioluminescence and copper or SDS toxicity in the marine dinoflagellate
Pyrocystis lunula using bioluminescence as an endpoint. Environ Pollut 125: 267-275.

Cronin HA, Cohen JH, Berge J, Johnsen G, Moline MA (2016) Bioluminescence as an ecological
factor during high Arctic polar night. Sci Rep 6: 1-9.

41



Cusick KD, Sayler GS (2013) An overview on the marine neurotoxin, saxitoxin: genetics,
molecular targets, methods of detection and ecological functions. Mar Drugs 11: 991-1018.

Cusick KD, Widder EA (2014) Intensity differences in bioluminescent dinoflagellates impact
foraging efficiency in a nocturnal predator. Bull Mar Sci 90: 797-811.

Cussatlegras AS, Le Gal P (2007) Variability in the bioluminescence response of the
dinoflagellate Pyrocystis lunula. J Exp Mar Bio Ecol 343: 74-81.

Cussatlegras AS, Geistdoerfer P, Prieur L (2001) Planktonic bioluminescence measurements in
the frontal zone of Almeria-Oran (Mediterranean Sea). Oceanol Acta 24: 239-250.

Deane GB, Stokes MD, Latz MI (2016) Bubble stimulation efficiency of dinoflagellate
bioluminescence. Luminescence 31: 270-280.

DeSa R, Hastings JW (1968) The characterization of scintillons. Bioluminescent particles from
the marine dinoflagellate, Gonyaulax polyedra. J Gen Physiol 51: 105-122.

Dhib A, Fertouna-Bellakhal M, Turki S, Aleya L (2016) Driving factors of dinoflagellate cyst
distribution in surface sediments of a Mediterranean lagoon with limited access to the sea.
Mar Pollut Bull 112: 303-312.

Elith J, H. Graham C, P. Anderson R, Dudik M, Ferrier S, Guisan A, J. Hijmans R, Huettmann F,
R. Leathwick J, Lehmann A, Li J, G. Lohmann L, A. Loiselle B, Manion G, Moritz C,
Nakamura M, Nakazawa Y, McC. M. Overton J, Townsend Peterson A, J. Phillips S,
Richardson K, Scachetti-Pereira R, E. Schapire R, Soberén J, Williams S, S. Wisz M, E.
Zimmermann N (2006) Novel methods improve prediction of species’ distributions from
occurrence data. Ecography 29: 129-151.

Esaias W, Curl C, Seliger HH (1973) Action spectrum for a low intensity, rapid photoinhibition of
mechanically stimulable bioluminescence in the marine dinoflagellates Gonyaulax catenella,
G. acatenella, and G. tamarensis. J Cell Physiol 82: 363-372.

Feistel R, Weinreben S, Wolf H, Seitz S, Spitzer P, Adel B, Nausch G, Schneider B, Wright DG
(2009) Density and absolute salinity of the Baltic Sea 2006—2009. Ocean Sci Discuss 6:
1757-1817.

Fistarol GO, Legrand C, Rengefors K, Granéli E (2004) Temporary cyst formation in
phytoplankton: A response to allelopathic competitors? Environ Microbiol 6: 791—-798.

Fleisher KJ, Case JF (1995) Cephalopod predation facilitated by dinoflagellate luminescence.
Biol Bull 189: 263-271.

Fogel M, Hastings JW (1971) A substrate-binding protein in the Gonyaulax bioluminescence
reaction. Arch Biochem Biophys 142: 310-321.

Fritz L, Triemer RE (1985) A rapid simple technique utilizing calcofluor white M2R for the
visualization of dinoflagellate thecal plates. J Phycol 21: 662—664.

Fritz L, Morse D, Hastings JW (1990) The circadian bioluminescence rhythm of Gonyaulax is
related to daily variations in the number of light-emitting organelles. J Cell Sci 95: 321-328.

Gates JA, Wilson WB (1960) The toxicity of Gonyaulax monilata Howell to Mugil cephalus.
Limnol Oceanogr 5: 171-174.

Geistdoerfer P, Cussatlegras A-S (2001) Variations nycthémérales de la bioluminescence marine
en Méditerranée et dans I'Atlantique nord-est. Comptes Rendus I’Académie des Sci - Ser I
- Sci la Vie 324: 1037-1044.

Glibert PM, Burford MA (2017) Globally changing nutrient loads and harmful algal blooms:
Recent advances, new paradigms, and continuing challenges. Oceanography 30: 58—69.

42



Gobler CJ, Doherty OM, Hattenrath-Lehmann TK, Griffith AW, Kang Y, Litaker RW (2017) Ocean
warming since 1982 has expanded the niche of toxic algal blooms in the North Atlantic and
North Pacific oceans. Proc Natl Acad Sci 114: 201619575.

Gonzéalez AV, Rodriguez-Velasco ML, Ben-Gigirey B, Botana LM (2006) First evidence of
spirolides in Spanish shellfish. Toxicon 48: 1068—1074.

Granéli E, Turner JT (2006) Ecology of Harmful Algae. Springer-Verlag Berlin Heidelberg, Berlin

Gribble KE, Keafer BA, Quilliam MA, Cembella AD, Kulis DM, Manahan A, Anderson DM (2005)
Distribution and toxicity of Alexandrium ostenfeldii (Dinophyceae) in the Gulf of Maine, USA.
Deep Res Part Il Top Stud Oceanogr 52: 2745-2763.

Haddock SHD, Moline MA, Case JF (2010) Bioluminescence in the sea. Ann Rev Mar Sci 2:
443-493.

Hajdu S, Pertola S, Kuosa H (2005) Prorocentrum minimum (Dinophyceae) in the Baltic Sea:
Morphology, occurrence - A review. Harmful Algae 4: 471-480.

Hajdu S, Olenina I, Wasmund N, Edler L, Witek B (2006) Unusual phytoplankton events in 2005.
In: Helcom Indic. Fact Sheets 2006. http://www.helcom.fi/BSAP_assessment/ifs /archive/
ifs2006/en_GB/phytol/.

Hakanen P, Suikkanen S, Franzén J, Franzén H, Kankaanpaa H, Kremp A (2012) Bloom and
toxin dynamics of Alexandrium ostenfeldii in a shallow embayment at the SW coast of
Finland, northern Baltic Sea. Harmful Algae 15: 91-99.

Hakanen P, Suikkanen S, Kremp A (2014) Allelopathic activity of the toxic dinoflagellate
Alexandrium ostenfeldii: Intra-population variability and response of co-occurring
dinoflagellates. Harmful Algae 39: 287-294.

Hallegraeff GM (2010) Ocean climate change, phytoplankton community responses, and harmful
algal blooms: A formidable predictive challenge. J Phycol 46: 220-235.

Hallfors G (2004) Checklist of Baltic Sea Phytoplankton Species. Balt Sea Environ Proc 95:1—
208.

Hallfors H, Hajdu S, Kuosa H, Larsson U (2011) Vertical and temporal distribution of the
dinoflagellates Dinophysis acuminata and D. norvegica in the Baltic Sea. Boreal Environ
Res 16: 121-135.

Hallfors H, Backer H, Leppénen JM, Hallfors S, Hallfors G, Kuosa H (2013) The northern Baltic
Sea phytoplankton communities in 1903-1911 and 1993-2005: A comparison of historical
and modern species data. Hydrobiologia 707: 109—-133.

Hamman JP, Seliger HH (1972) The Mechanical Triggering of Bioluminescence in Marine
Dinoflagellates: Chemical Basis. J Cell Physiol 80: 397-408.

Hanley JA, McNeil BJ (1982) The Meaning and Use of the Area under a Receiver Operating
Characteristic (ROC) Curve. Radiology 143: 29-36.

Hansen PJ (2011) The Role of Photosynthesis and Food Uptake for the Growth of Marine
Mixotrophic Dinoflagellates. Eukaryot Microbiol 58: 203—-214.

Harding JM, Mann R, Moeller P, Hsia MS, Harding JM, Mann R, Moeller P, Hsia MS (2009)
Mortality of the Veined Rapa Whelk , Rapana venosa , in Relation to a Bloom of
Alexandrium monilatum in the York River , United States. J Shellfish Res 28: 363—367.

Harju K, Koskela H, Kremp A, Suikkanen S, De La Iglesia P, Miles CO, Krock B, Vanninen P
(2016) Identification of gymnodimine D and presence of gymnodimine variants in the
dinoflagellate Alexandrium ostenfeldii from the Baltic Sea. Toxicon 112: 68-76.

43



Hastings JW (1989) Chemistry, clones, and circadian control of the dinoflagellate bioluminescent
system. The Marlene DeLuca memorial lecture. J Biolumin Chemilumin 4: 12-19.

Heisler J, Glibert PM, Burkholder JM, Anderson DM, Cochlan W, Dennison WC, Dortch Q,
Gobler CJ, Heil CA, Humphries E, Lewitus A, Magnien R, Marshall HG, Sellner K, Stockwell
DA, Stoecker DK, Suddleson M (2008) Eutrophication and harmful algal blooms: A scientific
consensus. Harmful Algae 8: 3-13.

Herren CM, Haddock SHD, Johnson C, Orrico CM, Moline M a., Case JF (2005) A multi-platform
bathyphotometer for fine-scale, coastal bioluminescence research. Limnol Oceanogr
Methods 3: 247-262.

Hsia MH, Morton SL, Smith LL, Beauchesne KR, Huncik KM, Moeller PDR (2006) Production of
goniodomin A by the planktonic, chain-forming dinoflagellate Alexandrium monilatum
(Howell) Balech isolated from the Gulf Coast of the United States. Harmful Algae 5: 290—
299.

ICES (2004) Report of the Regional Ecosystem Study Group for the North Sea, 5—-7 April 2004.
ICES CM 2004/ACE:06.

ICES (2007) Report of the ICES-IOC-SCOR Working Group on GEOHAB Implementation in the
Baltic. Group 51 pp.

Jacobson DM, Anderson DM (1996) Widespread Phagocytosis of Ciliates and Other Protists By
Marine Mixotrophic and Heterotrophic Thecate Dinoflagellates1. J Phycol 32: 279-285.
Jeong HJ, Yeong DY, Jae YP, Jae YS, Seong TK, Seung HL, Kwang YK, Won HY (2005)
Feeding by phototrophic red-tide dinoflagellates: Five species newly revealed and six

species previously known to be mixotrophic. Aquat Microb Ecol 40: 133-150.

Jeong HJ, du Yoo Y, Kim JS, Seong KA, Kang NS, Kim TH (2010) Growth, feeding and
ecological roles of the mixotrophic and heterotrophic dinoflagellates in marine planktonic
food webs. Ocean Sci J 45: 65-91.

Jeong HJ, Lim AS, Franks PJS, Lee KH, Kim JH, Kang NS, Lee MJ, Jang SH, Lee SY, Yoon EY,
Park JY, Yoo Y Du, Seong KA, Kwon JE, Jang TY (2015) A hierarchy of conceptual models
of red-tide generation: Nutrition, behavior, and biological interactions. Harmful Algae 47: 97—
115.

Jester RJ, Baugh KA, Lefebvre KA (2009) Presence of Alexandrium catenella and paralytic
shellfish toxins in finfish, shellfish and rock crabs in Monterey Bay, California, USA. Mar Biol
156: 493-504.

Johannesson K, André C (2006) Life on the margin: Genetic isolation and diversity loss in a
peripheral marine ecosystem, the Baltic Sea. Mol Ecol 15: 2013-2029.

John U, Cembella A, Hummert C, Elbrachter M, Groben R, Medlin L (2003) Discrimination of the
toxigenic dinoflagellates Alexandrium tamarense and A. ostenfeldii in co-occurring natural
populations from Scottish coastal waters. Eur J Phycol 38: 25-40.

John U, Tillmann U, Hulskotter J, Alpermann TJ, Wohlrab S, Van de Waal DB (2015) Intraspecific
facilitation by allelochemical mediated grazing protection within a toxigenic dinoflagellate
population. Proc R Soc B Biol Sci 282: 20141268-20141268.

Johnsen G, Candeloro M, Berge J, Moline M (2014) Glowing in the dark: Discriminating patterns
of bioluminescence from different taxa during the Arctic polar night. Polar Biol 37: 707-713.

Kauko HM (2013) Stimulated and natural patterns of bioluminescence in the dinoflagellate
Alexandrium ostenfeldii. University of Helsinki

44



Kim G, Lee YW, Joung DJ, Kim KR, Kim K (2006) Real-time monitoring of nutrient concentrations
and red-tide outbreaks in the southern sea of Korea. Geophys Res Lett 33: 1-4.

Kim JH, Jeong HJ, Lim AS, Rho JR, Lee SB (2016) Killing potential protist predators as a survival
strategy of the newly described dinoflagellate Alexandrium pohangense. Harmful Algae 55:
41-55.

Knaust R, Urbig T, Li L, Taylor W, Hastings JW (1998) The circadian rhythm of bioluminescence
in Pyrocystis is not due to differences in the amount of luciferase : A comparative study of
three bioluminescent marine dinoflagellates. J Phycol 34: 167-172.

Kononen K, Niemi A (1984) Long-term variation of the phytoplankton composition at the entrance
to the Gulf of Finland. Ophelia 3: 101-110.

Kremp A (2013) Diversity of dinoflagellate life cycles: facets and implications of complex
strategies. Biol Geol Perspect Dinoflag 5: 197-205.

Kremp A, Lindholm T, DreRler N, Erler K, Gerdts G, Eirtovaara S, Leskinen E (2009) Bloom
forming Alexandrium ostenfeldii (Dinophyceae) in shallow waters of the Aland Archipelago,
Northern Baltic Sea. Harmful Algae 8: 318—-328.

Kremp A, Godhe A, Egardt J, Dupont S, Suikkanen S, Casabianca S, Penna A (2012)
Intraspecific variability in the response of bloom-forming marine microalgae to changed
climate conditions. Ecol Evol 2: 1195-1207.

Kremp A, Tahvanainen P, Litaker W, Krock B, Suikkanen S, Leaw CP, Tomas C (2014)
Phylogenetic relationships, morphological variation, and toxin patterns in the Alexandrium
ostenfeldii (Dinophyceae) complex: Implications for species boundaries and identities. J
Phycol 50: 81-100.

Kuuppo P, Uronen P, Petermann A, Tamminen T, Granéli E (2006) Pectenotoxin-2 and
dinophysistoxin-1 in suspended and sedimenting organic matter in the Baltic Sea. Limnol
Oceanogr 51: 2300-2307.

Landsberg JH (2002) The Effects of Harmful Algal Blooms on Aquatic Organisms. Rev Fish Sci
10: 113-390.

Lapota D, Geiger ML, Stiffey A V, Rosenberger DE, Young DK (1989) Correlations of planktonic
bioluminescence with other oceanographic parameters from a Norwegian fjord. Mar Ecol
Prog Ser 55: 217-227.

Larsson U, Haijdu S, Anderson L, Edler L (1998) Den fria vattenmassan. Ostersj6 97: 28-33.

Latz MI, Rohr J (2013) Bathyphotometer bioluminescence potential measurements: A framework
for characterizing flow agitators and predicting flow-stimulated bioluminescence intensity.
Cont Shelf Res 61-62: 71-84.

Leppakoski E, Olenin S (2001) The meltdown of biogeographical peculiarities of the Baltic Sea:
the interaction of natural and man-made processes. Ambio 30: 202—-209.

Leppakoski E, Gollasch S, Gruszka P, Ojaveer H, Olenin S, Panov V (2002) The Baltic-a sea of
invaders. Can J Fish Aguat Sci 59: 1175-1188.

Leppanen J-M, Rantajarvi E, Hallfors S, Kruskopf M, Laine V (1995) Unattended monitoring of
potentially toxic phytoplankton species in the Baltic Sea in 1993. J Plankton Res 17: 891—
902.

Li L, Hastings JW (1998) The structure and organization of the luciferase gene in the
photosynthetic dinoflagellate Gonyaulax polyedra. Plant Mol Biol 36: 275—-284.

Li L, Hong R, Hastings JW (1997) Three functional luciferase domains in a single polypeptide
chain. Proc Natl Acad Sci 94: 8954-8958.

45



Li YQ, Swift E, Buskey EJ (1996) Photoinhibition of mechanically stimulable bioluminescence in
the heterotrophic dinoflagellate Protoperidinium depressum (Pyrrophyta). J Phycol 32: 974—
982.

Lilover M, Stips A (2008) The variability of parameters controlling the cyanobacteria bloom
biomass in the Baltic Sea. J Mar Syst 74: 108-115.

Lim PT, Ogata T (2005) Salinity effect on growth and toxin production of four tropical
Alexandrium species (Dinophyceae). Toxicon 45: 699-710.

Lim PT, Usup G, Leaw CP, Ogata T (2005) First report of Alexandrium taylori and Alexandrium
peruvianum (Dinophyceae) in Malaysia waters. Harmful Algae 4: 391-400.

Liu L, Hastings JW (2007) Two different domains of the luciferase gene in the heterotrophic
dinoflagellate Noctiluca scintillans occur as two separate genes in photosynthetic species.
Proc Natl Acad Sci U S A 104: 696-701.

Liu L, Wilson T, Hastings JW (2004) Molecular evolution of dinoflagellate luciferases, enzymes
with three catalytic domains in a single polypeptide. Proc Natl Acad Sci U S A 101: 16555—
16560.

Luckas B, Dahlmann J, Erler K, Gerdts G, Wasmund N, Hummert C, Hansen PD (2005)
Overview of key phytoplankton toxins and their recent occurrence in the north and baltic
seas. Environ. Toxicol. 20: 1-17.

Mackenzie L, White D, Oshima Y, Kapa J (1996) The resting cyst and toxicity of Alexandrium
ostenfeldii (Dinophyceae) in New Zealand. Phycologia 35: 148-155.

Marcinko CLJ, Allen JT, Poulton AJ, Painter SC, Martin AP (2013) Diurnal variations of
dinoflagellate bioluminescence within the open-ocean north-east Atlantic. J Plankton Res
35: 177-190.

Marra J (1995) Bioluminescence and optical variability in the ocean: An overview of the Marine
Light-Mixed Layers Program. J Geophys Res 100: 6521.

Martens H, Tillmann U, Harju K, Dell’Aversano C, Tartaglione L, Krock B (2017) Toxin Variability
Estimations of 68 Alexandrium ostenfeldii (Dinophyceae) Strains from The Netherlands
Reveal a Novel Abundant Gymnodimine. Microorganisms 5: 1-24

May SP, Burkholder JAM, Shumway SE, Hégaret H, Wikfors GH, Frank D (2010) Effects of the
toxic dinoflagellate Alexandrium monilatum on survival, grazing and behavioural response of
three ecologically important bivalve molluscs. Harmful Algae 9: 281-293.

McCoy GR, Touzet N, Fleming GTA, Raine R (2013) An evaluation of the applicability of
microarrays for monitoring toxic algae in Irish coastal waters. Environ Sci Pollut Res 20:
6751-6764.

Mertens KN, Bringué M, Van Nieuwenhove N, Takano Y, Pospelova V, Rochon A, De Vernal A,
Radi T, Dale B, Patterson RT, Weckstrém K, Andrén E, Louwye S, Matsuoka K (2012)
Process length variation of the cyst of the dinoflagellate Protoceratium reticulatum in the
North Pacific and Baltic-Skagerrak region: Calibration as an annual density proxy and first
evidence of pseudo-cryptic speciation. J Quat Sci 27: 734-744.

Moestrup @&, Hansen PJ (1988) On the occurrence of the potentially toxic dinoflagellates
Alexandrium- tamarense (= Gonyaulax-excavata) and Alexandrium-ostenfeldii in Danish and
Faroese waters. Ophelia 28: 195-213.

Munday R, Towers NR, Mackenzie L, Beuzenberg V, Holland PT, Miles CO (2004) Acute toxicity
of gymnodimine to mice. Toxicon 44: 173-178.

46



Munday R, Quilliam MA, LeBlanc P, Lewis N, Gallant P, Sperker SA, Stephen Ewart H,
MacKinnon SL (2012) Investigations into the toxicology of spirolides, a group of marine
phycotoxins. Toxins (Basel) 4: 1-14.

Murakami M, Makabe K, Yamaguchi K, Konosu S, Walchli MR (1988) Goniodomin a, a novel
polyether macrolide from the dinoflagellate Goniodoma pseudogoniaulax. Tetrahedron Lett
29:1149-1152.

Murray S, John U, Kremp A (2015) Alexandrium spp: genetic and ecological factors influencing
saxitoxin production and proliferation. In: Botana LM, Louzao MC, Vilarifio N (eds) Climate
Change and Marine and Freshwater Toxins. De Gruyter, Berlin, Germany, pp 125-154

Okamoto OK, Liu L, Robertson DL, Hastings JW (2001) Members of a dinoflagellate luciferase
gene family differ in synonymous substitution rates. Biochemistry 40: 15862—15868.

Palumbi SR (1994) Genetic Divergence , Reproductive Isolation, and Marine Speciation. Annu
Rev Ecol Syst 25: 547-572.

Pertola S, Kuosa H, Olsonen R (2005) Is the invasion of Prorocentrum minimum (Dinophyceae)
related to the nitrogen enrichment of the Baltic Sea? Harmful Algae 4: 481-492.

Phillips SJ, Anderson RP, Schapire RE (2006) Maximum entropy modelling of species
geographic distributions. Ecol Modell 190: 231-259.

Phlips EJ, Badylak S, Bledsoe E, Cichra M (2006) Factors affecting the distribution of Pyrodinium
bahamense var. bahamense in coastal waters of Florida. Mar Ecol Prog Ser 322: 99-115.

Pimia V, Kankaanpaa H, Kononen K (1997) The first observation of okadaic acid in Mytilus edulis
from the Gulf of Finland. Boreal Environ Res 2: 381-385.

Pitcher GC, Jiménez AB, Kudela RM, Reguera B (2017) Harmful algal blooms in eastern
boundary upwelling systems: A GEOHAB Core Research Project. Oceanography 30: 22—35.

R Development Core Team (2017). R: A language and environment for statistical computing. R
Foundation for Statistical Computing, Vienna, Austria. ISBN 3-900051-07-0, URL
http://www.R-project.org.

Rantajarvi E (2003) Alg@line in 2003: 10 years of innovative plankton monitoring and research
and operational information service in the Baltic Sea. Meri 48: 1-38.

Rantajarvi E, Olsonen R, Héllfors S, Leppanen J-M, Raateoja M (1998) Effect of sampling
frequency on detection of natural variability in phytoplankton : unattended high-frequency
measurements on board ferries in the Baltic Sea. J Mar Sci 55: 697—704.

Reidhaar PE, Lane CS, Benitez-Nelson CR, Gamble DW (2016) Spatial and temporal variations
in Pyrodinium bahamense cyst concentrations in the sediments of bioluminescent mangrove
lagoon, St. Croix, USVI. Estuaries and Coasts 39: 6 82—694.

Rundberget T, Aasen JAB, Selwood Al, Miles CO (2011) Pinnatoxins and spirolides in Norwegian
blue mussels and seawater. Toxicon 58: 700—711.

Salgado P, Riob6 P, Rodriguez F, Franco JM, Bravo | (2015) Differences in the toxin profiles of
Alexandrium ostenfeldii (Dinophyceae) strains isolated from different geographic origins:
Evidence of paralytic toxin, spirolide, and gymnodimine. Toxicon 103: 85-98.

Savela H, Harju K, Spoof L, Lindehoff E, Meriluoto J, Vehnidinen M, Kremp A (2016) Quantity of
the dinoflagellate sxtA4 gene and cell density correlates with paralytic shellfish toxin
production in Alexandrium ostenfeldii blooms. Harmful Algae 52: 1-10.

Schmitter R, Njus D, Sulzman FM, Gooch VD, Hastings JW (1976) Dinoflagellate
bioluminescence: A comparative study of in vitro components. J Cell Physiol 87: 123-133.

47



Schwartz ER, Poulin RX, Mojib N, Kubanek J (2016) Chemical ecology of marine plankton. Nat
Prod Rep 28: 388-399.

Setald O, Sopanen S, Autio R, Kankaanpaéa H, Erler K (2011) Dinoflagellate toxins in northern
Baltic Sea phytoplankton and zooplankton assemblages. Boreal Environ Res 16: 509-520.

Setald O, Lehtinen S, Kremp A, Hakanen P, Kankaanpaa H, Erler K, Suikkanen S (2014)
Bioaccumulation of PSTs produced by Alexandrium ostenfeldii in the northern Baltic Sea.
Hydrobiologia 726: 143-154.

Sipia V, Kankaanpaa H, Meriluoto J (2000) The first observation of okadaic acid in flounder in the
Baltic Sea. Sarsia 85: 471-475.

Sjoqvist C, Godhe A, Jonsson PR, Sundqvist L, Kremp A (2015) Local adaptation and
oceanographic connectivity patterns explain genetic differentiation of a marine diatom
across the North Sea-Baltic Sea salinity gradient. Mol Ecol 24: 2871-2885.

Smayda TJ (1997) Harmful algal blooms: Their ecophysiology and general relevance to
phytoplankton blooms in the sea. Limnol Oceanogr 42: 1137-1153.

Soler-Figueroa BM, Otero E (2016) Seasonal changes in bioluminescence and dinoflagellate
composition in a tropical bioluminescent bay, Bahia Fosforescente, La Parguera, Puerto
Rico. J Exp Mar Bio Ecol 483:1 20-129.

Sopanen S, Setéla O, Piiparinen J, Erler K, Kremp A (2011) The toxic dinoflagellate Alexandrium
ostenfeldii promotes incapacitation of the calanoid copepods Eurytemora affinis and Acartia
bifilosa from the northern Baltic Sea. J Plankton Res 33: 1564-1573.

Stirling DJ (2001) Survey of historical New Zealand shellfish samples for accumulation of
gymnodimine. New Zeal J Mar Freshw Res 35: 851-857.

Stoecker DK, Hansen PJ, Caron DA, Mitra A (2017) Mixotrophy in the Marine Plankton. Ann Rev
Mar Sci 9: 311-335.

Stiken A, Orr RJS, Kellmann R, Murray SA, Neilan BA, Jakobsen KS (2011) Discovery of
nuclear-encoded genes for the neurotoxin saxitoxin in dinoflagellates. PLoS One. 6(5):
€20096. doi:10.1371/journal.pone.0020096.

Suikkanen S, Laamanen M, Huttunen M (2007) Long-term changes in summer phytoplankton
communities of the open northern Baltic Sea. Estuar Coast Shelf Sci 71: 580-592.

Suikkanen S, Kremp A, Hautala H, Krock B (2013) Paralytic shellfish toxins or spirolides? The
role of environmental and genetic factors in toxin production of the Alexandrium ostenfeldii
complex. Harmful Algae 26: 52-59.

Svedén JB, Walve J, Larsson U, EImgren R (2016) The bloom of nitrogen-fixing cyanobacteria in
the northern Baltic Proper stimulates summer production. J Mar Syst 163: 102—-112.

Sweeney BM (1987) Bioluminescence and circadian rhythms. In: Taylor FIR (ed) The Biology of
Dinoflagellates. Blackwell, Oxford, UK, pp 269—-281.

Swift E, Biggley WH, Seliger HH (1973) Species of oceanic dinoflagellates in the genera
Dissodinium and Pyrocystis: interclonal and interspecific comparisons of the colour and
photon yield of bioluminescence. J Phycol 9: 420-426.

Swift E, Sullivan JM, Batchelder HP (1995) Bioluminescent organisms and bioluminescence
measurements in the north-Atlantic ocean near latitude 59.5-degrees-n, longitude 21-
degrees-w. J Geophys Res 100: 6527—6547.

SYKE (2017) Nutrients and the amount of algae in the Baltic Sea. http://www.ymparisto.fi/en-
US/Sea/What_is_the_state_of the_Baltic_Sea/Nutrients_and_the_amount_of_algae_in_the
(31561).

48



Tahvanainen P, Alpermann TJ, Figueroa RI, John U, Hakanen P, Nagai S, Blomster J, Kremp A
(2012) Patterns of post-glacial genetic differentiation in marginal populations of a marine
microalga. PLoS One. 7(12): e53602. doi:10.1371/journal.pone.0053602.

Taylor JD, Kegel JU, Lewis JM, Medlin LK (2014) Validation of the detection of Alexandrium
species using specific RNA probes tested in a microarray format: Calibration of signal using
variability of RNA content with environmental conditions. Harmful Algae 37: 17-27.

Tillmann U, John U, Cembella A (2007) On the allelochemical potency of the marine
dinoflagellate Alexandrium ostenfeldii against heterotrophic and autotrophic protists. J
Plankton Res 29: 527-543.

Tillmann U, Alpermann T, John U, Cembella A (2008) Allelochemical interactions and short-term
effects of the dinoflagellate Alexandrium on selected photoautotrophic and heterotrophic
protists. Harmful Algae 7: 52—64.

Tillmann U, Alpermann TL, da Purificacao RC, Krock B, Cembella A (2009) Intra-population
clonal variability in allelochemical potency of the toxigenic dinoflagellate Alexandrium
tamarense. Harmful Algae 8: 759—-769.

Tillmann U, Kremp A, Tahvanainen P, Krock B (2014) Characterization of spirolide producing
Alexandrium ostenfeldii (Dinophyceae) from the western Arctic. Harmful Algae 39: 259-270.

Tomas CR, van Wagoner R, Tatters AO, White KD, Hall S, Wright JLC (2012) Alexandrium
peruvianum (Balech and Mendiola) Balech and Tangen a new toxic species for coastal
North Carolina. Harmful Algae 17: 54—63.

Touzet N, Franco JM, Raine R (2008) Morphogenetic diversity and biotoxin composition of
Alexandrium (Dinophyceae) in Irish coastal waters. Harmful Algae 7: 782—797.

Townsend DW, Pettigrew NR, Thomas AC (2001) Offshore blooms of the red tide dinoflagellate,
Alexandrium sp., in the Gulf of Maine. Cont Shelf Res 21: 347-369.

Triki HZ, Laabir M, Moeller P, Chomérat N, Kéfi Daly-Yahia O (2016) First report of goniodomin A
production by the dinoflagellate Alexandrium pseudogonyaulax developing in southern
Mediterranean (Bizerte Lagoon, Tunisia). Toxicon 111: 91-99.

Ueda I, Shinoda F, Kamaya H (1994) Temperature-dependent effects of high pressure on the
bioluminescence of firefly luciferase. Biophys J 66: 2107-10.

Utyushev RN, Levin L a., Gitelson JI (1999) Diurnal rhythm of the bioluminescent field in the
ocean epipelagic zone. Mar Biol 134: 439-448.

Valiadi M, Iglesias-Rodriguez MD (2013) Understanding bioluminescence in dinoflagellates—
How far have we come? Microorganisms 1: 3—-25.

Valiadi M, Iglesias-Rodriguez MD (2014) Diversity of the luciferin binding protein gene in
bioluminescent dinoflagellates - Insights from a new gene in Noctiluca scintillans and
sequences from Gonyaulacoid genera. J Eukaryot Microbiol 61: 134-145.

Valiadi M, Iglesias-Rodriguez MD, Amorim A (2012) Distribution and genetic diversity of the
luciferase gene within marine dinoflagellates. J Phycol 48: 826—836.

Valiadi M, Painter SC, Allen JT, Balch WM, Iglesias-Rodriguez MD (2014) Molecular detection of
bioluminescent dinoflagellates in surface waters of the Patagonian shelf during early austral
summer 2008. PLoS One. 9(6): €98849. doi:10.1371/journal.pone.0098849.

Van de Waal DB, Tillmann U, Martens H, Krock B, van Scheppingen Y, John U (2015)
Characterization of multiple isolates from an Alexandrium ostenfeldii bloom in The
Netherlands. Harmful Algae 49: 94-104.

49



Van Wagoner RM, Misner |, Tomas CR, Wright JLC (2011) Occurrence of 12-
methylgymnodimine in a spirolide-producing dinoflagellate Alexandrium peruvianum and the
biogenetic implications. Tetrahedron Lett 52: 4243-4246.

von Dassow P, Bearon RN, Latz MI (2005) Bioluminescent response of the dinoflagellate
Lingulodinium polyedrum to developing flow: Tuning of sensitivity and the role of
desensitization in controlling a defensive behavior of a planktonic cell. Limnol Oceanogr 50:
607-619.

Widder EA (2010) Bioluminescence in the ocean: origins of biological, chemical, and ecological
diversity. Science (80-) 328: 704—-708.

Widder E a, Case JF (1982) Distribution of subcellular bioluminescent sources in a dinoflagellate,
Pyrocystis fusiformis. Biol Bull 162: 423—448.

Wilson T, Hastings WJ (1998) Bioluminescence. Annu Rev Cell Dev Biol 14: 197-230.

Xu J, Hansen PJ, Nielsen LT, Krock B, Tillmann U, Kigrboe T (2017) Distinctly different
behavioral responses of a copepod, Temora longicornis, to different strains of toxic
dinoflagellates, Alexandrium spp. Harmful Algae 62: 1-9.

50



